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Transdermal Delivery of an Anti-Cancer Drug via W/O Emulsions Based
on Alkyl Polyglycosides and Lecithin: Design, Characterization, and In Vivo
Evaluation of the Possible Irritation Potential in Rats
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Abstract. The purpose of this work was to develop w/o emulsions that could be safely used to promote
transdermal delivery of 5-fluorouracil (5-FU). Two pseudo-ternary phase diagrams comprising oleoyl-
macrogol glycerides, water, and a surfactant/co-surfactant (S/CoS) mixture of lecithin, ethanol, and either
coco glucoside or decyl glucoside were investigated for their potential to develop promising 5-FU
emulsions. Six systems were selected and subjected to thermodynamic stability tests; heat–cool cycles,
centrifugation, and finally freeze–thaw cycles. All systems passed the challenges and were characterized
for transmission electron microscopy, droplet size, rheological behavior, pH, and transdermal permeation
through newly born mice skin in Franz diffusion cells. The systems had spherical droplets ranging in
diameter from 1.81 to 2.97 μm, pH values ranging from 7.50 to 8.49 and possessed Newtonian flow. A
significant (P<0.05) increase in 5-FU permeability parameters as steady-state flux, permeability
coefficient was achieved with formula B5 comprising water (5% w/w), S/CoS mixture of lecithin/ethanol/
decyl glucoside (14.67:12.15:18.18% w/w, respectively) and oleoyl-macrogol glycerides (50% w/w). When
applied to shaved rat skin, this systemwas well tolerated with onlymoderate skin irritation that was recovered
within 12 h. Indeed, minor histopathologic changes were observed after 5-day treatment. Further studies
should be carried out, in the future, to investigate the potentiality of this promising system to promote
transdermal delivery of 5-FU through human skin.

KEY WORDS: 5-fluorouracil w/o emulsions; alkyl polyglycosides; irritation potential; lecithin;
transdermal delivery.

INTRODUCTION

5-Fluorouracil (5-FU) is an antineoplastic drug that is
approved for palliative treatment of cancer of the colon,
rectum, stomach, breast, and pancreas. Per-oral 5-FU admin-
istration results in poor drug absorption, variable first pass
elimination by the gut and liver, and consequently erratic
bioavailability (1). It was reported that only 20–30% of 5-FU-
treated patients have drug levels that are in the appropriate
therapeutic range. On the other hand, 40–60% of patients are
under-dosed and 10–20% of patients are over-dosed (2).
Following intravenous administration, the drug undergoes
rapid clearance from plasma with a mean half-life of about
16 min. Consequently, doses up to 1 g should be administered
daily (3). These high doses are usually accompanied by severe
systemic toxic effects of gastrointestinal, hematological,
neural, cardiac, and dermatological origin (4).

To find an alternative pathway, many attempts have been
made to overcome the hydrophilic nature of 5-FU so that it
could be possibly delivered via the transdermal route. Some
of these investigations include (1) incorporation of 5-FU into

w/o microemulsion (ME) systems (5,6), (2) design of pro-
drugs (7,8), and (3) the use of penetration enhancers (9,10).

Topical application of once daily 5-FU cream (0.5%,
Carac®, Sanofi-aventis, USA) may be associated with skin
reactions including redness, dryness, burning, pain, erosion of
the upper layer of skin, and swelling. The irritation may
continue two or more weeks after treatment is over. There-
fore, an attempt has been made in the present work to
develop safer 5-FU w/o emulsions depending on a Surfactant/
Co-Surfactant (S/CoS) mixture of alkyl polyglycosides, lec-
ithin, and ethanol (11).

Alkyl polyglycosides (sugar-based surfactants) emerged as
an important class of natural surfactants that are made from
renewable raw materials such as glucose and fatty alcohols (12).
These nonionic surfactants have outstanding biodegradability
(13), excellent dermatological properties (14,15). They were
used in the design of topical vehicles for hydrocortisone (16) and
other ME systems loaded with ascorbic acid (17) and insulin
(18). As suggested by Rybinski et al. (19), alkyl polyglycoside-
based microemulsions are potential systems that have very low
interfacial tensions and are very largely electrolyte and temper-
ature independent.

Lecithin is an integral part of cell membranes and
thus is considered highly biocompatible. It is widely used
as an emulsifier for food products, cosmetics, and in many
transdermal drug delivery systems like organo-gels (20),
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ME systems (21), liposomes, niosomes (22), and etho-
somes (23).

The current work aims to (1) design 5-FU-loaded w/o
emulsions based on lecithin, ethanol, and a sugar-based
surfactant like coco glucoside (Plantacare® 818 UP; P 818)
or decyl glucoside (Plantacare® 2000 UP; P 2000) (2)
promote an adequate penetration of 5-FU through a model
membrane (newly born mice skin), and (3) explore the
possible irritation potential of the best achieved system in
rats.

MATERIALS AND METHODS

Materials

5-Fluorouracil was purchased from Fluka BioChemika
(Buchs, Switzerland). Plantacare® 818 UP (Coco glucoside)
and Plantacare® 2000 UP (decyl glucoside) were kindly
provided by Henkel (Düsseldorf, Germany). Labrafil®
M1944CS (oleoyl macrogol glycerides) was donated by
Gattefossé (St-Priest, France). Soybean lecithin was obtained
from Sigma Chemicals (St Louis, MO). Disodium hydrogen
phosphate and potassium dihydrogen phosphate were pur-
chased from Merck (Darmstadt, Germany). Methyl alcohol,
ethyl alcohol, absolute ethyl alcohol, sodium chloride, form-
aldehyde, and bromthymol blue were derived from El-Nasr
Pharmaceutical Chemicals Co. (Abu Zaabal, Egypt).

Construction of Pseudo-Ternary Phase Diagrams

Pseudoternary phase diagrams of oil (labrafil®
M1944CS), S/CoS mixtures and water were developed at
room temperature using the water titration method. The S/
CoS mixtures were prepared from lecithin, ethanol, and
either P 818 (series A) or P 2000 (series B) at a ratio of
32.6%:27%:40.4% (w/w), respectively (11,18). Briefly, trans-
parent and homogenous blends with varying ratios of labrafil
and S/CoS mixtures ranging from 9:1 to 1:9 (w/w) were
formed by vortexing (VSM-3 Variable speed vortex mixer,
PRO Scientific Inc., Oxford, England) for 3 min. Each blend
was then titrated with water. Samples were left for equilibra-
tion between each addition of water for 10 min and were
visually observed for phase transparency and flowability. The
concentration of water at which phase transitions occurred
(w/o clear emulsion → one-phase clear gel → two-phase
turbid gel → milky emulsion) was derived from weight

measurements (18). Pseudoternary phase diagrams were
constructed with Tri-plot software (David Graham and
Nicholas Midgley, Loughborough University, Leicestershire,
UK) Ver. 4.1.2.

Preparation of W/O Clear Emulsions Containing 5-FU

Two series of drug-free w/o clear emulsions were
prepared using labrafil® M1944CS, water and S/CoS mixture
1 (series A) or S/CoS mixture 2 (series B) (Table I). Drug-
loaded formulae (1.25 mg/g) were prepared by dissolving an
accurate amount of 5-FU in the developed w/o clear
emulsions with the aid of vortexing. The formulae were
stored at room temperature until further use.

Thermodynamic Stability Studies

The thermodynamic stability of the developed emulsions
was evaluated, on three phases, according to the protocol
designed by Shafiq et al. (24). Initially, the formulae were
subjected to six heat (45°C)–cool (4°C) cycles with storage at
each temperature for 48 h. Then, they were centrifuged at
3,500 rpm for 30 min. Finally, they were allowed to three
freeze (−21°C)–thaw (25°C) cycles with storage at each
temperature for 48 h.

Characterization of the Developed Emulsions

Transmission Electron Microscopy

A drop of each drug-loaded sample was placed on a
copper grid, and the excess was removed with a filter
paper. One drop of 0.1% bromthymol blue solution was
added onto the grid, and the excess was similarly removed.
Finally, the grid was examined under a transmission
electron microscope (Jeol JEM 1230, Tokyo, Japan) at
80 kV.

Droplet Size Determination

The droplet size of each drug-loaded sample was
determined, in triplicate, using Mastersizer S laser diffrac-
tometer (Malvern Instruments, Malvern, Worcestershire,
UK) at 25±0.5°C. The samples were examined using a 300-
mm lens that can measure particles ranging in size from 0.5
to 900 μm. Three replicates were taken for each sample,

Table I. The Composition and Physicochemical Properties of the Investigated W/O Emulsions (Mean ± S.D., n=3)

Formulaea

Composition of w/o emulsions (% w/w)

VMD (μm) Span Viscosity (cP)
Farrow’s constant
(N value) pH

Labrafil®
M1944CS

S/CoS mixture (lecithin: ethanol:
P 818 or P 2000) Water

A3 30 63 (20.54:17.01:25.45) 7 2.97±0.11 2.59±0.09 26.16±1.66 0.94±0.04 8.49±0.05
A4 40 54 (17.60:14.58:21.82) 6 2.78±0.07 2.39±0.06 36.04±2.23 1.05±0.07 8.23±0.08
A5 50 45 (14.67:12.15:18.18) 5 2.50±0.12 2.25±0.03 42.03±4.25 1.16±0.09 7.95±0.04
B3 30 63 (20.54:17.01:25.45) 7 2.43±0.06 1.33±0.07 7.21±1.13 1.15±0.02 7.91±0.07
B4 40 54 (17.60:14.58:21.82) 6 2.17±0.11 1.21±0.07 18.26±2.04 1.11±0.06 7.78±0.08
B5 50 45 (14.67:12.15:18.18) 5 1.81±0.13 1.13±0.04 26.82±2.22 1.10±0.08 7.50±0.03

VMD volume mean diameter
aAll formulae contain 5-FU (1.25 mg/g)
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and polystyrene beads were used as a standard to check
instrument performance. The droplet size of each formula
was described by the volume mean diameter. The poly-
dispersity, a measure of homogeneity, was expressed by the
span (1)

Span ¼ ðDðv90Þ �Dðv10Þ=Dðv50Þ ð1Þ
where, D (v90), D (v50), and D (v10) are the equivalent
volume diameters at 90%, 50%, and 10% cumulative
volumes, respectively (25).

Rheological Measurements

Drug-loaded samples (1 ml) were tested for their
rheological characteristics at 25±0.5°C using Brookfield
viscometer (DV-III Programmable Rheometer, Brookfield
Engineering LABS, Stoughton, MA) fitted with a cone
spindle #52. The measurements were conducted, in triplicate,
at a shear rate ranging from 10 to 300 rpm with 1 min
between each two successive points. Sample flow behavior
was studied according to Eq. (2)

LogS ¼ NLogD� Log� ð2Þ
where D is the shear rate (per second), S is the shear stress
(dyne per square centimeter), η is the viscosity (cP), and N
(Farrow’s constant) is the slope of log S against log D plot.
It denotes deviation from Newtonian flow. When N<1,
dilatant flow is indicated. If N>1, pseudoplastic flow is
assured (26).

pH Determinations

The pH of each drug-loaded sample was determined, in
triplicate, at 25±0.5°C using a bench-top pH meter (Jenway
model 3510, Barloworld Scientific Ltd., Dunmow, UK).

In Vitro 5-FU Skin Permeation Studies

Experiments were run, in triplicate, at 37±0.5°C, using
vertical Franz diffusion cells having an effective permeation
area of 3.14 cm2. The receptor medium (25 mL) was
phosphate-buffered saline (pH 7.4) containing 0.11% (w/v)
formaldehyde as a preservative and was stirred constantly by
a magnetic stirrer (50 rpm).

The drug permeation studies were performed using the
skin of newly born mice (age 6 days or younger) derived from
the Cairo University Labs, Cairo, Egypt. All animals were
treated in accordance with the Association for Assessment
and Accreditation of Laboratory Animal Care international’s
expectations for animal care and use/ethics committees. Mice
skins were obtained after killing the animals by peeling the
skin from the underlying cartilage (27). A preliminary wash
of the skin was done with normal saline, followed by drying
between two filter papers. The skin was used directly in the
study w/o storage. Prior to sample application, the skin was
checked for any damage then carefully mounted onto the
diffusion cell, fastened with a rigid clamp with the stratum
corneum side up and the donor compartment dry and open to
the air, and floated on receiver solution for 24 h for equilibration
and pre-hydration. As described by El Maghraby et al. (28), this

approach was suggested to maintain a transepidermal
hydration gradient. The receptor content was then replaced
by fresh medium. One gram of each drug-loaded formula
(1.25 mg/g) was applied to the skin surface (6). One
milliliter of an aqueous 5-FU solution (1.25 mg/ml) was
used as a control. One-milliliter samples of receptor
medium were removed at appropriate intervals and imme-
diately replaced with fresh medium. Drug concentration
was determined spectrophotometrically (6) (Shimadzu,
model-UV-1601 PC, Japan) at 266 nm, after precipitation
of proteins using acetonitrile. Parallel blank experiments,
using drug-free formulae, were conducted. At the same
time intervals, samples were withdrawn from receptor
medium and were treated as previously described.

Permeation Data Analysis

The cumulative amount of 5-FU permeated through the
skin (micrograms per square centimeter) was plotted as a
function of time (hours) for each formula. Drug flux
(permeation rate) at steady-state (Jss) was calculated from
the slope of the linear portion of the graph (29). The
permeability coefficient (Kp) was calculated from Eq. (3)

KP ¼ JSS=C0 ð3Þ
where, Jss is the drug flux at steady state and C0 is the initial
drug concentration in the donor cell. Finally, the enhance-
ment ratio (Er) was calculated by dividing the Jss of the
respective formulation by the Jss of the control solution (30)

The significance of results was checked statistically (SPSS
statistics program, Release 14.0 for Windows, Chicago, IL) at
P<0.05 applying a one-way ANOVA test. Post hoc multiple
comparisons were carried out using the least square differ-
ence test.

Skin Irritation Studies

The skin irritation studies were conducted on rats to
evaluate the possible irritation potential of the best achieved
o/w emulsion (B5) on the skin. The protocol of the study was
approved by the Research Ethics Committee in the Faculty of
Pharmacy, Cairo University, Egypt. The rats (200–250 g) were
housed in polypropylene cages of suitable size that allow
freedom of movement, six per cage. The cages were kept in a
room under standardized environmental conditions (20±2°C,
35–45% RH) and a constant day / night cycle. These
conditions were checked daily to ensure their safety and
well-being. They received standard laboratory diets and water
ad libitum throughout the study.

Application of Treatments to Rats. The experiments were
conducted according to the scheme designed by Jibry and
Murdan (31). Six male Wistar rats were assigned to each
treatment group as follows: group A received normal saline
solution (negative control), group B received sodium lauryl
sulfate (SLS) solution (5%, w/v; positive control) and group C
received drug-loaded o/w emulsion.

Twenty-four hours prior to the first application, the
animals’ backs were shaved with clippers, their skin was
checked for cuts, and they were allowed to rest overnight. On
the first day of the study, a patch (2 cm2) on their lower backs
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was marked out. Each treatment (10 μL) (6) was carefully
rubbed once (to test single insult challenge) onto the marked
patch on each rat. For the following days of the study (2nd–
5th), the application of each treatment was done twice daily
at 3-h interval (to test repeated insult challenge).

As suggested by Jibry and Murdan (31), all treatment
sites were covered with sterile gauze and secured with
surgical tape to prevent grooming and removal of the
formulation from the skin. At the end of the application time
(1 h), the gauze was taken off and the treated area was gently
wiped with water-soaked gauze to remove any residual
vehicle.

Visual Assessment of Skin Irritation. The application sites
were evaluated for their irritation degree on the first day of
the study directly after the removal of the gauze, 3, 6, 9, and
12 h later by visual scoring using a modified method of Draize
et al. (32). Erythema scores ranging from 0 to 4 were given
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, severe erythema (extreme redness) 4.

Histopathological Assessment of Skin Patches. At the
end of the fifth day, the animals were sacrificed. Skin biopsies
(1 cm2) were taken from all treated patches and were
preserved in 10% formalin solution for 48 h before
processing for histopathological studies. The bodies and the
remains of rats were frozen and transferred to be incinerated
at the Faculty of Veterinary Medicine, Cairo University,
Egypt.

Histopathological specimens were prepared according to
the protocol designed by Banchroft et al. (33). Briefly, serial
dilutions of alcohols (methyl alcohol, ethyl alcohol, and
absolute ethyl alcohol) were used for dehydration. Specimens
were cleared in xylene embedded in paraffin in a hot air oven
(Heraeus, Hanau, Germany) adjusted at 56°C for 24 h.
Paraffin beeswax tissue blocks were prepared for sectioning
at 3–4-μm thickness by a sledge microtome (Leica Micro-
systems SM2400, Cambridge, England). The obtained tissue
sections were collected on glass slides, deparaffinized, stained
by hematoxylin and eosin, and finally examined under a light

microscope (Leica Microsystems DM3000, Cambridge, Eng-
land), and the microphotographs were compared.

RESULTS AND DISCUSSION

Pseudoternary Phase Diagrams

The relationship between the phase behavior of a
mixture and its composition can be investigated with the aid
of a phase diagram (34). In the current study, two pseudoter-
nary phase diagrams of labrafil® M1944CS, water, and S/CoS
mixtures (mix 1; Fig. 1a or mix 2; Fig. 1b) were constructed.
Four distinct zones (A, B, C, and D) could be identified
within each diagram. Fluid and clear emulsions (Zone A)
were developed spontaneously at ambient temperature when
their components were brought into contact. This might be
related to the ability of the investigated S/CoS mixtures to
cause (1) a large reduction in the surface tension of the oil-
water interface and (2) favorable entropic changes. As
suggested by Lawrence and Rees (34), these actions would
provide the negative free energy required for spontaneous
development of emulsions. On the other hand, the develop-
ment of clear transparent systems could be related to the
presence of a cosurfactant (ethanol) which is suggested to
penetrate the surfactant film, lower the fluidity and surface
viscosity of the interfacial film, decrease the radius of
curvature of the droplets, and form transparent systems (35).

A gradual increase in the water content of these systems
leads to the formation of clear one-phase gels (Zone B),
turbid two-phase gels (Zone C), and milky emulsions (Zone
D), respectively. In a parallel line, the conversion of ME
systems to gels was previously reported. It was confirmed, by
polarizing light microscopy, that a lamellar liquid-crystalline
gel region was adjacent to the ME region (18,36).

When 5-FU was incorporated into the developed systems
(1.25 mg/g), no change in the phase behavior of these systems
was observed. This could be related to the high stability of
alkylpolyglucosides towards electrolyte addition (19). The

Fig. 1. Pseudo-ternary phase diagrams of labrafil, Surfactant/Co-Surfactant mixture 1 a or 2 b and water.
Areas (A), (B), (C), and (D) represent clear w/o emulsion, clear one-phase gel, turbid two-phase gel and
milky emulsion regions, respectively. Samples (x) were chosen for further investigations
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phase behavior of both series is very similar despite the use of
two different alkylpolyglucosides; P 818 (series A) or P 2000
(series B). However, the developed w/o clear emulsion zone
in series B is slightly larger than that developed with series A.
This could be an advantage for loading higher amounts of
water soluble drugs, like 5-FU. This might be related to the
ability of S/CoS mix 2 (series B) to cause more increment in
the dispersion entropy, more reduction in the interfacial
tension of oil–water interface, more increment in the inter-
facial area. Consequently, the system free energy would be
decreased to a lower value than that achieved with S/CoS mix
1 (series A) (30,34).

Thermodynamic Stability Studies

The thermodynamic stability of investigated w/o emul-
sions (A3, A4, A5 and B3, B4, B5) was evaluated using heat–
cool cycles, centrifugation, and freeze–thaw cycle stress tests.
All emulsions passed the tests with no signs of phase
separation, creaming, or cracking. This could indicate that
the developed systems have good physical and thermody-
namic stability.

Rybinski et al. (19) reported that the ability of alkyl
polyglycosides to lower the interfacial tension showed a
negligible temperature dependence. As an explanation to
this behavior, Stubenrauch et al. (37) suggested that the
interaction of the sugar unit of alkyl polyglycosides with
water is only slightly influenced by temperature.

Characterization of the Developed Emulsions

Transmission Electron Microscopy

The shape and surface morphology of two representative
samples (formula A5 and formula B5) is illustrated in Fig. 2.
It was observed, in all samples, that the dispersed water
droplets (the internal phase) have almost spherical shape.
The droplet size of the former formula appears to be larger
than that of the latter.

Droplet Size Distribution

The developed systems have a droplet size range of 1.81–
2.97 μm (Table I). Consequently, these systems could be
described as w/o emulsions rather than w/o microemulsions
which usually have a droplet size range of 20–200 nm (38).

The mean droplet size of the investigated o/w emulsions is
directly proportional to their S/CoS mixture content (%, w/w)
and is inversely proportional to their oil content (%, w/w;
Table I). The mean droplet size of formula B5, containing 50%
oil, is the lowest (1.81 μm) while the mean droplet size of
formula A3, containing 30% oil, is the highest (2.97 μm). These
findings are in accordance with those reported by Graf et al. (18)
who found that the droplet size of insulin-loaded (w/o) ME
systems decreased with increasing their oil (isopropyl myristate)
content.

The span value is a measure of polydispersity. It is used
to indicate the uniformity of droplet size within the formula.
The higher the span value, the lower the uniformity of the
droplet size distribution. The mean span values of most
formulae are low; ranging from 1.13 (formula B5) to 2.59

Fig. 2. Transmission electron micrographs, ×3,000, of formula A5 a and, ×6000, formula B5 b

Fig. 3. Rheograms of the investigated w/o emulsions of series A a
and series B b at 25±0.5°C, mean ± S.D., n=3
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(formula A3). The higher span value of the latter formula
could indicate the presence of a greater proportion of larger
droplets.

Rheological Measurements

Viscosity measurements were examined as a function of
shear rate. The viscosity values (cP) of different formulae is
shown in Table I. It is clear that the selected emulsions of
Series B have lower viscosity values than their corresponding
formulae of series A. This might indicate that the former
systems have weaker structures that would enable easier
application to the skin. Within either series, the increase in
viscosity could be directly correlated to the external phase

(oil) content (%, w/w) rather than the S/CoS mixture content
(%, w/w).

The flow behavior of the developed systems is illustrated
in Fig. 3 where the shear rate was plotted against the shear
stress. Systems that show proportionality between shear stress
and shear rate are considered to be Newtonian fluids. Their
viscosities can be obtained from the slopes of the linear plots
of shear stress vs. shear rate (39). Newtonian behavior is
suggested for all the investigated w/o emulsions due to the
linearity of the rheograms (r2 values≥0.99).

To provide a measure of the degree of pseudoplasticity
(deviation from Newtonian flow), Farrow's constant was
determined for each system. The mean calculated “N” values
are very close to 1; ranging from 0.94 (formula A3) to 1.16
(formula A5), indicating Newtonian flow.

pH Determinations

The mean pH values of the developed w/o emulsions
varied from 7.50 (formula B5) to 8.49 (formula A3; Table I).
It is clear that the selected emulsions of Series B have lower
pH values than their corresponding formulae of Series A.
Within either series, it is obvious that higher pH values are
directly correlated to the S/CoS mixture content (%, w/w). As
reported by their manufacturer, alkyl polyglycosides have pH
values ranging from 11.5 to 12. Accordingly, increasing the
content of S/CoS mixture would be expected to cause marked
increases in pH values.

Drug Permeation Studies

The permeation profiles of 5-FU from the investigated
formulae are shown in Fig. 4. For the developed formulae,
the cumulative amount of drug permeated through newly
born mice skin (micrograms per square centimeter) was
plotted as a function of time (hours). The steady-state flux
(Jss) as well as the permeability coefficient (Kp) were
calculated from the linear portion of graph (Table II).

The permeated percentages of 5-FU from the developed
systems through the skin in 24 h were variable; ranging from
28.57% (formula A3) to 56.39% (formula B5). On the other
hand, the permeated percentage of 5-FU from the aqueous
solution was 20.53% only. The difference in the drug perme-
ation patterns could be related to lower ability of the latter to
penetrate skin layers. In fact, the Jss andKp of the aqueous drug
solution (8.31 μg/cm2/h and 6.65 cm/h, respectively) were the
lowest among the investigated formulae.

Fig. 4. In-vitro permeation of 5-FU from an aqueous solution and the
investigated w/o emulsions of series A a and series B b through newly
born mice skin in a Franz diffusion cell at 37±0.5°C, mean ± S.D.,
n=3

Table II. In Vitro Permeation Data of 5-FU from the Investigated Formulae Through Newly Born Mice Skin (Mean ± S.D., n=3)

Formulae
Drug permeated
in 24 h (%)

Cumulative amounts of
drug permeated in 24 h (μg/cm2)

Steady-state flux
(μg/cm2/h)

Enhancement
ratio

Permeability Coefficient
(cm/h)

5-FU solution 20.53±1.11 81.72±10.21 8.31±0.13 – 6.65±0.11
A3 28.57±1.27 113.73±16.24 13.38±0.22 1.60 10.70±0.18
A4 38.22±1.78 152.15±12.18 22.24±0.31 2.67 17.79±0.22
A5 49.28±2.77 196.17±14.66 25.41±0.45 3.05 20.32±0.31
B3 34.14±1.23 135.93±12.19 13.49±0.33 1.62 10.79±0.28
B4 43.89±2.56 174.72±15.87 23.14±0.51 2.78 18.51±0.37
B5 56.39±2.18 224.51±14.33 32.10±0.83 3.86 25.68±0.73
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After 24 h, it was clear that the formulae derived from
series (B) have higher cumulative amounts of drug perme-
ated, higher steady-state flux values, higher enhancement
ratios, and higher permeability coefficients than their corre-
sponding formulae derived from series (A). In either series,
the formulae containing higher percentages of labrafil®
(formulae B5 and A5) shows significantly (P<0.05) higher
transdermal efficiency parameters than other formulae. These
results are in accordance with those reported by Ammar et al.

(40) who developed novel nanoemulsions of dorzolamide
hydrochloride and found that those systems containing higher
contents of triacetin (oil phase) showed significantly (P<0.01)
higher release efficiency percentages. It was suggested that
the increase in oil content, combined with a decrease in
surfactant concentration, might cause an increase in the
thermodynamic activity of the drug which acts as a driving
force for its release (41,42).

Conclusively, formula B5 showed significantly (P<0.05)
higher mean cumulative drug amounts permeated in 24 h
(224.51 μg/cm2), higher mean steady-state flux (32.10 μg/cm2/h),
and higher permeability coefficient (25.68 cm/h) than other
emulsion-based formulae.When compared to the aqueous drug
solution, the enhancement ratio of formula B5 (3.86-folds) was
the highest. Consequently, formula B5 was suggested to be the
most promising system in improving the transdermal efficiency
parameters of 5-FU.

Evaluation of Skin Irritation by the Scoring System

Erythema is caused by increased blood flow in the
dermis. It could be considered as a tool to monitor the
response of that layer to topical preparations. The erythema
scores upon exposure to formula (B5) as well as SLS solution
(5%, w/v) are presented in Fig. 5.

Fig. 5. The mean erythema scores developed in rat skin patches
treated with formula B5 and SLS solution (5%, w/v)

Fig. 6. Micrographs of rat skin patches treated with normal saline solution a, sodium lauryl
sulfate solution (5%, w/v) b1, b2, and b3 and formula B5 c
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The rat skin patches treated with SLS solution suffered
from much higher erythema levels all over the study period
(12 h). Strong, infiltrated erythema with superficial erosions
involving at least 50% of the test area was observed after
6 h and was scored as (3). At the end of 12 h, extensive
erosions involving at least 50% of the test area were
revealed and were scored as (4). In a previous study (31),
the application of SLS solution (5%, w/v) for several days,
as a positive control, caused extensive irritation in the form
of erythema, wrinkling, and fissures on the skin surface of
some mice. Under occlusion conditions, it caused inflamma-
tion, erythema, and significant changes in skin morphology
(43).

On the other hand, formula (B5) was well tolerated by
all rats. As the time progressed (3 h), the erythema level
increased. Moderately intense erythema involving around
30% of the test area was evidenced after 6 h and was
scored as (2). Within 12 h, the erythema diminished and
skin recovery took place. The developed erythema scores,
although minor, could be related to the drug itself rather
than the components of formula (B5). In fact, 5-FU-
associated dermatitis, erythema, pain, and desquamation
of the skin of palms and soles were previously reported
(44).

Histopathological Findings of Rat Skin Biopsies

No histopathological findings were observed in both the
epidermal (basal cell layer, prickle cell layer, spinosum,
lucidium, and cornium) and the dermal layers (connective
tissue containing sebaceous gland and hair follicles) of the
skin biopsies derived from all rats treated with normal saline
solution; group A (Fig.6: a).

On the other hand, histopathological examination of the
skin biopsies derived from two rats belonging to group B,
treated with SLS solution, revealed the occurrence of necrosis
in a focal manner all over the epidermis with raised areas.
However, the necrosis did not involve the basal cell layer
(Fig.6: b1). The skin biopsies derived from the remaining
members of group B revealed that necrosis has extended to
the basal cell layer and was covered externally by thick
keratin layers (Fig.6: b2). In either case, marked focal
inflammatory cells infiltration was observed in the underlying
dermal tissues (Fig.6: b3).

Rats treated with formula B5 showed mild acanthosis in
a focal manner in the prickle cell layer. This was associated
with few inflammatory cells infiltration in the underlying
dermal tissue (Fig.6: c). These findings suggest the safety of
the developed system (formula B5) to rat skin.

CONCLUSIONS

W/o emulsions based on lecithin and alkyl polyglycosides
(Coco glucosides or decyl glucosides) were successfully
developed. Decyl glucoside-based systems (Series B) were
more promising and showed higher cumulative amounts
permeated of 5-FU in 24 h through newly born mice skin,
higher steady state flux values and higher permeability
coefficients than coco glucoside-based systems (series A).
The best achieved formula (B5) was well tolerated by rats
with only moderate skin irritation that was recovered in 12 h

and showed only minor histopathologic changes in shaved rat
skin after treatment for 5 days. Further studies should be
carried out, in the future, to incorporate this promising
emulsion in a suitable lipogel base and evaluate the poten-
tiality of this patient-friendly dosage form in promoting the
transdermal delivery of 5-FU through human skin.

ACKNOWLEDGEMENTS

The authors would like to thank Dr. Adel Bakir (Prof. of
Pathology, Cairo University, Egypt) for his kind help in
preparation and histopathologic examination of rat skin
biopsies.

REFERENCES

1. University of Sciences of Philadelphia (ed): Remington: The
science and practice of pharmacy, 21st edn. Lippincott Williams
& Wilkins, Philadelphia (2005).

2. Saif MW, Choma A, Salamone SJ, Chu E. Pharmacokinetically
guided dose adjustment of 5-fluorouracil: a rational approach to
improving therapeutic outcomes. J Natl Cancer Inst. 2009;101
(22):1543–52.

3. Sweetman S. Martindale: The complete drug reference. 34th ed.
London: The Pharmaceutical Press; 2005. Electronic version.

4. Diasio RB, Harris BE. Clinical pharmacology of 5-fluorouracil.
Clin Pharmacokinet. 1989;16(4):215–37.

5. Liu F, Xiao YY, Ping QN, Yang C. Water in oil microemulsions
for transdermal delivery of fluorouracil. Yao Xue Xue Bao.
2009;44(5):540–7.

6. Gupta RR, Jain SK, Varshney M. AOT water-in-oil micro-
emulsions as a penetration enhancer in transdermal drug
delivery of 5-fluorouracil. Colloids Surf, B. 2005;41:25–32.

7. Robertsand WJ, Sloan KB. Topical delivery of 5-fluorouracil (5-
FU) by 3-alkylcarbonyloxymethyl-5-FU prodrugs. J Pharm Sci.
2003;92:1028–36.

8. Beall HD, Sloan KB. Topical delivery of 5-fluorouracil (5-FU)
by 1, 3-bisalkylcarbonyl-5-FU prodrugs. Int J Pharm. 2002;231
(1): 43–9.

9. Sasaki H, Kojima M, Mori Y, Nakamura J, Shibasaki J.
Enhancing effect of pyrrolidone derivatives on transdermal
penetration of 5-fluorouracil, triamcinolone acetonide, indome-
thacin, and flurbiprofen. J Pharm Sci. 1991;80(6):533–8.

10. Goodman M, Barry BW. Action of penetration enhancers on
human skin as assessed by the permeation of model drugs 5-
fluorouracil and estradiol. I. Infinite dose technique. J Invest
Dermatol. 1988;91(4):323–7.

11. Trotta M, Ugazio E, Peira E, Pulitano C. Influence of ion pairing
on topical delivery of retinoic acid from microemulsions. J
Control Release. 2003;86:315–21.

12. Rybinski WV, Hill K. Alkyl polyglycosides-properties and
applications of a new class of surfactants. Angew Chem Int.
1998;37:1328–45.

13. Garcia MT, Ribosa L, Campos E, Leal JS. Ecological properties
of alkyl glucosides. Chemosphere. 1997;35:545–56.

14. Pezroni I, Galet L, Clausse D. Surface interaction between a
protein monolayer and surfactants and its correlation with skin
irritation by surfactants. J Colloid Interface Sci. 1996;180:285–9.

15. Mehling A, Kleber M, Henson H. Comparative studies on the
ocular and dermal irritation potential of surfactants. Food Chem
Toxicol. 2005;45:747–58.

16. Savic SD, Savic MM, Tamburic S, Vesic SA, Vuleta GM, Müller-
Goymann CC. An alkyl polyglucoside surfactant as a prospective
pharmaceutical excipient for topical formulations: the influence
of oil polarity on the colloidal structure and hydrocortisone in
vitro/in vivo permeation. Eur J Pharm Sci. 2007;30:441–50.

17. Pakpayat N, Nielloud FR, Fortuné C, Peteilh T, Villarreal A,
Grillo I, et al. Formulation of ascorbic acid microemulsions with
alkyl polyglycosides. Eur J Pharm Biopharm. 2009;72:444–52.

8 ElMeshad and Tadros



18. Graf A, Ablinger E, Peters S, Zimmer A, Hook S, Rades T.
Microemulsions containing lecithin and sugar-based surfactants:
Nano-particle templates for delivery of proteins and peptides. Int
J Pharm. 2008;350:351–60.

19. Rybinski WV, Guchkenbiehl B, Tesmann H. Influence of co-
surfactants on microemulsions with alkyl polyglycosides. Colloids
Surf A. 1998;142:333–42.

20. Jadhav KR, Kadam VJ, Pisal SS. Formulation and evaluation of
lecithin organogel for topical delivery of fluconazole. Curr Drug
Deliv. 2009;6(2):174–83.

21. Yuan JS, Ansari M, Samaan M, Acosta EJ. Linker-based lecithin
microemulsions for transdermal delivery of lidocaine. Int J
Pharm. 2008;349(1–2):130–43.

22. Tabbakhian M, Tavakoli N, Jaafari MR, Daneshamouz S.
Enhancement of follicular delivery of finasteride by liposomes
and niosomes 1. In vitro permeation and in vivo deposition
studies using hamster flank and ear models. Int J Pharm.
2006;323(1–2):1–10.

23. Bendas ER, Tadros MI. Enhanced transdermal delivery of
salbutamol sulfate via ethosomes. AAPS PharmSciTech. 2007;8
(4):107.

24. Shafiq S, Shakeel F, Talegaonkar S, Ahmad FJ, Khar RK, Ali M.
Development and bioavailability assessment of ramipril nano-
emulsion formulation. Eur J Pharm Biopharm. 2007;66(2):227–34.

25. Chew NYK, Chan HK. Effect of powder polydispersity on
aerosol generation. J Pharm Sci. 2002;5(2):162–8.

26. Rawlins EA. Rheology. In: Carless JE, editor. Bentley’s textbook
of pharmaceutics. 8th ed. London: Bailliére Tindall; 1977. p. 123–
39.

27. Das MK, Bhattacharya A, Ghosal SK. Effect of different
terpene-containing essential oils on percutaneous absorption of
trazodone hydrochloride through mouse epidermis. Drug Deliv.
2006;3:425–31.

28. El Maghraby GM, Williams AC, Barry BW. Skin delivery of
estradiol from deformable and traditional liposomes: mechanistic
studies. J Pharm Pharmacol. 1999;51:1123–34.

29. Ferreira LAM, Seiller M, Grossiord JL, Marty JP, Wepierre J.
Vehicle influence on in vitro release of glucose: w/o, w/o/w and o/
w systems compared. J Control Release. 1995;33:349–56.

30. Shakeel F, Baboota S, Ahuja A, Ali J, Aqil M, Shafiq S.
Nanoemulsions as vehicles for transdermal delivery of aceclofe-
nac. AAPS PharmSciTech. 2007;8(4):104.

31. Jibry N, Murdan S. In vivo investigation, in mice and in man, into
the irritation potential of novel amphiphilogels being studied as
transdermal drug carriers. Eur J Pharm Biopharm. 2004;58:107–
19.

32. Draize J, Woodard G, Calvery H. Methods for the study of
irritation and toxicity of substances topically applied to skin and
mucous membranes. J Pharmacol Exp Ther. 1944;82:377–90.

33. Banchroft JD, Stevens A, Turner DR. Theory and practice of
histological techniques. 4th ed. New York: Churchil Livingstone;
1996.

34. Lawrence MJ, Rees GD. Microemulsion-based media as novel
drug delivery systems. Adv Drug Deliv Rev. 1995;45:89–121.

35. Tenjarla S. Microemulsions: an overview and pharmaceutical
applications. Crit Rev Ther Drug Carrier Syst. 1999;16:461–521.

36. Kriwet K, Miiller-Goymann CC. Diclofenac release from phos-
pholipid drug systems and permeation through excised human
stratum corneum. Int J Pharm. 1995;125:231–42.

37. Stubenrauch C, Paeplow B, Findenegg GH. Microemulsions
supported by Octyl monoglucoside and geraniol. 1. The role of
the alcohol in the interfacial layer. Langmuir. 1997;13(14):
3652–8.

38. Azeem A, Khan ZI, Aqil M, Ahmad FJ, Khar RK, Talegaonkar
S. Microemulsions as a surrogate carrier for dermal drug
delivery. Drug Dev Ind Pharm. 2009;35(5):525–47.

39. Subramanian N, Ghosal SK, Acharya A, Moulik SP. Formulation
and physicochemical characterization of microemulsion system
using isopropyl myristate, medium-chain glyceride, polysorbate
80 and water. Chem Pharm Bull. 2005;53(12):1530–5.

40. Ammar HO, Salama HA, Ghorab M, Mahmoud AA. Nano-
emulsion as a potential ophthalmic delivery system for
dorzolamide hydrochloride. AAPS PharmSciTech. 2009;10
(3):808–19.

41. Rhee YS, Choi JG, Park ES, Chi SC. Transdermal delivery of
ketoprofen using microemulsions. Int J Pharm. 2001;228:161–
70.

42. Walters KA, Brain KR, Green DM, James VG, Watkinson AC,
Sands RH. Comparison of the transdermal delivery of estradiol
from two gel formulations. Maturitas. 1998;29:189–95.

43. Lee CH, Maibach HI. The sodium lauryl sulphate model: an
overview. Contact Dermat. 1995;33:1–7.

44. Feldman LD, Ajani JA. Fluorouracil-associated dermatitis of the
hands and feet. JAMA. 1985;254(24):3479–85.

9Transdermal Delivery of an Anti-Cancer Drug


	Transdermal...
	Abstract
	INTRODUCTION
	MATERIALS AND METHODS
	Materials
	Construction of Pseudo-Ternary Phase Diagrams
	Preparation of W/O Clear Emulsions Containing 5-FU
	Thermodynamic Stability Studies
	Characterization of the Developed Emulsions
	Transmission Electron Microscopy
	Droplet Size Determination
	Rheological Measurements
	pH Determinations
	In Vitro 5-FU Skin Permeation Studies
	Permeation Data Analysis
	Skin Irritation Studies


	RESULTS AND DISCUSSION
	Pseudoternary Phase Diagrams
	Thermodynamic Stability Studies
	Characterization of the Developed Emulsions
	Transmission Electron Microscopy
	Droplet Size Distribution
	Rheological Measurements
	pH Determinations
	Drug Permeation Studies
	Evaluation of Skin Irritation by the Scoring System
	Histopathological Findings of Rat Skin Biopsies


	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


