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Quantifying the binding between proteins and
open chromatin-like DNA sequences with gold
nanorods†

Roger M. Pallares, abc Nguyen Thi Kim Thanh *ab and Xiaodi Su*cde

The binding of transcription factors to DNA is one of the main

mechanisms in gene regulation. While transcription factors

frequently bind to unwrapped long DNA sequences known as

open chromatin structures, most bioassays that study protein–DNA

binding rely on short oligonucleotide probes. In this work, we develop

a gold nanorod-based colorimetric assay for the binding of transcrip-

tion factors to DNA in long open chromatin-like structures. After the

determination of the binding affinity and stoichiometry, we explored

the effect of the probe length on the assay performance and

compared it to other established techniques.

Transcription factors are proteins that regulate gene expression
through specific binding to DNA.1 Because these proteins partici-
pate in a wide variety of cellular processes,2 their malfunction has
been associated with different diseases.1 Hence, the interaction
between transcription factors and DNA is being used to under-
stand the mechanism of cancer and other pathologies, as well as
in the screening of new therapeutic agents.

One of the mechanisms by which the body controls the
transcription factor activity is the recombination of the chromatin
architecture.3 DNA chains inside chromosomes are wrapped
around histone proteins, forming nucleosomes.4 This packaging
allows the DNA materials to be stored in a more compact way and
prevents oligonucleotide entangling. The DNA sequences coiled
around the histones are less accessible to external molecules,
hindering the binding of transcription factors.5 Under different

chemical stimuli, the architecture of the chromatin changes
to more open structures that expose the DNA recognition
sequences.5–7 These open structures can be as long as 100 base
pairs (bp) and favor the binding of the transcription factors and
their control over gene expression.6 Although the interactions
between transcription factors and these long DNA strands are very
important in many regulatory processes, most research studies
focus solely on short DNA sequences. Surface plasmon resonance
(SPR) and electrophoretic mobility shift assay (EMSA) are the
main techniques used to study protein–DNA binding.8–10 SPR
provides a low intensity response when using long DNA probes,
and the non-specific interaction between the analyte and sub-
strate also hampers the measurements.11 EMSA can be used to
study protein–DNA interactions in longer oligonucleotide
sequences, but the electrophoresis can disrupt the complex
integrity.12 Several alternatives based on fluorophores and nano-
materials have been developed,13–15 but they were also limited to
short DNA strands. A sensing principle capable of characterizing
DNA–protein binding in long oligonucleotide sequences would be
highly beneficial to understand the activity of transcription factors
on open chromatin structures.

Colorimetric assays based on gold nanoparticles have been
developed as straightforward and rapid sensing alternatives for
protein–DNA binding studies.16–18 These assays exploit the
unique physical and chemical properties of gold nanoparticles,
including the size and shape-dependent optical responses,19–23

and the ease to biofunctionalize.24–26 We recently developed an
assay that relies on the binding of transcription factors to short
double-stranded DNA (dsDNA) sequences (35 bp) adsorbed on
gold nanorods (AuNRs).16 The binding of the proteins induced
AuNR aggregation, which could be tracked by UV-Vis spectroscopy
and provided information of the binding events, such as stoichio-
metry and binding affinity. It was unclear, however, whether
increasing the length of the DNA probe (Z100 bp) to mimic the
open chromatin architecture would hamper the assay sensitivity
as it occurs in other common analytical tools, such as SPR.11

Here we address the above concerns by studying protein–
DNA binding in long chromatin-like DNA sequences with the
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AuNR colorimetric assay. We found that the DNA binding
affinity for the transcription factors was preserved even when
long oligonucleotides were electrostatically adsorbed on the
AuNRs. We show that using longer DNA probes increased the
standard deviation of the measurements but the assay accuracy
was preserved. The binding characteristics, such as the binding
affinity and stoichiometry, determined by our assay were simi-
lar to the ones estimated by more complex and time-consuming
techniques under similar experimental conditions. All these
results indicate that the AuNR-based colorimetric assay is a
good alternative to the slower and costlier standard techniques
for the characterization of protein–DNA binding events.

Fig. 1 illustrates the design of the colorimetric assay with
long open chromatin-like dsDNA chains. In a previous work, we
identified that the binding sequences of dsDNA electrostatically
adsorbed on AuNRs remain active,16 most likely because the
interactions between the oligonucleotides and particles are not
rigid, allowing the DNA to rearrange on the rod surface. In this
current study, the dsDNA used was 180 bp long (similar to the
length of the dsDNA in the nucleosome4) and contained a
binding sequence for estrogen receptors (Table S1, ESI†). The
estrogen receptor a (ERa) is a clinically relevant oncogenic
transcription factor involved in the regulation of multiple
biological functions, including the reproductive system and
bone formation.27 The AuNRs (synthesized following our pub-
lished protocol22) had an aspect ratio of 4.9 � 0.8 (length of
51 � 10 nm, and width of 10 � 1 nm) and a longitudinal
localized surface plasmon (LSP) resonance band centered at
890 nm (Fig. 2). The length of the as-prepared AuNRs was
comparable to the 180 bp dsDNA probes (59 nm) in order to
maximize their interaction. The optical properties of the AuNRs
showed two different trends when interacting with dsDNA. At
concentrations below 1 nM dsDNA, increasing the amount of

oligonucleotides induced a red shift of the LSP band and
decreased its intensity (Fig. 3a). Increasing the concentration
of dsDNA above 1 nM, however, induced a blue shift of the LSP
band (Fig. 3b). Because AuNRs are positively charged, the
addition of small amounts of negative dsDNA caused the rod
aggregation by charge neutralization.28,29 As the concentration
of DNA increased (above 1 nM), the dsDNA started to adsorb on
the AuNR surface, making the nanorods negatively charged,
and thus providing electrostatic repulsion and re-dispersing
them.28,29 The rods fully re-dispersed at 5 nM dsDNA. The two
different trends were clearly distinguishable when plotting the
extinction ratios at 510 and 890 nm (Fig. 3c).

To study the protein–DNA binding, we chose 5 nM dsDNA
because the AuNRs were dispersed at this oligonucleotide
concentration. The colorimetric assay relied on the rapid (within
10 min) aggregation of the dsDNA–AuNR composite upon protein
binding (Fig. 4a). Because the dsDNA–AuNRs were negatively
charged,28 the binding of positive transcription factors decreased
the repulsion between particles, causing their aggregation. This
behavior is consistent with previous work using DNA-coated
spherical gold nanoparticles and conjugated polymers.15 Tris
buffer (8 mM) was used to fix the assay solution pH at 7.3,
ensuring the positive charge of ERa (isoelectric point of 8.330).
As the concentration of the protein increased in the solution, the
LSP band decreased in intensity and slightly red-shifted (Fig. 4b).

Fig. 1 Scheme of the AuNR-based colorimetric assay with a long
chromatin-like DNA probe. (a) Chromatin closed structure. (b) Open
chromatin architecture and DNA with similar lengths adsorbed on AuNRs.
(c) Similarity between DNA in an open chromatin architecture interacting
with the transcription factor and AuNR–DNA probe interacting with the
same protein. The chromatin scheme has been adapted with permission
from ref. 7. Copyright 2013 The Royal Society.

Fig. 2 (a) TEM, (b) aspect ratio distribution and (c) UV-Vis spectrum of
AuNRs (length of 51 � 10 nm, and width of 10 � 1 nm).
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These changes of the LSP band were consistent with those
previously reported for DNA- and protein-induced AuNR
aggregation.16,28 The binding curve between the ERa and the
180 bp dsDNA was plotted as the variation of extinction ratios
at 510 and 890 nm (Fig. 4c). The curve indicated that ERa binds
to the dsDNA as a dimer, because E510/E890 reached saturation
at 2 : 1 ERa : DNA concentration ratio, which was in agreement
with previous published studies.13,15 The binding stoichiometry
was confirmed by fitting the data to the Hill equation (Fig. S1,
ESI†), which yielded a Hill coefficient (nH) of 2.3. Thus, the 2 : 1
binding stoichiometry and the negligible affinity of ERa for DNA
controls,31,32 which have the binding site scrambled, indicate
that the protein interacts specifically with the oligonucleotide,
inducing AuNR aggregation. An apparent dissociation constant
(Kd) of 3.0 nM was calculated with the Hill equation. This Kd

value was consistent with previous studies that characterized the
ERa–DNA binding under similar conditions (pH, buffer type and
DNA concentration), however with more complex and/or instru-
ment intensive techniques (Table S3, ESI†).33,34

Finally, we studied the effect of dsDNA length on the perfor-
mance of the assay. Fig. 5 compares the binding curves of 59 bp
and 180 bp dsDNA (plotted as the variation of extinction ratios at
510 nm and LSP maximum as a function of protein concentration).

We chose 59 bp dsDNA because it is a common oligonucleotide
probe length used in nano- and biosensing.29,35,36 Since the
59 bp dsDNA probe was shorter, we also used shorter aspect
ratio rods (3.3 � 0.6) with the LSP band centered at 805 nm
(TEM image in Fig. S2, ESI†); and a higher concentration of
dsDNA was also necessary to re-disperse the AuNRs (Fig. S3,
ESI†). The shape of both ERa binding curves as well as the
binding stoichiometry determined with the hill equation (nH of
2.2 and 2.3 for 59 bp and 180 bp dsDNA, respectively) were
consistent for the shorter and longer DNA probes. Increasing
the probe length, however, caused larger standard deviations of
the data points (average standard deviations of 7.8% and 19.2%

Fig. 3 UV-Vis spectra of AuNRs after the addition of (a) low and (b) high
dsDNA concentrations. (c) Response curve of AuNRs at different dsDNA
concentrations.

Fig. 4 (a) Schematic representation of the AuNR aggregation principle, (b)
UV-Vis spectra of dsDNA–AuNR at different ERa concentrations, and (c)
the dependence of the extinction ratios at 510 and 890 nm on ERa
concentration.

Fig. 5 The dependence of extinction ratios at 510 nm and LSP maximum
on ERa concentration using different lengths of dsDNA. The binding
curves have been offset for clarity.
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for 59 bp and 180 bp dsDNA probes, respectively). Hence,
although using 180 bp dsDNA decreased the assay precision
(higher standard deviations), the assay accuracy was retained,
with the estimated Kd and stoichiometry values consistent with
those obtained by more complicated techniques, such as radio-
metric assays, performed under comparable conditions.33,34

In summary, we have characterized the protein–DNA bind-
ing in open chromatin-like sequences with an AuNR-based
colorimetric assay. 180 bp long dsDNA (length of dsDNA in
nucleosomes) that displayed a binding sequence for ERa was
used as a probe. Although the oligonucleotides were electro-
statically adsorbed on the AuNR surface, they preserved their
affinity for the proteins. Upon protein binding, the AuNRs
aggregated causing a decrease in their LSP band intensity that
was proportional to the amount of bound ERa. The binding
characteristics, including stoichiometry and Kd, were estimated
from the binding curve data. Although using long dsDNA
probes caused larger standard deviations, the assay accuracy
was not significantly affected. To the best of our knowledge,
this is the first colorimetric assay capable of studying protein–
DNA interactions with long open chromatin-like DNA sequences.
Because this assay is rapid and straight forward, we expect that
new opportunities will follow this work in the high throughput
screening of new therapeutic agents.
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