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Abstract
A new approach based on miniemulsion polymerization is demonstrated for synthesis of molecularly
imprinted nanoparticles (MIP-NP; 30–150 nm) with “monoclonal” binding behavior. The
performance of the MIP nanoparticles is characterized with partial filling capillary electro-
chromatography, for the analysis of rac-propranolol, where (S)-propranolol is used as a template. In
contrast to previous HPLC and CEC methods based on the use of MIPs, there is no apparent tailing
for the enantiomer peaks, and baseline separation with 25 000–60 000 plate number is achieved.
These effects are attributed to reduction of the MIP site heterogeneity by means of peripheral location
of the core cross-linked NP and to MIP-binding sites with the same ordered radial orientation. This
new MIP approach is based on the substitution of the functional monomers with a surfactant
monomer, sodium N-undecenoyl glycinate (SUG) for improved inclusion in the MIP-NP structure
and to the use of a miniemulsion in the MIP-NP synthesis. The feasibility of working primarily with
aqueous electrolytes (10 mM phosphate with a 20% acetonitrile at pH 7) is attributable to the micellar
character of the MIP-NPs, provided by the inclusion of the SUG monomers in the structure. To our
knowledge this is the first example of “monoclonal” MIP-NPs incorporated in CEC separations of
drug enantiomers.

Capillary electrochromatography (CEC) has been extensively studied during the last 15 years
and has proved to be a versatile technique for analytical separations and studies of molecular
interactions.1–3 CEC combines the high efficiency of CE with the selectivity and diverse
stationary phases of HPLC.4,5 Molecularly imprinted polymers (MIPs), which are cross-linked
polymer materials with tailor-made recognition properties for specific analyte templates,6 have
been suggested as suitable stationary and pseudostationary phases (PSPs) in CEC when a
predetermined selectivity is required.7–10 Nanoparticles in PSP-CEC have been used for highly
efficient separation (700 000 plates/m) of small, neutral compounds.11

The partial filling12,13 format possesses several benefits compared to traditional CEC modes
based on monolithic14 or packed columns.15 First, a fresh and new MIP nanoparticle (NP)
phase is used for each analysis, which eliminates carryover when samples with complex
matrixes are analyzed. Second, the length and type of the particle phase can easily be tailored
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for each separation without changing the separation capillary or column.16 Third, time-
consuming and tedious packing is not required and adverse effects of retaining frits are
circumvented.17

A long-standing challenge for MIP-based adsorbents is to avoid or reduce the presence of
heterogeneous binding sites with a range of affinity for the target molecule that is correlated
to the concentration of analyzed template.18 When MIPs are used as a stationary phase for
chiral separation in HPLC or CEC, they often yield inadequate resolution and, without
exception, a peak-tailing corresponding to the specific template enantiomer. This template
tailing is due to the wide distribution of sites with varying association and dissociation kinetics.
For many analytical applications, a new generation of MIPs with homogeneous binding sites
(monoclonal MIPs) is highly desirable, but requires new strategies for MIP preparation.
Toward this end, we have studied the synthesis of MIP-NPs limited to a single binding site
population on the particle surface, as suggested in Figure 1. For MIP-NP CEC separations,
relatively weak interactions are of interest between template and surface-exposed binding sites,
which thus would allow fast chiral separation.19

Conventional approaches for the preparation of spherical MIP nanoparticles are based on
precipitation20 and emulsion polymerization techniques.21 The polymerization processes in
these systems are under kinetic control, resulting in nonideal MIP beads that have
inhomogeneous binding sites and restricted particle size.

The objective of this work was to take advantage of a potential thermodynamic control for
design of nanoparticles. With this technique, small “nanoreactors” are developed for the
formation of nanoparticles, with the monomers and the template molecule incorporated at the
beginning of the polymerization. Thermodynamic control can be achieved by suspension
polymerization, although this can result in imprinted particles that are rather large and
nonuniform. In addition, the particles exhibit relatively low interfacial surface area, thus
restricting template binding.22 An alternative proposed by Ugelstad et al. is to scale down the
droplet size of the suspension to nanometers by suppressing the diffusion process in the
continuous phase, thereby creating a stable emulsion, of homogeneous size, called a
miniemulsion.23 In miniemulsion polymerization, no organic solvents are used, the reaction is
easy to control thermally, and high polymerization rates can be achieved due to radical
compartmentalization. An additional advantage is that water-insoluble reagents can be used.
The components for obtaining MIP nanoparticles by miniemulsion polymerization consist of
the template molecule, a functional monomer, a cross-linker, an initiator, a small amount of
nonpolar solvent, water, and a surfactant in order to generate the miniemulsion. 24 Droplet
nucleation is the main basis of miniemulsion polymerization, which enables the use of
hydrophobic reactants as the need for mass transfer through the aqueous phase is minimized.
Thus, separation materials can be obtained as very small imprinted particles.25

Shamsi et al. have demonstrated the utility and advantages of polymeric surfactants as
pseudostationary phases for micellar electrokinetic chromatography (MEKC), using high
proportions of organic solvents without changes in micellar properties.26,27 Structurally,
polymeric surfactants are very similar to conventional micelles, but form spherical aggregates,
which are covalently linked via the hydrophobic tails, while the polar head groups remain on
the outside of the aggregate.28,29 Several studies have shown the influence on chemical
selectivity in MEKC30–32 is dependent on the polar head group and the hydrocarbon chain
length. Therefore, it would be favorable to incorporate such polymeric surfactant monomers
in the MIP-NP process.
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EXPERIMENTAL SECTION
Reagents and Chemicals

Ethylene glycol dimethacrylate (EDMA) and hexadecane were purchased from Aldrich
(Gilling-ham, UK) and used without further purification. The (R)- and (S)-propranolol, as
hydrochloride monohydrates, were a kind gift from AstraZeneca R&D Mölndal (Mölndal,
Sweden). The (S)-propranolol was converted to its free base form by dissolving the
hydrochloride form in an aqueous saturated sodium carbonate solution and by subsequent
extraction three times in chloroform. The organic phase was dried over anhydrous sodium
sulfate, filtered, and evaporated. It was stored at −20 °C until use. The rac-propranolol
hydrochloride was obtained from Fluka (Buchs, Switzerland). The 2,2′-azobis
(isobutyronitrile) (AIBN) was obtained from Sigma (St. Louis, MO) and recrystallized from
methanol before use. Water was purified by a MilliQ purification system (Millipore, Bedford,
MA), (S)-[4-3H]-Propranolol (specific activity 555 GBq mmol−1, 66.7 µM solution in ethanol)
was purchased from NEN Life Science Products, Inc. (Boston, MA). Scintillation liquid,
Ecoscint A, was from National Diagnostics (Atlanta, GA), and all other chemicals were from
Merck (Hohenbrunn, Germany) and were used as received. Sodium N-undecenoyl glycinate
(SUG) was synthesized according to a procedure previously described33 and used as surfactant
monomer for the synthesis of nanoparticles.

Preparation, Sorting, and Purification of Nanoparticles
Nonimprinted polymer nanoparticles (NIP-NP) were prepared by mixing 182 mg (0.69 mmol)
of surfactant monomer (SUG), 0.6 g of EDMA (3 mmol), 25 mg (0.11 mmol) of hexadecane,
and 13 mg (0.08 mmol) of AIBN with 5 mL of water in a glass test tube. When the MIP-NPs
were prepared, 16 mg (0.0625 mmol) of (S)-propranolol was added to the monomer phase. The
two phases were dispersed by sonication in an ultrasonic bath for 2 min at room temperature
followed by sonication for 2 min (4 periods of 30 s in order to avoid the excessive heating of
the mixture) with an ultrasonic probe (Heat Systems-Ultrasonics, Inc., model W-380, 20 kHz,
50% power 475 W), which was directly immersed into the test tube. The aim of the second
sonication step was to form the miniemulsion prior to the polymerization. The polymerization
was carried out at 70 °C for 16 h.

The sorting step (Figure 2) was performed by filtration with 1-µm-pore size membranes using
a centrifugal microsystem (Amicon Division, Danvers, MA) for 10 min, after which the solid
phase was resuspended in acetic acid/acetonitrile (1:3 v/v), sonicated for 10 min in an ultrasonic
bath, agitated for 30 min, and was repeated two times, but in the last one, only acetonitrile
(ACN) was used for suspension of the particles. The objective of this washing procedure was
to ensure the removal of the template from the imprinted nanoparticles. The polymer
nanoparticles were stored at 5 °C until further use. Caution: The chemicals used for polymer
synthesis are toxic. All the reagents should be handled in a ventilated fume hood. Sample
treatment with the ultrasonic probe should be carried out in an isolated sound-proof cabinet.

Characterization of Nanoparticles
Particle morphology was evaluated using SEM measurements carried out on a JSM-6700F
field emission scanning electron microscope (JEOL, Tokyo, Japan). The size distribution of
the MIP-NPs was determined by dynamic light scattering with a Zetasizer Nano ZS (Malvern
Instruments, Worcestershire, UK). Prior to size determination, the polymer samples were
diluted 10 times with water containing 10% (v/v) ethanol.
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Radioligand Binding Analysis
The MIP and NIP nanoparticles were suspended in citrate buffer (25 mM, pH 6.0) containing
50% (v/v) ACN at a final concentration of 1.0 mg/mL. The radioligand (S)-propranolol was
added to give a final concentration of 6 nM. The samples were incubated at ambient temperature
for 16 h to ensure equilibrium binding. After the incubation, the samples were centrifuged, and
the supernatant (500 µL) was withdrawn and mixed with 10 mL of Ecoscint A for radioactivity
measurement by liquid scintillation counting. A model 1219 Rackbeta β-radiation counter from
LKB Wallac (Sollentuna, Sweden) was used. The amount of labeled (S)-propranolol bound to
polymer nanoparticles was calculated by subtraction of the free fraction from the total amount
added.

Capillary Electrochromatography
All CEC experiments were performed on a Beckman P/ACE System 5010 (Beckman,
Fullerton, CA) equipped with a UV detector. Fused-silica capillaries (75-µm i.d., 375-µm o.d.)
with 37-cm total length and 29.4-cm effective length were obtained from Polymicro
Technologies (Phoenix, AZ). The electrolyte consisted of 10 mM phosphate buffer containing
20% acetonitrile solution at pH 7, which was daily made from a stock solution and degassed
by sonication. Prior to CEC analysis, the capillary was rinsed every day with 1 M NaOH, water,
and electrolyte. The capillary was also rinsed with 1 M NaOH and electrolyte between
consecutive runs in order to remove nanoparticles adsorbed to the capillary wall and make the
analyses more reproducible. NIP or MIP nanoparticles suspended in the electrolyte at a
concentration of 10 mg/mL were injected hydrodynamically at 0.5 psi for 5–25 s. Samples,
(R)-propranolol, (S)-propranolol, and rac-propranolol, prepared from a 20 mM stock solution
in buffer and diluted to proper concentrations in water, were injected electrokinetically for 3 s
at 6 kV. The separation voltage was varied between 10 and 30 kV, and the temperature of the
capillary varied between 20 and 50 °C. UV detection was performed at 214 nm.

The plate number was calculated from the equation N = 5.54 (tR/W1/2)2, where tR is the retention
time for the peak and W1/2 is the peak width at half-height of the peak signal. The peak tailing
was evaluated by the asymmetry factor calculated from the ratio a/b, a being the distance from
the elution time (at the maximum of the peak) to the time at which the peak ends and b being
the distance from the time at which the peak starts to the elution time.

RESULTS AND DISCUSSION
Characterization of Nanoparticles

The preliminary studies indicated that the ratio between the template and the functionalized
surfactant monomer should be fixed at 1:11 while the ratio between surfactant monomer and
cross-linker was optimized to 1:4.4. The use of higher or lower cross-linker ratio resulted in
unstable emulsions, which gave large particles with fast sedimentation behavior not suitable
for PSP-CEC. The fact that the MIP-NP had good suspension stability in the water-rich
electrolyte indicates that a high charge density exists on the surface of the nanoparticles, which
can be achieved only by the surfactant molecules that are covalently fixed in the nanoparticles.
The template-monomer interactions are governed by an equilibrium process; thus, a large
amount of monomer is required in order to displace the equilibrium to form the template-
monomer complex. However, excess of free monomers leads to the formation of nonspecific
binding sites and heterogeneous binding positions.34

As the new approach used for MIP-NP synthesis omitted the commonly used functional
monomer/s, preliminary studies were performed to characterize the particles obtained, by SEM
measurements in order to determine particle size and morphology. The SEM images shown in
Figure 3 reveal spherical NIP and MIP particles with size ranges from 30 to 80 nm and from
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80 to 120 nm, respectively. The presence of the template molecule during the nanoparticle
polymerization had slight influence on the particle size, as has been observed in other reaction
systems for preparing molecularly imprinted nanoparticles.8 Indicated ranges are approximate
as no exact data about polydispersity can be obtained from SEM measurements alone.
However, the presence of some aggregates was detected for the MIP-NPs as these SEM
measurements were performed before sorting and purification (see Figure 2).

The particle size distribution was further studied by dynamic light scattering measurement. In
the case of the NIP nanoparticles, two Gaussian peaks were obtained at 68 (range from 35 to
105 nm) and 313 nm (from 200 to 1000 nm) with a proportion of 63.93 and 28.26%,
respectively. For the MIP nanoparticles, two Gaussian peaks were obtained at 80 (range from
30 to 150 nm) and 291.9 nm (from 200 to 1000 nm) with a proportion of 71.22 and 20.46%,
respectively.

Imprinted particles were sorted and purified as outlined in Figure 2 to remove particles with
larger size, which were ascribed to the formation of aggregates. Thus, nanoparticles with more
narrow size distribution were obtained, to achieve a more condensed NP plug for the CEC
analysis. CE analyses of purifed MIP-NPs were performed to evaluate the retention behavior
of the MIP-NP in the capillary. Figure 4 illustrates the electropherogram of nanoparticles at
10 mg/mL after sorting and purification (Figure 2.). Particles were injected hydrodynamicaly
for 5 s, and the migration of the particles remained as a plug without significant separation
between particles of different mass-to-charge ratio. Removal of the template molecule in the
sorting and purification process (Figure 2) was efficient as well, as no peak was obtained at
the elution window of (S)-propranolol (1.4–1.7 min).

Radioligand Binding Assays
A batch mode equilibrium binding experiment was carried out to confirm that the present
surface imprinting contributed to increased template binding of imprinted as compared to
nonimprinted nanoparticles. After polymer samples were incubated, the radioligand uptake by
the imprinted nanoparticles (7.6%) was three times higher than the nonimprinted nanoparticles
(2.4%), showing an obvious imprinting effect. The overall template uptake by the present
imprinted nanoparticles was much lower than that of propranolol-imprinted microspheres
made by precipitation polymerization, which bound more than 70% of the radioligand under
the same condition.35 However, the optional separation range can be enhanced by using a
longer nanoparticle plug or the continuous full-filling approach.11

The reduced apparent template affinity in the present system may partly be explained by the
present MIP preparation methodology, which generates only surface binding sites on the
nanoparticle, whereas the precipitation polymerization used previously produces a distribution
of imprinted sites throughout the polymer matrix. The reduced affinity may also be attributed
to the use of the different solvents in these experiments. However, this lower affinity can be
utilized by a highly efficient CEC separation approach.11

MIP-NP CEC
The MIP nanoparticles were tested as PSP in CEC.12,13 A partial filling format was utilized,
by which a plug of nanoparticles suspended in electrolyte is injected prior to the sample.
Provided there is a proper mobility difference between the analytes and the nanoparticles, the
analytes will start to migrate through the nanoparticle plug as a voltage is applied over the
capillary. During their passage through the capillary, the analytes will interact with and become
separated on the MIP nanoparticles in the plug.
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It is well-known that the solvent employed for the MIP-NP synthesis plays a key role in the
recognition process by governing the strength of noncovalent interactions in addition to its
influence on the polymer morphology.36,37 The best imprinting porogens, for accentuating the
binding strengths, are solvents with very low dielectric constants, such as toluene and
dichloromethane. This is also valid for the solvent used where the imprinting effect is
demonstrated, as is the case of the electrolyte in CEC. Generally, the more polar the electrolyte,
the weaker the resulting recognition effect becomes as a consequence of the influence of the
solvent polarity on noncovalent interactions.

The use of more polar solvents will inevitably weaken the interaction forces between the
template and the functional monomers, resulting in lower affinity recognition. Inclusion of
functionalized surfactant monomer in the nanoparticles structure imparts amphiphilic character
to the synthesized nanoparticles, enabling the use of more aqueous electrolyte. This is
advantageous, as the majority of published MIP-CEC separations are limited to a low pH
electrolyte and a high percentage of organic modifier.8,9,11 The use of more aqueous
electrolytes decreases the interactions between template and imprinted nanoparticles, improves
separation kinetics, maintains higher theoretical plate numbers achievable in CEC, and
provides suitable MIP retention of analyte.

For this work, the composition of the MIP-CEC electrolyte in terms of concentration of
phosphate and percentage of acetonitrile as modifier was optimized. The running buffer is
composed of a low phosphate concentration (10 mM) at pH 7.0 in order to reduce the separation
current and avoid Joule heating. The difference of mobility between sample and nanoparticles
plug was increased as compared with earlier used electrolytes. Values between 0 and 90%
ACN (v/v) were tested. The optimal proportion of aqueous buffer/ACN was found to be 80/20%
(v/v) for maintaining the nanoparticles suspension with minimal sedimentation. In addition,
this ACN concentration allows higher reproducibility of the particle injections without
extensive longitudinal broadening of the nanoparticle plug during MIP-NP-CEC analysis.

The amount of MIP-NPs (5–10 µg/analysis) for each CEC analysis was optimized by
modification of the injection time from 5 to 25 s. Separation of the propranolol enantiomers
was obtained for all tested injection times, but the optimal particle injection time was 10 s. As
shown in Figure 5, shorter plug injection time such as 5 s provided poor enantioseparations
due to the short contact time between the sample and the nanoparticle plug. On the other hand,
efficient separations were obtained for the longer injection time of 25 s, but the peak height
was considerably lower due to adsorption and more pronounced associations in the MIP plug.
The capillary temperature had a significant influence on the peak shapes due to modified
enantiomer nanoparticle interactions. Thus, the interaction that provides the most efficient
separations in terms of resolution and peak tailing was obtained at 30 °C.

Figure 6 illustrates the separation of rac-propranolol by CEC depicting the characteristic
elution order and the selective retention of the imprinted molecule (A) as compared to the same
analysis but injecting only (S)-propranolol (B). Thus, imprinting the nanoparticles against
(S)-propranolol, as in this study, provides a selector that can be used to separate racemic
propranolol based on the selection and subsequently the increased retention of the template
enantiomer. The peak tailing was evaluated by the asymmetry factor for both peaks, which
were 1.17 and 1.15 for (R)- and (S)-propranolol (template), respectively. As the asymmetry
factor is similar for both enantiomers, the tailing of both peaks can be attributed to the
electrochromatographic conditions.

Note that in contrast to previous MIP-based HPLC or CEC separations, the peak corresponding
to the template molecule does not present any tailing as a consequence of uniform interactions
between template molecule and imprinting site. This is attributed to weak and homogeneous
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interactions between template and imprinting sites, which separate the two enantiomers without
any significant deformation of the peaks, particularly that corresponding to (S)-propranolol.
The plate number achieved was in the range of 25 000–60 000 plates/m.

For unambiguous identification of the CEC peaks, additional tests were made to confirm the
MIP-NP enantioselectivity by overloading the rac-propranolol sample with either (R)- or (S)-
propranolol. A corresponding increase in peak height was achieved in the electropherogram
when sample was spiked with (S)- or (R)-propranolol, respectively (Figure 7A and B),
providing additional evidence that successful imprinting was achieved with the new described
MIP-NP methodology.

CONCLUSIONS
For the first time to our knowledge, “monoclonal” MIPs has been synthesized and
demonstrated, here in chromatography-based separation of a racemic mixture giving nontailing
peaks. Baseline separations with plate number between 25 000 and 60 000 have been obtained
for enantiomeric separations of rac-propranolol by CEC using MIP nanoparticles toward (S)-
propranolol as pseudostationary phase. The backgrounds for these excellent results are the
following. First, the binding sites located close to the peripheral part of the core cross-linked
nanoparticles are expected to have the same ordered radial orientation, because the new
synthetic strategy based on miniemulsion polymerization using a surfactant monomer SUG
provided homogeneous sites. Second, the small size (30–150 nm) of the imprinted
nanoparticles results in reduced number of recognition sites for each nanoparticle. Finally, the
weak interactions between the MIP nanoparticles and enantiomers enable efficient separation
of both enantiomers. These weak interactions can partly be explained by operating with more
aqueous electrolytes (containing a low proportion of acetonitrile (20%)).

The achievable size of nanoparticles points to the possibility of producing single-imprint MIP-
NPs. This could open up future strategies toward single-molecule extraction39 and detection.
40–43 The inclusion of the surfactant monomer into the nanoparticles’ structure enabled us to
operate in CEC with more aqueous electrolytes, which was attributed to the new structure of
the nanoparticles with a hydrophobic core region and a hydrophilic surface. This new approach
opens new perspectives for further research on the preparation of highly selective MIPs in
aqueous media and also for LC and CEC applications, or for sampling of analytes or specific
removal of toxic reagents.
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Figure 1.
Synthesis of imprinted nanoparticles by miniemulsion polymerization using a functional SUG
surfactant: (1) preassembly of the imprinting complex; (2) cross-linking polymerization; (3)
template removal.
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Figure 2.
Scheme for the sorting and purification of the imprinted nanoparticles.
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Figure 3.
Scanning electron micrographs of polymeric nanoparticles prepared according to the procedure
described in Experimental Section. (A) Nonimprinted nanoparticles. (B) Imprinted
nanoparticles prepared with a template to functional monomer ratio of 1:11.
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Figure 4.
Electropherogram of nanoparticles (5 mg/mL) injected hydrodynamically at 0.5 psi for 5 s.
Electrolyte 10 mM phosphate/20% (v/v) acetonitrile at pH 7, voltage of separation 16 kV, and
temperature of the capillary 30 °C.
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Figure 5.
Optimization of the hydrodynamic injection time for nanoparticles (10 mg/mL) at 0.5 psi (5,
10, and 25 s). Injection of rac-propranolol (150 µM) for 3 s at 6 kV, electrolyte 10 mM
phosphate/20% (v/v) acetonitrile at pH 7, voltage of separation 16 kV, and temperature of the
capillary 25 °C.
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Figure 6.
CEC analysis of (A) rac-propranolol and (B) (S)-propranolol (60 µM) demonstrating the
imprinting effect and identifying the peaks. Nanoparticle hydrodynamic injection (10 mg/mL)
0.5 psi for 10 s, sample injection 3 s at 6 kV, electrolyte 10 mM phosphate/20% (v/v) acetonitrile
at pH 7, voltage of separation 16 kV, and temperature of the capillary 30 °C.
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Figure 7.
Additional electropherograms confirming the enantio-separation by overloading with one of
the enantiomers at time, which demonstrates the imprinting effect and enables us to identify
the peaks. (A) rac-Propranolol (60 µM) spiked (50% (v/v)) with (S)-propranolol (60 µM). (B)
rac-Propranolol (100 µM) spiked (50% (v/v)) with (R)-propranolol (60 µM). MIP injected
hydrodynamically at 0.5 psi for 10 s, sample injection 3 s at 6 kV, electrolyte 10 mM phosphate/
20% (v/v) acetonitrile at pH 7, voltage of separation 16 kV, and temperature of the capillary
30 °C.
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