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Comparison of Spray Freeze Drying and the Solvent Evaporation Method
for Preparing Solid Dispersions of Baicalein with Pluronic F68 to Improve
Dissolution and Oral Bioavailability
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Abstract. The objective of this study was to prepare solid dispersions consisting of baicalein and a carrier
with a low glass transition/melting point (Pluronic F68) by spray freeze drying (SFD). We compared these
powders to those produced from the conventional solvent evaporation method. In the SFD process, a
feeding solution was atomized above the surface of liquid nitrogen following lyophilization, which
resulted in instantaneously frozen microparticles. However, solid dispersions prepared by the solvent
evaporation method formed a sticky layer on the glass flask with crystalline baicalein separated out from
the carrier. The powder samples were characterized by scanning electron microscopy (SEM), powder X-
ray diffraction (PXRD), surface area measurement, differential scanning calorimetry, and Fourier
transform infrared spectrometry. SEM and PXRD results suggested that the majority of baicalein in the
SFD-processed solid dispersion was in the amorphous state, which has a higher specific surface area than
pure baicalein. However, the majority of baicalein was recrystallized in the solid dispersion at the same
composition prepared by the solvent evaporation method, which showed a similar dissolution rate to the
physical mixture. SFD product was physically and chemically stable after being stored at 40°C with low
humidity for 6 months. After enzyme hydrolysis, baicalein in the SFD product displayed a significantly
shorter Tmax and higher Cmax than pure baicalein after oral dosing. The relative bioavailability of the
SFD product versus pure baicalein determined by comparing the AUC0–12 was 233%, which
demonstrated the significantly improved oral bioavailability of baicalein produced by the SFD technique.
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INTRODUCTION

It has been reported that nearly 40% of the new chemical
entities currently being discovered are poorly water-soluble
active pharmaceutical ingredients (APIs), which show poor and
variable oral bioavailability in vivo (1). Various techniques have
been developed to solve the dissolution and absorption prob-
lems for these sparingly soluble APIs, including salt formation,
solid dispersion, complexation, and micronization. Among
them, solid dispersion has proved to be the most successful
method in industrial production. Melting, kneading, or solvent
evaporation methods are commonly used techniques for the
preparation of solid dispersions. However, heating processes
cannot be avoided no matter which method is used. To avoid
heating during the preparation of thermosensitive drugs, spray
freeze drying (SFD) has been successfully developed to prepare
solid dispersions at ambient temperature, which was made

significant development by the research work of William III
(2–4). SFD technology involves the atomization of a feed liquid
containing poorly water-soluble or insoluble APIs and exci-
pients directly into a cryogenic liquid at ambient temperature to
produce a frozen micronized powder that is subsequently dried.
This process offers a variety of advantages compared to tradi-
tional technologies for solid dispersions, including amorphous
structure and high surface area (2–4).

Pluronic F68, also known as Poloxamer 188, is a hydrophilic
nonionic polyoxyethylene–polyoxypropylene block copolymer. It
is widely used in pharmaceutical formulations as an emulsifying
or solubilizing agent. Some reports demonstrated that Pluronic
F68 performs better than other carriers (e.g., polyvinylpyrroli-
done (PVP) and hydroxypropylmethylcellulose (HPMC)) in
terms of dissolution rate enhancement because it has double
roles in the solid dispersion formula, one as a polymeric carrier
and the other as a surface active agent (5). Unlike other carriers
including PVP (Tg ∼185°C) (5) or HPMC (Tg ∼172°C) (6),
Pluronic F68 has a relatively low glass transition temperature and
low melting point (e.g., Tg∼−63.4°C and Tm∼54°C) (7,8). Our
preliminary experiments showed that during spray drying above
its Tg and Tm, Pluronic F68 exists as a sticky material that is not
suitable to be produced by spray drying in large scale, and the
yield of the powder was relatively low. Therefore, SFD and the
conventional rotary evaporation method were selected in the
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subsequent study to remove organic solvents during the prepa-
ration of solid dispersions with Pluronic F68.

Baicalein (5, 6, 7-trihydroxyflavone), one of the major
flavones isolated from the root of Scutellaria baicalensis, has
been demonstrated to have numerous pharmacological activities
including anti-inflammatory (9,10), antioxidative (11), anticancer
(12), antiallergic (13), and antiviral (14) effects. It is a class II (i.e.,
poorly water soluble and highly permeable, with Papp=1.7×
10−5 cm/s (15)) API according to the Biopharmaceutics
Classification System (BCS) (16). Its poor water solubility
(∼0.13 mg/mL), inadequate dissolution, and extensive first-pass
metabolism (17–20) result in its low oral bioavailability (18) and
limit its use in the pharmaceutical field. As only a few formulation
approaches have been performed to improve its oral absorption
by formation of a complex with HP-β-CD or preparation of solid
dispersions with PVP by the solvent evaporation method (21,22),
there is still space for other formulation approaches.

Whereas considerable efforts have been made to develop
SFD technology in the preparation of solid dispersions for BCS
class II drugs, there have been few comparisons between SFD
technology and the conventional solvent evaporation method
using a low glass transition/melting point carrier to improve the
dissolution rate and oral bioavailability of BCS class II drugs.
Using baicalein as a model BCS class II API and Pluronic F68 as
a model carrier with a low Tg and Tm, the objectives of the
present study were as follows: (1) to explore the feasibility of
using SFD and the solvent evaporation method with Pluronic
F68 for developing a stable solid dispersion formulation with an
improved dissolution rate for oral administration, (2) to
characterize the prepared solid dispersion (in terms of morphol-
ogy, crystallinity, dissolution rate, surface area, thermal behavior,
and stability) in vitro, and (3) to evaluate the relative oral
bioavailability of the developed baicalein solid dispersion versus
the unformulated drug in rats.

MATERIALS AND METHODS

Materials

Baicalein (purity ≥98%) was obtained as a micronized
powder from Dongfangyuan Bio-Technology Co., Ltd.
(Mianyang, China). Formononetin (purity ≥98%) was pur-
chased from Shanghai Winherb Medical S&T Development
Co., Ltd. (Shanghai, China). Polyvinylpyrrolidone K40 (PVP
K40), pharmacopoeial grade Pluronic F68, and β-glucuroni-
dase (G0751; CAS number 9001-45-0) were purchased from
Sigma (St. Louis, MO, USA). Sodium dodecyl sulfate (SDS)
glacial acetic acid was obtained from Tianjin Damao Chem-
ical Reagent Factory (Tianjin, China). Methanol for HPLC
analysis was obtained from Merck, Germany Industries Inc.
(Darmstadt, Germany). Acetonitrile was purchased from
Tedia Company, Inc. (Fairfield, CT, USA). All other reagents
were commercially available and used as received. Purified
water was obtained from the Milli-Q water purification
system of the Millipore Corporation (Bedford, MA, USA).

Preparation of Solid Dispersions by SFD and the Solvent
Evaporation Method

In SFD, baicalein was dissolved in cosolvents, which
consisted of ethanol and n-butyl alcohol with the ratio of

20:30 (v/v) at a fixed concentration of 3 mg/mL. The carrier,
Pluronic F68 or PVP K40, was dissolved in water at 3, 6, 12,
or 27 mg/mL, respectively. Ethanol was used to make n-butyl
alcohol miscible with water. The above solutions were mixed
at a cosolvent/water ratio of 50:50 (v/v) to obtain various
drug/carrier ratios of 1:1, 1:2, 1:4, or 1:9 (w/w). Apparatuses
used in this study were described in our previous publication
(23). In brief, the solutions prepared above appeared as clear
yellow solutions, which were used as feeding solutions and
sprayed via a twin-fluid nozzle from a Mini Spray Dryer B290
(Buchi, Switzerland) at ambient temperature. In this study,
spray freezing above liquid nitrogen was used, and a
minimum distance of 4 cm was kept between the nozzle and
liquid nitrogen surface to prevent the nozzle from clogging.
The flow rate of the feed solution was 20 mL/min, and the
atomization pressure of nitrogen gas was 4 bar. After the
completion of the spray drying step, the content was transferred
into a freeze dryer (CoolSafe™, ScanLaf A/S Company,
Denmark) and kept at room temperature under 45.3 Pa for
72 h. For there were some samples splashing during the feed
solution spraying to the surface of liquid nitrogen, the average
product yield in the SFD process was only about 75%. In the
solvent evaporation method, baicalein and the carrier were
dissolved in a minimum volume of acetone, and the solvent was
removed under vacuum in a rotavapor at 40°C and 45 rpm until
no visible solvent was left. Then the samples were kept in silica
gel for 24 h to completely remove organic solvent, followed by
grounding and going through an 80-mesh sieve. All samples
were stored with silica gel until further physicochemical
characterization.

Preparation of Physical Mixtures

Because the particle size of the Pluronic F68 is relatively
large, it was ground using a mortar and pestle for 5 min and
then mixed with the appropriate amount of baicalein to
obtain the physical mixture.

HPLC Analysis

An Agilent 1200 series HPLC system (Santa Clara, CA,
USA) equipped with a 250×4.6-mm Agilent 5-μm Zorbax
SB-C18 column and photodiode array detector was used for in
vitro sample analysis. The baicalein peak was eluted at 5 min
with the mobile phase (buffer solution (formic acid 0.1%,
pH 2.0)/acetonitrile at 50:50 ratio, v/v) running at 1 mL/min.
The detection wavelength was 276 nm with an injection
volume of 20 μL. A calibration curve based on the area of
baicalein (0.1–100 μg/mL) had excellent linearity with drug
concentration (R2>0.999). The relative standard deviations
(RSDs) of intra- and inter-day precision and accuracy for
baicalein at three concentrations (1, 10, and 50 μg/mL) were
less than 5% (n=5).

Dissolution Studies

The dissolution of powders was determined using a
standard USP dissolution tester (DT 706 1000LH, Erweka,
Germany). Samples containing approximately 20 mg baica-
lein were added to 900 mL water at 37±0.5°C with 100 rpm
rotation rate. A 5-mL sample was taken automatically by
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autosampler at 5, 10, 20, 30, 45, 60, and 120 min and filtered
through a 0.45-μm filter, which was further diluted two times
by the mixed solution of acetonitrile and formic acid (0.1%,
pH 2.0) comprising 1% ascorbic acid (50:50, v/v), and the
sample was then analyzed by HPLC. An equal volume of
corresponding dissolution medium was added back into the
dissolution media to maintain a constant volume. All experi-
ments were repeated three times.

Sample Characterizations

Scanning Electron Microscopy

A JSM-6330F cold field emission scanning electron micro-
scope (SEM; JEOL Inc., Japan) was used to examine the surface
morphology of each sample powder at ×300–×5,000 magnifica-
tion. The samples were fixed to an SEM stage with double-sided
adhesive tape and gold sputter coated. The operating voltage
was 15 kV.

Powder X-ray Diffraction

Powder X-ray diffraction (PXRD) was conducted using
Cu Kα1 radiation with a wavelength of 1.54056 Å at 3 kV and
20 mA on a RIGAKU X-ray diffractometer (Tokyo, Japan).
The sample powders were placed into sample holders and
were scanned from 2° to 50° (2θ) at a step size of 0.02°/s, with
a counting time of 2 s.

Surface Area Measurement

A Flow Sorb III 2310 surface area analyzer (Micro-
meritics Corporation, USA) was used to determine N2

sorption at 17°C. A known amount of powder (∼100 mg)
was loaded into a sample cell and degassed for 30 min prior to
analysis. The specific surface area was calculated by surface
area/sample weight.

Differential Scanning Calorimetry

Thermal investigations were performed using a differ-
ential scanning calorimetry (DSC) instrument (PerkinElmer,
USA). Indium (Tm=156.6°C; ΔHf=28.45 J/g) was used for
calibration. Samples, containing about 2.0 mg baicalein,
physical mixtures, or solid dispersion, were placed in hermeti-
cally sealed aluminum pans and scanned at 10°C/min from
35°C to 300°C under nitrogen purge. The nitrogen flow rate
was 40 mL/min.

Fourier Transform Infrared Spectroscopy

KBr tablets were prepared by gently mixing ∼1 mg
powder (Pluronic F68, baicalein, physical mixture, or SFD)
with 200 mg dried KBr. Fourier transform infrared spectra
(FTIR; 450–4,000 cm−1) were obtained on a PerkinElmer
Spectrum100 FTIR apparatus (Buckinghamshire, UK) with a
resolution of 1 cm−1.

Stability Studies

An accelerated 6-month stability study was conducted on
SFD-processed baicalein samples. The samples (∼200 mg),
packed in glass vials with silica gel desiccant, were stored in a
drug stability test chamber at 40°C and analyzed initially and
after 1 to 6 months for baicalein content and dissolution by
HPLC analysis. Because the solid dispersions are sensitive to
humidity and were aggregated when stored under a high
humidity environment in our preliminary experiment, the
relative humidity in these stability studies was controlled to be 0.

Pharmacokinetics Analysis in Rats

Animal Study

Male Sprague–Dawley rats with body weights of ∼250 g
were supplied by Guangdong Medical Laboratorial Animal
Center (Guangzhou, China). The animal experiment was
approved by the internal animal ethics committee at the
Institute of Chinese Medical Sciences, University of Macau
(Macau SAR, China). Animal experiments are conducted in
full compliance with national regulatory principles. The rats
were maintained in an air-conditioned animal quarter with
alternating 12-h light/dark cycles at a room temperature of 22±
2°C and a relative humidity of 50±10%. The rats were given a
commercial rat chow and water ad libitum. The animals were
fasted overnight (∼12 h) and had free access to water through-
out the experimental period. The rats were randomly divided
into two equal groups of ten rats per group. Groups of rats were
given a single dose of 75 mg/kg baicalein by intragastric
intubation (one group received raw material, and the other
received solid dispersions). The blood samples (∼300 μL) were
taken from the jugular vein into tubes pre-treated by heparin
before dosing and subsequently at 0.083, 0.167, 0.25, 0.5, 1, 2, 4,
6, 8, 10, and 12 h post-dosing. Following the blood sampling, the
blood samples were centrifuged at 3,000×g for 10 min at 4°C to
give duplicate 100-μL plasma samples. One hundred microliters
of 1% ascorbic acid was added to each sample and immediately
stored at −80°C until analysis.

Plasma Sample Preparation

For the assay of the free form of baicalein, the thawed
plasma samples (100 μL) were mixed with 10 μL internal
standard (IS) spiking solution (formononetin, 100 μg/mL) and
10 μL 1% ascorbic acid. Then, the mixture was acidified with
10 μL 0.1% formic acid and vortex-mixed with 1,000 μL ethyl
acetate for 3 min followed by centrifugation at 15,700×g for
15 min. The ethyl acetate extract (1,000 μL) was reduced to
dryness under nitrogen at 30°C. The residue was reconsti-
tuted in 100 μL water/acetonitrile (60:40, v/v, containing 0.1%
formic acid). After centrifugation at 15,700×g for 1 min,
100 μL supernatant was loaded into the sample vial for HPLC
analysis. The concentration of conjugated metabolites of
baicalein in plasma was determined after β-glucuronidase/
sulfatase treatment. For enzymolysis, 100 μL plasma was
mixed with 100 μL β-glucuronidase/sulfatase treatment
(5,000 U/mL in pH 4.5 acetate buffers) and incubated at 37°C
for 2 h. After hydrolysis, the plasma sample was subjected to the
process described above.
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HPLC Analysis for Plasma Samples

An Agilent 1200 series HPLC system (Santa Clara, CA,
USA) equipped with 250×4.6-mm Agilent 5 μm Zorbax SB-C18

column and photodiode array detector was used for sample
analysis. The baicalein peak was eluted at 8.5 min and that of IS
was eluted at 11.5 min with the mobile phase (buffer solution
(formic acid 0.1%, pH 2.0)/acetonitrile at 60:40 ratio, v/v)
running at 1 mL/min. The detection wavelength was 276 nm
with an injection volume of 20 μL. The assay was fully validated
according to the US FDA guidance on bioanalytical method
validation (24). The calibration curve was prepared by determin-
ing the best fit of the peak area ratios of analyte to IS (Y) versus
concentrations (X, nanograms per milliliter), and the typical
regression equation for baicalein was Y=0.0008X−0.0073. The
average correlation coefficient (n=5) was >0.99. The validation
of the analytical method for baicalein showed that the chosen
method was precise and accurate over the range of 50–
10,000 ng/mL with a correlation coefficient >0.99. The lower
limit of quantification was 50 ng/mL. The method also showed
acceptable precision and accuracy within 15% RSD. The intra-
day and inter-day variation at three concentrations (100, 500,
and 2,000 ng/mL) was 7–12% and less than 10%, respectively.
The baicalein absolute recovery from the plasma at three
concentrations (100, 500, and 2,000 ng/mL) was 76.9–86.7%.

Data Analysis

The plasma concentration–time data for baicalein in rats
were analyzed byWinNolin 5.2.1 software (Pharsight,Mountain
View, CA, USA), employing a non-compartmental model. The
area under the plasma concentration–time curve from zero to
the last measurable plasma concentration point (AUC0–t) was
calculated by the linear trapezoidal method. Unpaired Student’s
t tests were used for the statistical comparison of pharmacoki-
netic parameters between oral dosing of pure baicalein and solid
dispersion.

RESULTS AND DISCUSSION

The Comparison of Solid Dispersions Prepared by SFD
and the Solvent Evaporation Method

In the SFD process, the feeding solution that contained
baicalein and the carrier appeared transparent and yellow.
The lyophilized products were fluffy and cotton-like, with a
yellow color. No crystals of baicalein could be observed with
the naked eye (Fig. 1a). In the solvent evaporation method,
the yellow powders firmly adhered to the glass flask wall with
some shiny yellow crystals at the bottom of the flask (Fig. 1b),
suggesting that baicalein may have recrystallized in the
prepared solid dispersion, which needed confirmation by the
following PXRD test. The powders prepared by the solvent
evaporation method after drying in silica gel overnight are
shown in Fig. 1c.

Dissolution Studies

The dissolution profiles of the solid dispersions for
baicalein prepared by two different methods, SFD and the
solvent evaporation method, are shown in Fig. 2. The

dissolution rate of powders prepared by the solvent evapo-
ration method containing baicalein–Pluronic F68 (1:4, w/w)
was very low; in 120 min, only ∼11% of the baicalein was
released in water, which was similar to the physical mixture
(Fig. 3). The dissolution result indicates that the majority of
baicalein may be crystallized during the solvent evaporation
process and could not be dissolved into water, which needed
to be confirmed by the following PXRD test. Figure 2
illustrates the dissolution profiles of the SFD powders for
baicalein prepared with different excipients, PVP K40 and
Pluronic F68. The initial dissolution rate of SFD containing
baicalein–PVP K40 (1:1, w/w) was slow, and only ∼19% of
the baicalein was released in 120 min. With the increased
weight ratio of carrier from 1:1 to 4:1 (PVP K40/baicalein, w/
w), the dissolution increased to ∼57% within 120 min. The
SFD powders with a carrier of Pluronic F68 (baicalein–
Pluronic F68 (1:4, w/w)) displayed much faster initial
dissolution rates (with a larger slope at the initial linear curve
range) and ∼82% of the drug was dissolved within 120 min in
water. The above results suggested that Pluronic F68 per-
formed much better than PVP K40 for dissolution enhance-
ment, and it was selected as the carrier for preparing solid
dispersion for the subsequent studies. Moreover, as shown in
Fig. 2, nearly identical amounts of baicalein (∼90%) were
released within 120 min from the solid dispersion of
baicalein–Pluronic F68 or baicalein–PVP K40 prepared by
SFD techniques in 1% SDS (used as a surfactant), confirming
that Pluronic F68 in solid dispersion formulations has double
roles, one as a polymeric carrier and the other as a surface
active agent (5), which could be used to explain its better
performance than PVP K40 in enhancing the dissolution of
poorly soluble baicalein in water.

Using Pluronic F68 as a carrier, dissolution profiles of
SFD powders prepared with various drug/carrier ratios are
presented in Fig. 3. The physical mixture exhibited signifi-
cantly faster initial dissolution rates than the pure baicalein,
which may be attributed to an improvement of wetting and to
local solubilization by the carrier in the diffusion layer. With
the increased ratio of baicalein to Pluronic F68 (i.e., 1:1, 1:2,
and 1:4), the dissolution within 120 min increased to 57%,
73%, and 81%, respectively, all of which were much higher
than the pure baicalein (∼2.4%). The increased dissolution
rate of SFD powders may be attributed to factors including
the amorphous nature of the baicalein, the increased surface
area, and intimate dispersion of the drug and hydrophilic
excipient Pluronic F68 of the solid dispersion, which needed
to be verified in the subsequent characterizations. Moreover,
the dissolution of baicalein–Pluronic F68 (1:9, w/w) was 80%
in 120 min, which is similar to that of the ratio at 1:4. To
obtain a higher drug loading and reduce the carrier used in
preparation, the drug/carrier ratio at a 1:4 weight was finally
determined and was used for the subsequent solid character-
ization, stability, and in vivo bioavailability studies.

Solid-State Characterizations

SEM was used to determine the surface morphologies of
pure baicalein, Pluronic F68, and SFD samples. As shown in
Fig. 4a, pure baicalein powders exist as crystalline particles
with a cubic shape. A large cubic baicalein crystal with a small
attached irregular Pluronic F68 crystal on its surface could be
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observed from the SEM micrograph of the physical mixture
(Fig. 4b), indicating no interaction between baicalein and
Pluronic F68 during the blending. In contrast, the SFD
particles had a reduced geometric diameter at a range of
several micrometers compared to the raw baicalein material
(Fig. 4c). This may be due to the rapid freezing rate after the
instant atomization and the prolonged drying process in
vacuum conditions.

The surface area of the SFD baicalein–Pluronic F68 1:4
powder was 27.64 m2/g, which was about two times larger
than that of pure baicalein (10.91 m2/g). According to the
Noyes–Whitney equation (25), the amount of solute dissolved
per unit time, dm/dt, is proportional to the surface area, A,
and the difference between the concentration at time t, Ct,
and the solubility, Cs (i.e., Cs−Ct). Under sink conditions, i.e.,
when Cs≫Ct, dm/dt=KACs where K is a constant
incorporating the diffusion coefficient (D), solution volume
(V), and diffusion thickness (h) terms, assuming that
dissolution is diffusion-controlled. In this study, the
formation of a solid dispersion of baicalein in Pluronic F68

will lead to an increase in surface area (as depicted by the A
term in the equation) and hence an increase in dissolution
rate.

PXRD patterns of pure baicalein, Pluronic F68 with or
without SFD process, PM of baicalein with Pluronic F68,
SFD-processed powders with baicalein, and powders pro-
duced by solvent evaporation method are presented in Fig. 5.
The pure baicalein displayed numerous distinctive peaks at
10.1°, 11.3°, 13.2°, 15.3°, and 26.3° (2θ), indicating that the
raw material of baicalein has a high degree of crystallinity.
Pluronic F68, as shown in Fig. 5, was also in the crystalline
form, having two distinct peaks at 19.1° and 23.3° and a
relative broad peak with low intensity between 26° to 27°
(2θ). After SFD processing, the characteristic peak of
Pluronic F68 remained unchanged, but the intensity was
significantly reduced. Some of the distinctive peaks of
baicalein (i.e., 10.1°, 11.3°, 13.2°, and 15.3°) or Pluronic F68
(i.e., 18.4°, 23.1°, and 26.3°) were still detectable in their
physical mixture but with lower intensity. No new peaks could
be observed, suggesting the absence of interaction between

Fig. 1. Macroscopic appearance of solid dispersions prepared by SFDmethod, baicalein–Pluronic F68 1:4 (a); solventmethod, baicalein–Pluronic F68
1:4 before desiccation (b); and solvent method, baicalein–Pluronic F68 1:4 after desiccation (c)

Fig. 2. Dissolution profiles of SFD baicalein–PVP K40 and SFD baicalein–Pluronic F68 with
various drug/carrier ratios in water (mean ± SD, n=3)
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the drug and the carrier. However, PXRD of the SFD
baicalein–Pluronic F68 1:4 powder containing 20% (w/w)
baicalein exhibited a significant reduction in peak intensity
for baicalein compared to the physical mixture, and only the
three characteristic peaks of Pluronic F68 at 18.4°, 23.1°, and
26.3° could be obviously observed, although the peaks of
baicalein did not completely disappear. These results may
suggest that the majority of crystalline baicalein was con-

verted to the amorphous state in the solid dispersion
produced by SFD. More optimization is necessary to com-
pletely convert crystalline baicalein into the amorphous
baicalein in future studies. No energy is required to break
up the crystal lattice of baicalein in the amorphous state
during the dissolution process, and drug solubility and
wettability may be increased by surrounding hydrophilic
carriers (26), all of which would lead to the faster and more

Fig. 3. Dissolution profiles of SFD baicalein–Pluronic F68 with various drug/carrier ratios in water
(mean ± SD, n=3)

Fig. 4. SEM micrographs of a pure baicalein (magnification ×300), b PM of baicalein with Pluronic F68 (magnification ×1,000),
and c SFD baicalein powders (magnification ×5,000)
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complete dissolution of baicalein from the solid dispersion
(Fig. 3). On the contrary, most of the distinctive peaks of
baicalein (i.e., 10.1°, 11.3°, 13.2°, and 15.3°) could be
obviously observed from the PXRD of solid dispersion
produced by the solvent evaporation method, indicating that
the majority of baicalein still existed as the crystalline form
and did not convert into the amorphous form. No matter
which method was used, the diffraction peaks of Pluronic F68
at 18.4°, 23.1°, and 26.3° could still be obviously observed,
suggesting that Pluronic F68 was still present in the crystalline
form in the two prepared solid dispersions. During the solvent
evaporation process, Pluronic F68 will be recrystallized into
its crystalline form without changing its crystal forms (evi-
denced by the similar distinctive peaks) shown in Fig. 5.

Figure 6 shows the DSC thermograms of pure baicalein,
Pluronic F68, PM of baicalein with Pluronic F68, and SFD
baicalein powders. The pure baicalein or Pluronic F68
exhibited a single sharp endothermic peak at around 260.7°
C and 53.6°C, respectively, corresponding to their melting

points. The physical mixture and the SFD-processed solid
dispersion exhibited a sharp endotherm at 53.6°C, corre-
sponding to the melting point of Pluronic F68. No endotherm
corresponding to the melting of pure crystalline baicalein was
observed in the physical mixture or SFD product. These
results suggest that upon heating in DSC, baicalein progres-
sively dissolves in Pluronic F68 and dissolves completely
below the melting temperature of crystalline baicalein.
Therefore, no melting peak of baicalein could be observed
in the solid dispersion with Pluronic F68. Similar behaviors of
the solid dispersions using Pluronic F68 as a carrier were
reported before, such as for the solid dispersion of nifedipine
with Pluronic F68 and Gelucire 50/13 (27) and the solid
dispersion of rofecoxib with Pluronic F68 (28). DSC appears
to be unsuitable for determining the degree of crystallinity of
the prepared solid dispersion system in the present study.

In order to further ascertain if baicalein undergoes a
polymorphic change during the preparation of solid disper-
sion and to test for the possible intermolecular interactions

Fig. 5. Powder X-ray diffraction patterns of pure baicalein, Pluronic F68, PM of baicalein with
Pluronic F68, SFD and solvent evaporation prepared powders of baicalein

Fig. 6. DSC thermograms of pure baicalein, Pluronic F68, PM of baicalein with Pluronic F68, and
SFD baicalein powders
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between baicalein and the constituents of the dispersion
matrix, FTIR was used and the results are presented in Fig. 7.
In the FTIR spectra of crystalline baicalein (Fig. 7a),
absorption bands of O–H stretching vibrations were at
3,412 cm−1, indicating the intra-molecular hydrogen bond of
baicalein. Absorption peaks of 1,391(δOH), 1,299(ν=C–OH),
and 1,163(ν=C–OH) are the correlation peaks of O–H bands.
Absorption bands of C=O stretching vibrations were at
1,656 cm−1; C=C (benzene ring) stretching vibrations were
at 1,619, 1,587, and 1,472 cm−1, and C–H stretching vibrations
were at 3,092 cm−1 (29). These bands were also observed for
the physical mixture of baicalein with Pluronic F68 (Fig. 7c).
The carrier Pluronic F68 exhibits relatively broad peaks
(Fig. 7b) due to its large molecular size and its partially
amorphous nature (27). The absence of any other new peaks
in the solid dispersion indicates that baicalein did not undergo
any polymorphic change during preparation, confirming the
PXRD results. Comparing the spectra of SFD powder to the
physical mixture, no characteristic peaks were significantly
shifted except the absorption band of Pluronic F68 at
2,890 cm−1 was shifted to 2,877 cm−1 (Fig. 7d), indicating the
lack of significant interactions between baicalein and Pluronic
F68 at the molecular level in the SFD-processed solid
dispersion (27,30).

Stability Studies

A stability study was conducted for the SFD baicalein–
Pluronic F68 1:4 at 40°C for 6 months to examine any
changes in baicalein content, dissolution profile, and crystal-
linity by PXRD. As shown in Table I, the content of baicalein
remained unchanged and no significant decline of dissolution
rate was observed in the dissolution profiles between the
initial and 6-month samples (p>0.05). SFD baicalein–Pluronic
F68 powder exhibited no significant changes in peak densities
between the initial and 6-month samples in PXRD (Fig. 5),
suggesting that the SFD baicalein sample was physically and
chemically stable during the 6-month storage in a low
humidity environment.

In Vivo Bioavailability Study

The representative chromatograms of baicalein with
plasma internal standards are shown in Fig. 8. No interference
of internal components was found in the quantification of
baicalein in rat plasma. As shown in Fig. 9, after oral
administration of pure baicalein, the mean plasma concen-
trations at each time point of the free form (Fig. 9a) were
much lower than total baicalein after enzyme hydrolysis
(Fig. 9b), indicating that it is the baicalein glucuronides or
sulfates, not the free form, that accounted for the majority of
the total baicalein in the circulation. It is expected that the
conjugated metabolites of baicalein, not the free form, are
responsible for the in vivo effects of baicalein. Therefore, the

Fig. 7. FTIR spectra of a pure baicalein, b Pluronic F68, c PM of
baicalein with Pluronic F68, and d SFD baicalein powders

Table I. Accelerated Stability Study at 40°C in SFD Baicalein Formulation (Mean ± SD, n=3)

Time (months) Baicalein content (%) % of baicalein dissolved within 10 min % of baicalein dissolved within 2 h

0 21.63±0.97 79.61±3.58 86.16±5.27
1 19.47±0.96 75.14±1.36 78.80±0.56
2 21.31±0.15 72.53±2.29 78.96±1.29
3 22.38±0.38 75.72±4.32 87.60±3.57
6 18.73±0.16 73.37±2.34 81.36±1.15

Fig. 8. Representative HPLC chromatograms of a blank rat plasma
sample, b blank rat plasma sample spiked with standard baicalein and
IS, and c rat plasma sample collected after a single intragastric dose of
baicalein
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subsequent bioavailability study used parameters calculated
by the concentrations of total baicalein after enzyme hydrol-
ysis for comparison with the SFD-processed formulation. The
pharmacokinetic parameters of baicalein were computed as
described in “Data Analysis” and tabulated in Table II. The
Cmax and AUC0–12 of baicalein in SFD processed solid
dispersion increased by 3.6- and 2.3-fold, respectively, com-
pared to the pure baicalein. Additionally, baicalein in the
solid dispersion was absorbed more rapidly with the Tmax

reduced from 6 to ∼2 h (p<0.05). The accelerated and
increased oral absorption of baicalein from the solid dis-
persion may be attributed to the more rapid and complete
release of baicalein from SFD powder than from the pure
baicalein as shown in Fig. 3, indicating that dissolution is a
rate-limiting step in the absorption of baicalein from the solid
state.

It was reported that baicalin, one of the mono-glucur-
onidation metabolites of baicalein, is one of the major
conjugated metabolites after oral administration of baicalein
(18). The activity of baicalin reported in in vitro studies could
in part explain the in vivo effects of baicalein after oral
dosing. Due to the fact that no other authentic standard of
baicalein glucuronides or sulfates was available, baicalein was

determined in plasma samples before and after treatment
with β-glucuronidase/sulfatase to calculate the concentration
of baicalein as free and total forms (free and conjugated
baicalein). The plasma profiles of the baicalein as free and
total forms (Fig. 9) indicated that the conjugation metabolism
of baicalein occurred very rapidly and extensively in vivo,
which was due to the extensive first-pass conjugation
metabolism in the gut and liver (15).

CONCLUSIONS

The SFD technology was demonstrated to produce
stable, amorphous, high surface area, and free-flowing
baicalein powers with Pluronic F68 at a 1:4 (drug/carrier)
weight ratio, which could not be obtained by the conventional
solvent evaporation method. Pluronic F68 underwent recrys-
tallization during spraying into the liquid nitrogen and could
be used as a carrier to inhibit the majority of baicalein from
recrystallizing. The SFD produced powders exhibited a
significantly enhanced dissolution rate compared to the
powders formed by the conventional solvent evaporation
method and significantly improved the oral bioavailability of

Fig. 9. Plasma concentration–time profile of baicalein after a single oral dose of baicalein to
rats at 75 mg/kg. a Baicalein in free form and b baicalein after hydrolysis (mean ± SD, n=5)

Table II. Pharmacokinetic Parameters of Baicalein After Enzyme Hydrolysis in Rats (Mean ± SD, n=5)

Parameter Unit Bulk baicalein Solid dispersion

Tmax h 6.00±1.41 1.63±2.25*

Cmax ng/mL 1,401.20±303.21 4,984.00±1,286.37*
AUC0–12 h ng/mL 10,641.76±2,375.59 24,814.87±6,190.48*
MRT h 5.91±0.69 4.49±0.59*

Rel. BAa % 100 233.18

*p<0.05 in two-tailed Student’s t test compared with pure baicalein
aRelative bioavailability compared with pure baicalein
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baicalein in rats. In summary, the SFD technology is an
effective particle engineering process for preparing solid
dispersions with a low glass transition/melting point carrier
to improve the dissolution rate and oral bioavailability of
BCS II APIs.

ACKNOWLEDGMENTS

The author would like to thank Mr. Aviva for performing
thermal analysis and Ms. Ming Zhao for the valuable com-
ments on the manuscript. Financial support from the Macao
Science and Technology Development Fund (FDCT Fund
Project No: 008/2007/A1 for YZ; No: 005/2007/A1 for
HHYT) is gratefully acknowledged.

REFERENCES

1. Lipinski C. Poor aqueous solubility—an industry wide problem
in drug delivery. Am Pharm Rev. 2002;5:82–5.

2. Rogers TL, Hu JH, Yu ZS, Johnston KP, Williams III RO. A
novel particle engineering technology: spray-freezing into liquid.
Int J Pharm. 2002;242:93–100.

3. Rogers TL, Nelsen AC, Hu JH, Brown JN, Sarkari M, Young TJ,
et al. A novel particle engineering technology to enhance
dissolution of poorly water soluble drugs: spray-freezing into
liquid. Eur J Pharm Biopharm. 2002;54:271–80.

4. Hu JH, Rogers TL, Brown J, Young T, Johnston KP, III Williams
RO. Improvement of dissolution rates of poorly water soluble
APIs using novel spray freezing into liquid technology. Pharm
Res. 2002;19:1278–84.

5. Napal PR, Han HK, Choi HK. Enhancement of solubility and
dissolution of Coenzyme Q10 using solid dispersion formulation.
Int J Pharm. 2010;383:147–52.

6. Hancock BC, Shamblin SL, Zografi G. Molecular mobility of
amorphous pharmaceutical solids below their glass transition
temperatures. Pharma Res. 1995;12:799–806.

7. El Maghraby GM, Alomrani AH. Synergistic enhancement of
itraconazole dissolution by ternary system formation with Pluronic
F68 andHydroxypropylmethylcellulose. Sci Pharm. 2009;77:401–17.

8. Chen Y, Zhang GGZ, Neilly J, Marsh K, Mawhinney D, Sanzgiri
YD. Enhancing the bioavailability of ABT-963 using solid
dispersion containing Pluronic F-68. Int J Pharm. 2004;286:69–80.

9. Suk K, Lee H, Kang SS, Cho GJ, Choi WS. Flavonoid baicalein
attenuates activation-induced cell death of brain microglia. J
Pharmacol Exp Ther. 2003;305:638–45.

10. Hong T, Jin GB, Cho S, Cyong J-C. Evaluation of the anti-
inflammatory effect of baicalein on dextran sulfate sodium-
induced colitis in mice. Planta Med. 2002;68:268–71.

11. Shao ZH, Hoek TLV, Qin YM, Becker LB, Schumacker PT, Li
CQ, et al. Baicalein attenuates oxidant stress in cardiomyocytes.
Am J Physiol Heart Circ Physiol. 2002;282:H999–H1006.

12. Chen CH, Huang LLH, Huang CC, Lin CC, Lee YS, Lu FJ.
Baicalein, a novel apoptotic agent for hepatoma cell lines: a
potential medicine for hepatoma. Nutr Cancer. 2000;38:287–95.

13. Kimata M, Shichijo M, Miura T, Serizawa I, Inagaki N, Nagai H.
Effects of luteolin, quercetin and baicalein on immunoglobulin e-
mediated mediator release from human cultured mast cells. Clin
Exp Allergy. 2000;30:501–8.

14. Evers DL, Chao CF, Wang X, Zhang ZG, Huong SM, Huang
ES. Human cytomegalovirus-inhibitory flavonoids: studies on
antiviral activity and mechanism of action. Antivir Res.
2005;68:124–34.

15. Zhang L, Ge L, Zhong Z. Involvement of UDP-glucuronosyl-
transferases in the extensive liver and intestinal first-pass
metabolism of flavonoid baicalein. Pharm Res. 2007;24:81–9.

16. Amidon GL, Lennernas H, Shah VP, Crison JR. A theoretical
basis for a biopharmaceutic drug classification: the correlation of
in vitro drug product dissolution and in vivo bioavailability.
Pharm Res. 1995;12:413–20.

17. Akao T, Kawabata K, Yanagisawa E, Ishihara K, Mizuhara Y,
Wakui Y, et al. Balicalin, the predominant flavone glucuronide of
scutellariae radix, is absorbed from the rat gastrointestinal tract
as the aglycone and restored to its original form. J Pharm
Pharmacol. 2000;52:1563–8.

18. Lai MY, Hsiu SL, Tsai SY, Hou YC, Chao PDL. Comparison of
metabolic pharmacokinetics of baicalin and baicalein in rats. J
Pharm Pharmacol. 2003;55:205–9.

19. Lai MY, Hsiu SL, Chen CC, Hou YC, Chao PDL. Urinary
pharmacokinetics of baicalein, wogonin and their glycosides after
oral administration of Scutellariae Radix in humans. Biol Pharm
Bull. 2003;26:79–83.

20. Zhang L, Lin G, Chang Q, Zuo Z. Role of intestinal first-pass
metabolism of baicalein in its absorption process. Pharm Res.
2005;22:1050–8.

21. Liu J, Qiu LY, Gao JQ, Jin Y. Preparation, characterization and
in vivo evaluation of formulation of baicalein with hydroxy-
propyl-β-cyclodextrin. Int J Pharm. 2006;312:137–43.

22. Yan F, Ke X, Ping QN, Wang JC. Preparation of baicalein solid
dispersions and oral bioavailability in rats. J China Pharm Univ.
2008;39:406–11.

23. Du Z, Zheng Y, Li CM, Wang TY, Tang HY. Recent advances of
spray freeze drying technology in pharmaceutical applications.
Chin Pharm J. 2009;44:724–7.

24. U.S. FDA. Guidance for industry bioanalytical method
validation. 2001. http://www.fda.gov/downloads/Drugs/
GuidanceComplianceRegulatoryInformation/Guidances/
UCM070107.pdf. Accessed May 2001.

25. Noyes A, Whitney W. The rate of solution of solid substances in
their own solutions. J Am Chem Soc. 1897;19:930–4.

26. Craiq DQM. The mechanism of drug release from solid
dispersion in water-soluble polymers. Int J Pharm.
2002;231:131–44.

27. Vippagunta SR, Maul KA, Tallavajhala S, Grant DJW. Solid-
state characterization of nifedipine solid dispersions. Int J Pharm.
2002;236:111–23.

28. Shah TJ, Amin AF, Parikh JR, Parikh RH. Process optimization
and characterization of Poloxamer solid dispersion of a poorly
water-soluble drug. AAPS Pharm Sci Tech. 2007;8:E1–7.

29. Li YX, Suo QL, He WZ, Li CP, Huang YC. Separation and
purification and structural characterization of baicalein. Spectrosc
Spect Anal. 2007;28:1895–9.

30. Ahuja N, Katare OP, Singh B. Studies on dissolution enhance-
ment and mathematical modeling of drug release of a poorly
water-soluble drug using water-soluble carriers. Eur J Pharm
Biopharm. 2007;65:26–38.

113Comparison of SFD and the SE Method

http://www.fda.gov/downloads/Drugs/GuidanceComplianceRegulatoryInformation/Guidances/UCM070107.pdf
http://www.fda.gov/downloads/Drugs/GuidanceComplianceRegulatoryInformation/Guidances/UCM070107.pdf
http://www.fda.gov/downloads/Drugs/GuidanceComplianceRegulatoryInformation/Guidances/UCM070107.pdf

	Comparison...
	Abstract
	INTRODUCTION
	MATERIALS AND METHODS
	Materials
	Preparation of Solid Dispersions by SFD and the Solvent Evaporation Method
	Preparation of Physical Mixtures
	HPLC Analysis
	Dissolution Studies
	Sample Characterizations
	Scanning Electron Microscopy
	Powder X-ray Diffraction
	Surface Area Measurement
	Differential Scanning Calorimetry
	Fourier Transform Infrared Spectroscopy

	Stability Studies
	Pharmacokinetics Analysis in Rats
	Animal Study
	Plasma Sample Preparation
	HPLC Analysis for Plasma Samples
	Data Analysis


	RESULTS AND DISCUSSION
	The Comparison of Solid Dispersions Prepared by SFD and the Solvent Evaporation Method
	Dissolution Studies
	Solid-State Characterizations
	Stability Studies
	In Vivo Bioavailability Study

	CONCLUSIONS
	REFERENCES




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


