Single Molecule Detection,
Analysis, and Manipulation

in real time to detect rare and/or short-lived intermediates
and molecular heterogeneity. The molecular motion of
single molecules or particles can be followed at high
temporal and spatial resolution. Individual molecules can
be repeatedly manipulated and their mechanical properties
measured using calibrated forces. The current status of the
analytical chemistry of single molecules is surveyed here,
including fluorescence microscopy, optical tweezers, and
atomic force microscopy (AFM).
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1

INTRODUCTION

The ultimate goal of analytical chemistry is the detection,
analysis, and manipulation of single molecules. In addition to the ability to extract novel, biologically and
technologically critical information on the behavior of
materials, the direct, real-time observation of single
molecules offers broad inspirational appeal to even the
scientific layman. The era of single molecule analytical
chemistry is in full swing and will likely further expand to
profoundly change our fundamental understanding of the
physics, chemistry, and biology of matter. With numerous
reviews and textbooks now available,(1 – 19) this survey
will, by necessity, only provide a glance at some of the
exciting advances of this burgeoning field.
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Over the last decades of the twentieth century, Feynman’s
suggestion that ‘‘there’s plenty of room at the bottom’’(20)
inspired the quest for techniques that reach the single
molecule detection limit. Perhaps the first analytical
(bio)chemistry study of single molecules was the one in
1961 observing single β-galactosidase molecules trapped
in microdroplets and acting on a fluorogenic substrate.(21)
In the 1980s, successful near-field approaches were
developed, including scanning tunneling microscopy
(STM) and AFM, which use sharp, nanometer-scale
tips to probe and manipulate atoms or molecules
on surfaces using tunneling electrons and molecular
forces, respectively.(22) Modern STM techniques even
allow chemical synthesis at the single molecule level,(4)
while AFM has been developed into a tool to image
and change the conformational states of single nucleic
acid and protein biopolymers.(6,11) Complementarily,
optical microscopy of single quantum systems was
developed to probe ‘‘at a distance’’, often resulting
in smaller perturbations of the molecule under study
at the expense of lower spatial resolution.(1) Among
the first implementations, single atomic ions confined
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Single molecule detection represents the ultimate goal
in analytical chemistry. Both confocal and wide-field
microscopes are now widely used to detect, analyze,
and manipulate single molecules in samples ranging in
complexity from controlled in vitro conditions to the
inside of living cells. Conformational rearrangements and
chemical reactions of single molecules can be monitored
Encyclopedia of Analytical Chemistry R.A. Meyers (Ed.)
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HISTORY AND BREADTH
OF APPLICATIONS
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in electromagnetic Paul or Penning traps were probed,
confirming fundamental physical predictions of quantum
mechanics.(23 – 25) Hans G. Dehmelt and Wolfgang Paul
(together with Norman F. Ramsey) shared the Physics
Nobel Prize in 1989 for their development of these
ion traps, while Steven Chu, Clause Cohen-Tannoudji
and William D. Phillips shared a second Physics
Nobel Prize in 1997 for their development of atom
traps. Around the same time as these developments
occurred, optical spectroscopy was combined with nearfield probing in near-field scanning optical microscopy
(NSOM). In NSOM, a subwavelength probe acts as
a ‘‘stethoscope’’ to map, at a resolution higher than
the diffraction limit, the near field generated by a
sample, such as a single molecule on a surface, upon
illumination.(26 – 28) Soon thereafter, wide-field absorption
measurements on single pentacene molecules trapped in
a p-terphenyl crystal at the temperature of liquid helium
were realized under conditions of suppressed sample
scattering,(29,30) followed by the fluorescence detection
of both similarly crystalline samples(31) and fast flowing
sample streams that minimize the observed volume.(32)
The red-shifted fluorescence emission can be separated
from the excitation light so that the necessary signalto-noise ratio for single molecule detection is reached
by straightforward optical filtering. Importantly, in this
approach Abbe’s law (also sometimes referred to as
Rayleigh’s resolution limit), which intuitively postulates
that optical resolution is impossible below ∼200 nm, is
circumvented by using a dilute sample that separates
individual fluorophores by more than the diffraction
limit. The same dilution approach was applied to
single enzyme molecules in a capillary and led to the
discovery of heterogeneities in catalytic activity.(33) It
also enabled numerous wide-field fluorescence video
microscopy applications that now routinely image single
immobilized molecules in condensed matter under
ambient conditions.(1 – 3,7,8,12 – 14,17 – 19,34,35) The drawback
is that each single molecule appears much larger
than its physical dimensions since it is imaged as a
diffraction-limited Airy disk, but recent advances are
beginning to overcome this limitation.(15,19,36 – 48) Perhaps
the most immediate impact on bioanalytical technology
may be expected from the ultimate miniaturization and
multiplexing of biological assays afforded by single
molecule approaches such as those applied in DNA
sequencing.(49) Not surprisingly then, a number of
companies are currently commercializing single molecule
sequencing.
A separate set of approaches for single molecule
detection is based on confocal microscopy. Confocal
fluorescence correlation spectroscopy (FCS) limits the
illumination and detection volumes through the use of
a diffraction-limited laser focus and a small detection
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pinhole, respectively, so that single diffusing molecules
are registered as a sequence of stochastic fluorescence
bursts that can be correlated with one another. Developed
initially in the 1970s as a way to measure the kinetics
of chemical reactions,(50 – 52) FCS has found its major
application in the analytical chemistry of molecular
interactions by evaluating diffusion constants and location
coincidence.(53 – 56) In combination with fluorescence
resonance energy transfer (FRET) as a molecular ruler,
confocal fluorescence microscopy of freely diffusing
molecules has also been used to report (bio)polymer
folding.(57) Furthermore, FCS in combination with FRET
has been applied to single immobilized molecules to
access fast rate constants of conformational change.(58)
Finally, laser scanning confocal fluorescence microscopy
has been utilized to reconstruct a larger field of view of
immobilized molecules and zoom in on a single molecule
to observe fast enzymatic dynamics.(19,59)
A focused laser light beam results in significant
momentum exchange with matter. The resulting 3-D
trapping potential is used in optical tweezers to levitate
microscopic particles without any physical contact.
Starting in the early 1970s, optical tweezers were
developed as a noninvasive tool to manipulate polarizable
objects such as glass and plastic beads with refractive
indices distinct from their environment.(60 – 63) If a single
molecule is suspended between two trapped beads similar
in dimension to the wavelength of light, or between a
bead and a surface, it can be manipulated (stretched
and bent) with forces of up to 300 pN at sub-piconewton
resolution or, conversely, forces that molecular motors
exert on it can be measured.(5) Modern bioanalytical
applications can control the extension of, for example, a
single DNA molecule to angstrom resolution, enabling
the detection of the incorporation of one nucleotide by
a transcribing single RNA polymerase molecule,(64) with
potential applications in single molecule sequencing.(65)
In the following, more specific information is given on
the experimental implementation of and corresponding
requirements for each of these modern single molecule
tools.

3

PREPARATION AND HANDLING
OF THE FEW

Typical solutions used in ensemble experiments are
millimolar to micromolar in concentration of the molecule
of interest. A solution with one molecule in a typical
volume for single molecule detection, 1 fL, corresponds
to a 60 nM solution, which can be diluted further
if enrichment of the molecules by affinity capture is
employed. Such small concentrations are readily obtained
by serial dilution; however, special precautions need to
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be taken to prevent adsorptive loss of precious material
to vessel walls. Silylation or other types of surface
passivation of all materials in contact with the dilute
solution becomes important to ensure good control over
the actual concentration used for single molecule analysis.
Depending on the specific single molecule tool, various
approaches can be chosen to prepare molecules suitable
for the measurement.(19)
3.1 Preparation of Single Fluorescent
Molecules or Particles
Molecules can be labeled with fluorophores either during
or after their chemical or enzymatic synthesis.(66 – 69)
Ligation techniques, available for both nucleic acids and
proteins, can be used to attach shorter labeled to longer
unlabeled segments.(70 – 72) Macromolecular complexes
can be noncovalently assembled from their components,
some of which can be specifically fluorophore labeled.
Organic dye molecules are most widely used for sensitive
single molecule fluorescence detection because of their
small size, wide choice of spectral properties, and high
stability and quantum yield, but intrinsic fluorophores
(such as genetically appended fluorescent proteins)(73 – 75)
and larger, but even more photostable quantum dot
labels(76) (or inert nanoparticle scatterers) are gaining
popularity. In principle, a single fluorophore can be
used for labeling with minimal perturbation of the
target molecule, or multiple identical fluorophores for
enhanced signal (although at some point self-quenching
will limit the emission quantum yield). If even less
perturbation is desired, a label-free approach can be
employed wherein a single, unlabeled molecule of interest
displaces or somehow changes a fluorophore-labeled
marker molecule to yield a detectable signal. If distance
measurements between two points on the molecule or
particle of interest are desired, two distinct fluorophores
of suitably overlapping spectral properties for FRET or of
sufficiently distinct spectral properties for coincidence or
colocalization analysis can be employed. Depending on
the fluorescence detection technique, immobilization or
trapping of the molecule may be necessary for enhanced
sensitivity and/or an extended observation window.(19)
3.2 Immobilization or Trapping of Single Molecules
for Fluorescence Detection
Detection techniques such as FCS are often used on diffusive molecules, eliminating the risk of artifacts through
surface immobilization. Specific binding to sufficiently
passivated surfaces is possible, for example, through
the biotin–streptavidin interaction on aminosilylated and
pegylated surfaces, allowing for extended observation
times and improved signal-to-noise detection through the
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use of a prism or objective-type total internal reflection fluorescence microscopy (TIRFM).(77,78) Gel(79) and
vesicle trapping(80) as well as dielectrophoretic(81) and
electrokinetic trapping(15,82) in solution have recently
been developed to further safeguard against surface
immobilization artifacts, especially in the case of sticky
proteins and macromolecular complexes.
3.3 Preparation of Single Molecules or Particles
for Mechanical Probing and Manipulation
A different approach is possible when (bio)polymers
are probed by optical tweezers or AFM. Sufficiently
large or extendable molecules can be coupled through
covalently attached small molecule handles such as biotin
or digoxigenin to (sub)micrometer-sized polystyrene or
silica beads that are handled micromechanically by optical
tweezers.(14,83,84) Specific or nonspecific adsorption to the
atomic scale tip of an AFM can be used to manipulate
single molecules adsorbed or covalently coupled to a flat
surface, while the same molecules can be imaged and
probed in AFM by steric (nonadsorptive) and chemical
tip interactions, respectively, as the tip raster-scans over
the surface.(11,85) An advantage of AFM is the fact that
it does not require attachment of a fluorophore label
or small molecule handle, but the necessary surface
adsorption of nucleic acids to like-charged mica through
bridging divalent metal ions, for example, as well as the
mechanical forces exerted by the AFM tip may lead to
structural and functional distortion.(19)
3.4 Microfluidics for Handling and Manipulating
Single Molecules
Microfluidics are increasingly used to manipulate small
amounts of liquids, typically in the nanoliter range,
making them useful for handling and mixing dilute
solutions of single cells and molecules.(86 – 88) In their
simplest incarnation, a microfluidic device can be assembled by hand from a fused silica slide, a coverslip, and
a double-sided sticky tape to immobilize a dilute solution of molecules on the surface of the coverslip.(77,88)
Through fast buffer exchange, reactions can be conveniently induced upon addition of a necessary reactant or
cofactor to the immobilized molecules.(89) Microfluidic
flow systems can be used to mechanically stretch single
(bio)polymers(90 – 92) or to control their exposure to agents
inducing specific reactions, for example, when trapped by
optical tweezers.(93) Microfluidic systems have the advantage of low reagent consumption associated with small
volumes, but surface adsorption may become a greater
problem because of the larger surface-to-volume ratio.
Another microfluidic approach entails the use of microdroplets that contain single molecules and can be fused
with droplets that contain specific reagents.(21,94)
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SINGLE MOLECULES IN FOCUS:
FLUORESCENCE MICROSCOPY

Optical observation of single fluorescent molecules
or particles typically requires efficient fluorophores,
detectors, and microscopes. The most commonly used
components and approaches are described in the
following.
4.1 Ultrasensitive Fluorescence Detection:
Fluorophores and Detectors
Detection of single molecules in a fluorescence microscope is ultimately limited by the total number of photons
emitted by the detected fluorophore. Since a molecule
can, in principle, emit a light quantum every 10 ns based
on a typical excited-state lifetime, a photon flux of up to
100 million/s might be expected from a single molecule.
However, two problems limit the total photon yield in
single molecule detection. First, the fluorophore typically
behaves nonideally. Most fluorophores either blink, i.e.
visit nonfluorescent dark states, or photobleach, i.e. irreversibly react with typically oxygen in the excited state to
give nonfluorescent products, after a few hundred up to
a million cycles of excitation and emission. Dark states
are often reversible, which can be exploited to repeatedly
photoswitch fluorophores to improve spatial resolution
in fluorescence microscopy by repeatedly determining
the fluorophore position and reconstructing an enhanced
image.(19,43,44,46) Photobleaching and, to some extent,
dark states can be suppressed by the addition of oxygen
scavenger systems.(77,95 – 97) Second, microscope optics and
geometries are nonideal. Only a fraction of the emitted
photons will be collected by the optics and some will
be lost in the necessary optical filtering of the excitation
light from the Stokes (red-)shifted fluorescence photons
before they reach the detector.
Inorganic nanocrystals or quantum dots have been
proposed as potential replacements for organic dye
fluorophores.(76) These nanometer-sized clusters of, for
example, zinc sulfide–capped cadmium selenide have
broad excitation spectra, while their narrow emission
peaks can be tuned through their size, facilitating
multiplexed applications. Advantages of quantum dots
are their high extinction coefficient and prolonged
photostability; disadvantages are their bulkiness, challenging surface functionalization for attachment to
(bio)polymers, limited shelf life, and potential toxicity
in live cell and animal applications. However, residual
blinking can be suppressed and fine-tuned by increasing
their shell thickness.(98)
A preferred detector for single-point measurements of
single fluorescent molecules, such as in FCS and laser

scanning confocal fluorescence microscopy, is the singlephoton counting avalanche photodiode (SPAD).(10)
Single-photon counting is possible because of the low
photon arrival rate in single molecule detection so
that individual photoelectron impulses can be discerned.
SPADs have the advantage over photomultiplier tubes of
higher quantum efficiency and lower required voltage,
while their smaller active area is fully sufficient for
detection of confocal photons.(10) For detection of single
molecules in larger sample areas, an intensified charge
coupled device (ICCD) or electron-multiplied charge
coupled device (EMCCD) is the detector of choice.
A CCD camera is not per se a photon counting
device, but an integrating detector with good quantum
efficiency. The noise in each pixel of a cooled CCD
chip does not significantly increase with integration time,
making a longer integration time a route to improved
signal-to-noise ratio.(10) Modern CCD cameras use
image intensifier tubes with photocathode, microchannel
plate, and phosphor screen (in an ICCD) or on-chip
multiplication through clock-induced, spurious impact
ionization of photoelectrons (in an EMCCD) for the most
sensitive fluorescence detection. Fluorescence imaging
of the diffraction-limited Airy disk of a single molecule
allows measurement of its position at nanometer precision
as well as of changes in that position over time, i.e. during
molecular-scale movement.(15,19,38 – 40,43,44,46)
4.2 Near-field Scanning Optical Microscopy
NSOM is based on a simple principle but is nontrivial in its
implementation.(10) Using an optical glass fiber drawn to
a fine tip (typically 80 nm in diameter), a highly localized
excitation is directed toward a surface bound sample. The
sides of the fiber are aluminum coated so that only a small
fraction of light coupled into the larger distal end of the
fiber is transmitted through the tip as an evanescent field.
The tip is raster-scanned over the surface using equipment
similar to an AFM. As only a very small surface area is
excited, there is no need for a confocal aperture and
the resolution obtained is determined by the diameter
of the fiber tip, rather than the optical resolution limit.
NSOM has so far only found limited application since
the detection of single molecules often requires specific
surface preparation protocols, the raster-scanning is slow,
and the fiber tip is very fragile.
4.3 Wide-field Microscopy for Single Molecule
Detection
Wide- (or far-)field fluorescence microscopy is attractive
for single molecule detection since it uses an area detector
that monitors, at reasonably high temporal resolution, the
large number of single molecules (up to several hundred)
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that are spatially resolved in an optical field of view
of the sample.(10) Using an ICCD or EMCCD camera,
temporal resolutions of commonly 100 ms and down to
a few milliseconds can be obtained. For particularly low
light levels, integration over several image frames can be
used, leading to a corresponding decrease in temporal
resolution. Standard epifluorescence can be used if the
sample is thin (for example, a monolayer of cultured living
cells) so that there is little or no signal from molecules
outside the focal plane.(10) More typical for in vitro studies
(or studies of cell membrane bound molecules) is the
reduction of the illuminated volume through the use of
a thin evanescent field generated by prism- or objectivetype total internal reflection on a fused silica–sample
interface.(10,19) Fluorophores that are within ∼150 nm of
the interface are excited by the evanescent field that
falls off exponentially with distance from the surface.
The emission from these typically surface-immobilized
fluorophores is collected by an objective, filtered to
remove unwanted excitation light, and imaged on a CCD.
Typically the same objective is used for excitation and
emission collection in objective-type TIRFM, leading to
easier alignment but somewhat higher background from
aberrant reflections. Color information can in principle
be added by using a true color camera, but typically at
the price of much lower sensitivity. More efficient is the
use of optical filters that can easily split the emission into
two or four colors or polarizations and project them
on neighboring fields of the CCD for FRET and/or
anisotropy analysis. The recent advent of techniques
that overcome the optical resolution limit by fitting the
diffraction-limited Airy disk of a single molecule with
a Gaussian distribution to obtain position measurements
over time at nanometer precision has led to a further surge
in the popularity of wide-field video microscopy.(15,19,38,39)
In some clever applications that exploit the independent
photobleaching or blinking behavior of organic dye
molecules, the number of and positions of multiple
fluorophores within the resolution limit can also be
determined at nanometer precision.(15,19,40,43,44,46,99)
4.4 Laser Scanning Confocal Microscopy
Laser scanning confocal microscopy is based on confocal
illumination and fluorescence detection.(10) The laser
excitation volume is raster-scanned across the sample
and the light collected by the objective is focused on a
pinhole to pass only light from the desired small and
open confocal volume and reject light from the outside.
A single-point detector such as an SPAD is then used
to measure the emission from each point of the sample.
The associated time resolution on a single spot is high
(tens of microseconds), but scanning over a surface takes
time (typically minutes). The arguably most successful

applications of this technique in the single molecule field
have involved the focal detection of single, immobilized
or trapped (bio)polymers after locating them in a sample
scan.(79)
4.5 Fluorescence Correlation Spectroscopy: A
Quasi-single Molecule Technique
There are basically two strategies for the observation
of single molecules: one embeds them in or on some
sort of matrix, whereas the other studies them directly
in solution. Free solution detection requires dilution of
the molecules and miniaturization of the observation
volume. This has been achieved by monitoring solutions
of fluorescing molecules within a diffraction-limited open
confocal volume, i.e. in an observation volume of less than
1 fL.(10,100) The velocity of a single molecule migrating
through the observation volume is measured by detecting
it at time t and asking whether it is still present after a
time interval τ . Mathematically, this is described by the
correlation function (Equation 1):(100)
G(t) =



I (t) × I (t + τ )

(1)

where τ is the waiting time.
G(t) is related to the Brownian motion of the molecule
and therefore can be used to calculate the diffusion
constant of the molecule, which in turn yields a molecular
weight estimate. This FCS approach may be used to
measure the binding of a smaller fluorescent molecule
to an at least threefold larger nonfluorescent molecule,
as diffusion of the larger complex will slow down. The
correlation analysis not only allows measurement of the
absolute migration velocities (provided that the confocal
detection volume is calibrated), but also of the ratio
of free to bound molecules, i.e. the binding constants
according to the mass action law. Since one needs
to correlate the signals from a sufficient number of
molecules and molecular complexes for this analysis, FCS
is not a true single molecule technique, but suitable for
small concentrations and detection volumes. A closely
related technique that yields additional information on
the number and fluorescence intensity distribution of
single molecules in the detection volume is the photon
counting histogram analysis of fluorescence fluctuation
spectroscopy.(101)

5

BUILDING SINGLE MOLECULE
SUSPENSION BRIDGES: OPTICAL
TWEEZERS

Optical tweezers experiments are typically designed to
use two attachment sites on a (bio)polymer to suspend and
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extend it, or one attachment site to stretch it out linearly
via fluid flow. The strong biotin–streptavidin interaction
is most commonly used to couple one end of the
(bio)polymer to a polysterene bead that has a sufficient
size (500–700 nm) and a refractive index sufficiently
distinct from an aqueous solution to generate appropriate
trapping forces with infrared optical tweezers. The other
end of the target molecule is either bound to a surface or
a second bead. The second bead can then be controlled
by either a glass micropipette or a second optical trap for
an assay format in the shape of a dumbbell.(14,102) The
dumbbell dual-beam trap affords lower mechanical drift
and higher beam-pointing stability, but requires a longer
tether length than the single-beam trap. If particularly
high manipulation forces (up to 300 pN) are needed,
a single-trap dual-beam experiment can be performed
where two laser beams converge to one overlapping
focus (of ∼1µm diameter) that traps a polysterene
bead with a single molecule suspended toward a fixed
surface or micropipette held bead.(103) Optical tweezers
are commonly used to measure force–extension curves
as the suspended single (bio)polymer is pulled apart
or, conversely, changes its length during a process of
interest such as the conversion of a single-stranded into a
double-stranded DNA or vice versa. When the extended
(bio)polymer generates a counterforce, the tethered
trapped bead will be displaced from the center of the
tweezing laser focus. This movement is readily detected
and the associated force calculated by video microscopy
or back-focal-plane interferometry wherein the intensity
distribution of the trapping laser after passage through
the bead is measured by a quadrant photodiode.

6

SINGLE MOLECULE MECHANICS:
DIRECT MANIPULATION WITH THE
ATOMIC FORCE MICROSCOPE

In AFM, a several tens of micrometer long cantilever
(made by photolithography from materials such as silicon
nitride) with a sharp probing tip at its end (ideally
narrowing down to a single atom) is raster-scanned over
a flat surface. In the imaging mode, a surface contour
map is generated with a vertical resolution of a up
to 1 Å and a lateral resolution of ∼5 Å as the probe
sterically interacts with the scanned surface. Typical flat
samples are DNA molecules or biomolecular complexes
adsorbed onto a mica surface(6) or planar supported
lipid bilayers with inserted membrane proteins.(11) AFM
imaging is used to study the conformation, assembly,
oligomeric state, and reactivity of single (bio)polymers
in such samples.(19) To minimally perturb soft biological
specimens, the probe is typically gently tapped up and

down during scanning (tapping mode). Depending on its
chemical properties and mechanical design, the AFM
probe can also be used to physisorb or chemisorb
a single component of the sample and mechanically
extend it by pulling back from the surface. In such
a force spectroscopy experiment, the applied pulling
force induces a stepwise unfolding of the (bio)polymer’s
secondary structure.(104,105) The bending of the cantilever
during both imaging and force spectroscopy experiments
is readily amplified and detected by deflection of a laser
beam onto a quadrant photodiode to generate a contour
map and force extension curve, respectively.

7

QUO VADIS: WHERE DOES
THE FUTURE LEAD?

Current and future advances in the underlying technology
of single molecule analysis focus on three broad areas:(19)
1. improving the spatial and temporal resolution limit of
single molecule microscopy by breaking Abbe’s law
and using faster detectors, brighter fluorophores, and
improved contrast generation;(15,36 – 48)
2. combining the single molecule tools of fluorescence
microscopy with optical tweezers(106 – 108) or AFM
manipulation(109) to overcome their individual limitations and correlate structural changes directly with
the applied mechanical forces;
3. combining single molecule experimental tools with
computational (‘‘in silico single molecule’’)(110) as
well as ensemble experimental tools such as nuclear
magnetic resonance (NMR)(111) to facilitate interpretation and cross-validation of both.
It is expected that, in combination, all of these past
to future developments will be truly transformative in
our understanding of the world around us, will enable
breakthrough discoveries in all sciences ranging from
systems biology in living cells to materials design, and will
ensure that analytical chemistry continues to be a critical
component in the modern sciences.
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