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Rapid and highly sensitive detection of DNA is critical
in diagnosing genetic diseases. Conventional approaches
often rely on cumbersome, semi-quantitative amplification

of target DNA to improve detection sensitivity. In addition,
most DNA detection systems (microarrays, for example),
regardless of their need for target amplification, require
separation of unhybridized DNA strands from hybridized stands
immobilized on a solid substrate, and are thereby complicated
by solution–surface binding kinetics1,2. Here, we report an
ultrasensitive nanosensor based on fluorescence resonance
energy transfer (FRET) capable of detecting low concentrations
of DNA in a separation-free format. This system uses quantum
dots (QDs)3–5 linked to DNA probes to capture DNA targets. The
target strand binds to a dye-labelled reporter strand thus forming
a FRET donor–acceptor ensemble. The QD also functions as a
concentrator that amplifies the target signal by confining
several targets in a nanoscale domain. Unbound nanosensors
produce near-zero background fluorescence, but on binding
to even a small amount of target DNA (∼50 copies or less)
they generate a very distinct FRET signal. A nanosensor-based
oligonucleotide ligation assay has been demonstrated to
successfully detect a point mutation6 typical of some ovarian
tumours in clinical samples.

Several FRET-based molecular probes7–11 such as molecular
beacons9 and TaqMan8 probes, whose fluorescence signals change
as a result of hybridization or enzymatic reactions, have been
developed to enable separation-free detection of DNA. FRET-based
probes incorporated with single-molecule fluorescence detection
technologies12–16 have allowed detection of unamplified, low-
abundance DNA11,17–19. However, accurate determination of the
positive single-molecule fluorescence signals caused by FRET on
hybridization has been complicated by the intrinsic background
fluorescence of the probes17,18, so the ultimate detection boundary
and the quantitative capability of such single-molecule assays
are limited.

We have developed an inorganic/organic hybrid FRET
nanosensor that produces an extremely low level of background
fluorescence, difficult to achieve with conventional organic FRET
probes. Each DNA nanosensor consists of two target-specific
oligonucleotide probes, which include a reporter probe labelled
with a fluorophore and a capture probe labelled with biotin, in

addition to a QD conjugated with several streptavidins (Fig. 1a).
The QD functions as both a FRET energy donor and a target
concentrator. When a target DNA is present in solution, it is
sandwiched by the two probes. Several sandwiched hybrids are
then captured by a single QD through biotin–streptavidin binding,
resulting in a local concentration of targets in a nanoscale domain.
The resulting assembly brings the fluorophore acceptors and the
QD donor into close proximity, leading to fluorescence emission
from the acceptors by means of FRET on illumination of the
donor (Fig. 1b). As a result, detection of acceptor emission
indicates the presence of targets. As the unhybridized probes do
not participate in FRET and are non-fluorescent, the removal of
these probes becomes unnecessary. It has been demonstrated that
QDs can undergo FRET phenomena and can be used to investigate
interactions between proteins under ensemble measurements20–22.
The great photophysical properties of QDs, such as size-tunable
photoluminescence spectra, broad absorption and narrow emission
wavelengths and high quantum yields3,4,23, make them good
candidates for energy donors to overcome some of the pitfalls,
such as spectral crosstalk and direct acceptor excitation, associated
with conventional molecular-based FRET systems. We found that
the use of single-QD-incorporated nanosensors for DNA detection
can reduce significantly or even eliminate the complication of
background fluorescence encountered by conventional molecular
FRET probes. Further, the target signal is amplified through
enhanced energy-transfer efficiency by increasing the number of
acceptors linked to a donor. These features allow QD-incorporated
nanosensors to generate a very distinct target signal effectively
distinguishable from background in the presence of low target
abundance and high probe excess.

We chose CdSe–ZnS core–shell nanocrystals, 605QD, as donors
and Cy5 as acceptors (see Supplementary Information, Fig.
S1, for their absorption and emission spectra). The Förster
distance (R0) for this 605QD/Cy5 FRET pair was calculated to be
69.4 Å on the basis of the Förster formalism24 (see Supplementary
Information, Fig. S2). Synthetic single-stranded oligonucleotides
were first used to evaluate our nanosensor. A custom-made
setup for confocal fluorescence spectroscopy was used to conduct
fluorescence detection in which a fluorescent burst can be
detected whenever a single nanosensor assembly passes through
a diffraction-limited detection volume of the system (Fig. 1c).

826 nature materials VOL 4 NOVEMBER 2005 www.nature.com/naturematerials

Untitled-1   1 10/12/05, 3:49:35 PM

Nature  Publishing Group© 2005



LETTERS

a

b

c

Cy5

Reporter probe

Capture probe

Biotin

Target DNA

Sandwiched hybrid

Nanosensor assembly

Acceptor detector

Filter 2

Filter 1

Excitation

Donor detector

Objective

Dichroic 1

Dichroic 2

Streptavidin-conjugated QD

Excitation
(488 nm)

Emission (QD)
(605 nm)

Emission (Cy5)
(670 nm)

FRET

QD

QD

QD

Figure 1 Schematic of single-QD-based DNA nanosensors. a, Conceptual scheme showing the formation of a nanosensor assembly in the presence of targets.
b, Fluorescence emission from Cy5 on illumination on QD caused by FRET between Cy5 acceptors and a QD donor in a nanosensor assembly. c, Experimental setup.

To prevent photobleaching of fluorophore acceptors, we conducted
the measurement in a continuous-flow manner17 inside a
microcapillary such that each nanosensor assembly flowed rapidly
through the laser illumination region only once. The donor and
acceptor fluorescent bursts were detected by separate detectors.
Figure 2a–d shows 5-s representative fluorescence signal traces
detected using nanosensors. Fluorescent bursts from donors
(Fig. 2a) and acceptors (Fig. 2b) were detected simultaneously
when targets were present in the solution. In the absence of
targets or in the presence of non-specific targets, fluorescent
bursts were detected by the donor detector (Fig. 2c) but not
the acceptor detector (Fig. 2d), suggesting that direct excitation
of acceptors or leakage of donor emission into the acceptor
detector was minimal. This near-zero background acceptor
fluorescence observed in the negative control sample (Fig. 2d) also
suggests high detection specificity. Energy transfer between QD
donors and Cy5 acceptors was also evident in an independent
experiment based on fluorescence imaging, as indicated by the
Cy5 and 605QD fluorescent signals in the presence of specific
targets (Fig. 2e). In contrast, only 605QD fluorescent signals
were observed in the negative control experiment (Fig. 2f),
indicating that energy transfer did not occur when specific targets
were absent.

The selection of 605QD and Cy5 as an energy-transfer pair
in the nanosensor system allows negligible crosstalk between the
donor and acceptor emissions (see Supplementary Information,
Fig. S1). In addition, the property of broad excitation of QDs
allows sample excitation at a wavelength near the minimum of
the Cy5 absorption spectrum, greatly reducing interference from
direct excitation of Cy5. Although the selection of energy pairs with
minimal crosstalk also leads to a decrease in the overlap between
the emission spectrum of donors and the absorption spectrum
of acceptors, the capability of capturing several acceptors by a
QD donor helps enhance the overall energy-transfer efficiency25.
Therefore, highly efficient energy transfer between 605QD and Cy5
can still be achieved by increasing the number of acceptors linked

to a donor. To investigate the enhancement in energy-transfer
efficiency resulting from the increase in the average acceptor/donor
ratio (R) of a nanosensor assembly, we calculated the FRET factor
F = IA/(IA + ID) at different values of R using the single-pair
FRET (spFRET) analysis technique26,27 (Fig. 3a). IA and ID are the
intensities of the acceptor and the donor fluorescent bursts from
a single nanosensor assembly. In the negative control experiment
(R = 0), in which fluorophore-labelled probes were not linked
to QDs in the absence of specific targets, the histogram shows a
peak at close to zero because fluorescent bursts were only emitted
from QDs and not from Cy5. On the other hand, in measuring
samples containing mixtures of nanosensors and targets, a second
peak at a higher efficiency was observed owing to energy transfer
from QDs to Cy5 in the presence of targets. Although only
a few energy-transfer events with low energy-transfer efficiency
were detected when R was 12, both the number of events and
the energy-transfer efficiency were enhanced with increasing R.
The histogram peaked at F ∼ 0.92 when R was increased to
54. Further increases in R, however, did not result in higher F
(data not shown), which was attributed to the depletion of the
available biotin-binding sites on the streptavidin-conjugated QDs
(see Methods). Similar results were obtained when measurements
were made using a conventional spectrofluorimeter. Fluorescence
spectra from acceptor/donor ratio (R) titration experiments
showed FRET quenching of 605QD photoluminescence along
with the enhancement of Cy5 photoluminescence on increasing
acceptor/donor ratio (see Supplementary Information, Fig. S3).
With a background fluorescence intensity and burst quantity near
zero (Figs 2d,f and 3a, R = 0) and a high target signal intensity even
in the presence of only a few targets (∼50 or less; Fig. 2b,e), our
nanosensor presents an effective method to detect low-abundance
targets with high accuracy.

We characterized the change in the excited-state lifetime for
donors caused by the energy-transfer process by conducting a
control experiment using a 5′ Cy5-labelled and 3′ biotinylated
oligonucleotide (see Methods). As shown in Fig. 3b, the average
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Figure 2 Detection of single-dot FRET signals. a–d, Representative traces of fluorescent bursts detected with nanosensors. In the presence of targets, fluorescent bursts
are detected by both the donor (a) and the acceptor (b) detectors. The average intensity of acceptor fluorescent bursts was 48.3 photon counts ms−1 against a low
background of 2.1 photon counts ms−1. When targets were absent, fluorescent bursts were only detected by the donor detector (c) but not by the acceptor detector (d).
e, Fluorescent images of nanosensors in the presence of targets. For display purposes, fluorescent images of QDs (top) are shown in green, and images of Cy5 (middle) are
shown in red. Fluorescent images with blended colours in yellow and orange (bottom) indicate co-localization of QD and Cy5. Scale bar: 10 μm. f, Fluorescent images of
nanosensors in the absence of targets. Only QD images were observed. Scale bar: 10 μm. Reporter probe (Cy5-5′-GTT ACC TTG ACT AGC-3′ ) concentration: 4.8×10−10 M;
capture probe (5′-TAC GAT AAG ACA GAG-3′-biotin) concentration: 4.8×10−10 M; QD concentration: 2×10−11 M; 30-mer DNA targets (5′-CTC TGT CTT ATC GTA GCT AGT
CAA GGT AAC-3′) concentration: 4.8×10−10 M.

lifetime for 605QD (τ ∼ 13.1 ns) decreased after it was linked
with Cy5 through the oligonucleotide linkers. The lifetime further
decreased to τ∼3.2 ns when a 60-fold excess of Cy5-labelled linkers
was added for coupling with 605QD.

To evaluate the performance of our QD-FRET-based detection
platform, we compared the level of background fluorescent bursts

and the detection sensitivity of the nanosensors with molecular
beacons. Molecular beacons are the most widely used hairpin
energy-transfer probes for separation-free DNA hybridization
detection. Owing to non-perfect energy transfer, non-perfect
fluorescence quenching and conformational fluctuations of the
hairpin structure under thermal agitation28, unbound molecular
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Figure 3 Characterization of FRET. a, FRET histograms of nanosensor assemblies
at different acceptor (Cy5)/donor (QD) ratios (R). A 2×10−11 M solution of QDs was
mixed with sandwiched hybrids of different concentrations, ranging from
0,2.4×10−10, 4.8×10−10 and 10.8×10−10 M to prepare nanosensor assemblies
with different values of R from 0 to 54. b, Fluorescence lifetime decay curves and τ

values at different R values. The sequence of the 5′ Cy5-labelled and 3′ biotinylated
oligonucleotide was: Cy5-5′-CGA CCC CTG CCA CGG TCT GAG AGG TCG-3′-biotin.

beacons can produce noticeable background fluorescence17,18. At
any given probe concentration, the level of background fluorescent
bursts from free molecular beacons was observed to be higher
than that from free nanosensors (Fig. 4a). The background level of
molecular beacons increased with probe concentration. In contrast,
the background bursts of nanosensors remained at a minimal
level (∼0.6 fluorescent burst per 100 s or 100,000 1-ms counting
events) throughout the range of probe concentrations measured.
With a background level that is insensitive to increases in probe
concentrations, excess probes can be added to improve the target–
probe binding kinetics without an increase in background signals,
making the nanosensors ideal for low-abundance target detection.

Comparison of detection sensitivity between nanosensors and
molecular beacons was made on the basis of sensing responsitivity,

which is defined as the ratio between the numbers of fluorescent
bursts detected after and before addition of targets. As shown
in Fig. 4b, the nanosensors achieved a much higher sensing
responsitivity than the molecular beacons at almost every target
concentration tested. This result can be attributed to the excessively
high intensity and quantity of fluorescent bursts generated from
the nanosensor assemblies over the extremely low background.
At a target concentration of 0.96 nM, the sensing responsitivity
of nanosensors was determined as 1,062, which was ∼100-fold
higher than that achieved by molecular beacons. The minimum
target concentrations at which fluorescent burst signals were still
distinguishable from background were 4.8 fM and 0.48 pM for
nanosensors and molecular beacons, respectively.

To further validate this QD-FRET detection platform, we
applied the nanosensors in combination with the oligonucleotide
ligation assay (OLA)29,30 to the detections of Kras point mutations
(codon 12 GGT to GTT mutation) in clinical samples from patients
with ovarian serous borderline tumours (SBTs)6. Biotinylated
common capture and Cy5-labelled discrimination reporter probes
were designed to ligate by means of Taq DNA ligase in
the presence of targets, which serve as the ligation templates
(see Supplementary Information, Fig. S4). Streptavidin-
functionalized QD donors were then dispatched to capture
successful ligation products, facilitating energy transfer between
QDs and Cy5. On the other hand, base-pair mismatch between
targets and probes would prevent ligation of capture and reporter
probes, and hence Cy5 acceptors and QD donors would not be
brought into close proximity with each other. Consequently, perfect
match and mismatch targets can be discriminated simply according
to Cy5 emission. The use of nanosensors simplifies the OLA
process that would otherwise require gel-separation or wash steps
to remove unbound fluorescent probes29–31. Figure 4c demonstrates
excellent discrimination between homozygous wild-type and
heterozygous targets achieved by the nanosensor-based ligation
assay. The nanosensors can also be applied to other point mutation
detection assays such as allele-specific primer extension (ASPE) and
single-base extension (SBE) assays31.

In this report, we have demonstrated the extraordinary
performance characteristics of a QD-FRET nanosensor for DNA
detection with ultrahigh sensitivity, discrimination capacity and
great simplicity. The combination of the high extinction coefficient
of the dye and high QD quantum yield at a high ratio of dye
acceptor per QD donor allows one to achieve efficient FRET even
at a distance approaching 2R0. The current detection limit of our
nanosensing system obviates the need for target pre-amplification
and is 100-fold greater than conventional FRET probe-based assays
as monitored by confocal fluorescence spectroscopy. In addition,
the applications of this detection platform can be extended to other
non-oligonucleotide biomolecules such as proteins and peptides
by using different probe molecules in the system. Furthermore,
the technology allows detection of molecular bindings in real time
and at the single-molecule/particle level, and so can be applied
for quantitative study of molecular interactions (for example,
protein–DNA bindings and protein–ligand interactions) with high
temporal and spatial resolution. Finally, the use of emission-
tunable QDs as energy donors in combination with a pool of
differentially labelled, target-specific probes may allow multiplex
target analysis in the future and expand the detection capacity of
the assay greatly.

METHODS

HYBRIDIZATION REACTION AND OLIGONUCLEOTIDE LIGATION
Hybridization reaction: The hybridization experiments were performed in a buffered solution
containing 100 mM Tris–HCl, 10 mM (NH4)2SO4, 3 mM MgCl2, pH 8.0. The reactions were carried
out by mixing biotinylated capture probes, Cy5-labelled reporter probes and target DNA at 42 ◦C for
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Figure 4 Evaluation of nanosensor performance. a, Plot of background fluorescent bursts as a function of probe concentration for QD-incorporated nanosensors and
molecular beacons. For the nanosensors, the concentrations of the Cy5-labelled reporter probe and the biotinylated capture probe were kept at 1:1, and the Cy5/QD ratio was
maintained at 24 in all experiments. The sequence of molecular beacons was Cy5-5′-CGACC CCTGC CACGG TCTGA GA GGTCG-3′-BHQ-2 (stems are underlined).
Measurement time: 100 s. b, Sensing responsitivity at different target concentrations for nanosensors and molecular beacons. For detection with nanosensors, the
concentrations of both receptor and capture probes were kept at 4.8×10−10 M and the QD concentration was 2×10−11 M. The concentration of MB was kept at the same
level as the reporter probe of nanosensors (4.8×10−10 M). c, Detection of Kras point mutations with a nanosensor-based ligation assay. Cy5-labelled discrimination reporter
probes (Cy5-5′-CTC TTG CCT ACG CCA C-3′ (wild-type) and Cy5-5′-CTC TTG CCT ACG CCA A-3′ (mutant)) concentration: 1.2×10−10 M; biotinylated common capture probes
(5′-CAG CTC CAA CTA CCA C-3′-biotin) concentration: 1.2×10−10 M; Kras homozygous wild-type targets (GGT); Kras heterozygous targets (both GGT and GTT);
measurement time: 500 s. A threshold of 15 photon counts ms−1 was set in the Cy5 detector. Error bars show the s.d. for each experiment.

30 min (the molecular ratio of capture probes and reporter probes was kept at 1:1). After cooling to
room temperature, streptavidin-functionalized QDs (Cat no. 1000-1, Quantum Dot, Hayward,
California) were added to capture the sandwiched hybrids before detection. Up to ∼45−75
sandwiched hybrids could be captured by a single QD as each QD was conjugated with 15–25
streptavidins (User manual: PN90-0003, Rev 5, Quantum Dot, Hayward, California), assuming three
available biotin-binding sites per streptavidin after conjugation to QDs.

Oligonucleotide ligation: A 20 μl reaction mixture consisting of biotinylated common probes
(0.24 pmol), Cy5-labelled discrimination probes (wild-type or mutant, 0.24 pmol), 0.5 μl PCR
products (Kras homozygous wild-type or heterozygous type), two units of Taq DNA ligase and Taq
ligation buffer (20 mM Tris–HCl (pH 7.6), 25 mM potassium acetate, 10 mM magnesium acetate,
10 mM dithiothreitol, 1 mM NAD+ , 0.1% Triton X-100) was prepared for ligation reaction. Thermal
cycling was performed in a MultiGene II thermal cycler (Denville, Metuchen, New Jersey) for 5 cycles
using 2 min at 94 ◦C and 4 min at 55 ◦C. After ligation reaction, a 10 μl aliquot was removed and
diluted with 89 μl PBS buffer A (10 mM sodium phosphate, 10 mM NaCl, pH 7.0). The aliquot was
then heated at 85 ◦C for 5 min to denature primer/template duplexes, followed by dipping in an
ice-water bath for 5 min before detection.

EXPERIMENTAL SETUP FOR SINGLE-MOLECULE DETECTION
A custom-made setup for confocal spectroscopy was used for single-molecule detection (Fig. 1c).
A 488-nm argon laser was used as an excitation light source. The laser beam was reflected by a dichroic
mirror (505DCXR, Chroma Technology, Rockingham, Vermont) and focused by an oil immersion
×100/1.30 NA objective lens (Olympus America, Melville, New York) to excite a sample in a 50-μm
internal diameter capillary. The sample passed a laser-focused detection volume through
pressure-driven flow with a syringe pump (Harvard Apparatus, Holliston, Massachusetts). The flow
rate in all measurements was kept at 1 μl min−1 . Photons emitted from the QDs and Cy5 were collected
through the same objective, passed through the first dichroic mirror followed by a 50-μm pinhole
(Melles Griot, Irvine, California) and then separated by another dichroic mirror (D625LP, Chroma
Technology, Brattleboro, Vermont). After separation, the signal emitted from QDs was filtered by a
bandpass filter (D605/20, Chroma Technology, Brattleboro, Vermont) and detected by an avalanche

photodiode (Model SPCM-AQR-13, EG&G Canada, Vaudreuil, Quebec, Canada) in the first channel
(donor detector). At the same time, photons emitted from Cy5 were filtered by a bandpass filter
(XF3034, Chroma Technology, Brattleboro, Vermont) and detected with another avalanche
photodiode in the second channel (acceptor detector). A program written with Labview (National
Instruments, Austin, Texas) and a digital counter (National Instruments, Austin, Texas) were used to
perform data acquisition and data analysis. Fluorescent signals from both channels are integrated in
1-ms intervals.

QD NANOSENSOR ASSEMBLIES IMAGE ACQUISITIONS
The optical setup for fluorescence imaging consisted of an upright fluorescence microscope (Olympus
America, Melville, New York), a 100-W mercury arc lamp, filter wheels for excitation filters, emission
filters, dichroic mirrors and an oil immersion ×100/1.30 NA objective lens. Single-molecule
fluorescence images were taken by IpLab software with intensified Retiga charge-coupled-device
(Qiamging, Burnaby, British Columbia, Canada). QD images were obtained with a BP 510-550
excitation filter, a BA58 IF emission filter and a 500 DRLP dichroic mirror (Omega Optical,
Brattleboro, Vermont). The Cy5 images were obtained with a 475AF40 excitation filter, a 670DF40
emission filter and a 595DLPBX-04 dichroic mirror (Omega Optical, Brattleboro, Vermont).
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