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Electrospun Drug-Eluting Fibers
for Biomedical Applications

Madalina V. Natu, Herminio C. de Sousa and Maria H. Gil

Abstract Electrospinning is a simple and versatile method to produce fibers using
charged polymer solutions. As drug delivery systems, electrospun fibers are an
excellent choice because of easy drug entrapment, high surface area, morphology
control and biomimetic characteristics. Various-drugs and biomolecules can be
easily encapsulated inside or on fiber surface either during electrospinning or
through post-processing of the fibers. Multicomponent fibers have attracted special
attention because new properties and morphologies can be easily obtained through
the combination of different polymers. The factors that affect the drug release such
as construct geometry and thickness, diameter and porosity, composition, crys-
tallinity, swelling capacity, drug loading, drug state, drug molecular weight, drug
solubility in the release medium, drug—polymer—electrospinning solvent interac-
tions are discussed. Mathematical models of drug release from electrospun fibers
are reviewed and strategies to attain zero-order release and control of burst stage
are considered. Finally, some results concerning release control in bicomponent
fibers composed of poly(e-caprolactone) and Lutrol F127 (poly(oxyethylene-b-
oxypropylene-b-oxyethylene) are presented. The properties of the bicomponent
fibers were studied in order to determine the effect of electrospinning processing
on crystallinity, hydrophilicity and degradation. Acetazolamide and timolol
maleate were loaded in the fibers in different concentrations in order to determine
the effect of drug solubility in polymer, drug state, drug loading and fiber
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composition on morphology, drug distribution and release kinetics. Such elec-
trospun drug eluting fibers can be used as basic elements of various implants and
scaffolds for tissue regeneration.

1 What is Electrospinning?

Electrospinning is a method of producing fibers with diameters ranging from
micrometer to nanometer scale by accelerating a jet of charged polymer solution/
melt in an electric field. Recently, this technology has been expanding due to the
simplicity of the process and the various materials that can be used: Fibers can be
produced from either natural or synthetic polymers. Such fibers have diverse
applications including filtration, catalysis, textiles, composite materials, biomed-
icine (wound dressings, drug delivery, tissue engineering, cosmetics), sensors,
electronic devices, liquid crystals, photovoltaic cells and much more [1, 2].

Usually, the experimental set-up consists of a high voltage power supply
connecting an electrode with needle-like geometry (through which the polymer
solution is ejected) to the collector electrode. The polymer solution is pumped at
the desired flow rate using a syringe pump. A diagram presenting the most
common electrospinning set-up is shown-in Fig. 1.

Recent works suggest that the most important mechanism of electrospinning is
a rapidly whipping/bending fluid jet [3]. The jet instability is produced by the
competition between surface tension and charge repulsion, in which the destabi-
lizing effect of charge repulsion is responsible for the stretching of the fluid jet and
simultaneous decrease in the jet diameter. Surface tension has a stabilizing effect
leading to the cessation of stretching and attaining a limiting terminal jet diameter.
The process can be decomposed into five components: fluid charging, formation of
the cone-jet, thinning of the steady jet, onset and growth of jet instabilities and

Fig. 1 Basic electrospining syringe pump
set-up
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fiber collection [4]. Several process parameters (voltage, nozzle to collector dis-
tance, polymer flow rate, spinning environment) and solution parameters (con-
centration—viscosity, conductivity, surface tension, solvent volatility) can be
manipulated in order to obtain the desired properties of the fibers such as fiber
diameter and morphology. Moreover, the fibers can be collected with a multitude
of collectors producing fiber mats that contain either aligned or unoriented fibers

[5].

2 Electrospun Fibers as Drug Delivery Systems

Electrospun fibers have been shown to function as drug delivery systems because
of high surface area (which enhances mass transfer), similar topography and
porosity to the extracellular matrix making them ideal candidates as active
implants/scaffolds. The easy control of the macrostructure (oriented or arranged
randomly, fiber mat porosity) and the microstructure (individual fiber porosity)
will determine both the bulk physico-chemical properties and the biological
response to the implant/scaffold. Variuos drugs ranging from low molecular agents
to proteins and even cells [6] can be easily encapsulated inside or on the surface of
the fibers depending on the application. Some disadvantages include drug loading
that is limited by the drug solubility in the electrospining solution or burst effect
due to surface deposited drug.

Drug delivery systems can be classified according to different criteria [7, 8].
The most common one is to classify with respect to the rate control mechanism.
These classifications may also be applied to drug-containing polymeric fibers:

e Drug diffusion controlled systems: diffusion can take place either through the
bulk polymer as in bicomponent mixed fibers or through a barrier as in core—
shell fibers

e Solvent diffusion controlled systems: drug release is determined by the rate of
polymer swelling

e Chemically controlled systems: either polymer erosion or enzymatic/hydrolytic
polymer degradation control the drug release rate

e Regulated systems: the application of a magnetic field or another external
stimulus can trigger the release (as in composite fibers containing magnetic
particles)

The active ingredient can be loaded either during electrospinning or during
post-processing of the electrospun fibers. In the former case, the drug is either co-
dissolved with the polymers in the electrospinning solution or the drug is loaded in
particles-that will be co-electrospun with the polymers [9-11]. The later case
includes. various modalities of drug loading: fiber soaking in the drug solution,
drug impregnation using supercritical fluids technology [12], loading in previously
molecular imprinted fibers [13, 14], functionalization of the fiber surface through
grafting copolymerization [15] and subsequent drug/protein binding [16, 17].
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By electrospinning, the drug is usually entrapped as solid particles inside or on
the surface of the fibers. According to the type of solid—solid or polymer—drug
mixture, the drug loaded fibers can be classified as:

e Solid solutions: the drug is dissolved at molecular level in the polymer

e Solid dispersions: the drug is distributed in the polymer as either crystalline or
amorphous aggregates

e Phase-separated systems or reservoir systems: the drug is contained inside the
core of the fiber or encapsulated in particles, that are surrounded by a polymer
shell (as in core—shell constructs or composite fibers, see Sect. 2.1)

2.1 Multicomponent Fibers

Multicomponent fibers have attracted special attention because new properties can
be obtained through the combination of different materials. Synthetic polymers
with good processability and good mechanical properties can be mixed with
natural hydrophilic polymers producing an increase in cellular attachment and
biocompatibility [5]. Unfortunately, sometimes the solvent that is used to dissolve
both polymers can damage the structure of the natural polymer or phase separation
can worsen the mechanical properties. One possible solution is to incorporate
function-regulating biomolecules (DNA, growth factors) in synthetic polymers to
increase bioactivity [17] or to modify the structure of the polymer before elec-
trospinning [18].

Multicomponent fibers can be obtained mainly by two techniques [19, 20] as
shown in Fig. 2: electrospinning of polymers solution in a single-needle config-
uration (if a mixture of polymers is co-dissolved in the electrospinning solution) or
a multi-needle configuration (in which the polymer solutions are separated in
parallel or concentric syringes) and post-treatment of the electrospun fibers (which
can include either coating with other inorganic/polymer layers [16, 21], grafting
[15], crosslinking [22], chemical vapour deposition [23] or functionalization with
other (bio)polymers [17]).

In addition to the combination of physico-chemical properties that arise from
using various components, there can be obtained a variety of fiber morphologies as
presented in Fig. 3 such as core—shell fibers, micro/nanotubes, interpenetrating
phase morphologies (matrix dispersed or co-continuous fibers) [24, 25], nanoscale
morphologies (spheres, rods, micelles, lamellae, vesicle tubules, and cylinders)
obtained ‘by self-assembly of block copolymers [26], multilayers (either with
different composition or different fiber diameter) [27, 28]. Moreover, the fiber
morphology can be further controlled after electrospinning by selective removal of
one component using thermal treatment [29] or dissolution [30].

Many of the fiber constructs are supposed to work as implants/tissue scaffolds
besides functioning as drug delivery devices. Good mechanical properties are
required in order to preserve the structural integrity of the implant. Crosslinking
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130 [31], thermal interfiber bonding (accomplished near the melting temperature of the
131 electrospun polymer and impregnated with a hydrogel that maintains the structure
132 of the scaffold against shrinkage) in order to improve biomechanical properties

Fig. 3 Various fiber constructs types
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[32] or continuous alignment of electrospun beg yarn obtained by self-bundling
electrospinning and further treated by drawing and annealing to improve tensile
strength [33] are just some of the available post-processing techniques.

2.2 Release Control of Drug Loaded Fibers

Fibers can be easily loaded with drug in a similar fashion as multicomponent fibers
(Sect. 2.1), the drug being an extra component. By blend electrospinnning, the
drug or drug vehicle (such as microspheres [9], nanoparticles [10, 11]) is mixed or
phase-separated with the polymer phase and by coaxial electrospinnning, the drug
is contained either in the core or in the shell. The advantage of encapsulating the
drug in the core or in a vehicle is that usually burst release is minimized/avoided
since the drug has longer diffusional paths [11] and the protection of active agents
(such as proteins) that are sensitive to organic solvents can be achieved. Moreover,
it does not require good interaction between the polymer and drug, but it must
show sufficient interfacial compatibility in order-to prevent delamination [34]. In
contrast, for the cases of drugs loaded by blend electrospinning, poor interaction
between the drug and polymer affeey the drug distribution in the polymer matrix
and consequently the release behavior [35, 36]. Incorporation of bioactive agents
that are usually water soluble and can not be dissolved in the same solvent as the
polymer (usually organic solvents) can be performed by emulsion electrospining
[35, 37].

Various post-treatment modalities exist in order to further control the fiber drug
release. These can be grouped in two main categories: physical and chemical. The
first category includes functionalization of electrospun fibers with biomolecules
using coating [16], subcritical carbon dioxide impregnation of electrospun fibers
with which it is possible to load drugs and obtain more sustained release profiles in
comparison to loading through soaking in drug solution [12]. The second category
consists of coating electrospun fiber by chemical vapour deposition in order to
prolong the release and avoid burst effect [23], molecular imprinting of fibers
(either by loading the template molecule [13] or by loading molecularly imprinted
particles [14] inside the fibers during electrospinning) that can selectively rebind
the target molecule (biological receptor molecule) and produce targeted drug
delivery.

Drug delivery systems are intended to deliver well controlled amounts of drug
between the minimum effective level and the toxic level during a predetermined
time interval [7]. Control of burst effect is essential either to avoid toxicity or to
ensure immediate action at the targeted location (as in the case of antibiotics [38]).
These are the reasons why the factors that affect the release rate should be con-
sidered when designing a new fiber drug delivery system:

e Fiber construct geometry (fiber mats or multilayers) and thickness: the drug
deposited in single layers is released faster than from multilayers either because
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the drug layers are intercalated with non-drug layers that function as barrier to
drug release [39] or because the inner layers are not equally exposed to the
release medium [40])

e Fiber diameter and porosity: a thinner or more porous fiber implies a bigger

surface and consequently accelerates the release [41]. However, thicker, but
more porous fibers release drug faster than thinner, less porous fibers [42]

e Fiber composition: the choice of a degradable polymer will allow release control

through a hydrolytic [40] or enzymatic mechanism [36]. Besides, blending
various components leads to modulating release capacity [42] either by
improving fiber wetting properties (using hydrophilic polymers [43, 44]) or
aiding incorporation of drug. In this case, it is possible to avoid burst effect by
blending polymers with amphiphilic copolymers which can be compatible with
both the drug and the initial incompatible polymer [38]

e Fiber crystallinity: initial polymer crystallinity influences the drug release (it

blocks the release of the drug from the crystalline domains due to limited water
uptake). When the release of drug from the amorphous domains or from the fiber
surface is finished, no more drug is released [45]. Moreover, there is an increase
in crystallinity during drug release (the drug works as a plasticizer, the polymer
chains gain more mobilility and as it is leached out, they crystallize), which
decreases the release of residual drug [46]

e Fiber mat swelling: water uptake by fibers or by the (macro)pores created

between fibers will speed up drug release [47] as the dissolution of drug mol-
ecules is the initial step in the release process [48]

e Drug loading: higher loadings will produce faster release ([41, 46, 47, 49, 50]);

on one hand, at high loadings, there is more surface segregated drug that dis-
solves fast and on the other hand, there is an increase in porosity during drug
elution proportional to the initial amount of drug [46, 41]

e Drug state: in general, drug release was shown to be more sustained, when drug

is incorporated in amorphous state [50, 51], than when drug is loaded in crys-
talline state [52]. Moreover, it was shown that, even when the drug is in
amorphous state, the drug release was faster from the solid solution than from
the amorphous dispersion [53]

e Drug molecular weight: drugs with smaller volumes will be released faster since

they diffuse faster through the aqueous pores created by the water uptake in the
fiber [42, 54]

e Drug solubility in the release medium: usually, the higher drug solubility, the

faster the release [42]

e Drug—polymer—solvent interaction: solubility and compatibility of drugs with

the polymer and/or the electrospinning solvent is essential since it ensures
proper drug incorporation inside the fibers and not on the fiber surface [35, 47,
36]. Phase separation between the drug and polymer will produce amorphous or
crystalline drug at the fiber surface leading to faster release [55]. Moreover, the
interaction between drug and the polymer can block the crystallization of the
drug in the fibers, if so desired [53] and can even determine sustained release of
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drugs that are present in crystalline state because of hydrogen bonding to the
polymer [54]

However, in order to predict the outcome of a-drag from fibers, it is important to
consider the interaction among the various factors in such a complex system. We
have already discussed how the drug state controls drug release. However,
sometimes high drug loadings are needed for long term applications. Usually, at
high loads, the drug will crystallize and/or phase-separate from the polymer and
form conglomerates that will produce a heterogeneous distribution of the drug
inside the fibers [35, 56] or deposition on the fiber surface [55]. Thus, in long term
release applications where high amounts of loaded drug are required, a compro-
mise must be found between loading and release rate that change in contrary
directions [57]. Careful consideration should also be paid when selecting best pair
of polymer and drug, although some applications require material properties that
may not match in terms of compatibility the drugs used in the treatment of the
targeted diseases.

2.3 Release Modeling

As summarized in Table 1, a multitude of drug/biomolecules loaded fibers have
already been produced. They have been produced either from polymers (synthetic
and natural) or inorganic compounds. Most of the release mechanisms were
attributed to drug diffusion (as it is'the case for most non-biodegradable, non-
erodible polymers), solvent diffusion (as in the case of natural polymers that are
usually hydrophilic [58]), polymer erosion (as in the case of erodible (bio)poly-
mers [53, 54]), polymer degradation.(as for hydrolytic or enzymatic degradable
polymers) or external triggers (like a magnetic field). In the release system gov-
erned by drug diffusion, one has to consider two cases, one in which the diffusion
takes place through the bulk of polymer (bulk diffusion) or through a membrane/
layer (barrier diffusion, similar to the reservoir devices as in the case of core—shell
fibers, composite fibers or multilayered constructs). There are cases in which
several mass transport mechanisms superpose. However, in most cases, there is
only one that is the “rate-limiting” step. For example, in the case in which dif-
fusion is coupled with chemical reaction (in most cases, hydrolysis), if diffusion is
faster than the chemical reaction, then mass transfer is controlled by the polymer
degradation [59] and when diffusion is not much faster than reaction, then diffu-
sion and degradation superpose [40]. In some systems, the release process is
composed of sequential stages, with each stage being controlled by a different
phenomenon. For example, in the first stage you can have the drug release con-
trolled by the polymer erosion and subsequent diffusion, followed by polymer
degradation control stage [60].

Related to core—shell fibers, we can consider two controlling phenomena: dif-
fusion through the polymer shell (barrier diffusion) or partition of the drug from
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the core to the shell. The diffusion through the shell polymer should not be too
slow, otherwise this diffusion will be rate-limiting step. In this instance, the system
behaves as monolith fibers and not core—shell fibers (reservoir system). Shell
porosity must also be carefully controlled since the drug from the core will be
released through water-filled channels rather than through the barrier/shell. poly-
mer [34]. Composite fibers that contain drug vehicles such as microspheres and
nanoparticles (see Sect. 2.2) are also a type of reservoir system (double barrier
system) in which the drug molecules have to diffuse through longer pathways: the
polymer comprising the vehicle and the “shell” polymer [11].

Drug diffusion (more precisely solid state diffusion) was mentioned earlier as
one of the most common mechanisms of drug release. There are models that
consider diffusion of solutes in polymers insignificant in comparison with diffusion
in water-filled spaces in between polymer chains, so they assume that water uptake
and subsequent solubilization of the drug is an important step in the release process
and it is the solvated molecule that is actually diffusing [61]. This is the
assumption behind biphasic diffusion that includes an initial diffusion phase
through the polymer (either amorphous or semi-crystalline) and a second diffusion
phase through water-filled pores formed in the fiber due to polymer swelling/chain
rearrangement or polymer recrystallization [55, 62].

The power law equation, which was developed considering that the main
mechanism for drug release is drug diffusion through the polymer or solvent
diffusion inside the polymer that produces polymer relaxation/chain rearrangement
(Eq. 1) is the most widely used equation in works concerning drug release:

R — (1)
Ngot

where m;/myy is the fractional release of the drug at time #, a¢ is a constant,

representing the percentage of burst release, k is the kinetic constant and #n is the

release exponent, indicating the mechanism of drug release (which can either be

Fickian drug diffusion or polymer relaxation and an intermediate case combining

the two [63]).

Other models consider different phenomena that control the release such as
desorption due to the fact that under the assumption of diffusion control, 100%
release of the drug is expected, but this was not verified experimentally. In the
desorption model, the release is not controlled by diffusion, but by the desorption
of the drug from fiber pores or from the fiber surface. Thus, only the drug on the
fiber and pore surfaces can be released, whereas the drug from the bulk can only be
released when the polymer starts to degrade. These assumptions are similar to the
theory of mobile agent, that can be released by diffusion and the immobilized
agent, that can be released through degradation [59].

The Eq. 2 is based on a pore model, in which the effective drug diffusion
coefficient, D is considered and not the actual diffusion coefficient in water, D
(with Degr /D < 1) because desorption from the pore is the rate limiting step and
not drug diffusion in water, which is relatively fast.
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where the porosity factor o = myy/(ms + mpo) <1, with my and my being the
initial amount of drug at the fiber surface and the initial amount of drug in the fiber
bulk, respectively; m;, is the drug amount released at time ¢, while the total initial
amount of drug in the fiber is m, = my + mpy and 7, is the characteristic time of
the release process [73].

Various release kinetics exist and the most desirable one is the zero-order
kinetics in which the drug is released at constant rate, independent of e (see
Fig. 4). Usually, zero-order kinetics is achieved for reservoir systems such as
core—shell fibers or composite fibers (see Table 1) in which the drug is properly
encapsulated in the core of the fiber or in other vehicles (micro/nanopartilces).
Burst stage in this kind of system is diminished (or non-existent) because there is
no drug deposited on the surface of the fibers. As the controlling release phe-
nomena is drug partition from one phase to another and not diffusion, there is no
decrease in release rate over time as expected in a diffusion-controlled system (the
release rate depends on the concentration gradient and on the length of diffusion
path; as release proceeds, the concentration gradient decreases and the diffusion
length increases and both contribute to slowing down the release rate).

Other strategies to attain zero-order release include polymer degradation con-
trolled release (either accompanied by erosion or not) because then drug is
released due to polymer chain cleavage [36, 40]. The drug is released either
because the diffusion paths are shortened as degradation takes place (surface
degradation) or because porosity is increased due to the leaching of degradation
products (bulk degradation) [7]. Another strategy to obtain constant release rate is
the use of multilayered constructs [39], in which sequential electrospinning is used
to obtain drug loaded layers surrounded by barrier layers.

Burst effect can be determined by fiber porosity [34], poor drug solublity in
electrospinning solvent [47], poor drug solubility in polymer [36], high drug
solubility in release medium [42], heterogeneous drug distribution [35] or surface

segregated drug [45]. Most of the times, the pelymer-and-drug-seleetion depend on
the properties efthe-implantation-site-that-need-to-be-matehed-by the fiber mat and

Fig. 4 Types of release
kinetics

zero-order

first order

Cumulative release

Time
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the targeted disease. Thus, the burst stage can only be controlled in unicomponent/
monolith fibers by manipulating the process parameters and not by the material
choice. Ensuring a homogeneous drug distribution [49] (usually by encapsulating
drug in amorphous state [50, 46]), low drug loadings [50], or coating the drug
loaded fibers [16] are some simple techniques to diminish burst if so desired.

3 Results

In this chapter we are presenting some results concerning release control
in bicomponent fibers composed of poly(e-caprolactone), PCL and Lutrol F127
(Lu, poly(oxyethylene-b-oxypropylene-b-oxyethylene)), - both semi-crystalline
(co)polymers. The properties of the bicomponent fibers were studied in order to
determine the effect of electrospinning processing on crystallinity, hydrophilicity
and degradation. As both polymers are semi-crystalline, we could test the effect of
such organization on the loading and release of drugs. Acetazolamide and timolol
maleate were loaded in the fibers in different concentrations (below and above the
drug solubility limit in polymers) in order to determine the effect of drug solubility
in polymer, drug state, drug loading and fiber composition on fiber morphology,
drug distribution and release kinetics. A diffusion model and a desorption model
(see Sect. were fit to the release data in order to determine the release
mechanism

3.1 Fiber Mat Degree of Crystallinity, Drug Solubilitity in Polymer
and Drug State

Solid-state drug polymer solubility and miscibility were shown to influence the
drug encapsulation and correlate to drug release [74]. Timolol maleate (experi-
mental water solubility =2.74 mg/ml [75]) and acetazolamide (experimental water
solubility =0.98 mg/ml [76]) were chosen because of different hydrophilic/
hydrophobic character that would allow us to understand how the interactions
between the drug and polymers contribute to drug release. The drug solubility is
expected to influence the loading and the state of the drug in the fibers as a higher
solubility ensures higher loading of drugs in amorphous state. Thus, fibers with
low and high drug loadings were prepared corresponding to drug percentages
below and-above the drug solubility limit, respectively. As a measure of drug—
polymer interaction [77], the drug solubility in polymers was determined by dif-
ferential scanning calorimetry (DSC) method and the obtained results are pre-
sented in Table 2. Acetazolamide had higher solubility than timolol maleate in all
fiber compositions probably because of enhanced interaction with the hydroxyl/
carboxyl groups of the polymers. Furthermore, a tendency of increase in solubility
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Table 2 Degree of crystallinity and drug solubility in polymer(*, no processing)

Sample Loading T,.(°C) Rel. degree of Drug
(%, wiw) crystallinity (%) solubility (%)
Acetazolamide - 271.14 -
Timolol maleate - 205.60 -
PCL 0 60.06 (0.29) 51.37 (0.84) -
25/75 Lu/PCL 0 51.65 (1.37), 50.97 (2.03) -
59.38 (0.20)
50/50 Lu/PCL 0 52.36 (0.67), 54.83 (1.90) -
59.50 (0.17)
Lu* 0 55.57 (0.64) 68.51 (2.12) -
PCL, timolol 0.88 (0.01) 60.28 48.22 (0.86) 448 (1.11)
25/75 Lu/PCL, 0.86 (0.02) 56.22 54.71 5.14 (0.94)
timolol
50/50 Lu/PCL, 0.88 (0.04) 55.48 (0.21), 59.89 (0.24) 6.97 (1.86)
timolol 61.28 (0.26)
PCL, acetazolamide 1.24 (0.28) 59.99 (0.15) 49.76 (2.87) 16.53 (2.1)
25/75 Lu/PCL, 1.55 (0.60) 57.64 (2.98), 55.04 (0.29) 15.94 (4.81)
acetazolamide 58.15 (2.93)
50/50 Lu/PCL, 1.16 (0.20) 54.19 (0.08), 58.94 (0.06) 14.81 (0.8)
acetazolamide 60.20 (0.00)
PCL, timolol 7.60 (0.32) 60.52 45.96 -
25/75 Lu/PCL, 6.99 (0.19) 54.36 (0.61), 52.82 (4.27) -
timolol 60.94 (0.21)
25/75 Lu/PCL, 12.67 (0.35) 53.69 (0.87), 48.15 (4.03) -
acetazolamide 60.93 (0.22)

was noticed when PCL ratio was increased. An opposite trend was observed for
timolol maleate when an increase-in solubility was obtained with decrease in PCL
content. We will discuss in Sect. 3.4 how the solubility affects the drug release.
The polymer degree of crystallinity is known to play an important role in
determining water uptake and drug release. Drug release is faster from amorphous
than from crystalline regions for semi-crystalline polymers because the lamellae
behave as barriers to the diffusion of water and drug [45, 79]. In the case of
amorphous polymers, the drug can act as a plasticizer and as it is leached out, the
mobile polymer chains rearrange themselves and crystallize [46]. The crystallized
matrix becomes microporous [78] and the subsequent drug diffusion takes place
through water-filled pores. The polymers used in this work are semi-crystalline and
the obtained fibers are expected to be semi-crystalline too. DSC analysis confirmed
this hypothesis showing a single or two melting peaks corresponding to the
melting of either PCL or Lu. The relative degree of crystallinity of drug loaded
fibers is presented in Table 2, where it can be seen that the fibers showed similar
degrees of crystallinity regardless the type of loaded drug. The drug appeared to be
in amorphous state in fibers with low drug loadings as proven by the absence of
drug melting peak (images not shown). In fibers with high loadings, part of the
drug was in crystalline form as confirmed by morphological analysis (Sect. 3.2),
while the DSC scans of these sample were not conclusive because the peak
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corresponding to drug melting was masked by fiber degradation process (that starts
at around 250°C).

3.2 Morphological Analysis and Drug Mapping

Morphological differences between samples loaded with the two drugs above or
below the solubility limit were assessed by scanning electron microscopy. (Fig. 5).
In Fig. 5a and b surface images of fibers that contain acetazolamide above solu-
bility limit are shown. As the loaded mass of drug was above the solubility limit in
the polymer, the drug was expected to be in crystalline form as confirmed by the
images where drug crystals were visible outside or inside the fibers. On the other
hand, no crystals were observed in the fibers that contain drug in low loadings
(Fig. 5c) suggesting that the drug was in amorphous state in the fibers in agree-
ment with DSC analysis results (Sect. 3.1).

Electron probe microanalysis was performed in order to assess the drug dis-
tribution inside the fiber mats. The surface mapping of timolol loaded fibers
(Fig. 6b, c) showed relatively homogeneous drug distribution regardless of com-
position, while the surface mapping of acetazolamide fibers (Fig. 6a) indicate the
presence of drug conglomerates probably due to -higher loading. When the drug is
above the solubility limit, it will phase-separate and crystallize [56, 35].

3.3 Water Contact Angle, Swelling Capacity and Mass Loss

Water contact angle is determined by both chemical composition and surface
morphology [80]. The surface roughness of the bretg mat results in air entrapment
between bers, and as such the fiber mats usually present higher contact angle than
films with the same composition [81]. Swelling takes place in two different regions
of porosity (Fig. 7): water diffuses first in the pores between fibers and later in the
fibers themselves.

In a fiber mat there are regions in between the fibers that can be occupied by
water molecules, while in films or compacts these regions have significantly
smaller surface. PCL fibers were highly hydrophobic fg water contact angle of
123.18 (0.98)3y while the bicomponent fibers were highly hydrophilic (25/75 Lu/
PCL had a water contact angle of 18.28 (4.07), while 50/50 Lu/PCL had one of
16.25 (2.16)). These results were surprising since in a previous work films with the
same compositions presented contact angles in the range 50 to 62° [82]. In
bicomponent fibers, the trapped air between the fibers and pores at the fiber surface
is easily. removed by the incoming water molecules because the water soluble
component (Lu) is leaching out. In PCL fibers that showed an increase in water
contact angle from 62 (for films) to 123, probably the hydrophobic nature of
surface chemical groups (PDLLA was shown to enrich its fiber surface with
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Fig. 5 SEM micrographs of various drug load fibers. a, b 25/75 Lu/PCL, acetazolamide, high
load; ¢, d 25/75 Lu/PCL, acetazolamide, low load; e, f PCL, timolol, high load; g, h PCL, timolol,
low load
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Fig. 6 Sulphur mapping of high loading fibers. a 25/75 Lu/PCL, acetazolamide; b PCL, timolol
(reprinted from [57]); ¢ 25/75 Lu/PCL, acetazolamide (reprinted from [57]), (the scale bar
represents a gradient from 0% (pink) to 100% (red) sulphur content

hydrophobic groups [80]) and the trapped air create a barrier to water penetration.
Consequently, PCL fibers absorbed water gradually (see Fig. 8a, while the
bicomponent fibers presented a sudden increase in water content during the first
day (79.0% for 50/50 Lu/PCL and 68.5% for 25/75 Lu/PCL), followed by a
constant value thereafter as Lu content in the fiber was diminished due to
dissolution.

The ‘mass loss plot (Fig. 8b) showed an initial increase in mass loss for
bicomponent fibers (42.5% for 50/50 Lu/PCL and 16.6% for 25/75 Lu/PCL), while
PCL fibers presented insignificant mass loss (0.45%). Mass loss of PCL is
detectable only after the molecular weight reaches a value of 10,000 g/mol [83]

B & W IN PRINT
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and thus the initial high mass loss of the bicomponent fibers can only be attributed
to the dissolution of Lu as the sample with higher Lu content had the highest mass
loss.

The morphology of aged fibers (immersed in' PBS during 3 days) was also
investigated in order to determine the change in fiber structure. In Fig. 9a, it can be
noticed the smooth surface of the fibers, while in Fig. 9e pores were observed that
were formed due to the dissolution and leaching of Lu. A different appearance was
shown by 25/75 Lu/PCL fiber mat (Fig. 9f), where the fibers appeared more
wrinkled in comparison with the initial ones and no pores were visible, probably
because of lower Lu content.

3.4 Drug Release

We previously showed how the fiber morphology and drug deposition were
affected by the drug state in the fibers: when drug was in amorphous state, it was
incorporated inside the fibers, while the drug present in amounts above the solu-
bility limit crystallized inside and on the fiber surface (as shown in Fig. 5b). In
Fig. 10a and b, the cumulative percentage of released acetazolamide and timolol
maleate from fibers with low drug content is presented, while in Fig. 11a, the
released drug for fibers with high loadings is shown. It was noticed that fibers with
high drug loading presented burst release in contrast with low drug content fibers
that 'showed a more sustained release. The former contained drug crystals at the
fiber surface or inside the fibers that were not totally encapsulated and were
instantaneously “released”, suggesting that the predominant mechanism of release
was drug dissolution. On the other hand, in the low loadings fibers, the drug was
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amorphous and dissolved in the fiber, and as such the release was governed by
diffusion.

Drug solubility in polymer as well as drug solubility in solution are important as
they control the partitioning of the drug from the polymer toward the elution
medium [48]. For the same type of fibers, higher percentages of timolol maleate
were released in comparison with acetazolamide tjor example, in the case of PCL
fibers, o = 45.96 (2.92) for timolol and o = 35.14 (1.43) for acetazolamide}, This
can be explained by the combined effect of lower polymer solubility and higher
water solubility of timolol maleate in contrast with acetazolamide that has higher
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Fig. 9 SEM micrographs of a initial 50/50 Lu/PCL (reprinted from [57]), b initial 25/75 Lu/PCL
(reprinted from [57]), ¢ 50/50 Lu/PCL after 2 days, d 25/75 Lu/PCL after 2 days, e 50/50 Lu/PCL
after 3 days (reprinted from [57]), f 25/75 Lu/PCL after 3 days (reprinted from [57])

polymer solubility and lower water solubility. High drug loading and sustained
release were observed for formulations using drugs with higher solubility in the
polymer [74]. The compatibility between drug and polymer is indeed important as
it ensures sustained release when the drug is completely encapsulated and dis-
solved in the fiber [45].

Fiber composition influenced the release kinetics as drug was slowly released
from PCL fibers when compared to bicomponent fibers regardless of the drug type
(lower o and k for PCL fiber with timolol than for 25/75 Lu/PCL and 50/70 Lu/
PCL fibers with timolol, see Table 3). Certainly, as erosion was very fast
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(see Sect..3.3), various pores were created and the drug was released through
water-filled pores much faster than from amorphous and crystalline regions of PCL
fibers that presented lower porosity [34, 55, 62].

A steady state was attained (after approximately 10 days for bicomponent fibers
and after 20 days for PCL fibers) without total release of loaded drug (cumulative
release percentages smaller than 100%). A fraction of the drug was desorbed from
the pores surface and then it diffused through water filled pores, while another
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Table 3 Drug loading and model parameters determined by non-linear regression (*, high drug
loading samples)

Sample Desorption model L’; Power law L%J

o 7 (days) Adj R> a k(day™) “n Adj R?

PCL, timolol 45.96 (2.92) 7.94 (0.03) 0.86 5.08 (3.63) 11.51 (3.23) 0.37 (0.06) - 0.92

25/75 Lu/PCL, 50.41 (2.95) 0.87 (0.76) 0.00 26.93 (2.71) 12.58 (2.72) 0.26 (0.05) 0.90
timolol

50/50 Lu/PCL, 64.60 (2.99) 1.10 (0.40) 0.33 26.34 (3.74) 25.97 (4.09) 0.15 (0.03) 0.90
timolol

PCL, timolol* 87.29 (0.46) 0.02 (6.51) 0.55

25/75 Lu/PCL, 98.55 (0.27) 0.01 (8.66) 0.40
timolol*

PCL, 35.14 (1.43) 4.11 (0.05) 0.92 0.00 (4.76)  17.09 (4.88) 0.24 (0.06) 0.82
acetazolamide

25/75 Lu/PCL, 40.59 (0.62) 0.37 (1.48) 0.96 1.16 (1.66)  36.60 (1.92) 0.03 (0.01) 0.98
acetazolamide

50/50 Lu/PCL, 30.50 (1.16) 0.91 (0.46) 0.54 10.99 (1.06)  14.49 (1.18) 0.12 (0.02) 0.96
acetazolamide

25/75 Lu/PCL, 98.08 (0.24) 0.05 (0.59) 0.99
acetazolamide”

portion of the drug was trapped between crystalline areas [49, 50] (and inacces-
sible to water) and can only be released by polymer degradation (which is
insignificant during the time scale of release experiment) [73, 59]. This was not the
case for the high drug loading fibers where release was almost complete in the time
frame of the experiment. At high loadings, only a small portion of drug was
trapped (approximately 10% in the case of PCL, see Fig. 11a). As drug was in
higher amount, additional regions of porosity were created after drug dissolution
and diffusion besides those created by water uptake and polymer erosion,
increasing surface area and enhancing drug release [46, 41].

The release kinetics and regression analysis results suggested a three stage
release mechanism, with different steps depending on fiber composition. Disso-
lution of the surface deposited drug (this stage triggered burst release) was fol-
lowed by drug desorption and subsequent diffusion through water-filled pores
(created either due to Lu leaching or polymer recrystallization [78]), while the last
stage was controlled by polymer degradation. In bicomponent fibers, the polymer
erosion stage was dominant during the initial part of the drug release and it was
replaced by the above-mentioned three stage mechanism as soon as Lu was lea-
ched out from the fibers.

4 Summary and Conclusion

Electrospinning is a method of obtaining fibers by stretching a polymer droplet
using an electrical field. This technology has being expanding due to its simplicity
and versatility. In the field of drug delivery, electrospun fibers are an excellent
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choice because of easy drug entrapment, high surface area, morphology control
and biomimetic characteristics. Multicomponent berg have attracted special
attention ‘because new properties can be obtained through the combination of
different materials. There are several factors that can be manipulated in order to
control the drug release from electrospun fibers. Fiber construct geometry and
thickness, fiber diameter and porosity, fiber composition, fiber crystallinity, fiber
swelling capacity, drug loading, drug state, drug molecular weight, drug solubility
in the release medium, drug—polymer—electrospinning solvent compatibility are
some of the process variables that can be optimised during method development.
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We presented in this chapter how drug release control can be achieved in
bicomponent fibers through the manipulation of drug solubility in polymer, drug
state and loading. The restraint of burst stage is essential in order to avoid toxicity
at the implantation site and to ensure long-term delivery. Fibers were obtained by
electrospinning of two semi-crystalline (co)polymers, PCL and Lu, and were
loaded with two drugs, acetazolamide and timolol maleate, in concentrations
below and above the drug solubility limit in polymer. Morphological analysis
showed that fibers with high drug loadings (above solubility limit) had drug
crystals inside and outside the fibers, while fibers with low drug content (below
solubility limit) had drug encapsulated in amorphous form.

The high loadings fibers showed higher extent of burst and shorter periods of
release than low drug content fibers, suggesting that loading and drug encapsu-
lation in either crystalline or amorphous form are interrelated and control the
release rate, especially in the burst stage. Thus, in long term release applications
where high amounts of loaded drug are desirable, a compromise must be found in
order to balance the loading and release rate that seem to vary in opposite
directions according to the present study. Timolol maleate was released faster than
acetazolamide in the same type of fibers and similag loadings, indicating that drug
solubility in polymer influenced the partition of drug between polymer and elution
medium. The fiber composition also controlled drug release, since release was
slower from PCL fibers than from bicomponent fibers regardless of the drug type.
By choosing the polymers making up the bicomponent fibers and their ratio, the
magnitude of the various release stages can be controlled, attaining the desired
release kinetics.

Acknowledgments FCT (Fundacdo para a Ciéncia e a Tecnologia) financial support is
acknowledged by Madalina V. Natu (SFRH/BD/30198/2006).

References

1. Fridrikh, S.V., Yu, J.H., Brenner, M.P., Rutledge, G.C.: Controlling the fiber diameter during
electrospinning. Phys. Rev. Lett. doi:10.1103/PhysRevLett.90.144502 (2003)

2. Huang, Z.-M., Zhang, Y.-Z., Kotaki, M., Ramakrishna, S.: A review on polymer nanofibers
by electrospinning and their applications in nanocomposites. Comp. Sci. Tech. (2003). doi:
10.1016/S0266-3538(03)00178-7

3. Hohman, M.M., Shin, M., Rutledge, G., Brenner, M.P.: Electrospinning and electrically
forced jets. I. Stability theory. Phys. Fluids. (2001). doi:10.1063/1.1383791

4. Rutledge, G.C., Fridrikh, S.V.: Formation of fibers by electrospinning. Adv. Drug Deliv. Rev.
(2007). doi:10.1016/j.addr.2007.04.020

5. McClure, M.J., Sell, S.A., Ayres, C.E., Simpson, D.G., Bowlin, G.L.: Electrospinning-aligned
and random polydioxanone-polycaprolactone-silk fibroin-blended scaffolds: geometry for a
vascular matrix. Biomed. Mater. (2009). doi:10.1088/1748-6041/4/5/055010

6. Lopez-Rubio, A., Sanchez, E., Sanz, Y., Lagaron, J.M.: Encapsulation of living bifidobacteria
in ultrathin PVOH electrospun fibers. Biomacromolecules (2009). doi:10.1021/bm900660b

7. Heller, J.: Drug delivery systems. In: Ratner, B.D., Hoffman, A.S., Schoen, F.J., Lemons, J.E.
(eds.) Biomaterials Science: An Introduction to Materials in Medicine, 1st edn. Academic
Press, London (1996)


http://dx.doi.org/10.1103/PhysRevLett.90.144502
http://dx.doi.org/10.1016/S0266-3538(03)00178-7
http://dx.doi.org/10.1063/1.1383791
http://dx.doi.org/10.1016/j.addr.2007.04.020
http://dx.doi.org/10.1088/1748-6041/4/5/055010
http://dx.doi.org/10.1021/bm900660b
mada
Cross-Out

mada
Replacement Text
at similar


Author Proof

560
561
562
563
564
565
566
567
568
569
570
571
572
573
574
575
576
577
578
579
580
581
582
583
584
585
586
587
588
589
590
591
592
593
594
595
596
597
598
599
600
601
602
603
604
605
606
607
608
609
610
611
612
613

g’“ Layout: T1 Standard SC Series ID: MS No.: Vol08Zilberman61Natu
«®s | Chapter No.: 56 Date: 20-1-2011 Page: 26/29

10.

11.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

217.

M. V. Natu et al.

. Cussler, E.L.: Diffusion Mass Transfer in Fluid Systems. Cambridge University Press, New

York (1997)

. Qi, H., Hu, P., Xu, J., Wang, A.: Encapsulation of drug reservoirs in fibers by emulsion

electrospinning: morphology characterization and preliminary release assessment.
Biomacromolecules (2006). doi:10.1021/bm060264z

Liang, D., Luu, Y.K., Kim, K., Hsiao, B.S., Hadjiargyrou, M., Chu B.: In vitro non-viral gene
delivery with nanofibrous scaffolds. Nucl Acids Res. (2005). doi:10.1093/nar/gnil71
Wang, Y., Wang, B., Qiao, W., Yin T.: A novel controlled release drug delivery system for
multiple drugs based on electrospun nanofibers containing nanoparticles. J. Pharm. Sci.
(2010). doi:10.1002/jps.22189

. Ayodeji, O., Graham, E., Kniss, D., Lannutti, J., Tomasko, D.: Carbon dioxide impregnation

of electrospun polycaprolactone fibers. J Sup Fluids. (2007). doi:10.1016/j.supu.2006.09.011
Chronakis, I.S., Milosevic, B., Frenot, A., Ye, L.: Generation of molecular recognition sites
in electrospun polymer nanofibers via molecular imprinting. Macromolecules (2006). doi:
10.1021/ma052091w

Chronakis, I.S., Jakob, A., Hagstrom, B., Ye, L: Encapsulation and selective recognition of
molecularly imprinted theophylline and 17f-estradiol nanoparticles ‘within electrospun
polymer nanofibers. Langmuir (2006). doi:10.1021/1a0613880

Ma, Z., Kotaki, M., Ramakrishna, S.: Surface modified nonwoven polysulphone (PSU) fiber
mesh by electrospinning: a novel affinity membrane. J. Membr. Sci. (2006). doi:
10.1016/j.memsci.2005.07.038

Casper, C.L., Yang, W., Farach-Carson, M.C., Rabolt, J.F.: Coating electrospun collagen and
gelatin  fibers with Perlecan domain 1 for increased growth factor binding.
Biomacromolecules (2007). doi:10.1021/bm061003s

Casper, C.L., Yamaguchi, N., Kiick, K.L., Rabolt, J.F.: Functionalizing electrospun fibers
with  biologically relevant macromolecules. = Biomacromolecules (2005). doi:
10.1021/bm050007¢e

Skotak, M., Leonov, A.P., Larsen, G., Noriega, S., Subramanian, A.: Biocompatible and
biodegradable ultrafine fibrillar scaffold materials for tissue engineering by facile grafting of
L-lactide onto chitosan. Biomacromolecules (2008). doi:10.1021/bm800158c

Sawicka, K.M., Gouma, P.: Electrospun composite nanofibers for functional applications.
J. Nanopart. Res. (2006). doi:10.1007/s11051-005-9026-9

Liang, D., Hsiao, B.S., Chu, B.: Functional electrospun nanofibrous scaffolds for biomedical
applications. Adv. Drug Deliv'.Rev. (2007). doi:10.1016/j.addr.2007.04.021

Lee, J.A., Krogman, K.C., Ma, M., Hill, RM., Hammond, P.T., Rutledge, G.C.: Highly
reactive multilayer-assembled TiO, coating on electrospun polymer nanofibers. Adv. Mater.
(2009). doi:10.1002/adma.200802458

Lee, S.J., Yoo, J.J., Lim, G.J., Atala, A., Stitzel, J.: In vitro evaluation of electrospun
nanofiber scaffolds for vascular graft application. J. Biomed. Mater. Res A. (2007). doi:
10.1002/jbm.a.31287

Zeng, J., Aigner, A:, Czubayko, F., Kissel, T., Wendorft, J.H., Greiner, A: Poly(vinyl alcohol)
nanofibers by electrospinning as a protein delivery system and the retardation of enzyme
release by additional polymer coatings. Biomacromolecules (2005). doi:10.1021/bm0492576
Bogntizki, M., Frese, T., Steinhart, M., Greiner, A., Wendorff, J.H.: Preparation of fibers
With nanoscaled morphologies: electrospinning of polymer blends. Polym. Eng. Sci. (2001).
doi:10.1002/pen.10799

Wei, M.; Kang, B., Sung, C., Mead, J.: Core—sheath structure in electrospun nanofibers from
polymer blends. Macromol. Mater. Eng. (2006). doi:10.1002/mame.200600284

Kalra, V., Kakad, P.A., Mendez, S., Ivannikov, T., Kamperman, M., Joo, Y.L.: Self-
assembled structures in electrospun poly(styrene-block-isoprene) fibers. Macromolecules
(2006). doi:10.1021/ma052643a

Vaz, C.M., van Tuijl, S., Bouten, C.V.C., Baaijens, F.P.T.: Design of scaffolds for blood
vessel tissue engineering using a multi-layering electrospinning technique. Acta Biomater.
(2005). doi:10.1016/j.actbio.2005.06.006


http://dx.doi.org/10.1021/bm060264z
http://dx.doi.org/10.1093/nar/gni171
http://dx.doi.org/10.1002/jps.22189
http://dx.doi.org/10.1016/j.supu.2006.09.011
http://dx.doi.org/10.1021/ma052091w
http://dx.doi.org/10.1021/la0613880
http://dx.doi.org/10.1016/j.memsci.2005.07.038
http://dx.doi.org/10.1021/bm061003s
http://dx.doi.org/10.1021/bm050007e
http://dx.doi.org/10.1021/bm800158c
http://dx.doi.org/10.1007/s11051-005-9026-9
http://dx.doi.org/10.1016/j.addr.2007.04.021
http://dx.doi.org/10.1002/adma.200802458
http://dx.doi.org/10.1002/jbm.a.31287
http://dx.doi.org/10.1021/bm0492576
http://dx.doi.org/10.1002/pen.10799
http://dx.doi.org/10.1002/mame.200600284
http://dx.doi.org/10.1021/ma052643a
http://dx.doi.org/10.1016/j.actbio.2005.06.006

Author Proof

614
615
616
617
618
619
620
621
622
623
624
625
626
627
628
629
630
631
632
633
634
635
636
637
638
639
640
641
642
643
644
645
646
647
648
649
650
651
652
653
654
655
656
657
658
659
660
661
662
663
664
665
666
667

Y“ Layout: T1 Standard SC Series ID: MS No.: Vol08Zilberman61Natu
«®s | Chapter No.: 56 Date: 20-1-2011 Page: 27/29

Electrospun Drug-Eluting Fibers for Biomedical Applications

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

Pham, Q.P., Sharma, U., Mikos, A.G.: Electrospun poly(E-caprolactone) microfiber and
multilayer nanofiber/microfiber scaffolds: characterization of scaffolds and measurement of
cellular infiltration. Biomacromolecules (2006). doi:10.1021/bm060680;j

Hong, C.K., Yang, K.S., Oh, S.H., Ahn, J.-H., Cho, B.-H., Nah, C.: Effect of blend
composition on the morphology development of electrospun fibres based on PAN/PMMA
blends. Polym. Int. (2008). doi:10.1002/pi.2481

You, Y., Youk, J.H., Lee, S.W., Min, B.-M., Lee, S.J., Park, W.H.: Preparation of porous
ultrafine PGA fibers via selective dissolution of electrospun PGA/PLA blend fibers. Mater.
Lett. (2006). doi:10.1016/j.matlet.2005.10.007

Sisson, K., Zhang, C., Farach-Carson, M.C., Chase, D.B., Rabolt, J.F.: Evaluation of cross-
linking methods for electrospun gelatin on cell growth and viability. Biomacromolecules
(2009). doi:10.1021/bm900036s

Lee, S.J.,, Oh, S.H., Liu, J., Soker, S., Atala, A., Yoo, J.J.: The use of thermal treatments to
enhance the mechanical properties of electrospun poly(e-caprolactone) scaffolds.
Biomaterials (2008). doi:10.1016/j.biomaterials.2007.11.024

Wang, X., Zhang, K., Zhu, M., Hsiao, B.S.., Chu, B.: Enhanced mechanical performance of
self-bundled electrospun fiber yarns via post-treatments. Macromol. Rapid Commun. (2008).
doi:10.1002/marc.200700873

Tiwari, S.K., Tzezana, R., Zussman, E., Venkatraman, S.S.: Optimizing partition-controlled
drug release from electrospun core—shell bers. Int. J. Pharm. (2010). doi:10.1016/j.ijpharm.
2010.03.021

Chew, S.Y., Wen, J., Yim, EKK.F., Leong, K.W:: Sustained release of proteins from
electrospun biodegradable fibers. Biomacromolecules (2005). doi: 10.1021/bm0501149
Zeng, J., Yang, L., Liang, Q., Zhang, X., Guan, H., Xu, X., Chen, X., Jin, X.: Influence of the
drug compatibility with polymer solution on the release kinetics of electrospun fiber
formulation. J. Con. Rel. (2005). doi:10.1016/j.jconrel.2005.02.024

Xu, X., Yang, L., Xu, X., Wang, X., Chen, X., Liang, Q., Zeng, J., Jing, X.: Ultrafine
medicated fibers electrospun from W/O emulsions. J. Con. Rel. (2005). doi:10.1016/
j-jeonrel.2005.07.021

Kim, K., Luu, Y.K., Chang, C., Fang, D., Hsiao, B.S., Chu, B., Hadjiargyro, M.:
Incorporation and controlled release of a hydrophilic antibiotic using poly(lactide-co-
glycolide)-based electrospun nanofibrous scaffolds. J. Con. Rel. (2004). doi:10.1016/j.jconrel.
2004.04.009

Okuda, T., Tominaga, K., Kidoaki, S.: Time-programmed dual release formulation by
multilayered  drug-loaded  nanober  meshes. J. Con. Rel. (2009). doi:
10.1016/j.jconrel.2009.12.029

Ranganath, S.H., Wang, C.-H.: Biodegradable microfiber implants delivering paclitaxel for
post-surgical chemotherapy against malignant glioma. Biomaterials (2008). doi:
10.1016/j.biomaterials.2008.04.002

Cui, W, Li, X., Zhu, X., Yu, G., Zhou, S., Weng, J.: Investigation of drug release and matrix
degradation of electrospun poly(p, -lactide) fibers with paracetanol inoculation.
Biomacromolecules (2006). doi:10.1021/bm060057z

Buschle-Diller, G., Cooper, J., Xie, Z., Wu, Y., Waldrup, J., Ren, X.: Release of antibiotics
from electrospun bicomponent fibers. Cellulose (2007). doi:10.1007/s10570-007-9183-3
Nie, H., Soh, B.W., Fu, Y.-.C, Wang, C.-H.: Three-dimensional fibrous PLGA/HAp
composite scaffold for BMP-2 Delivery. Biotech. Bioeng. (2007). doi:10.1002/bit.21517
Maretschek, S., Greiner, A., Kissel, T.: Electrospun biodegradable nanofiber nonwovens for
controlled release of proteins. J. Con. Rel. (2008). doi:10.1016/j.jconrel.2008.01.011
Kenawy, E.-R., Bowlin, G.L., Manseld, K., Layman, J., Simpson, D.G., Sanders, E.H., Wnek,
G.E.: Release of tetracycline hydrochloride from electrospun poly(ethylene-co-vinylacetate),
poly(lactic acid), and a blend. J. Con. Rel. (2002). doi:10.1016/S0168-3659(02)00041-X
Xu, X., Chen, X., Xu, X, Lu, T., Wang, X., Yang, L., Jing, X.: BCNU-loaded PEG-PLLA
ultrafine fibers and their in vitro antitumor activity against glioma C6 cells. J. Con. Rel.
(2006). doi:10.1016/j.jconrel.2006.05.031


http://dx.doi.org/10.1021/bm060680j
http://dx.doi.org/10.1002/pi.2481
http://dx.doi.org/10.1016/j.matlet.2005.10.007
http://dx.doi.org/10.1021/bm900036s
http://dx.doi.org/10.1016/j.biomaterials.2007.11.024
http://dx.doi.org/10.1002/marc.200700873
http://dx.doi.org/10.1016/j.ijpharm.2010.03.021
http://dx.doi.org/10.1016/j.ijpharm.2010.03.021
http://dx.doi.org/doi: 10.1021/bm0501149 
http://dx.doi.org/10.1016/j.jconrel.2005.02.024
http://dx.doi.org/10.1016/j.jconrel.2005.07.021
http://dx.doi.org/10.1016/j.jconrel.2005.07.021
http://dx.doi.org/10.1016/j.jconrel.2004.04.009
http://dx.doi.org/10.1016/j.jconrel.2004.04.009
http://dx.doi.org/10.1016/j.jconrel.2009.12.029
http://dx.doi.org/10.1016/j.biomaterials.2008.04.002
http://dx.doi.org/10.1021/bm060057z
http://dx.doi.org/10.1007/s10570-007-9183-3
http://dx.doi.org/10.1002/bit.21517
http://dx.doi.org/10.1016/j.jconrel.2008.01.011
http://dx.doi.org/10.1016/S0168-3659(02)00041-X
http://dx.doi.org/10.1016/j.jconrel.2006.05.031

Author Proof

668
669
670
671
672
673
674
675
676
677
678
679
680
681
682
683
684
685
686
687
688
689
690
691
692
693
694
695
696
697
698
699
700
701
702
703
704
705
706
707
708
709
710
711
712
713
714
715
716
717
718
719
720

Y“ Layout: T1 Standard SC Series ID: MS No.: Vol08Zilberman61Natu
«®s | Chapter No.: 56 Date: 20-1-2011 Page: 28/29

47.

48.
49.

50.

S1.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

M. V. Natu et al.

Xie, Z., Buschle-Diller, G.: Electrospun Poly(D,L-lactide) fibers for drug delivery: the
influence of cosolvent and the mechanism of drug release. J. Appl. Polym. Sci. (2009). doi:
10.1002/app.31026

Chien Y.W. (1992) Novel Drug Delivery Systems. Marcel Dekker, New York

Luong-Van, E., Grndahl, L., Chua, K.N., Leong, K.W., Nurcombe, V., Cool, S.M.:
Controlled release of heparin from poly(e-caprolactone) electrospun fibers. Biomaterials
(2006). doi:10.1016/j.biomaterials.2005.10.028

Zamani, M., Morshed, M., Varshosaz, J., Jannesari, M.: Controlled release of metronidazole
benzoate from poly(e-caprolactone) electrospun nanobers for periodontal diseases. Eur.
J. Pharm. Biopharm. (2010). doi:10.1016/j.ejpb.2010.02.002

Xie, J., Wang, C.-H.: Electrospun micro- and nanofibers for sustained delivery of paclitaxel
to treat C6 glioma in vitro. Pharm. Res. (2006). doi:10.1007/s11095-006-9036-z

Thakur, R.A., Florek, C.A., Kohn, J., Michniak, B.B.: Electrospun nanobrous polymeric
scaffold with targeted drug release proles for potential application as wound dressing. Int.
J. Pharm. (2008). doi:10.1016/j.ijpharm.2008.07.033

Yu, D.-G., Shen, X.-X., Branford-White, C., White, K., Zhu, L..-M., Annie Blig S.W.: Oral
fast-dissolving drug delivery membranes prepared from electrospun polyvinylpyrrolidone
ultrafine fibers. Nanotechnology, (2009). doi:10.1088/0957-4484/20/5/055104

Taepaiboon, P., Rungsardthong, U., Supaphol, P.: Drug-loaded electrospun mats of
poly(vinyl alcohol) fibres and their release characteristics of four model drugs.
Nanotechnology (2006). doi:10.1088/0957-4484/17/9/041

Verreck, G., Chun, 1., Rosenblatt, J., Peeters, J., Van Dijck, A., Mensch, J., Noppe, M.,
Brewste, M.E.: Incorporation of drugs in an amorphous state into electrospun nanofibers
composed of a water-insoluble, nonbiodegradable polymer. J. Con. Rel. (2003). doi:
10.1016/S0168-3659(03)00342-0

Huang, Z.-M., He, C.-L., Yang, A., Zhang, Y., Han, X.-J., Yin, J., Q.-W Encapsulating drugs
in biodegradable ultrafine fibers through co-axial electrospinning. J. Biomed. Mater. Res.
(2005). A. doi:10.1002/jbm.a.30564

Natu, M.V., de Sousa, H.C., Gil, M.H.: Effects of drug solubility, state and loading on
controlled release in bicomponent electrospun fibers. Int. J. Pharm. (2010). doi:
10.1016/j.ijpharm.2010.06.045

Sikareepaisan, P., Suksamrarn, A.; Supaphol, P.: Electrospun gelatin fiber mats containing a
herbal—Centella  asiatica—extract -and release characteristic ~of asiaticoside.
Nanotechnology, (2008). doi:10.1088/0957-4484/19/01/015102

Tzafriri, A.R.: Mathematical modeling of diffusion-mediated release from bulk degrading
matrices. J. Con. Rel. (2000). doi:10.1016/S0168-3659(99)00174-1

Kim, T.G., Lee, D.S., Park, T.G.: Controlled protein release from electrospun biodegradable
fiber mesh composed of poly(e-caprolactone) and poly(ethylene oxide). Int. J. Pharm. (2007).
doi:10.1016/j.ijpharm.2007.01.040

Perale, G., Arosio, P., Moscatelli, D., Barri, V., Mller, M., Maccagnan, S., Masi, M.: A new
model of resorbable device degradation and drug release: transient 1-dimension diffusional
model. J. Con. Rel. (2009). doi:10.1016/j.jconrel.2009.02.014

Zong, X., Ran, Sh., Kim, K.-S., Fang, D., Hsiao, B.S., Chu B.: Structure and morphology
changes during in vitro degradation of electrospun poly(glycolide-co-lactide) nanofiber
membrane. Biomacromolecules (2003). doi:10.1021/bm0257170

Peppas, N.A., Brannon-Peppas, L.. Water diffusion and sorption in amorphous
macromolecular systems and foods. J. Food Eng. (1994). doi:10.1016/0260-8774(94)
90030-2

Zeng,J., Xu, X., Chen, X., Liang, Q., Bian, X., Yang, L., Jin, X.: Biodegradable electrospun
fibers for drug delivery. J. Con. Rel. (2003). doi:10.1016/S0168-3659(03)00372-9

Qi, M., Li, X, Yang, Y., Zhou, S.: Electrospun fibers of acid-labile biodegradable polymers
containing ortho ester groups for controlled release of paracetamol. Eur. J. Pharm. Biopharm.
(2008). doi:10.1016/j.ejpb.2008.05.003



http://dx.doi.org/10.1002/app.31026
http://dx.doi.org/10.1016/j.biomaterials.2005.10.028
http://dx.doi.org/10.1016/j.ejpb.2010.02.002
http://dx.doi.org/10.1007/s11095-006-9036-z
http://dx.doi.org/10.1016/j.ijpharm.2008.07.033
http://dx.doi.org/10.1088/0957-4484/20/5/055104
http://dx.doi.org/10.1088/0957-4484/17/9/041
http://dx.doi.org/10.1016/S0168-3659(03)00342-0
http://dx.doi.org/10.1002/jbm.a.30564
http://dx.doi.org/10.1016/j.ijpharm.2010.06.045
http://dx.doi.org/10.1088/0957-4484/19/01/015102
http://dx.doi.org/10.1016/S0168-3659(99)00174-1
http://dx.doi.org/10.1016/j.ijpharm.2007.01.040
http://dx.doi.org/10.1016/j.jconrel.2009.02.014
http://dx.doi.org/10.1021/bm025717o
http://dx.doi.org/10.1016/0260-8774(94)90030-2
http://dx.doi.org/10.1016/0260-8774(94)90030-2
http://dx.doi.org/10.1016/S0168-3659(03)00372-9
http://dx.doi.org/10.1016/j.ejpb.2008.05.003

Author Proof

721
722
723
724
725
726
727
728
729
730
731
732
733
734
735
736
737
738
739
740
741
742
743
744
745
746
747
748
749
750
751
752
753
754
755
756
757
758
759
760
761
762
763
764
765
766
767
768
769
770

Y“ Layout: T1 Standard SC Series ID: MS No.: Vol08Zilberman61Natu
«®s | Chapter No.: 56 Date: 20-1-2011 Page: 29/29

Electrospun Drug-Eluting Fibers for Biomedical Applications

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

71.

78.

79.

80.

81.

82.

83.

Taepaiboon, P., Rungsardthong, U., Supaphol, P.: Vitamin-loaded electrospun cellulose
acetate nanober mats as transdermal and dermal therapeutic agents of vitamin A acid and
vitamin E. Eur. J. Pharm. Biopharm. (2007). doi:10.1016/.ejpb.2007.03.018

Suwantong, O., Opanasopit, P., Ruktanonchai, U., Supaphol, P.: Electrospun cellulose acetate
ber mats containing curcumin and release characteristic of the herbal substance. Polymer
(2007). doi:10.1016/j.polymer.2007.11.019

Verreck, G., Chun, I., Peeters, J., Rosenblatt, J., Brewste, M.E.: Preparation and
characterization of nanofibers containing amorphous drug dispersions generated by
electrostatic spinning. Pharm. Res. (2003) doi:10.1023/A:1023450006281

Kenawy, E.-R., Abdel-Hay, F.I., El-Newehy, M.H., Wnek, G.E.: Processing of polymer
nanobers through electrospinning as drug delivery systems. Mater. Chem. Phys. (2009). doi:
10.1016/j.matchemphys.2008.07.081

Jiang, H., Hu, Y., Li, Y., Zhao, P., Zhu, K., Che, W.: A facile technique to prepare
biodegradable coaxial electrospun nanofibers for controlled release of bioactive agents.
J. Con. Rel. (2005). doi:10.1016/j.jconrel.2005.08.006

Tammaro, L., Russo, G., Vittoria, V.: Encapsulation of diclofenac molecules into Poly(e-
caprolactone) electrospun fibers for delivery protection. J. Nanomater. (2009). doi:
10.1155/2009/238206

Abidian, M.R., Kim, D.-H., Martin, D.C.: Conducting-polymer nanotubes for controlled drug
release. Adv. Mater. (2006). doi:10.1002/adma.200501726

Srikar, R., Yarin, A.L., Megaridis, C.M., Bazilevsky, A.V., Kelley, E.: Desorption-limited
mechanism of release from polymer nanofibers. Langmuir. (2008). doi:10.1021/1a702449k
Panyam, J., Williams, D., Dash, A., Leslie-Pelecky, D., Labhasetwar, V.: Solid-state
solubility influences encapsulation and release of hydrophobic drugs from PLGA/PLA
nanoparticles. J. Pharm. Sci. (2004). doi:10.1002/jps.20094

Drug card for timolol (DBO00373), DrugBank ~database. http://www.drugbank.ca/
drugs/DB00373. Cited 27 May 2010

Drug card for acetazolamide (DB00819), DrugBank database. http://www.drugbank.ca/
drugs/DB00819. Cited 27 May 2010.

Marsac, P.J., Li, T., Taylor L.S.: Estimation of drug—polymer miscibility and solubility in
amorphous solid dispersions using experimentally determined interaction parameters. Pharm.
Res. (2009). doi:10.1007/s11095-008-9721-1

Miyajima, M., Koshika, A., Okada, J., lkeda, M., Nishimura, K.: Effect of polymer
crystallinity on papaverine release from poly(L-lactic acid) matrix. J. Con. Rel. (1997). doi:
10.1016/S0168-3659(97)00081-3

Jeong, J.-C., Lee, J., Cho, K.: Effects of crystalline microstructure on drug release behavior of
poly(e-caprolactone) microspheres. J. Con. Rel. (2003). doi:10.1016/S0168-3659(03)00367-5
Cui, W., Li, X., Zhou; S., Weng, J.: Degradation patterns and surface wettability of
electrospun brous mats. Polym. Degrad. Stab. (2008). doi:10.1016/j.polymdegradstab.
2007.12.002

Kang, M., Jung, R.; Kim, H.-S., Jin, H.-J.: Preparation of superhydrophobic polystyrene
membranes by electrospinning. Colloids Surf. A Physicochem. Eng. Asp. (2008). doi:
10.1016/j.colsurfa.2007.04.122

Natu, M.V.; Gil, MH., de Sousa, H.C.: Supercritical solvent impregnation of poly(e-
caprolactone)/poly(oxyethylene-b-oxypropylene-b-oxyethylene) and poly(e-caprolactone)/
poly(ethylene-vinyl acetate) blends for controlled release applications. J. Sup. Fluids
(2008). doi:10.1016/j.supflu.2008.05.006

Hglund, A, Hakkarainen, M., Albertsson, A.-C.: Degradation profile of poly(e-caprolactone)-
the influence of macroscopic and macromolecular biomaterial Design. J. Macromol. Sci. A.
doi:10.1080/10601320701424487 (2007)


http://dx.doi.org/10.1016/j.ejpb.2007.03.018
http://dx.doi.org/10.1016/j.polymer.2007.11.019
http://dx.doi.org/10.1023/A:1023450006281
http://dx.doi.org/10.1016/j.matchemphys.2008.07.081
http://dx.doi.org/10.1016/j.jconrel.2005.08.006
http://dx.doi.org/10.1155/2009/238206
http://dx.doi.org/10.1002/adma.200501726
http://dx.doi.org/10.1021/la702449k
http://dx.doi.org/10.1002/jps.20094
http://www.drugbank.ca/drugs/DB00373
http://www.drugbank.ca/drugs/DB00373
http://www.drugbank.ca/drugs/DB00819
http://www.drugbank.ca/drugs/DB00819
http://dx.doi.org/10.1007/s11095-008-9721-1
http://dx.doi.org/10.1016/S0168-3659(97)00081-3
http://dx.doi.org/10.1016/S0168-3659(03)00367-5
http://dx.doi.org/10.1016/j.polymdegradstab.2007.12.002
http://dx.doi.org/10.1016/j.polymdegradstab.2007.12.002
http://dx.doi.org/10.1016/j.colsurfa.2007.04.122
http://dx.doi.org/10.1016/j.supflu.2008.05.006
http://dx.doi.org/10.1080/10601320701424487

Book: 8415
Chapter: 56

&) Springer

Author Query Form

Please ensure you fill out your response to the
queries raised below and return this form along
with your corrections

Dear Author

During the process of typesetting your chapter, the following
queries have arisen. Please check your typeset proof
carefully against the queries listed below and mark the
necessary changes either directly on the proof/online grid or
in the ‘Author’s response’ area provided below

Query

Details required

Author’s response

As per the information
provided by the publisher,
this chapter does not have
colour figures in the print
version. Hence, consider
rephrasing the caption of
Fig. 6.

=

Please provide high-

resolution figure for Fig. 6.



mada
Sticky Note
The editor told us that it is possible to have some figures printed in colour in the printed version of the book. We replied by saying that we would like to have Fig. 6 printed in colour.

mada
Sticky Note
I do not have higher resolution images for Fig.6. I will contact the technician of the equipment to see if it is possible to obtain higher resolution images.


MARKED PROOF

Please correct and return this set

Please use the proof correction marks shown below for all alterations and corrections. If you
wish to return your proof by fax you should ensure that all amendments are written clearly

in dark ink and are made well within the page margins.

Instruction to printer Textual mark Marginal mark
Leave unchanged - under matter to remain
Insert in text the matter i New matter followed by

indicated in the margin
Delete

Substitute character or
substitute part of one or
more word(s)

Change to italics

Change to capitals

Change to small capitals
Change to bold type

Change to bold italic
Change to lower case
Change italic to upright type

Change bold to non-bold type

Insert ‘superior’ character

Insert ‘inferior’ character

Insert full stop
Insert comma

Insert single quotation marks

Insert double quotation marks

Insert hyphen

Start new paragraph
No new paragraph
Transpose

Close up

Insert or substitute space
between characters or words

Reduce space between
characters or words

[ through single character, rule or underline
or
- through all characters to be deleted

[ through letter or
———- through characters

— under matter to be changed
under matter to be changed
under matter to be changed
under matter to be changed

N

under matter to be changed
Encircle matter to be changed
(As above)

(As above)

[ through character or
A where required

(As above)

(As above)
(As above)

(As above)

(As above)

(As above)
I
—
L

linking”  “characters
N

[ through character or
A where required

between characters or
words affected

A or k®

of or S

new character / or

new characters /

+EHLE T

Y or Y

under character
e.g.\;’ or \Z

A

over character
e.g. /2(





<<
  /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
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /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 /OK
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /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

  /CreateJDFFile false
  /Description <<


    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200036002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200036002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>



    /HUN <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 6.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200036002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 6.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>


    /SKY <>

    /SUO <>
    /SVE <>
    /TUR <>

    /ENU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200039002000280039002e0033002e00310029002e000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice




