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ABSTRACT
This Account discusses surface-enhanced Raman scattering at
extremely high enhancement levels that can occur for molecules
attached to silver and gold nanoclusters. Strongly enhanced and
highly confined local optical fields enable surface-enhanced Stokes
and anti-Stokes Raman spectroscopy of single molecules even
under nonresonant excitation conditions as well as extremely large
effective cross sections in two-photon excited Raman spectroscopy.
The ability for very sensitive and spatially confined molecular
structural probing makes gold and silver nanoclusters very promis-
ing tools for studies of small structures in biological materials, such
as cellular compartments.

Introduction
Characterizing the chemical structure of a single molecule
and monitoring structural changes at the single-molecule
level belong to the most challenging goals in chemistry.
High-throughput structurally selective detection and count-
ing single molecules represents the ultimate limit in
chemical analysis. Molecular vibrations and therefore

molecular structure can be probed by the inelastic Raman
scattering process. Depending on the excitation frequency,
Raman scattered light can be observed in the UV to near-
infrared frequency range. Raman spectroscopy provides
a unique approach for solving analytical problems. How-
ever, Raman scattering has an extremely small cross
section, typically ∼10-30 to 10-25 cm2 per molecule, with
the larger values occurring only under favorable resonance
Raman conditions. The small Raman cross sections re-
quire a large number of analyte molecules to achieve
adequate conversion rates from excitation laser photons
to Raman photons. Therefore, usually, Raman spectros-
copy has been considered a technique for structural
analysis, rather than a method for ultrasensitive trace
detection or even as tool at the level of single molecules.
However, Raman scattering literally appears in a new light
when it takes place in the local optical fields of metal
nanostructures. The favorable optical properties of these
metal nanostructures, based on their surface plasmon
polaritons, provide the key effect for the observation of
enhanced Raman signals for molecules attached to them,
the effect of surface-enhanced Raman scattering (SERS).
SERS at extremely high enhancement levels transforms
Raman spectroscopy from a structural analytical tool to
a structurally sensitive single-molecule and nanoscale
probe. At present, SERS is the only way to detect a single
molecule and simultaneously probe its chemical structure.

In this Account, we discuss the strongly enhanced
Raman scattering signals that occur when the target
molecules are attached to silver and gold nanoclusters.
In particular, we elucidate why these nanostructures work
so well for single-molecule Raman spectroscopy. In ad-
dition to linear SERS spectroscopy, we will also consider
nonlinear surface-enhanced Raman scattering, because
two-photon excited processes benefit particularly from
enhanced local optical fields. In the last section, we
discuss the application of gold nanoaggregates as SERS
nanosensors enabling ultrasensitive targeted Raman prob-
ing in live cells.

The Trail to Single-Molecule Raman
Spectroscopy
In 1977, Van Duyne and Jeanmaire and, independently,
Albrecht and Creighton confirmed the 1974 experiments
on enhanced Raman signals from pyridine on a rough
silver electrode,1 and they concluded that the enormously
strong Raman signal measured must be caused by true
enhancement of the Raman scattering efficiency itself.2,3

Enhanced Raman signals measured from pyridine in
aqueous silver and gold colloidal solutions4 showed that
SERS is not as much a surface effect as it is a nanostruc-
ture effect and provided the first clear demonstration of
the important role of plasmon resonances and the elec-
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tromagnetic field enhancement in SERS.5 But there was
also experimental evidence that different effects must
contribute to the observed enhanced Raman signal,
including so-called chemical effects, where enhancement
mechanisms for the Raman signal can be understood in
terms of various possible electronic interactions between
molecule and metal.6,7 For an overview on surface-
enhanced Raman scattering see refs 6 and 8-12.

Figure 1 shows a schematic of surface-enhanced
Raman scattering. Molecules (blue dots) are attached to
metal nanoparticles (orange balls); for an example, see
the electron micrograph of colloidal gold particles. The
SERS Stokes signal, PSERS(νS), can be estimated according
to eq 1.10

with I(νL ) ) excitation laser intensity, σads
R ) Raman

cross section of the adsorbed molecule, possibly in-
creased due to chemical enhancement, N ) number of
molecules involved in the SERS process, and A(νL) and
A(νS) ) field enhancement factors (laser and Raman).
Equation 1 shows that the electromagnetic SERS enhance-
ment factor is determined by the fourth power of the field
enhancement in the local optical fields of the metal
nanoparticles.

SERS enhancement factors were estimated by compar-
ing surface-enhanced Raman signals and normal Raman
scattering or fluorescence, taking into account the differ-
ent concentrations of molecules contributing to the
observed signals. The estimated enhancement factors for
the Raman signal started with modest factors of 103-105

observed in the initial experiments. Many authors could
later observe enhancement factors of 1010-1011 for dye
molecules in surface-enhanced resonance Raman scat-
tering.13-15 At that time, SERRS spectra were measured
from ∼100 rhodamine 6G molecules in aggregated silver
colloidal solution and suggested that single-molecule

Raman spectroscopy should be possible by further ex-
perimental improvement for SERRS.15,16

In 1995, a new approach for determining effective SERS
cross sections using anti-Stokes to Stokes signal ratios
identified unexpectedly large nonresonant SERS cross
sections on the order of at least 10-16 cm2 per molecule,
which corresponds to enhancement factors of about 14
orders of magnitude.17 Such numbers exceeded all previ-
ous estimates of SERS enhancement factors by 2-3 orders
of magnitude. Assuming consistency of the enhancement
factors with the observed scattering signal, one has to
conclude that a very small number of molecules in the
SERS sample are involved in the SERS process at such a
high enhancement level. On the basis of this finding, we
drastically reduced the number of molecules in the probed
volume and measured Raman spectra from single mol-
ecules using near-infrared excitation nonresonant to the
electronic transitions in the target molecules.18-20 Nie and
Emory improved the surface-enhanced resonance Raman
experiments on rhodamine 6G to single-molecule sensi-
tivity.21

Single-Molecule Raman Scattering in Local
Optical Fields of Silver and Gold
Nanoaggregates
Effective Raman Cross Section and Enhancement Fac-
tors. SERS enhancement factors were underestimated for
many years when they were inferred from a comparison
between surface-enhanced Raman signals and normal
Raman scattering or fluorescence. The main reason for
this general mistake was the assumption that all molecules
in a SERS experiment contribute to the observed SERS
signal. To avoid this problem, we applied a different
approach, in which both surface-enhanced Stokes and
anti-Stokes Raman scattering were used to extract infor-
mation on the effective SERS cross section from experi-
mentally observed population pumping to the first excited
vibrational level due to a very strong Raman process.17

Figure 2 illustrates Stokes and anti-Stokes scattering in
a molecular-level scheme. Population and depopulation
of the first excited vibrational level by Raman Stokes and

FIGURE 1. Surface-enhanced Raman scattering.

PSERS(νS) ) Nσads
R |A(νL)|2|A(νS)|2I(νL) (1)

FIGURE 2. Anti-Stokes and Stokes signal vs excitation intensity
measured from crystal violet attached to silver nanoclusters.
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anti-Stokes transitions can be described by the rate
equation

Simple equations for the anti-Stokes (eq 3a) and Stokes
signals (eq 3b) can be derived from eq 2 assuming steady
state and weak saturation (exp(-hνM/(kT)) e σS

SERSτ1nL ,
1). Under weak saturation conditions, a continuous wave
(cw) laser-excited Raman process populates the first
excited vibrational state comparably or higher than the
Boltzmann population but still far away from approaching
equilibrium population between N0 and N1.

with σSERS ) effective SERS cross section, τ1 ) lifetime of
the first excited vibrational state, N0 and N1 ) number of
molecules in the vibrational ground and first excited state,
nL ) number of laser photons per cm2 and second, T )
sample temperature, h ) the Planck constant, and k )
the Boltzmann constant. The first term in eq 3a describes
the anti-Stokes signal due to thermal population of the
first excited vibrational state. The second term, which
shows a quadratic dependence on the excitation intensity,
describes the contribution to the anti-Stokes signal that
occurs due to vibrational pumping by the strong Stokes
process. In normal Raman scattering, this term can be
neglected since it is small compared to the thermal
population. However, in SERS experiments at extremely
high enhancement levels, this term is operative. Evidence
for the pumping effect in the case of SERS comes from (i)
anti-Stokes to Stokes signal ratios that cannot be explained
in terms of a Boltzmann distribution and that are deter-
mined by the product of SERS cross section and vibra-
tional lifetime and no longer by temperature,10,17,19,20,22,23

(ii) a quadratic dependence of the anti-Stokes signal on
the excitation intensity17,23,24 (see also Figure 2), and (iii)
a component of v ) 1 to v ) 2 Raman transitions in the
Stokes signal in addition to the v ) 0 to v ) 1 transitions
usually observed in Raman scattering.17 To account for
all these experimental observations, the product of cross
section and vibrational lifetime in eq 3a must be on the
order of 10-27 cm2‚s. Assuming vibrational lifetimes on the
order of 10 ps, the surface-enhanced Raman cross section
is then estimated to be at least ∼10-16 cm2 per molecule.

At this point, it is important to clarify that for straight-
forward extraction of information on effective SERS cross
sections, population pumping has to be studied under
nonresonant Raman conditions to avoid a complex in-
terference of resonance Raman25-27 or temperature effects
or both with the pumping effect. By applying near-infrared
excitation at 830 nm, we inferred effective surface-
enhanced Raman cross sections on the order of at least
10-16cm2 corresponding to SERS enhancement factors of
1014 for different kinds of molecules.17,20,23 These nonreso-
nant SERS enhancement factors were later confirmed in

single-molecule Raman experiments.18,19 Figure 3 shows
Raman spectra measured from aqueous solution of silver
nanoaggregates containing 10-14 M pseudoicocyanine
(PIC) and 5 M methanol, which yields one PIC molecule
and ∼1014 methanol molecules in the 30 pL probed
volume. The experiment shows that the SERS signals of a
single PIC molecule appears at the same signal level as
the nonenhanced Raman signal of the 1014 methanol
molecules. Raman lines assigned to PIC appear at varying
signal levels due to Brownian motion of the silver colloidal
cluster carrying single PIC molecules into and out of the
probed volume.

In principle, electromagnetic and chemical effects can
account for the observed enhancement level on the order
of 1014. Theoretical estimates for different silver and gold
nanostructures from dimers 28-30 to self-similar structures
31-33 show that local optical fields can give rise to SERS
enhancement factors up to 1012. This leaves a factor 10-
103 for an electronic contribution to match the experi-
mentally observed enhancement factors in nonresonant
SERS. However, the extent of electronic enhancement
remains a subject of discussion. Recent studies show that
combining plasmon resonances and photonic resonances
can give rise to electromagnetic SERS enhancement
factors sufficient for single-molecule SERS without chemi-
cal enhancement.34 Other recent studies come back to
chemical mechanisms involving ballistic electrons to
explain extremely large SERS enhancement factors in
single-molecule SERS.35,36 A possible chemical contribu-
tion in SERS experiments might also be supported by the
observation that there are molecules that do not show a
SERS effect and also by a recent report claiming that small
silver clusters consisting of a few silver atoms can result
in strongly enhanced Stokes and anti-Stokes Raman
signals.37

Isolated Nanoparticles vs Nanoaggregates. Figure 4
compares SERS experiments performed on isolated gold
nanoparticles and on small aggregates formed by these
spheres. In agreement with theory,38,39 enhancement
factors for isolated gold spheres have been estimated to
be 103-104.20 These SERS enhancement factors are too
small to measurably populate the first excited vibrational
state and the anti-Stokes spectrum appears at the ex-

dN1

dt
) (N0 - N1)σSERSnL -

N1

τ1
(2)

PaS
SERS ) (N0 e-hνM/(kT) + N0σSERSτ1nL)σSERSnL (3a)

PS
SERS ) N0σSERSnL (3b)

FIGURE 3. SERS spectra measured from a probed volume that
contains one pseudoicocyanine (PIC) molecule attached to a silver
colloidal cluster and ∼1014 methanol molecules.19
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pected relatively low signal level (Figure 4b). In particular,
the high-frequency modes are not seen on the anti-Stokes
side due to their low thermal population. This situation
changes for SERS performed on cluster structures at 830
nm excitation (Figure 4d). Now a strong anti-Stokes signals
appears, in particular also of higher frequency Raman
modes. This is an indication of a very strong Raman
process that populates the first excited vibrational state.
As we have shown in the previous section, this vibrational
pumping indicates nonresonant SERS enhancement fac-
tors on the order of 1014 or, in other words, a gap of 10
orders of magnitude between SERS enhancement factors
for isolated gold nanoparticles and gold nanoclusters.22

For silver nanoclusters, the SERS enhancement factor
measured at 830 nm excitation has been experimentally
found to be 7 orders of magnitude higher than enhance-
ment factors for isolated silver colloidal particles, even
when excited at their plasmon resonance at 407 nm. These
experiments give evidence that extremely high enhance-
ment factors and single-molecule sensitivity, at least in
nonresonant SERS, are associated with the formation of
clusters. Anti-Stokes to Stokes signal ratios measured on
different clusters from 150 nm aggregates to larger fractal
silver structures show that enhancement factors on the
order of 1014 in nonresonant SERS are independent of the
size and shape of the cluster.20,22 Despite different SERS
enhancement factors for isolated nanoparticles of silver
(106-107) and gold (103-104) measured at their plasmon
resonances at 407 and 514 nm, respectively, the enhance-
ment factors for nanoclusters formed by these particles
are on the same order of magnitude (1014) for both
metals.22

Field Confinement. The local optical fields on com-
posites of nanoparticles such as clusters tend to be highly
localized.31-33 Near-field images taken on top of silver
cluster structures confirm the existence of optical “hot
spots” and “cold zones” on these structures.40

Since SERS takes place in the local fields of metallic
nanostructures, the probed volume is determined by the
confinement of the local fields, which can be 2 orders of
magnitude better than the diffraction limit. The strongly

confined “hot spots” provide the opportunity to spectro-
scopically select single nanoobjects or molecules within
a larger population. This was demonstrated in SERS
experiments performed on bundles of single-wall carbon
nanotubes (SWNTs) on fractal silver cluster structures.23

The spectroscopic selection of single SWNTs within a
bundle of nanotubes shows that SERS signals are collected
from dimensions smaller than 5 nm. It is interesting to
compare SERS on the hot spots of nanoclusters with SERS
exploiting local optical fields of metal tips used in atomic
force microscopy.41-43 Despite the high field confinement
reported for these tips, which is comparable to the
dimension in the hot spot on nanoclusters, enhancement
factors of tips are reported to be orders of magnitude
below those required for nonresonant single-molecule
Raman spectroscopy.

Surface-Enhanced Nonlinear or Two-Photon
Raman Scattering
Hyper-Raman scattering (HRS) is a nonlinear Raman
process that results in an incoherent Raman signal shifted
relative to the second harmonic of the excitation laser (see
Figure 5). HRS follows symmetry selection rules different
from Raman scattering, and therefore it can probe vibra-
tions that are forbidden in Raman scattering.44 However,
HRS is an extremely weak effect. Cross sections on the
order of 10-65 cm4‚s/photon make the utilization of HRS
as a practical spectroscopic tool nearly impossible. In the
framework of electromagnetic field enhancement, HRS
particularly benefits from high local optical fields of
nanoclusters because of its nonlinear dependence on the
(enhanced) laser field.

Figure 5 displays surface-enhanced hyper-Raman scat-
tering (SEHRS) and SERS spectra measured from crystal
violet on silver nanoclusters using 850 nm excitation. The
middle spectrum shows SEHRS and SERS measured in one
spectrum by simultaneously using the first and second
diffraction order of the spectrograph.45 Despite the very
different signal strengths of Raman and hyper-Raman

FIGURE 4. Stokes and anti-Stokes SERS spectra of crystal violet
attached to isolated and aggregated gold nanospheres. FIGURE 5. Schematic of hyper-Raman and Raman scattering and

surface-enhanced Raman and hyper-Raman spectra of crystal violet
on silver nanoclusters, excitation 850 nm, 107 W/cm2.
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scattering, SERS and SEHRS spectra appear at the same
signal level. This show that SEHRS must be enhanced at
least 106 times more than SERS to compensate for the
smaller cross section. The factor 106 can be understood
considering the quadratic dependence of the effect on the
enhanced local optical fields. Enhancement of field
strengths on the order of 103 (A(νL,S) in eq 1) yield
electromagnetic enhancement factors on the order of 1012

for SERS and, due to the quadratic dependence, 106 times
higher enhancement factor for SEHRS.46

Ultrasensitive Chemical Probing in Living Cells
The ability for very sensitive Raman detection, along with
the fact that the spectral information in SERS only comes
from the immediate vicinity of the nanostructures, makes
gold and silver nanoprobes based on SERS ideal tools for
targeted studies in living biological systems, in particular,
the investigation of small morphological structures in cells.
Gold nanoparticles have been tools of the trade in cell
biology because of their favorable physical and chemical
properties and biocompatibility.

We have been able to show that nanoparticulate
structures from gold, while providing the local optical
fields necessary for ultrasensitive probing, also fulfill the
requirements posed by a cellular system.

Delivery of nanoparticles into the cellular interior, as
well as routing of the particles or targeting of cellular
compartments, can be achieved in various ways, depend-
ing on the nature of the experiment, but also on the type
of cell line and physicochemical particle parameters,
such as size, shape, and surface functionalization.47-51 In
our effort to develop Raman-based optical sensors to
probe live cells, we have started to employ the fact that
many cells take up nanostructures by themselves without
further induction (Figure 6a). Nonphagocytic cells can
internalize structures of less than 1 µm in size, with
endocytosis and transport into late endosomes and lyso-
somes occurring for sizes up to 200 nm and highest
efficiency for particles of several tens of nanometers.48 This
illustrates that the optimum size conditions for SERS
enhancement can be in perfect agreement with the size
requirements of nanoclusters employed in targeting of
substructures that are involved in major transport path-
ways in the cells.

At positions in the cells where the gold nanostructures
are present, surface-enhanced Raman spectra can be
measured, enabling sensitive chemical probing of the
particles’ vicinity in very short times (e1 s per spectrum)
and low laser power (e2 mW/1 µm spot) (Figure 6b). Such
short acquisition times are on the order of the time scales
of the processes occurring in a cell, enabling investigations
that have been impossible so far in normal Raman
experiments. Raman studies using laser powers low
enough for living cells to withstand, unless they exploit
molecule-selective resonance conditions,52-54 usually re-
quire accumulation times on the order of a few minutes
or even longer.55,56 Typical SERS spectra from a living cell
are shown in Figure 6b. They show features of the typical

cellular constitutents, such as proteins (1245 cm-1, 1267
cm-1 amide III, side chains Phe 1002 cm-1, Tyr 825 cm-1)
and various nucleic acid constituents (e.g. 1580, 1575, 1098
cm-1), to mention a few.

It is also possible to attach a reporter molecule, for
example, a dye, to the gold nanostuctures. Such probes
can be localized inside single cells using the strong and
distinct SERS signature of the attached reporter. In addi-
tion to its detection by the characteristic SERS spectrum
of the reporter, the gold nanoparticle also delivers the
SERS contribution from molecules and molecular groups
in its vicinity.57 Transferring reporter molecules together
with the gold nanostructures into the cells will enable the
identification of different nanostructure populations and
ultrasensitive chemical probing of their respective na-
noenvironments, that is, targeted multiplex vibrational
characterization. Further, it may prove useful for spec-
troscopic observation of molecules that are transferred by
the nanostructures, a question that is of particular interest
for delivery of molecules, such as drugs.

Because of the important role of nanoaggregates and
clusters for electromagnetic enhancement, controlling the
formation of gold nanoparticle aggregates has been of
extreme interest for further development of SERS probing
in cell biological experiments. Results from electron
microscopy studies of nanoparticles after immersing them
in calf serum-containing culture medium suggest that
apart from the individual particles, there occurs formation
of stable nanoaggregates. We can conclude that the

FIGURE 6. (a) Cells of a fibroblast cell line, NIH/3T3 (nonphagocytic)
(left), and a macrophage cell line, J774 (phagocytic) (right), after
uptake of gold nanoparticles; particle accumulations are visible as
black dots inside the cells. Scale bars ) 20 µm. (b) Examples of
SERS spectra acquired from NIH/3T3 cells after 3 h incubation with
gold nanostructures, excitation wavelength 830 nm, 1 s collection
time.
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controlled generation of nanoaggregates will be one of our
major tools to employ the large enhancement factors of
such structures in live biosystems.

Single-Molecule SERS Spectroscopy on
NanoclusterssWhy Does It Work so Well?
So far, silver and gold nanoaggregate cluster structures
formed by individual nanoparticles between 20 and 60 nm
in size were found to exhibit the best SERS enhancement
factors of 1014 and allow Raman measurements of single
molecules under molecular nonresonant conditions. Single-
molecule Raman spectra are observed also at the anti-
Stokes side of the excitation laser.18,19 Effective SERS cross
sections on the order of 10-16 cm2 give rise to measurable
vibrational pumping that reveals itself in unexpectedly
strong anti-Stokes signals.17

The high local optical fields in the hot spots of silver
and gold cluster structures provide a rationale for this level
of SERS enhancement.10-12 The scaling between enhance-
ment factors observed for one-photon SERS and two-
photon excited SEHRS provides further indications for the
dominating role of the electromagnetic mechanism.46

In general, the field enhancement in the hot spots is
extremely sensitive to the distance of the particles, as well
as the frequency and polarization of the excitation laser.29-40

This explains that small clusters comprising 2-3 individual
particles can fail to provide a hot spot for the applied light
resulting in “hot” and “cold” nanoclusters.21 We found that
clusters exceeding a size of 100-150 nm and consisting
of a minimum of 5-10 individual nanoparticles provide
at least one hot spot exhibiting an enhancement at a level
that makes these nanostrutures SERS-active for nonreso-
nant single-molecule Raman detection.

Figure 7 shows SERS signals of crystal violet measured
from a sample of single crystal violet molecules attached
to small silver nanoclusters in water. Brownian motion
of these clusters in to and out of the probed volume results
in strong statistical changes in SERS signals measured
from such a sample in time sequence. The Poisson
distribution of the Raman signal reflects the probability
of finding zero, one, two, or three molecules in the
scattering volume.

The uniform enhancement in the hot spots of a cluster
on the order of 1014 20,22,39 explains the relatively well
quantized SERS signals for one, two, and three molecules
in the probed volume and allows counting of single
molecules.

The strong local confinement of the hot spots results
in large field gradients that force molecules to go to this
spot and to stay there. The experiments show that in a
highly dilute solution of analyte molecules and small gold
or silver clusters (concentration of the analyte less than
the concentration of the small clusters) more than 80%
of the analyte molecules find a hot spot and are detected.
This can be concluded from the good agreement of the
Poisson statistics with the number of molecules in the
probed volume known from concentration and focal
volume.

The mainly electromagnetic origin of the extremely
large SERS enhancement suggests silver and gold nano-
aggregates for nonresonant single-molecule Raman detec-
tion for a wide range of molecules. The favorable enhanc-
ing properties along with their biocompatibility make such
gold nanostructures very promising tools for ultrasensitive
chemical probing in live cells.57
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