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Research Article

Polyvinyl Alcohol/Chitosan Single-Layered and Polyvinyl Alcohol/Chitosan/
Eudragit RL100 Multi-layered Electrospun Nanofibers as an Ocular Matrix
for the Controlled Release of Ofloxacin: an In Vitro and In Vivo Evaluation

Shahla Mirzaeei,1,2,5 Shiva Taghe,1,2 Kofi Asare-Addo,3 and Ali Nokhodchi4,5
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Abstract. A novel nanofiber insert was prepared with a modified electrospinning method
to enhance the ocular residence time of ofloxacin (OFX) and to provide a sustained release
pattern by covering hydrophilic polymers, chitosan/polyvinyl alcohol (CS/PVA) nanofibers,
with a hydrophobic polymer, Eudragit RL100 in layers, and by glutaraldehyde (GA) cross-
linking of CS-PVA nanofibers for the treatment of infectious conjunctivitis. The morphology
of the prepared nanofibers was studied using scanning electron microscopy (SEM). The
average fiber diameter was found to be 123 ± 23 nm for the single electrospun nanofiber with
no cross-linking (OFX-O). The single nanofibers, cross-linked for 10 h with GA (OFX-OG),
had an average fiber diameter of 159 ± 30 nm. The amount of OFX released from the
nanofibers was measured in vitro and in vivo using UV spectroscopy and microbial assay
methods against Staphylococcus aureus, respectively. The antimicrobial efficiency of OFX
formulated in cross-linked and non-cross-linked nanofibers was affirmed by observing the
inhibition zones of Staphylococcus aureus and Escherichia coli. In vivo studies using the OFX
nanofibrous inserts on a rabbit eye confirmed a sustained release pattern for up to 96 h. It
was found that the cross-linking of the nanofibers by GAvapor could reduce the burst release
of OFX from OFX-loaded CS/PVA in one layer and multi-layered nanofibers. In vivo results
showed that the AUC0–96 for the nanofibers was 9–20-folds higher compared to the OFX
solution. This study thus demonstrates the potential of the nanofiber technology is being
utilized to sustained drug release in ocular drug delivery systems.

KEY WORDS: chitosan; Eudragit RL100; nanofiber; ocular drug delivery; sustained release insert.

INTRODUCTION

Bacterial conjunctivitis is a common infection, which
occurs in patients of all ages and requires emergency
treatment. Ofloxacin (OFX) is a fluoroquinolone antibacterial
agent, which is extremely effective against a wide variety of
bacteria including Gram-positive and Gram-negative micro-
organisms by inhibiting DNA gyrase (1, 2). Nanofibers have
been studied for ocular drug delivery due to their large
surface-to-volume ratio. These systems can also be introduced
into the conjunctival sac with effective contact with the ocular

tissue. Nanofibers could overcome one of the most important
challenges of eye drops which is the limitation of the cul-de-
sac volume (∼30 μL) for the administration of eye drop (3, 4).

Chitosan (CS) is a broadly used polymer to design ocular
drug delivery systems because of its unique biological
properties including antimicrobial activity, biodegradability,
and biocompatibility (5). Polyvinyl alcohol (PVA) is a
synthetic polymer which is biodegradable, harmless, and has
good biocompatible properties (6). Electrospinning of CS and
its derivatives is feasible by the addition of a flexible polymer
such as PVA which can offer advantageous effects on the
biological properties of blend fibers (7, 8). CS/PVA nanofi-
bers dissolve immediately when exposed to water making a
substance similar to that of a gelatinous material, which
provides an immediate release for the drug used. Therefore,
preparing the water-insoluble nanofibrous mat is desirable
and is possible by cross-linking the PVA hydroxyl groups with
the CS amino groups using chemical agents such as glutaral-
dehyde, which is a much more suitable cross-linking agent
than other aldehydes (9–11).

Several researchers have designed the methods of
preparation and evaluation of multi-layered nanofibers
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including a middle layer with drugs, covered by other layers
of various polymeric nanofibers such as Eudragit RL 100 (12–
15). There are several publications where researchers have
prepared and developed nanofibers for ocular delivery of
various drugs. Based on these studies, electrospinning is an
efficient method for developing nanofibers compared to other
methods like solvent-casting (16, 17). Different kinds of
topical ocular formulations of OFX inserts containing HPMC,
Eudragit RL-100, and Eudragit L-100 (18), microspheres in
situ gel (19), nanostructured lipid carriers modified with
chitosan oligosaccharide lactate (COL) (20), liposomes (21),
microemulsion (22), niosomes (23), chitosan-alginate nano-
particles (24), and poly(-caprolactone) fibers (25) have been
reported.

The purpose of this current study was to design and
characterize novel mucoadhesive single layer and multilayer
nanofibers containing a middle layer prepared by cross-linked
or non-cross-linked CS/PVA nanofibers loaded with the
potent anti-infective agent, OFX in this case, covered by
Eudragit RL100. These novel inserts are expected to prolong
drug release, increase ocular availability, and enhance patient
compliance by reducing the dosing frequency.

MATERIALS AND METHODS

Materials

Chitosan (70–58% deacetylated) was obtained from
Acros Organics (Fair Lawn, NJ, USA). Eudragit RL100 and
polyvinyl alcohol (PVA) (99% hydrolyzed, average MW =
89–98 kDa) were purchased from Merck (Darmstadt, Ger-
many). Ofloxacin was purchased from Sina Daru (Iran).
Acetic acid, glutaraldehyde, and methanol were purchased
from Merck (Darmstadt, Germany) and were of analytical
grade.

Preparation of Polymer Solutions and Nanofibers

CS/OFX/PVA solution was prepared by mixing 10 mL of
chitosan solution (4% w/v) in acetic acid (1% v/v) with 10 mL
of PVA solution (8% w/v) in distilled water and dissolving
OFX at 25°C under continuous stirring condition (300 rpm)
to obtain a final solution containing 2%, 4%, and 0.6% (w/v)
of CS, PVA, and OFX, respectively.

Eudragit RL100 solution (10% w/v) in methanol was
obtained using magnetic stirring at 300 rpm at 25°C. The one-
layer nanofiber (denoted as the OFX-O formulation) was
prepared using an electrospinning device (Fanavaran Nano-
Meghyas, Tehran) by loading the CS/OFX/PVA solution in an
injector and injecting the solution with a flow rate of 0.5 mL/h
under high voltage application (28 kV) toward a cylindrical
collector (10 cm diameter). The distance between the injector
and the collector was fixed at 15 cm, and the whole process
was performed at 25°C and 25% of relative humidity.

For the preparation of multi-layered nanofibers (denoted
as OFX-M), a specified amount of Eudragit RL100 solution
(10% w/v in methanol) was electrospun at a flow rate of 2
mL/h toward a cylindrical collector (10 cm diameter) covered
by aluminum foil; then, the core layer was prepared by the
spinning of CS/OFX/PVA solution and, lastly, the core layer
was covered with another Eudragit RL100 layer. The

electrospinning condition maintained the same as the one-
layer nanofiber. The experimental flow chart is described in
Fig. 1.

The cross-linking procedure was performed using the
method as explained by Zhou (26) with some modifications.
To cross-link the nanofibers in glutaraldehyde (GA) vapor,
the prepared formulations were placed in a desiccator
containing 15 mL of aqueous glutaraldehyde solution (50%,
v/v) at 25°C for 10 h (these were the OFX-OG and OFX-MG
formulations).

Characterization of Nanofiber Morphology

To investigate the morphology of the nanofibers, the
samples were dried at 25°C for 3 h and put on a metal stub
using adhesive tape, sputter-coated with gold, and then
observed under a scanning electron microscope (FE-SEM,
MIRA3, TESCAN, Czech Republic).

Fourier Transform Infrared Spectroscopy

FTIR spectra were observed by using the FTIR-
spectrometer (Shimadzu IR PRESTIGE-21, Japan). A vac-
uum desiccator was used to dry the nanofibers at room
temperature (25°C for 5 h). The samples were thereafter
mixed with micronized KBr powder and finally compressed
into discs using a manual tablet press.

Differential Scanning Calorimetry

To investigate the thermal properties of the prepared
nanofibers and evaluate the solid-state of the drug in the
nanofiber formulations before and after the cross-linking
procedure, the DSC analysis was performed. The specimens
(around 5 mg) were placed in an aluminum pan. The samples
were run under nitrogen gas flow, and the samples were
heated from 30 to 500°C with a scanning rate of 5°C/min (DT-
Q600 thermal analyzer, TA Instruments Inc., USA).

Drug Content Uniformity

To evaluate the drug content uniformity, 10-mg samples
were dissolved in 5 mL of acetic acid (1% v/v) for single-
layered nanofibers and a mixture of acetic acid (1% v/v) and
methanol in a 1:1 (v/v) ratio for the multi-layered nanofibers
at 100 rpm for 5–6 h to extract OFX from the nanofibers. The
drug content was evaluated at a wavelength of 284 nm by the
use of a UVmini-1240 spectrophotometer (Shimadzu, Japan)
(27). A calibration curve was constructed with an r2 value
of 0.9994 at a range of OFX concentrations from 0.781 to
25 μg/mL.

Thickness Measurement

The thickness of the nanofibers (n = 3) was evaluated by
a screw gauge with an accuracy of 0.01 mm at various spots of
samples.
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Moisture Uptake and Moisture Loss

To evaluate the moisture uptake, the nanofibers were
weighed after the electrospinning process and kept in a
desiccator with 79.5% relative humidity (RH) (RH was
generated by a saturated solution of aluminum chloride in
water under ambient temperature). Nanofibers were removed
and reweighed after 3 days, and the percentage moisture
uptake was calculated (28). To measure the moisture loss
percentage, nanofibers were weighed and then kept in a
desiccator with anhydrous calcium chloride to avoid any
moisture absorption. The samples were reweighed after 3
days, and the moisture loss percentage was estimated (28).
The moisture uptake and loss were measured using the
following formula:

Moisture uptake and loss %ð Þ

¼ initial wt:−final wt:j j
initial wt:

� 100 ð1Þ

Folding Endurance, Tensile Strength, and Swelling
Percentage

Folding endurance was evaluated by frequently folding
the 3 × 3-cm2 pieces of nanofibers at the same place manually,
till it breaks. The folding endurance is the average number (n
= 3) of folds in which the nanofibers could be folded at the
same place without breaking.

For the determination of tensile strength, one end of the
prepared insert (n = 3) was fixed to the movable clip and the
other end was fixed to the base plate (Santam STM1, Iran).
Using the movable clip which constantly moves upward, a
force was gradually added, and the nanofiber was pulled until
it was broken (refer to supplementary material Figure S1)
(29, 30). The specimen gage length was 20 mm, and the
testing rate was fixed at 1 mm/min. The tensile strength was
measured from the ultimate load before separation.

To determine the swelling index of the prepared
nanofibers, the samples were weighed initially and were then
kept in an agar gel plate containing 15 mL of 2% w/v agar at
37 ± 1°C. The nanofibers were reweighed after one hour. The

Fig. 1. a The experimental flow chart of single and multi-layered electrospun nanofibrous structures of
different formulations; b single-layered electrospun nanofiber (×50 magnification); c multi-layered
electrospun nanofibrous structures (×50 magnification) and d the cross-sectional views of the multi-layered
nanofibrous structures (×150 magnification). Note: OFX is ofloxacin; CS is chitosan; PVA is polyvinyl
alcohol; OFX-O is single-layered electrospun nanofiber before glutaraldehyde (GA) cross-linking; OFX-M
is multi-layered nanofiber before GA cross-linking; OFX-OG is single-layered electrospun nanofiber after
GA cross-linking; and OFX-MG is multi-layered nanofiber after GA cross-linking
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swelling index was calculated based on the following
equation:

%Swelling Percentage

¼ wt:of swollen insert−wt:of initial insert
wt:of initial insert

� 100 ð2Þ

In Vitro Antimicrobial Efficacy Test and Sterility Testing

Bactericidal effects of the prepared nanofibers were
determined by measuring the inhibitory zone diameter
against Staphylococcus aureus (ATCC 6538) as a Gram-
positive organism and Escherichia coli (ATCC 35218) as a
Gram-negative organism. The same swaps were fully soaked
with an aliquot (almost 100 μL) of the McFarland standard
suspension of microorganism (a McFarland Standard is a
chemical solution of barium chloride that is used to standard-
ize the approximate number of bacteria in a liquid suspension
by comparing the turbidity of the test suspension), followed
by spreading onto an agar plate uniformly (Caso-Agar,
Mercoplate®; Merck and Co.). Approximate bacterial sus-
pension per milliliter was 1.5 × 108 CFU/mL. Then, the
formulated nanofibers of OFX-O, OFX-M, OFX-OG, and
OFX-MG were cut into a diameter of 6 mm were placed on
the plates and incubation performed at 35°C for 24 h (31).

The sterility test was carried out under aseptic conditions
for the fungi, aerobic bacteria, and anaerobic bacteria
utilizing soyabean casein digest medium and thioglycolate
broth. Same blank pieces of nanofibers (1 × 1 cm2) were
immersed in the culture media and incubated at 35°C (25°C
for fungi) for 7, 14, and 28 days to investigate any
microorganism growth in case of contaminations.

Microbiological Assay Test

The microbiological assays were performed on Staphy-
lococcus aureus (ATCC 6538) using the standard disc
diffusion method. Tryptic soy agar (TSA) plates were used
to cultivate the bacteria. The spread-plate method was
utilized (32). The McFarland standard bacterial suspension
(almost 100 μL) was spread onto an agar plate uniformly by a
soaked swap before placement of the sterile paper discs.
Sterile paper discs with a diameter of 5 mm were soaked, 30
μL of the samples along with standard antibiotic containing
discs were placed in each plate, and the incubation was
performed at 35°C for 24 h. The mean diameter of the
inhibition zone surrounding the discs was determined in mm
using a Vernier caliper or a scale (0.1 mm) and recorded.

In Vitro Drug Release Study

A simple in-house laboratory in vitro drug release study
assembly was used to simulate the conditions of the ocular
cavity. The various nanofiber formulations (OFX-O, OFX-M,
OFX-OG, or OFX-MG) were placed inside a donor com-
partment containing 25 mL of pH 7.4 phosphate-buffered
saline (PBS). A dialysis membrane (cut off diameter 12,000
Da) was tied at one end of the donor compartment. Then, it
was placed from the tied end in the receptor compartment

contained 25 mL of the same buffer (to preserve the sink
condition). A volume of 2 mL of the OFX content diffused
from the dialysis membrane from the tested formulation
sample was taken at different time intervals from the receptor
compartment for analysis. This was replaced immediately
with a volume of 2 mL fresh PBS to maintain the sink
condition. The released drug (OFX) was measured using a
UV-Vis spectrophotometer (Shimadzu, Japan) at a wave-
length of 284 nm.

In Vitro Cytotoxicity Test

Cytotoxicity of the nanofibrous inserts was determined
against L929 (mouse fibroblast). Firstly, the cells were added
to each well of a 96-well tissue culture plate at a density of 4 ×
105 cells/mL in 200 μL medium per well for 72 h. Dulbecco’s
modified Eagle’s medium (DMEM/F12), medium (1:1 v/v,
Gibco, Paisley, Strathclyde, UK), supplemented with 10%
fetal bovine serum (Gibco Invitrogen S.r.l., Milan, Italy), 100
U/mL penicillin, and 100 μg/mL streptomycin in a humidified
incubator at 37°C with 5% CO2 were used.

A certain row of 24-well plates without installation of
nanofibers was considered as the control. OFX nanofibers
with various concentrations of OFX in the medium (corre-
sponding to 12.5, 25, 50, or 100 μg/mL OFX) were placed in
the other wells. Thirty microliters of the medium and 3-(4,5-
dimethylthiazol-2-yl)-2,5-diphenyl-2H-tetrazolium bromide
(MTT) assay was placed into all of the wells and incubated
for 4 h. Of DMSO solution, 150 μL was placed into the wells
and the plate observed by the microplate reader. The
absorbance ratio of sample cells to control cells measured at
the wavelength of 560 nm was then calculated. All experi-
ments were carried out in triplicate (mean ± SD, n = 3).

In Vivo Studies and Ocular Irritation Study on Rabbit Eyes

To evaluate the irritancy of nanofibers, the Draize test
was adopted. One of the rabbits’ eyes received sterile inserts
(inserts were prepared in aseptic conditions followed by
40 min exposure to UV light) formulations (OFX-O, OFX-
M, OFX-OG, or OFX-MG), while the other eye was treated
with sterile PBS as a control for. The eyes were observed for
7 days for any sign of irritancy including abnormal discharge,
congestion, and redness of the conjunctiva. Corneal opacity
and irritation were graded using the scoring system consid-
ered in guidelines for ocular irritation study between 0 and 2
showing the intensity of irritation (33).

Permission for the use of animals was obtained from the
animals’ ethics committee of Kermanshah University of
Medical Sciences (Approval No. IR.KUMS.REC.1396.305).
Twelve New Zealand white rabbits weighing 3.8–4.1 kg were
used in the experimental and control groups. A punch of
nanofibrous inserts (estimated to contain about 20 mg for
single-layered and 60 mg for multi-layered nanofibers,
respectively) and OFX solution with a drug content of 3%
w/v for multi-layer and 9% w/v for one-layer nanofibers used
as the standard was introduced into the rabbit’s conjunctival
sac. At the time of sampling, 50 μL of sterile PBS was poured
into the eyes of the rabbit and the tears collected by the
sterile paper discs. These discs were transferred directly onto
the culture medium, and the amount of drug remaining in the
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paper disks was measured by the microbial assay method as
explained earlier.

RESULTS AND DISCUSSION

Evaluation of Ocular Inserts

CS/PVA nanofibers were successfully manufactured by
electrospinning. The process of manufacturing the ocular
inserts with single-layered and multi-layered nanofibrous
structures is demonstrated in Fig. 1. The amount of the
loaded OFX in the nanofibers was 3–9% w/w which is higher
than that of commercial conventional (eye drop formulation
with 0.3% w/w).

It was interesting to note that the entrapment efficiency was
found to be > 95% for all the 4 formulations (OFX-O, OFX-M,
OFX-OG, or OFX-MG) (Table I). The high entrapment efficiency
is attributed to the technique usedwhich involves the incorporation
of OFX into the CS/PVA nanofibers. Electrospinning leads to the
formation of fibers with higher free space and porosities between
nanofibers which results in higher entrapment efficiency which is
required for the sustain release pattern (34). This high drug
entrapment efficiency allows using smaller inserts which can
enhance patient compliance for self-administration of the inserts.

The physicochemical parameters related to the prepared
OFX inserts like thickness, swelling, moisture uptake, mois-
ture loss, folding endurance, and tensile strength were also
evaluated and displayed in Table I. The nanofibers had a
suitable thickness from 0.075 ± 0.002 to 0.095 ± 0.002 mm. As
reported in previous studies, commercially manufactured
ocular inserts of Ocusert® possessed 0.300 mm thickness
(33). Hence, the prepared nanofibers with less than 0.1 mm
thickness were expected to be non-irritant to the eyes over
ocular administration. All the prepared nanofibers were of a
suitable thickness and hence expected not to irritate the eyes
over ocular administration due to a higher thickness. The
OFX nanofibers showed appropriate folding endurance,
which indicated that these systems are adequately flexible
and can simply be inserted into the conjunctival sac. The
OFX nanofiber inserts with GA vapor exposure showed
higher flexibility and suggests a potential link between the
cross-linking of CS/PVA nanofibers and increasing their
strength. The enhanced ultimate flexibility showed that
cross-linking by GA vapor can make CS/PVA nanofibers
more stable and mechanically strong. In fact, having a rigid
web because of strong inter-fiber bonding between
nanofibrous structures could often happen at the intersection
points. This can enhance the physical and mechanical
characteristics of the cross-linked fibers (35, 36). The reported
tensile strength for ocular formulations was between 1 and
30 MPa for different formulations. The OFX-MG nanofiber
showed the highest tensile strength. The reason behind the
increased flexibility could be due to the presence of the CS/
PVA layer made from cross-linked nanofibers and the
presence of covering layers which were made from the
Eudragit nanofibers (14).

The degree of the swelling has a significant effect on the drug-
releasing behavior of the nanofibers. The swelling degree was
lower in the cross-linked nanofibers (OFXOG and OFX-MG)
compared to the non-cross-linked counterparts (OFX-OandOFX-
M). This pattern could be due to the cross-linking of chitosan, PVA,

and CS/PVA and the enhancement of intermolecular bonding
which result in the reduction of the degree of swelling, and the rate
of drug release (36) Furthermore, Eudragit RL100 nanofibrous
layers are relatively hydrophobic in nature, hence the lower
amount of tear fluid absorbed leading to the decreased degree of
swelling observed in the multi-layered nanofibers compared to
single-layered nanofibers.Moisture uptake percentages were in the
range of 0.52 ± 0.01 to 1.12 ± 0.02%, and the amount of moisture
loss was found in the range of 0.67 ± 0.02 to 1.24 ± 0.05% (Table I).
Based on these results, it was revealed that the prepared nanofibers
have good physical stability in conditions with various moisture
contents.

Fourier Transform Infrared Spectroscopy

The FTIR spectra of the OFX nanofibers, chitosan, PVA,
and ofloxacin are shown in Fig. 2. The FTIR spectrum of
ofloxacin showed its characteristic peaks at ~1006 cm−1 for C-
F, 1712 cm−1 for C=O, and 3400 cm−1 for OH. The
appearance of OFX characteristic peaks in the nanofibers
confirmed the presence of ofloxacin inside in nanofibers
structure. Some characteristic bands for PVA and chitosan
in the prepared OFX nanofibers were consistent with the
literature data (37). The vibrational peak appearing at 848.68
cm−1 was attributed to C–H rocking mode of PVA and also
the absorption peak at 1654 cm−1 was assigned to the amide
type I of chitosan. ACH and CH symmetric and asymmetric
stretching vibrations for OFX nanofibers appeared at 2859
cm−1 and 2927 cm−1. The absorption bands in the FTIR
spectra of chitosan/PVA nanofibers for OH and NH appeared
at 3360 cm−1 and 1589 cm−1, which confirmed the structure of
the CS/PVA nanofibers with hydrogen bonding (38, 39).

Decreasing of the peak intensity at 3360 cm−1 of cross-
linked nanofibers (OFX-OG and OFX-MG) occurred with
the cross-linking reaction which could be due to the reduction
of amino and hydroxyl groups. The peaks at 1598 cm−1

related to NH2 were mostly eliminated for the cross-linked
OFX nanofibers which are indications of engaging the amino
group in chitosan following GA cross-linking. These results
indicated the successful occurrence of cross-linking reaction
between PVA/CS nanofibrous structure and GA (40, 41).

The spectra produced by FTIR for the Eudragit RL100
are also presented in Fig. 2. It can be observed that there are
strong bands at 1157 cm–1 and 1265 cm–1 due to the stretch of
carbonyl (ester) groups present in the Eudragit. In the multi-
layered nanofibers (OFX-M and OFX-MG), the ester vibra-
tion group of Eudragit RL100 was observed at 1157 and 1261
cm−1.

Differential Scanning Calorimetry

The DSC analysis was carried out to observe the phase
transition and thermal properties of drug and polymers in the
nanofibrous structures. The DSC traces of all excipients and
materials used in the preparation of nanofibers are shown in
Fig. 3A. The thermograph of PVA showed the glass transition
at 59°C and the melting peak of PVA at 190°C (42). Pure
chitosan exhibited a broad endothermic peak at around 70°C
related to loss of water and an exothermic peak at around
300°C related to chemical decomposition (43). Eudragit DSC
traces showed glass transition temperature at around 65°C
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(44). The DSC traces of pure drug (OFX) showed an
endothermic peak around 273°C which is its melting point
followed by several small endothermic peaks which could be
due to the degradation of the drug at high temperature.

Figure 3 B shows that the sharp endothermic peak of OFX in
nanofibers is not detectable which could be due to the
molecular dispersion of the drug in the nanofibers or the
amorphous state of the drug in nanofibers (25). In addition,

Table I. Physicochemical Parameters of the Ocular Inserts of Ofloxacin Nanofibers (Mean ± SD, n = 3)

Formulation Thickness
(mm)

Folding
endurance

Ten s i l e s t r eng t h
(MPa)

Entrapment efficiency
(%)

Swelling
(%)

Moisture loss
(%)

Moisture uptake
(%)

OFX-O 0 . 0 8 4 ±
0.004

183 ± 3 2.4 ± 0.2 95.3 ± 0.8 1 3 6 . 3 ±
4.5

1.24 ± 0.05 1.12 ± 0.02

OFX-M 0 . 0 9 5 ±
0.002

209 ± 2 10.6 ± 1.0 97.7 ± 0.9 11 6 . 9 ±
2.3

1.16 ± 0.02 9.05 ± 0.04

OFX-OG 0 . 0 7 5 ±
0.002

194 ± 5 3.2 ± 0.5 96.3 ± 0.7 1 0 7 . 5 ±
2.8

0.90 ± 0.02 0.64 ± 0.06

OFX-MG 0 . 0 9 3 ±
0.002

214 ± 5 11.7 ± 1.2 98.9 ± 0.6 92.5 ± 3.9 0.67 ± 0.02 0.52 ± 0.01

OFX-O single-layered electrospun nanofiber before GA cross-linking, OFX-OG single electrospun nanofiber after GA cross-linking, OFX-M
multi-layered nanofiber before glutaraldehyde (GA) cross-linking, OFX-MG is multi-layered nanofiber after glutaraldehyde (GA) cross-
linking

Fig. 2. FTIR spectra of chitosan, PVA, ofloxacin, Eudragit RL100, OFX-O, OFX-OG,
OFX-M, and OFX-MG nanofibers. Note: PVA is polyvinyl alcohol; OFX-O is single-
layered electrospun nanofiber before GA cross-linking; OFX-OG is single-layered
electrospun nanofiber after GA cross-linking; OFX-M is multi-layered nanofiber before
glutaraldehyde (GA) cross-linking; and OFX-MG is multi-layered nanofiber after
glutaraldehyde (GA) cross-linking
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the endothermic peak observed for pure PVA at 200 C is
disappeared from the DESC traces of nanofibers which could
be due to the non-crystalline structure of nanofibers formed
as a result of fast solidification in the electrospinning (45, 46).

Characterization of Nanofiber Morphology

SEM images of CS/PVA nanofibers before (OFX-O) and
after GA cross-linking (OFX-OG) are shown in Fig. 4. As
seen in Fig. 4, continuous, uniform nanofibrous structures (no
beads), and randomly oriented fibers were obtained. The
cross-linked nanofibers (159 ± 30 nm) had a greater diameter
compared to the non-cross-linked nanofibers (123 ± 23 nm).
The reason behind the increased diameter seems to be the
swelling of the nanofibers during the cross-linking process
with the GA (Fig. 4 a and b). The cross-linking reaction forms
covalent bonds between chitosan-chitosan, chitosan-PVA,
and PVA-PVA by the GA (Fig. 4c).

The multi-layered nanofibers before the cross-link
(OFX-M) and after cross-link (OFX-MG) are shown in Fig.
5. All SEM images showed bead free structure. Comparing all
the layers before cross-linking for OFX-M showed that the

top layer which contains Eudragit RL100 (Fig. 5(b)) has a
higher average diameter in comparison to the core CS/PVA
layer (Fig. 5(c)) and bottom layer (Fig. 5(d)). In the case of
OFX-MOG (after cross-linking with GA), the core layer (Fig.
5(g)) showed a higher average diameter compared to top
(Fig. 5(f)) and bottom layers (Fig. 5(h)).

In Vitro Cytotoxicity Test

The results indicated that the viability of L929 cells
(mouse fibroblasts) could decrease with increasing OFX
concentration in the OFX nanofibers formulations (OFX-O,
OFX-M, OFX-OG, or OFX-MG) (Fig. 6a). As a result, the
nanofibers after GA cross-linking indicated relatively reduced
cell viability in comparison with the non-cross-linked nanofi-
bers. Although the nanofibers were washed, it seems that due
to the presence of the trace amount of residual GA on the
surface of cross-linked nanofibers, the viability was decreased.

Based on the previous studies, the cell viability > 70%
could be an indication of non-irritant formulations (47). OFX-
OM showed less reduction in cell viability in comparison with
OFX-O because of covering CS/PVA layer by Eudragit

Fig. 3. DSC traces of a all excipients used in the preparation of nanofibers, b non-cross-
linked (OFX-O and OFX-M), and cross-linked (OFX-OG and OFXMG)formulations
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RL100 layers. This study showed that the viability of cells was
more than 70% in all of OFX nanofibers, with various
concentrations of OFX in the medium (corresponding to
12.5, 25, 50, or 100 μg/mL OFX); hence, OFX nanofibers can
be utilized for ocular drug delivery as a safe carrier system
due to low cell cytotoxicity and good biocompatibility of the
prepared nanofibers.

In Vitro Antimicrobial Efficacy Test and Sterility Testing

The inhibitory zones for the nanofibers are shown in
Fig. 6 b and c. The average inhibitory zone for OFX-M,
OFX-O, OFX-MG, and OFX-OG was measured to be 28 ±
1, 39 ± 1, 29 ± 1, and 40 ± 2 mm for S. aureus and 36 ± 1, 41
± 1, 35 ± 1, and 41 ± 1 for E. coli, respectively.

The results showed clear inhibitory zones to be found
around all of the nanofibers for both S. aureus and E. coli.
There were bigger inhibitory zones on E. coli cultures
compared to S. aureus, however, the inhibitory efficacy of
OFX against S. aureus was still retained (Fig. 6b, c). The
antibacterial effect of GA on E. coli activity has been
reported (48). This test also showed that there were no
significant differences between the antibacterial activity of
cross-linked nanofibers and non-cross-linked nanofibers. This
may be because most of the groups with antibacterial activity
in CS did not react with the aldehyde groups of GA, thus
preserving their antibacterial efficacy.

A previous study reported that cross-linked CS/PVAwith
GA had suitable antibacterial efficacy for applications in drug
delivery (49). Smaller inhibitory zones were observed on
S. aureus cultures and E. coli for multi-layered nanofibers
(OFX-M, OFX-MG formulations) compared to single-
layered nanofibers (OFX-O, OFX-OG). These smaller inhib-
itory zones may be due to the covering of the CS/PVA layer
containing antibiotics by Eudragit RL100 layers and the
reduction of OFX release rate as a result. The OFX
nanofibers were sterilized by UV radiation, and sterility
testing was performed under aseptic conditions; as such,
there was no evidence of the growth of fungi and bacteria in
the culture media.

In Vitro Drug Release Study

The results indicated that OFX nanofibers can control
drug release up to about 103 h (Fig. 7). The OFX-O
formulation containing the non-cross-linked CS/PVA one-
layered showed nearly 93.8% drug release, and OFX-M
formulation containing the non-cross-linked CS/PVA multi-
layered showed nearly 84.17% release of the drug. This value
was much smaller for OFX-OG containing the cross-linked
CS/PVA one-layered (50.26%) and OFX-MG containing the
cross-linked CS-PVA multi-layered nanofibers (39.82%) at
the end of 103 hours (Fig. 7).

Two important factors affected the prolongation of the
OFX release from inserts: (1) covering the CS/PVA layer

Fig. 4. SEM images of CS/PVA nanofibers a before GA cross-linking (OFX-O formulation) and b after
GA cross-linking (OFX-OG formulation) and c schematic representation of cross-linking reactions form
bonds between chitosan, PVA, and GA
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containing the OFX drug by the Eudragit RL100 layers and
(2) GA cross-linking the CS/PVA nanofibers. In the case of
CS/PVA nanofibers, the immersion in tear fluid causes the
instant dissolution of the nanofiber into a substance similar to
that of gelatinous material. This can therefore limit the usage
of a CS/PVA layer in the eye tissues. To improve its
mechanical properties, chemical cross-linking with GA vapor
was utilized due to the bonds formed between the reactive
side groups of CS (amino groups) and PVA (hydroxyl groups)
(50, 51). This reaction occurred from the surface to the inside
of the layers by the GA. The resultant intermolecular forces,
therefore, leads to a reduction in the swelling pace and also
the drug delivery rate (51).

Eudragit RL100 polymer can thus effectively provide
prolonged and sustained release of OFX from multi-layered
nanofibers (OFX-M, OFX-MG formulations). Indeed, com-
binations of hydrophilic and hydrophobic nanofiber layers
can control the drug release and therefore reduce the toxicity
as a result of the fast release of drugs (13). These nanofibrous
structures can be useful for the management of ocular

bacterial infections when the prolonged release of an
antibiotic is essential. Although the identical formulations
had not been prepared in any previous studies, a similar study
has designed and prepared OFX-loaded chitosan/PVA nano-
fibers for hernia repair (42). They showed a similar two-phase
release of OFX from nanofiber during 28 days with a burst
release in the first 8 h (52). For the ophthalmic anti-infective
formulations, 1 week of drug release could be suitable.

Ocular Irritation and In Vivo Studies

During the Draize irritancy test, no symptoms of ocular
irritation such as inflammation, the opacity of the cornea,
conjunctival redness, and discharge were observed. Redness
of conjunctivae was however observed after administration of
the cross-linked nanofibers with GA, which was reduced and
vanished over time. There is either negligible or no irritation
and inflammation of the eye for all the tested eyes with all the
formulations compared to control eyes which suggested that
the OFX nanofibers were well-tolerated.

Fig. 5. SEM images of multi-layered electrospun nanofibrous structures before GA cross-
linking (OFX-M formulation): a the cross-section views of multi-layered electrospun
nanofibrous structures, b top Eudragit RL100 layer, c CS-PVA-OFX at the core, d bottom
Eudragit RL100 layer, e the cross-section of multi-layered electrospun nanofibrous
structures after GA cross-linking (OFX-MG formulation), f top Eudragit RL100 layer,
g CS-PVA-OFX at the core, and h bottom Eudragit RL100 layer
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The OFX nanofibers were inserted into the rabbits'
conjunctival sac without the application of any invasive
method. The concentration of released OFX from nanofibers
in the tear fluid was determined by microbiological assay
(Staphylococcus aureus) using the standard curve. This
method was reproducible, linear, precise, and simple. More-
over, this method does not require toxic solvents and
specialized equipment. Drug released from nanofibers (96 h
reading) and pure commercial OFX standard demonstrated
substantially similar clear inhibitory zones.

The lower limit of quantitation for OFX was 7.8 μg/mL.
The measured concentration of OFX solution after 2 h was 24
± 2 μg/mL. However, the measured concentrations were
reported to reach below the limit of quantification (LOQ)
after 10 h. Maximum concentrations (Cmax) of 60 ± 4 μg/mL
and 37 ± 6 μg/mL were measured at 5 h after OFX-OG and
OFX-MG administration, respectively, followed by a
steady release in tear fluid for 96 h. The non-cross-
linked OFX nanofibers indicated a maximum concentra-
tion (Cmax = 202 ± 15 μg/mL (OFX-O) and 90 ± 5 μg/mL

Fig. 6. a Cell viability after treatment with OFX nanofibers (single-layered (OFX-O, OFX-OG) and
multilayered (OFX-M, OFX-MG) electrospun nanofibers) with various concentrations of OFX in medium
(corresponding to 12.5, 25, 50, or 100 μg/mL OFX) (n = 6, mean ± SD). Inhibition growth area of
singlelayered (OFX-O, OFX-OG) and multi-layered (OFX-M, OFX-MG) electrospun nanofibers; areas of
inhibited growth of b Staphylococcus aureus and c Escherichia coli; note: scale 1 mm
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(OFX-M)) followed by a steady release in tear fluid for
96 h (Fig. 8). These were significantly higher compared to
the cross-linked OFX nanofibers. OFX-O demonstrated
the highest Cmax and shortest Tmax compared to the other
formulations (Table II), which led to the highest rate of
absorption. The lowest Cmax was related to OFX solution,
which could be attributed to the fast removal of drugs
from the eye surface and decreased corneal contact time
for the drug from OFX solution.

AUC0–96 of the drug in OFX-O, OFX-M, OFX-OG,
OFX-MG, and OFX solution was 3191 ± 117, 2320 ± 60, 1597
± 32, 1361 ± 20, and 147 ± 4 μg h/mL, respectively. These
results indicated that the cross-linked OFX nanofibers
containing OFX-OG and OFX-MG showed a 10.83-fold and
9.23-fold increase in the AUC0–96 compared with OFX
solution, respectively. While the non-cross-linked OFX nano-
fibers containing OFX-O and OFX-M showed a 21.64-fold
and 15.74-fold increase in AUC0–96 compared to the OFX
solution, respectively. The mean residence time (MRT) of
OFX-MG was enhanced significantly compared to the other
formulations and the OFX solution. This was attributed to the

covering of the CS/PVA layer containing the drug by the
Eudragit RL100 layers and GA cross-linking.

The minimum inhibitory concentration (MIC90%) of
OFX against microorganisms which is infective to the eye
including Gram-negative and Gram-positive was reported to
be 2 μg/mL (53). While the OFX solution only achieved tear
concentrations higher than the MIC90% for the 10 h after
instillation, OFX nanofibers remained higher than this level
for 95 h. The level of OFX was 9.98–13.96 μg/mL for OFX
nanofibers after 95 h after administration, which was 4.99- to
6.98-fold over the MIC. In fact, the prolonged drug release in
the precorneal tissue was observed through utilizing the
developed nanofibers. These carriers could reduce the
frequency of administration of OFX along with lowering the
required dose for achieving suitable therapeutic concentra-
tions compared to OFX solution. Similar to the current study,
a polycaprolactone-based nanofibrous formulation of
levofloxacin designed for ophthalmic administration has
released the drug in 30 days in the rat’s eye. The longer
release period is due to the more hydrophobic nature of the
polycaprolactone (54).
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Fig. 8. Plots of in vivo concentration (μg/mL) drug release for the various formulations:
OFX-O (single-layered electrospun nanofibers before GA cross-linking), OFX-M (multi-
layered nanofibers before GA cross-linking), OFX-OG (single-layered electrospun
nanofibers after GA cross-linking), OFX-MG (multi-layered nanofibers after GA cross-
linking). Dotted green line is the minimum inhibitory concentration of OFX against
microorganisms (MIC90%). Red insert shows an expanded view of the subtle differences
in the formulations post 25 min upon administration

Table II. Pharmacokinetic Parameters in Rabbit Tears After Drop Instillation of 50 μL of AZM Solution or OFX Fibers with Different
Formulations (mean ± SD, n = 6)

Formulation Cmax (μg/mL) Tmax (h) AUC0–96 (μg h/mL) MRT (h)

OFX-O 202 ± 15 2 3191 ± 117 24.5 ± 0.1
OFX-M 90 ± 5 5 2320 ± 60 28.8 ± 0.4
OFX-OG 60 ± 4 5 1597 ± 32 41.7 ± 0.5
OFX-MG 37 ± 6 5 1361 ± 20 43.4 ± 0.8
OFX Solution 24 ± 2 2 147 ± 4 4.7 ± 0.1

OFX-O single-layered electrospun nanofiber before GA cross-linking, OFX-OG single electrospun nanofiber after GA cross-linking, OFX-M
multi-layered nanofiber before glutaraldehyde (GA) cross-linking, OFX-MG is multi-layered nanofiber after glutaraldehyde (GA) cross-
linking, MRT mean residence time
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CONCLUSION

In the present study, electrospinning technology was success-
fully used for the preparation of single-layered and multi-layered
nanofibers with OFX incorporated into the CS/PVA layers.
Morphological characterization of the ofloxacin nanofibers re-
vealed highly homogeneous nanofibrous structures with a tight
connection between the individual nanofiber layers. Glutaralde-
hyde cross-linked and non-cross-linked nanofibers for all formula-
tions had an acceptable level of toxicity on cultured L929 (mouse
fibroblast) cells. TheOFXnanofibers could be placed in the cul-de-
sac of the rabbit eyes as an insert without any invasive methods or
surgery. There was not any sign of significant inflammation or
redness in the rabbits’ eyes. The drug release profile was evaluated
by a microbiological assay method using sterile paper discs which
are a non-invasive, cost-effective, and a simple method. The
developed OFX nanofibers formulations effectively retained the
drug concentration in the tear fluid of rabbits above the MIC90%
for up to 95 h. This eliminates the need for frequent installation of
the drug and enhances patient compliance.

SUPPLEMENTARY INFORMATION

The online version contains supplementary material
available at https://doi.org/10.1208/s12249-021-02051-5.

FUNDING

The Research Council of Kermanshah University of
Medical Sciences provided financial support of this work
(Approval No. IR.KUMS.REC.1396.305).

DECLARATIONS

Conflict of Interest The authors declare no competing interests.

Open Access This article is licensed under a Creative
Commons Attribution 4.0 International License, which per-
mits use, sharing, adaptation, distribution and reproduction in
any medium or format, as long as you give appropriate credit
to the original author(s) and the source, provide a link to the
Creative Commons licence, and indicate if changes were
made. The images or other third party material in this article
are included in the article's Creative Commons licence, unless
indicated otherwise in a credit line to the material. If material
is not included in the article's Creative Commons licence and
your intended use is not permitted by statutory regulation or
exceeds the permitted use, you will need to obtain permission
directly from the copyright holder. To view a copy of this
licence, visit http://creativecommons.org/licenses/by/4.0/.

REFERENCES

1. McDonald M, Blondeau JM. Emerging antibiotic resistance in ocular
infections and the role of fluoroquinolones. J Cataract Refract Surg.
2010;36:1588–98. https://doi.org/10.1016/j.jcrs.2010.06.028.

2. Tarabishy AB, Jeng BH. Bacterial conjunctivitis: a review for
internists. Clevel Clin J Med. 2008;75:507–12. https://doi.org/
10.3949/ccjm.75.7.507.

3. Garg T, Malik B, Rath G, Goyal AK. Development and
characterization of nano-fiber patch for the treatment of
glaucoma. Eur J Pharm Sci. 2014;53:10–6. https://doi.org/
10.1016/j.ejps.2013.11.016.

4. Sridhar R, Lakshminarayanan R, Madhaiyan K, Barathi VA,
Lim KHC, Ramakrishna S. Electrosprayed nanoparticles and
electrospun nanofibers based on natural materials: applications
in tissue regeneration, drug delivery and pharmaceuticals. Chem
Soc Rev. 2015;44:790–814. https://doi.org/10.1039/c4cs00226a.

5. Elsabee MZ, Naguib HF, Morsi RE. Chitosan based nanofibers,
review. Mater Sci Eng C. 2012;32:1711–26. https://doi.org/
10.1016/j.msec.2012.05.009.

6. Jannesari M, Varshosaz J, Morshed M, Zamani M. Composite
poly (vinyl alcohol)/poly (vinyl acetate) electrospun nanofibrous
mats as a novel wound dressing matrix for controlled release of
drugs. Int J Nanomedicine. 2011;6:993. https://doi.org/10.2147/
IJN.S17595.

7. Bazhban M, Nouri M, Mokhtari J. Electrospinning of cyclodex-
trin functionalized chitosan/PVA nanofibers as a drug delivery
system. Chinese J Polym Sci. 2013;31:1343–51. https://doi.org/
10.3390/pharmaceutics11010006.

8. Kenawy E-R, Abdel-Hay FI, El-Newehy MH, Wnek GE.
Controlled release of ketoprofen from electrospun poly (vinyl
alcohol) nanofibers. Mater Sci Eng A. 2007;459:390–6. https://
doi.org/10.1016/j.msea.2007.01.039.

9. Kumar J, D'Souza S. Preparation of PVA membrane for
immobilization of GOD for glucose biosensor. Talanta.
2008;75:183–8. https://doi.org/10.1016/j.talanta.2007.10.048.

10. Bolto B, Tran T, Hoang M, Xie Z. Crosslinked poly(vinyl
alcohol) membranes. Prog Polym Sci. 2009;34:969–81. https://
doi.org/10.1016/j.progpolymsci.2009.05.003.

11. Zamre K, Nanovlaken E, Hitosan I, Alkohola P. Chemical
cross-linking of chitosan/polyvinyl alcohol electrospun nanofi-
bers. Mater Tehnol. 2016;50:663-6. doi:10.17222/mit.2015.083.

12. Chen DW-C, Liao J-Y, Liu S-J, Chan E-C. Novel biodegradable
sandwich-structured nanofibrous drug-eluting membranes for
repair of infected wounds: an in vitro and in vivo study. Int J
Nanomedicine. 2012;7:763. https://doi.org/10.2147/IJN.S29119.

13. Fathi-Azarbayjani A, Chan SY. Single and multi-layered
nanofibers for rapid and controlled drug delivery. Chem Pharm
Bull. 2010;58:143–6. https://doi.org/10.1248/cpb.58.143.

14. Xin S, Zeng Z, Zhou X, Luo W, Shi X, Wang Q, et al.
Recyclable Saccharomyces cerevisiae loaded nanofibrous mats
with sandwich structure constructing via bio-electrospraying for
heavy metal removal. J Hazard Mater. 2017;324:365–72. https://
doi.org/10.1016/j.jhazmat.2016.10.070.

15. Pendekal MS, Tegginamat PK. Formulation and evaluation of a
bioadhesive patch for buccal delivery of tizanidine. Acta Pharm
Sin B. 2012;2:318–24. https://doi.org/10.1016/j.apsb.2011.12.012.

16. Bhattarai RS, Das A, Alzhrani RM, Kang D, Bhaduri SB,
Boddu SH. Comparison of electrospun and solvent cast
polylactic acid (PLA)/poly (vinyl alcohol)(PVA) inserts as
potential ocular drug delivery vehicles. Mater Sci Eng C.
2017;77:895–903. https://doi.org/10.1016/j.msec.2017.03.305.

17. Mirzaeei S, Berenjian K, Khazaei R. Preparation of the
potential ocular inserts by electrospinning method to achieve
the prolong release profile of triamcinolone acetonide. Adv
Pharm Bul. 2018;8:21-27. doi: 10.15171/apb.2018.003.

18. Reddy ES. Design and characterization of ofloxacin and
dexamethasone ocular inserts using combination of hydropho-
bic and hydrophilic polymers. Asian J Pharm. 2017;11:S62-8.
doi: 10.22377/ajp.v11i01.1089.

19. Sayed EG, Hussein AK, Khaled KA, Ahmed OA. Improved
corneal bioavailability of ofloxacin: biodegradable microsphere-
loaded ion-activated in situ gel delivery system. Drug Des Devel
Ther. 2015;9:1427. https://doi.org/10.2147/DDDT.S80697.

20. Üstündağ-Okur N, Gökçe EH, Bozbıyık DI, Eğrilmez S, Özer
Ö, Ertan G. Preparation and in vitro–in vivo evaluation of
ofloxacin loaded ophthalmic nanostructured lipid carriers mod-
ified with chitosan oligosaccharide lactate for the treatment of
bacterial keratitis. Eur J Pharm Sci. 2014;63:204–15. https://
doi.org/10.1016/j.ejps.2014.07.013.

21. Campardelli R, Trucillo P, Reverchon E. Supercritical assisted
process for the efficient production of liposomes containing

Page 12 of 13170



AAPS PharmSciTech (2021) 22: 170

antibiotics for ocular delivery. J CO2 Util. 2018;25:235-41. doi:
10.1016/j.jcou.2018.04.006.

22. Üstündag-Okur N, Gökçe EH, Eğrilmez S, Özer Ö, Ertan G.
Novel ofloxacin-loaded microemulsion formulations for ocular
delivery. J Ocul Pharmacol Ther. 2014;30:319–32. https://doi.org/
10.1089/jop.2013.0114.

23. Naveen G, Vishal S, Somesh S, Aditya P. Formulation and
evaluation of non-ionic surfactant vesicles (niosomes) for ocular
delivery of ofloxacin. Int J Pharm life Sci. 2010;1:413–8.

24. Taghe S, Mirzaeei S. Preparation and characterization of novel,
mucoadhesive ofloxacin nanoparticles for ocular drug delivery.
Braz J Pharm Sci. 2019;55:1–12. https://doi.org/10.1590/s2175-
97902019000117105.

25. Hilal Algan A, Pekel-Bayramgil N, Turhan F, Altanlar N.
Ofloxacin loaded electrospun fibers for ocular drug delivery:
effect of formulation variables on fiber morphology and drug
release. Curr Drug Deliv. 2016;13:433–43. https://doi.org/
10.2174/1567201812666151030162258.

26. Zhou Y, Yang H, Liu X, Mao J, Gu S, Xu W. Electrospinning of
carboxyethyl chitosan/poly (vinyl alcohol)/silk fibroin nanopar-
ticles for wound dressings. Int J Biol Macromol. 2013;53:88–92.
https://doi.org/10.1016/j.ijbiomac.2012.11.013.

27. Deshpande PB, Dandagi P, Udupa N, Gopal SV, Jain SS,
Vasanth SG. Controlled release polymeric ocular delivery of
acyclovir. Pharm Dev Technol. 2010;15:369–78. https://doi.org/
10.3109/10837450903262017.

28. Khurana G, Arora S, Pawar PK. Ocular insert for sustained
delivery of gatifloxacin sesquihydrate: Preparation and evalua-
tions. Int J Pharm Invest. 2012;2:70–7. https://doi.org/10.4103/
2230-973X.100040.

29. Taghinezhad J, Alimardani R, Jafari A. Effect of sugarcane
stalks’ cutting orientation on required energy for biomass
products. Int J Nat Eng Sci. 2012;6:47–53.

30. Lee J, Deng Y. Increased mechanical properties of aligned and
isotropic electrospun PVA nanofiber webs by cellulose
nanowhisker reinforcement. Macromol Res. 2012 Jan 1;20:76–
83. https://doi.org/10.1007/s13233-012-0008-3.

31. Liu X, Lin T, Fang J, Yao G, Zhao H, Dodson M, et al. In vivo
wound healing and antibacterial performances of electrospun
nanofibre membranes. J Biomed Mater Res A. 2010;94:499–508.
https://doi.org/10.1002/jbm.a.32718.

32. Taghe S, Mirzaeei S, Alany RG, Nokhodchi A. Polymeric
inserts containing Eudragit® L100 nanoparticle for improved
ocular delivery of azithromycin. Biomedicine. 2020;8:466.
https://doi.org/10.3390/biomedicines8110466.

33. Sun X, Yu Z, Cai Z, Yu L, Lv Y. Voriconazole composited
polyvinyl alcohol/hydroxypropyl-β-cyclodextrin nanofibers for
ophthalmic delivery. PLoS One. 2016;11:e0167961. https://
doi.org/10.1371/journal.pone.0167961.

34. Shahriar SM, Mondal J, Hasan MN, Revuri V, Lee DY, Lee YK.
Electrospinning nanofibers for therapeutics delivery.
Nanomaterials. 2019;9:532. https://doi.org/10.3390/nano9040532.

35. Destaye AG, Lin C-K, Lee C-K. Glutaraldehyde vapor cross-
linked nanofibrous PVA mat with in situ formed silver
nanoparticles. ACS Appl Mater Interfaces. 2013;5:4745–52.
https://doi.org/10.1021/am401730x.

36. Yang D, Li Y, Nie J. Preparation of gelatin/PVA nanofibers and
their potential application in controlled release of drugs. Carb
Po l ym . 2 00 7 ; 6 9 : 5 3 8 –43 . h t t p s : / / d o i . o r g / 1 0 . 1 0 1 6 /
j.carbpol.2007.01.008.

37. Zheng H, Du Y, Yu J, Huang R, Zhang L. Preparation and
characterization of chitosan/poly (vinyl alcohol) blend fibers. J
Appl Polym Sci. 2001;80:2558–65. https://doi.org/10.1002/
app.1365.

38. Koosha M, Mirzadeh H. Electrospinning, mechanical proper-
ties, and cell behavior study of chitosan/PVA nanofibers. J
Biomed Mater Res A. 2015;103:3081–93. https://doi.org/10.1002/
jbm.a.35443.

39. Choo K, Ching YC, Chuah CH, Julai S, Liou NS. Preparation
and characterization of polyvinyl alcohol-chitosan composite
films reinforced with cellulose nanofiber. Materials. 2016;9:644.
https://doi.org/10.3390/ma9080644.

40. Cui Z, Zheng Z, Lin L, Si J, Wang Q, Peng X, et al.
Electrospinning and crosslinking of polyvinyl alcohol/chitosan
composite nanofiber for transdermal drug delivery. Adv Polym
Technol. 2018;37:1917–28. https://doi.org/10.1002/adv.21850.

41. Hoffmann B, Seitz D, Mencke A, Kokott A, Ziegler G.
Glutaraldehyde and oxidised dextran as crosslinker reagents
for chitosan-based scaffolds for cartilage tissue engineering. J
Mater Sci Mater Med. 2009;20:1495–503. https://doi.org/10.1007/
s10856-009-3707-3.

42. Koosha M, Mirzadeh H, Shokrgozar MA, Farokhi M. Nanoclay-
reinforced electrospun chitosan/PVA nanocomposite nanofibers
for biomedical applications. RSC Adv. 2015;5:10479–87. https://
doi.org/10.1039/C4RA13972K.

43. Dey SC, Al-Amin M, Rashid TU, Sultan MZ, Ashaduzzaman
M, Sarker M, et al. Preparation, characterization and perfor-
mance evaluation of chitosan as an adsorbent for remazol red.
Int J Res Eng Technol. 2016;2:52–62.

44. Kaffash E, Saremnejad F, Abbaspour M, Mohajeri SA,
Garekani HA, Jafarian AH, et al. Statistical optimization of
alginate-based oral dosage form of 5-aminosalicylic acid aimed
to colonic delivery: in vitro and in vivo evaluation. J Drug Deliv
Sci Technol. 2019 Aug 1;52:177–88. https://doi.org/10.1016/
j.jddst.2019.04.006.

45. Bagherian Far M, Ziyadi H. Fabrication of polyvinyl alcohol/
kefiran nanofibers membrane using electrospinning. JPHCS.
2016;4:211–2018.

46. Bahrami S, Nouri M. Chitosan-poly (vinyl alcohol) blend
nanofibers: morphology, biological and antimicrobial properties.
e-Polymers. 2009;9. doi: 10.1515/epoly.2009.9.1.1580.

47. Wroblewska K, Kucinska M, Murias M, Lulek J. Characteriza-
tion of new eye drops with choline salicylate and assessment of
their irritancy by in vitro short time exposure tests. Saudi Pharm
J. 2015;23:407–12. https://doi.org/10.1016/j.jsps.2014.11.009.

48. Lerones C, Mariscal A, Carnero M, Garcia-Rodriguez A,
Fernandez-Crehuet J. Assessing the residual antibacterial
activity of clinical materials disinfected with glutaraldehyde, o-
phthalaldehyde, hydrogen peroxide or 2-bromo-2-nitro-1,3-
propanediol by means of a bacterial toxicity assay. Clin
Microbiol Infect. 2004;10:984–9. https://doi.org/10.1111/j.1469-
0691.2004.00967.x.

49. Yu Q, Song Y, Shi X, Xu C, Bin Y. Preparation and properties
of chitosan derivative/poly (vinyl alcohol) blend film crosslinked
with glutaraldehyde. Carb Polym. 2011;84:465–70. https://
doi.org/10.1016/j.carbpol.2010.12.006.

50. Vondran JL, Sun W, Schauer CL. Crosslinked, electrospun
chitosan–poly(ethylene oxide) nanofiber mats. J Appl Polym
Sci. 2008;109:968–75. https://doi.org/10.1002/app.28107.

51. Meng Z, Zheng W, Li L, Zheng Y. Fabrication, character-
ization and in vitro drug release behavior of electrospun
PLGA/chitosan nanofibrous scaffold. Mater Chem Phys.
2 0 1 1 ; 1 2 5 : 6 0 6 – 1 1 . h t t p s : / / d o i . o r g / 1 0 . 1 0 1 6 /
j.matchemphys.2010.10.010.

52. Shokrollahi M, Bahrami SH, Nazarpak MH, Solouk A. Biomi-
metic double-sided polypropylene mesh modified by DOPA and
ofloxacin loaded carboxyethyl chitosan/polyvinyl alcohol-
polycaprolactone nanofibers for potential hernia repair applica-
tions. Int J Biol Macromol. 2020;165:902-17. doi: 0.1016/
j.ijbiomac.2020.09.229.

53. Richman J, Zolezio H, Tang-Liu D. Comparison of ofloxacin,
gentamicin, and tobramycin concentrations in tears and in vitro
MICs for 90% of test organisms. Antimicrob Agents
Chemother. 1990;34:1602–4. https: / /doi .org/10.1128/
aac.34.8.1602.

54. Parikh KS, Omiadze R, Josyula A, Shi R, Anders NM, He P,
Yazdi Y, McDonnell PJ, Ensign LM, Hanes J. Ultra-thin, high
strength, antibiotic-eluting sutures for prevention of ophthal-
mic infection. Bioeng Transl Med. 2020:e10204. 10.1002/
btm2.10204.

Publisher’s Note Springer Nature remains neutral with regard
to jurisdictional claims in published maps and institutional
affiliations.

Page 13 of 13 170


	Polyvinyl...
	Abstract
	INTRODUCTION
	MATERIALS AND METHODS
	Materials
	Preparation of Polymer Solutions and Nanofibers
	Characterization of Nanofiber Morphology
	Fourier Transform Infrared Spectroscopy
	Differential Scanning Calorimetry
	Drug Content Uniformity
	Thickness Measurement
	Moisture Uptake and Moisture Loss
	Folding Endurance, Tensile Strength, and Swelling Percentage
	In�Vitro Antimicrobial Efficacy Test and Sterility Testing
	Microbiological Assay Test
	In�Vitro Drug Release Study
	In�Vitro Cytotoxicity Test
	In�Vivo Studies and Ocular Irritation Study on Rabbit Eyes

	RESULTS AND DISCUSSION
	Evaluation of Ocular Inserts
	Fourier Transform Infrared Spectroscopy
	Differential Scanning Calorimetry
	Characterization of Nanofiber Morphology
	In�Vitro Cytotoxicity Test
	In�Vitro Antimicrobial Efficacy Test and Sterility Testing
	In�Vitro Drug Release Study
	Ocular Irritation and In�Vivo Studies

	CONCLUSION
	��References



