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1. Introduction

Nanoparticles can be synthesized in a wide variety of shapes [1•,2,3,4]
and sizes, [5,6••,7] can have various material compositions [8–12] and
surface modifications,[13–17••] and can exhibit size [18–21] or shape-
dependent [22,23] properties. With numerous synthetic procedures now
firmly in place, the focus of nanoscience is shifting toward the assembly of
individual NPs into higher-order structures and nanomaterials with
potential applications in sensors, [24••,25] drug carriers,[26,27••] super-
capacitors, [28] diodes, [29,30] photonic [31] and photovoltaic [32,33]
cells, or data storagemedia.[34,35] Some of the recent assembly schemes
aim at using the nanoparticulate building blocks as “atoms” of more
complex “nanomolecules”.[36–39] While the analogies between nano-
particulatebuildingblocks at thenanoscale and the atomicbuildingblocks
at the molecular scale appear appealing,[40,41] it must be remembered
thatNPs–unlikeatoms–arenevermonodisperseandno twoparticles are
ever identical. This inherent polydispersity complexifies self-assembly
and affects the overall characteristics deriving from the size-dependent
properties of individual NPs (e.g., surface plasmon resonance, SPR, [42,43]
or magnetic susceptibility [44,45]).

Therefore, in order to synthesize nanostructuredmaterials/devices
with well-defined properties and functions, it is desirable to reduce
the polydispersity of their nanoparticulate components. The ability to
tailor low-polydispersity particles is important in, for example,
catalysis where catalytic activity of the NPs[46,47] depends on the
particle size and shape (the latter being related to the nature of crystal
planes exposed), biology and medicine (e.g., cytotoxicity of AuNPs is
size dependent),[18,48,49] or in nanodevices where only NPs of a
given size contribute to the overall properties of the device. [50,51••]
In several cases (e.g., using polymeric stabilizers, [52,53] reverse
micelles, [54] or thermal decomposition methods [55]), low degree of
polydispersity can be achieved during particle synthesis; in many
others, however, the particles need to be purified post-synthesis. In
addition, for non-spherical particles (e.g., nanorods, prisms, or cubes
[56••,57•,58]) solution-based procedures yield target particles con-
taminated with differently shaped objects, including small spherical
“seeds” and other competing particles. In this review, we highlight
some recent developments in the purification of both spherical and
non-spherical nanoparticles based on the phenomena ranging from
magnetics, through electrophoresis, filtration and chromatographic
methods, to chemical or biochemical purification.

This review is aimed at a broad audience of scientists who don't
specialize in analytical chemistry but use nanoparticles in biology,
materials chemistry, catalysis, self-assembly, or nanotechnology. It is
our hope that the overview of various separation techniques along
with a critical commentary might help choose a separation method
that is best suited to a specific research project.

2. Methods of NPs fractionation

2.1. Separation of NPs by magnetic fields

Magnetic fields can separate NPs according to their magnetic
susceptibilities and/or sizes. The magnetic force which acts on a
particle is given by FM=μ0χVpH∇H, where H is an external magnetic
field, χ is the magnetic susceptibility, and Vp is particle's volume.
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It has been estimated [59] theoretically that the limiting size for
separation of iron oxide NPs in the low magnetic field gradients
(b100 T/m) is ~50 nm. For smaller NPs, thermal diffusion (thermo-
phoresis) and Brownian motions overcome the magnetic forces acting
on the particles and successful fractionation is not possible. However,
these theoretical works extrapolated NP properties from those of the
bulk materials, which is not warranted for nanoscale objects exhibiting
transition to a single domain character (e.g., at room temperature, iron
oxide nanoparticles smaller than 26 nm are superparamagnetic, while
larger ones are ferromagnetic [60••]). Also, theoretical calculations
usually ignore dipole–dipole interactions between particles' magnetic
moments, which might be present even in the absence of external
magnetic fields. These interactions can cause formation of large NP
aggregates characterized by strongmagnetic response (due to increased
apparent Vp). In fact, such aggregates were observed experimentally by
Moeser et al. [61] during high gradient magnetic separation (HGMS) of
magnetic nanoparticles. Interestingly, formation of aggregates could
also explainwhy it is possible to separate NPs smaller than predicted by
theory [61,62].

The work by Yavuz et al. [63•] illustrates well the potential and
usefulness of magnetic separations under experimentally feasible
conditions (fields b1–2 T, field gradients b100 T/m). These authors
demonstrated efficient separation of differently sized Fe3O4 NPs on a
column packed with steel wool and subject to a tunable magnetic field.
The influence of the field on the retention of separate batches of
differently sized (4, 6, 9.1, 12, and 20 nm)nanocrystalswas demonstrated
by HGMS with higher fields required to retain smaller particles on the
column (since FM ∝ Vp).

Another system, based on the so-called capillary magnetic field
flow fractionation (MFFF) and described by Latham et al., [64]
demonstrates that magnetic NPs can be separated not only according
to size but also to material composition. This technique relies on the
competition between (i) magnetic forces acting perpendicular to the
capillary flow and of magnitude proportional to the particles'
magnetic susceptibility; and (ii) hydrodynamic forces and particle
diffusion. The balance between these effects separates the particles
into distinct “bands” such that larger particles (which interact
stronger with the field) are retained in the column more efficiently,
and therefore have longer elution times comparing to smaller
particles (Fig. 1a). The use of this method was illustrated in reference
[64] where the mixture containing 6 nm maghemite (γ-Fe2O3) and
13 nm cobalt ferrite (CoFe2O4) NPs was, owing to strong dependence
of NP retention times on particle composition (Fig. 1b), successfully
separated into two monodisperse fractions. It must be stressed,
however, that in this method careful tuning of experimental
parameters (e.g., solvent flow rate) is crucial for a good quality
fractionation.

In principle, magnetic NPs could also be separated by general
methods applicable to nonmagnetic particles (e.g., centrifugation,
chromatography, and electrophoresis). In an interesting study, Rhein-
länder et al. [65] compared the efficiency of magnetic (MFFF) and
nonmagnetic (size-exclusion chromatography, SEC) fractionation
methods applied to iron oxide nanoparticles. Two batches of polydis-
perse magnetic fluids with different average NP sizes (5–6 nm and
8 nm) were tested. Smaller particles were stabilized with dextran
(polymeric carbohydrate) and larger ones with poly(ethylene glycol),
both soluble in water. In the case of magnetic fractionation on a column
filled with soft magnetic iron spheres (0.3 mm in diameter), size of NPs
in collected fractions increased with increasing retention time andwith
decreasing magnetic field. In contrast, SEC gave fractions in which
average NP size decreased with elution time. Both techniques however,
gave very similar results, yielding NP fractions with almost identical
magnetic properties. Although themethods appear equivalent in terms
of efficiency, the authors point out fewpractical advantages ofmagnetic
fractionation over chromatography. First, SEC often requires addition of
a surfactant (see Section 2.2), which often destabilizes magnetic fluids.
Second, there is a limitednumber of columnmaterials for SEC separation
of larger particles (which can be easily separated by low magnetic
fields). Third, magnetic-field methods are generally faster than SEC.

2.2. Chromatography

In chromatographic separations, a mobile phase containing a
mixture to be separated passes through a stationary phase. The
separation is then based on the differences in the partition coefficients
between mobile and stationary phases for all components of the
mixture. While several examples of the use of HPLC for NP separation
have been reported, [66,67] size exclusion chromatography, SEC, is
probably the most popular chromatographic technique used to
fractionate nanoparticles. SEC is based on the differences in the
particles' hydrodynamic volumes and not on the interaction of these
particles with the stationary phase. Small particles meander freely
through the pores around the stationary phase and thus travel
through the column slowly. In contrast, large particles which do not fit
inside the pores of the stationary phase, can travel only through the
accessible volume (~30% of total volume) and elute more rapidly.

SEC has been used in the separations of different types of
nanoparticles, including gold, [68] silica, [69] and semiconductor ones.
[70] For successful resolution of a mixture by SEC, proper eluent and
stationary phase (specifically, proper pore size of the stationary phase)
have to be chosen, and irreversible adsorption ofNPs onto the stationary
phase (clogging its pores) should be avoided. To remedy the latter
problem, Wei and Liu[71,72] added sodium dodecylsulfate (SDS)
anionic surfactant to the mobile phase. The idea here was that the
negatively charged surfactant adsorbing onto the stationary phase
would electrostatically repel the negatively charged (here, citrate-
functionalized)NPs thus preventing their sorption on the column. Using
a column loadedwith 8 μmpolymeric particleswith pores ~100 nm the
authors showed that the efficiency of separation of 5.3 nm and 38.3 nm,
citrate-functionalized AuNPs increases with surfactant concentration.

The same authors have also shown that surfactant-assisted SEC is a
feasible method for separating NPs based on their shapes. [73] The
mixture they used comprised 85% of relatively monodisperse gold
nanorods (~9.7 nm minor axis diameter, aspect ratio ~1:4.8) and 15% of
spherical particles (~19.3 nm indiameter).Without any surfactant added,
adsorption of the particles of both types onto the stationary phase was so
strong that no signal was detected (curve [a] in Fig. 2). Upon the addition
of SDS, [b], strong signal corresponding to NPs of both shapes was
obtainedbut the resolutionwasverypoor. Finally, efficient separationwas
achieved, [c], by using a mixture of surfactants, SDS and polyoxyethylene
(23)dodecanol (Brij-35).Aplausible explanationof the roleofBrij-3 is that
this nonionic surfactant partly replaces SDS from the surfaces of the NRs/
NPs. As a result, surface charge of these particles decreases and their
adsorption onto the stationary phase increases (since particle/matrix
electrostatic repulsions are weakened [71]). Because such adsorption is
shape-dependent, there is more differentiation between particles of
different shapes translating into a higher-quality separation.

SEC is a rapidly developing technique, constantly adapting to new
challenges. Recently, Al-Somali et al. [74,75] introduced the so-called
“recycling SEC”, which significantly improved the resolution of the
technique and made it more suitable for nanoscience applications.
Recycling SEC allows for increasing the effective column length by
returning the output back into column for several more runs. The
resolution increases with each run and exhibits a square root
dependence on the number of runs. With this technique, it was
possible to separate alkyl-thiol-stabilized gold nanoparticles differing
in size by only 6 Å. Other types of NPs (e.g., CdSe) were also
successfully separated with remarkable precision.

Another example of application of SEC as an efficient nanoseparation
technique was provided by Novak et al. [76] who reported the
purification of monomer AuNPs from nanoparticle dimers, trimers and
tetramers in which the NPs were linked covalently by, respectively,



Fig. 1. (a) Scheme illustrating the principle of MFFF for magnetic particles in a capillary channel subject to an applied magnetic field. Particles that interact weakly with the magnetic
field have a large average layer thickness (lA) and elute at shorter times; strong interaction results in smaller layer thickness (lB) and longer retention times. (b) (i) TEM image of a
mixture of 6 nm Fe2O3 and 13 nm CoFe2O4 nanoparticles. (ii) MFFF of a 1.3 μL aliquot of a hexane solution of this mixture with a flow rate ramped from 5 to 50 μL/min. Arrows
indicate times when the fractions shown in the TEM images in (iii) and (iv) were collected. All TEM scale bars are 50 nm; image insets contain histograms of the particle size
distributions. Figure was taken from the Reference [64].
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phenylethynyl di-, tri- and tetrathiols (Fig. 3). The authors compared the
results of their SEC separation with the outcome of centrifugation.
Obtaining similar results for both techniques, they concluded that one
advantage of SEC is the possibility of direct/immediate post-column
optical and electrochemical analysis of collected fractions using an
automated setup (e.g., with UV–Vis coupled directly to chromatogra-
phy), while NP aggregation and binding to the stationary phase is a
disadvantage of the method. On the other hand, centrifugation is
simpler and less expensive than SEC. Centrifugation (combined with
density gradients) will be described in more detail in the next Section.
2.3. Density gradient centrifugation

Centrifugation is one of the most important separation techniques
usedwidely in colloid science and in cellular andmolecular biology. [77]
While objects denser than a liquid settle spontaneously due to gravity,
this process can take very long; for very small particles (e.g.,
nanoparticles, nanotubes)where gravitational energy is commensurate
with thermal energy, the particles will not settle at all. However,
centrifugal forces can help particles tomove radially away from the axis
of rotation and can separate these particles by size and shape. In a



Fig. 2. SEC separation of nanorods (2) andnanospheres (1) under different composition of
surfactants added to the eluent: (A) no surfactants added; (B) 40 mMSDS; (C) 40 mMSDS
and 30 mM Brij-35. Figure was taken from the Reference [73].
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centrifugal field, three main forces act on a particle: centrifugal force
(Fc=ρpVω2r), buoyant force (Fb=−ρfVω2r), and frictional force (Ff=
− fv). Here, ρp, ρf are the density of the particles and the fluid,
respectively, V is particle's volume, ω is angular velocity, r denotes the
distance of the particle from the axis of rotation, f is the frictional
coefficient (in general, depending on particle shape and size), and v is
particle's velocity. The particle will be accelerated in a centrifugal field
until the forces balance, Fc+Fb=Ff, andwill afterwards sedimentwith a

constantvelocityv =
V ρp−ρfð Þω2r

f . The fact thatparticles of different sizes

and/or shapes move with different velocities in the medium provides a
basis for particle separation into distinct bands, though the quality of
separation is poor if the particles are similar — to remedy this, more
powerful techniques are needed.

One such technique is the density gradient centrifugation, in which
particles are centrifuged in a liquid column supporting a density gradient
(such that the buoyant force varieswithin the tube). Density gradient can
be created by careful layering of the different-concentration liquids on top
of one another— as a result, density increases from the top to the bottom
of the tube. There are two variants of this technique: (i) isopycnic
centrifugation and (ii) rate zonal centrifugation.
Fig. 3. (a–f) TEM images of dimer, trimer and tetramer “nanomolecules” held by covalent link
trimers (iii). Two distinct but poorly separated peaks are visible in (ii) and (iii), correspondin
was taken from the Reference [76].
In the isopycnic technique, the densities of the objects to be
separatedmust be between the lowest and the highest densities of the
column's gradient. The sample is usually applied as a thin layer at the
top of the gradient. Each of the particles will sediment only to the
position in the centrifuge tube at which its density is equal to that of
the gradient; there, it will remain. The isopycnic technique, therefore,
separates particles into zones solely on the basis of their buoyant
density differences. The run timemust be sufficient for the particles to
separate to their isopycnic points, but excessive centrifugation times
have no further effect on the position of the bands.

In the rate zonal centrifugation, RZC, the sample has the density
greater than thatof thehighestdensityportionof thegradient. The sample
is applied as a thin layer at the top of the tube and, during centrifugation,
the particles begin sedimenting through the gradient into separate zones
according to particle size, shape, and density. In contrast to the isopycnic
technique, however, the separation must be terminated before the
separated particles reach the bottom of the tube.

In both RZC and isopycnic methods, particles from different bands
can be easily removed by a needle or a pipette syringe. The fractions
can be purified by several centrifugation–redispersion cycles using an
appropriate solvent.

Isopycnic centrifugation has been applied successfully for diameter-
dependent separation of single-walled carbon nanotubes (SWNT).
[78•,79] On the other hand, this method is not applicable to metallic/
inorganic nanoparticles which are usually denser than the highest
densities achievable in aqueous media gradients (b~1.7 g cm−3). [80]
Given this limitation, “heavy” nanoobjects should be separated by RZC
(which is, of course, also applicable to “lighter” nanoparticles, as in the
reported diameter separation of SWNTs using structure-discriminating
surfactants). [81] An appealing feature of RZCmethods is that the times of
separation can be as short as 15 min compared to hours in typical
isopycnic methods.

For example, Sun et al. [82] used RZC to separate FeCo@C (FeCo
nanoparticles coated in graphitic shells) and gold nanoparticles (Au NPs).
Controlling the step gradient densities and centrifugation times, polydis-
perse FeCo@CNPs of a larger (on average, 7 nm) and smaller (on average,
4 nm) size ranges were separated. In all experiments, the step gradients
were created in a centrifuge tube by layering different concentration of
iodixanol solutions, and the nanoparticle solutionswere layered on top of
the density gradient. FeCo@C NPs with average diameters of about 4 nm
were successfully separated using a 10%+20%+30%+40% gradient.
After centrifugation, several distinct bands formed in the centrifuge tube
s between 10 nm AuNPs. (g) Chromatographs of 10 nm AuNPs (i), their dimers (ii), and
g to the separation of single nanoparticles from dimers and trimers, respectively. Figure

image of Fig.�2
image of Fig.�3


Fig. 4. Optical and TEM images illustrating the separation of (a) 4 nm FeCo@C nanoparticles and (b) Au NPs using the rate zonal centrifugation technique. Scale bars correspond to
50 nm. Figure was taken from the Reference [82].
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corresponding to the separation of NPs of different sizes (Fig. 4a).
Sampling these fractions (bands) along the centrifuge tube provided
nanoparticles of sizes increasing from 1.5 nm to 5.5 nm NPs. For larger
FeCo@C NPs (on average 7 nm) a gradient of higher density steps
(20%+30%+40%+60%)was used. Similar to the previous experiment, a
banded structure appeared in the centrifuge tube. Each band (fraction)
along the tube contained different sizes of NPs, from 2 to 9 nm. This
method was also successfully applied for the separation of Au NPs of
different sizes (5 nm, 10 nm, and 20 nm) using a 30%+40%+50%+60%
gradient. Here the centrifugation time was significantly shortened
(15 min) compared to 2–3 h in the FeCo@C experiments. Due to the
AuNPs' SPR in the visible range, the bands had characteristic red to violet
hues (Fig. 4b).

Centrifugation was also used to separate dimers and trimers of
gold nanoparticles. [83] Specifically, Chen et al. synthesized AuNP
clusters (AuNPn) covered with polystyrene-block-poly(acrylic acid)
(AuNPn@PSPAA) and separated them using a step density gradient
centrifugation. A concentrated solution of AuNPn@PSPAA was care-
fully layered on top of a 11%+62% CsCl gradient, and was then
centrifuged for 20 min. Two distinct bands (red and purple in color)
were obtained (Fig. 5). The red band containedmostlymonomers. The
purple band (b2 in Fig. 5) was extracted and purified twice to remove
excess CsCl, it was found to contain ~95% dimers. To enrich the
trimers, the components remaining after extraction of monomers and
dimers were combined and excess CsCl was removed. This sample
was then used for a further separation on a 11%+62% CsCl gradient.
The three resulting bands had different colors and contained different
proportions of trimers (Fig. 5, c3). The lowest band (c3) contained
mostly trimers (~81%). At longer centrifugation times, bands shifted
downward, while the gap between them increased.

Lastly, centrifugation has been used to separate non-spherical
particles. As an example, we consider gold nanorods, AuNR, whose
solution-based synthesis invariably gives a large proportion of
spherical or polyhedral (mostly cubical) AuNP byproducts. Depending
on the method, the fraction of by-products can be from 10% to almost
90%. Sharma et al. [84] have recently described separation of AuNRs
and AuNPs by centrifugation at 5600 g for 30 min. The results showed
that spheres and cubes sediment at the bottom, segregating from rods
that form a high-purity deposit on the side wall (Fig. 6a and b). The
UV–Vis–NIR spectrum of the solution of nanoobjects retrieved from
the side walls shows an intense and red-shifted (compared to the
original mixture) SPR peak at 1080 nm characteristic of AuNRs. In
contrast, the spectrum of the particles retrieved from the bottom of
the test-tube is blue shifted from the original solution suggesting
more spherical NPs. These conjectures are verified by direct TEM
imaging of the two fractions (Fig. 6d and e).

The separation can be attributed to the differences in the
equilibrium sedimentation velocities of rods and spheres, v0rod/v0s =
6(D/2a)2[2 ln(L/D)− (v⊥+v∥)], where a is the radius of the sphere,
L and D are the diameter and the length of the rod, respectively, and
v⊥,v∥ are the correction factors for the rod (perpendicular and
parallel to the rod's long axis). As seen, the v0

rod/v0s ratio depends
predominantly on the ratio of the squares of the NP/NR diameters. In
experiments described by Sharma and co-workers, the average
diameter of the spherical particles was 16 nm, whereas the average
diameter of NRs was 8 nm. It thus follows that spherical particles

image of Fig.�4


Fig. 5. Separation of AuNPn@PSPAA particles (monomers, dimers, and trimers) in a 11%+62% CsCl density gradient. TEM images of the respective fractions indicated in A–C. Scale
bars correspond to 100 nm. Figure was taken from the Reference [83].
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sediment faster than rods, and the spheres are enriched at the
bottom of the test-tube while the rods deposit on the side-walls.

2.4. Electrophoresis

Electrophoretic techniques can separate charged objects in a
uniform electric field. These methods are used widely in biological
and biochemical research, protein chemistry, and pharmacology.[85]
Charged molecules or particles migrate in an electric field toward the
opposite-polarity electrode. For low Reynolds numbers characterizing
the system and for moderate electric field strength, E, the steady-state
velocity of a particle is linearly proportional to the applied field: v=μe
E. In this expression, μe is the electrophoretic mobility proportional to
the particle's charge and inversely proportional to frictional forces
acting on the particle (these forces depend on the particle's shape and
size). Overall, particles having different charges, sizes, or shapes have
different migration velocities and ultimately separate into distinct
bands.

The most popular electrophoretic modalities are gel electropho-
resis (GE), free flow electrophoresis (FFE), and isoelectric focusing
(IEF) electrophoresis. In the familiar GE, [44] the particles migrate
through a gel matrix (e.g., agarose or PAA— polyacrylamide). In FFE, a
thin film of an electrolyte solution flows laminarly between two
parallel plates. [86] An electric field is applied perpendicular to the
flow resulting in a differential deflection of charged particles injected
in the channel. This technique combines the high resolving power of
electrophoresis with continuous-flow separation and yields large
quantities of separated species within a short period of time. Finally,
IEF electrophoresis is used extensively in biology to separate isoforms
of proteins according to their isoelectric point (pI). In a typical IEF
arrangement, charged biomolecules migrate in a pH gradient
immobilized in a PAA gel. The pH range is generated by immobilines,
weak acids or bases of defined pKa values, covalently linked to PAA gel
backbone. Upon application of an electric field, objects reach their
points of zero charge (i.e., pHgel=pI).

These techniques have been recently applied in nanoscience. For
example, Hanauer et al. [87] used GE to separate polymer-coated
spherical, rod-shaped, and triangular gold and silver nanoparticles. They
synthesized the gold and silver NP samples using the seeded growth
technique and coated these NPs with thiolated polyethylene glycols
terminated in carboxylic groups (SH-PEG-COOH). Experiments were
run in a 0.2% agarose gel, in a pH=9 buffer for 30 min at 150 V (15 cm
electrode spacing). Four types of samples were loaded onto one gel: a
silver sample (which contained 13% rods, 34% spheres, 44% triangles,
and 9% other shapes), gold rods, gold spheres, and the mixture of the
gold rods andgold spheres. AfterGE, the gel showsdifferent colors in the
silver lane and clear separation of gold spheres (red) mixed with gold
rods (green) (Fig. 7). The colors are due to the size- and shape-
dependent optical properties of gold and silver particles and indicate
separation according to nanoparticle morphology.

The inhomogeneous silver sample was analyzed further by
Transmission Electron Microscopy, TEM. Fig. 8 shows representative
TEM images obtained from the indicated positions within the gel. For
each of these four locations, 100 particles were chosen and classified
according to their shapes (rods, spheres, or triangles). Rods were
located predominantly in the fraction containing the lowest-mobility
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Fig. 6. (a) Separation of nanoparticles and the color of the NP solution taken from two different locations (bottom and side wall). (b) UV–Vis–NIR spectra of the solutions (c) TEM
image of the original solution (mixture of nanorods and spherical and cubic nanoparticles). (d) TEM of nanorods deposited on the side wall of the tube after centrifugation. (e) TEM
of a mixture of spheres, cubes, and larger-diameter nanorods sedimented at the bottom of the tube. Figure was taken from the Reference [84].

Fig. 7. TEM picture of a silver NP sample (left, scale bar 100 nm) and the proportion of spheres, triangles, and rods (right). (b) Optical micrographs of agarose gels supporting GE of
nanoparticle mixtures. The dashed line at the bottom indicates the position of the gel wells. The four lanes contain, from left to right, silver nanoparticles, gold NRs (40×20 nm), gold
rods and spheres mixed just before electrophoresis, and spherical gold NPs (15 nm) as indicated symbolically. Figure was taken from the Reference [87].
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particles; in this band, the content of rods was ~60% vs. 13% in the
original mixture. In contrast, spheres showed a slight tendency to
accumulate in the faster-moving fractions. The triangles were clearly
enriched in the fastest-moving fraction (50% vs 20% in the slowest
fraction). For the NRs, aspect-ratio was inversely related to the
migration speed: the average aspect ratio was 8.3±0.8 in the slowest-
moving fraction, compared to 3.1±0.7 in the fastest one. For the
spherical particles, a clear trend of increasingmobility with increasing
size was observed: the average diameter of the spheres increased
from 41±2 nm to 65±2 nm from the slowest- to the fastest-moving
fraction. The mobility of the triangles showed no clear trend.

Separation of semiconductor NPs by FFE was described by Ho et al.
[88] In this work, CdTe NPs were stabilized with negatively charged
thioglycolic acid, TGA. Carrier buffer (pH 11) was pumped into buffer
inlets to create laminar flow in the channel and the CdTe solution was
infused through the sample inlet (Fig. 9a). Effect of temperature on the
quality of separationwas investigated systematically from 2 °C to 50 °C.
At lower temperatures, diffusion and mixing were minimized and the
quality of separation was better; in addition, above 50 °C and in the
presence of electric field, the buffer boiled. Consequently, the channel
temperature was maintained at 2 °C. A high electric field (1 kV) was
applied perpendicular to the flow direction inducing the “transverse”
migration of the charged NPs which, at the end of the channel were
sorted channel into a 96-well plate.

The electrophoretic mobility of spherical particles is given by
μe=|zi|e0/6πηri, where zi is the valence of charged CdTe NPs , e0 is the
Fig. 8. (a) TEM images obtained from different parts of the gel lane containing silver nanopar
composition in terms of rods, spheres, and triangles at four different locations. The first set of
fraction,where they account for 60% of the particles as compared to only 7% in the fastest-movin
and rod aspect ratio. The average sphere diameter increases from41±2 nm in the slowest-mov
silver rods decreases from 8.3±0.8 to 3.1±0.7. For the triangles, no influence of size on the m
taken from the Reference [87].
elementary charge, η is the dynamic viscosity of the medium, and ri is
the radius of the particles. Their mobility, therefore, depends on the
particles' charge-to-size ratio and NPs with higher ratios move
transversely more than those with smaller ratios. This difference in
mobility enables separation of NPs by either size or surface charge.

Based on these principles, CdTe NPs were separated into relatively
monodisperse fractions. Successful fractionation was evidenced by
the fluorescence spectra of the particles (Fig. 9b). The original sample
had a peakmaximum at 615 nm (corresponding to 4.7 nm average NP
diameter). The separated sample with red colored CdTe NPs
fluoresced at 627 nm (which corresponds to 5.1 nm NPs), while the
green colored fraction fluoresced at 564 nm (2.9 nm NPs). The red-
fluorescing NPs were collected in the wells farthest from the main
sample stream, indicating that these larger NPs have higher
electrophoretic mobilities than smaller ones. The sizes of the purified
samples were also directly measured using TEM.

The IEF gel electrophoresis technique was used by Arnaud et al.
[89] to narrow the size distribution of 1.7±0.8 nm water soluble
gold NPs stabilized by mercaptosuccinic acid. NP solution was
loaded directly onto an immobilized pH gradient (IPG) strip at pH 8.
At this basic environment, the NPswere negatively charged andmigrated
to the anode until they reached a pH region corresponding to their
effective pI. The voltagewas ramped linearly from 0 to 1000 Vwithin 2 h.
Since the surface charge density and thus the repulsions between charged
ligands increase with increasing particle size (decreasing curvature), the
apparent pKa of the ligands depends on particle size. Consequently, in the
ticles (lane 1 in Fig. 10b). Scale bars correspond to 100 nm. (b) Statistics of the sample's
bars, for example, shows that silver rods are predominantly found in the slowest-moving
g fraction. (c) Further analysis reveals separation of particles according to sphere diameter
ing fraction to 65±2 nm in the fastest-moving fraction. The aspect ratio (length/width) of
obility was found. Vertical lines indicate the mean sizes in the original sample. Figure was
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Fig. 9. (a). Schematic representation of a FFE setup. (b) Fluorescence of fractionated semiconductor CdTe nanoparticles under UV illumination. The leftmost vial contains the original
mixture that appears orange under UV light. Figure was taken from the Reference [88].
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region around pH=5, the particles form distinct bands corresponding to
the sizes of 1.7±0.4 nm, 3.3±0.4 nm and 4.9±0.3 nm.

2.5. Selective precipitation

Size-selective precipitation, SSP, is a simple technique which
allows for separating the NPs according to size-dependent physical
and chemical properties, reactivity, and/or stability. Since these
properties depend strongly on the surface chemistry of the NPs, SSP
should be tailored to specific particle type/functionalization.

An illustrative example of SSP is the DNA-induced size-fractionation
of gold nanoparticles developed by the Mirkin group. [90•] These
authors discovered that the so-called melting temperature, Tm – that is,
temperature above which the hybridized DNA duplexes in DNA-linked
NP clusters disassemble (“melt”) causing sharp transition from an
aggregated to a dispersed phase – increases with NP size (Fig. 10a). This
dependencewas related to thenumber of possible connections between
NPs. While DNA density on NP surface is constant and independent on
NP size, the contact area between nanoparticles increases with particle
size. As a result, large nanoparticles formmore linkages with each other
than small ones, and the temperature required to “melt”/separate them
is higher.

These observations allowed for the separation of binary and
ternary mixtures of differently sized (15, 30, 40, 50, 60 and 80 nm)
NPs into separate batches with purity above 90% (Fig. 10b).
Specifically, when the temperature was adjusted to above the Tm of
smaller particles but below Tm of larger particles, only the latter ones
aggregated. The sample was then centrifuged to precipitate the
aggregates, which were then heated to dissociate into individual NP's.
The smaller, unaggregated particles that remained in the original
solution were isolated from the supernatant.
Oligonucleotides cappingAuNPswere also used forNP separation by
Zhao et al. [91] It was reported that oligonucleotide-capped AuNPs
undergo reversible salt-induced aggregation, and that the concentration
of salt at which aggregation commences depends on NP sizes — in
particular, larger particles aggregate at lower salt concentration than the
smaller particles. The salt-induced aggregation is due to the interplay
between (i) van der Waals (vdW) attractions between NP cores (the
magnitude of these interactions scales with particle size), and
(ii) electrostatic repulsions between the negatively charged oligonu-
cleotides. Importantly, unlike smaller charged ligands (e.g., citrates),
large-nucleotides prevent close approach of the NPs' metal cores
resulting in reversible aggregation such that upon dilution of the
sample the particles redisperse. As an example, the authors performed
several separations of bimodally distributed gold nanoparticles (10 and
40 nm, 20 and 40 nm, 10 and 20 nm). TEM analyses confirmed that the
purity of smaller particles in the supernatant was above 99%, while that
of larger particles in the precipitate, not smaller than 96%.

Although most popular in aqueous conditions, selective precipitation
has also been proven to work well in organic solvents. Roberts et al.
[92–94] developed a fractionation method allowing for a separation of
nanoparticles by gas pressurization, using tunable solvent properties of
CO2-expanded hexane. As an illustration of this technique, a mixture of
differently-sizedCdSe/ZnS quantumdotswas fractionated into differently
colored fractions by changing the CO2 pressure.[92] The changes of gas
pressure affected the balance between NP solvation favoring particle
dispersion [95] and attractive vdW forces drivingparticle aggregation. In a
wider context, this method is a variant of antisolvent precipitation
techniques [96,97] relying on fractional precipitation from a “good”
solventbyadditionof a “bad”one.Here,CO2misciblewithhexaneacts as a
“bad” solvent diminishing the solvation of the particles in hexane and
causing their precipitation due to vdW, size-dependent attractions.
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Fig. 10. (a) Schematic of the procedure for DNA-based size-selective precipitation of AuNPs. Two aliquots of a mixture containing small and large NPs (in 1:1 ratio) were modified
with oligonucleotides (complementary to each other). The two samples were combined and allowed to selectively hybridize. Then, aggregates of large particles were separated from
small NPs by centrifugation. (b) TEM images showing the samples before and after fractionation for mixtures containing different sizes of NPs: (i) 15 and 60 nm; (ii) 30 and 60 nm;
(iii) 40 and 80 nm. Figure was taken from the Reference [90].
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There are, however, several advantages of this gas-based method
over traditional antisolvent precipitation. First, it is very easy to control
the properties of a mixture by adjusting gas pressure. Second, CO2-
expanded liquids are easier to mix and precipitation occurs much faster
than in the case of regular liquids (due to higher diffusivities and lower
viscosities of the former). Therefore, additional centrifugation of NP
aggregates can be omitted. From the economical point of view, gas
pressurization uses less solvent and gas can be easily recycled by
depressurization. Last but not least, multiple fractions of nanoparticles
can be collected in a single experimentwith noneed ofmultiplemixing,
separation and centrifugation steps necessary in liquid antisolvent
precipitation techniques.

2.6. Membrane filtration

Filtration though a membrane is another alternative for the
purification and size-fractionation of NPs. In this class of methods,
retention and elution of an analyte depend on the size of membrane
pores.

Akthakul et al. [98] fractionated AuNPs using a thin polymeric
membrane made of graft copolymer with hydrophobic poly(vinylidene-
fluoride) (PVDF) backbone and hydrophilic poly(oxyethylene methacry-
late) (POEM) side chains. This membrane was characterized by
bicontinous morphology and had uniformly sized PEO nanochannels
surrounded by a PVDF matrix.

When a toluene solution containing polydisperse, octanethiol-
modified AuNPs was filtered through the PEO/PVDF matrix, particles
larger than 3.8 nmwere retained on themembrane, while smaller ones
passed through it freely. As a result, the size distribution improved from
3±1 nm in the initial sample to 2.2±0.7 nm in the filtrate. In an
additional experiment, AuNPs were coated with a thicker octadeca-
nethiol SAM such that the filtration cutoff decreased to 3.2 nm metal
core diameter. Interestingly, theperformance of themembrane couldbe
changed by adjusting the polarity of the solvent swelling of PEO chains
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and changing the diameter of the nanochannels. Using binary solvent
mixtures, it was then possible to achieve a desired degree of swelling
and NP diameter cutoff.

Sweeney et al. [99] have demonstrated that membrane filtration is
also a good method for the size-fractionation of water soluble
nanoparticles. They performed separate experiments in which they
purified small AuNPs, separated binary mixtures into corresponding
fractions, and finally fractionated polydisperse samples into several
fractions characterized by different mean diameters of the metal
cores. The scheme of the continuous filtration setup used in these
experiments is depicted in Fig. 11. Briefly, a water-based NP sample
was placed in a reservoir, from which it was drawn by a peristaltic
pump into the filtration membrane. The rate of water addition to the
reservoir was adjusted to match the rate of elution. Filtration was
continued through multiple filtration volumes until reaching the
desired rate of size separation or sample purity (one filtration volume
is defined as the volume of material eluted equal to the hold-up
volume in the reservoir).

In oneexample, a binarymixture of AuNPs (1.5 nmand2.9 nmin 1:1
NP/NP ratio), was filtered with 10×15 mL of water through 50 kDa
membrane (nominalmolecularweight cutoff,MWCO,wherein a 50 kDa
means the membrane will retain 90% of a globular protein with a
molecular mass N50 kDa). The quality of separation was determined by
TEM, which showed that retained fraction comprised 2.9±1.0 nmNPs,
while permeate had 1.5±0.5 nm sized particles. The authors compared
their filtration to other common techniques including dialysis extrac-
tion, centrifugation, and chromatography. They concluded thatfiltration
yields nanoparticles of higher purity, in less time (~15 min vs. several
days) andwith lesswaste (4 L ofH2O/g of product vs. 15 L of solvent/g of
product) than any of these other methods.

Finally, the same authors have shown that a sample containing
polydisperse NPs could be fractionated with sequential filtrations
Fig. 11. Scheme of a continuous filtration setup. Sample and makeup solution are
introduced into the retentate reservoir. The solution is pumped by a peristaltic pump
through the filtration membrane. Small-molecule impurities or small nanoparticles
(blue) are eluted in the permeate, while the large NPs (purple) are retained. The
expanded view illustrates a hollow-fiber-type filtration membrane eluting small
impurities while retaining larger NPs. Figure was taken from the Reference [99].
throughmembranes characterized by different MWCO values. In their
work, the initial solution was first filtered through a 70 kDa
membrane which retained the largest, 2.9±0.9 nm, particles. The
remaining permeate was then filtered through a 50 kDa membrane
(with smaller pores), and the retained particles were again collected;
these particles had a size distribution 2.6±0.9 nm. The operation was
repeated with 30 kDa and 10 kDa membranes retaining progressively
smaller and smaller NPs (2.5±0.9 nm and 2.0±0.7 nm, respectively).

In general, the greatest advantages of membrane filtrations are
minimal equipment requirements and potential scalability. On the
other hand, it should be remembered that these methods are only as
good as the quality of the porous membrane: the better the pore
uniformity, the better the quality of NP separation.

2.7. Extraction

Extraction is a method to separate compounds based on their relative
solubilities in twodifferent, immiscible liquidphases, usuallywaterandan
organic solvent. This method has been used widely for separation and
purification of organic and inorganic compounds. Recently, Wilson et al.
[100] reported selective extraction of Au and Ag dendrimer-encapsulated
NPs (DENs). In thiswork, sixth-generation, hydroxyl-terminated PAMAM
dendrimers (G6-OH) covering either 147-atom Au NPs (G6-OH(Au147))
[101] or 110 atom Ag NPs (G6-OH(Ag110)) [102] were synthesized. High
resolution transmission electron microscopy (HRTEM) indicated that the
resulting DENs had average diameters of 1.4±0.4 nm for (G6-OH(Au147)
and 1.7±0.4 nm for (G6-OH(Ag110)). The mixture of these DENs had a
size distribution 1.6±0.3 nm and composition 57% G6-OH(Au147)/43%
G6-OH(Ag110) (determined by energy-dispersive X-ray spectroscopy,
EDS). Selective extraction of Ag DENswas achieved by adding n-decanoic
acid/hexane solution to an aqueousmixture of G6-OH(Ag110) and G6-OH
(Au147) DENs. After stirring for 30 s, the originally colorless organic phase
turned yellow, which is characteristic of small silver NPs. Indeed, the
extracted fraction contained 95±6% Ag and 5±6% Au DENs, and its size
distribution matched that of pure Ag DENs. After removing the organic
phase, ascorbic acid was added to the aqueous phase (to increased the
ionic strength) followed by the extraction of G6-OH(Au147) with
n-dodecanethiol/hexane solution. The fraction obtained after this second
extraction had a composition 8±6% Ag and 92±6% Au and size
distribution matching that of pure Au DENs. The authors proposed that
in this method, a selective separation was possible owing to the fact that
n-alkanoic acids (here, n-decanoic acid) have higher affinity for
chemisorption onto Ag than onto Au surface.

Another extraction method for reversible separation/concentration
anddispersion of variousNPs based on cloudpoint extraction (CPE)was
proposed by Liu et al. [103]. It is well known that surface-active
chemicals can assemble into colloidal-sized clusters called micelles.
During their formation, these micelles can encapsulate various
substances thus segregating them from the bulk solution. The solubility
of non-ionic or zwitterionic surfactants in water phase is dramatically
depressed above a well-defined temperature called cloud point
temperature, CPT. Above CPT, a solution separates into a concentrated
phase containingmost of the surfactant (the surfactant-rich phase) and
a dilute aqueous phase. CPE is based on the affinity of compounds/
particles of interest toward the surfactant — this affinity then
determines the extent of partitioning between the surfactant-rich and
the surfactant-poor phases.

In their work, Liu and co-workers extracted/concentrated several
types of NPs (capping reagents listed in parentheses): Au NPs
(trisodium citrate), Ag NPs (polyvinylpyrrolidone), C60 fullerene, TiO2,
Fe3O4 NPs (humic acid), CdSe/ZnS (polyethylene glycol), and SWCNTs
(dispersed with sodium dodecylbenzene sulfonate). Triton X-114
sufactant (3.6 mM) and NaCl (3.4 mM) were added to the NP solution,
which was then heated above the CPT (23–25 °C). Owing to the
NP-micelle interactions, nanoparticleswere extracted from the aqueous
suspension (10 mL) into the surfactant richphase (0.1 mL). The samples

image of Fig.�11


Fig. 12. (a) Cross-sectional view and typical dimensions of the gel layer supporting
periodic precipitation of oppositely charged nanoparticles (colored blue and orange).
Negative charges are introduced by covering the NPs with a monolayer of 11-
mercaptoundecanoic acid (MUA); positive charges with N,N,N-trimethyl(11-mercap-
toundecyl)ammonium chloride (TMA). (b) Examples of ring structures formed by (left
image) 7.5 nm AuTMA (10.43 mM) NPs delivered to a gel containing 7.4 nm AuMUAs
(2.26 mM) and (right image) 9.7 nm AgTMA (9.47 mM) particles delivered into a gel
soaked with 7.4 nm AgMUAs (2.08 mM). The characteristic hues of the patterns derive
from the surface plasmon resonance (SPR) of the particles (red-violet for AuNPs and
yellow-orange for AgNPs). (c,d) Optical micrographs of the ring patterns and TEM's of
particles extracted from different rings. (c) AgTMA (7.41 mM, 9.7 nm in diameter with
polydispersity σ=40%) delivered into a gel containing AuMUA NPs (1.79 mM, 8.0 nm,
σ=18%). Polydispersity of the NPs is 38.2% in the first ring and decreases to 16.8% in the
third ring. (d) AuTMA (9.47 mM, 7.4 nm, σ=6%) delivered into a gel containing
AgMUA (2.08 mM, 7.4 nm, σ=42%). NP polydispersity is 11.7% in the first ring and
increases to 43.0% in the third ring. Figure was taken from the Reference [110].
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were centrifuged, and the concentrated NPs were redispersed into the
aqueous phase by cooling to a temperature below CPT. The authors
verified that at least ten consecutive separation/dispersion cycles were
possible and that the NPs could be stored in the Triton X-114 rich phase
for over 2 months without any evidence of aggregation ormorphology/
size change.

2.8. Miscellaneous

In addition to popularmethods described in previous sections,many
authors have proposed less “conventional” yet effective separation
strategies. Since limited space prevents us from a detailed discussion of
all these methods, we have chosen those which we believe are most
ingenious or effective.

Williams et al. [104] used supercritical ethane in size-selective
separation of alkanethiol-stabilized gold nanoparticles. In contrast to
selective precipitation techniques, this method relies on fractional,
size-dependent redispersion of NPs in supercritical ethane. Specifi-
cally, nanoparticles with sizes ranging from 1 to 5 nm were
fractionated at 318 K under adjustable pressures ranging from 50 to
276 bar. A vial containing solid NPs was placed into a stainless steel
vessel, which was then pressurized with ethane and heated above
ethane's critical point. Pressure was maintained for 18 h in order to
completely disperse the particles — importantly, the sizes of the
dispersed NPs depended on the pressure applied (since the properties
of the supercritical fluid depend on pressure). After collection of a NP
fraction, the pressurized fluid was slowly released through and
precipitated into a layer of acetone, and the NPs were collected by
filtration. When the procedure was repeated under a different
pressure of ethane, differently sized NPs were retrieved.

Jana developed a simple and efficient method inwhichmonodisperse
nanorods are separated from a mixture of differently sized rods, spheres
and plates by surfactant assisted ordering.[105] Addition of a surfactant
(cetyltrimethylammonium bromide, CTAB) to a concentrated mixture
caused precipitation of rods and platelets from the mixture, leaving the
spheres in solution. Importantly, longer rods precipitated before shorter
ones, followed by platelets. This phenomenon was attributed to the
formation of liquid-crystal-like nanorod aggregates which, due to their
size and mass, precipitated from solution.

An interesting approach involvingdepletion forceswasvery recently
demonstrated by Park et al. [106] and also byHollamby et al.[107] These
authors reported shape and size separation of Au NPs and attributed the
phenomenon to micelle-induced depletion interactions between
particles. The entropic, short-ranged depletion attractions between
the NPs originated from the presence of micelles in solution.
Remarkably, NPs of different sizes could be induced to aggregate by
adjusting micelle concentration. When surfactant concentration was
optimized and the NP flocculates were separated by centrifugation or
gravitational sedimentation, the NPs of the same mass but different
shapes were purified. Using this technique, it was possible to separate
spherical particles, as well as long and short rods from their mixture.

Khanal and Zubarev [108] capitalized on shape-dependent reactivity
of nanoparticulated species in order to purify a binary solution of
nanorods and platelets. Specifically, when Au(III)/CTAB complex was
added to the mixture, the platelets were transformed into smaller
nanodisks.While these diskswere readily soluble and stable in solution,
the largernanorodsgradually precipitated andwere isolatedwithpurity
above 99%. The nanodisks left behind were 90% pure and could be
converted back into platelets by treatment with a growth solution
containingAu(I) ions and ascorbic acid. The outcomeof experimentwas
monitored by TEM, UV–Vis, and NIR spectroscopy.

Kang et al. [109] developed an ultrasound-assisted phase transfer
method for the separation of nanoparticles of different shapes from
byproducts in post-reaction mixtures. The method was based on a
two-phase liquid system composed of a polar phase (alcohol C1–C3/
water,) and a nonpolar phase (alkane C5–C10/ethanol). The separa-
tion phenomenon was due to the combination of the interfacial
surface tension and the dynamic equilibrium established between
nanomaterials of different weights. Under sonication conditions,
transfer from alcohol/water to alcohol/alkane phase took place. By
using this procedure the authors have shown successful separation of
various silicon nanostructures: wires, spheres, ribbons, and cones.
When the system was sonicated, these nanostructures could be
separated either from different layers or from the liquid/liquid
interface.

Finally, our own group used the so-called periodic precipitation,
PP, phenomenon to separate particles of different sizes and dis-
persities.[110] In classical periodic-precipitation, inorganic salts
diffusing in opposite directions through a gel matrix form distinct
zones/bands of precipitation (these bands are often called Liesegang
rings). We have shown that a similar phenomenon is observed when
the gel supports diffusion of oppositely charged nanoparticles
(Fig. 12a), which precipitate when their charges are compensated
[40,111,112] (Fig. 12b). In contrast to the salt-based PP systemswhere
all participating ions/molecules of the given type have identical sizes,
the NPs are inherently polydisperse. An interesting consequence of NP
polydispersity is illustrated in Fig. 12 c,d, where NPs of one type are
significantly more polydisperse than the other (but both have the
same average diameters). For example, when more polydisperse NPs
are delivered into a gel containing less polydisperse NPs (Fig. 12c), the
first ring collects the largest particles from the outer electrolyte. In the
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opposite case (i.e., monodisperse NPs delivered into a gel containing
polydisperse NPs; Fig. 12d, the first ring is the least polydisperse and
contains smaller particles. As we have shown, these trends can be
explained within the framework of reaction-diffusion models
[110,113,114] by an interplay between particle diffusion (smaller
for larger particles) and electrostatic particle–particle interactions.

3. Conclusions

Size and shape uniformity of nanoparticulate objects is important
in several branches of nanotechnology. Since vast majority of wet
“nanosynthetic” procedures yield polydisperse particles, there is a
need for effective purification/separation techniques that would be
widely applicable, high-throughput, and inexpensive. While no single
methodwe have describedmeets all of these criteria, the repertoire of
nanoseparation techniques is quite diverse and ranges from those
adapted from traditional separations science (chromatography,
extraction, filtration), to methods based on nanosclae specific
phenomena (differential reactivity of differently shaped NPs, chem-
ical self-organization). The current review is an attempt to catalog and
categorize these approaches. Still, it does not provide ready-to-apply
prescriptions on how to separate any desired mixture of nanocompo-
nents. Developing such a priori prescriptions appears to be the main
challenge for the future research on nanoseparations.
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