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ABSTRACT

Corneal neovascularization (CNV) is one of the major causes of severe disorders in ocular surface.
Subconjunctival administration provides a localized and effective delivery of anti-angiogenic agents to
inhibit neovascularization. In the present study, the ABA triblock copolymer of poly(D,L-lactic-co-
glycolic acid)-block-poly(ethylene glycol)-block-poly(D,L-lactic-co-glycolic acid) (PLGA-PEG-PLGA) was
used as a sustained drug delivery carrier for metformin (MET) and levofloxacin hydrochloride (LFH).
Both drugs and PLGA-PEG-PLGA copolymers could be easily dissolved in water at low or room tem-
perature and the mixed solution could form a drug-loaded thermosensitive hydrogel in terms of body
temperature response. The in vitro release investigation displayed a sustained release of MET and LFH
from the formulation for one month. The in vivo efficacy of subconjunctival injection of the MET + LFH
loaded thermosensitive hydrogel in inhibiting CNV was evaluated on a mouse model of corneal alkali
burn. Compared with the single administration of MET or LFH loaded thermosensitive hydrogel, the
MET + LFH loaded thermosensitive hydrogel remarkably inhibited the formation of CNV. The sustained
release of MET and an antibiotic (LFH) provides synergistic therapeutic outcome. As a result, the co-
delivery of MET and LFH using PLGA-PEG-PLGA thermosensitive hydrogel by subconjunctival injection
has great potential for ocular anti-angiogenic therapy.
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1. Introduction bioavailability (<5% can be absorbed by eye) and rapid clear-
ance mechanisms, are the most common ocular drug delivery
systems (Liu et al., 2012). Therefore, repetitive topical drug
administration with high dosage is often required to achieve
a therapeutic effect, which may lead to inconvenience and
severe adverse effects. To overcome the physiological barriers
in the eye, intraocular injection is also applied to topical
drug delivery. However, frequent intraocular injection also has
poor patient compliance, discomfort, and risk of infection.
Unfortunately, previous studies demonstrated the short half-
lives of anti-VEGF proteins in ocular tissues after intraocular
injection, and clinical trials have validated that frequent injec-

Generally, the normal cornea is an avascular and transparent
connective tissue (Chang et al.,, 2012). However, corneal neo-
vascularization (CNV) is a severe complication induced by vari-
ous inflammatory, infectious, and degenerative ocular
disorders (Roshandel et al., 2018). Besides, CNV represents an
important cause of corneal graft rejection and it is also a
major reason for corneal opacity and subsequent vision loss
or even blindness. Thus, neovascularization of the cornea and
other parts of the eye represents an important and worldwide
public health problem (Chang et al., 2001; Papathanassiou

et al, 2008). Angiogenesis is a complex multistep process
induced by multiple factors, such as vascular endothelial
growth factor (VEGF), angiopoietin (Ang), basic fibroblast
growth factor (bFGF), and other cytokines (Li et al, 2013).
Among them, VEGF has been proven to be a major regulator
of CNV (Papathanassiou et al., 2008). Anti-VEGF agents includ-
ing Bevacizumab, Ranibizumab, and Pegaptanib, are effective
in inhibiting the growth of new blood vessels and approved
by Food and Drug Administration (FDA) for the clinical
treatment of neovascularization (Oh et al, 2009). Commercial
eye drops or ointments, suffering from extremely low

tions could effectively inhibit neovascularization (Bakri et al.,
2007; Agrahari et al., 2016). What's worse, it will greatly
increase the cost of therapy for patients.

Metformin (MET), a typical drug used for the treatment of
type 2 diabetes, works by stimulating the adenosine 5'-
monophosphate (AMP)-activated protein kinase and influen-
ces the glucose uptake from the blood (Evans et al., 2005). A
latest breakthrough has revealed that the MET could prevent
various chronic diseases including cancers (Stynen et al,
2018). Besides, MET is also a potential agent for inhibiting
neovascularization. Tan et al. (2009) indicated that MET
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increases the antiangiogenic thrombospondin-1 level to
inhibit angiogenesis via nuclear factor kappa-B (NFxB) path-
way. Joe et al. (2015) also found that MET can inhibit VEGF-
induced cell proliferation and exhibit anti-angiogenesis
effects via suppressing the Flk-1 level. In the past decades, a
variety of polymeric carriers have been extensively investi-
gated for sustained and controlled drug delivery. Contact
lens, implants, polymeric nanoparticles, liposomes, den-
drimers, and hydrogel have attracted great attention in the
field of ocular drug delivery (Gaucher et al., 2010; Ashaben,
2013). Biodegradable polymers, which can be eventually
absorbed by the tissues and eliminate the drawback of sub-
sequent removal, have been widely used as drug carriers,
especially for ocular drug delivery (Kimura & Ogura, 2001).
Poly(lactic acid; PLA), poly(e-caprolactone; PCL), poly(tri-
methylene carbonate; PTMC), and poly(lactide-co-glycolide;
PLGA) are the most commonly used biodegradable materials
for drug delivery. Among them, PLGA with excellent tissue
compatibility, safety profile, and controllable degradation
rate, is one of the most potential candidates for ocular drug
delivery. Thermosensitive hydrogel or thermogel, which
undergoes a reversible sol-gel transition as temperature
changing has arisen more and more attention in medicinal
application (Zhang et al., 2015). At room temperature (25 °C),
the thermosensitive hydrogel is in a sol state and transforms
into a gel state with the temperature increased to body tem-
perature (37°C; Loh et al., 2018). Drugs and therapeutic mol-
ecules can be mixed with the polymer/water system at low
or room temperature. Then the corresponding formulations
are administered into target tissue via injection. After injec-
tion, the formulations transform into drug delivery gel
depots because of the in-situ sol-gel transition. (Liow et al.,
2016). The drugs incorporated into the network structure of
the gel can be released slowly, thus prolonging the bio-
logical half-life and reducing side effects and toxicity.
Additionally, there are none of organic solvents used
throughout the preparation process, leading to a good bio-
compatibility. Biodegradable thermosensitive hydrogels,
especially the poly(lacticacid-co-glycolic acid)-poly(ethylene
glycol)-poly(lactic acid-co-glycolic acid) (PLGA-PEG-PLGA) tri-
block copolymers hydrogel, possessing the advantages of
controllable biodegradation rate, adjustable sol-gel transition,
good biocompatibility, and effective drug delivery, is one of
the most potential biomaterials (Yu & Ding, 2008; Lei et al.,
2017; Shang et al, 2017). It has been reported that the
PLGA-PEG-PLGA thermosenstive hydrogel is an effective drug
carrier for the treatment of various diseases, such as antios-
teopenia therapy (Liu et al., 2017), anti-cancer therapy (Shen
et al, 2017), anti-capsular formation (Luan et al.,, 2018), and
antidiabetic therapy (Chen et al., 2016). Previous studies also
reported the bevacizumab loaded PLGA-PEG-PLGA thermo-
sensitive hydrogel with sustained release properties has been
applied to treat posterior segment disorders and has
achieved great efficacy (Xie et al.,, 2015).

In the present study, a thermogelling polymer PLGA-
PEG-PLGA was synthesized and used as a drug carrier. On
the other hand, considering that the initial inflammatory
response is a key factor to induce CNV. Inflammatory cells
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can produce a great number of pro-inflammatory cytokines
and angiogenic growth factors (especially VEGF) under
inflaimmatory condition (Than et al., 2018). Therefore, it is
also necessary to effectively inhibit infections and inflam-
mations. We used levofloxacin hydrochloride (LFH), a
hydrophilic antibiotic commonly used to treat ocular infec-
tions and inflammatory responses, combined with MET to
inhibit CNV (Holland et al., 2007; Islan et al, 2016).
Combination therapy of multiple drugs at different stages
of the ocular diseases can offer a more effective treatment
because of their synergistic effects (Jain, 2001; Than et al,,
2018). On the basis of the above-mentioned facts, we
prepared a localized and long-term co-delivery system of
MET and LFH loaded thermosensitive PLGA-PEG-PLGA
hydrogel (MET 4 LFH@Thermogel) to inhibit CNV by sub-
conjunctival administration. CNV was induced by the alkali-
burn injury in mice model. Moreover, the prepared
MET + LFH@Thermogel was singly subconjunctival injected
to evaluate the anti-neovascular effect in vivo. Meanwhile,
the in vitro properties of MET + LFH@Thermogel was also
characterized.

2. Materials and methods
2.1. Materials and animals

Poly(ethylene glycol; PEG, M, = 1500), stannous octoate
(Sn(Oct),) of purity 95% and LFH were purchased from
Sigma-Aldrich (St. Louis, MO). D,L-lactide (LA) and glycolide
(GA) were provided by Jinan Daigang Biomaterial Co., Ltd. ,
China) and recrystallized three times with reflux in toluene
and dried under a vacuum for 24h before use. MET
was obtained from Selleck Chemicals (Shanghai, China).
Proparacaine eye drops (0.5%) and 3% sodium pentobarbital
were purchased from Santen Pharmaceutical Co., Ltd., (Osaka,
Japan). Human corneal epithelial cells (HCECs) lines were pro-
vided by the laboratory of Professor W. Chen (Zhongshan
Opthalmic Center, Guangzhou, China). Cell Counting Kit was
purchased from Peptide Institute Inc, (Osaka, Japan).
Chemicals and reagents for immunofluorescence and hema-
toxylin-eosin (H&E) staining were all provided by Service
Biotechnology Co., Ltd. (Wuhan, China). Distilled water was
prepared by the Milli-Q Plus system (Millipore Co. MA). All
the chemicals used in this research were of analytical grade
and without further purification.

C57BL/6) mice (male and female, 7-8weeks) were
obtained from Guangdong Medical Experimental Animal
Center (Guangdong, China). The mice were housed under
specific pathogen free (SPF) standard condition (25-28°C,
relative humidity of 40-60%, and light/dark cycle of 12/
12h) in the Animal Experimental Center of Zhongshan
Ophthalmic Center, Sun Yat-Sen University, China. The ani-
mals were fed with a standard animal food and free
access to water. The procedures for animal care and
experiments complied with the Association for Research in
Vision and Ophthalmology (ARVO) Statement Regarding
the Use of Animals in Ophthalmic and Vision Research,
and the guidelines of the Animal Experimental Ethics
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Committee of Zhongshan Ophthalmic Center, Sun Yat-Sen
University, China.

2.2. Synthesis and characterization of the
triblock copolymer

The PLGA-PEG-PLGA triblock copolymers were synthesized
through ring-opening polymerization of D,L-LA and GA initi-
ated by PEG-OH as macroinitiator under dry nitrogen, with
Sn(Oct), used as catalyst. Briefly, PEG was added into a
branched-neck round bottom flask and dried under vacuum
with stirring at 130°C for 4h. Subsequently, a certain
amount of LA, GA, and Sn(Oct), were added under dry nitro-
gen. The reaction system was kept at 140°C under stirring
for 12 h. Then, the reaction system was cooled to room tem-
perature under nitrogen atmosphere. The products were
washed by 80°C water to remove soluble low molecular
weight polymers. The final product was dried by lyophiliza-
tion and stored at —20°C until use.

The chemical structure of the copolymers was determined
by "H NMR, using a 400 MHz nuclear magnetic resonance
(NMR) spectrometer (Bruker Advance llI, Varian, Chicago, IL).
Deuterated chloroform (CDCl;) was used as the solvent and
tetramethylsilane (TMS) was used as the internal reference to
determine chemical shifts (6). Molecular weight (My) and
molecular weight distribution (My/M,) of the copolymers
were determined using a gel permeation chromatography
(GPC) system (Waters 2414, Milford, MA) with a differential
refractometer. Tetrahydrofuran was used as a mobile phase
at a flow rate of 1ml min~". Narrow molecular weight distri-
bution polystyrene standards were used for MW calculation.

2.3. Preparation of the MET + LFH@thermogel and
rheological analysis

A certain amount of PLGA-PEG-PLGA copolymers (0.25g) were
added into stroke-physiological saline solution (SPSS, 1 ml) to
obtain 20wt% polymer/water system at low temperature.
Then, a given amount of MET (1, 3, and 5mg) and 3mg LFH
were completely dissolved in the polymer/water system under
ultrasound to form a homogeneous mixed system. The result-
ant solution was sterilized through a 0.22 um filter at 4°C.

The sol-gel transition of the MET + LFH@Thermogel was
detected using a HAAKE Rheometric (HMARS lll, Thermo, MA)
equipped with a 60 mm parallel plate. About 1 ml of polymer/
water systems (20wt % in SPSS) with/without drugs were
injected in the parallel plate. The measurements were carried
out at a fixed oscillatory frequency of 10rad/s with a heating
rate of 0.5°C/min from 10to 40°C. Storage-(G) and viscous
modulus (G") were recorded as a function of temperature.

2.4. In vitro drug release and cytotoxicity study

The drug loaded polymer/water system (1g) was injected
into a dialysis bag (MWCO 14000, Spectrapor, CA) and a cen-
trifuge tube containing the dialysis bag was incubated in an
air bath at 37°C. After the formation of in situ hydrogels,
10ml of phosphate buffered saline (PBS, pH 7.4) was added

into the centrifuge tube as the release medium. The shaking
rate was 80 rpm. At predetermined time intervals, the release
medium was withdrawn and replaced by the same amount of
fresh PBS. The amount of released MET and LFH was deter-
mined by high performance liquid chromatography (HPLC)
system (Waters1525) with a C18 column (4.6 mm x 250 mm-
5 um, Agilent ZORBAX Eclipse XDB, CA). For MET, the mobile
phase was composed of methanol and 0.02 M phosphoric acid
(50: 50, v/v) at a flow rate of 1 ml/min and the temperature of
30°C. And for LFH, the mobile phase was composed of aceto-
nitrile and 0.02M phosphoric acid (20: 80, v/v) at a flow rate
of Tml/min and the temperature of 40°C. The accumulated
release amount was calculated by the calibration curve.

The in vitro cytotoxicity of the PLGA-PEG-PLGA thermo-
sensitive hydrogel and MET + LFH@Thermogel with different
concentrations of MET (1, 3, and 5mg/ml) and the same con-
centration of LFH (3 mg/ml) were evaluated via Cell Counting
Kit-8 (CCK-8) assay. HCECs(2.5 x 10% were cultured on 24-
well plates at 37 °C with 5% CO, The polymer/water systems
loaded with/without drugs (0.1 ml) were added into transwell
chambers and transformed into in situ gels at 37°C. After
24 h incubation, the cells were washed with PBS, then the
transwell chambers containing different concentrations of
MET + LFH@Thermogel and PLGA-PEG-PLGA thermosensitive
hydrogel were added to the 12-well plates. After another
24 h incubation, the medium was removed and the cells
were washed with PBS and 10ul of CCK-8 solution was
added to the 24-well plates and reincubated at 37°C for 1h.
The assay was performed by a microplate reader (Synergy
H1, BioTek Instruments, Winooski, VT ) at 450 nm to measure
cell viability, and the cells without any treatment were
served as the blank control.

2.5. Alkali-burn injury induced CNV in mice

All procedures and tests were performed under general anes-
thesia by intraperitoneal injections of 3% pentobarbital (1 ml/
kg) and topical administrations of 0.5% proparacaine. Alkali-
burn injury to the cornea was induced by placing a sterilized
filter paper 2mm in diameter) soaked with 1N sodium
hydroxide solution for 30s. Then, the ocular surface and
conjunctival fornixes were extensively flushed with 10 ml of
sterilized PBS solution. One day after alkali-burn injury, CNV
were imaged under a slit lamp microscope (SL-D7/DC-3/
IMAGEnet, Topcon, Japan). Subsequently, the CNV mice were
randomly divided into 4 groups, the first group received sin-
gle subconjunctival injections of PLGA-PEG-PLGA thermosen-
sitive hydrogel without drugs, the second group received
single subconjunctival injections of LFH loaded thermosensi-
tive hydrogel (LFH@Thermogel); the third group received sin-
gle subconjunctival injections of MET loaded thermosensitive
hydrogel (MET@Thermogel); and the fourth group received
single subconjunctival injections of MET 4 LFH@Thermogel
(Figure 1).



2.6. Visualization and quantification of CNV

Seven days after alkali-burn injury, corneas were imaged by
the slit lamp microscope (SL-D7/DC-3/IMAGEnet, Topcon,
Japan) and the CNV areas were analyzed using ImageJ 1.40
image analysis software (NIH, Bethesda, MD). According to
the previous study, the vessel area (VA) was calculated by
the using Equation (1) (Rogers et al., 2007):

VA =0.02n x VL x CH (M

where the VL is vessel lengths measured from the limbus to
the leading edges and the CH is the sectoral circumference,
which was expressed as clock hours (1 being 30 degrees
of arc).

2.7. H&E staining and immunofluorescence evaluation

Mice were euthanized after seven days and then the excised
corneas were imbedded in paraffin and sectioned to 4pm-
thickness. The sections were stained by H&E and examined
under a light microscope (Axiophot, Zeiss, Germany). To ana-
lyze the expression of F4/80 and VEGF in corneas, the sections
from paraffin-embedded corneas were deparaffinized, then
they were exposed to ethylenediaminetetraacetic acid (EDTA)
antigen repair buffer (pH 8) for antigen retrieval and blocked
in albumin from bovine serum (BSA). The tissues were incu-
bated with a rabbit polyclonal anti-F4/80 antibody and a goat
polyclonal VEGF antibody separately overnight at 4°C, then
the sections were incubated with fluorescently labeled second-
ary antibody (Goat Anti-Rabbit 1gG H&L (Alexa Fluor® 647) or
Donkey Anti-Goat IgG H&L (Alexa Fluor® 647)). Subsequently,
the tissues were incubated with a 4',6-diamidino-2-phenylin-
dole (DAPI) solution and analyzed under fluorescence micro-
scope (Axioplan2 Imaging, Zeiss, Germany).

2.8. Quantitatively assay of cytokines by luminex®
XMAP® technology

On the seventh day after alkali-burn injury, mice were
euthanized and the corneas were carefully enucleated, then
the proteins were extracted using cell lysis buffer with the
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addition of protease inhibitors. The expression levels of mice
interleukin-1p (IL-1p), IL-6, IL-17, Ang-2, VEGF-A, VEGF-C, and
tumor necrosis factor (TNF-x) were quantified by Milliplex
MAP Rat Cytokine/Chemokine Magnetic Bead Panel (Meck
Millipore, Billerica, MA) and Luminex® xMAP™ technology
(Luminex Corporation, Austin, TX), the data were analyzed
by MILLIPLEX® Analyst 5.1 software (Meck & Co Inc,
Kenilworth, NJ) .

2.9. Statistical analysis

All experiments were performed in triplicate. The data were
statistically analyzed using SPSS Statistic 17.0 software (SPSS
Inc, Chicago, IL). The data were expressed as the mean-
+standard error. A statistically significant difference was
shown when p <.05 (*), while p <.01 (**) and p <.001 (***)
were considered as highly significant.

3. Results and discussion

3.1. Synthesis and characterization of the PLGA-PEG-
PLGA triblock copolymers

The 'H NMR spectrum and GPC curve of PLGA-PEG-PLGA
copolymer are shown in Figure 2. The signals appeared at
3.6 ppm were attributed to -CH,-in PEG block. The chemical
shifts at 5.2 and 1.6 ppm were assigned to -CH- and -CHs in
the LA unit, the 4.8 ppm was —-CH,— in the GA unit, and the
4.2 ppm was -CH,— in ethylene glycol neighboring to the GA
unit. Based on the calculation results of "H NMR spectrum,
the block weight ratio of PLGA:PEG:PLGA was about 6:5:6.
The GPC results showed the weight-average molecular
weight (M,,) and M,,/M,, of the triblock copolymer were 6700
and 1.28, respectively.

3.2. Sol-gel transition of the MET + LFH@thermogel

Dynamic rheological measurements were performed to assess
the changes in G’ and G” of the thermosensitive hydrogels
loaded with/without drugs. As shown in Figure 3, the

MET + LFH(@Thermogel

Figure 1. The molecular structures of MET and LFH and schematic diagram of subconjunctival injection of the MET + LFH@Thermogel.
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Figure 2. H NMR spectrum (A) and GPC curve (B) of PLGA-PEG-PLGA tri-
block copolymer.

PLGA-PEG-PLGA thermosensitive hydrogel, LFH@Thermogel,
MET@Thermogel, and MET 4 LFH@Thermogel all exhibited a
sol-gel transition with the increase of temperature. G’ repre-
sents the elastic behavior or the elastic component of the
complex shear modulus, whereas G” represents the viscous
behavior. The G’ values were lower than G” at low or room
temperature, demonstrating the mixed solution was free-
flowing and suitable for injection. With the increase of tem-
perature, both G’ and G” increased, and G’ was equal to G”
at approximately 31°C. The sol-gel transition was observed
by naked-eye as well. After the formation of in situ thermo-
sensitive hydrogel, conversely, the G” was lower than G, and
both G' and G” reached maximum near physiological tem-
perature of 37 °C. Moreover, there was no obvious difference
in rheological behavior between the four groups, indicating
that the addition of MET and LFH did not affect the sol-gel
transition of the thermosensitive hydrogel. It is beneficial for
ocular drug delivery of such formulations.

3.3. In vitro drug release and cytotoxicity

The in vitro drug release profiles of MET + LFH@Thermogel
were displayed in Figure 4(A,B) . All the three MET+
LFH@Thermogel formulations presented a long-term release
pattern for one month and Figure 3(B) showed more than
20% of LFH was released from the hydrogel matrix in the
initial 48 h, which provided a sufficient drug dosage for sup-
pressing infection and inflammation at the initial stage of
CNV. At the same time, the release of MET maintained a
sustained manner to inhibit the growth of new blood ves-
sels. Since the manufacturing process ensured almost no
loss of drugs, the encapsulation efficiency was

[ ] G"-Thermogel @ G"-LFH@Thermogel L ] G"-MET@Thermogel @ G -MET+LFH@Thermogel
O G-Thermogel O G-LFH@Thermogel O G-MET@Thermogel

G'-MET+LFH@ Thermogel
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Figure 3. Storage modulus (G') and loss modulus (G") of the drug loaded polymer/water system as a function of temperature. The concentrations of MET and LFH
were both 3mg/ml. The inserted pictures show the sol state of the MET+ LFH@Thermogel at room temperature (25°C) and gel state of the

MET + LFH@Thermogel at body temperature (37 °C).
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Figure 4. (A) In vitro release profiles of MET from MET + LFH@Thermogel with various drug loading amounts in PBS. The results are presented as mean + SD
(n=3). (B) In vitro release profile of LFH from MET + LFH@Thermogel in PBS and LFH concentration was 3 mg/ml. The results are presented as mean +=SD (n=3).
(C) In vitro cytotoxicity of the thermosensitive hydrogel and MET + LFH@Thermogel (MET concentrations ranged from 1-5mg/ml and LFH concentration was 3 mg/
ml) against HCECs after 24 h incubation. The results are presented as mean = SD (n = 3).

approximately 100%. The release curves showed the higher
the drug loading amount, the lower the cumulative release
percent. This is because that the cumulative release percent
is the ratio of the drug release amount to loading amount.
Although the release amount increases, the drug loading
amount becomes larger and the ratio of them decreases
(Gong et al, 2009; Luo et al., 2016; Sun et al, 2017).
Previous studies also indicated that the drug release from
the biodegradable hydrogel due to both the drug diffused
from the porous structure of hydrogel and the polymer
degradation (Tang et al., 2008; Xie et al., 2015). The in vitro
release profile demonstrated the MET + LFH@Thermogel can
provide an extended and sustained drug release for the
treatment of ocular disorders.

The in vitro cytotoxicity of PEG-PLGA-PEG thermosensitive
hydrogel and MET + LFH@Thermogel with different drug
concentrations was evaluated via CCK-8 assay. After incuba-
tion of the PEG-PLGA-PEG hydrogel for 24 h, the cell viability
was approximately 100%, indicating that the thermosensitive
hydrogel exhibits very low cytotoxicity and good biocompati-
bility. With the MET concentration increasing from 1-5mg/
ml, the cell viability of MET+ LFH@Thermogel decreased
from 96 to 80%. This decreased trend was attributed to the
high concentration of MET and the cell viability was depend-
ent on drug concentration. These results implied that the

MET + LFH@Thermogel with long-term release and good bio-
compatibility is appropriate for ocular drug delivery.

3.4. Anti-angiogenic effect of MET + LFH@thermogel in
alkali-burn injury induced mice CNV model

The thermosensitive hydrogel containing 3 mg/ml of MET and
3mg/ml of LFH was selected as appropriate concentration
for in vivo evaluation, which was based on the considerations
of drug dosage required to inhibit CNV and anti-infection,
the in vitro drug release profile and the in vitro cytotoxicity
of MET+LFH@Thermogel. The drug concentrations of
LFH@Thermogel and MET@Thermogel were 3 mg/ml as well.
The anti-angiogenic effect of conjunctival injection of
LFH@Thermogel, MET@Thermogel, and MET + LFH@Thermogel
were first evaluated on mice with CNV. As shown in Figure
5(A), we could observe the representative cornea images from
each treated group at sevendays after alkali-burn. Since alkali
burn causes the damage of corneal epithelial and induction of
CNV, quantitative analysis of the CNV areas in the blank
control group, LFH@Thermogel, MET@Thermogel, and MET +
LFH@Thermogel injected group were performed, indicating
CNV areas to be 1.13+0.29, 0.66+0.25 0.39+0.22, and
0.13+0.11mm? respectively. The MET+ LFH@Thermogel
group markedly reduced the area of CNV more than the other
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Figure 5. Inhibition of CNV by different treatments in alkali burn induced corneal injury model. (A) Representative cornea images of one day after alkali burn and
seven days after alkali burn with different treatment. (B) Representative H&E staining at seven days after alkali burn of different treatment (scale bar = 50 pm).

White arrows point out the neovessels.

groups. Mice treated with MET + LFH@Thermogel led to ~88%
reduction in CNV area compared with blank control group.
The efficacy of local ocular drug delivery using thermosensitive
hydrogel is much better than topical administration and con-
ventional intraocular injection (Urtti, 2006; Gaudana et al,
2010), since the long-term drug release could efficiently inhibit
the outgrowth of immature blood vessels. In comparison with
the CNV areas of blank control group, MET@Thermogel treated
group, and LFH@Thermogel treated group, the co-delivery of
MET and LFH could offer an obvious inhibitory effect on the
development of CNV. Figure 5(B) showed the histological
changes by H&E staining at seven days after injury, the neo-
vessels could be obviously observed in the blank control group
and LFH@Thermogel treated group, and the corneas appeared
edema and inflammatory response as well. In contrast, there
were no obvious neovessels and a reduction of edema and
inflammatory response in the MET+ LFH@Thermogel treated
group, indicating that the combination therapy of MET and
LFH has a much stronger inhibitory effect on CNV and inflam-
matory response.

To further characterize the effect of MET 4 LFH@Thermogel
in corneal neovascularization, immunofluorescence staining
for cornea tissues was analyzed. As previously mentioned,
the initial inflammatory is a key factor to trigger CNV. Thus,
corneal sections were stained with F4/80 because the macro-
phage marker F4/80 has been extensively used to characterize
tissue macrophages (Gordon et al., 2011). As shown in Figure
6(A), the corneas treated with MET 4 LFH showed significantly
fewer infiltrating F4/80-positive macrophages than the other
three treated groups (p<.05). Besides, VEGF staining was
also analyzed to demonstrate the anti-VEGF effect of
MET + LFH@Thermogel. Although MET alone suppressed VEGF
to a lesser extent (Figure 6(C)), MET + LFH@Thermogel showed
most significant suppression on the expression of VEGF than

the other three groups (p < .05). Previous studies revealed that
macrophages play an important role in neovascularization
by secreting matrix metallopreoteinase-2 (MMP-2), MMP-7,
MMP-9, MMP-12, and cycloocygenase-2 (COX-2; Kale et al,
2014; Liu et al,, 2015). Lu et al. (2009) also found that the inter-
leukin-1 receptor antagonist (IL-1Rx), expressed by macro-
phage, can regulate the expression of VEGF by binding IL-1R.
Factors related to the biological behavior of macrophages dur-
ing inflammation may affect the extent of CNV (Bainbridge
2007). Therefore, the effective inhibition of the initial inflamma-
tory response is helpful to anti-neovascularization. The
immunofluorescence analysis indicated the treatment of
MET + LFH@Thermogel showed significant suppression on the
number of infiltrating F4/80 macrophage and the expression
of VEGF in corneas. This is due to the synergistic effect of anti-
biotic and anti-neovascularization agent. The release of LFH
mainly suppresses infection and inflammation with limited
anti-angiogenic effect, while the release of MET effectively
inhibits neovascularization with limited anti-inflammatory
effect. The co-delivery of MET + LFH leads to a much better
therapeutic effect on CNV.

We further detected the concentrations of inflammatory
and angiogenic cytokines in corneas after treatment, includ-
ing Ang-2, IL-1f3, IL-6, IL-17, VEGF-A, VEGF-C, and TNF-o. As
shown in Figure 6(E), the co-delivery of MET and LFH pro-
duced the most significant effect on reducing all the cytokine
levels in corneas compared with the other two groups
(p <.05). LFH expressed strong inhibitory effect on inflamma-
tory cytokines levels (IL-1f, IL-17, and TNF-a), although MET
has a certain inhibitory effect on the expression of IL-6.
The inflammatory cytokines levels in MET + LFH@Thermogel
treated group were significantly lower than those in
LFH@Thermogel treated group (p <.05). This result indicated
that the treatment of MET+ LFH@Thermogel has the most
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Figure 6. Anti-angiogenic assessment of different treatments on seventh day after alkali burn. (A) Immunofluorescence staining of the cornea with a specific

macrophage maker-F4/80 antibody (red color) and (B) the quantitative analysis (scale bar = 50 um). The results are presented as mean +SD (n =6).

*p <.05. (C)

Immunofluorescence staining of VEGF (red color) in the cornea and (D) the quantitative analysis (scale bar = 50 um). The results are presented as mean +SD

(n=6).

significant effect on reducing the inflammatory cytokines,
which is consistent with our results of macrophage infiltration
shown in Figure 6(A). Low expression levels of inflammatory
cytokines help to inhibit the development of CNV. On the
other hand, for angiogenic cytokines, MET inhibited the
expression levels of Ang-2, VEGF-A, and VEGF-C. It might be
attributed to the MET, which increases the antiangiogenic
thrombospondin-1 (TSP-1) and decreases the level of VEGF
receptor Flk-1 as well (Tan et al, 2009; Joe et al, 2015).
Previous studies indicated that the TSP-1 is a potent
endogenous inhibitor. It participates in maintaining corneal
avascularity and binds to antiangiogenic receptor CD36 to
inhibit CNV (Akhurst 2004; Cursiefen et al., 2004; Mwaikambo
2006). The increase of Flk-1 expression is an important
inducement for the formation of CNV after alkali burn (Qazi
et al,, 2009). MET can block the signal transduction pathway
of VEGF by inhibiting the expression of Flk-1 (Soraya et al.,
2012; Joe et al, 2015). Besides, MET has been proven that it
can protect the integrity of epithelial cells under stress condi-
tions, such as inflammation, infection, and hypoxia (Aznar
et al, 2016). Taken together, combinational therapy of MET
and LFH using biodegradable thermosensitive hydrogel can
offer an enhanced inhibitory effect on CNV. With the ability
to overcome the ocular surface barriers for localized delivery,
MET + LFH@Thermogel produces high bioavailability and

*p < .05. (E) Concentrations of Ang-2, IL-1p, IL-6, IL-17, VEGF-A, VEGF-C, and TNF-a in the corneas. The results are presented as mean +SD (n = 6). *p < .05.

effective ocular drug delivery. In addition, the good thera-
peutic effect is benefited by the synergistic effect of multiple
drugs. The demonstrated MET+ LFH@Thermogel, which
injects biodegradable drug carrier for localized, long-term,
and efficient ocular drug delivery, can reduce the injection
frequency, thus improving patient compliance and lowering
the risk of complications.

4, Conclusion

In this study, we developed a sustained co-delivery system of
MET and LFH using thermosensitive PLGA-PEG-PLGA hydrogel
by subconjunctival injection to inhibit CNV. The free-flowing
drug loaded polymer/water system could be prepared by sim-
ply mixing at low or room temperature and it exhibited a sol-
gel transition to form a drug delivery gel depot at body tem-
perature. The prepared MET + LFH@Thermogel exhibited a sus-
tained drug release in vitro for one month and the drug
release profile was able to be modulated by the drug loading
amount. In vitro evaluation of cytotoxicity confirmed the
low toxic and good biocompatibility. Moreover, in vivo
results further demonstrated the sustained co-delivery of
MET 4 LFH reduced the neovascularization area and sup-
pressed the expression levels of inflammatory and angiogenic
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cytokines, indicating that such a system is more effective in
the treatment of neovascularization. In summary, this novel
MET + LFH@Thermogel system, which provides a localized, effi-
cient, and cost-effective manner, has great potential for the
treatment of ocular neovascularization.

Disclosure statement

No potential conflict of interest was reported by the authors.

Funding

This work was supported by the Science and Technology Program of
Guangzhou, China (201607010348) and the National Natural Science
Foundation of China (51773228, 51573212).

References

Agrahari V, Agrahari V, Hung WT, et al. (2016). Composite nanoformula-
tion therapeutics for long term ocular delivery of macromolecules.
Mol Pharm 13:2912-22.

Akhurst RJ. (2004). Mouse strain-dependent heterogeneity of resting lim-
bal vasculature. Invest Ophthalmol Vis Sci 45:441-7.

Ashaben P. (2013). Ocular drug delivery systems: an overview. World J
Pharmacol 2:47-64.

Aznar N, Patel A, Rohena CC, et al. (2016). AMP-activated protein kinase
fortifies epithelial tight junctions during energetic stress via its
effector GIV/Girdin. Elife 5:€20795.

Bainbridge J. (2007). The macrophage is key to choroidal neovasculariza-
tion in age-related macular degeneration. Exp Rev Ophthalmol 2:
981-6.

Bakri SJ, Snyder MR, Reid JM, et al. (2007). Pharmacokinetics of intravi-
treal bevacizumab (avastin). Ophthalmology 114:855-9.

Chang JH, Gabison EE, Kato T, Azar DT. (2001). Corneal neovasculariza-
tion. Curr Opin Ophthalmol 12:242-9.

Chang JH, Garg NK, Lunde E, et al. (2012). Corneal neovascularization: an
anti-VEGF therapy review. Surv Ophthalmol 57:415-29.

Chen Y, Li Y, Shen W, et al. (2016). Controlled release of liraglutide using
thermogelling polymers in treatment of diabetes. Sci Rep 6:31593.
Cursiefen C, Masli S, Ng TF, et al. (2004). Roles of thrombospondin-1 and
-2 in regulating corneal and iris angiogenesis. Invest Ophthalmol Vis

Sci 45:1117-224.

Evans JM, Donnelly LA, Emslie-Smith AM, et al. (2005). Metformin and
reduced risk of cancer in diabetic patients. BMJ 330:1304-5.

Gaudana R, Ananthula HK, Parenky A, Mitra AK. (2010). Ocular drug
delivery. AAPS J 12:348-60.

Gaucher G, Marchessault RH, Leroux JC. (2010). Polyester-based micelles
and nanoparticles for the parenteral delivery of taxanes. J Control Rel
143:2-12.

Gong C, Shi S, Wu L, et al. (2009). Biodegradable in situ gel-forming con-
trolled drug delivery system based on thermosensitive pcl-peg-pcl
hydrogel. part 2: sol-gel-sol transition and drug delivery behavior.
Acta Biomater 5:3358-70.

Gordon S, Hamann J, Lin HH, Stacey M. (2011). F4/80 and the related
adhesion-GPCRs. Eur J Immunol 41:2472-6.

Holland EJ, Mccarthy M, Holland S. (2007). The ocular penetration of
levofloxacin 1.5% and gatifloxacin 0.3% ophthalmic solutions in sub-
jects undergoing corneal transplant surgery. Curr Med Res Opin 23:
2955-60.

Islan GA, Tornello PC, Abraham GA, et al. (2016). Smart lipid nanopar-
ticles containing levofloxacin and dnase for lung delivery. Design and
characterization. Coll Surf B Biointerf 143:168-76.

Jain RK. (2001). Normalizing tumor vasculature with anti-angiogenic ther-
apy: a new paradigm for combination therapy. Nat Med 7:987-9.

Joe SG, Yoon YH, Choi JA, Koh JY. (2015). Anti-angiogenic effect of met-
formin in mouse oxygen-induced retinopathy is mediated by

reducing levels of the vascular endothelial growth factor receptor flk-
1. PLoS ONE 10:e0119708.

Kale S, Raja R, Thorat D, et al. (2014). Osteopontin signaling upregulates
cyclooxygenase-2 expression in tumor-associated macrophages lead-
ing to enhanced angiogenesis and melanoma growth via a9f1 integ-
rin. Oncogene 33:2295.

Kimura H, Ogura Y. (2001). Biodegradable polymers for ocular drug deliv-
ery. Ophthalmologica 215:143-55.

Lei K, Chen Y, Wang J, et al. (2017). Non-invasive monitoring of in vivo
degradation of a radiopaque thermoreversible hydrogel and its effi-
cacy in preventing post-operative adhesions. Acta Biomater 55:
396-409.

Li X, Zhou Q, Hanus J, et al. (2013). Inhibition of multiple pathogenic
pathways by histone deacetylase inhibitor saha in a corneal alkali-
burn injury model. Mol Pharm 10:307-18.

Liow SS, Dou Q, Kai D, et al. (2016). Thermogels: in situ gelling biomate-
rial. ACS Biomater Sci Eng 2:295-316.

Liu G, Zhang W, Xiao Y, Lu P. (2015). Critical role of IP-10 on reducing
experimental corneal neovascularization. Curr Eye Res 40:891-901.

Liu S, Jones L, Gu FX. (2012). Nanomaterials for ocular drug delivery.
Macromol Biosci 12:608-20.

Liu Y, Chen X, Li S, et al. (2017). Calcitonin-loaded thermosensitive
hydrogel for long-term antiosteopenia therapy. ACS Appl Mater Interf
9:23428-40.

Loh XJ, Chee PL, Owh C. (2018). Biodegradable thermogelling polymers.
Small Methods 1800313:1-15.

Lu P, Li L, Liu G, et al. (2009). Enhanced experimental corneal neovascu-
larization along with aberrant angiogenic factor expression in the
absence of IL-1 receptor antagonist. Invest Ophthalmol Vis Sci 50:
4761-8.

Luan J, Zhang Z, Shen W, et al. (2018). Thermogel loaded with low-dose
paclitaxel as a facile coating to alleviate periprosthetic fibrous capsule
formation. ACS Appl Mater Interfaces 10:30235-46.

Luo Z, Jin L, Xu L, et al. (2016). Thermosensitive peg-pcl-peg (pece)
hydrogel as an in situ gelling system for ocular drug delivery of diclo-
fenac sodium. Drug Deliv 23:63.

Mwaikambo BR. (2006). Activation of cd36 inhibits and induces regres-
sion of inflammatory corneal neovascularization. IOVS 47:4356-64.

Oh EJ, Park K, Choi JS, et al. (2009). Synthesis, characterization, and pre-
liminary assessment of anti-flt1 peptide-hyaluronate conjugate for the
treatment of corneal neovascularization. Biomaterials 30:6026-34.

Papathanassiou M, Theodossiadis PG, Liarakos VS, et al. (2008). Inhibition
of corneal neovascularization by subconjunctival bevacizumab in an
animal model. AJO 145:424-31.

Qazi Y, Maddula S, Ambati BK. (2009). Mediators of ocular angiogenesis.
J Genet 88:495-515.

Rogers MS, Birsner AE, D’Amato RJ. (2007). The mouse cornea micro-
pocket angiogenesis assay. Nat Protoc 2:2545-50.

Roshandel D, Eslani M, Baradaran-Rafii A, et al. (2018). Current and
emerging therapies for corneal neovascularization. Ocular Surf 16:
398-414.

Shang H, Chen X, Liu Y, et al. (2017). Cucurbit [7]-assisted sustained
release of human calcitonin from thermosensitive block copolymer
hydrogel. Int J Pharm 527:52-60.

Shen W, Chen X, Luan J, et al. (2017). Sustained codelivery of cisplatin
and paclitaxel via an injectable prodrug hydrogel for ovarian cancer
treatment. ACS Appl Mater Interfaces 9:40031-46.

Soraya H, Esfahanian N, Shakiba Y, et al. (2012). Anti-angiogenic effects
of metformin, an AMPK activator, on human umbilical vein endothe-
lial cells and on granulation tissue in rat. IJBMS 15:1202-9.

Stynen B, Abd-Rabbo D, Kowarzyk J, et al. (2018). Changes of cell bio-
chemical states are revealed in protein homomeric complex dynam-
ics. Cell 175:1418-29.

Sun J, Liu X, Lei Y, et al. (2017). Sustained subconjunctival delivery of
cyclosporine a using thermogelling polymers for glaucoma filtration
surgery. J Mater Chem B 5:6400-11.

Tan BK, Adya R, Chen J, et al. (2009). Metformin decreases angiogenesis
via NF-xB and Erk1/2/Erk5 pathways by increasing the antiangiogenic
thrombospondin-1. Cardiovasc Res 83:566-74.



Tang Q, Wu J, Sun H, et al. (2008). Polyaniline/polyacrylamide conduct-
ing composite hydrogel with a porous structure. Carbohyd Poly 74:
215-9.

Than A, Liu C, Chang H, et al. (2018). Self-implantable double-layered
micro-drug-reservoirs for efficient and controlled ocular drug delivery.
Nat Commun 9:4433.

Urtti A. (2006). Challenges and obstacles of ocular pharmacokinetics and
drug delivery. Adv Drug Deliv Rev 58:1131-5.

DRUG DELIVERY 531

Xie B, Jin L, Luo Z, et al. (2015). An injectable thermosensitive polymeric
hydrogel for sustained release of avastin to treat posterior segment
disease. Int J Pharm 490:375-83.

Yu L, Ding J. (2008). Injectable hydrogels as unique biomedical materials.
Chem Soc Rev 37:1473-81.

Zhang L, Shen W, Luan J, et al. (2015). Sustained intravitreal delivery of
dexamethasone using an injectable and biodegradable thermogel.
Acta Biomater 23:271-81.



	Abstract
	Introduction
	Materials and methods
	Materials and animals
	Synthesis and characterization of the triblock copolymer
	Preparation of the MET + LFH@thermogel and rheological analysis
	In vitro drug release and cytotoxicity study
	Alkali-burn injury induced CNV in mice
	Visualization and quantification of CNV
	H&E staining and immunofluorescence evaluation
	Quantitatively assay of cytokines by luminex® xMAP® technology
	Statistical analysis

	Results and discussion
	Synthesis and characterization of the PLGA-PEG-PLGA triblock copolymers
	Sol-gel transition of the MET + LFH@thermogel
	3.3. In vitro drug release and cytotoxicity
	Anti-angiogenic effect of MET + LFH@thermogel in alkali-burn injury induced mice CNV model

	Conclusion
	Disclosure statement
	References



<<
	/CompressObjects /Tags
	/ParseDSCCommentsForDocInfo true
	/CreateJobTicket false
	/PDFX1aCheck false
	/ColorImageMinResolution 150
	/GrayImageResolution 150
	/DoThumbnails false
	/ColorConversionStrategy /sRGB
	/GrayImageFilter /DCTEncode
	/EmbedAllFonts true
	/CalRGBProfile (sRGB IEC61966-2.1)
	/MonoImageMinResolutionPolicy /OK
	/ImageMemory 1048576
	/LockDistillerParams true
	/AllowPSXObjects true
	/DownsampleMonoImages true
	/PassThroughJPEGImages false
	/ColorSettingsFile (None)
	/AutoRotatePages /All
	/Optimize true
	/MonoImageDepth -1
	/ParseDSCComments true
	/AntiAliasGrayImages false
	/GrayImageMinResolutionPolicy /OK
	/JPEG2000ColorImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/ConvertImagesToIndexed true
	/MaxSubsetPct 100
	/Binding /Left
	/PreserveDICMYKValues false
	/GrayImageMinDownsampleDepth 2
	/MonoImageMinResolution 600
	/sRGBProfile (sRGB IEC61966-2.1)
	/AntiAliasColorImages false
	/GrayImageDepth -1
	/PreserveFlatness true
	/CompressPages true
	/GrayImageMinResolution 150
	/CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
	/PDFXBleedBoxToTrimBoxOffset [
		0.0
		0.0
		0.0
		0.0
	]
	/AutoFilterGrayImages true
	/EncodeColorImages true
	/AlwaysEmbed [
	]
	/EndPage -1
	/DownsampleColorImages true
	/ASCII85EncodePages false
	/PreserveEPSInfo false
	/PDFXTrimBoxToMediaBoxOffset [
		0.0
		0.0
		0.0
		0.0
	]
	/CompatibilityLevel 1.6
	/MonoImageResolution 600
	/NeverEmbed [
	]
	/CannotEmbedFontPolicy /Warning
	/AutoPositionEPSFiles true
	/PreserveOPIComments false
	/JPEG2000GrayACSImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/PDFXOutputIntentProfile ()
	/JPEG2000ColorACSImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/EmbedJobOptions true
	/MonoImageDownsampleType /Bicubic
	/DetectBlends true
	/EncodeGrayImages true
	/ColorImageDownsampleType /Bicubic
	/EmitDSCWarnings false
	/AutoFilterColorImages true
	/DownsampleGrayImages true
	/GrayImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/AntiAliasMonoImages false
	/GrayImageAutoFilterStrategy /JPEG
	/GrayACSImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/ColorImageAutoFilterStrategy /JPEG
	/ColorImageMinResolutionPolicy /OK
	/ColorImageResolution 150
	/PDFXRegistryName ()
	/MonoImageFilter /CCITTFaxEncode
	/CalGrayProfile (Gray Gamma 2.2)
	/ColorImageMinDownsampleDepth 1
	/JPEG2000GrayImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/ColorImageDepth -1
	/DetectCurves 0.1
	/PDFXTrapped /False
	/ColorImageFilter /DCTEncode
	/TransferFunctionInfo /Preserve
	/PDFX3Check false
	/ParseICCProfilesInComments true
	/ColorACSImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/DSCReportingLevel 0
	/PDFXOutputConditionIdentifier ()
	/PDFXCompliantPDFOnly false
	/AllowTransparency false
	/PreserveCopyPage true
	/UsePrologue false
	/StartPage 1
	/MonoImageDownsampleThreshold 1.5
	/GrayImageDownsampleThreshold 1.5
	/CheckCompliance [
		/None
	]
	/CreateJDFFile false
	/PDFXSetBleedBoxToMediaBox true
	/EmbedOpenType false
	/OPM 1
	/PreserveOverprintSettings true
	/UCRandBGInfo /Remove
	/ColorImageDownsampleThreshold 1.5
	/MonoImageDict <<
		/K -1
	>>
	/GrayImageDownsampleType /Bicubic
	/Description <<
		/ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
		/PTB <>
		/FRA <>
		/KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
		/NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
		/NOR <>
		/DEU <>
		/SVE <>
		/ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
		/DAN <>
		/JPN <>
		/CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
		/SUO <>
		/CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
		/ESP <>
	>>
	/CropMonoImages true
	/DefaultRenderingIntent /Default
	/PreserveHalftoneInfo false
	/ColorImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/CropGrayImages true
	/PDFXOutputCondition ()
	/SubsetFonts true
	/EncodeMonoImages true
	/CropColorImages true
	/PDFXNoTrimBoxError true
>>
setdistillerparams
<<
	/PageSize [
		612.0
		792.0
	]
	/HWResolution [
		600
		600
	]
>>
setpagedevice


