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Background: Corneal neovascularization (CNV) is a common eye disease that leads to blindness. New treatment strategies are
urgently needed due to the limitations of current treatment methods.

Methods: We report the synthesis of peptide Nap-FFEEPCAIWF (Comp.3) via chemical conjugation of Nap-FFEE (Comp.2) to
antiangiogenic peptide PCAIWF (Comp.1). Comp.3 self-assembled into a hydrogel (gel of 3) composed of nanofibers, which enhanced
the antiangiogenic function of the epitope.

Results: We developed a novel peptide with an amphiphilic framework, Comp.3, which could self-assemble into a supramolecular
hydrogel with a well-ordered nanofiber structure. The nanofibers exhibited good biocompatibility with corneal epithelial cells,
presenting a promising strategy to enhance the efficacy of free peptide—based drugs in the treatment of ocular vascular diseases,
such as CNV and other angiogenesis-related diseases.

Conclusion: Nap-FFEEPCAIWF nanofibers provide an alternative approach to enhancing the therapeutic efficiency of free peptide—
based drugs against ocular vascular diseases.
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Introduction
The healthy cornea is transparent, avascular, clear, and immune-privileged structure of the anterior eye."> The cornea
maintains the state of avascularity by balancing antiangiogenetic and angiogenetic factors. Chemical burns, infectious
keratitis, herpes eye, surgery, and inflammation can break down the balance of avascularity, leading to corneal
neovascularization (CNV),>”” which can cause vision loss and severe visual impairment.® CNV remains challenging to
cure clinically.” Pathological neovascularization is usually associated with hypoxic stimuli, oxidative stress, matrix
metalloproteinases, overexpression of inflammatory factors, and vascular endothelial growth factor (VEGF).'*"?
Inhibiting the activity of VEGF and its receptors, which play vital roles in the angiogenic process, has been demonstrated
to be an effective means of treating CNV.'*"'7 In recent years, ranibizumab and bevacizumab have been utilized in CNV
treatment to improve the vision of patients with abnormal ocular angiogenesis.'®'° However, some patients present an
insufficient response to such treatments or their symptoms worsen due to resistance or injury, and manufacturing
difficulties, high costs, metabolic instability, and short half-lives further limit the use of bevacizumab and other antibody
drugs.”®?' Therefore, new therapeutic formulations capable of eliminating these disadvantages are urgently needed.”
Peptides are usually employed in mediated targeting strategies, demonstrating considerable potential to suppress the
activity of angiogenic factors and good efficacy, safety, high selectively, and modifiable properties compared with
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proteins®> 2> In the past few years, researchers have designed several antagonist peptides using a rational approach.?¢"
Among them, the PCAIWF (Comp.I) peptide sequence has been proven to target the extracellular ligand—binding
domain of all three VEGF receptors.>? However, its short half-life, low solubility, and instability limit its administration
routes. To solve these issues, we developed an antiangiogenic peptide—based nanostructure to improve the biological
activity and antiangiogenic efficacy of Comp.1.

Supramolecular self-assembly of peptides has demonstrated great potential in biomaterial fields such as tissue
engineering, biopharmaceuticals, and various ocular disease therapies.>*>® Supramolecular self-assembled peptides
with an amphiphilic framework are composed of hydrophobic and hydrophilic peptide segments.*’** In this study, the
peptide Nap-FFEE (Comp.2) was conjugated to bioactive peptide Comp.l via a chemical method to obtain Nap-
FFEEPCAIWF (Comp.3), which self-assembled into a hydrogel (gel of 3) with a nanofiber (NF) structure.
Intriguingly, the obtained NFs increased the water solubility of the peptide and emerged as a functional epitope.
Comp.3 enhanced the antiangiogenic capacity of the peptide, which was evaluated through in vitro angiogenesis
experiments and cell tube formation assays. Moreover, the effect of the NFs was studied in the CNV mouse model
induced by alkali burn. Further, the bioactive NFs demonstrated high efficiency and biocompatibility in vitro and in vivo.

Materials and Methods

Materials and Animals

Materials

2-Cl-trityl chloride resin was obtained from Nankai University Resin Co. Ltd. (Tianjin, China). Fmoc-based amino acids
were obtained from GL Biochem (Shanghai, China). Commercially available reagents were employed without further
purification, unless noted otherwise. Nanopure water was utilized for all experiments. All other chemicals were of
reagent grade or better. N, N-Diisopropylethylamine was obtained from J&K Scientific Co. Ltd. (Beijing, China).
Dexamethasone sodium phosphate eye drops (Dex) were purchased from Huaqing Pharmaceutical (Xinxiang, China).
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The cell counting kit-8 (CCK-8) and BCA assay kit were obtained from Beyotime (Shanghai, China). VEGF-A (AF-293-
NA) and VEGF-C (AF752) antibodies were purchased from the R&D Systems (USA). VEGF-A and VEGF-C ELISA
kits were purchased from Elabscience Biotechnology (Wuhan, China).

Animals

Eighty 6-8 week—old male BALB/c mice, weighing 18-22 g, were purchased from Huaxing Experimental Animal Farm
(Zhengzhou, China), New Zealand White rabbits, weighing 2.0-2.5 kg), obtained from the same place. All animals freely
consumed standard feed and drinking water and were raised in a room maintained at 25.0°C with a 12 h:12 h light—dark
cycle. All experimental animal procedures were approved by the Experimental Animal Ethics Committee of Henan
Institute of Ophthalmology (HNEECA-2023-04) and complied with National Institutes of Health guidelines. All
procedures in the study conformed to the ARVO statement.

Peptide Synthesis and Characterization of Self-Assembly

Peptide Synthesis

The peptides were synthesized by traditional solid-phase peptide synthesis (SPPS) using 2-chlorotrityl chloride resin, and
the corresponding N-Fmoc protected each amino acid, with the side chains appropriately protected by different groups.
The first amino acid was placed on the resin at the C-terminal, and the loading efficiency was approximately 1.2 mmol/g.
The Fmoc group was deprotected from the amino acid by 20% piperidine in anhydrous N, N’-dimethylformamide
(DMF). Then, the next Fmoc-protected amino acid was coupled to the free amino group using HBTU as the coupling
reagent. The peptide chain was grown according to the Fmoc SPPS protocol. After the last coupling step, the residual
reagent was removed by washing the resin with DMF 5 times (10 mL per gram of resin, for 1 min each), followed by
washing the resin with DCM 5 times (5 mL per gram of resin, for 1 min each). The peptides were cleaved from the resin
using 95% trifluoroacetic acid (TFA) with 2.5% TIS and 2.5% H,O for 0.5 h, and excess TFA was removed. Diethyl ether
(50 mL per gram of resin) was then added to the cleavage reagent, and the resulting precipitate was collected. The
obtained crude peptides were further dried in vacuo and purified by high-performance liquid chromatography (HPLC).
The final obtained pure peptides were characterized by high-resolution mass spectrometry (HR-MS).

Hydrogel Formation
Comp.3 (2.5 mg) was suspended in 0.5 mL of PBS, and the suspension was adjusted to pH 7.4 using Na,CO3, after
which the suspension was through the heating-cooling process to form hydrogel.

Rheology

The oscillatory rheological properties of formed hydrogels were measured using a rheometer (MCR302, Anton Pa,
Austria). Hydrogel (0.5 mL) was loaded onto the 25 mm cone plate for the experiment. The frequency sweep test of the
hydrogel was performed in the range of 0.1-100 rad/s at a constant strain of 1%.

Transmission Electron Microscopy (TEM)

Samples of hydrogel were prepared. Next, 10 pL samples for TEM (Talos F200C, Thermo Fisher Scientific, USA)
analysis by loading on a 400-mesh copper grid for 30s to adhere the peptide nanostructure to the substrate. The
sample was then stained with saturated uranyl acetate solution and placed in a desiccator overnight before
analysis.

UV Spectroscopy

The UV-Vis optical spectra of self-assemblies were measured using a UV—Vis spectrophotometer (UV-1800SPC,
Macylab Instrument Inc, China). The path length of the cuvette was 1 cm, the detection range was set to 200—600
nm, and the spectral resolution was set to 1.0 nm.

Circular Dichroism (CD)
CD (Chirascan V100, Applied Photophysics Ltd., England) characterizations were performed using a 0.5 mm thick
standard quartz cell at room temperature. The CD spectra were measured from 185 nm to 300 nm at a step size of 0.5 nm.
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Cell Culture Experiments

Cell Viability Assay

The primary human umbilical vein endothelial cells (HUVECs) were obtained from CHI SCIENTIFIC Inc, human
corneal epithelial cells (HCE-2) were purchased from the American Type culture Collection (ATCC, USA). The cell lines
were cultured in a humidified incubator at 37°C under 5% CO, using 10 cm? polystyrene cell culture flasks. HUVECs
were cultured in the Roswell Park Memorial Institute (RPMI) 1640 medium supplemented with 10% fetal bovine serum
(FBS; Gibco, Waltham, MA, USA), 1% penicillin/streptomycin (P/S), and 2 mM L-glutamine. HCE-2 cells were
cultivated in DMEM/F-12 + GlutaMAX (Gibco) supplemented with 10% FBS, epithelial growth factor (Sigma) and
insulin (Sigma). The effects of Comp.1, Comp.2, and NFs of Comp.3 on HUVECs and HCE-2 cell viability were
detected using the CCK-8 kit. Cells were seeded in a 96-well plate at a density of 1 x 10* cells/well and cultured
overnight. After that, different concentrations of peptides were added into each well for another 24 h culture. Next, 10 pL
of CCK-8 solution was added to each well, and the cells were incubated for another 2—4 h. The absorbance values of the
solution were measured at 450 nm using a microplate reader (Multiscan FC, Thermo Fisher Scientific, Waltham,
MA, USA).

Cell Proliferation Assay

HUVECs were seeded in a 96-well plate at a density of 2 x 10° cells/well. Subsequently, cells were incubated with
VEGEF-A (30 ng/mL) and VEGF-C (100 ng/mL) in the presence or absence of 200 uM peptides for 24 h at 37°C, and 10
pL of CCK-8 solution was added into each well. Cell proliferation was calculated using GraphPad Prism software
(Version 5.0, GraphPad Software Inc., La Jolla, CA, USA) taking the untreated cells as the maximum.

Cell Tube Formation Assay

In brief, 50 pL of Matrigel (Corning, BD Biosciences, San Jose, CA, USA) was spread in a 96-well plate under cold
environment and the plate was incubated at 37°C for 2 h. Cells (2.5 x 10* cells/well) were cultured in RPMI 1640
medium (Solarbio, Beijing, China) containing VEGF-A (30 ng/mL) or VEGF-C (100 ng/mL), in the presence of peptides
(200 uM). An inverted (bright-field) microscope (Nikon, Tokyo, Japan) was used to evaluate the endothelial network
formation per field (objective, 4x).

Animals Experiments

Establishment and Medication of Alkali-Induced CNV

The CNV model was established in mice using the alkali burn—induced injury method.***> All operations and experi-
ments were performed under general anesthesia by intraperitoneal injection of 1% pentobarbital sodium (80 mg/kg) and
topical administration of 0.4% oxybuprocaine hydrochloride eye drops. The right eye’s cornea was induced by placing
sterilized filter paper (2 mm in diameter) soaked with 2 uL. of NaOH solution (1 M) for 20 s to establish CNV model.
Then, the conjunctival fornices and ocular surface were extensively flushed with 20 mL of saline. CNV was assessed
one day after alkali burn injury under the slit lamp microscope (SLM-8E, Chongqing Kanghua, Chongqing, China).
Subsequently, the CNV model mice were randomly divided into five groups (15 subjects per group), and their eyes were
treated with 5 uL of saline, 0.25% Comp.1, 0.25% Comp.2, 0.5% gel of 3, or Dex eye drops. All groups were treated four
times a day for 7 days.

On day 7, three mice from each group were used for vessel density evaluation,*®

mice were sacrificed and their eyes
were fixed with 4% paraformaldehyde, embedded in paraffin, and then sliced into sections (5 pm), which were stained
with hematoxylin—eosin (H&E) dye for the purpose of observing the structure and morphology of the ocular tissue using

a fluorescence microscope (Nikon 80i, Japan).

Enzyme-Linked Immunosorbent Assay (ELISA)

After 7 days alkali burn injury, corneal tissues were collected and each group consisted of five mice. Corneal tissue
samples were weighed and immediately frozen at 80°C until analysis. For preparation of corneal tissue homogenate,
corneal tissue samples were removed from the freezer and rewarmed at 4°C for 0.5 h. Subsequently, ophthalmic tissue
scissors were utilized to cut the corneal tissue into small pieces, which were soaked in 100 uL of RIPA (Solarbio),
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chilled in an ice bath for 1.5 h, and centrifuged at 12,000 rpm at 4°C for 5 min. The supernatant was transferred to
another centrifuge tube for a later experiment. The protein content of VEGF-A and VEGF-C in the corneal tissue
were determined using a bicinchoninic acid (BCA) kit (Solarbio), following the manufacturer’s instructions.
Absorbance was measured at 450 nm using a microplate reader (Multiscan FC, Thermo Fisher Scientific, Waltham,
MA, USA).

Ocular lIrritation and Biocompatibility

The biosafety of gel of 3 in vivo were evaluated using the Draize eye test.*” Briefly, a volume of 100 uL gel of 3 was
instilled into the conjunctival sac in the left eye one time, and the right eye were treated with PBS as the control. The
eyes (including the redness of conjunctiva, swelling, congestion and discharge) were examined using a slit lamp (SLM-
8E, Chongqing Kanghua, Chongqing, China) before each administration and 1, 2, 4, 24, 48 and 72 h after the instillation.
Meanwhile, the integrity of corneal epithelium was checked using the fluorescein sodium staining assay. After the
experiment, the animals were sacrificed, and the whole eyeballs were collected, and fixed in FBS Eyeball fixation
solution (Servicebio, Wuhan, China) for 72 h. Then, the corneas were harvested, embedded in paraffin and cut into
sections (5 um). Finally, the sections were stained with H&E for pathological observation using a fluorescence micro-
scope (Nikon 801, Japan).

Statistical Analysis

All the results are expressed as the mean + standard deviation. Groups were compared using two-way analysis of
variance (ANOVA) with GraphPad Prism 5 software (Version 5.0, GraphPad Software Inc). Differences were significant
at a p-value < 0.05.

Results and Discussion

Peptide Synthesis and Characterization of Self-Assembly

In the previous reported, the PCAIWF have the bioactive function of antiangiogenic, due to low solubility, we hypothesis
used amphiphile peptide conjugated with PCAIWF to increase its solubility or bioactivity. Meanwhile, n—n interactions
are crucial to the formation of self-assembled, short peptide—based nanomaterials and hydrogels. Short peptides based on
F, FF, and FFY motifs have been widely employed to construct the nanostructure of supramolecular nanomaterials, and
the amides Glu (E) and Asp (D) have been utilized to improve solubility. Herein, the PCAIWF (Comp.I) peptide segment
was conjugated to the amphiphilic Nap-FFEE (Comp.2) sequence to design an effective, antiangiogenic, self-assembled
peptide, Nap-FFEEPCAIWF (Comp.3), which could self-assemble as NFs into a hydrogel (gel of 3) (Scheme 1). It was
hoped that Comp.3 could improve the ligand-binding affinity of the bioactive peptide sequence to VEGF receptors,
thereby enhancing the peptide’s antiangiogenic efficacy. The chemical structures of the peptides are presented in
Figure 1. The peptides were synthesized via standard Fmoc-based SPPS, and the pure peptide products were character-
ized and confirmed by electrospray ionization HR-MS (Supporting Information, Figures S1-S3).

According to rheological measurements in the frequency range of 0.1-100 rad s~' (Figure 2A), 0.5 wt% gel of 3 in
phosphate-buffered saline (PBS) exhibited a storage modulus (G') greater than its loss modulus (G”), which indicated that
gel of 3 possessed mechanical properties. TEM was employed to characterize the micromorphology of gel of 3, revealing
elongated and uniform NFs (Figure 2B) with a diameter of approximately 11 nm. CD spectroscopy was utilized to study
the secondary structures of the peptides, revealing that gel of 3 possessed B-sheet-like structures with peaks in the CD
spectrum at approximately (+198 nm, —218 nm) (Figure 2D). However, Comp.2 displayed random coil-structures with
peaks in the CD spectrum that were not attributable to any classical secondary structures. These results demonstrated that
the amphiphilic peptide could enhance the self-assembly ability of the hydrophobic bioactive peptide and facilitate the
formation of a 3D network with NFs, which ultimately improved the peptide’s solubility. The UV—Vis spectra of the
peptides provided further information about the molecular arrangement of the NFs. As shown in Figure 2C, the spectra of
Comp.2 and Comp.3 exhibited emission peaks at approximately 208 and 220 nm, while that of Comp.1 showed a single
emission peak at approximately 210 nm, indicating that Comp.2 was conjugated with Comp. 1, and the obtained Comp.3
could self-assemble into a nanostructure.
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Cell Related Study

The viability of HCE-2 cells and HUVECs incubated with the peptides and gel of 3 was determined via the CCK-8 assay. Even at
concentrations >400 uM, Comp.1 did not induce an obvious cytotoxic effect in cells after incubation for 24 h. After incubation
with Comp.2 and gel of 3, the viability of HUVECs and HCE-2 cells was >80% at 200 uM (Figures 2E and S4). Subsequently, we
selected a safe concentration to study the efficacy of the peptides in vitro. Angiogenesis is a complex physiological process,
involving cell tube formation and mitosis. During blood vessel formation, VEGF is a potent angiogenic factor that binds to
VEGFR on endothelial cells to stimulate their proliferation. As shown in Figure 2F, 200 uM NFs in the hydrogel inhibited
HUVEC proliferation in the presence of VEGF-A (30 ng/mL) and VEGF-C (100 ng/mL) after incubation for 24 h. In spite of
Comp.2 possessing a similar ability to suppress HUVEC proliferation as gel of 3, the effect may have been due to its cell toxicity.
The study findings demonstrated that the amphiphilic peptide sequence was incorporated into the bioactive peptide, which formed
a nanofibrous material that could interfere with endothelial cell growth, and 200 pM peptide could inhibit the HUVECs
proliferation rate.

Since endothelial cells form capillary-like networks that are crucial to tissue engineering, the effect of the peptides
and gel of 3 on angiogenic activity was evaluated via two VEGF-induced angiogenesis assays. Because of its ease of use
and ability to provide a rapid and quantitative angiogenesis estimation, Matrigel was utilized in the tube formation assay
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Figure 2 (A) Frequency sweeps of gel of 3, (B) image of gel of 3 prepared by a heating—cooling process (5 mg/mL), (C) UV-Vis spectra of different peptides, (D) Circular
dichroism (CD) spectroscopy of a solution of Comp.2 and gel of 3. (E) In vitro cytotoxicity of peptides against HCE-2 cells after incubation for 24 h. (F) Proliferation rate
of HUVEC: inhibited by 200 pM peptides after incubation for 24 h.
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as a membrane-based matrix. As shown in Figure 3, peptides with VEGF-A or VEGF-C were added on the Matrigel
layer surface, then the tube formation images were taken by microscope, the tubular structure of HUVECs was reduced
after incubation for 4 h with 200 uM Comp.1 and gel of 3, demonstrating that gel of 3 efficiently inhibited VEGF-
induced angiogenesis. However, Comp.2, without the bioactive peptide group, did not inhibit angiogenesis. These results
indicated that the self-assembled bioactive peptide could enhance the inhibition of VEGF-induced angiogenesis in vitro.

Treatment of Alkali-Induced CNV and Biocompatibility

The inhibitory effect of the peptides and gel of 3 on CNV was investigated in the alkali burn—induced CNV mouse
model. The burn areas and corneal defects on day 0 in images after fluorescein sodium dosing (Figure S5) were
consistent across all groups, indicating that CNV modeling was successful. New vessels appearing from the corneal
limbus were examined by slit lamp on days 1, 3, and 7 (Figure 4A). The CNV model established by corneal alkali burn
generates corneal epithelial defects, angiogenesis, and intense inflammation in the cornea, and it has been widely used to
investigate the mechanism and treatment of CNV. As shown in Figure 4A and B, new blood vessels were most
pronounced at day 1 in all groups, demonstrating invasion of the central cornea and edematous tissue. A significantly
reduced area of neovascularization was observed on day 7 in the gel of 3 group, which was similar to that in the Dex
group, with thin neovessels spanning the corneal limbus. The data presented in Figure 4C demonstrated that the
neovascularization area percentage in the saline and Comp.2 groups was significantly higher than that in the other
treatment groups. Similarly, mice treated with Comp.1 did not exhibit obviously inhibited neovascularization, similar to
the Comp.2 group. We hypothesized that water-insoluble Comp.1 could not be sufficiently dispersed in tears and was
quickly cleared, and Comp.2 was not retained in the target group, which was consistent with the in vitro tube formation
results. The study findings suggested that amphiphilic Comp.3, created by Comp.2 in conjunction with Comp. 1, better
penetrated the superficial layers of the cornea to effectively enhance the suppression of CNV.

H&E staining was employed to investigate histological changes in the cornea, illustrating the structure of the corneal
layers and any signs of abnormality. As shown in Figure 5A, Normal corneas epithelial cells were neatly arranged with
regular collagen fiber arrangement in the stroma and no vascular structure or pathological changes. By contrast,
inflammatory molecule infiltration and formation of new blood vessels were significantly increased in the PBS group.
Corneas in the gel of 3 group exhibited similar formation of new blood vessels as in the Dex group. Meanwhile, the
abundance of neovessels in the gel of 3 group was lower than that in the Comp.1 and Comp.2 groups, and the collagen
fibers were changed in the Comp.1 group. Nevertheless, inflammatory cells were identified in the stroma of the Comp. 1
group, likely because Comp.1 did not exert an anti-inflammatory effect. These results indicated that, compared with

Medium Comp.1 Comp.2 gel of 3

VEGF-A

VEGF-C

Figure 3 Matrigel tube formation of HUVECs treated with PBS (control), Comp. I, Comp.2, and gel of 3 at 200 uM in the presence or absence of VEGF-A (30 ng/mL) and
VEGF-C(100 ng/mL). Scalebar: 200 pm.
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A PBS Comp.1 Comp.2 gel of 3 Dex

Figure 4 (A) Photographs of the anterior ocular segment representing morphological differences induced by different treatments; (B) CNV area at 7 days after alkali burn
by hematoxylin perfusion; (C) area of corneal neovascularization at 7 days after alkali burn. Data represent the mean * SD of three mice per group, one-way ANOVA, *p <

0.05, **p < 0.01.
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Figure 5 (A) Hematoxylin and eosin (H&E) staining of corneal sections in different groups, Scalebar: 50 um; Levels of (B) VEGF-A and (C) VEGF-C determined by ELISA in
corneal tissues at 7 days after alkaline-induced corneal burn. Data represent the mean + SD of five mice per group, one-way ANOVA, *p < 0.05, *p < 0.01, **p< 0.001.
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insoluble Comp. 1, self-assembly of the amphiphilic peptide into a hydrogel provided an effective platform that could
alleviate neovascularization to an extent equivalent to that of Dex by delivering bioactive peptide into the corneal tissue.
Furthermore, we measured VEGF-A and VEGF-C protein levels in the cornea after 7 days via ELISA to investigate the
effect of the peptides and gel of 3 on protein expression in CNV model mice. As shown in Figure 5B and C, the gel of 3
group exhibited lower VEGF-A (p < 0.001 vs saline) and VEGF-C (p < 0.05 vs saline) levels than the PBS group.
Additionally, VEGF-A and VEGF-C levels in the gel of 3 group were lower than those in the saline and Comp.2 groups
and similar to those in the Comp.1 and Dex groups. These results suggested that the potential framework of the NFs in
the hydrogel blocked VEGF-A and VEGF-C receptors, thereby exerting a substantial inhibitory effect on CNV.

As a novel peptide-based nanomaterials, it was very important to assess ocular irritation and biocompatibility before
in vivo application. We carried out to examined the ocular irritation to further evaluate the biosafety of gel of 3. As
shown in Figure S6, there were not exist redness, inflammation or swelling in the eye signs of ocular irritation in the eye,
which indicating the non-irritation of gel of 3, and the fluorescein staining exhibited no sign of damage was observed to
the cornea or conjunctivae. Moreover, the histological examination provided further evidence that the treatment of the gel
of 3 preserved the completed corneal structure and no abnormality of tissues in the corneal, conjunctiva and iris
compared with PBS group at 72 h. All these finding suggested that NFs of gel of 3 did not irritation or toxicity to eye.

Conclusion

In this study, we describe the development of a novel amphiphilic peptide based on the new-found bioactive Comp.1
peptide, which self-assembled into a supramolecular hydrogel with orderly arranged NFs. The self-assembled NFs
demonstrated enhanced antiangiogenic bioactivity compared to free insoluble Comp.I in vitro and in vivo, possibly
because of the ordered organization of the bioactive sequences in peptide NFs. In addition, the self-assembled NFs may
increase the half-life period of developed drugs by slowing down the enzymatic degradation of bioactive peptides.
Moreover, the NFs exerted no obvious toxicity in corneal epithelial cells, and showed good ocular tolerance and
biocompatibility in eye. Taken together, the study findings indicate that the NFs of gel of 3 provide an effective approach
for improving the therapeutic efficacy of free peptide—based drugs against CNV, which may potentially be utilized for the
treatment of ocular vascular diseases and other angiogenesis-related diseases.
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