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ABSTRACT: Specifically designed dimeric, planar trimeric,
tetrameric, pentameric, and 3D hexameric assemblies of Au
nanoparticles were constructed from self-assembling DNA
modules that contain disulfide groups, for attachment to the
nanoparticles, and covalently linked 2,5-bis(2-thienyl)pyrrole
(SNS) monomers. Treatment of these arrays with horseradish
peroxidase and H2O2 (HRP/H2O2) results in bond formation
between the SNS monomers that cross-links or ligates the
DNA modules making the assemblies permanent (“fixed”).

1. INTRODUCTION
The programmable construction of precisely ordered complex
metal nanoparticle arrays is expected to provide advanced
materials having unique structures and properties.1−3 Over the
past 20 years, various methods employing nucleic acids,
peptides and proteins, microorganisms, and physical templates
have been used to prepare nanoparticles arrays.4 Among these
options, nucleic acids are currently the most promising
candidate for their general, programmed assembly.5 Building
upon the pioneering work of Mirkin6 and Alivisatos,7 a diverse
set of metal nanoparticle arrays have been constructed using the
self-recognizing properties of DNA to direct the formation of
these materials.8−23 Recently, DNA origami has been applied to
the assembly of metal nanoparticle arrays enabling the
formation of precise, relatively stiff structures.24−27 DNA
programmed nanoparticle arrays have found application in,
for example, the construction of plasmonic absorbers,28−33 and
they may be useful as optical cloaking materials.34,35

Despite successes in the construction of metal nanoparticles
arrays using nucleic acids, there are still significant obstacles to
overcome. Remaining challenges that have been identified
include the ability to design and construct complicated and
controlled multifunctional structures that incorporate diverse
components having specific functions.36 And, significantly,
because of the reversibility of Watson−Crick hydrogen
bonding, arrays constructed with nucleic acids scaffolds are
not permanent. DNA duplexes typically denature in water
solution without added salt and at elevated temperature.37

Several approaches to make permanent or “fix” DNA arrays
have recently been reported. Photo-cross-linking38−40 and
“click” chemistry41 procedures form covalent bonds between
two DNA strands making them inseparable, and encapsula-
tion42 enables the use of DNA-containing nanoparticle arrays in
the solid-state. Furthermore, in current applications, DNA plays
an exclusively structural role as a scaffold in the assembly of

metal nanoparticle arrays. The nanoparticles in these arrays
interact exclusively through space and not through the
structural components that enabled their assembly.
We are developing conjoined DNA-conducting polymer

systems as a means to fix DNA assemblies, incorporate
sequence information of the DNA into the conjoined polymer
and to confer the electronic properties of the conducting
polymer on the DNA scaffold.43−49 In this approach,
monomers of conducting polymers, 2,5-bis(2-thienyl)pyrrole
(SNS), for example (see Scheme 1), are linked covalently to
nucleic acid bases of DNA oligomers. The oxidative polymer-
ization of these monomers with horseradish peroxidase and
hydrogen peroxide (HRP/H2O2) forms conducting polymers
of controlled length and composition that can cross-link or
ligate DNA oligomers. In this article, we describe the
programmed preparation of two and three-dimensional arrays
of Au nanoparticles constructed from self-recognizing DNA
modules containing covalently linked cyclic disulfides50,51 and
SNS monomers. The arrays are assembled by hybridization of
DNA modules, attached to a Au nanoparticle (through the
disulfide group), and the DNA scaffold is fixed by reaction of
the SNS monomers to form a polymer that cross-links or ligates
the modules, see Scheme 1. These arrays may be especially
useful in applications where assemblies formed from
unmodified DNA would denature.

2. EXPERIMENTAL SECTION
2.1. Materials. All commercially available reagents were used

without further purification. Au nanoparticles of 5 and 10 nm diameter
were purchased from Ted Pella or prepared according to the reported
method.52,53 Bis(p-sulfonatophenyl) phenylphosphine dehydrate
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dipotassium salt was purchased from Sigma-Aldrich. Centrifugal filter
units with membrane Ultracel low binding regenerated cellulose were
purchased from Millipore. Dithiol phosphoramidite was purchased
from Glen Research. SNS containing modified DNA oligomers were
synthesized as previously reported.45 Horseradish peroxide (HRP),
type II (200 units/mg) and 2,2′-azino-bis(3-ethylbenzothiazoline-6-
sulfonic acid) (ABTS) were purchased from Sigma-Aldrich, St. Louis,
MO. A stock solution of HRP was prepared by dissolving 2 mg of
HRP in 1 mL of nanopure water. Hydrogen peroxide was purchased
from Fischer Scientific, Pittsburgh, PA, and diluted with Dnase free
water to 0.03% before use.
2.1.1. Au Nanoparticles Complexation and Concentration. Au

nanoparticles were capped with bis(p-sulfonatophenyl) phenyl-
phosphine according to the described method8 and concentrated by
centrifugation with centrifugal filter units to 5−10 μM for 5 nm and
0.5−1.0 μM for 10 nm particles as a stock solution.
2.1.2. Purification of Modified DNA Oligomers. The DNA

oligomers were purified by reverse phase HPLC using a Dynamax
C18 column. The purified DNA was desalted with Waters Sep Pak
cartridge and characterized by ESI-mass spectrometry. The concen-
tration of the SNS-modified DNA was measured by its absorption
intensity at 260 nm with every two SNS groups counted as one
cytosine.
2.1.3. Tm Measurements. Samples were prepared by hybridization

of 1 μM solutions of DNA oligomers in 10 mM of sodium citrate
buffer (pH 4.5, where HRP activity is maintained) with 200 mM of
NaCl. The melting curves were measured at heating and cooling rates
of 1 °C/min. Tm values were determined by differentiation of melting
curves. UV−vis spectra were recorded on a Cary 1E spectropho-
tometer.
2.1.4. Ligation of SNS-Modified DNA Duplexes. Samples were

prepared by hybridizing 0.5−2 μM solutions of the desired single-
strand DNA oligomers in 10 mM citrate buffer (pH 4.5) containing
200 mM of NaCl. Hybridization was achieved by heating the samples
at 80 °C for 10 min then cooling to 15 °C at a rate of 1 °C/min. The
ligation reaction was performed at 15 °C in 1 mL of solution by
addition of 5 μL of HRP (2 mg dissolved in 1 mL of nanopure water)
followed by 2 μL of H2O2 (0.03%) and 2 μL of ABTS (20 μM in
water). UV−vis spectra were recorded before and after initiation of
reaction.
2.2. Nanoparticle Assembly. 2.2.1. Au-DNA(1,2) Dimer, Au-

DNA(6,7,8) Trimer, Au-DNA(6,7,9,10) Tetramer, Au-DNA-
(6,7,9,11,12) Pentamer, and Au-DNA(13,14,15) Hexamer. Samples
were prepared by mixing 30 μL of a 1.66 μM solution of 5 nm Au
nanoparticles or 30 μL of a 0.166 μM solution of 10 nm or 13 nm

nanoparticles with different ratios of cross-linked DNA(1,2), DNA-
(6,7,8), DNA(6,7,9,10), DNA(6,7,9,11,12), or DNA(13,14,15) in 10
mM sodium phosphate (pH = 7.0), 50−100 mM sodium chloride
solution and hybridizing overnight.

2.2.2. Au-DNA(3,4,5) Dimer. Samples of 5 and 10 nm Au
nanoparticles having a single attached strand of DNA(3) were
synthesized and purified with T85, a long DNA for the purification
according to the reported procedure.15,29 Samples were prepared by
heating the cross-linked DNA(4,5) solutions at 80 °C for 2 min and
then annealing with 5 or 10 nm DNA(3)/T85Au nanoparticles with
appropriate ratios of cross-linked DNA(4,5) in 10 mM sodium
phosphate (pH = 7.0), 100 mM sodium chloride solution overnight.

2.2.3. Nanoparticle Assembly Purification. An agarose gel (2−3%)
was used to purify the Au nanoparticle assemblies and tris-borate
EDTA (0.5×, TBE) was used as running buffer. Before loading, the
samples were mixed with 10 μL of 0.5× TEB and 4 μL of 50% Ficoll
400. A voltage of 50 V was used for the electrophoresis. After
electrophoresis, the desired bands were sliced and put into dialysis
membranes mixed with 4−5 mL of water. The Au nanoparticle
assemblies were separated by gel electrophoresis. Then 5 M of
ammonium acetate or sodium chloride solution was added to adjust
the salt concentration to 50−100 mM. The solution was concentrated
by centrifugation with centrifugal filter units. For samples in water, the
buffer solution was removed by washing 100 μL samples with 1−2 mL
of nanopure water and centrifuging with centrifugal filter units. This
process was repeated at least three times to ensure that the buffer was
completely removed.

2.2.4. TEM Procedures. A JEOL TEM 100CX was used to
characterize the Au nanoparticle assemblies. A copper grid with carbon
film on 150 meshes was used. Typically, a 10 μL solution of Au
nanoparticle assemblies was dropped on the grid and deposited for 1−
2 min. Excess solution was removed and the grid was dried in air for 1
h.

2.2.5. Cryo EM Procedures. A JEOL JEM-1400 and a Gatan 626
holder were used for the cryo-EM studies. Samples were prepared by
the “back injection” technique.54 Briefly, a small piece of carbon film
was floated on a droplet of 4% trehalose solution and picked up with a
clean EM grid. The grid was then inverted and 1.5 μL of sample was
pipetted into the buffer droplet on the “back” of the grid. After a 60 s
incubation period, the grid was blotted, air-dried for 10 s, and rapidly
plunged into liquid nitrogen resulting in a thin layer of vitreous ice.

2.2.6. Optical Spectra of the 10 nm Au Trimer. A 0.1 mL UV
cuvette was used for measurement of the optical spectrum of Au
nanoparticles and Au trimer assemblies. UV−vis spectra were recorded
at room temperature on a Cary 1E spectrophotometer.

3. RESULTS AND DISCUSSION
3.1. Au Dimers. The simplest structure prepared by the

encoded module approach is comprised of two Au nano-
particles connected by a cross-linked DNA duplex to form a
“dumbbell” shaped assembly, see Figure 1. This nanoparticle
dimer was prepared from two complementary oligonucleotides,
DNA(1) and (2), synthesized according to standard
procedures, both of which are modified to contain the cyclic
disulfide group (SS) at their 3′-termini and each containing two
covalently linked SNS monomers (X) arranged so that they are
aligned at adjacent sites in the major groove of the duplex.49

The two DNA strands were hybridized and treated with HRP/
H2O2 resulting in their cross-linking, which was confirmed by
the increase in Tm from 61 to 72 °C and by optical
spectroscopy of the conducting polymer (see Figure S1 in
the Supporting Information).49,55 The cross-linked duplex was
mixed with 5 or 10 nm diameter phosphine-capped Au
nanoparticles,8 and the resulting assembly was purified by
agarose gel electrophoresis using standard techniques giving
dimers in ∼82% purity (see Figures S2−S4 and Table S2 in the
Supporting Information).56

Scheme 1. Representation of a Fixed Au Nanoparticle Dimer
Assembled from Three DNA modules and “Fixed” By
Crosslinking with a Conjoined SNS Polymera

aThe green, red, and blue colored lines represent the DNA strands of
each module (see Figure 2 for the actual DNA structures) that are
partially complementary and form double stranded “arms” in the
regions shown as connected by black bars. The connected purple
spheres represent SNS monomers that have been linked by reaction
with HRP/H2O2. Each module contains a disulfide groups (SS) that
binds to the Au nanoparticles (the gold colored spheres) in the array.
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A TEM image of the dumbell array was recorded on a 150
mesh copper grid revealing dimers that remain intact when
dispersed in water, see Figure 1. Control experiments (see
Figure S5 in the Supporting Information) show that similar
non-cross-linked Au nanoparticle arrays disintegrate in water.
Interestingly, the interparticle distance revealed in Figure 1 and
Table S1 in the Supporting Information is 3.6 nm, less than the
∼8.5 nm predicted for a fully extended duplex DNA scaffold,
which suggests that the assembly might be bent. The inset in
Figure 1 shows a cryoelectron microscopy image of a similar
assembly prepared from 5 nm Au particles where the
interparticle distance is measured to be 2.5 nm. The
development of more elaborate cross-linked DNA scaffolds
gives arrays having readily predictable nanoparticle arrange-
ments and distances.
The two particle array shown in Scheme 1 is comprised of

three DNA modules whose structures are shown as DNA-
(3,4,5) in Figure 2. DNA(3) contains a single disulfide group
for attachment to a Au nanoparticle and contains recognition
sequences on both its 3′- and 5′-ends that are complementary

to corresponding sequences in DNA(4) and DNA(5). DNA(3)
also contains a “target” sequence that is complementary to the
T85 oligomer used as an auxiliary in the agarose gel purification
of the DNA-linked Au nanoparticles.56 The DNA(4) and (5)
modules each contain two disulfide groups and two SNS
monomers arranged, as indicated in Scheme 1, so that each
module is linked to a Au nanoparticle and the SNS monomers
are aligned in the major groove of the common “arm” that
connects the two nanoparticles. This two particle array was
assembled in three steps. First, DNA(3) was linked to a 5 or 10
nm Au nanoparticle and purified by agarose gel electrophoresis
with, T85, a long DNA oligomer assisting the purification as
reported (see Figure S6 in the Supporting Information).15,29

Second, DNA(4) and DNA(5) were hybridized and then
treated with HRP/H2O2. Formation of the cross-linked two-
module assembly from DNA(4) and (5) was confirmed by an
increase in Tm from 56 to 73 °C and by optical spectroscopy,
which shows the appearance of polaron bands typical of
conducting polymers (see Figure S7 in the Supporting
Information). Finally, Au-linked DNA(3) and the cross-linked
two-module assembly were annealed in buffer solution by
heating to 80 °C for 2 min and then slow cooling overnight.
The two particle arrays, isolated by agarose gel (see Figure S8
in the Supporting Information) in ∼85% purity (see Table S2
in the Supporting Information) and dispersed in water, were
analyzed by TEM, see Figure 2. While the distance between the
5 nm−5 nm Au nanoparticles in the dimers is 2.5 nm, which is
significantly less than the corresponding calculated distance of
7.4 nm (see Table S2 in the Supporting Information) possibly
due to the flexibility of the DNA, the distance between the 10
nm−10 nm Au nanoparticles in the dimers is 0.9 nm, which is
somewhat less than the corresponding calculated distances of
2.4 nm (see Table S2 in the Supporting Information). These
assembles are fixed; they do not dissociate when dispersed in
water (see Figure 2, Figure S9 in the Supporting Information).
Control experiments (see Figure S10 in the Supporting
Information) show that similar non-cross-linked Au nano-
particle arrays disintegrate in water.

3.2. Planar Au Trimers, Tetramers, and Pentamers. A
related modular DNA self-assembly strategy was used to
prepare multiparticle Au arrays, see Figure 3. The three-module
DNA(6,7,8) cyclic scaffold was first formed by self-assembly
and then ligated by reaction with HRP/H2O2. Formation of the
ligated assembly was confirmed by the observed increase in Tm
from 70 to 83 °C and by characteristic changes to the optical
spectrum (see Figure S11 in the Supporting Information).46

The cross-linked assembly was mixed with 5 nm diameter
phosphine-capped Au nanoparticles,8 and the resulting three
Au nanoparticle array was purified by agarose gel electro-
phoresis using standard techniques and isolated in ∼71% purity
(see Table S2 and Figures S12−S14 in the Supporting
Information).56 Shown in Figure 3 is the TEM image of the
Au nanoparticle trimer dispersed in water formed by self-
assembly and ligation of the DNA modules. A similar modular
DNA self-assembly strategy was also used to prepare tetrameric
and pentameric Au nanoparticle arrays, see Figure 4. The four-
module DNA(6,7,9,10) cyclic scaffold and five-module DNA-
(6,7,9,11,12) cyclic scaffolds were formed by self-assembly and
then ligated by reaction with HRP/H2O2. Formation of the
ligated cyclic assemblies DNA(6,7,9,10) DNA(6,7,9,11,12)
were confirmed by the observed increase in Tm from 60 to
80 °C and from 59 to 80 °C and by characteristic changes to
the optical spectrum, respectively (see Figures S16 and S17 in

Figure 1. Au nanoparticle dimer in water (where the symbols have the
same meaning as in Scheme 1) shown schematically above the TEM
image of the array. The actual DNA sequences are shown below the
TEM image where “X” represents the SNS-linked cytosine nucleotides.
The inset is a cryoelectron microscopy image of a similar 5 nm Au
nanoparticle dimer.

Figure 2. TEM image of a Au nanoparticle dimer array in water
assembled from three DNA modules and cross-linked by reaction of
the SNS monomers with HRP/H2O2, as represented in Scheme 1. The
DNA sequences are shown below the TEM image where “X”
represents the SNS-linked cytosine nucleotides and SS stands for the
disulfide group. Inset A shows an expanded view of the dimers
prepared from 10 nm Au particles; inset B shows the related assembly
prepared from 5 nm Au particles.
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the Supporting Information). Similarly, purified planar
tetrameric and pentameric Au particle arrays were constructed
by treating Au nanoparticles with the cross-linked four-module
DNA(6,7,9,10) and five-module DNA(6,7,9,11,12) scaffolds.
TEM images are shown in Figure 4 of the Au nanoparticle
tetrameric and pentameric arrays that have been dispersed in
water (see Figures S18, S19, and S21 in the Supporting
Information). The purities of the Au tetrameric and pentameric
arrays are 51% and 48%, respectively (see Table S2 in the
Supporting Information). The distances between the Au
trimeric, tetrameric, and pentameric arrays are measured to
be 2.2, 2.9, and 3.1 nm (see Table S2 in the Supporting
Information), which are slightly less than the corresponding
calculated distance of 3.1, 3.4, and 3.5 nm assuming a circular
shape for the conjoined poly(SNS)/DNA scaffold. The control
experiments (see Figures S15, S20, and S22 in the Supporting
Information) show that similar non-cross-linked Au trimer,
tetramer, and pentamer nanoparticle arrays disintegrate in
water.

3.3. Three-Dimensional Hexameric Assemblies. The
construction of DNA-based objects has progressed from simple
two-dimensional shapes to more complex three-dimensional
constructs.3,19,57 One of the most elegant of these structures
was constructed by Seeman and used to build an engineered
crystal based upon DNA oligomers fashioned into a tensegrity
triangle.58 We built on this work by extending the length of the
DNA oligomers that form the triangle and by incorporating
SNS monomers enabling cross-linking that fixes the structure
and, finally, included disulfide groups used to bind Au
nanoparticles. This spontaneously assembling structure was
used to prepare permanent 3D hexameric Au nanoparticle
arrays with predictable orientation and dimensions.
The seven-module scaffold containing three DNA strands

DNA(13,14,15) in a ratio 3:3:1 was designed to assemble into a
3D structure so that each module contains two covalently
linked SNS monomers (X) that are aligned at adjacent sites in
the major groove and are flanked by seven base pairs at both
ends to stabilize the structure. DNA(13) and DNA(14) contain
the cyclic disulfide group (SS) at their 3′-termini, which was
protected from hydrolysis by an extending thymine, see Figure
5. The 3D structure was formed by self-assembly and then
cross-linked by coupling of adjacent SNS monomers with
HRP/H2O2. Formation of the ligated assembly was confirmed
by the increase in Tm from 47 to 61 °C and by characteristic
changes of the optical spectrum (see Figure S23 in the
Supporting Information). Agarose gel electrophoresis con-
firmed the formation of the assembly which remains intact after
the solution is desalted (see Figure S24 in the Supporting
Information). The cross-linked assembly was mixed with
phosphine-capped 5 or 10 nm Au nanoparticles and the
resulting six Au nanoparticle array was purified by agarose gel
electrophoresis (see Figures S25−27 in the Supporting
Information) using standard techniques. The structure
containing six Au nanoparticles was isolated in ∼49% purity
(see Table S2 in the Supporting Information). The distance
between the Au hexameric arrays is measured to be 2.7 nm (see
Table S2 in the Supporting Information), which is in agreement
with the calculated distance of 2.9 nm. The control experiments
(see Figure S28 in the Supporting Information) show that
similar non-cross-linked Au hexameric nanoparticle arrays
disintegrate in water.

Figure 3. Schematic representation of the Au nanoparticle trimer
formed by self-assembly of three DNA modules (the symbols have the
same meaning as in Scheme 1) and the TEM image of 5 nm Au
nanoparticle array in water ligated by reaction of the SNS monomers
with HRP/H2O2. The DNA sequences are shown where “X”
represents the SNS-linked cytosine nucleotides and SS stands for
the disulfide group; the “grayed” regions in the sequences correspond
to the single-stranded portion of the cyclic array.

Figure 4. Schematic representation of the Au nanoparticle tetramer and pentamer formed by self-assembly of four DNA modules (the symbols have
the same meaning as in Figure 3) and the TEM image of 5 nm Au nanoparticle array in water ligated by reaction of the SNS monomers with HRP/
H2O2.
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The structure of the expected 3D array was modeled by
assuming the standard B-DNA structure having a rise of 3.4 A
per base pair and 10 base pairs per 360° helical turn. This
model is shown in comparison with cryoelectron microscopy
images of the assemblies in Figure 6. A tomographic movie
from the cryoelectron microscopy images is included in the
Supporting Information. Clearly, the expected assembly is
formed and the SNS linkages fix the structure so that it is
permanent.

3.4. Optical Absorption. The optical absorption spectra of
the 10 nm Au nanoparticles and those of their trimeric
assemblies are shown in Figure 7. Within the resolution of the
measurement, the absorption maximum of the surface plasmon
resonance band is unaffected by assembly into the trimer and
by its cross-linking.59 However, it appears that formation of the
trimer and its cross-linking by reaction of their SNS monomers
with HRP/H2O2 results in broadening due to plasmon
enhanced scattering.33 This suggests that after the cross-linking
reaction the Au particles have become closer or that the

Figure 5. Schematic representation of the Au nanoparticle hexamer formed by self- assembling of three DNA modules and the TEM image of 5 nm
Au nanoparticle array in water ligated by reaction of the SNS monomers with HRP/H2O2. The DNA sequences are shown where “X” represents the
SNS-linked cytosine nucleotides and SS stands for the disulfide group. The purple spheres represent the polymerized SNS monomers.

Figure 6. Cryo-TEM image of 5 nm Au nanoparticle hexamer array ligated by reaction of the SNS monomers with HRP/H2O2. The insets show
models of the hexameric array formed into 3D arrays assuming that the DNA is in its standard B-form. The model structures are oriented in 3D
space so that the position of the Au nanoparticles corresponds with that of those in the 2D cryo-TEM image.
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conducting polymer interacts electronically with the nano-
particle.
A calculated spectrum of the trimeric arrays for 5 and 10 nm

particles at an assigned separation distance of 3 nm is shown in
Figure S29 in the Supporting Information. The calculated
average spectrum for the 10 nm particles has an apparent
maxium at 524 nm, which is similar to that of the observed
spectrum which exhibits a maximum at 520 ± 1 nm. The
calculated spectrum of the array is shifted 3.5 nm to the red red
and broadened compared with the unassembled Au particle.
Similar effects have been previously reported and attributed to
increased scattering.33 Experimentally, we observe only broad-
ening, which is consistent with the previous report for small
particles.33

4. CONCLUSIONS
In summary, we have shown that robust, fixed Au nanoparticle
arrays can be easily assembled from DNA modules that contain
three functional units: (i) recognition sequences that guide
assembly according to Watson−Crick base pairing rules; (ii)
appropriately positioned SNS monomers whose reaction with
HRP/H2O2 will cross-link or ligate the DNA modules so that
they become inseparable; (iii) disulfide groups placed within
the DNA module to bind and hold a Au nanoparticle. The
arrays we describe are comprised of two, three, four, five, and
six Au nanoparticles, and it is clear that this approach can
enable the construction of more complex structures. The
conducting polymers used to fix these arrays appear to play an
exclusively structural role in the arrays reported here. However,
this approach may be extended so that the electronic properties
of the conducting polymer can be incorporated into the
functional characteristics of metal nanoparticle arrays.
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