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ABSTRACT
Objective: To develop and characterize a topical ophthalmic formulation containing chitosan-dextran sulfate nano particles (CDNs) for enhanced
ocular bioavailability and stability of lutein.
Methods: Lutein-loaded CDNs (LCDNs) were prepared by polyelectrolyte complexation employing oppositely charged polymers, chitosan and
dextran sulfate. Effects of the polymer mass ratios, the total amount of polymers, and the amount of EDC and PEG400 on their physicochemical
properties as well as the drug release profiles were investigated. The physicochemical stability of LCDNs dispersed in various ophthalmic vehicles
and the accompanying microbial contamination were also evaluated.

Results: LCDNs possessed a mean size of ~400 nm with a positive surface charge of+30 mV and entrapment efficiency up to 75%. Dissolution
profiles followed a Higuchi’s square root model, indicating a diffusional release mechanism. LCDNs dispersed in Feldman ophthalmic buffer showed
good physical stability with no microbial contamination. The chemical stability of lutein was significantly improved in LCDNs and further improved
by the addition of antioxidant in the ophthalmic vehicle.
Conclusion: The ophthalmic formulation containing LCDNs, developed in this work, has characteristics suitable for application in ocular surface
drug delivery systems.
Keywords: Chitosan, dextran sulfate, Nanoparticles, Ophthalmic vehicle, Lutein.
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INTRODUCTION
The cornea is the main route for topical ocular drug delivery. It also
blocks ultraviolet radiation (UVA-UVB) from reaching the intraocular
tissues. However, prolonged exposure to UV radiation generates
reactive oxygen species (ROS) in the cornea, and its adnexa can
exacerbate corneal inflammation and cause an adverse impact on
anterior segment disorders including dry eye disease, keratoconus,
and bullous keratopathy [1]. Oxidative stress, which refers to cellular
or molecular damage caused by ROS, is pronounced in age-related
disorders as a direct result of an imbalance between increasing ROS
production and a concomitant decline in antioxidant defenses. Lutein
is a major carotenoid found in the human retina, especially in the
cellular layers and photoreceptor outer segments. Because of its
lipophilicity, lutein partitions into membranes where it plays a crucial
role as an antioxidant, especially against singlet oxygen generated by
blue light. Furthermore, lutein absorbs maximally in the blue region of
the spectrum and directly intercepts blue photons. It also provides
protection against UV and ROS in other ocular structures, especially
the uvea [2]. Thus, delivery of lutein to the cornea or anterior segment
is potentially beneficial to treat oxidative stress associated with
disorders such as Fuchs dystrophy and anterior uveitis [1]. Although,
there are numerous oral preparations containing lutein, impact on
anterior ocular structures seems to be limited [3]. In addition, very few
studies have focused on the specific topical ophthalmic application of
lutein [4]. It is of interest to note also that there are currently no luteineye-drops products available in the market because of its limited
stability. Lutein is a lipophilic molecule which is poorly soluble in
water and notorious for its poor stability in solutions due to its
susceptibility to oxidative degradation by light, heat and oxygen [5].
Thus, a formulation and delivery system which is able to maintain the
reduced form during storage and promotes uptake are necessary for
the clinical applications of this compound.
Following topical application, drug persistence on the cornea surface is
limited (half-life of 2-4 min) because of regular washing with lacrimal

fluid and drainage into the nasolacrimal duct by blink-induced tear
pumping [6]. In order to overcome these major drawbacks, various
nanocarrier systems have been developed to improve ocular
bioavailability [7-10]. We have recently reported on mucoadhesive
chitosan-dextran sulfate nanoparticles (CDNs), a polymeric nanoparticlebased delivery system, which is a potential candidate for ocular drug
delivery because of prolonged corneal residence time and controlled
drug release [8]. CDNs offer many advantages, including mild
preparatory steps without using organic solvents, heat, and vigorous
agitation [8]. The nanoparticles can be prepared by polyelectrolyte
complexation, which can be achieved by merely mixing two oppositely
charged polymers: chitosan (CS) and dextran sulfate (DS). As it has been
highlighted before, CS is an ideal polymeric carrier because it is
biocompatible, biodegradable, nontoxic, bioadhesive, and positively
charged [8, 9]. The latter property is due to its positive charge, which
promotes binding to the negatively charged mucopolysaccharides on the
cornea. CS is soluble in most organic acidic solutions at pH<6.5. DS is also
biocompatible but is negatively charged [11].

Many studies have reported CDN formulations, but those focusing on
topical ocular drug delivery are limited. Thus, in this study, we propose
CDNs as a potential topical ocular delivery carrier for lutein. The main
aim is to develop and characterize topical ophthalmic formulations
containing mucoadhesive CDNs for controlled release and improved
stability of lutein. The preparation of lutein loaded CDNs (LCDNs) under
various conditions have been optimized to study their effect on
physicochemical properties and an in vitro release profile of LCDNs. The
suitable ophthalmic vehicle and stability profile of LCDNs at different
storage temperatures were evaluated. Additionally, the microbial
contamination after storage was determined.
MATERIALS AND METHODS
Materials
Chitosan shrimp (CS; MW 30 kDa with 95% de acetylation) was
obtained from Aqua premier Inc. (Bangkok, Thailand). Dextran sulfate
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(DS, MW 500 kDa) and 1-ethyl-3-(3-dimethylaminopropyl)
carbodiimide hydrochloride (EDC) were purchased from SigmaAldrich Chemie GmbH (Steinheim, Germany). Polyethylene glycol 400
(PEG400) was purchased from Naming trading Co., Ltd (Bangkok,
Thailand). Lutein (95% lutein extracted from marigold flower extract)
was purchased from KEB Biotechnology Co., Ltd. (Beijing, China).
Brain heart infusion agar (BHA) was obtained from Himedia
Laboratories Pvt. Ltd (Mumbai, India). All other chemicals and
reagents used were of analytical grade. Deionized (DI) water was used
for the preparation of solutions and dispersion of nanoparticles.
Preparation of lutein-loaded CDNs (LCDNs)

LCDNs were prepared by the polyelectrolyte complexation
technique [8]. For CS solution (1%, w/v), CS was dissolved in 1.75%
(v/v) acetic acid. Lutein solution is (0.5% w/v) comprised of lutein
dissolved in a mixture of dimethylsulfoxide, ethanol and Tween 80
(49.5:50:0.5, v/v), and then mixed with CS solution. After the lutein
solution was made, a DS solution (1%, w/v in DI water) and EDC
(0.1%, w/v in DI water) were gently added to the CS-lutein solution
with continuous homogenization at ~8000 RPM (Ultra-Turrax®,
T25, IKA, German) at room temperature (RT) for 15 min. Finally, an
aqueous solution of PEG400 was added and mixed. All solutions
were sterilized separately with 0.2 μm membrane filter before
mixing. Experimental parameters such as polymer mass ratio and
total polymer mass, co-crosslinking agent, and stabilizing agent were
varied. Lutein-free CDNs were prepared by the same procedure but
without the addition of the lutein solution. All samples were
prepared in the dark and produced in triplicates.
Characterization of nanoparticles

The mean particle size was measured by dynamic light scattering
(DLS) using a ZetaPALS analyzer (Brookhaven Instruments
Corporation, New York, US) with an aliquot diluted in DI water. The
particle size distribution was reported by a polydispersity index
(PI). Each sample was measured at 25 oC, a detection angle of 90o,
and a wavelength of 659 nm in a 10 mm diameter cell. Each data
point was an average of 10 runs, and data was subjected to
cumulative analysis to obtain an average hydrodynamic diameter
[12]. All experiments were carried out in triplicate.
The surface charge on nanoparticles was measured by phase
analysis of light scattering in the zeta potential (ZP) mode using
ZetaPALS analyzer. Samples were prepared by re-dispersing the
nanoparticles in DI water and measured at 25 oC. ZP was calculated
from the measured electrophoretic mobility using the Smoluchowski
approximation [13]. Each data point represents an average of 10
runs. All experiments were carried out in triplicate.
The entrapment efficiency (EE) of LCDNs was determined as follows:
LCDNs were separated by centrifugation at 18 620 g for 30 min.
Lutein was extracted from the sediment pellets by sonication with
ethanol for 20 s at RT. The lutein in the supernatant obtained after
subsequent centrifugation at 18 620 g for 30 min was analyzed using
a UV-Vis spectrophotometer (446 nm). EE was calculated as
[(Amount of lutein extracted) x 100/(Initial amount of lutein)]. EE
was reported based on the mean of three independent trials.

In vitro dissolution studies

The shake-flask method was employed to evaluate the release
profile of lutein from LCDNs. Since lutein possesses poor aqueous
solubility, normal saline solution (pH 6.5) containing Tween 80 (1%,
v/v) was used as a dissolution medium to provide sink condition. A
known amount of LCDNs, which consists of lutein 25 µg/ml, was
mixed with 10 ml of the dissolution medium and shaken at 100 RPM,
employing a shaker at 34±0.5 °C in the dark. Samples (1 ml) of the
dissolution medium were taken at predetermined time intervals of
0.5, 1, 2, 3, 4, 5 and 6 h. The samples were then centrifuged at 18 620
g for 30 min and the supernatant was assayed for the amount of
lutein released using the UV-Vis spectrophotometer (446 nm). All
dissolution experiments were carried out in triplicate.

The impact of dispersion vehicles on physiochemical properties
of LCDNs

The formulation of LCDN prepared from the mass ratio of CS: DS at
1:0.6 was dispersed in five different vehicles; normal saline solution
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(NSS, 0.9% w/v), Feldman ophthalmic buffer (FOB), chitosan
solution (CS, 0.1% w/v), a mixture of CS in NSS (CN; CS/NSS ratio of
0.14/1) and a mixture of CS in FOB (CF; CS/FOB ratio of 0.14/1).
Benzalkonium chloride (BAC, 0.01% w/v), edetate disodium
tetraacetic acid (EDTA, 0.01% w/v), and sodium metabisulfite (SM,
0.2% w/v) were added in dispersion vehicles as preservatives,
chelating, and antioxidant agents, respectively. All dispersion
vehicles were sterilized by autoclaving at 121 °C and 15 psi for 20
min. A known amount of LCDN, consist of lutein 25 µg/ml, was
mixed with 25 ml of the dispersion vehicles. After storage at 37±0.5
°C for 4 w in dark condition, the physiochemical stabilities of LCDNs
in different vehicles were analyzed. The mean particle size, surface
charge, pH and lutein remaining were monitored at 2-week
intervals. All experiments were carried out in triplicate.
Stability studies

The formulation of LCDN-PE, prepared with the CS: DS mass ratio of
1:0.6, PEG400 0.35% v/v, EDC 1 µg/ml, was dispersed in FOB
solution with and without SM. LCDN-PE, 35 µg/ml of lutein content,
was dispersed in an autoclaved-FOB solution under aseptic
technique. For lutein solution, as a control, the same lutein content
was also prepared with an autoclaved-FOB solution. Then, the
samples were flushed with nitrogen gas and stored at 4 °C and RT in
dark condition. After 6-month storage, the particle size, surface
charge, and lutein remaining in nanoparticles were determined. The
microbial contamination was also assessed by counting colonies
after inoculating the sample onto brain-heart infusion agar (BHA),
which was incubated at 37±0.5 °C for 7 d [14]. All experiments were
carried out in triplicate.
Statistical analysis

The results are expressed as mean±standard deviation (SD). For all
comparisons, statistical significance was tested by Student's t-test or
one-way ANOVA followed by Tukey's post hoc test, and P<0.05 was
considered statistically significant.

RESULTS AND DISCUSSION

Physicochemical properties of nanoparticles
For the application of nanoparticles as topical ophthalmic
administration, the size and surface charge of the particles are key
parameters that influence the safety and efficacy of the formulation.
Particle sizes exceeding 10 μm can scratch the highly innervated
ocular surface during blinking and lead to irritation and patient
discomfort [15, 16]. In addition, increasing resident time on the
ocular surface enhances ocular drug bioavailability; nano-sized
particles offer greater adhesive properties. Furthermore, the
positively charged particles facilitate effective adhesion to the
negatively charged pre-cornea surface via electrostatic interaction
[17]. The following preparation conditions were designed to
optimize these properties.

CS/DS mass ratio: it is roughly equivalent to the charge ratio of CS to
DS, which showed a strong effect on the mean particle size and
surface charge of the nanoparticles, table 1A. As the mass ratio of the
DS increased, the mean particle size decreased, and the positive
surface charge decreased. Nevertheless, when the mass of the DS is
equal and/or higher than the CS, the system showed precipitation
and possessed negative surface charged particles. This was due to an
excess of DS molecules accumulated on the surface of nanoparticles.
The results suggest that the charge ratio and the mass ratio both
play important roles in controlling the size and surface charge of
nanoparticles. In addition, the particle size obtained from DLS was in
agreement with SEM micrographs. The formulation factors showed
no effect on the nanoparticles morphology. As shown in fig. 1, the
nanoparticles observed under SEM showed spherical-shaped
particles regardless of formulation factors.
Polymer content: the total amount of polymers showed a critical
effect on the mean particle size, but did not significantly affect the
surface, as indicated in table 1B. Increasing the total polymer mass
increased the mean particle size from 368 to 1,110 nm. This can be
attributed to the higher viscosity of system compared to
formulations with low polymer concentrations.
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Co-crosslinking by EDC: this was investigated by varying the amount
of EDC while keeping other factors constant, table 1C. The results
showed that the formulation without EDC produced a lower mean
particle size than those formed in its presence. As EDC is thought to
increase the crosslinking density of polymer chains [18], which
results in an increase in the particle size.
Stabilizing agent by PEG400: finally, in contrast to EDC, varying the
amount of PEG400, which was employed as a stabilizing agent, has
only a minor effect on the mean particle size and surface charge,
table 1D.

In addition to particle size and surface charge, the drug entrapment
efficiency was also affected by the processing parameters. An
increase in the polymer mass ratio and total polymer mass resulted
in increasing the lutein entrapment efficiency from 19% to 71%, as
shown in table 1A and B. This is presumably due to a large number
of nanoparticles being formed and greater polymer-drug
interactions, which leads to increased entrapped lutein within the
particles. As well, an increasing amount of PEG400 led to a sharp
increase in entrapment efficiency, which could be observed up to
75%, table 1D. This may be due to increasing interaction between
lutein and PEG400 via hydrogen bonding. However, a decreasing
trend in entrapment efficiency was observed when increasing the
EDC concentration, table 1C. This is probably due to the high
crosslinking density of the polymers increasing the diffusion
resistance of lutein molecules from the polymer matrix to the
medium.

Fig. 1: Scanning electron micrographs of LCDNs prepared with
0.35% v/v PEG400 and the CS: DS mass ratio of1:0.36 (A), and
1:0.6 (B). Scale bar = 1 μm.

Table 1: Physicochemical properties of nanoparticles under various formulation factors
Preparing conditions
A. Mass ratio of CS: DS
(charge ratio+/-)
B. Total amount of polymers
(mg/ml)
C. EDC (µg/ml)

D. PEG400 (%, v/v)

1:0.12 (7.64)
1:0.36 (2.55)
1:0.6 (1.53)
1:1.0 (0.9)
1:1.6 (0.6)
0.6
1.0
1.2
2.0
0
1
3.5
6.5
0
0.25
0.35
1.00

Mean size±SD
(nm)
742±14
600±14
368±8
Precipitated
Precipitated
467±12
368±8
491±11
1,110±14
368±8
464±7
469±7
534±8
434±21
426±7
368±8
551±4

PI±SD
0.28±0.01
0.27±0.01
0.25±0.02
Precipitated
Precipitated
0.25±0.01
0.25±0.02
0.26±0.01
0.26±0.01
0.25±0.02
0.28±0.01
0.27±0.01
0.29±0.01
0.29±0.02
0.25±0.02
0.25±0.02
0.26±0.02

Zeta potential±SD
(mV)
52±4
47±2
44±3
-19±1
-36±2
43±2
44±3
43±6
47±2
44±3
46±6
44±1
43±1
38±4
46±1
44±3
41±3

EE±SD
(%)
19±0
55±9
68±1
Not determined
Not determined
55±2
68±1
66±3
71±6
68±1
56±0
52±1
47±3
44±4
55±2
68±1
75±2

Lutein±SD
(µg/ml)
9±0
27±4
34±1
Not determined
Not determined
27±1
34±2
33±3
35±1
34±1
28±0
26±1
23±2
22±2
28±1
34±1
38±1

DS mass ratio (1:0.6) and PEG400 (0.35% v/v); D:CS:DS mass ratio(1:0.6). PI, poly dispersity index, EE; entrapment efficiency; SD, standard
deviation, n=3, PI, poly dispersity index, EE; entrapment efficiency; SD, standard deviation, n=3.

.

In vitro release of lutein from LCDNs
The in vitro release profiles of all formulations exhibited two release
patterns: an initial burst release phase in the first 30 min followed by a
slower release phase lasting for 6 h, fig. 2. The release profiles
demonstrated that the initial burst release is attributed to the release of
lutein bound to the nanoparticle surface [19, 20]. The slow release phase
may be attributed to the swelling or degradation of the polymer, which
leads to the formation of pores within the polymeric matrix. In order to
investigate the mechanism of lutein release from LCDNs, the cumulative
release profiles were analyzed by the three well-known kinetic models:
zero order, first order, and Higuchi models. Based on the correlation
coefficients (R2), the release profiles of all nanoparticles were best fitted
to Higuchi’s square root model (R2=0.95-0.99). This indicates that lutein
released from LCDNs in the slow release phase occurs via a diffusioncontrolled mechanism from the polymeric matrix.

As shown in fig. 2A and 2B, the mass ratio and the total amount of
polymers showed only a slight effect on drug release, presumably
due to their similarity in size, 368-600 nm. However, the drug
release rate was delayed when the total polymer mass was increased
up to 2 mg/ml, presumably that the total polymer mass of 2 mg/ml
could be increased tortuosity and decreased porosity in the polymer
matrix of particles [21].

Moreover, the particles larger than 1 µm can also be observed in this
condition, thus, the drug release rate may also be partially attributed
to the altered particle size. Based on the results, the formulations
with a particle size smaller than 600 nm have a greater net surface
area, which means that most of the associated drug would be at or
near the particle surface thus leading to more rapid drug release. In
the formulations with a particle size larger than 1 µm, the particles
had a large core which allowed more of the drug to be encapsulated
and to diffuse out slowly.
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In addition to the polymer mass ratio and the total amount of
polymer, the drug release rate was also affected by the amount of
PEG400. As shown in fig. 2D, the drug release rate increased with
increasing amounts of PEG400. The highest drug release rate was
observed in the formulation containing 1% and 0.35% PEG400,
while, the formulation without PEG400 showed the slowest release
rate. In addition, in the formulations with PEG400, there was
significant (P<0.05) difference in percentage drug released
compared to the formulation prepared without PEG400. It could be
postulated from these results that the role of PEG400 is achieved by
two mechanisms. First, PEG400 might interact with lutein by
hydrogen bonding, and some PEG400 might be localized at the
particle surface. Thus, lutein that is adsorbed onto the nanoparticle
surface and entrapped near the surface might be the reason for the
initial burst release with in the first 30 min [20]. Second, PEG400
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might have been inserted inside the polymer matrix. As it is watersoluble, it is easily leached out into the dissolution medium which
leads to pore formation in the polymer matrix which enhances drug
release [22]. Overall, the study demonstrates that the drug release
rate is dependent on the amount of PEG400 in the formulation.

Furthermore, the influence of EDC on the drug release rate was also
studied in detail. Interestingly, the addition of EDC showed a
significant effect on the drug release characteristics compared with
non-EDC, as shown in fig. 2C. As the EDC was added, the drug release
from the nanoparticles slowed down. This confirmed that EDC could
increase the crosslinked density of the polymers as mentioned
earlier. However, as the amount of EDC further increased from 1 to
6.5 µg/ml, no significant change in the drug release rate was
observed indicating that the drug release rate was controlled by the
EDC, but large amounts of EDC are not required.

Fig. 2: In vitro release profiles of lutein from LCDNs under various formulation factors; a polymer mass ratio (A), the total amount of
polymer (B), amount of co-crosslinking agent (C) and amount of stabilizing agent (D). Error bars indicate SD for n = 3
Dispersion vehicles
The use of lutein in the ophthalmic administration is limited due to
its poor aqueous solubility and susceptibility to oxidation. To
overcome this limitation, the colloidal nanoparticles for the
ophthalmic controlled delivery of lutein was developed and
prepared by incorporating lutein into CDNs. We then dispersed the
lutein-loaded CDNs in the ophthalmic vehicles. By these actions, we
demonstrated that the physicochemical properties of the
nanoparticles after the dispersion process are important parameters
to optimize a suitable dispersion vehicle. Ideally, the dispersion
vehicle must maintain the physiochemical properties of nano
particles and also be nonirritating to the eyes. It must be
appropriately formulated so that the suspended particles do not
agglomerate into larger ones upon storage. Additionally, changes in
the pH of the dispersion vehicle can affect the solubility and stability
of drugs [23]. Consequently, it is important to minimize fluctuations
in pH during storage. Thus, to optimize the suitable dispersion
vehicle, the effect of various dispersion vehicles on physicochemical
properties of LCDN was investigated in this study. As an initial step,
the five main different vehicles were employed, namely N (NSS), F
(FOB), C (CS), CN (CS+NSS) and CF (CS+FOB). NSS has been used
commonly to prepare ophthalmic drops [23]; its salt concentration
is similar to tears. CS solution has been reported as a novel vehicle
for enhanced permeation and sustained release of drugs on the
ocular surface [24]. Similar to NSS, FOB is commonly used to
formulate ophthalmic drugs. It has been reported that FOB can also
be used as a buffer with CS solutions for topical administration [25].
In addition, we used a simple formulation of LCDNs that consisted

only of CS+DS+L so that potential interference of PEG400 and EDC
was avoided. The lutein and nanoparticles were stored at 37oC for the
accelerated stability test to avoid the rapid degradation of the lutein
and to save time during the experiment. After the dispersion, the initial
mean size value of the dispersed LCDN was approximately 434 nm and
the surface charge was+38 mV in all ophthalmic vehicles.
After storage at 37 oC for 2 w, all five dispersion vehicles induced
significant aggregation of LCDN followed by precipitation (data not
shown). The positive surface charge was reduced from+38 mV to
approximately +20 mV, as shown in fig. 3A. This information indicates
that even the LCDN had a high zeta potential value above +30 mV,
which should enable good physical stability by electrostatic
repulsion [21]. However, we noticed precipitation occurred during
storage. This indicates that the stability of LCDN based on zeta
potential is not enough. Another mechanism for colloidal
stabilization is based on steric hindrance [21]. This mechanism is the
driving force created by attaching macromolecules to the surface of
the particle. In these situations, formulations of near zero zeta
potential can be stable. Thus, a stabilizing agent should be added to
LCDN formulations to enhance their stability. For this reason, the
formulation LCDN with PEG400 and EDC, LCDN-PE, was prepared to
improve their physical stability and for use instability studies.
Furthermore, after 2 w of storage, the pH of all dispersion vehicles
also tended to be more acidic, changing from 5.3 to 4.8, as shown in
fig. 3B. This is consistent with the results of the chemical stability of
lutein. As shown in fig. 3C, the lutein contents in nanoparticles of all
dispersion vehicles were significantly decreased. However, the
highest lutein remaining, up to 30%, was observed in FOB, while the
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lowest were observed in NC, ~14%. This is consistent with the fact
that FOB is widely used as a buffer in ophthalmic solutions because
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of its ability to maintain the pH level [24]. Therefore, FOB was
employed as ophthalmic vehicles for further investigations.

Fig. 3: The impact of various vehicles on physiochemical properties of LCDNs; surface charge (A), pH of the vehicle (B) and the percentage
of lutein remaining (C).
Error bars indicate SD for n = 3. (P<0.05; **Student's t test and*one-way ANOVA followed by Tukey's post hoc test)
Stability studies
LCDN-PE dispersed in dispersion vehicle, FOB, was used for stability
studies. Since lutein degraded rapidly, SM was incorporated into the
FOB as an antioxidant. The dispersed nanoparticles in FOB, with and
without SM, were stored at 4oC and RT. Following 6 mo of storage,
the results showed that the temperature did not have a significant
effect on the physical properties of LCDN-PE. At both 4 °C and RT,
the particle size and surface charge remained constant at ∼400-500
nm and ∼30-40 mV, respectively (data not shown). The indicators of
success related to the inclusion of PEG400 and EDC in the LCDN-PE
formulation. PEG400 likely attaches to the particle surface and forms
a coating, which creates steric hindrance and prevents particleparticle contact [25]. EDC could act as a hardening agent by creating
high crosslink density leading to a reduction in the degree of
swelling, thereby preventing particle aggregation [26].

In addition to the physical stability of the nanoparticles, the chemical
stability of the lutein is also an important issue. As shown in fig. 4,
the lutein contents in solution form, both in the absence and
presence of SM, decreased to 25% after being stored for 14 d and
further degraded to 6% after 6 mo in all storage conditions. Since
lutein has a long chain of conjugated carbon-carbon double bonds
within its structure, it could be rapidly degraded by oxidation,
especially when stored at high temperatures [5]. As expected, the
colloidal LCDN-PE showed an excellent trend in lutein protection
greater than the solution form (fig. 4). This indicates that the
incorporation of lutein into nanoparticles could protect lutein from
degradation. Especially when stored with SM at 4oC, the lutein
content remaining in LCDN-PE was up to 93% and 76% after 2 and
6-month storage, respectively, fig. 4A. On the other hand, the lutein
content in the LCDN-PE without SM was decreased to 48% and 41%
after 2 and 6-month storage, respectively, fig. 4A. At room
temperature, the lutein content in the LCDN-PE without SM was
degraded rapidly; only 12% was detected after 6-month storage, fig.
4B. Interestingly, the lutein content of the LCDN-PE stored with SM
was up to 86% after 14 d and 66% after 6 mo. These data clearly
indicate that the stability of lutein in LCDN-PE could be further
enhanced by the addition of SM. SM functions as an oxygen scavenger
in order to eliminate dissolved oxygen from water and is used widely
in the pharmaceutical industry to reduce or prevent oxidation [27, 28].
Furthermore, aseptic technique was used in the preparation of the
sterile nanoparticles. Therefore, it is consistent that there was no
microbial growth in BHA over a 7 d period during which it was
checked for possible microbial contamination, as shown in fig. 5.

Fig. 4: Percentage of lutein remaining in lutein solution and
LCND-PE, dispersed in FOB in the absence and presence of
antioxidant, after 6-month storage at 4 °C (A) and RT (B).
Error bars indicate SD for n = 3."

Fig. 5: Optical micrographs of brain-heart infusion agar
inoculated with lutein (A) and LCDN-PE (B), dispersed in FOB
containing an antioxidant, after 7-day incubation
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CONCLUSION
An ophthalmic formulation containing LCDNs for topical delivery of
lutein was successfully developed. The various physicochemical
properties of LCDNs, prepared by polyelectrolyte complexation,
were greatly affected by the four compositional variables; CS: DS
mass ratios, the total amount of polymers, and the concentrations of
PEG400 and EDC. At optimal conditions, nanoparticles showed high
entrapment, ∼68%, and possessed a spherical shape with a positive
charge and mean diameter of ∼400 nm, which is unlikely to cause
tear film impairment and ocular surface damage. Furthermore, this
study demonstrates that the stability of lutein in an ophthalmic
vehicle, FOB, containing LCDNs was significantly improved as
compared to free lutein in the ophthalmic vehicles. The light and
oxygen sensitivity of lutein was strongly reduced by incorporating
lutein into CDNs. In addition, the stability of lutein in FOB containing
LCDNs was further improved by adding sodium metabisulfite into
the vehicle. The release kinetics of lutein from LCDNs could be fitted
with Higuchi’s square root model and showed sustained release for
longer than 6 h. Overall, this ophthalmic formulation containing
LCDNs shows good potential for topical ocular application due to its
mucoadhesives, ability to control drug release, high entrapment
efficiency, and high physicochemical stability as well as being able to
be prepared under mild and solvent-free conditions.
ACKNOWLEDGEMENT

The authors gratefully acknowledge financial support by the
Thailand Research Fund (TRF) for Wanachat Chaiyasan under the
Royal Golden Jubilee Ph. D. Program (Grant No. PHD/0094/2554).
This research was also partially supported by Naresuan University,
the Agricultural Research Development Agency, Thailand, and the
Center of Excellence for Innovation in Chemistry (PERCH-CIC),
Commission on Higher Education, Ministry of Education, Thailand.
We thank Dr. Charles Norman Scholfield for his valuable suggestions
on results and discussion. Also, many thanks to Mr. Roy Morien of
the Naresuan University Language Centre for his editing assistance
and advice on English expression in this document.

9.
10.
11.
12.
13.
14.

15.
16.

17.

18.
19.

CONFLICTS OF INTERESTS

20.

All authors have none to declare

21.

REFERENCES
1.
2.

3.
4.
5.
6.

7.

8.

Cejka C, Cejkova J. Oxidative stress to the cornea, Changes in
corneal optical properties, and advances in the treatment of
corneal oxidative injuries. Oxidative Medicine Cellular Longevity
2015:10. Doi.org/10.1155/2015/591530. [Article in Press]
Koushan K, Rusovici R, Li W, Ferguson LR, Chalam KV. The role
of lutein in eye-related disease. Nutrients 2013;5:1823-39.
Chitchumroonchokchai C, Schwartz SJ, Failla ML. Assessment of
lutein bioavailability from meals and a supplement using
simulated digestion and caco-2 human intestinal cells. J Nutr
2004;134:2280-6.
Liu C-H, Chiu H-C, Wu W-C, Sahoo SL, Hsu C-Y. Novel lutein loaded
lipid nanoparticles on porcine corneal distribution. J Ophthalmol
2014:11. doi.org/10.1155/2014/304694. [Article in Press]
Shi XM, Chen F. Stability of lutein under various storage
conditions. Food/Nahrung 1997;41:38-41.
Kaur IP, Kanwar M. Ocular preparations: the formulation
approach. Drug Dev Ind Pharm 2002;28:473-93.
Cavalli R, Gasco MR, Chetoni P, Burgalassi S, Saettone MF. Solid
lipid nanoparticles (SLN) as an ocular delivery system for
tobramycin. Int J Pharm 2002;238:241-5.
Chaiyasan W, Srinivas SP, Tiyaboonchai W. Mucoadhesive
chitosan-dextran sulfate nanoparticles for sustained drug

22.
23.
24.
25.
26.
27.
28.

Int J Pharm Pharm Sci, Vol 8, Issue 3, 261-266
delivery to the ocular surface. J Ocul Pharmacol Ther
2013;29:200-7.
De Campos A, Diebold Y, Carvalho E, Sánchez A, José Alonso M.
Chitosan nanoparticles as new ocular drug delivery systems: In
vitro stability, in vivo fate, and cellular toxicity. Pharm Res
2004;21:803-10.
Ibrahim MM, Abd-Elgawad A-EH, Soliman OA-E, Jablonski MM.
Natural bioadhesive biodegradable nanoparticles based topical
ophthalmic formulations for sustained celecoxib release: in
vitro study. J Pharm Technol Drug Res 2013;2:7.
Sarmento B, Ribeiro A, Veiga F, Ferreira D. Development and
characterization of new insulin containing polysaccharide
nanoparticles. Colloids Surf B 2006;53:193-202.
Koppel DE. Analysis of macromolecular polydispersity in
intensity correlation spectroscopy: The method of cumulants. J
Chem Physics 1972;57:4814-20.
McNeil-Watson F, Tscharnuter W, Miller J. A new instrument
for the measurement of very small electrophoretic mobilities
using phase analysis light scattering (PALS). Colloids Surf A
1998;140:53-7.
Sharma A, Dhanashree B. Screening of currency in circulation
for bacterial contamination. Curr Sci India 2011;100:822-5.
Gonzalez-Mira E, Egea MA, Garcia ML, Souto EB. Design and
ocular tolerance of flurbiprofen-loaded ultrasound-engineered
NLC. Colloids Surf B 2010;81:412-21.
Zimmer A, Kreuter J. Microspheres, and nanoparticles used in
ocular delivery systems. Adv Drug Delivery Rev 1995;16:61-73.
Tseng CL, Chen KH, Su WY, Lee YH, Wu CC, Lin FH. Cationic
gelatin nanoparticles for drug delivery to the ocular surface: in
vitro and in vivo evaluation. J Nanomater 2013:11.
Doi.org/10.1155/2013/238351. [Article in Press]
Banegas RS, Zornio CF, Borges AdMG, Porto LC, Soldi V.
Preparation, characterization and properties of films obtained
from cross-linked guar gum. Polímeros 2013;23:182-8.
José LA. Key aspects in nanotechnology and drug delivery.
Nanotechnology and Drug Delivery, Vol. 1. CRC Press; 2014. p. 1-27.
Makadia HK, Siegel SJ. Poly lactic-co-glycolic acid (PLGA) as
biodegradable controlled drug delivery carrier. Polymers
2011;3:1377-97.
Reza MS, Quadir MA, Haider SS. Comparative evaluation of
plastic, hydrophobic and hydrophilic polymers as matrices for
controlled-release drug delivery. J Pharm Pharm Sci
2003;6:282-91.
Bin Choy Y, Park JH, Prausnitz MR. Mucoadhesive
microparticles engineered for ophthalmic drug delivery. J Phys
Chem Solids 2008;69:1533-6.
Daya S, Walker RB, Glass BD, Anoopkumar-Dukie S. The effect
of variations in pH and temperature on the stability of
melatonin in aqueous solution. J Pineal Res 2001;31:155-8.
Khangtragool A, Ausayakhun S, Leesawat P, Laokul C, Molloy R.
Chitosan as an ocular drug delivery vehicle for vancomycin. J
Appl Polym Sci 2011;122:3160-7.
Fang C, Bhattarai N, Sun C, Zhang M. Functionalized nanoparticles
with long-term stability in biological media. Small (Weinheim an
der Bergstrasse, Germany) 2009;5:1637-41.
Liu Y, Tourbin M, Lachaize S, Guiraud P. Silica nanoparticle
separation from water by aggregation with AlCl3. Ind Eng
Chem Res 2012;51:1853-63.
Nair B, Elmore AR. Final report on the safety assessment of
sodium sulfite, potassium sulfite, ammonium sulfite, sodium
bisulfite, ammonium bisulfite, sodium metabisulfite and
potassium metabisulfite. Int J Toxicol 2003;22 Suppl 2:63-88.
Mohanty B, Mishra SK, Majumdar DK. Effect of formulation
factors on in vitro trans corneal permeation of voriconazole
from aqueous drops. J Adv Pharm Technol Res 2013;4:210-6.

266

