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METHOD AND APPARATUS FOR
NANOPARTICLE ELECTROGENERATED
CHEMILUMINESCENCE AMPLIFICATION

CROSS-REFERENCE TO RELATED
APPLICATIONS

This patent application is a national stage of International
Patent Application No. PCT/US2009/002160, filed on Apr. 7,
2009; and claims the benefit of U.S. Provisional Patent Appli-
cation 61/123,780, filed on Apr. 11, 2008; U.S. Provisional
Patent Application 61/123,943, filed on Apr. 11, 2008; and
U.S. Provisional Patent Application 61/124,935, filed on Apr.
21, 2008; the entire contents of which are hereby incorporated
by reference, for any and all purposes.

BACKGROUND

The physical properties of nanoparticles (“NPs”), e.g.,
high surface-to-volume ratio, elevated surface energy,
increased ductility after pressure loading, higher hardness,
larger specific heat, and the like, have led to increased appli-
cations in the material-directed industry and material science.
For example, a variety of metal NPs have been used to cata-
lyze numerous reactions.

The size of NPs range from less than 1 nm to about 100 nm
and the electronic energy band configuration is a size-depen-
dent property, which in turn can affect the physical and
chemical properties. A fundamental distinction between NPs
and bulk materials is that the fraction of surface atoms and the
radius of curvature of the surface of NPs is comparable with
the lattice constant. As a result, nanostructured catalysts gen-
erally have a higher catalytic activity as compared with their
analogues based on bulk materials. A number of methods of
forming NPs are known to the skilled artisan and include
formation by combining atoms (or more complex radicals
and molecules) and by dispersion of bulk materials, e.g.,
thermal evaporation, ion sputtering, reduction from solution,
reduction in microemulsions, and condensation.

Colloidal particles used in sensing arrays have been
reported. These are chemical sensors for detecting analytes in
fluids via arrays having a plurality of alternating nonconduc-
tive regions and conductive regions of conductive NP mate-
rials. Variability in chemical sensitivity from sensor to sensor
is reported to be provided by qualitatively or quantitatively
varying the composition of the conductive and/or nonconduc-
tive regions.

Single particle electrochemical sensors, which employ an
electrochemical device for detecting single particles, have
also been reported. Methods for using such a device to
achieve high sensitivity for detecting particles such as bacte-
ria, viruses, aggregates, immuno-complexes, molecules, or
ionic species have also been described.

SUMMARY

The present application relates in general to the field of
nanoparticles (“NPs”), and in particular, relates to instru-
ments, methods and reagents for amplifying an electrogener-
ated chemiluminescence (“ECL”) signal from a catalytic
reaction using NPs. The difficulties in generating, locating,
and characterizing a single NP, especially at the nm scale and
in measuring the very small current and ECL intensity gen-
erated by these electrode reactions to NPs have been recog-
nized. The present technology can potentially be applied to
determine particle size distributions, surface film porosity,
and as a very sensitive electroanalytical technique.
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Adsorption of other species in the matrix on the electrode
surface can interfere by passivating the electrode, as can
nonspecific adsorption. The problem may typically be over-
come by using clean electrochemical systems (cell and elec-
trolyte), sample pretreatment, and/or by modifying the sup-
porting electrode surfaces.

The present method and apparatus may be employed to
detect a single nanoparticle collision event with an electrode
through electrogenerated chemiluminescence (“ECL”) reac-
tion schemes. The single particle collision event produces a
burst of light that can have highly sensitive analytical impli-
cations. This typically occurs by bringing a liquid sample,
which includes a plurality of conductive or redox active nano-
particles and a plurality of electrogenerated chemilumines-
cent (“ECL”) moieties, into contact with one or more elec-
trodes in a sample chamber. Through these reactions, large
amplification factors in the ECL intensity associated with
those events can be achieved. For example, the oxidation of
tri-n-propyl amine (“TPrA™) in the presence of Ru(bpy),**
occurs rapidly at a platinum nanoparticle surface, but at a
much slower rate at an indium tin oxide (“ITO”) electrode
surface within a certain potential window. As a result, every
collision of a particle at the electrode surface produces a
unique ECL-time profile which correlates with the particle
size, the particle residence time, and the nature of the particle
interaction with the electrode surface. This technology can be
used to determine nanoparticle size distributions, to examine
electron transfer kinetics, and especially as a very sensitive
electroanalytical technique. It should have applications in
nanotechnology, biotechnology and clinical analysis as a
simple, low-cost, rapid, and ultra high-sensitivity analytical
method by exploring and detecting single binding events
between biomolecules (DNA hybridization, interactions
between protein-DNA, antibody-antigen, protein-small mol-
ecules). Single molecule detection levels should be possible.

The present application provides a method and apparatus,
which may be used for observing the ECL generated during
collisions of single NPs at an electrode. The method and
apparatus can provide information of electrochemical pro-
cesses at single NPs, as well as the basis of highly sensitive
electroanalytical methods. NPs have been shown to have a
wide range of application in electronics, optics, catalysis, and
biotechnology.

In one embodiment, the present application provides a
method and device for analyzing a sample within a sample
chamber. In this embodiment, the present method typically
may include adding one or more conductive or redox active
NPs to a liquid sample within a sample chamber, and observ-
ing current and/or ECL generated by the interaction of the
conductive or redox active NPs and the liquid sample using
one or more electrode. Typically, the observed electroanalyti-
cal property is an amplification of ECL intensity of an elec-
trode reaction catalyzed by the conductive or redox active
NPs. The observed property, however, is not limited to a
current and may include other parameters, such as an ECL
emission, other electrical parameters, or any combinations
thereof.

The device disclosed in the present application commonly
includes an electrochemical cell connected to a measuring
apparatus which includes an electrochemical apparatus and a
photon detector. The electrochemical cell (see, e.g., exem-
plary device depicted in FIG. 16) typically has one or more
electrodes in a sample chamber and an electrochemical appa-
ratus in communication with the electrodes. One or more
conductive or redox active NPs may be injected into a sample
in the sample chamber. The injected NPs can interact with the
sample and generate one or more photons that can be
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observed with a photon detector. The device may optionally
contain an indicator in a solution. In addition, the electro-
chemical cell may have a dimension in the nanometer scale
and include ultramicroelectrodes (“UMEs”).

The present application includes a kit for analyzing one or
more chemical analyte(s) having at least one NP, at lease one
chemical indicators, at least one electrode, and a measuring
apparatus that reads one or more current and ECL properties
generated by the interactions between the NP(s), the elec-
trodes(s) and the chemical analytes(s).

In contrast to other amplification technologies, such as
optical and electrical enhancement, the present ECL, ampli-
fication scheme based on nanoparticles is particularly advan-
tageous. The large amplification factors involved can allow
one to observe single particle collision event. By studying an
individual collision event, the multiple processes involved in
such a single event can be further explored and analyzed, such
as frequency-related particle concentration, amplitude-re-
lated particle size and the nature of particle binding to the
electrode surfaces, and the like. Catalytic amplification using
a monolayer of nanoparticles has already been widely dem-
onstrated in biosensors and biotechnology. For the first time,
the ECL amplification at a single nanoparticle has been dem-
onstrated. Current methods used to study the single electron
transfer event at a single particle, such as SEM and/or TEM,
are expensive and slow techniques. Despite this, such tech-
niques have been widely used to study particle size distribu-
tions. Light scattering is also used for this application. The
present technique has the potential to determine the size dis-
tribution and in many cases the chemical identity of the nano-
particles. Fluorescence microscopy, surface plasmon reso-
nance and enhanced Raman and vibrational spectroscopy are
very useful in biotechnology to detect and screen the binding
between biomolecules. The ECL technique can detect such
interactions at the single molecule and single electron transfer
event level with much less expensive and simpler apparatus.
The present method has the advantage that a light source is
not used, so that scattered light and interference from emis-
sion of luminescent impurities are not problems. It is also
often more convenient than other chemiluminescent meth-
ods, since the electrochemical excitation can permit temporal
and spatial control.

In many embodiments, the nanoparticles (“NPs”) have a
least one dimension which is no larger than about 200 nm,
more commonly no more than about 100 nm and, in some
embodiments, at least one dimension is no larger than about
50 nm. For example, the nanostructured material may be a
nanoparticle (“NP”) in which no dimension is larger than
about 100 nm and, some instances, no larger than 20 nm.
Other examples include nanocrystals (“NCs”) in which typi-
cally at least two and, often three, dimensions are no more
than about 200 nm and often no more than about 50 nm. Other
embodiments may include nanobelts (“NBs”), which have
long, straight and belt-like morphology, with a thickness of
more than about 200 nm. Such nanobelts may have widths of
about 200 to 1000 nm and lengths of up to about 5 to 15 um
and typically have a width-to-thickness ratio of about 5 to 10.

BRIEF DESCRIPTION OF THE DRAWINGS

For a more complete understanding of the features and
advantages of the present method and apparatus, reference is
now made to the detailed description section along with the
accompanying figures and in which:

FIG.11s aschematic of the Pt NP collision/ECL generation
event.
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FIG. 2 shows cyclic voltammograms (2A and 2C) and
(ECL intensity vs. potential) curves (2B and 2D) in a solution
containing Ru(bpy),>* and tri-n-propyl amine (“TPrA”) at a
macro Pt (2A and 2B) or ITO (2C and 2D) electrode.

FIG. 3 shows current transient (3A) and (ECL intensity vs.
time) curve (3B) at a macro Pt disk electrode.

FIG. 4 shows cyclic voltammograms (“CVs”; 4A) and
(ECL intensity (kilocounts per sec, “kcps™) vs. potential)
curves (4B) at an ITO electrode in solutions containing dif-
ferent concentrations of Pt NPs: 0 nM Pt NPs “BLACK”; ~1
nM Pt NPs “RED”; and ~2 nM Pt NPs “BLUE”.

FIG. 5 is a graph of individual current transients (SA and
5C) and (ECL intensity vs. times) records (5B and 5D) at the
ITO electrode before (SA and 5B) and after (5C and 5D) the
injection of 2 nM Pt colloidal solution. The ITO potential is
stepped from 0t0 0.91 V vs. SCE for a duration of 4 seconds.
FIG. 5B total photon counts=8428. FIG. 5D total photon
counts=9968. FIG. 5E shows a TEM image of representative
platinum NPs, which have an average diameter of ~4 nm.

FIG. 6 shows ECL transients (6A and 6B) and the corre-
sponding probability density functions (“PDFs”) (6C and 6D)
of ECL transients at the ITO electrode before (6 A and 6C) and
after (6B and 6D) the injection of ~2 nM Pt NP solution. The
ITO potential is stepped from O to 0.91 V vs. SCE for a
duration of 4 seconds. FIG. 6A total photon counts=8428.
FIG. 6B total photon counts=9968.

FIG. 7 shows the (ECL intensity vs. times) curves (7A, 7B
and 7C) and the corresponding PDFs (7D, 7E, and 7F respec-
tively) and their decomposed Gaussian distributions at the
ITO electrode at three difference colloidal Pt NP concentra-
tions (0 nM Pt NPs (7A and 7D); ~1 nM Pt NPs (7B and 7E);
and ~2 nM Pt NPs (7C and 7F)) but at nearly the same
concentrations of the indicator species and coreactant. The
ITO potential is stepped from O to 0.91 V vs. SCE for a
duration of 4 seconds. FIG. 7A total photon counts=8428.
FIG. 7B total photon counts=9247. FIG. 7C total photon
counts=9968.

FIG. 8 shows graphs of different (ECL intensity vs. times)
records resulting from different concentrations of the indica-
tor species (concentration of Ru(bpy);>*: 1.2 uM (8A), 2 uM
(8B), 4 uM (8C) and 6 uM (8D)) but nearly the same concen-
trations of Pt NPs (concentration of Pt NPs: ~1.6 nM (8A, 8B,
8C) and ~2 nM (8D)) and coreactant at the ITO electrode.
Es=0.91 V for FIGS. 8A-8D. FIG. 8A total photon
counts=1913. FIG. 8B total photon counts=4538. FIG. 8C
total photon counts=9781. FIG. 8D total photon
counts=17166.

FIG. 9 illustrates the PDFs and their decomposed multi-
normal distributions, FIGS. 9A, 9B, 9C, and 9D, correspond-
ing to the (ECL intensity vs. time) curves shown in FIGS. 8A,
8B, 8C, and 8D, respectively.

FIG. 10 is a graph that illustrates the current transients
(10A, 10B, 10C) and the corresponding (ECL intensity vs.
time) records (10D, 10E, 10F) at the ITO electrode with ~1
nM Pt NPs at different applied step potentials: 0.71V vs. SCE
(10A,10 D), 0.81 Vvs. SCE (10B, 10E) and 1.11 V vs. SCE
(10C, 10F). FIG. 10D (ECL+dark) counts=2222. FIG. 10E
(ECL+dark)  counts=5216. FIG. 10F (ECL+dark)
counts=5821.

FIG. 11 shows the (ECL intensity vs. time) curves shown in
FIG.10 (FIG. 11A=FIG. 10D; FIG. 11B=FIG. 10E; and FI1G.
11C=FIG. 10F) and their corresponding PDFs (11D, 11E,
and 11F, respectively) and the decomposed multi-Gaussian
distributions. FIG. 11A (ECL+dark) counts=2222; Es=0.71
V.FIG. 11B (ECL+dark) counts=5216; Es=0.81 V. FIG. 11C
(ECL+dark) counts=5821; Es=1.11 V.
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FIG. 12 are PDFs of the ECL transients at the ITO electrode
resulting from two different concentrations of the indicator
species, Ru(bpy);>*, (3 uM (12A) and 6 uM (12B)) in the
absence of Pt NPs. In FIG. 12A, Es=0.91 V vs. SCE; mean,
=33 counts; and variance, 0=6.5. In FIG. 12 B, Es=0.91V
vs. SCE; p=69 counts; and o=7.

FIG. 13 shows examples of spectral density functions
(“SDFs”) (13C and 13D) of the ECL transients (13A and
13B) resulting from two different colloidal Pt NP concentra-
tions (0 nm Pt NPs (13A and 13C); ~2 nM Pt NPs (13B and
13D)) as shown in FIG. 7 (FIG. 13A=FIG. 7A; FIG.
13B=FIG. 7C), illustrating the fluctuation of ECL intensity in
the frequency domain caused by Pt NPs. Es=0.91V vs. SCE
for FIGS. 13A-13D. For FIG. 13D, MCS dwt=15.6 ms. FIG.
13A total photon counts=8428. FIG. 13B total photon
counts=9968.

FIG. 14 illustrates examples of time correlation functions
(“TCFs”) of the ECL transients resulting from three different
colloidal Pt NP concentrations (bottom function 0 nM Pt NPs;
middle function ~1 nM Pt NPs; top function ~2 NM Pt NPs)
as shown in FIG. 7.

FIG. 15 shows two parts of current transients (15A and
15C) and (ECL intensity vs. time) records (15B and 15D) at
an [TO electrode in a solution before (“BLACK” curves) and
after (“RED” curves) injection of ~2 nM Pt NPs. The solution
contains 0.1 M NaClO,, phosphate buffer (pH 7.0), 1.3 uM
Ru(bpy);(Cl0,), and 5 mM TPrA. The ITO potential is
stepped from 0 to 0.91 V vs. SCE for two different time
durations: 4 s (channel dwell time, T_,=15.6 ms) in FIGS. 15A
and 15B, and 250 ms (t_;,=975 ps) in FIGS. 15C and 15D.

FIG. 16 depicts an illustrative embodiment of an electro-
chemical cell and the arrangement of the ITO electrode and
optical system which can be employed in the present methods
described herein. The exemplary cell includes an ITO work-
ing electrode, counter electrode, and reference electrode as
well as a photon multiplier coupled to the sample cell through
a photomultiplier tube.

DETAILED DESCRIPTION

While making and using of various embodiments of the
present method and apparatus are discussed in detail below, it
should be appreciated that the present application provides
many applicable inventive concepts that can be embodied in a
wide variety of specific contexts. The specific embodiments
discussed herein are merely illustrative of specific ways to
make and use the present method and apparatus and are not
intended to limit the scope of the invention.

The present application provides method based on the sig-
nificant ECL intensity amplification factor involved in a rapid
reaction of a species in single particle collision events. The
reaction of the species in solution at the surface of the nano-
particle NP desirably does not produce significant ECL at the
working electrode surface in the same potential region. In
such situations, when the electrochemical cell is operated in
such a potential region, significant ECL will only be gener-
ated from electrochemical generated events occurring at the
surface of nanoparticles, which are in electrical contact with
the working electrode (and not the working electrode itself).

The ECL moieties employed in the present methods are
compounds, which are capable of being involved in a redox
reaction resulting in electrogenerated species and the emis-
sion of light (“electrochemiluminescence™). For example,
electrochemiluminescence may involve luminescence gener-
ated by a process in which one or more reactants are stimu-
lated electrochemically and undergo one or more chemical
reactions to produce species (derived from the ECL. moieties)
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that emits light, preferably repeatedly. In other words, the
ECL moieties are compounds which are capable of being
converted via an electrochemically initiated redox reaction
into a species which will emit light, generally at a wavelength
in the visible spectrum. The ECL. moieties may include a
metal-containing complex. Suitable metals which may be
included in such compounds include ruthenium, osmium,
rhenium, cerium, europium, terbium, and/or ytterbium.
Ruthenium-containing compounds with organic ligands are
commonly employed in the present method. The metal-con-
taining compound often include polydentate ligands, e.g.,
aromatic polydentate ligands such as bipyridyl, substituted
bipyridyl, 1,10-phenanthroline and/or substituted 1,10-
phenanthroline. Specific examples of suitable ECL moieties
include compounds which include a bis(2,2'-bipyridyl)ruthe-
nium(Il) or tris(2,2'-bipyridyl)ruthenium(Il) moiety. One
group of such compound which can act as an ECL label are
Ru(bpy),>* salts, e.g., Ru(bpy); CL,.

The nanoparticles employed in the methods described
herein can be produced by a variety of methods known to
those of skill in the art. This include methods of forming NPs
by combining atoms (or more complex radicals and mol-
ecules) and by dispersion of bulk materials, e.g., thermal
evaporation, ion sputtering, reduction from solution, reduc-
tion in microemulsions and condensation. For example, plati-
num NPs may be produced from a solution prepared by com-
bining aqueous H,PtCl solution with aqueous sodium citrate
solution and then, under vigorous stirring, adding aqueous
NaBH, solution dropwise. The solution was kept stirring for
another halfhour. The skilled artisan will recognize that other
solutions containing colloidal nanoparticles may similarly be
prepared, e.g., colloidal solutions of platinum, palladium or
ruthenium nanoparticles.

The size of NPs produced by such methods can range from
less than 1 nm to about 100 nm. More commonly, a range for
the average size of such nanoparticles is about 1 nm to 10 nm
in diameter and may be about 2 to 7 nm in diameter. Suitable
nanoparticles, e.g., conductive platinum nanoparticles, can
have a size range of about 2 nm to 6 nm in diameter with an
average diameter of about 4 nm.

The solutions of colloidal NPs employed in the present
methods may have a concentration of the colloidal NPs in the
UM to nM range. In many instances, NP concentrations of
about 1 to 10 nM are employed. Such solutions can be con-
veniently prepared by adding aliquots, e.g., 10 to 100 pL
aliquots of a stock solution containing about 0.1 pM (100 nM)
colloidal NPs, to a larger volume (e.g., circa 5 mL) of a
sample solution. For some applications, sample solutions
containing about 100 pM colloidal nanoparticles or less may
be employed.

In the present methods, the sample solutions typically con-
tain much higher concentrations of the ECL label compound
and optional coreactant. For example, when the concentration
of the colloidal NPs is in the pM to nM range, the present
methods may suitably be conducted with sample solutions
which include about 1 to 20 uM of an ECL label compound,
e.g., an Ru(bpy),>* salt, and about 1 to 100 mM of a ECL
coreactant, such as TPrA.

FIG. 1 is a schematic of a single platinum NP collision
event. The particle diftfuses to the electrode where it collides
and catalyses some oxidation reactions (in this schematic
(Ru(bpy),>* and TPrA) during the residence time. The colli-
sions of single platinum NPs at an electrode were observed
electrochemically by their characteristic (ECL intensity vs.
time) transients for particle-catalyzed reactions. A single
event is characterized by the ECL generated by electrocata-
lyzed reactions of an indicator species and a coreactant (e.g.,
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Ru(bpy);>* and TPrA) present in the solution. Since electro-
catalyzed reactions do not occur at the selected electrode at
the potential of interest and can involve a high concentration
of'indicator species and coreactant with much larger diffusion
coefficients than the NP, significant amplification in the ECL.
intensity occurs. Every collision produces a unique (ECL
intensity vs. time) profile that can be correlated with the
particle size, the particle residence time and the nature of the
NP interaction with the electrode surface. The present method
also allows the study of heterogeneous kinetics at single NPs
and the application of a very sensitive electroanalytical tech-
nique.

At a planar macroelectrode, e.g. an indium tin oxide
(“ITO”) electrode immersed in a dispersion of 2 nM Pt NPs in
0.1 M NaClO, solution containing phosphate buffer
(pH ~7.5), 10 uM (Ru(bpy),** and 50 mM tri-n-propyl amine
(“TPrA”) as a coreactant, the diffusion-controlled flux of
particles to the electrode surface, J, ., when the particles
adhere to the surface, is given by:

553

— 12 12,172
J,.=D,2C,/n"?s

where D, is the particle diffusion coefficient and C,, is the
particle concentration. Ordinarily, in the simple NP or nano-
electrode faradaic or charging process, only one or a few
electrons (n,) would transfer between the NP and the elec-
trode to yield a current, i, =n FA_J, ., (where A, is the elec-
trode area and F is the Faraday constant), that is much too
small to observe above the background current level. How-
ever, on an ultramicroelectrode (“UME”) of radius r,, the
current for a collision is a transient that includes particle
charging and a changing faradaic current for R oxidation that
attains steady state in the time ~r,*/Dy, in which Dy is the
diffusion coefficient of R. Since different types of collision
can occur, the current-time (“i-t”) transient for each collision
event will be determined by the residence time, , of the
particle at the electrode, i.e., the time period when the elec-
trode can pass electrons to the particle. If the particle sticks to
the electrode for a time sufficient for a steady state current to
be attained, and the reactant R of concentration Cy is only
oxidized at the particle of radius a, an amplification factor
given by the relative steady-state fluxes of the particles and R,
is ~(B/16)(DxCra)/(D,C,r,). This will lead to relative
steady-state currents of ~B(DzCrr,)/4(DsCpa) (assuming
1, =N, N is the number of electrons involved in the reaction).
For a 1 pM particle solution and 10 mM indicator R, the
estimated amplification factor for a 1 nm radius particle can
be nine to ten orders of magnitude, assuming the diffusion
coefficient of the particle are different by about an order of
magnitude. Methods and reagents for amplifying current
from a catalytic reaction using metal NPs are herein described
and provided.

As shown in FIG. 2D, the reactions of the indicator species
and the coreactant at relatively high concentration in the
solution do not generate an appreciable ECL intensity at an
ITO electrode at potentials negative of 0.88 V while signifi-
cant ECL intensity can easily be observed at a Pt disk elec-
trode at a potential of 0.75 V vs. SCE (see FIG. 2B) at the
same solution conditions. The corresponding cyclic voltam-
mograms are shown in FIGS. 2A and 2C.

FIG. 3 are current transient (3A) and (ECL intensity vs.
times) curve (3B) at a macro Pt disk electrode in 0.1 M
NaClO, solution containing 25 mM phosphate buffer (pH
~1.5), saturated (Ru(bpy);(CIO,), and 50 mM TPrA. Both
current and ECL transients were smooth curves with small
noise levels.

FIG. 4 shows cyclic voltammograms (4A) and ECL inten-
sity (kilocounts per sec, “keps”) vs. potential curves (4B) at
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an ITO electrode in a solution before injecting PT NPs
(“BLACK” curves), after injecting ~1 nM Pt NPs (“RED”
curves), and after injecting ~2 nM Pt NPs (“BLUE” curves).
The solutions contain 0.1 M NaClO,, phosphate buffer (pH
7.0), 10 uM Ru(bpy);(ClO,), and 50 mM TPrA. Potential
scan rate=20 mV/from point s. On an ITO, in the absence of
Pt NPs, as shown in the “BLACK” curve of FIG. 4B, no
appreciable ECL intensity was observed until its potential
was slightly positive of 0.85 V vs. SCE, while significant
current started to flow at potentials near ~0.6 V (see the
“BLACK” curve of FIG. 4A). However, if the NP is present
and can electrocatalyze other reactions, say oxidation of a
species R to O (e.g., oxidation of (Ru(bpy),>* or TPrA) at a Pt
NP upon its contact with the ITO, a significant enhancement
in the ECL intensity as shown in the “RED” curve of FIG. 4B
can be observed at lower bias potential (<0.75 V). Notice that
the enhancement in ECL intensity, as shown in FIG. 4B,
increases with increasing concentrations of Pt NPs, indicat-
ing that the ECL enhancement is associated with the Pt NPs
induced electrochemical reaction upon their contact with the
ITO.

In one embodiment of the present method, FIG. 5 shows
the current transients at an I'TO electrode in a solution before
and after injecting platinum particles. FIG. 5A is a graph of
the current transients at an ITO electrode in 3 uM Ru(bpy),>*
and 5 mM TPrA in the absence of platinum NPs; FIG. 5C is
a graph of the current transients at an ITO electrode in 3 uM
Ru(bpy),>* and 5 mM TPrA in the presence of ~2 nM Pt NPs.
FIG. 5B (total photon counts=8428) is the corresponding
(ECL intensity vs. time) curve for FIG. 5A. FIG. 5D (total
photon counts=9968) is the corresponding (ECL intensity vs.
time) curve for FIG. 5C. FIG. 5E is a TEM image of repre-
sentative platinum NPs, which have an average diameter ~4
nm. The ITO potential was stepped from 0 to 0.91 V vs. SCE
for a duration of 4 seconds.

The platinum colloidal solution was obtained by reducing
H,PtCl, with sodium borohydride in the presence of sodium
citrate. The particle sizes were between about 2 to 6 nm, with
a major distribution at 4 nm in diameter. In some embodi-
ments, about 40 ul. Pt colloidal solutions (~0.1 uM Pt NPs)
were injected into 4 mL buffered electrolyte solution to get ~1
nM Pt NPs in the electrochemical cell. After mixing the
solution well, the current transient and the (ECL intensity vs.
time) response were recorded by applying a step potential of
desired amplitude on the supporting electrode and monitoring
simultaneously the variation in the current and ECL intensity
with time.

FIG. 6C shows the number of occurrences of the ECL event
at an ITO electrode having same intensity, expressed as the
probability density function (“PDF”) for a (ECL intensity vs.
time) record shown in FIG. 6 A (total photon counts=8428)
when no Pt NPs are present. Notice that the PDF shows a
normal Gaussian distribution with an averaged ECL intensity
peaked at ~33 counts. FIG. 6D shows the number of occur-
rences of the ECL event at an ITO electrode having same
intensity, expressed as the probability density function
(“PDF”) for a (ECL intensity vs. time) record shown in FIG.
6B (total photon counts=9968) when ~2 nM Pt NPs are
present. The ITO potential was stepped from 010 0.91 V vs.
SCE for a duration of 4 seconds.

FIG. 7 shows the (ECL intensity vs. times) curves (7A
(total photon counts=8428), 7B (total photon counts=9217)
and 7C (total photon counts=9968)) and the corresponding
PDFs (7D, 7E, and 7F respectively) and their decomposed
Gaussian distributions at the ITO electrode at three difference
colloidal Pt NP concentrations (0 nM Pt NPs (7A and 7D); ~1
nM Pt NPs (7B and 7E); and ~2 nM Pt NPs (7C and 7F)) but
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at nearly the same concentrations of the indicator species and
coreactant. As shown, the overall ECL intensity increased by
~10% for each increment of ~1 nM Pt NPs added. Besides the
major PDF peak at ~33 counts observed in the absence of Pt
NPs, multi peaks develop as the concentration of Pt NPs
increases, e.g., peaks near 20 and 46 counts for the curve
shown in FIG. 7E. The relative contribution to the overall
ECL intensity of the peak near 46 counts increases with
increasing NP concentration, suggesting that this peak is
mainly contributed from NP collisions. Note that the position
of'the ECL peak near 34 counts depends only slightly on the
NP concentration.

FIG. 8 shows different (ECL intensity vs. time) records
resulting from different concentrations of the indicator spe-
cies by keeping the concentrations of Pt NPs and coreactant
nearly constant. As shown, overall ECL intensity increases
with increasing concentration of the indicator species, e.g.,
Ru(bpy),>* in this case. The fluctuation in the ECL intensity
over the continuous ECL background also increases with
increasing concentration of the indicator species. This behav-
ior reflects well in the corresponding PDFs shown in FIG. 9,
which shows not only the distribution but also the relative
amplitude of the PDF's are strongly dependent on the concen-
tration of the indicator species.

Each current and ECL profile is associated with individual
single molecule and NP collisions on the measuring elec-
trode. The characteristics of an individual (ECL intensity vs.
time) profile are affected by the particle size, the particle
residence time, the interaction between particle and the elec-
trode surface, the life times of the active intermediates of the
indicator species and coreactant and the kinetics for the gen-
eration of the excited state of the indicator species. In most
case, a particle leaves the electrode after its collision so the
ECL intensity increases very sharply by showing a big photon
spike but then returns to the continuous ECL background.

FIG. 10 illustrates the current transients and the corre-
sponding (ECL intensity vs. time) curves at an ITO electrode
at different applied potentials. In the kinetic-controlled region
(potential well negative of peak potential in the cyclic volta-
mmograms or (ECL intensity vs. potential) curves shown in
FIG. 4), both overall ECL intensity and ECL intensity fluc-
tuation increase with increasing bias (see e.g., FIGS. 10D and
E). There is also an attractive interaction between the nega-
tively charged particle and the positively charged surface (the
electrophoretic effect), causing the particles to stick on the
electrode surface. We have examined this effect by setting the
potential at even more positive values. We observed more
collisions (see FIG. 10F), although mass transter and kinetic
limitations are involved.

The (ECL intensity vs. time) curves and the corresponding
PDFs at different step potentials are shown in FIG. 11. The
fluctuations in the ECL intensity are characteristics of multi
normal distributions as shown in FIGS. 11D, E and F. The
reason that the ECL generated in each individual collision
events fluctuates is due to the random nature of the NP trans-
port and collision to the electrode surface (e.g. how closely a
particle can approach to the electrode surface within a dis-
tance where electron tunneling is possible), the residence
time, and also to particle size effects.

For comparison, the ECL transients and the corresponding
PDFs resulting from different concentrations of the indicator
species in the absence of Pt NPs are evaluated (see FIG. 12).
As shown, the PDFs show predominantly single normal dis-
tributions with the average ECL intensity nearly proportional
to the concentration of the indicator species.

FIG. 13 compares spectral density functions (“SDFs”) of
the ECL transients in a solution containing or without con-
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taining colloidal Pt NPs. SDFs of the ECL transients express
the fluctuation of ECL intensity in the frequency domain. As
shown, in a solution with or without Pt NPs, a large portion of
the overall ECL intensity is contributed from the nearly
steady-state (f=0 Hz) continuous background. The presence
of Pt NPs in the solution contributes significantly those ECL
intensity fluctuations of various low frequency components
(f=3 Hz), suggesting the polydispersity of the NPs examined.

The time correlation functions (TCFs) of several (ECL
intensity vs. time) records as a function of the Pt NP concen-
trations (see FI1G. 14) show the ECL intensity decays within
ms to reach nearly steady-state values. The temporal response
of ECL involved in a rapid EC reaction of a species (an/or its
coreactant) in single particle collision events could reach the
diffusion limit (a few ns) and allows us to study fast kinetics.

FIG. 15 shows the current and ECL intensity transients at
an ITO electrode in a solution before and after injecting Pt
NPs. As shown in FIGS. 15A and 15 C, as longas amacro [TO
electrode is used as the measuring electrode, the current tran-
sients are smoothly decaying curves, whether or not Pt NPs
are present. However, the (ECL intensity vs. time) curves
show significant fluctuations in the amplitude and frequency
of photon counts (see FIGS. 15B and 15D). When the con-
centrations of the indicator species and coreactant are kept
nearly constant, the fluctuations in photon counts depend
strongly on the concentration of Pt NPs in the solution sug-
gesting that they are associated with the catalyzed reactions
on NPs as they collide with the supporting electrode.

Single NP collision events have been examined using
Ru(bpy),>* as the indicator and TPrA as the coreactant, the
skilled artisan will know that other indicators and/or coreac-
tants may be used. In order to reduce the background current
and enhance the relative ECL efficiency, an electrode or the
NPs can undergo certain surface treatments. For example, a
gold electrode can be coated with a surface assembled mono-
layer of benzenedimethanethiol, which forms a stable mono-
layer capable of electron tunneling to solution species. The
other thiol group can strongly bind to the platinum particles.
The macroelectrode or UME may include ITO, gold, nickel,
Pt, Ir, Rh, and/or carbon (e.g., glassy carbon, graphite or
diamond). In addition, the indicators species may be Ru(bpy)
42+ or other materials known to the skilled artisan.

FIG. 16 depicts a schematic of an exemplary electrochemi-
cal cell 2 which may be employed in the present method. The
cell includes an ITO working electrode 4 and an optical
system, which includes a photon detector 14. In the cell
depicted in FIG. 16, no focusing lenses are placed between
the ITO electrode and the input slit of the photon detector,
which may be an avalanche style photodiode. The cell
depicted in this figure also includes a counter electrode 6,
which may be a platinum counter electrode, a reference elec-
trode 8, such as a Ag/AgCl reference electrode, and a cover
10. In one embodiment, the cell includes an optical system,
which includes an optical fiber 10; e.g., an optical fiber having
adiameter ofabout 1 to 2 mm, connecting the photon detector
14 with the electrochemical cell 2. Suitable avalanche style
photodiode may have an active area of about 10e-5 to 10e-4
cm?. The active area of the ITO working electrode may suit-
ably be about 0.01 to 0.5 cm?.

The present application provides a novel method of observ-
ing single particle collision events with macro electrode or an
UME. A single event characterized by the current or ECL
generated through the particle-catalyzed reaction of an indi-
cator with or without a coreactant present in solution. Since
the indicator can be selected to have a high concentration and
high diffusion coefficient, significant amplification occurs.
Every collision produces a unique current or ECL transient



US 8,586,378 B2

11

that can be correlated to the particle size, the particle resi-
dence time, and the particle interaction with the electrode
surface. By modifying the particle concentration, particle size
(e.g. platinum citrate NPs vs. platinum oxalate NPs), applied
substrate potential, and the concentration of the indicator, it
should be possible to use the i-t profiles or the (ECL intensity
vs. time) curves to obtain information about the indicator
reaction at a single particle. In comparison to amplifying
optical, conductivity and mass signals using NPs, the cata-
Iytic current or ECL amplification in the present method
allows observation of single particle collision events and
through the i-t or the (ECL intensity vs. time) curves, the
study of electrochemical kinetics at the single particle level.
Moreover, it might be useful in determining particle size
distributions and as a very sensitive electroanalytical method,
perhaps to the single binding event level.

The platinum NP solution was prepared by combining 60
ml ofa2 mM aqueous H,PtCl, solution with 3 mL of 50 mM
aqueous sodium citrate solution, then under vigorous stirring,
with 7 m[L 120 mM aqueous NaBH, solution, was added
dropwise. The resulting solution was kept stirring for another
half hour. The skilled artisan will recognize that other NP
solutions may similarly be prepared, e.g., platinum, palla-
dium and ruthenium.

The present application describes methods, compositions
and kits for analyzing a chemical analyte having an electro-
chemical cell connected to a measuring apparatus. The elec-
trochemical cell contains a solution having one or more con-
ductive or redox active NPs, generally in the form of a
colloidal solution of the NPs, one or more chemical analytes
(as indicator and a coreactant). In addition, the electrochemi-
cal cell contains one or more electrodes in communication
with the solution. One or more electrocatalytic properties are
generated by the interaction of the one or more conductive or
redox active NPs and the liquid sample and can be measured
using one or more electrodes or other detection devices, e.g.,
a photon detector to measure emitted electromagnetic radia-
tion.

The present application provides a method which includes
the use of one or more conductive or redox active NPs in
solution within the electrochemical cell. The conductive NPs
may be entirely or partially metal. For example, the one or
more conductive NPs may be platinum NPs, gold NPs, pal-
ladium NPs, carbon NPs, ITO NPs or mixtures and combina-
tions thereof. The NPs may also have cores of a different
material than the outer material of the NP. Although, the NPs
may be of in diameter sized between about 0.5 nm and about
100 nm, a common size range for one embodiment is between
about 1 nm and 10 nm in diameter and an average of 4 nm in
diameter. Furthermore, the size distribution of NP diameter
may be generally uniform, disperse, or varying. The NPs may
have different groups of particles that have generally the same
diameter within the group but differing diameter relative to
the other groups in the solution.

The one or more electrocatalytic properties can be any
property that can be measured by the apparatus; however the
most common property is an electrocatalytic ECL amplifica-
tion from a redox reaction catalyzed by conduction NPs.
Examples of other suitable properties include a current; a
resistance, an impedance, a capacitance, an inductance or a
combination thereof.

Illustrative Embodiments

In one embodiment, a method of analyzing a sample is
provided. The method includes adding one or more conduc-
tive or redox active NPs to a liquid sample within a sample
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chamber; and observing one or more electrochemical and/or
optical properties generated by the interaction of the NPs and
the liquid sample at an electrode. Measuring one or more
electrochemical and/or optical properties may include mea-
suring electrochemiluminescence intensity resulting from a
redox reaction catalyzed by the nanoparticles. In some
embodiments, the measurement may include measuring cur-
rent amplification from a redox reaction catalyzed by the
nanoparticles. Other electrocatalytic properties, which may
be measured as part of such methods, include current, a resis-
tance, an impedance, a capacitance, an inductance or a com-
bination thereof. In many instances where the optical prop-
erties being measured include measuring
electrochemiluminescence intensity, the sample further com-
prise an ECL coreactant, e.g., a tertiary amine such as a
trialkyl amine.

Examples of suitable conductive nanoparticles which may
be employed in the present methods include comprise plati-
num NPs, gold NPs, silver NPs, copper NPs, palladium NPs,
carbon NPs, ITO NPs, conductive oxide NPs, conductive
polymer NPs or a combination thereof. The nanoparticles
employed in the present methods often have a largest dimen-
sion of no more than about 50 nm (e.g., a largest dimension of
about 1 nm to 25 nm). For example, the nanoparticles may be
about 1 nm to 10 nm in diameter (e.g., nanoparticles averag-
ing about 4-5 nm in diameter).

Examples of suitable electrode materials for use in the
present methods include I1TO, Pt, Au, Ni, Rh, Ir and carbon
(e.g., glassy carbon, graphite, or diamond). As exemplified in
the present application, platinum NPs may be employed in
methods which make use of a sample cell, e.g., a cell contain-
ing an indium tin oxide (“ITO”) or gold working electrode.

Suitable ECL moieties employed in the present methods
may comprise a redox active, ionic luminescent compound.
For example, the redox active, ionic luminescent compound
may include an electrochemiluminescent polydendate metal
complex, e.g., a polydendate metal complex which includes
one or more heteroaromatic polydentate ligands and a metal
chosen from ruthenium, osmium, rhenium, cerium,
europium, terbium and ytterbium. The polydendate metal
complex may comprise ruthenium and at least one polyden-
tate ligand selected from bipyridyl, substituted bipyridyl,
1,10-phenanthroline and/or substituted 1,10-phenanthroline.

Another embodiment is directed to a kit for analyzing a
chemical analyte. The kit includes:

one or more conductive or redox active NPs;

one or more chemical indicators, such as an ECL label; and

one or more electrodes located within a sample chamber,
such as a flow cell.

The electrochemical cell is connectable to a measuring
apparatus. The conductive or redox active NPs, the chemical
analyte and at least one electrode are in communication with
a solution so as to generate electrocatalytic current and/or
ECL properties which are readable by the measuring appara-
tus.

Another embodiment provides a method of analyzing a
sample including (a) adding one or more nanoparticles to a
liquid sample in a chamber and (b) measuring one or more
electrochemical and/or optical properties resulting from
interaction of the one or more nanoparticles and the sample at
an electrode. The sample chamber has one or more electrodes
located therein, e.g., may include a working electrode, a
counter electrode and a reference electrode. The sample
includes a plurality of moieties capable of electrogenerated
chemiluminescent (“ECL moieties”) and often will also
include a co-reactant that can enhance the electrogenerated
chemiluminescence of the ECL moieties. For example, when
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the sample include a plurality of ruthenium based ECL moi-
eties, it may be advantageous to include a tertiary alkyl amine,
such as tripropyl amine (“TPrA”), as a co-reactant in the
sample. The nanoparticles are formed from conductive or
redox active material. Examples of suitable conductive nano-
particles which may be employed in this embodiment include
platinum NPs, gold NPs, silver NPs, copper NPs, palladium
NPs, carbon NPs, and/or conductive oxide NPs.

Another embodiment provides a method of analyzing a
sample including (a) adding one or more conductive nano-
particles to a liquid sample in a chamber and (b) measuring
one or more electrochemical and/or optical properties result-
ing from interaction of the one or more nanoparticles and the
sample at an electrode. Examples of suitable conductive
nanoparticles include comprise platinum NPs, gold NPs, sil-
ver NPs, copper NPs, palladium NPs, carbon NPs, ITO NPs,
conductive oxide NPs, conductive NPs or a combination
thereof. As exemplified in the present application, platinum
NPs may be employed in such methods which make use of'a
sample cell containing an indium tin oxide working electrode.
In this embodiment, measuring the electrochemical and/or
optical properties may comprises measuring electrochemilu-
minescence intensity resulting from a redox reaction cata-
lyzed by the nanoparticles. In some embodiments, the mea-
surement may include measuring current amplification from
a redox reaction catalyzed by the nanoparticles.

Other embodiments provide a device for analyzing a
chemical analyte having at least one nanoparticle. The device
suitably includes an electrochemical cell connected to a mea-
suring apparatus. The electrochemical cell is capable of con-
taining a solution comprising one or more conductive or
redox active NPs, one or more chemical analytes, an indicator
and has one or more electrodes in communication with the
solution. The device is capable of measuring one or more
electrochemical properties are generated by the interaction of
the NPs and the liquid sample at one or more electrodes.

Another embodiment is directed to method of signal ampli-
fication which includes (a) combining one or more conduc-
tive or redox active NPs and a sample in a chamber having one
or more electrodes; and (b) measuring one or more electro-
chemical properties generated by the interaction of the NPs
and the sample at the one of the electrodes.

Another embodiment provides a method of signal ampli-
fication comprising the steps of:

combining one or more conductive or redox active NPs and
a sample in a chamber having one or more electrodes; and
measuring one or more electrochemical and/or optical prop-
erties generated by the interaction of the one or more conduc-
tive or redox active NPs and the sample at the one or more
electrodes. The one or more electrochemical and/or optical
properties may comprise electrogenerated chemilumines-
cence from a redox reaction catalyzed by the one or more
NPs. The one or more electrochemical and/or optical proper-
ties may comprise current amplification from a redox reaction
catalyzed by the one or more NPs, e.g., a redox reaction
involving an ECL moiety and, optionally, an ECL coreactant
such as a trialkyl amine (e.g., tripropylamine).

The present application provides a method and apparatus,
which may be used for observing the ECL generated during
collisions of single NPs at an electrode. The method and
apparatus can provide information of electrochemical pro-
cesses at single NPs, as well as the basis of highly sensitive
electroanalytical methods. Such methods typically include
contacting a liquid sample, which is a colloidal solution of
conductive or redox active nanoparticles, with one or more
electrodes in a sample chamber; and observing at least one
electrochemical and/or optical property generated by the
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interaction of the NPs and the liquid sample at an electrode.
The liquid sample typically includes a compound capable of
ECL (an “ECL label compound™) and optionally, an ECL
coreactant, such as a tertiary alkyl amine, e.g., tripropyl
amine. The sample solutions commonly contain much higher
concentrations of the ECL label compound and optional core-
actant. For example, when the concentration of the colloidal
NPs is in the pM to nM range, the sample solution may
include about 1 to 20 uM of an ECL label compound, e.g., an
Ru(bpy),>* salt, and about 1 to 100 mM of a ECL coreactant,
such as tripropyl amine. In some embodiments, the measure-
ment may include measuring current amplification from a
redox reaction catalyzed by the nanoparticles. In certain
embodiments, the measurement may include measuring elec-
trochemiluminescence intensity resulting from a redox reac-
tion catalyzed by the nanoparticles. Other electrocatalytic
properties which may be measured as part of such methods
include current, resistance, impedance, capacitance, induc-
tance or a combination thereof.

Another embodiment is directed to a nanoscale electro-
chemical cell to analyze a sample containing at least one NP
where the nanoscale cell comprises:

one or more electrodes positioned to communicate with a
sample housed within a sample chamber;

one or more conductive or redox active NPs deposited
within the sample chamber, wherein the one or more conduc-
tive or redox active NPs interact with the sample to generate
one or more electrocatalytic current or ECL properties; and
detectors in communication with the one or more electrodes
to detect the one or more electrocatalytic current or ECL
properties. The nanoscale electrochemical cell may comprise
an UME or macroelectrode (i.e., be positioned so that a
sample compartment is in contact with the macroelectrode).
The NPs may comprise platinum NPs, gold NPs, silver NPs,
copper NPs, palladium NPs, carbon NPs, ITO NPs, conduc-
tive oxide NPs, conductive or redox polymer NPs or a com-
bination thereof.

In another embodiment, the method of analyzing a sample
comprises: introducing one or more conductive or redox
active nanoparticles and a liquid sample into a chamber hav-
ing one or more electrodes, wherein the sample comprises a
plurality of electrogenerated chemiluminescent (‘ECL”) moi-
eties; and measuring one or more electrochemical and/or
optical properties resulting from electrocatalytic interaction
of'the one or more nanoparticles and the sample at the one or
more electrodes. The sample may further comprise an ECL
coreactant, such as a aliphatic tertiary amine, e.g., tripropyl
amine or triethyl amine. The ECL. moieties may comprise a
ruthenium-containing organic compound. The one or more
conductive or redox active nanoparticles may comprise plati-
num nanoparticles, e.g., where the electrodes include an
indium tin oxide working electrode. Measuring one or more
electrochemical and/or optical properties may comprise mea-
suring current amplification from a redox reaction catalyzed
by the one or more conductive or redox active nanoparticles
and/or may comprise measuring electrochemiluminescence
intensity resulting from a redox reaction catalyzed by the one
or more conductive or redox active nanoparticles.

It is contemplated that any embodiments discussed in this
specification may be implemented with respect to any
method, kit, reagent, or composition as described herein, and
vice versa. Furthermore, the present compositions can be
used to achieve methods described herein.

It will be understood that particular embodiments
described herein are shown by way of illustration and not as
limitations of the invention. The principal features of this
invention can be employed in various embodiments without
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departing from the scope ofthe invention. Those skilled in the
art will recognize, or be able to ascertain using no more than
routine experimentation, numerous equivalents to the specific
procedures described herein. Such equivalents are considered
to be within the scope of this invention and are covered by the
claims.

The use of the word “a” or “an” when in conjunction with
the term “comprising” in the claims and/or the specification
may mean “one,” but it is also consistent with the meaning of
“one ormore,” “at least one,” and “one or more than one.” The
use of the term “or” in the claims is used to mean “and/or”
unless explicitly indicated to refer to alternatives only or the
alternatives are mutually exclusive, although the disclosure
supports a definition that refers to only alternatives and “and/
or.” Throughout this application, the term “about” is used to
indicate that a value includes the inherent variation of error
for the device, the method being employed to determine the
value, or the variation that exists among the study subjects.

As used in this specification and claims(s), the worlds
“comprising” (and any form of comprising, such as “com-
prise” and “comprises”), “having” (and any for of having,
such as “have” and “has”), “including” (and any form of
including, such as “includes” and “include”) or “containing”
(and any form of containing, such as “contains” and “con-
tain”) are inclusive ore open-ended and do not exclude addi-
tional, unrecited elements or method steps.

The term “or combinations thereof” as used herein refers to
all permutations and combinations of'the listed items preced-
ing the term. For example, “A, B, C, or combinations thereof”
is intended to include at least one of: A, B, C, AB, AC, BC, or
ABC, and if order is important in particular context, also BA,
CA, CB, BCA, BCA, ACB, BAC, or CAB. Continuing with
this example, expressly included are combinations that con-
tain repeats of one or more item or term, such as BB, AAA,
MB, BBC, AAABCCCC, BCCAAA, CABABB, and so
forth. The skilled artisan will understand typically there is not
limit on the number of items or terms in any combination,
unless otherwise apparent from the context.

All of the compositions and/or methods disclosed and
claimed herein can be made and executed without undue
experimentation in light of the present disclosure. While the
compositions and methods of this invention have been
described in terms of certain exemplary embodiments, it will
be apparent to those of skill in the art that variations may be
applied to the compositions and/or methods and in the steps or
in the sequence of steps of the method described herein with-
out departing from the concept, spirit and scope of the inven-
tion. All such similar substitutes and modifications apparent
to those skilled in the art are deemed to be within the spirit,
scope and concept of the invention.

What is claimed is:

1. A method of analyzing a sample comprising:

contacting a liquid sample with a working electrode;

wherein the liquid sample comprises a plurality or elec-
trogenerated chemiluminescent (ECL) moieties and a
colloidal suspension of one or more conductive or redox
active nanoparticles; and

detecting one or more transient optical properties resulting

from interaction of the one or more nanoparticles and the
sample at the working electrode;

wherein the one or more transient optical properties com-

prise an ECL intensity vs. time transient resulting from
redox reactions of the ECL moieties, with or without
coreactants, catalyzed by an individual nanoparticle.

2. The method of claim 1, wherein the working electrode
comprises ITO, Pt, Ir, Rh, Au, carbon, Ni or a combination
thereof.
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3. The method of claim 1, wherein the one or more con-
ductive or redox active nanoparticles comprise platinum
nanoparticles, gold nanoparticles, silver nanoparticles, cop-
per nanoparticles, palladium nanoparticles, ruthenium nano-
particles, carbon nanoparticles, or a combination thereof.

4. The method of claim 1, wherein the one or more nano-
particles have a largest dimension of no more than about 50
nm.

5. The method of claim 1, wherein the one or more con-
ductive or redox active nanoparticles comprise platinum
nanoparticles, and the working electrode is an indium tin
oxide (ITO) or gold working electrode.

6. The method of claim 1, wherein the ECL moieties com-
prise an electrochemiluminescent polydendate metal com-
plex.

7. The method of claim 6, wherein the polydendate metal
complex comprises heteroaromatic polydentate ligands and a
metal chosen from ruthenium, osmium, rhenium, cerium,
europium, terbium and ytterbium.

8. The method of claim 6, wherein the polydendate metal
complex comprises ruthenium and at least one polydentate
ligand selected from bipyridyl, substituted bipyridyl, 1,10-
phenanthroline and/or substituted 1,10-phenanthroline.

9. The method of claim 1, wherein the sample further
comprises an ECL coreactant.

10. The method of claim 1, wherein the working electrode
surface is at a potential which does not produce electrogen-
erated chemiluminescent in the absence of the one or more
nanoparticles.

11. The method of claim 6, wherein the working electrode
comprises Pt, Au, Ir, Rh, carbon or a combination thereof.

12. The method of claim 6, wherein the working electrode
is an indium tin oxide electrode, the nanoparticles are plati-
num nanoparticles, and the liquid sample comprises trialkyl
amine and Ru(bpy);>*.

13. The method of claim 6, wherein the liquid sample
further comprises an ECL coreactant; and the working elec-
trode surface is at a potential which does not produce elec-
trogenerated chemiluminescent in the absence of the one or
more nanoparticles.

14. The method of claim 6, wherein the nanoparticles are
conductive metal nanoparticles, conductive oxide nanopar-
ticles, conductive polymer nanoparticles, conductive carbon
nanoparticles or a combination thereof.

15. The method of claim 1, wherein the nanoparticles are
conductive metal nanoparticles, conductive oxide nanopar-
ticles, conductive polymer nanoparticles, conductive carbon
nanoparticles or a combination thereof.

16. The method of claim 6, wherein the one or more con-
ductive or redox active nanoparticles comprise platinum
nanoparticles; the working electrode is an indium tin oxide
electrode; and the working electrode surface is at a potential
which does not produce electrogenerated chemiluminescent
in the absence of the one or more nanoparticles.

17. The method of claim 6, wherein the one or more con-
ductive or redox active nanoparticles comprise platinum or
palladium nanoparticles haying a largest dimension of no
more than about 50 nm; the working electrode is an indium tin
oxide electrode; each of the ECL. moieties comprise an elec-
trochemiluminescent polydendate metal complex which
includes a ruthenium ion; and the liquid sample further com-
prises an ECL coreactant which includes trialkyl amine.

18. The method of claim 1, wherein the ECL moieties are
capable of repeatedly undergoing one or more chemical reac-
tions to produce species which electrochemiluminesce.
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19. A method of analyzing a sample comprising:

contacting a liquid sample with a working electrode,
wherein the liquid sample comprises a plurality of elec-
trogenerated chemiluminescent (ECL) moieties and one
or more conductive or redox active nanoparticles; and

detecting one or more optical properties resulting from
interaction of the one or more nanoparticles and the
sample at the working electrode;

wherein the one or more optical properties result from
redox reactions of the ECL moieties, with or without
coreactants, catalyzed by the one or more nanoparticles;

the nanoparticles are platinum nanoparticles having a larg-
est dimension of no more than about 50 nm;

the ECL moieties each comprise an electrochemilumines-
cent polydendate metal complex which includes a ruthe-
nium ion; and

the liquid sample further comprises an ECL coreactant
which includes tripropyl amine or triethyl amine.

20. A method of analyzing a sample comprising:

contacting a liquid sample with a working electrode,
wherein the liquid sample comprises a plurality of elec-
trogenerated chemiluminescent (ECL) moieties and one
or more conductive or redox active nanoparticles; and

detecting one or more optical properties resulting from
interaction of the one or more nanoparticles and the
sample at the working electrode;

wherein the one or more optical properties resulting from
interaction of the one or more moieties, with or without
coreactants, catalyzed by the one or more nanoparticles;
and detecting one or more optical properties comprises
measuring ECL intensity vs. time transients resulting
from redox reactions of the ECL moieties catalyzed by
individual nanoparticles;
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the liquid sample further comprises an ECL coreactant;

the working electrode surface is at a potential which does

not produce electrogenerated chemiluminescent in the
absence of the one or more nanoparticles;

the one or more conductive or redox active nanoparticles

comprise platinum nanoparticles or palladium nanopar-
ticles; and

the ECL moieties comprise an electrochemiluminescent

polydendate metal complex which includes heteroaro-
matic polydentate ligands and ruthenium.
21. The method of claim 20, wherein the one or more
conductive or redox active nanoparticles comprise platinum
nanoparticles; the ECL coreactant comprises trialkyl amine;
and the electrochemiluminescent polydendate metal complex
comprises Ru(bpy);>*.
22. A method of analyzing a sample comprising:
contacting a liquid sample with a working electrode;
wherein the liquid sample comprises a plurality of elec-
trogenerated chemiluminescent (ECL) moieties and one
or more conductive or redox active nanoparticles; and

detecting one or more transient optical properties resulting
from interaction of the one or more nanoparticles and the
sample at the working electrode;

wherein the one or more transient optical properties com-

prise transient optical properties resulting from redox
reactions of the ECL moieties, with or without coreac-
tants, catalyzed by the one or more nanoparticles;

the one or more conductive or redox active nanoparticles

comprise platinum nanoparticles or palladium nanopar-
ticles;

the ECL moieties comprise an electrochemiluminescent

polydendate metal complex which includes heteroaro-
matic polydentate ligands and ruthenium; and

the working electrode surface is at a potential which does

not produce electrogenerated chemiluminescent in the
absence of the one or more nanoparticles.

#* #* #* #* #*



UNITED STATES PATENT AND TRADEMARK OFFICE
CERTIFICATE OF CORRECTION

PATENT NO. : 8,586,378 B2 Page 1 of 1
APPLICATION NO. : 12/936675

DATED : November 19, 2013

INVENTOR(S) : Fu-Ren F. Fan, Allen J. Bard and Xiaoying Xiao

It is certified that error appears in the above-identified patent and that said Letters Patent is hereby corrected as shown below:

IN THE CLAIMS

Claim 10, col. 16, line 29

“Chemiluminescent” should be -- Chemiluminescence --

Claim 13, col. 16, line 41

“Chemiluminescent” should be -- Chemiluminescence --

Claim 16, col. 16, line 55

“Chemiluminescent” should be -- Chemiluminescence --

Claim 22, col. 18, line 18

“Chemiluminescent” should be -- Chemiluminescence --

Claim 20, col. 17, starting on line 30

“resulting from interaction of the one or more” should be -- result from redox reactions of the ECL --

Signed and Sealed this
Thirteenth Day of May, 2014

Decbatle X Loa

Michelle K. Lee
Deputy Director of the United States Patent and Trademark Office



UNITED STATES PATENT AND TRADEMARK OFFICE
CERTIFICATE OF CORRECTION

PATENT NO. : 8,586,378 B2 Page 1 of 1
APPLICATION NO. :  12/936675

DATED . November 19, 2013

INVENTOR(S) : Fanetal.

It is certified that error appears in the above-identified patent and that said Letters Patent is hereby corrected as shown below:

On the Title Page:

The first or sole Notice should read --

Subject to any disclaimer, the term of this patent is extended or adjusted under 35 U.S.C. 154(b)
by 109 days.

Signed and Sealed this
Twenty-second Day of September, 2015

Dottt % Loa

Michelle K. Lee
Director of the United States Patent and Trademark Office



