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Abstract. In view of the good skin tolerability, glycofurol was used as a vehicle-based gel, and its effect in
the topical penetration of Naproxen (NAP) was investigated. The aims of this study were to develop a
suitable gel with bioadhesive property, spreadability, and viscosity for topical anti-inflammatory effect.
Three gelling and adhesive agents were examined: Carbopol 974P, Gantrez AN 119, and polyvinylpyr-
ollidone K30. Skin permeation rates and lag times of NAP were evaluated using the Franz-type diffusion
cell in order to optimize the gel formulation. The permeation rate of NAP-based gel across the excised
rat skin was investigated. A significant increase in permeability parameters such as steady-state flux (Jss),
permeability coefficient (Kp), and penetration index (PI) was observed in optimized formulation
containing 2% Transcutol as an permeation enhancer. From skin irritation test, it was concluded that the
optimized novel glycofurol-based gel formulation was safe to be used for topical drug delivery. The
developed glycofurol-based gel appeared promising for dermal and transdermal delivery of naproxen and
could be applicable with water-insoluble drugs, which would circumvent most of the problems associated
with drug therapy.

KEY WORDS: glycofurol; naproxen; permeation coefficient; physical stability; skin irritation test; topical
delivery.

INTRODUCTION

Non-steroidal anti-inflammatory drugs (NSAIDs) are
among the drugs most commonly used to reduce inflamma-
tion and pain. NSAIDs inhibit cyclooxygenase-2 at inflam-
mation focus, but unfortunately, most of them also inhibit
gastric mucous cyclooxygenase-1, which produces gastric
damage (1). Several studies have shown the effectiveness of
topical NSAIDs in treating acute and chronic soft tissue
conditions (2–4). The advantage of a topical NSAID gel over
its oral equivalent is that the therapeutic benefit can be
achieved while significantly reducing any potential systemic
side effects. Recent studies have shown significant drug levels
in deep tissues such as fascia, muscle, and synovium after
topical application (5–7), which is a desirable feature for the
relief of local symptoms with low dose, thereby reducing
systemic side effects. Singh and Roberts (8) and Sioufi et al.
(9) have shown that the concentration achieved in the
subcutaneous tissues by NSAID gels is sufficient to provide
a therapeutic benefit. Furthermore, the plasma concentration
achieved via topical delivery is 1–10% of that attained by oral
medication and therefore has a significantly reduced risk of
potentially serious side effects.

Naproxen is a non-selective cyclooxygenase-1/2 inhibitor
when tested in vitro but a slightly preferential cyclooxyge-
nase-2 inhibitor when tested ex vivo (10). Although it is one
of the best-tolerated classical NSAIDs, gastropathy appears
following the use of a chronic oral administration kind of
delivery system. However, alternative administration routes
need to be considered in order to avoid the systemic side
effects and gastric disorders that often occur after prolonged
oral administration. Therefore, an improved naproxen for-
mula with a high degree of skin permeation could be useful in
the treatment of not only locally inflamed skin tissues (11),
but also painful states of supporting structures of the body—
bones, ligaments, joints, tendons, and muscles. The solubility
of naproxen in water is very low (0.3 mg/ml). It is therefore
not possible to obtain homogenous hydrogel-based naproxen.
It can only disperse, and a transparent aqueous gel cannot be
obtained. Water-insoluble drugs are often soluble in hydro-
philic water miscible co-solvent, such as PEG 400 and
glycofurol (glycofurol 75). By use of these excipients, it is
possible to prepare a clinically relevant formulation for
topical delivery. Besides, different studies had been done on
glycofurol ability as an absorption enhancer (12).

Recent studies had investigated the use of Glycofurol or
tetrahydrofurfuryl alcohol polyethylene glycol ether as a
medium to obtain gels, with the help of thickening and
adhesive agent, in order to make possible the dissolution of
water-insoluble drugs (13). Carbopol (Cb) is one of the most
used thickeners. Carbopol is a very high molecular weight
polymer of acrylic acid and has also been used for their
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mucoadhesive properties. The rheological and mucoadhesive
properties of Carbopol have been extensively studied in a
relevant amount of work (14). The gelation properties of
Carbopol dissolve a large number of water-insoluble drugs,
for the formulation of semisolid systems which could be
administered in different ways including ophthalmic, rectal,
buccal, nasal, intestinal, vaginal, and dermal routes.

Gantrez AN (GZ) resins are linear alternating copoly-
mers made by a charge transfer complex reaction of methyl
vinylether and maleic anhydride. Five commercial grades of
Gantrez AN are available. Gantrez AN 119 is widely
employed for pharmaceutical applications as a thickening
and suspending agent, denture adhesive, and adjuvant for
transdermal patches (15,16). Percutaneous administration of
bioadhesive gels allows ready application and ease of
removal. The recent development of mucoadhesive dosage
forms is due to the fact that a mucoadhesive drug formulation
permits to localize a drug in a particular region, thereby
increasing bioavailability and, at the same time, increasing the
contact time between drug and mucosa. The primary
approach to overcome skin resistance to drug penetration is
the selection of vehicle and penetration enhancers, substances
that facilitate penetration by reversibly altering the structure
of the skin (17).

The aim of this work is the investigation of the gelation
and the adhesion properties of Carbopol 974, Gantrez AN
119 and polyvinylpyrollidone (PVP)-based glycofurol gel, in
order to create systems that are able to load and dissolve a
large number of drugs and to obtain the targeted skin
permeation profiles (high flux and short lag time) for
naproxen.

EXPERIMENTAL

Materials

Glycofurol was obtained from Hoffmann–La Roche
(Basel, Switzerland). Poly(methyl vinyl ether-co-maleic anhy-
dride) (Gantrez AN 119, MW200 000) was kindly gifted by ISP
(Barcelona, Spain). Carbopol 974 was obtained from BF
Goodrich (Cleveland, OH). Diethylene glycol monoethyl ether,
Transcutol® (TCL), was provided by Gattefossé (Saint-Priest,
France). Semi-permeable cellulose membrane, molecular
weight cut-off 12,000–14,000, was purchased from Sigma
Chemical Co., USA, and polyvinylpyrollidone K30 from BASF,
Germany. Methanol and acetonitrile were HPLC-grade and
purchased from Merck (Darmstadt, Germany). All other
chemicals were of analytical grade or equivalent quality.

Methods

Gel Preparation

Different gels have been prepared according to the
method of Bonacucina et al. (18). Certain amount of PVP
(20%, 25%, and 30%), Carbopol (1.5%, 2.5%, and 4.0%),
and Gantrez AN 119 (2.5%, 5.0%, and 7.5%) were dispersed
well in glycofurol. The dispersions were homogenized using
Ultraturax T 25 for 5 min at 9,000 rpm until a transparent
dispersion was formed, degassed under vacuum, and then
stored at room temperature for 1 day before being analyzed.

For all the different gels prepared, the 5% (w/w) naproxen
was completely dissolved in the medium at room temperature
before the addition of the polymer, although more than 10%
w/w of the drug might be solubilized in this system. No phase
separation or precipitation was reported for all formulae.

Physical Characterization of NAP Formulations

The prepared gels were visually inspected for clarity,
consistency, color, and transparency. The prepared gels were
also evaluated for the presence of any drug crystal particles.
Smears of gels were prepared on glass slide and observed
under the microscope for the presence of any particle or
grittiness.

Determination of Drug Content and pH

For determination of drug content, about 1 g of the gel
was weighed in a 100-ml volumetric flask and dissolved in
methanol; it was diluted appropriately and analyzed by the
high-performance liquid chromatography (HPLC) method
described later.

The pH of the 5% w/w NAP gel was determined
using Sartorius digital pH meter, (Sartorious PB11, USP),
standardized using pH 4.0 and 7.0 standard buffers before
use. Three batches of each polymer concentration were
subjected to this determination.

Skin Adhesion Test

The skin adhesion strength was measured, in terms of the
force needed to detach gels from rat skin. To evaluate the
bioadhesive polymers, bioadhesion was examined in vitro
using excised skin of the neonate rat without any further
treatment. The maximum force of detachment was measured
on a tensile strength tester (Instron, A301, England).
Glycofurol-based gels (0.5 g) were homogeneously spread
on a 2.5×2.5-cm glass disk, and then the disks were fixed to
the upper supports connected to the tensile strength tester
using a double-sided adhesive. For each measurement, a new
mucosa sample was used. The gel was brought into contact
with the excised skin of the neonate rat under a very slight
pressure (2 g) and was kept in this position for 1 min. Then
the tensile test was performed at a constant extension rate of
20 mm/min until the complete detachment of the components
was achieved. The force required to completely separate the
two compartments was recorded as the adhesion force, which
was designated as gram force, gf (19). All the measurements
were performed in triplicate. Before performing the textural
measurements, all samples were stored at 20°C for 24 h.

Gel Spreadability

The spreadability is represented by the thickness of the
film that the preparation leaves on the skin. Those producing
thinner films, that is, higher spreadability, are naturally of
greater interest.

A sample of 0.4 g of each formula was pressed between
two slides (divided into squares of 5-mm sides) on which
weights of 50, 100, 200, and 500 g were placed at intervals of
1 min. The diameters during each interval are given as the
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area (square centimeter). The variations of the area as a
function of weight were then analyzed as response factors
(20,21). The sample weight was fixed in order to perform the
entire assay with all the samples, without surpassing the limits
imposed by the glass, avoiding sliding and easily differ-
entiating the behavior of different samples. The results
obtained are average of three determinations.

Rheological Determination

The flow properties and the viscosity of the systems were
determined at 25±1°C. A Cone and Plate Rheometer RS/
Plus (Brookfield Engineering Laboratories Inc, USA) was
used to measure the viscosities of the gels. The spindle C-50,
using a gap value of 0.40 mm, was rotated at 200 rpm. The
system was calibrated using Brookfield viscosity standard
fluids. Samples of the gels were to settle over 30 min at the
assay temperature (25±1°C) before the measurements were
taken. Samples were applied to the lower plate using a
spatula to make sure that gel shearing did not occur.
Parameters like τc (Casson’s yield value) and ηap. 160 s−1

(apparent viscosity of the sample) are used as response
factors; τc represents the initial resistance of the preparation
to flow when it is subjected to an external shear force (22). It
is a characteristic parameter of preparations comprising
internal three-dimensional (3D) networks, typical of a gel
(23). Quantitatively, it reflects the rigidity and cohesion
between the molecules forming the internal 3D structure
(24); ηap. 160 s−1 represents the ease with which the bonds
comprising the structure break during flow (25). ηap. 160 s−1

determines the resistance of the samples to be extended over
the skin (26).

In Vitro Permeation Studies

Release experiments employed the FDC-6 Transdermal
Diffusion Cell Drive Console (Logan Instrument Corp., New
Jersey, USA). The system is fitted with VTC-200 heater
circulator with jacketed vertical glass Franz diffusion cells
being the main unit. The artificial membrane (Cellulose
tubing, Sigma Diagnostics, St. Louis, Missouri, USA) was
mounted between the donor and receptor compartments of
the diffusion cells. These cells provided a diffusional area of
1.7 cm2, and the receptor compartment was 12 ml. The tested
formulations (about 1 g) were loaded into the donor
compartment before occluding the donor compartments using
a parafilm. To maintain sink conditions, 30% (v/v) ethanol in
phosphate buffer solution (PBS; pH 7.4) was used as a receptor
(27). The system was maintained at 37±0.5°C by a water bath
circulator and a jacket surrounding the cell, resulting in a
membrane-surface temperature of 32°C to mimic skin
permeation experimental conditions (28). Receptor samples,
5 mL were taken periodically, and the cells were replenished up
to their marked volumes with fresh receptor. Addition of
the receptor to the receiver compartment was performed
with great care to avoid trapping air beneath the cellulose
membrane. These samples were analyzed for the drug
content by HPLC, as described below. The cumulative
amount of drug released was calculated as a function of
time. Each experiment was performed at least three times,

and the results were averaged (variation coefficient (CV)
<5%).

HPLC Analysis of Samples from Receiver Solutions

Aliquots of 20 μl from each sample were injected into a
HPLC system, equipped with a prepacked column (C18,
5 μm, 150×4.6 mm, Waters, Milford, USA). The HPLC
system (Shimadzu VP Series) was equipped with system
controller (SCL-10A VP, Shimadzu) and a variable UV
detector (SPD-10A VP, Shimadzu). The quantification of
naproxen was carried out at 274 nm. The samples were
chromatographed using an isocratic mobile phase consisting
of acetonitrile/water, 420:580 (pH was adjusted to 3.1 using
phosphoric acid, 150 μl/L) at a flow rate of 1 ml/min. A
calibration curve with a concentration range from 0.2 to
10 μg/ml was used to measure the naproxen concentration of
the samples and to validate the analytical technique. The
analytical technique, validated intra- and inter-day (n=6), was
linear (P>0.05) according to the statistics applied, precise
with a percentage variation coefficient (%CV) between 2.1%
and 4.8%, and accurate with a relative error (%RE) between
−4.50 and 2.20%.

Skin Permeation Studies of Selected Formula

Skin Preparation

The experiments were conducted according to the
Guidelines for Animal Care and Treatment of the European
Community. The protocol of this study was reviewed by the
Research Ethics Committee of the Pharmacology Depart-
ment affiliated to the Faculty of Medicine, King Saud
University. A male rat (Sprague Dawley) was sacrificed by
snapping the spinal cord at the neck. The hair of abdominal
area was carefully removed with an electric clipper, and a
square section of the abdominal skin was excised. After
incision, the adhering fats and other visceral debris in the skin
were carefully removed from the undersurface with tweezers.
The excised skin was used immediately. The skin was placed
on the receiver chambers with the stratum corneum facing
upward, and the donor chambers were then clamped in place.
The excess skin was trimmed off, and the receiver chamber,
defined as the side facing the dermis, was filled with 30%
alcohol in PBS (pH 7.4) and kept at 37°C by a circulating
water jacket.

Effect of an Enhancer on the Permeation of NAP
from the Selected Formulae

The 5% NAP gel containing 1–4% (w/w) TCL enhancer
was prepared by the previous method (18). The enhancer
used was Transcutol which shows great miscibility with
glycofurol. Gel was prepared by adding, under stirring, NAP
(5% w/w) to a glycofurol–TCL mixture. Gelling agent was
then added and the preparation stirred till gelification took
place. The amounts of drug permeated from the gel through
rat skin were determined by HPLC. Each data point
represent the average of three determinations. The formula-
tion studied (1 g) was placed in the donor compartment, and
the cell was covered with aluminum foil. Samples of 5 ml were
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withdrawn from the receptor compartment at 1, 2, 3, 4, 6, 8,
10, 12, and 24 h and replaced with the same volume of the
receptor. The NAP concentration in the samples was assayed
by HPLC, as described below. Sink conditions were met in all
cases. Three parallel determinations were performed using
skin from the same donor.

Data Analysis of Permeation Studies

A calibration curve (peak area versus drug concentra-
tion) was constructed by running standard drug solutions in
30% alcohol in PBS for each series of chromatographed
samples. In the in vitro testing, as a result of the sampling of
large volumes from the receiver solution (and the replace-
ment of these amounts with equal volumes of buffer), the
receiver solution was constantly being diluted. Taking this
process into account, the cumulative drug permeation (Qt)
was calculated from the following equation (29):

Qt ¼ VrCt þ
Xt�1

i¼0

VsCi ð1Þ

where Ct is the drug concentration of the receiver solution at
each sampling time, Ci the drug concentration of the ith
sample, and Vr and Vs are the volumes of the receiver
solution and the sample, respectively. Data were expressed as
the cumulative drug permeation per unit of skin surface area,
Qt/S (S=1.76 cm2). For release data analysis, cumulative
permeation (μg/cm2) was correlated with a square root of
time, and release rate was estimated as the slope of such plots
(μg/cm2/t0.5).

The steady-state fluxes, Jss (μg/cm2/h; the slope of the
linear portion of the permeation curve), expressed as the
mass of drug passing across 1 cm2 of membrane over time,
were calculated (30):

Jss ¼ $Qt

$t � S
ð2Þ

Apparent permeability coefficients (Kp, cm/h) were
calculated according to the equation

Kp ¼ Jss
Cd

ð3Þ

whereKp was the permeability coefficient, Jss the flux calculated
at steady state, and Cd represents the drug concentration which
remains constant in the vehicle, and it assumed that under sink
conditions the drug concentration in the receiver compartment
is negligible compared to that in the donor compartment. Lag
time (L) was determined from the x-intercept of the regression
line. The effectiveness of penetration enhancer was determined
by comparing the flux of NAP in the presence and absence of
enhancer. It was defined as the penetration index (PI) that was
calculated using the following equation:

PI ¼ drug flux of samples containing an enhancerð Þ
= drug flux of control samplewithout an enhancerð Þ:

ð4Þ

Means, standard deviation (SD), coefficient of variation
(%CV), and linear regression analyses were calculated using
Microsoft Excel 2007.

Statistical Analysis

The differences in the results of in vitro release and ex vivo
skin permeation studies were evaluated using one-way analysis
of variance (to test the significant effect of different formulations
on the obtained data) followed by post hoc analysis for
significance at P<0.05 (for pair-wise comparison of any two
formulations) using the software SPSS (SPSS Inc., Chicago,
USA).

Stability Studies on the Selected NAP Glycofurol-Based Gel

Based on the results obtained from the previous studies,
stability studies were performed on the selected formula; the

Table I. Spreadability, Apparent Viscosity, Bioadhesive Force, and pH of NAP Glycofurol Gel

Formulation code Spreadability cm2g−1/2 τc (Pa) ηap. 160 s−1Pas Bioadhesive force (gf) pH

PVP 20% 2.41±0.23 562.71±33.4 0.475 47.7±17.4 4.56
PVP 25% 2.20±0.10 795.72±40.3 0.672 87.8±8.4 4.62
PVP 30% 1.77±0.50 1,123.87±63.8 0.950 68.7±6.7 4.58
Cb 1.5% 1.07±0.40 617.15±30.2 0.521 84.5±7.9 3.80
Cb 2.5% 0.43±0.02 863.44±39.2 0.729 119.7±7.6 3.76
Cb 4% –a 1,471.51±81.2 12.39b 68.5±9.9 3.74
GZ 2.5% 0.31±0.01 507.97±37.3 0.429 88.3±10.5 4.80
GZ 5.0% –a 1,109.11±94.9 0.937 103.9±8.9 4.76
GZ 7.5% –a 1,332.98±77.9 1.127b 94.7±27.8 4.80
Cb 1%:15% PVP 1.44±0.5 905.22±56.2 0.765 64.0±18.9 4.10
GZ 1.0%:15% PVP 1.56±0.8 1,328.46±59.2 0.963 92.6±10.8 4.45
GZ 1.0%:15% PVP+1% TCL 1.50±1.0 1,376.23±83.9 1.023 79.3±17.8 4.32
GZ 1.0%:15% PVP+2% TCL 1.47±0.4 1,380.32±61.9 1.162 80.2±8.9 4.26
GZ 1.0%:15% PVP+4% TCL 1.32±0.5 1,467.90±58.9 1.353 82.8±8.9 4.16

τc Casson’s yield value, ηap 160 s−1 apparent viscosity at 160 s−1 , PVP polyvinylpyrollidone, Cb Carbopol, GZ Gantrez, TCL Transcutol
aVery sticky mass
bViscosity determination using C-50 at 20 rpm
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one showing suitable physical properties and appropriate
release characteristics. This gel was stored in well-stoppered
glass container for 6 months at room temperature, 20°C. The
gels were visually inspected for any change in physical
appearance of gels, i.e., color, turbidity, odor, pH, drug
content, and rheology. The effect of storage on the in vitro
drug release was evaluated as well (31). The results obtained
from the freshly prepared samples and after storage were
compared using student t test, and the software utilized was
Gragh Pad Instat V2.04 with 5% level of significance.

Skin Irritation Study

The skin irritation test was carried out on male Wistar
albino rats weighing 200 to 225 g. The animals were kept under
standard laboratory conditions, with temperature of 25±1°C
and relative humidity of 55±5%. The animals were housed in
polypropylene cages, six per cage, with free access to standard
laboratory diet and water ad libitum. The hair on the dorsal side
of the rats was removed with an electric hair clipper on the
previous day of the experiment (32). The rats were divided into
three groups (n=6). Group I served as control, without any
treatment. Group II received topical 100-mg selected NAP gel
formulation (1.0% GZ, 15% PVP, 2% TCL), and group III
received 0.8% v/v aqueous solution of formalin as a standard
irritant (33). The animals were applied with new NAP gel, or
new formalin solution, each day up to 6 days. Finally, the
application sites were graded according to a visual scoring scale,
always by the same investigator. The mean erythemal scores
were recorded (ranging from 0 to 4) depending on the degree of
erythema as follows: no erythema=0, slight erythema (barely
perceptible-light pink)=1, moderate erythema (dark pink)=2,
moderate to severe erythema (light red)=3, and severe
erythema (extreme redness)=4.

RESULTS AND DISCUSSION

Evaluation of NAP Gels

Visual Appearance

All the four gels containing NAP were found to be
transparent and uniform in consistency. All the formulations
were evaluated microscopically for the presence of particulate
matter. No appreciable particulate was seen under micro-
scope. Hence, the gel formulations fulfilled the requirement
of freedom from particulate matter and from grittiness, as
desired for any topical preparation.

pH Determination

The pH of each gel was noted, and the results were taken
as a mean of three determinations (Table I).

Drug Content Estimation

NAP content of all the gels was estimated by withdrawing
samples at random from three different sampling points in a
single batch of the gel. Three batches were estimated in similar
manner. Estimations were made using HPLC method of
analysis, after dispersion of the gel in distilled water. The

content of NAP in all the gels was found to be within limits
(>98.6%). Samples within a batch were uniform as evident from
the low standard deviation value (<3.5%).

Evaluation of Physical Properties of NAP Gels

The present investigation was carried out to explore the
possibility to deliver through the skin therapeutical effective
amounts of a gel formulation of naproxen with glycofurol as a

Fig. 1. Cumulative amount of NAP released per unit area (μg/cm2)
from different gels a Gantrez, b polyvinylpyrollidone, and c Carbopol
and permeating through cellulose membrane as a function of time.
Each data are the mean of three determinations
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vehicle-based gel. Performed adhesion force studies high-
lighted that the employment of glycofurol-based gel permit-
ted to obtain topical NAP gels with higher mucoadhesiveness.
As bioadhesion measurements of the gels indicate, increasing
the gelling agent concentration decreases the bioadhesion
significantly (P<0.05). It may be concluded that the inter-
mediate concentration of each polymer has the optimum
adhesive force (25% PVP; 2.5% Cb, and 5% GZ). Increasing
the gel concentration above this optimum concentration,
bioadhesion has decreased. Carbopol and Gantrez-based gels
showed the highest bioadhesive force at all concentrations
tested compared with PVP. The bioadhesive force of Gantrez-
based gel is less affected by increasing concentration of the
polymer. In solid dosage forms, increasing the polymer
concentration promotes the bioadhesion, but in the gels,
there is a ceiling effect or optimum concentration for the
polymer in which at greater concentrations, the bioadhesion
decreases. This is because of the reduction in the solvent and
increased coiling of the polymer chain (34).

In the case of topical semisolid formulations, it is very
important to know the fluency and the product extrusion
facility because many passages (tubes) are required for their
packaging and administration. All prepared gels were sub-

mitted to rheological tests in order to study their flow
properties. It is important to analyze such data because these
characteristics can influence the formulation stability during
the storage. The measurements were carried out at 32°C
(administration site temperature).

Viscosity of the gel matrix is an important factor to consider
in the evaluation of drug penetration from gels across skin or
artificial membrane (35). Analyzing the formulation behavior
and their composition, it is possible to note that the extrudability
(presented by τc, Casson’s yield value) is inversely proportional
to polymer content and that the diluted gels aremore fluent than
those containing higher polymer (30% PVP, 2.5% Cb, and 5%
GZ). In fact, in the case of gel preparedwith the highest polymer
content, it was not possible tomeasure the extrudability because
its high viscosity generated technical problems (Cb 4% and GZ
7.5%). The results revealed that these formulations are much
less extrudable than the less concentrated prepared gels
formulation.

As viscosity decreased, it might improve diffusivity of NAP
within the gel and facilitate flux. In addition, the solubility of the
drug in the vehicle will influence both the drug concentration
gradient in solution and its partition coefficient between the gel
and the membrane. Naproxen shows great solubility in the
glycofurol ~250 mg/ml. Drug solubility increased with addition
of Transcutol in the formulations. The influence of gel
composition variations on the viscosity of glycofurol-based gel
was evaluated because the viscosity of the gel matrix may play a
role in controlling the release of the drug into the receptor
medium. An appreciable viscosity increase was observed when
the Transcutol, TCL, content was increased (Table I).

Spreadability

In an attempt to determine the acceptability of the gels
which is an important feature in cosmetic (36), we have
determined the ratio between area and weight by the least
squares method. The best fit for each sample is obtained for the
ratio of the area and the square root of the weight (r2=99.99),
with the slope being used as the response factor (Table I), which
is directly related to the spreadability. The tests are reproducible,
and the %CV is less than 3%. At the end of the test, the
spreading films are homogeneous with no visible fragmentation

Fig. 2. Cumulative amount of NAP released per unit area (μg/cm2)
from binary gel composed of Cb and PVP or GZ and PVP and
permeating through cellulose membrane as a function of time. Each
data are the mean of three determinations

Table II. NAP Flux from Glycofurol-Based Gel Using Cellulose Acetate Membrane and Correlation Coefficient of Regression Analysis of
Release Data

Formulation
Permeation rate
(μg/cm2/h)

Correlation coefficient
(r)

Release rate
(μg/cm2/t0.5)

Accumulated amount at 24 h
(μg/cm2)

PVP 20% 116.998±32.3 0.9983 420.3372±31.4 3,092.5±116.3
PVP 25% 104.949±40.3 0.9958 376.3512±29.8 2,789.3±131.4
PVP 30% 103.018±29.9 0.9976 365.7475±30.3 2,359.8±127.9
Cb 1.5% 141.347±18.9 0.9743 547.9338±36.4 2,441.2±119.7
Cb 2.5% 130.534±19.3 0.9835 471.7512±48.8 2,398.4±141.3
Cb 4% 114.378±27.8 0.9768 407.8922±33.6 1,970.6±223.8
GZ 2.5% 161.168±29.2 0.9973 584.7866±32.8 3,462.4±212.8
GZ 5.0% 135.408±21.8 0.9957 487.1114±41.9 2,785.2±129.8
GZ 7.5% 84.601±37.6 0.9888 317.172±47.4 1,842.3±208.4
Cb 1%:PVP 15% 133.278±22.8 0.9888 462.9806±39.9 3,245.6±209.4
GZ 1.0%:PVP 15% 136.876±29.5 0.9889 478.1147±40.3 3,452.8±226.9

Data are given as mean±SD (n=3); permeation study times was 0–12 h
PVP polyvinylpyrollidone, Cb Carbopol, GZ Gantrez

1143Glycofurol-Based Gel as a New Vehicle for Application of Naproxen



in any case, with gel samples containing PVP at all concentration
showing the greatest spreadability. Gantrez gel shows the least
spreadability at all concentrations tested. Spreadability is
inversely related to the polymer concentration. An increase in
the polymer concentration increases the repulsion between
chains, increases the cross linking between chains, and reduces
the spreadability. An attempt to get the acceptable and elegant
gel formulation was done by using a mixture of PVP, which
shows great spreadability, and Cb or Gz, which exhibits good
viscosity and adhesion force. The properties of the NAP gel
containing binary gelling agents are shown in Table I.

Gel formulation composed of 1% GZ and 15% PVP was
selected as the control gel for further studies in which the
effect of penetration enhancers was evaluated.

In Vitro Diffusion through Cellulose Membrane

The formulations were successively submitted to in vitro
drug release by the use of Franz diffusion cells in order to
evaluate NAP release profiles. In vitro release studies of
various gels were carried out to estimate the amount of drug
that is able to cross the biological membrane. The influence
of the gel vehicle on the release of drug was investigated by
comparing permeation release of the drug through each gel
using cellulose membrane to divide the donor and receptor
compartments of the diffusion cell. Figures 1a–c and 2 show
the amount of NAP permeated across a synthetic cellulose
membrane from various gel formulations as a function of time
over a 12-h time period. The formulations showed a linear
relationship as long as sink conditions were maintained,

indicating nearly zero-order release kinetics. Table II shows
that the higher the concentration of the gelling agent was, the
slower the drug permeation rate was, indicating that the
higher concentration of the gelling agent provides higher
resistance to drug permeation (17). The results of viscosity
measurements confirm the permeation results. Other inves-
tigators, using photon correlation spectroscopy, have also
reported a pronounced decrease in diffusion coefficient of a
compound as the concentration of poloxamer 407 as gelling
agent exceeded 10%. It was interpreted that these changes in
diffusion coefficient were due to marked increase of mean
micellar size and the polydispersity of the micelles (18,37).

Skin Permeation Study

The sample with optimum gel characteristics and drug
permeation through the cellulose membrane was further
studied using animal model diffusion barrier. The skin
permeation of NAP from the selected gel (1% GZ and 15%
PVP, 5% NAP) is shown in Fig. 3. As expected, the drug
penetration rate through excised rat skin was slower than that
through cellulose membrane, and longer times were neces-
sary to establish a uniform concentration gradient within the
membrane and reach the quasi-stationary state.

Permeation of NAP from the Gel Containing Various
Concentrations of TCL Across the Rat Skin

Figure 3 and Table III show the effect of penetration
enhancer added to the selected NAP gel formulation. The
enhancing effect of TCL was dependent on concentration.
The effect of TCL at various concentrations (1%, 2%, and
4%) is shown in Fig. 3. In general, the enhancement effect of
TCL at a 2% concentration was better than at 1%. An
increase in concentration of TCL was found to increase the
permeabilitiy coefficients (Kp). The permeation parameters
of NAP–glycofurol gel (with and without enhancers) across
rat skin are shown in Table III. Gel formulation containing
1% and 2% TCL significantly increased (P<0.05) NAP flux
value at 1.76- and 3.02-fold, respectively, when compared with
the control formulation. Although 4% TCL increased the
NAP flux value, the change was not significant when
compared with the control formulation. It has been reported
that the concentration of enhancer in a formulation markedly
influences the promotion of transdermal drug delivery
(36,38). Thus, the amount of enhancer present in the skin is
an important factor in the enhancing effect. The addition of
penetration-enhancing compounds to transdermal delivery

Fig. 3. In vitro skin permeation profile of NAP from 1% GZ:15%
PVP gel, with and without different proportion of TCL as enhancer.
Data are mean of three determinations

Table III. Permeation Parameters of NAP from Glycofurol-Based Gel Composed of GZ 1.0%:PVP 15%, with and without Enhancer through
Excised Rat Skin

Formulation Drug flux (μg/cm2h) Lag time (h)c Kp (cm/h)×103 Cumulative amount at 24 h (μg/cm2) Penetration index (PI)b

GZ 1.0%:PVP 15% 82.9±27.9 2.52±1.8 1.66±2.1 1,879±132.5 1.0
1% TCL 145.8±20.3 1.62±1.7 2.92±1.9 2,632±154.2 1.76
2% TCL 250.54±37.9 0.85±0.2 5.01±2.6 3,247±107.8 3.02
4% TCL 94.11±33.8 2.01±0.3 1.88±0.99 1,789±87.3 1.14

PVP polyvinylpyrollidone, GZ Gantrez, TCL Transcutol
aEach value represents the mean±SD (n=3)
b PI=flux with enhancement/flux control
cLag time=the intercept on the time axis of the steady-state flux calculated by linear regression
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systems may improve the penetration of drugs by modifying
the thermodynamic activity of penetrants, e.g., changes in
partitioning tendencies (39) or by altering the skin barrier
properties, thus reducing its diffusional resistance and pro-
moting transdermal delivery of pharmacological substances
(40). The latter effect can only be detected and investigated
using human or animal skin, and this could explain the
greater relative flux increase generally observed in ex vivo
experiment (e.g., changes in fluidity of extracellular lipids).
The use of TCL although has little effect on gel viscosity, it
does not have any unfavorable consequence on the drug
diffusion rate. TCL, due to its high solubilizing power toward
NAP, more of the drug would be available for partitioning
with the gel/enhancer system into the skin leading to the higher
NAP flux value. The enhancer concentration raises the drug
concentration gradient in solution, thus favoring the passage of
larger quantities of the drug into the stratum corneum, and
allows greater solubilization in the aqueous phase of the skin
tissues. Mura et al. found that TCL added to clonazepam
transdermal gel may tend to create a drug depot in the skin,
resulting in relatively low flux values (41).

Stability Studies on the Selected NAP Glycofurol-Based Gel

The selected gel formulation did not show any appreci-
able change in gel clarity and color ratifying physical stability
of prepared gel formulations. Further, no obnoxious odor was
perceptible from the gel formulation. Upon visual inspection,
no macroscopical physical changes were observed during
storage. Spreadability (1.58±0.74), bioadhesive force (90.6±
14.8), viscosity (1348.46±35.2), and in vitro permeation test-
ing (142.18±27.5) were examined after 6 months of storage
and showed no significant difference when compared to the
fresh ones (using Student’s t test the p>0.05).

Primary NAP Gel Irritation Study

The skin irritation studies were carried out to evaluate
the tolerability of the NAP/glycofurol-based gel components
after application. It was observed that NAP gel showed a skin
irritation score (erythema and edema) of less than 2, NAP gel
was very well tolerated by the rat, and no signs of erythema
and/or edema were seen even after 6 days. According to
Draize et al., compounds producing scores of 2 or less are
considered negative, no skin irritation (42). Studies indicated
that the novel NAP formulation was well tolerated by the
mice, and it did not show any irritation.

CONCLUSIONS

Liquid Glycofurol can be successfully used as a medium
to dissolve water-insoluble drugs, since it can easily transform
into gel systems having great elasticity. On the basis of highest
drug permeation, good adhesiveness, and spreadability,
glycofurol-based gels containing NAP are a system with
interest as topical bases formulations.

REFERENCES

1. Mitchell JA, Warner TD. Cyclooxygenase-2: pharmacology,
physiology, biochemistry and relevance to NSAID therapy. Br J
Pharmacol. 1999;128:1121–32.

2. Vaile JH, Davis P. Topical NSAIDs for musculoskeletal con-
ditions: a review of the literature. Drugs. 1998;56(5):783–99.

3. Burnham R, Gregg R, Healy P, et al. The effectiveness of topical
diclofenac for lateral epicondylitis. Clin J Sports Med. 1998;8
(2):78–81.

4. Moore RA, Tramer MR, Carroll D, et al. Quantitive systematic
review of topically applied non-steroidal anti-inflammatory
drugs. Br Med J. 1998;316:333–8.

5. Monteiro-Riviere NA, Inman AD, Riviere JE, McNeill SC,
Francoeur ML. Topical penetration of piroxicam is dependent on
the distribution of the local cutaneous vasculature. Pharm Res.
1993;10:1326–31.

6. Huang YB, Wu PC, Ko HM, Tsai YH. Cardamon oil as a skin
permeation enhancer for indomethacin, piroxicam and diclofe-
nac. Int J Pharm. 1995;126:111–7.

7. Yokomozo Y, Sagitani H. Effects of phospholipids on the
percutaneous penetration of indomethacin through the dorsal
skin of guinea pig in vitro. J Control Rel. 1996;38:267–74.

8. Singh P, Roberts MS. Skin permeability and local tissue
concentration of nonsteroidal anti-inflammatory drugs after
topical application. J Pharm Exp Ther. 1994;268(1):144–51.

9. Sioufi A, Pammer F, Boschet F, et al. Percutaneous absorption of
diclofenac in healthy volunteers after single and repeated topical
application of diclofenac emugel. Biopharm Drug Dispos.
1994;15:441–9.

10. Giuliano F, Warner TD. Ex vivo assay to determine the
cyclooxygenase selectivity of non-steroidal anti-inflammatory
drugs. Br J Pharmacol. 1999;12:1824–30.

11. Bonina FP, Puglia C, Barbuzzi T, De Caprariis P, Palagiano F,
Rimoli MG, et al. In vitro and in vivo evaluation of polyoxy-
ethylene esters as dermal prodrugs of ketoprofen, naproxen and
diclofenac. Eur J Pharm Sci. 2001;14:123–34.

12. Nielsen HW, Bechgaard E, Twile B, Didriksen E, Sørensen H.
Intranasal administration of different liquid formulations of
bumetanide to rabbits. Int J Pharm. 2000;204:35–41.

13. Bonacucina G, Cespi M, Misici-Falzi M, Palmieri GF. Rheolog-
ical, adhesive and release characterization of semisolid Carbopol/
tetraglycol systems. Int J Pharm. 2006;307:129–40.

14. Pabla D, Zia H. A comparative permeation/release study of
different testosterone gel formulations. Drug Del. 2007;14:389–
96.

15. Petrone P, Chaknis L, Garcia AR, Volpe HM, Proskin M. The
clinical effectiveness of a dentifrice containing triclosan and a
copolymer for controlling breath odor measured organoleptically
twelve hours after tooth brushing. J Clin Dent. 1999;10:131–4.

16. Arbos P, Wirth M, Arangoa MA, Gabor F, Irache JM. Gantrez
(R) AN as a new polymer for the preparation of ligand–
nanoparticle conjugates. J Control Rel. 2002;83:321–30.

17. Shin S-C, Cho C-W, Choi H-K. Permeation of piroxicam from
the poloxamer gels. Drug Dev Ind Pharm. 1999;25:273–8.

18. Bonacucina G, Martelli S, Palieri GF. Rheological, mucoadhe-
sive and release properties of Carbopol gels in hydrophilic
cosolvents. Int J Pharm. 2004;282:115–30.

19. Shin S-C, Lee J-W, Yang K-H, Chi H, Lee CH. Preparation and
evaluation of bioadhesive benzocaine gels for enhanced local
anesthetic effects. Int J Pharm. 2003;260:77–81.

20. Lardy F, Vennat B, Pouget P, Pourrat A. Functionalization of
hydrocolloids: principal component analysis applied to the study
of correlations between parameters describing the consistency of
hydrogels. Drug Dev Ind Pharm. 2000;26:715–21.

21. Contreras MD, Sanchez M. Application of a factorial design to
the study of the flow behavior, spreadability, transparency of
Carbopol ETD 2020 gel. Part II. Int J Pharm. 2002;234:149–57.

22. Kleck CM. Gels and jellies. In: Swarbrick J, Boyland JC, editors.
Encyclopedia of pharmaceutical technology, vol. 6. New York:
Mercel Dekker; 1992. p. 415–39.

23. Provost C, Herbost H, Kinget R. Transparent oil–water gels:
study of some physico-chemical and biopharmaceutical charac-

1145Glycofurol-Based Gel as a New Vehicle for Application of Naproxen



teristics. Part 3: viscosity and conductivity measurements. Pharm
Ind. 1988;50:1190–5.

24. Martin AN, Banker GS, Chun AH. Rheology. In: Bean HS,
Beckett AH, Carless JE, editors. Advances in pharmaceutical
sciences, vol. 1. New York: Academic; 1967. p. 1–85.

25. Prentice JH. Measurements in the rheology of foodstuffs.
London: Elsevier; 1984.

26. Balzer D, Varwig S, Weihrauch M. Viscoelasticity of personal
care products. Coll Surf A Phys Eng Aspects. 1995;99:233–46.

27. Fang JY, Fang CL, Hong CT, Chen HY, Lin TY, Wei HM.
Capsaicin and nonivamide as novel skin permeation enhancers
for indomethacin. Eur J Pharm Sci. 2001;12:195–203.

28. Suwanpidokkul N, Thongnopnua P, Umprayn K. Transdermal
delivery of zidovudine (azt): the effects of vehicles, enhancers,
and polymer membranes on permeation across cadaver pig skin.
AAPS PharmSciTech. 2004;5:48.

29. Meidan VM, Al_Khallil M, Michniak BB. Enhanced iontopho-
retic delivery of buspirone hydrochloride across human skin
using chemical enhancers. Int J Pharm. 2003;264:73–83.

30. Patel SR, Zhong H, Sharma A, Kalia YN. In vitro and in vivo
evaluation of the transdermal iontophoretic delivery of suma-
triptan succinate. Eur J Pharm Biopharm. 2007;66:296–301.

31. Tas C, Ozkan Y, Savaser A, Baykara T. In vitro release studies of
chlorpheniramine maleate from gels prepared by different
cellulose derivatives. Farmaco. 2003;58:605–11.

32. Namdeo A, Jain NK. Liquid crystalline pharmacogel based
enhanced transdermal delivery of propranolol hydrochloride. J
Control Rel. 2002;82:223–36.

33. Mutalik S, Udupa N. Glibenclamide transdermal patches:
physicochemical, pharmacodynamic, and pharmacokinetic eval-
uations. J Pharm Sci. 2004;3:1577–94.

34. Ugweke MI, Verbeke N, Kinget R. The biopharmaceutical
aspects of nasal mucoadhesive drug delivery. J Pharm Pharma-
col. 2001;53(1):3–22.

35. Ho HO, Huang FC, Sokoloski TD, Sheu MT. The influence of
cosolvents on the in vitro percutaneous penetration of
diclofenac sodium from gel system. J Pharm Pharmacol.
1994;46:636–42.

36. Barry WB. Properties that influence percutaneous absorption.
In: Barry WB, editor. Dermatological formulations: percuta-
neous absorption. New York: Marcel Dekker; 1983. p. 127–
233.

37. Takahashi A, Suzuki S, Kawasaki N, Kubo W, Miyazaki S,
Loebenberg R, et al. Percutaneous absorption of non-steroidal
anti-inflammatory drugs from in situ gelling xyloglucan formula-
tions in rats. Int J Pharm. 2002;246:179–86.

38. Chow DS-L, Kaka I, Wang TI. Concentration dependent
enhancement of 1-dodecylazacycloheptan-2-one on the percuta-
neous penetration kinetics of triamcinolone acetonide. J Pharm
Sci. 1984;73:1794–9.

39. Williams AC, Barry BW. Skin absorption enhancers. Crit Rev
Ther Drug Carrier Syst. 1992;9:305–53.

40. Forslind B, Engstrom S, Enghlom J, Norlen L. A novel approach
to the understanding of human skin function. J Dermatol Sci.
1997;14:115–25.

41. Mura P, Faucci MT, Bramanti G, Corti P. Evaluation of Trans-
cutol as a clonazepam transdermal permeation enhancer from
hydrophilic gel formulations. Eur J Pharm Sci. 2000;9:365–72.

42. Draize JH, Woodward G, Calvery HO. Methods for the study
of irritation and toxicity of substances applied topically to the
shin and mucous membranes. J Pharmacol Exp Ther.
1944;82:377–9.

1146 Barakat


	Evaluation of Glycofurol-Based Gel as a New Vehicle for Topical Application of Naproxen
	Abstract
	INTRODUCTION
	EXPERIMENTAL
	Materials
	Methods
	Gel Preparation
	Physical Characterization of NAP Formulations
	Determination of Drug Content and pH
	Skin Adhesion Test
	Gel Spreadability
	Rheological Determination
	In Vitro Permeation Studies

	HPLC Analysis of Samples from Receiver Solutions
	Skin Permeation Studies of Selected Formula
	Skin Preparation

	Effect of an Enhancer on the Permeation of NAP from the Selected Formulae
	Data Analysis of Permeation Studies
	Statistical Analysis
	Stability Studies on the Selected NAP Glycofurol-Based Gel
	Skin Irritation Study

	RESULTS AND DISCUSSION
	Evaluation of NAP Gels
	Visual Appearance
	pH Determination
	Drug Content Estimation

	Evaluation of Physical Properties of NAP Gels
	Spreadability
	In Vitro Diffusion through Cellulose Membrane
	Skin Permeation Study
	Permeation of NAP from the Gel Containing Various Concentrations of TCL Across the Rat Skin
	Stability Studies on the Selected NAP Glycofurol-Based Gel
	Primary NAP Gel Irritation 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


