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Abstract 

 

Design of Intravitreal Injectable Hydrogels for Sustained Drug Delivery in 

Glaucoma Treatment and Therapy  

 

Akulo Kassahun Alula 

Prof. Terin Adeli  

PhD, Department of Biomedical Engineering  

June, 2022, 85 pages  

 

Injectable hydrogels load drugs and achieve the controlled release of loaded drugs at 

the site of actions within the desired time and significantly maintains a massive local 

concentration for a prolonged time. This study deals with the preparation of injectable 

hydrogels by combining natural polymers with different proportion which are 

administered intravitreally by loading a drug for the treatment of glaucoma and reduce 

the swift clearance of the loaded drug before reaching the target place. Swelling tests, 

biodegradability, SEM, FTIR, X-RD and drug release were performed to characterize 

the hydrogel. In-vitro coagulation tests were performed using activated partial 

thromboplastin time (APTT), prothrombin time (PT), total serum albumin and 

cholesterol level all the above test analyses confirm the hemocompatibility of the 

hydrogel for in-vitro applications. 

Keywords: glaucoma, silk fibroin, gelatin, curcumin, injectable hydrogel 
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CHAPTER I 

Introduction 

 

Disease-related visual impairment or loss of vision has become the foremost 

problem universally, Studies by the World Health Organization (WHO) have shown 

that an estimated 2.2 billion globally have a visual impairment or blind out of which 

at least 1 billion have a visual impairment that has not yet been treated.(Bourne et al., 

2017).  

These 1 billion visually impaired people include those with moderate or severe 

distance vision impairment or blindness due to untreated refractive errors, glaucoma, 

cataract, diabetic retinopathy, corneal opacities, and conjunctivitis, as well as near 

vision impairment due to untreated (Fricke et al., 2018). 

The health difficulties related to retinal sicknesses become the reason  for a 

large proportion of those blind, with ocular diseases, mostly constraints like glaucoma, 

Age-related Macular Degeneration (AMD) as well as macular edge abnormalities of 

the macular hole according to the studies conducted by (Rossi et al., 2017).  

The loss of vision is one of the severe health impairment and very common 

difficult health situations that may affect every individual across the world (Bourne et 

al., 2017) The chief cause of visual impairment is called AMD affecting 30-40 million 

people all over the world who are aged over 60 (Rozing et al., 2020).  

Parts of the eye called macula were responsible for vision degenerates in 

parallel with age brings unclear vision and blind spots in the central portion. The 

formation of an extracellular ocular deposit called drusen is a sign of age-related 

macular degeneration (Rozing et al., 2020). The prevalence of such disease is forecast 

to double in 2050 based on demographic age (Wang & Han, 2017). 

Next to cataract glaucoma is the next leading cause of irreversible blindness in 

the world. According to recent reports from the WHO, approximately 80 million 

people worldwide suffer from glaucoma, and about 50% of those affected are unaware 

that they have it. It is estimated that this number will increase to 112 million people 

by 2040(Bro et al., 2021), (Jonas et al., 2014).  

There are different types of glaucoma based on their origin (Nuzzi & Tridico, 

2017). Primary Open Angle glaucoma (POAG) and Primary Acute Angle Closure 

Glaucoma (PACG) are common types. Normal Tension Glaucoma (NTG), pigmentary 
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glaucoma and Uveitis glaucoma categorized as secondary glaucoma (Pakravan et al., 

2013). 

Open-Angle Glaucoma  

POAG is the most prevalent type of glaucoma in the world. Researchers 

suggest that it is caused by a gradual blockage of the eyes drainage channel leading to 

an increase in IOP which in turn leads to optic nerve damage that develops slowly, as 

the exact causes are not yet known (X. Sun et al., 2017). Early detection and treatment 

are very crucial to protect from the total damage of retinal nerve fibers optic discs in 

the particular and visual field in general (Bertaud et al., 2019). 

Elevated IOP of the eye is the major factor for POAG (Voss et al., 2015). IOP 

of the normal eye is in between 10 to 21 mmHg (Yadav et al., 2019). The range of 

intraocular pressure increases up to 40 mmHg even though an elevated intraocular 

pressure above 23 mmHg is not the only indicator for glaucoma but  it is the primary 

risk factor as shown in the studies (Lee et al., 2020), (G. Z. Chen et al., 2013) as it is 

shown in the figure 1 elevated intraocular pressure is the defect happened in the loss 

of controlled balance of aqueous humor secretions that regulate the pressure inside the 

eye to be at a normal level which is in the range of 12 mmHg (Al-shohani, 2016). 

 

Acute Narrow - or Closed Angle Glaucoma 

Structural and anatomic deformities of the anterior chamber of the eye are the main 

features of primary acute angle closure glaucoma (PACG) (Fu et al., 2020). This type 

of glaucoma is primarily caused by an increase in aqueous humor outflow at the angle 

of closure due to mechanical obstruction of iris and blockage of Schlemm's canal  (C. 

L. Zhang et al., 2020). This blockage causes obstruction and degeneration of the optic 

nerve. PACG is reversible disease if the angle-closure process is treated in the early 

stage of eye discomfort (Artero-Castro et al., 2020; X. Sun et al., 2017). 

 

Uveitis Glaucoma  

Uveitis is a complication characterized by intraocular inflammation of the iris, 

uveal tract, choroid layer and ciliary body that is possibly expanded to inflammation 

of nearby intraocular structures such as retina vitreous and optic nerve (Kesav et al., 

2020)  additionally the friction created between the ciliary body and artificial 

intraocular lens become the reason. 
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Normal-Tension Glaucoma 

Normal-tension glaucoma is an exclusive and progressive disease caused by an 

abnormally high translaminar pressure although IOP is considered as the most 

significant risk factor (Killer & Pircher, 2018; Lee et al., 2020).  

 

Pigmentary Glaucoma  

Pigmentary glaucoma is characterized by exorbitant pigmentation of the 

anterior segment of the eye, thick trabecular meshwork, midperipheral iris, and 

pigment deposits on the posterior surface of the central cornea (Tong et al., 2017). 

Accumulation of ocular pigmentation in the trabecular meshwork plummets the 

outflow of aqueous humor, resulting in elevated IOP which inevitably leads to the loss 

of optic nerve functionality linked with visual field as it is indicated in (Fig. 1). 

Pigments associated with pigmentary glaucoma are released when anterior lens 

zonules rub against the iris pigment epithelium (Tandon et al., 2019) 

 

Figure 1.  

Anatomy of Human Eye and Ocular Response Tonometry 

 

 

a. Cross-section of eye b. Corneal hysteresis tonometry. Corneal hysteresis 

measurement is demonstrated on a curve, which equates the corneal 

application signal and the air pressure history over time (Y. Kim et al., 

2019).  
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For the past years, different researches were made to improve the adequacy of 

treatments of ocular diseases. Various advanced drug delivery techniques have been 

developed including nanoparticles, Nano-emulsions, and hydrogels aimed to improve 

the residence time of loaded drugs and bioavailability. Among the strategies drawn in 

situ forming, stimuli-responsive injectable hydrogels took the attention of  researchers 

(Song et al., 2018). 

Injectable hydrogels, which are in situ injectable gelling systems ideal for drug 

delivery, are nowadays preferred in biomedicine due to their suitable properties and 

ease of administration. (Sun et al., 2020). Injectable hydrogels load drugs and achieve 

the controlled release of loaded drugs at the site of actions within the desired time and 

significantly maintains a massive local concentration of loads for a prolonged time (N. 

Chen et al., 2019), (Song et al., 2018).  

The presence of massive water in the hydrogel creates an opportunity for the 

loading of hydrophilic drugs. Drugs can be loaded in either of the following ways in 

situ method or soaking method as shown in (Fig. 2). In situ method uses the monomer 

or/and chemical cross-linkers polymerized in the existence of the intended drugs (K. 

Wang & Han, 2017).  

 

Figure 2 

Drug loading techniques of hydrogels 

 

 

Timolol maleate (C17H28N4O7S) is a beta-adrenoceptor blocker (Fig. 3) used to 

treat glaucoma which is caused by high pressure inside the eye (Erk, 2002). Timolol 

maleate is the drug that is currently applied effectively to treat glaucoma so that lowers 

https://pubchem.ncbi.nlm.nih.gov/#query=C17H28N4O7S
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high pressure inside the eye helps to prevent blindness by decreasing the amount of 

fluids within the eye than other anti-glaucoma agents (Pakzad et al., 2020). 

 

Figure 3  

Chemical Structure of Timolol maleate 

 

This study focuses on applications of biomaterials in the preparation of 

hydrogels by the combination of different proportions used for intravitreal delivery of 

drug-loaded substances. The hydrogels aim to reduce the quick removal of the loaded 

drug from the nasolacrimal system of the orbit, effectively prolonging residence time 

of the drug, which minimizes the frequent administration of eye drops to sustain the 

concentration of effective therapeutic drug. (Meng et al., 2020). 

 

Biomaterials for Drug Delivery  

Biomaterials may enhance the release of instilled drugs moreover facilitates 

the integration of in-vivo applications. Furthermore, naturally obtained biomaterials 

can act as a reserve growth factor as the regular extracellular matrixes do (Jain et al., 

2017). Proposed biomaterials made from different biopolymers like chitosan, 

polyethylene glycol(PEG), Silk Fibroin (SF) and other naturally obtained polymers 

nowadays widely applied in the field of biomedical science (Mej & Delgado, 2019).  

Such biomaterials should have the desirable characteristics that match the 

original cells and should exhibit good quality on biocompatibility and biodegradability 

that maintain the sustainability of transplanted cells and nearby cells in undertaking 

regular cell functioning like a cell to cell adhesion, cellular proliferation and 

extracellular matrix production as well as used materials should exhibit an appropriate 
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degradation with timely matched allowing the synthesis of new cellular matrices by 

cells (Hunt., et al., 2018). 

Mechanical properties, manufacturing technology and architectural visibility 

of manufactured hydrogels are the crucial properties that should be taken into solid 

consideration while working with biomaterials in that, naturally made biomaterials 

preferably consistent with the physiology of extracellular matrix where to be applied 

which prevents toxicity to the nearby tissues (Y. Chen et al., 2019). 

Comparatively biomaterials are easily affordable, locally available, accessible 

and easily characterizable where the process is compatible furthermore, the 

architectural structures match normal tissue with the pore size and interconnectivity 

which allows appropriate diffusion of nutrients (Datta et al., 2020). 

 

Importance of Biomaterials for the Treatment of Glaucoma  

Biomaterials have gained so many attention in medicine throughout the last 

century, these naturally occurring polymers found in the forms of Polysaccharide such 

as chitosan, silk fibroin, dextran, alginate starch, galactans, cellulose, hyaluronic acid 

(HA), xanthan; DNA, RNA, proteins derived from plants and animals like 

polypeptides and polyesters (Abbasian et al., 2019).  

Biomaterials and their derivatives widely applied in pharmaceuticals, 

biomedicine, tissue engineering mainly as scaffolds for tissue and cell regeneration, 

for drug delivery in the form of injectable hydrogel and imaging applications (Xu et 

al., 2020).  

Naturally derived biomaterials increasingly applied in an area of regenerative 

medicine particularly tissue engineering, due to their exceptional biodegradability and 

biocompatibility. In particular, naturally derived hydrogel polymers have high 

potential for drug delivery in ocular diseases due to their higher biologic values 

compared to synthetic polymers (Samadian et al., 2020).  

 

Biopolymers  

Due to the fact that biomaterials are biodegradable and induce less inflamatory 

reactions they are widly applied in a number of medical fields (Xu et al., 2020). They 

possess similar features with extracellular matrix (ECM) components which help 

prevent immunological response and chemical toxicity exerted by synthetic 
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biopolymers. Other important properties of these biomaterials are the biodegradability 

properties which give them distinct characteristics for tissue engineering and drug 

delivery over other classes of biomaterials (Helanto et al., 2019). 

Biopolymers especially natural ones get attention over synthetic is that due to 

the incredible ability in transporting bioactive materials to distinct places of tissues, 

cells and even organelles of the cell. The mechanical properties and biodegradability 

of the biopolymers were also improved by the addition of cross linkers (Jacob et al., 

2018).  

 

Silk fibroin as Biopolymer  

It is a natural polymer found from insect groups of the class Arthropoda and 

Lepidoptera, especially silkworms and some spider groups that produce silk fibers in 

large quantities. Their mechano-physical as well as biological remarkable properties 

of silk fibers become the interest of researchers for biomedical and pharmaceutical 

applications (W. Zhang et al., 2017). 

Silkworm produces bombyx mori silk with extraordinary luster and great skin 

affinity has been utilized in materials for a large number of years in the history of 

mankind. As of late, silk-based composites have been widely examined as one of the 

promising applicants in different application fields, for example, biosensors, tissue 

engineering, for drug delivery systems, textile raw materials for biomedical 

applications, auxiliary applications, biomedical applications (Xie et al., 2019).  

Fibrous protein and sericin (globular protein) are the protein components in 

silk fibroin, with the protein fibroin surrounded by sericin protein to form a glue-like 

formation. Silk fibroin (SF) is suitably used in the preparation of various products such 

as hydrogels, film particles, sponges and scaffolds for biomedical applications. These 

forms can also be used for drug delivery due to their remarkable properties such as 

biodegradability, biocompatibility and low toxicity (Li et al., 2013). 

It is proved that silk fibroin can be potential raw material due to its friendly 

properties with natural physiology that makes it to be preferable in the study of tissue 

reconstruction and  age-related visual impairments (Suzuki et al., 2019). The aim of 

the present study is also to optimize silk fibroin in the formation of hydrogel to load 

drugs in the treatment of ocular disease, particularly glaucoma without causing an 

adverse effect in the nearby cells.  
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Molecular Structure of Silk fibroin. Silkworm a protein fiber that is a 

naturally obtained biopolymer primarily composed of two proteins particularly fibroin 

(70-80%) and sericin (20-30%) synthesized by silkworms explicitly by the silk gland. 

The morphological structure and properties of silk fibroin are better understood by 

undertaking characterization setups such as nuclear magnetic resonance (NMR), X-

ray diffraction and other various tests that give information for the compatibility of in 

vivo applications (Arthe et al., 2019).  

Silk fibers basically considered as an excellent biopolymers due to its 

flexibility, low thrombogenicity, biocompatibility, biodegradability, having high 

tensile strength, best elasticity and good toughness, which maintenances the 

attachment, support and proliferation of bioreceptors (Thu-Hien Luong1 et al., 2015). 

Research analysis confirmed that silk fibroin is the total product of 80 amino 

acids serine, alanine and glycine are amino acids that account for 80% of total amino-

acids present.  Gly-Ala-Gly-Ala-Gly-Ser (GAGAGS) is the repetitive sequence pattern 

that amino acids follow in the construction of silk fibers which self-assembly into an 

anti-parallel β-sheet structure (Siavashani et al., 2020). 

 

Chitosan as Biopolymers  

Chitosan with linear structure composed of β-(1→4)-linked D-glucosamine 

(deacetylate unit) and N-acetyl-D-glucosamine (acetylated unit), which essentially 

produced from chitin shells of shrimp and other crustaceans with a basic substance of 

sodium hydroxide (Bakshia et al., 212019).  

Due to the formation of polyoxy salts, chitosan reveals basic properties that 

differ from other polysaccharides. Like other biomaterials chitosan become an 

ingredient in the formation of hydrogels, particles and films that can be used for 

biomedical applications in the form of drug delivery agent, tissue engineering, and as 

a platform for cancer diagnosis. Its low toxicity, high biocompatibility and ease of 

degradation are aligned with many natural extracellular matrices (Highley et al., 2015). 

While working with polymers the value of pH is crucial it should be given 

special attention, for instance, a buffer solution whose pH reads below 6.2 degrades 

chitosan due to the functional groups present on it furthermore, gelation can 

immediately happen by modifying the pH because of the equalization among different 

bonds like hydrogen bonding, the inter-chain electrostatic interactions and the 
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hydrophobic interactions (Kumorek et al., 2020). According to the survey done by 

different scholars, major restriction while working with injectable hydrogels is 

monitoring gelation period. Rapid hydrogel formation as well as slow gelation brings 

loss of accuracy on the drugs made. On the other hand, the combination of self-healing 

and injectable hydrogel properties of a chitosan-based was developed (H. Wang et al., 

2014).  

Properties of Chitosan. Chitosan is traced from partial alkaline 

deacetylation of chitin, which contained two single sugar units called, N-acetyl 

glucosamine (GlcNAc) and glucosamine (GlcN). Each monosaccharides units of 

chitosan consist of reactive functional groups. The position of attachment for the 

functional groups is two of the hydroxyl groups at C-3 and C-6 position whereas the 

amino acid in the C-2 position in their structure.   

Different ratios of two monosaccharides present in chitosan equip different 

primary physiochemical properties like molecular weight, viscosity and degree of 

deacetylation. These properties meaningfully regulate anti-biofilm and antimicrobial 

activities of chitosan, and deacetylations further determine chitosan viscosity and 

solubility (Zheng et al., 2019). 

For use as biomaterials, chitosan exhibit necessary properties (biocompatible, 

biodegradable) that simulate matrix of extracellular cells, tissues, and organs. Chitosan 

can be used either as a gel or dried form, depending on the temperature used and the 

amount of water present in the structure, which provides the properties of flexibility, 

which is a tissue structure, and the possibility of injection into target cells without 

difficulty (Skwarczynska et al., 2019).  

The study conducted by the team Franca (Franca et al., 2019) noted that 

chitosan widely used in the treatment of glaucoma acting as a basis for controlled 

delivery of drugs into the eye due to polycationic nature which allows interaction with 

the polyanionic surface through hydrogen bonding of the ocular mucosa. 

 

Alginic Acid   

Alginic acid (C6H8O6)n consists of a-L-guluronic acid and D-mannuronic acid 

structures linked by alpha-1,4 bonds. Due to the carboxyl group attached as a chain to 

the C5 carbon, exhibits an acidic character which has properties such as high 

hydrophilicity, the ability to gel and pH-dependent viscoelasticity. In addition, 
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biocompatibility and biodegradability are some of the physiological properties used in 

the development of films and gels for medical and food applications (Matsumoto et 

al., 2017).  

 

Pullulan 

A biomaterial named Pullulan is a polysaccharide that originated from the 

black yeast (Aureobasidium Pullulan) fermentation which is non-ionic properties non-

toxic, non-mutagenic, less immunogenic reaction, non-carcinogenic (cancer-free) 

furthermore it is odorless, tasteless, and can be also used as a source of food. Due to 

its nature and important properties, pullulan is widely used in all biomedical fields, 

especially in targeted drug delivery, tissue therapy and wound healing. Pullulan 

responds to external stimuli, so it can be used to develop hydrogels that are used for 

targeted delivery of drugs, nutrients and other molecules to a specific area of the host 

(Saeaeh et al., 2019).  

 

Gellan Gum  

Gellan gum (GG) is an exopolysaccharide and water-soluble derived through 

Sphingomonas elodea and grouped in the sphingans family composed of repeating 

units of tetrasaccharide (1,3-β-D-glucose,1,4-β-D-glucuronic acid,1,4- β-D- 

glucose,1,4-α-L-rhamnose) having a functional group chain called carboxyl 

responsible for the negative charge of the structure (Salvatore et al., 2019).  

Gellan Gum is known for its gelling agent broadly used for thickener of 

samples, an agent of viscosities and stabilizer. The properties that gellan gum has also 

allowed to be used for other sophisticated bio-based applications such as food and drug 

formulations, production of self-supporting gels at exceptionally low concentrations, 

acts as modulators in vitro load release protein-based hydrogels (Babaei et al., 2019). 

In the treatment of ophthalmologic impairments upon topical administration eye 

blinking, drainage of nasolacrimal fluids highly reduces the effective absorption of the 

drug to alleviate this constraint different studies are conducted through times out of 

them the study done by the group of researchers (Destruel et al., 2020) comes with the 

formation of in situ gelling drug delivery systems by using gellan gum polymer 

becomes the promising ophthalmologic instillation dosage form.   
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Polyethylene Glycol (PEG) 

Polyethylene glycol (PEG) well known in its linear structure of synthetic 

polyether can be molded in different sizes depending on the intended functional group. 

Currently, Polyethylene glycol holds the attention of researchers by its properties of 

solubility in water and other organic solvents this may increase its biocompatibility, 

its low toxicity and non-immunogenicity (Ivanova et al., 2014). 

Due to hydroxyl as a side chain and electron donors on the structure undergo 

reaction with hydrophobic molecules via hydrogen bonding as well provides 

immediate drug release. Polyethylene glycol has also a low melting point due to a weak 

bond in between the chains, so that exhibits the rapid formation of solid above all it is 

non-toxic and cost-effective as well (Fellows & Dalton, 2017). 

 

Curcumin (CUR) 

Curcumin (1E,6E)-1,7-bis(4-hydroxy-3-methoxyphenyl)hepta-1,6-diene-3,5-

dione) is a part of turmeric root, a bright yellow chemical produced naturally as 

Curcuma longa (Fig. 4), and consists of various chemicals that play a key role as 

antimicrobial activities, antioxidants, anti-inflammatory agents, wound healing, and 

potential chemotherapeutic properties  (Thapa et al., 2020).  

 

Figure 4  

Chemical structure of curcumin 

 

Biomedical Applications of Hydrogels  

Hydrogel is three-dimensional structure that has the potential to absorb and 

bind water within itself (Ilochonwu et al., 2020). Hydrogels are suitable for the 

formation of polymer networks through the cross-linking of chemicals or through the 

influence of physical actions or enzymatic actions that allow the hydrogel to freely 

allow the movement of particles or materials loaded on it (Bahram et al., 2016) 
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Nowadays, hydrogels are very attractive biomaterials in the field of biomedical 

applications, ranging from tissue engineering to drug delivery, due to their inherent 

properties. They are produced either by intermolecular attraction, covalent bonding, or 

physical crosslinking involving external factors such as heat and pH. (An et al., 2020). 

The swollen equilibrium state, the morphological structure of the meshes and 

the defined chemical structure of the hydrogel provide the basis for the movement of 

the materials, which can be freely moved to the place where they are needed, and for 

the mechanical strength, which supports the adaptation to the new environment. 

Moreover, the large volume of water they can absorb and their delicate consistency is 

the absolute explanation for part of the beneficial properties of hydrogels, such as 

biocompatibility, biodegradability, and mimicking the extracellular matrix of living 

host cells (Mellati et al., 2021).  

Hydrogels, as biopolymers, form a network in which the crosslinking chains 

are either covalently bonded or undergo a non-covalent interaction. The formed 

crosslinking of hydrogels allows for a permeable network that enables the movement 

of molecules such as drugs, essential nutrients, and oxygen through the entangled 

structure (Leijten et al., 2017). 

To alleviate the problem faced while using solid implants for different 

treatment injectable hydrogels are used widely, because hydrogels can hold water and 

easily dissolution nature encapsulate drugs to easily release in the local area. Injectable 

hydrogels still have hydrophilic nature so that aids in preserving the activity of the 

protein not to go the formation of semisolid. It is mandatory to study and know more 

about the properties and behaviors of polymers more while working hydrogel as a drug 

delivery system (Al-shohani, 2016). 

 

Hydrogels for Drug Delivery Units  

Biomaterials, in general, are a unit being developed as helpful therapeutic 

modalities for a large variety of applications, as well as for the delivery of cells 

and molecules, cell scaffolds regenerative drugs, for cell culturing in tissue 

engineering and for mechanical support and tissue bulking (Mealy et al., 2018). 

Nowadays, due to their biocompatibility and associated suboptimal 

inflammatory response, hydrogels are a potential solution to current treatment 

complications, especially preventable neural retinal diseases such as age-related 
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macular degeneration and glaucoma, which are common in the world. There are 

several treatment options available, but many of them have a number of problems and 

limitations. For all these problems, the use of hydrogels as drug delivery material 

offers a solution (Al-shohani, 2016). 

 

Significance of the Study 

This study was designed to prepare injectable hydrogels for sustained 

intraocular drug delivery systems by using natural polymers of SF/gelatin (GE)/ and 

curcumin with chemical crosslinking of N, N’ methylene bisacrylamide under an in-

vitro condition so that the developed hydrogels become so far useful for derivation, 

transport and inoculate drugs into the local place of ophthalmologic disease.  

This study indicates a direction and strengthens the idea of using natural 

polymer for the regeneration of injured cells of neural retinal and directs treatment of 

neural problems and purpose of drug delivery as well and so forth represents a 

significant step towards the use of drug delivery therapies for the treatment of 

ophthalmologic constraints of glaucoma.  

 

Aims and Objectives of the Study 

Aim 

This study aimed to design injectable hydrogels for sustained intraocular drug 

delivery systems using natural polymers pure silk fibroin, gelatin, curcumin and MBA 

as cross linker in vitro.  

 

Specific Objectives 

 To be able to prepare and characterize hydrogels by using natural polymers. 

 To design highly biocompatible injectable hydrogels with a pure solution of 

silk fibroin, gelatin, curcumin and MBA as cross linker for sustained 

intraocular drug delivery systems. 

 To evaluate the maximum swelling nature of hydrogels in acidic and basic 

buffer solutions  

 To determine the biodegradability of hydrogels in simulated tear fluids  
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 To perform drug release study and compare retention time with the 

conventional administration of drugs  
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CHAPTER II 

Literature Review 

 

Drug Delivery System 

From its very definition drug delivery is a technique used to transport and 

instilled therapeutic drugs in the host where to safely achieve the desired therapeutic 

effect. The system can be categorized depending on the administration methods and 

the intended site of action where the drugs or any loaded materials are instilled in the 

host’s body as local and systematic. (Ji & Kohane, 2019) 

Drug delivery systems are a way of continuous progress since the 1950s by 

improving its way of design, the materials used for developing the carrier, its drug 

release time, increasing the solubility in aqueous and improving chemical stability, 

reduce its immunogenicity and improve its accuracy in pharmacological activities. 

Furthermore, the final aim of this system according to the studies is to provide and 

secure therapeutic activities in the concentration of drugs at the intended site (C. Li et 

al., 2019). 

Drug carriers in a topical dose of drugs using injectable hydrogels transfer the 

drug to the required site in a better way compared to systemic administration and also 

allow sustained release of drugs in better bioavailability. Hydrogels are known for their 

capability of loading hydrophilic drugs and also compress water-insoluble drugs all 

this becomes possible because of in situ formations of the 3D network (Y. Sun et al., 

2020).  

Drug release can be stimulated or driven either by some environmental 

mechanisms for instance temperature, light energy the given pH changes and the 

formulation of the hydrogels crosslinking types either physical or chemical 

crosslinking all these have an impact on the bioavailability and targeting the delivery 

of the drugs (Qureshi et al., 2019) 

 

Role of Particles Nano/micro on Efficient and Organ-based Drug Delivery 

Loading of drugs especially on hydrogels containing particles (Nano/ micro) 

size becomes the area of attention and the promising work now on for effective and 

efficient drug delivery techniques. The physicochemical properties of the hydrogel as 

a carrier having these particles in a specific condition of the disease or constraints of 
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each will improves the therapeutic efficiency of the drugs at a high level the 

characteristics of particles will have a magnified impact on composition, surface 

chemistry, size and elasticity on successful drug delivery system (Nejati et al., 2019). 

Particles in drug delivery techniques play a significant role as the study 

indicates that can extend the half-life of loaded drugs for therapeutic activities and 

increase the chance of uptake by the target host cells. In the area of biomedical science 

micro-particles and Nano-particles are confirmed to be beneficial for vaccine 

preparation, bio-imaging and early detection and therapy of various health constraints. 

(Nejati et al., 2019) 

Currently there are tremendous studies released on drug delivery systems out 

of all nanoparticle-based studies took the attention of researchers and believed to be 

the promising research area in biomedical applications and for therapeutic activities in 

the area of pharmacology because of its high degree of potential in effectively deliver 

drugs loaded on in the targeted positions. In addition to drug delivery systems, the 

science of nanoparticles is also highly used for biomedical imaging due to its potential 

in targeting molecules explicitly which permits a combination of distinct agents and 

the ability to tune pharmacokinetic profile (Pettinelli et al., 2020). 

All researches were done in the development of nanoparticles drug delivery 

system targeting the diseased tissue without bringing any adverse effect to the healthy 

tissue (Raza et al., 2019). 

 

Ophthalmologic Diseases and Possible Solution  

The center of the study conducted by Lakowski and his friends is about ocular 

impairments related to photoreceptor cells as a result of degeneration of retinal cells 

besides they also address the current achievement in the area of cell replacement 

therapy as the promising future treatment options.  For out grading treatment there is 

a need of ensuring the efficacy of this approach, developing identified protocols for 

isolation of cells and purification perfectly be done.  

Their investigation additionally talked about the biomarkers used in the process 

of separation of photoreceptor cells from embryonic stem cell cultures and from the 

mouse of developing retina. This approach was also applied to the human Induced 

Pluripotent Stem cells (iPSCs) system by identifying biomarkers (46) with substantial 
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expression levels in the human retina and human pluripotent stem cell differentiation 

cultures. (Lakowski et al., 2018). 

Ophthalmologic constraints that are believed to be the major cause of blindness 

all over the world for instance are glaucoma, macular degeneration related to age 

currently become the leading problems. To alleviate these problems different 

therapeutic techniques are currently in use like topical eye drop, systemic drug delivery 

intra- and peri-ocular injection but still have limitations in effectively deliver the drugs 

reaching their site of the local area where they undertake actions. (Jung et al., 2019) 

This study focuses on assessing the way of therapy that aid to overcome retinal 

degeneration via different strategies and their drawbacks. The study also goes through 

cellular transplantation approaches for repairing visual function in patients with retinal 

pigment that have been impaired.  

According to the assessment done in this paper, there are a lot of barriers 

obstructing further study of new therapy techniques, cellular therapy applications and 

improvement to medicate retinal sicknesses is restricted to the source of retinal 

pigment epithelium and photoreceptors. Moreover, different studies also confirmed 

that undifferentiated cells specifically human pluripotent stem cells, offer a perfect 

source of retinal pigment epithelium and photoreceptors for cellular treatments treating 

retinal impairments, as they can be essentially extended in vivo and many can separate 

into these cell types. (Rowland et al., 2012) 

According to the study done by the team members of this paper, the major 

reason for the untreatable retinal degeneration was inherited and age-related which 

causes blindness worldwide, numerically over about 30million individuals around the 

world are harmed by different forms of ocular degenerations which are revealed from 

early childhood which is inherited from the early beginnings and whereas an effect 

happened because of age-related degeneration of the retina. Now a day’s stem cell 

therapies come with promising alternatives increasing community consciousness, 

interest, and hope over patients with several various devastating diseases. The survey 

was done by this group also confirms stem cell-based treatments are imagined as 

potential medicines, or perhaps even remedies for a few at present untreatable types of 

retinal degeneration (Singh et al., 2019). 

The alternative therapy that alleviates the challenge of treating by injecting 

stem cell suspensions directly into the open surface of the retina that causes massive 

cell harm, so the best way is using three-dimensional (3D) hydrogel for controlled 



29 
 

 

 

injectable drug delivery to repair or replace the damaged cells. This study also assessed 

the importance of 3D hydrogels for cells to grow and become proficient mature genetic 

expression sequences and external morphology using biodegradable hydrogels also 

have additional benefits in that it is easily absorbed by the host upon injection (Yang 

et al., 2009). 

The scope of this review done by Tsou and his colleague covers most broadly 

the uses of hydrogels its applications, regulations and boldly roles to play in the 

applications of stem cell treatments in regenerative therapies as well as tissue culturing 

and other therapeutic applications. This study also addresses the chemical nature of 

hydrogels by defining its properties (Tsou et al., 2016). 

Hydrogels in the structure have 3D arrangements with a polymeric crosslinking 

structure with properties of hydrophilic nature characterized by having high water 

content capability such condition grants for hydrogels to be easily changeable 

chemical properties, have high biocompatibility, elasticity and the potential to be a 

growth medium and the capability to mimic the surrounding extracellular matrix so 

that chosen for broad uses in biomedical research in different areas such as drug 

delivery, in the field of regenerative medicine, tissue engineering as well as their 

ability to encapsulate cells makes them hold attention in the field (Narayanaswamy & 

Torchilin., 2019). The study also tried to categorize hydrogels as both natural and 

synthetic with their advantages and limitations (Tsou et al., 2016). 

 

General Histological Information of the Human Eye 

The eye is one of the complex organs of human physiology, specialized in 

detecting light stimuli and converting them into meaningful information. As it is 

indicated in (Fig. 5) the cornea is the opening allows the movement of light rays 

reflected from the object to the lens to be refracted and focus into the retina where 

there are sensory cells that can detect and transmit image to the brain and the exact 

image of the object is formed. (Karimi et al., 2016) 

The iris is responsible for automatically regulate the amount of light passing to 

the inner part of the eye and adjusts the eye to the difference of light rays on the visual 

fields. The visual system of the eye is in many ways far more complicated and complex 

than an artificial camera. For example, the eye can track moving objects with 
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coordinated eye movements. The eye can also secure, maintain, self-fix, and clean its 

transparent optical framework (Rose, Michael, 2011).  

To easily alleviate the health defects related to visual impairments by using 

intraocular drug delivery systems is mandatory to have a better understanding of major 

parts of the eye and their functions. The posterior and anterior segments are important 

parts that embrace all physiology of the eye. The eye gets firsthand information from 

the reflected light rays back from the environment via receptor cells inside the eye. 

(Krishnaswami et al., 2018) 

Cornea is a very important part of the eye acting as a transparent window that 

covers the front of the eye allows light to refract from the stimuli directly to the inner 

portion of the eye. Soon after the refracted light can be controlled by the iris which 

allows the passage of controlled rays to the next part by refracting and transmitting to 

the lens and then to the retina where the impulse was transmitted to an electrical signal 

and converted to an image. Aqueous humor takes the responsibility to nourish and 

supply nutrients and oxygen to the organelles like cornea, iris and lens which lack 

vessels carrying important ingredients in addition to these aqueous humor is also used 

to remove by-products from the area. (Nguyen et al., 2015) 

It is the cornea that creates a barricade for simply absorption of drugs into the 

eye because of the membranes on the surface of it (Janagam., et al 2017). Because 

human eye has natural protection to remove foreign things entering in by its tear 

turnover, by undergoing reflex blinking and lacrimal drainage using liquid droplets ma 

wash away easily before moving to the action where they are injected so to alleviate 

all these limitations studies showed that using injectable hydrogels in a controlled 

retention time will treat appropriately the periocular disease. (Song et al., 2018)  
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Figure 5  

Main parts of the human eye 

 

 

I. Tear film and layer of cornea II. Vessels of blood and retinal walls 

1. Venous blood 2. Aqueous humor outflow pathway 3. Diffusion into the anterior 

4.diffusion through the blood-retinal barrier (Platania et al., 2018). 

 

Layers of the Neural Retina   

The retina, which is the inner layer, includes an outer shading epithelium, the 

inner neural retina, and the epithelium of the ciliary body and iris. The neural retina is 

uninterruptedly connected to the focal sensory system via the optic nerve. The retinal 

ganglion cells are confined to the vitreous layer, and long axons originating from the 

retinal ganglion cells extend to various brain areas where message translation occurs. 

The retinal ganglion cells form the bridge through which the signals of external stimuli 

are transmitted from the retina to the brain via the optic nerve and converted into real 

images (Maekawa et al., 2016). 

 

Anatomical Structure of Neural Retina 

The retina is a thin tissue made out of a collected neuronal system within the 

eyeball (Fig. 6). It is a fragment in the central nervous system and is in charge of 

changing outside world natural scenes into important data to the mind. It is here where 

light rays are converted into electrical signals to be sent to the brain via nerve fibers to 
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be interpreted into meaningful information to construct our perception of the visual 

world (Rossi et al., 2017). 

The thickness of the retina in mankind is about 0.4 mm with a bowl shape it is 

an all-rounded requested structure with three fundamental layers of neurons named the 

retinal membranes these fundamental layers are isolated by plexiform layers (two 

membranes having synapses made by axons and dendrites). The three retinal 

membranes are located at the back of the retina, far from the entrance of the light, in 

their position the inner nuclear cell layer is in the center whereas the ganglion cell layer 

closest to the focal point of the eye. (D.L. et al., 2017) 

Photoreceptor layer is the place where exceptionally very specialized cells are 

amassed in that light is identified and changed into electrical signals cells of 

photoreceptors, cones and rods namely of two vitally specialized cells cones are well 

known in their sensitivity to bright light responsible in controlling fine detail and 

recognize the color vision.  

The other pigment called rods are responsible for dim light vision (Gao et al., 

2020) they are distributed across the retina with very diverse sketches, in the retina, 

there is a part which is called fovea where cones are highly concentrated (up to 160,000 

cones/mm2) so that our fine vision is utmost comprehensive, but the density of cones 

drops rapidly as we move far from the fovea so then cones become inactive in the dark 

light, but their number increases promptly to reach a topmost somewhere in the range 

between 5mm and 7mm, beyond which they progressively decreasing in number 

(Clements & Wright, 2018). 

In human photoreceptor cells, there are three different types of cones and one 

type of rod particularly exhibited in the human photoreceptor. Individual cones around 

the fovea become responsible for distinguishing vision in the respective color they 

have, then they are highly sensitive to different subdivision spectrums of light (J. Wang 

et al., 2016).  

These three cones namely red, green, and blue cones are dispersed throughout 

the retina in such a way that only 10% are blue cones, and they are absent from the 

fovea. Though red cones and green cones are randomly mingled about ~2 times more 

blue cones than green cones in the area of distribution (Dagnelie, 2011).  
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Figure 6  

Major Cell types of the retina 

 

 

Biomaterials 

Depending on its source biomaterials could be either natural (those obtained 

naturally either from animal or plant products) or synthetic which is artificially 

prepared, generally subdivided into ceramics, metals, polymers and composites. At 

present, for the diagnosis and treatment of different human diseases, biomaterials are 

primarily applied in practice. Currently, different studies are in progress to develop the 

most efficient biomaterials regarding improving their viability in terms of preparation 

method, physicochemical characterization, and biological properties. (Kargozar., 

2019) 

The science of biomaterials has meaningfully contributed to the rapidly 

growing field of medicine of therapeutic, surgical and medical technologies. Important 

properties that the biomaterials have is a very crucial issue within the rapidly growing 

fields, many studies have been devoted to the understanding of biocompatibility 

phenomena. Biocompatibility from its very definitions the capacity of a material to 

carry out functions with suitable host response in a specific application without causing 

adverse effect (Ghasemi-Mobarakeh et al., 2019). 

According to the study done by Nikolova & Chavali of the biomaterials, they 

tried to bold the importance and the role of it in the growing disciplines of medical 

treatments for renewal and restoration of various tissues and organs. Now a day’s 

implantable 3D scaffolds are widely used for the treatment of imperfections while 
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promoting the renewal of vessels, muscles, bones and nerves as well as for new cell 

attachment, proliferation. In this study, the importance of 3D scaffold described as due 

to its porous structure and potential to retain massive water in it plays a pivotal role 

which facilitates the movement of body fluids, gases (oxygen), nutrients across the 

cells, support cell to cell interaction, sustainability and extracellular matrix deposition 

with least adverse effect and toxicity wherein the process of biodegradation in a 

manageable and controlled rate. (Mealy et al., 2018) 

Biomaterials have specific, mechanical, chemical as well as physical properties 

this property is the one that grants the capacity for processing and control of 3D 

structural shape and geometry however scaffolds or hydrogels produced depends on 

the type of materials used. Currently, many studies are ongoing aimed to identify a 

variety of new natural biomaterials having high quality ensuring increased cell 

viability, cell differentiation and proliferation by applying additional impurities of 

hormones growth factors ECM proteins which gives a high chance to mimic the given 

tissue (Nikolova & Chavali, 2019). 

Recently biomaterials, have taken the attention of scholars to be used as 

bioactive compounds, herbal analysis and drug-target interaction evaluation. 

Components derived from nature that exhibit high biodegradable nature, wide 

selectivity, which possesses high biological activity and having a potential to mimic 

the extracellular matrix of the cells are believed to be a biomaterial.  

According to the studies done by H. Zhang and his colleagues, there is a 

potential to immobilize the surface of the biomaterials to make more convenient and 

selective in their work by using various chemicals and applying carrier materials, 

nanomaterials and natural polymers including porous materials are some biomaterials 

to be immobilized (H. Zhang et al., 2019). 

 

Ceramics as Biomaterials  

The natural properties of biomaterials help to interact with human cells and 

tissues by mimicking the extracellular membranes and also body fluids which support 

treating, improving and/or substituting anatomical structures of the human body. 

Ceramics non-metallic inorganic materials which are commonly manufactured by 

combining particles with water and organic binder so then shaped in the form they are 

needed using appropriate heat the binder burned out and the water evaporate to dry, 
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the thermal treatment is the crucial steps in determining the final microstructure of the 

ceramics(Affatato et al., 2015). 

Ceramics used as biomaterials called bioactive, bio-resorbable and bio-inert 

based on the feedback obtained from the host tissue it is long ago that biomaterials 

used to solve imperfections of orthopedics and dentistry because of its excellent 

properties exhibited like the resistance of corrosion, excellent biocompatibility, and 

nonrusting (H. Xie et al., 2019). 

 

Metals as Biomaterials  

To alleviate drug delivery barriers in the field of bio medication Nano systems 

play an unreplaceable role as is indicated in the guideline of National Institute of 

Health (NIH). The institute elaborates the importance of nanoparticles in the 

formulation of a drug in their size of less than 1 micron (Zhou et al, 2016). 

The latest data showed that there are several nanomaterials like Nano shells, 

nanoparticles and nanotubes are used as part of nano-medicines. Furthermore, metals 

as nanoparticles hold an implausible potential in diverse biomedical applications 

including in drug delivery systems. Some of the commonly used nanoparticles and 

their role in the field of biomedical therapy are, silver made nanoparticles  AgNPs used 

to treat leukemia, AgNPs acting as antibacterial activity (against various bacteria), 

polyethylene glycol stabilized chitosan-g-polyacrylamide modified AgNPs applied in 

the delivery of gene, Gold nanoparticles (AuNPs) like AuNPs used for Cancer 

detection, drug delivery, imaging tissue engineering and Platinum nanoparticles 

(PtNPs), PtNPs are biomedically applicable for cancer detection, prevention of bone 

loss, treatment of Parkinson’s disease, dental adhesives and many more important in 

biomedical applications (Rai et al., 2015). 

 

Polymer as Biomaterials  

Nowadays different types of polymers are in use for biomedical applications. 

Those naturally obtained polymers have some advantages that keep them promising in 

the area of tissue engineering (Q. Zhang et al., 2019). 
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Alginic acid as Natural Polymers  

According to the study by (Dekamin et al., 2018), Alginic acid is one of the 

naturally obtained polymers that are most importantly biodegradable and highly 

biocompatible with other unique properties that the sectors need to have and brings a 

change on the applicability of natural polymers in different disciplines such as 

medicine, production of cosmetics, hydrogel formation, for the application of drug 

delivery unit, in the food packaging process acting as a polymeric catalyst and as 

adhesives.  

Alginic acids from its very nature biocompatible, nontoxic biodegradable and 

also affordable for users with low-cost polymer (Połomska et al., 2011). The name 

Alginate is given in general for the group of polysaccharides made in replicating two 

hexuronic acids of d-mannuronic acid (M) and -1-guluronic acid (G) residues, bonded 

by a glycosidic bond in the position of C-1 and C-4 in a linear fashion (Fig. 7). This 

polysaccharide which is obtained in nature found in the cell wall of brown seaweed 

and Azotobacter and pseudomonas species of gram-negative bacteria (Dekamin et al., 

2018).  

 

Figure 7  

Structure of Alginic Acid 

 

 

Therefore, due to functional groups present on the structure of alginic acid gets the 

properties of hydrophilic, high viscoelasticity, pH dependence and ability to form 

gelation by multivalent metal cations. Moreover, Alginate develops gels, films, and/or 
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alginate particles for the purpose and application of medicine and drug delivery 

systems. (Caner et al., 2007)  

Alginic acid consists of the active site which allows the binding of metals, 

inorganic ions so that makes it to have important properties that make to be a primary 

choice to be used for biomedical applications. Besides using monovalent cations 

consents alginic acid to form water-soluble complexes through using bi or trivalent 

cations with alginic acid exhibit opposite properties forming insoluble complexes 

(Sharma et al., 2017). 

Alginic acid is a straight-chain colloidal polymer obtained in nature capable of 

dissolving in water and composed of D-mannuronic acid of uronic derivatives and L-

guluronic acid which differs in C-5 configuration typically poly uronic acid. Due to its 

unique properties, it’s also chosen to be used for water treatment to remove some 

heavy metals and also used for manufacturing dressing materials for medical 

applications as well (Maureira & Rivas, 2009). 

 

Silk fibroin as Natural Polymers 

Bombyx mori silk cocoons are the source for the production of a natural protein 

called silk, whose structural arrangement, the hydrophobic B-sheet, helps to have 

strong physical, mechanical toughness and strength. Silks are the best biomaterials due 

to their molecular arrangements that allow them to mimic the extracellular membrane 

of cellular tissues and organs without causing diverse reactions, so they are very 

commonly used for tissue engineering to produce scaffolds, hydrogels, and other types 

both in mixture with other biopolymers (Shan et al., 2018). 

It is an essential protein polymer-forming material used for biomedical 

applications because of its best natural properties of biocompatibility interaction with 

the extracellular matrix of cells, hemocompatibility and the capacity to facilitate tissue 

formation. Silk fibroin also easily designed in the level of molecular solution structure 

so then this all properties lead to various applications (Adalı & Uncu, 2016). 

Properties of Silk Fibroin. The silk is considered an excellent biomaterial 

because of its great biocompatibility, flexibility, low thrombogenic, biodegradability, 

high tensile strength, elasticity and a good degree of toughness, which supports 

specific cell interaction to substrates of silk fibers bio-receptors binding, tissue support 

and proliferation. In addition, the surface of fibroin films has unique properties that 
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enable the expression of genes encoding high levels of extracellular matrix proteins 

that are associated with mobility (Terada et al., 2016). 

Further investigation indicates eighteen different types of amino acids in 

combination forms the protein (fibrous protein) and sericin (globular protein) of silk 

fibroin out of all 80% of them are a repetition of glycine (Gly), serine (Ser), and alanine 

(Ala), the structure holds repetitive Gly-Ala-Ser-Gla-Ala-Gla-Ser as shown in the (Fig. 

8) in which assembled into in anti-parallel β-sheet fashion.  

Silk fibroin satisfies the preconditions required to be used for tissue 

engineering as it holds strong mechanical properties in compared with other natural 

biomaterials in the area which gives environmental stability and because of β-sheet on 

the structure exhibit good intensity and toughness, as a result, takes the attention of 

scientists to work with it because of its mechanical properties (Z. H. Li et al., 2013) 

 

Figure 8  

Structure of Silk fibroin proteins 

 

 

 

The content of silk fibroin is suitable for immobilization of bioreceptors and 

thermodynamically stable, mechanically highly resilient proteins  ( N.Nikhom, et al.,  

2012). It is approved by the U.S. Food and Drug Administration (FDA) for use in 

medicine and these biomaterials have a variety of applications, for example, it is used 

for the design of biosensors, the manufacture of diagnostic devices for medical purpose 

and it is also used for the manufacture of scaffolds used for tissue engineering and 

widely used as drug delivery units (W. Zhang et al., 2017). 
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Gelatin  

Gelatin is obtained and produced by the process of partial hydrolysis of natural 

collagen (Huang et al., 2017). It has exceptional gelling behavior and common 

functional properties with proteins, which is why it is widely used in many areas of 

the processing industry, such as food processing, cosmetics, and medicine (Leone et 

al., 2020).  

Gelatin is a widely used food items due to its toxin-free nature and is also used 

in pharmaceuticals and biomedical device manufacturing. The most important 

property of gelatin is its transparency, which is more or less turbid (Maki & Annaka, 

2020). 

 

Polymers for Hydrogels  

A 3D structure hydrogel is one of the polymers made, semi-solid that have the 

potential to hold water and don’t dissolve rather swell up when immersed potentially 

used for the function in response to external stimuli. However, hydrogels made from 

different polymers are highly sensitive to the environment like temperature, change of 

pH which swells up or shrinks the hydrogel and so a good opportunity to manage the 

drug retention and release depends on the physical state of the hydrogel (Affatato et 

al., 2015).  

Hydrogels in their chemical structure fundamentally constitute the following 

functional groups - CONH2, -COOH, -OH, - NH2, - SO3H - and - CONH that grants 

the material to be hydrophilic that reacts with water thoroughly and due to water 

holding capacity hydrogels mimics natural tissue via the degree of flexibility. As like 

chemical stimuli, the same conformational change exhibited because of physical 

stimuli such as pressure applied, increase or decrease of temperature, field coverage 

of electric and magnetic, the composition of solvents, light intensity however the 

magnitude of response determined by the degree of the applied stimulus (Bahram et 

al., 2016). 

 

The Swelling Properties of Hydrogels  

One of the characteristics that make hydrogel a noble biomaterial is its ability 

to retain a massive amount of water bound inside of it (Fig. 9). The water inside the 

hydrogel is believed to perform transporting and managing the loaded ingredients for 
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instance drugs and nutrients additionally grants flexibility and creates an environment 

that mimics the tissue of the hosts. 

The massive amount of water at the surface of hydrogel plays a pivotal role 

again in the biocompatibility adhesion of platelets and protein binding and ease 

delivery of drugs to the place of actions. (Cooper & Yang, 2019). The water absorbed 

inside the hydrogel is associated non-covalently and forms as bulk (free) and bound 

(either tightly or slightly) within the hydrogel. The water binds to the hydrogel tightly 

with hydrogen bonding in the polar side of the hydrophilic (Nguyen et al., 2015).   

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Primary bond with hydrophilic tail, secondary bound of massive water with 

hydrophobic groups and formation of bulk water filling the voids in the hydrogel   

 

 

 

 

 

 

 

 

 

Figure 9.   

Swelling nature of the hydrogels 
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CHAPTER III 

Materials and Methods 

 

Materials  

Bombyx mori cocoons and Curcuma longa (Turmeric) rhizome were obtained 

from a local market of North Cyprus. Gelatin, Tween 80, Calcium chloride (CaCl2), 

Sodium triphosphate Pentabasic (Na5O10P3), Ethanol (C2H5OH, 98%), MBA were all 

purchased from Sigma Aldrich. SnakeSkin® Dialysis Tubing of 3,500 molecular 

weight cut out membranes was purchased from Thermo Scientific USA. Anhydrous 

sodium carbonate Na2CO3.6H2O and CaCl2.6H2O obtained from EMSURE® Merck 

chemicals in Darmstadt, Germany, Timolol maleate (C17H28N4O7S) purchased from 

local pharmacy of North Cyprus. 

 

Extraction and Purification of Silk Fibroin  

Cocoons are naturally obtained protein-rich made by silkworms which are 

nontoxic collected and purified to finally ended up pure silk fibroin solution passing 

through serious steps as discussed below. The cocoons are locally available and 

affordable can be purchased from the local markets of TRNC. After obtained from the 

market surface cleaning should be done by removing unnecessary parts like pupa, dust, 

impurities, and other foreign particles so that it may increase efficiency of silk fiber. 

 

Degumming Process 

The process of removing the glue protein and sericin (Fig. 10). The overall 

process is done using the protocol formulated by Adali and Uncu  via thermochemical 

treatment over the cocoons (Adalı & Uncu, 2016). 

In this procedure, a sodium carbonate solution was prepared by weighing 12g 

of sodium carbonate and mixed with 200ml of deionized water. Then 2g of cut silk 

cocoons were weighed and added to the flask, which was mixed with the sodium 

carbonate solution by rotating the magnetic stirrer for three hours, This step is repeated 

three times, changing only the sodium carbonates, and the silk cocoons are washed 

thoroughly with deionized water several times until the yellow color disappears, and 

finally the fibers are released to dry so that they dissolve easily (Adalı & Uncu, 2016). 
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Figure 10.  

A process of silk cocoons degumming with 0.1M Na2CO3 Solution 

 

 

Dissolution Process  

Silk cocoon mainly consists of hydrophilic proteins called sericin consists of 

water-insoluble fiber and fibroin protein component. By the process of degumming 

70% of glue and sticky substance removed from silk cocoons. Degummed fibers were 

dissolved in the strong electrolyte (27.79gm of CaCl2 + 29.13ml of C2H5OH +36ml of 

deionized water) at 70℃ with continuous stirring until the total dissolution and silk 

fibroin solutions obtained as shown in (Fig. 11). 

 

Process of Dialysis  

A solution of silk fibroin poured into the dialysis tube then immersed into a 

beaker filled with deionized water, this process repeated three times by changing the 

deionized water every three ours by doing so strong electrolyte molecules removed 

from the solution. Finally, the purifies SF extracted from the dialysate with a syringe 

and filled into a bottle following the procedure established by (Adalı & Uncu, 2016). 

The concentration of the dialyzed pure regenerated silk fibroin solution was adjusted 

as shown here below. 
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Figure 11. 

Purification Method of Pure SF Protein 

 

 

 

 

 

 

 

 

 

 

 

 

 

Extraction and Isolation of Curcuminoids  

 

Method of percolation-extraction were applied in this process where 144g of 

Curcuma longa powder mixed with acetone. After curcuminoid extraction completed, 

the extracts were concentrated in a rotary evaporator and the concentrated curcumine 

extract was purified by column chromatography, using silica gel (SiO2) and 

dichloromethane as adsorbents then by heating, dichloromethane was removed, and 

final products were collected in the form of powder and directed to thin layer 

chromatographic analysis. For isolating pure curcumin column chromatography set up 

was carried out as its shown in the (Fig. 12, 13 and 14) sequentially. 

 

Figure 12.  

The Percolation Extraction Method of Curcuma longa 
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Hydrogel Preparation 

 For preparing injectable hydrogel, gelatin, purified SF solution, curcumin, and 

MBA were used. Different proportion of dialyzed SF mixed with gelatin, curcumin 

and MBA in each trail and putted in the refrigerator under 4℃ and also checked under 

room temperature. Out of the many trials done the following three compositions 

successfully form the hydrogel and are used for further experiments. 

 

 

 

 

Figure 13.  

The Process of Rotary Evaporation and Remains After Solvent Had 

Evaporated 

Figure 14.  

Column Chromatography Method for Separating Curcumin 



45 
 

 

 

Table 1.  

Proportion applied in the preparation of hydrogel 

 

Sample 

code  

GE (ml) SF (ml) CUR MBA(µl) Status 

Ia 5 1.5 0 25 Hard gel 

Ib 5 2.0 0 25 Soft gel 

Ic 3 2.0 0.5 25 Softer gel 

 

Test for Swelling Properties  

Swelling tests were carried out for checking changes in weight of samples after 

immersed in a certain volume of PBS (pH 7.4) and ABS at 37°C at various time points. 

The pH ranges were chosen to mimic physiological conditions of the human body. 

Swelling ratio calculated by 

Swelling ratio% = 
 Weight of the swollen sample − Weight of sample

𝐼𝑛𝑖𝑡𝑎𝑖𝑙 𝑤𝑒𝑖𝑔ℎ𝑡 𝑜𝑓 𝑡ℎ𝑒 𝑠𝑎𝑚𝑝𝑙𝑒
× 100%  

 

Test for Coagulation and Fibrinogen Activity  

 In-vitro anti-coagulation test analysis were done by STA compact coagulation 

auto analyzer. Fresh blood samples were collected according to Clinical and 

Laboratory Standards Institute (CLSI) guidelines from healthy donors into specimen 

collection tubes having anticoagulant trisodium citrate 0.109M (3.2%) and centrifuged 

for 10minutes at 850 RCF. Separated plasma were collected and mixed with sample 

of hydrogel then incubated under static conditions at 37°C for 15 minutes. PT, APTT, 

and fibrinogen analyses were performed. results of APTT and PT were expressed in 

seconds and analysis result for INR and fibrinogen were mg/dL.  

Protocol of Activated Partial Thromboplastin Time (APTT) Test. 

Human blood samples were collected in tubes containing citrate which stops 

blood clotting binding with calcium in the blood. The intrinsic pathway was activated 

by adding calcium to reverse the anticoagulant effect of the oxalate, and an activator 

was mixed into the plasma sample, and the time to clot formation was measured.  
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Test procedure for Prothrombin Time (PT)  

 Blood plasma were used for measuring PT. Sample of blood taken from human 

placed in sample collection tube containing citrate an anticoagulant mixed and 

centrifuged which separates plasma part of the blood (Adalı & Uncu, 2016). Tissue 

factor (factor II) added into the plasma and the time required for the sample to clot was 

measured. 

 

International Normalized Ratio (INR)  

 INR is a calculation used to normalize PT. The INR is based on the ratio 

between the patient's PT and the normal mean PT. The test called PT were done to 

determine how fast the blood clots in patients treated with oral anticoagulants (Adalı 

& Uncu, 2016). INR uses the ISI to equate all thromboplastins to the reference 

thromboplastin as follows. 

INR = (
patient PT ISI 

meannormalPT
)ISI 

Where ISI is International Sensitivity Index. 

 

Fibrinogen Activity Test 

 Fibrinogen is a soluble protein in the blood that plays a role in blood clotting 

and wound healing and creates a favorable environment for new tissue development. 

150-400 mg/dl is the normal range of fibrinogen concentration in human blood (Factor, 

2019), although the range may vary in different laboratories and depending on the 

method they use.  

 

Test for Total Serum Albumin and Cholesterol Level  

 Nearly half of healthy blood plasma contains serum albumin ranging in 

between 3.5g/dl -5g/dl. Albumin plays a critical role, regulating the transport and 

availability of numerous chemical compounds and molecules in the vascular systems 

of the blood. They also interact with various drugs to enhance the delivery of various 

ligands such as drugs. (Moman & Varacallo, 2018).  

 Cholesterol is a natural substance about 75% of which is produced by the liver 

and the rest obtained from the diet we eat and it is required by the body for the normal 

physiological activates. A total cholesterol level of 200 mg/dl or less is considered 

optimal. (Sung et al., 2017). 



47 
 

 

 

Erythrocyte Morphology and Blood Count Analysis 

 For complete blood count analysis hematology analyzer was used. Fresh blood 

was collected in lavender tubes containing K2EDTA as an anticoagulant, and the 

samples (hydrogel with and without drug) were then immersed in the whole blood in 

test tubes. Samples were mixed for 20 minutes with a shaker (300 rpm) that enables 

the interaction between the sample surface and blood cells.  

 

In-vitro Analysis of Platelet Adhesion  

 Human blood were collected freshly from a healthy donor by sample collection 

tubes and then centrifuged for 15minutes at 100 RCF. Platelet-rich plasma was 

collected after centrifuged completed mixed with sample of hydrogel by immersing 

for about 15minutes at 37°C. Peripheral smears with May-Grunwald and Giemsa 

staining were applied to determine adhesion morphology and platelet microparticle 

formation on the surface of the hydrogel with a light microscope at low (100×) and 

high (400×) magnification.   

 

Loading of Drug and Release  

 Timolol maleate (C17H28N4O7S) is the drug that has been chosen as the model 

drug in this study. The process of loading the drug was carried out by immersing the 

piece of hydrogels weighing 0.0249gm in 5ml solutions of timolol maleate for 50hrs. 

Then using the UV visible spectrometer at 295nm, the absorbance of the drug has been 

taken and the number of loaded drugs can be calculated from the curve of calibration 

(Morsi et al., 2016).  

The efficiency of the loaded drug and drug loading capacity has been calculated by the 

formula mentioned below.  

  Drug loading efficiency = 
weight of loaded drug 

weight of the drug in feed 
 × 100% 

  Drug-loaded capacity =  
weight of loaded drugs

weight of the hydrogel
 × 100% 

Drug release experiment was done by immersing Timolol maleate loaded hydrogel in 

5ml solution of simulated tear fluid (STF) of pH 7.4. for a predetermined interval of 

in vitro release experiment, 1ml medium solution samples were withdrawn at periodic 

interval and replaced by equal volume of fresh solution and analyzed 

spectrophotometerically at 295nm in contrast to standard reference of simulated tear 

https://pubchem.ncbi.nlm.nih.gov/#query=C17H28N4O7S
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fluid. Amount of cumulative release was determined from interpolation of standard 

calibration curve at λmax = 275nm using the formula: 

Cumulative percent release = 
amount of 𝑇𝑖𝑚𝑜𝑙𝑜𝑙 𝑚𝑎𝑙𝑒𝑎𝑡𝑒 released 

total amount of 𝑇𝑖𝑚𝑜𝑙𝑜𝑙 𝑚𝑎𝑙𝑒𝑎𝑡𝑒 loaded on the hydrogel
 X 100% 

 

Analysis of Scanning Electron Microscope (SEM)  

 Analysis of SEM for the samples was performed at TUBITAK-MAN using a 

JEOL/JSM-6510LVF scanning microscope. 

 

Analysis of Fourier Transform Infrared (FTIR)  

 FTIR spectra of the studied samples were obtained in the Department of 

Pharmacy of the State Laboratories using a Perkin Elmer Spectrum 65 FTIR 

 

X-ray Diffraction Analysis (XRD)  

 TUBITAK-MAM Gebze Turkey is the place where the XRD analysis of 

samples was carried out, using a Shimadzu XRD-6000 model diffractometer with Cu 

X-ray tube (λ = 1.5405 A˚ (10-10m) the crystallinity index is calculated by the technique 

based on the method proposed by Kim and his collegues  (U. J. Kim et al., 2005). It 

consisted of measuring the maximum intensity, I110, at 2θ = 16◦. The crystallinity index 

was calculated by the equation stated (Teimouri et al., 2015) 

 

Crlpeak =
𝐼110𝑰am

𝐼110
  

 

Statistical Analysis  

 All data obtained were presented as mean ± standard deviation. Significance 

difference were performed by a student’s t test at a probability level of 0.05 and one-

way (ANOVA) used for determining the difference among the groups using Graphpad 

prism version 8.0.2 software. 
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CHAPTER IV 

Finding and Discussions 

 

Swelling Properties  

Swelling nature of freshly prepared hydrogels were examined in acidic solution 

with pH 1.2 and pH 4.7 and basic solution pH 7.4 solutions. It is observed in the 

experiment that samples coded by Ib and Ic swells uniformly and accordingly reaching 

its maximum equilibrium ratio. Samples encoded with Ib swell within 180 minutes 

and Ic within 45 minutes in a solution at pH 7.4. While sample Ib saturates its swelling 

equilibrium within 90 minutes and Ic within 45minute in a solution at pH 4.7 and in 

acidic buffer solution at pH 1.2 sample Ic reaches its maximum swelling capacity 

within 35 minutes and sample Ib within 20 minutes, one of the sample encoded with 

Ia swells rapidly within 10 minutes in both ABS and PBS and then decays completely. 

percentage swelling results in a solution at pH 7.4 for Ia, Ib and Ic shown in 

Fig. 15 are 98%, 1469.2% and 1393%, respectively. Fig. 16 and 17 shows percentage 

swelling in a solution at pH 4.7 for the same samples Ia, Ib and Ic respectively are 

145%, 700.4% and 1242.6%, and in a solution at pH 1.2 for the same samples Ia, Ib 

and Ic 125%, 1440.9% and 1092.1%, respectively.  

The result shows that hydrogels are able to absorb large amounts of liquids due 

to their structure. Sample Ia swells immediately within 10 minutes both in acidic and 

basic buffer solutions because of its amorphous structure and contains a small amount 

of silk fibroin which allows the nature of swelling. 
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Figure 15 

Swelling % Hydrogels of Sample Ia, Ib, Ic in PBS pH 7.4 
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The maximum percent swelling result in PBS pH 7.4 for each sample coded Ia, Ib and 

Ic is 98%, 1469.2% and 1393%, respectively. It can be concluded that swelling is very 

rapid in the first 30 minutes and gradually increases thereafter. 

 

Figure 16  

Swelling % of Hydrogels of Sample Ia, Ib, Ic in ABS Ph 4.7 
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Figure 17  

Swelling % of Hydrogels of Sample Ia, Ib, Ic In ABS Ph 1.2 
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In-vitro Coagulation Analysis for Hydrogels (Combinations Ia, Ib Ic) 

The anticoagulant effect of the hydrogel was evaluated by APTT and PT 

measurements, which were used to assess secondary hemostasis. The values of PT and 

APTT activation were measured for control plasma containing citrate and after contact 

with samples (Ia, Ib & Ic) at a temperature of 37±1℃. 

The result of the test for APTT, PT and INR is in the normal range, confirming 

that the prepared injectable hydrogels are biocompatible in terms of clotting activity. 

The total cholesterol level and serum albumin were also within the desirable limits 

according to the National Cholesterol Education Program (NCEP) standard. 
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Table 2 

Coagulation Analysis for Hydrogels (Combinations Ia, Ib Ic and Hk (control), Total 

Cholesterol and Serum Albumin 

 

Code  PT (%) INR PT (time)  APTT 

(time) 

Total level of 

Cholesterol(mg/dL) 

Albumin

(g/dL) 

Standard 70-120% 0.8-1.2 11.5-15s 23.6-35.2 ˂ 200 ˂ 5.18 

Ia 92% 1.06 13.5sec 35.4sec 160mg/dl 4.6g/dl 

Ib 86% 1.11 14.1sec 37.9sec   

Ic 94% 1.04 13.3sec 34.6sec   

Hk 101% 0.99 12.7sec 31.7sec 160mg/dl 4.6g/dl 

In-vitro Coagulation Analysis and Fibrinogen Activity Test of Hydrogels with Drug 

(Combinations Ia/D, Ib/D and Ic/D) 

The anticoagulant activities of a hydrogel loaded with a drug (Timolol maleate) 

were evaluated by APTT, PT and INR values were displayed in the unit selected 

(seconds, INR, % ratio). The following result was recorded for samples of (Ia/D, Ib/D 

& Ic/D) at a temperature of 37±1℃. The results obtained are within the ranges stated 

on the assay value of standards which ensures that the prepared hydrogels are in the 

best position of biocompatibility.  

A fibrinogen activity test is also done for the samples both with drugs and 

without drugs and it is found to be compatible according to the standard value.  
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Table 3 

 Anti-Coagulation and Fibrinogen Activity Test of Hydrogels with Drug 

 

Code  Percent PT  INR PT Time  APTT/sec Fibrinogen 

Standard 70-120% 0.8-1.2 11.5-15s 23.6-35.2S 

200-400 

mg/dl 

Ia 92 1.06 13.5 35.4 237 mg/dl 

Ia/D 93 1.04 13.5 35.2 242 mg/dl 

Ib 86 1.30 17.1 32.6 235 mg/dl 

Ib/D 85 1.47 19.1 37.0 253mg/dl 

Ic 84 1.12 14.8 31.3 253mg/dl 

Ic/D 89 1.08 14.3 31.5 266mg/dl 

 

Complete Blood Count Analysis 

Hydrogels were immersed in fresh blood with K2 EDTA as an anticoagulant. 

No significant difference was found between all samples and the control, as shown in 

Table 4. This experiment confirms the fact that the polymers used for the preparation 

of the hydrogels are biocompatible and have no negative effect on the total of 

erythrocytes, leukocytes and platelets in normal blood. 
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Table 4 

 Total blood Count Analysis of Samples with Drug and Without Drug 

 

Cells Control Ib Ib/D Ic Ic/D 

Wbc 5.29 10e3/uL 5.12 10e3/uL 5.10 10e3/uL 5.03 10e3/uL 5.27 10e3/uL 

Neu 1.35 1.78 1.30 1.37 1.25 

Lym 3.18 2.13 2.99 2.51 3.44٭ 

mono .473 .422٭299. 445. 529. ٭ 

Eus .228 .265 .219 .637 .275 

Baso .060 .012 .068 .077 .014 

Rbc 5.37 10e6/uL 5.11 10e6/uL 5.43 10e6/uL 5.36 10e6/uL 5.76 10e6/uL 

Hgb 16.0 g/dL 15.4 g/dL 16.2 g/dL 16.0 g/dL 16.7 g/dL 

Hct 48.2 % 46.0 % 49.1 % 52.5 % 52.6 % 

Mcv 89.8fL 90.0 fL 90.3 fL 97.8 fL 91.2 fL 

Mch 29.7 pg 30.2 pg 29.8 pg 29.8 pg 29.0 pg 

mchc 33.1g/dL 33.6 g/dL 33.0 g/dL 30.5 g/dL 31.8 g/dL 

Rdw 11.5 % 11.5 % 11.7 % 13.2 % 11.8 % 

Plt 248 10e3/uL 194 10e3/uL 252 10e3/uL 296 10e3/uL 265. 10e3/uL 

Peripheral Smear Test for In-vitro analysis of Platelet Adhesion and Erythrocyte 

Morphology.  

A peripheral in vitro smear test was performed to evaluate the hemostatic state 

of the hydrogel, as shown in Fig. 18 and 19, which show microscopic images of both 

hydrogels with drug and hydrogels without drug. No platelets form on the surface of 

the hydrogel, which makes the hydrogel promising for biomedical applications. In the 

morphological analysis of erythrocytes, as shown in Fig. 20 and 21, clustering of 

erythrocytes occurs, which is due to the dissolution of the hydrogel and the hydrophilic 

nature of the silk fibroin, which allows the absorption of water from the hydrogel. 



55 
 

 

 

 

 

Figure 19  

Microscope Micrograph of Hydrogel Without Drug 400x 

Figure 18  

Microscope Micrograph of Hydrogel with Drug 400x 
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Drug release  

Cumulative drug release was measured over 50hr by immersing the hydrogel 

loaded with a drug timolol maleate in 5ml of simulated tear fluid (STF) at pH 7.4 

the hydrogels showed an initial release of the drug and subsequently stabilized over 

time. The characteristic release with subsequent normalization of concentration from 

the hydrogels is consistent with the findings of Morsi and colleagues (Morsi et al., 

2016), confirming that the hydrogel is a candidate for controlled release of drug in the 

treatment of glaucoma (Pakzad et al., 2020).  

Figure 21   

Erythrocyte Morphology After Mixing Samples with Drug Ib/D and Ic/D 

Figure 20  

Erythrocyte Morphology After Mixing Samples Ib and Ic 
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Scanning Electron Microscopy Analysis 

Microscopic figure SEM shows the morphology of Ia, Ib, and Ic encoded 

hydrogels prepared from various combinations of SF, gelatin and MBA, and curcumin. 

In Ia, the number of pores was low and their morphology was rough, which could be 

crucial for drug loading. Ib and Ic contain visible microspheres with open pores that 

facilitate drug transport and aid in the controlled release of loaded drugs.   

The proportion used for Ic increased amount of SF with decreasing gelatin and 

the presence of curcumin be responsible for the morphological features to have better 

pore structure and good interconnectivity, favoring drug loading capacity. 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 22  

Drug Release of Timolol Maleate from Hydrogels Ia, Ib and Ic 
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Figure 23  

SEM Micrograph of Sample Ia, Ib, Ic 100µm 

Figure 24 

SEM Micrograph of Sample Ia, Ib, Ic 200µm 
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 FTIR Analysis  

 

In the given hydrogel particularly, SF/GE/CUR/MBA characterized by the 

absorption band in FTIR. Adali and her colleagues have been well-labeled. In figure 

25 the absorption band region within 1650 cm-1 - 1350 cm-1 is assigned to the amide I 

and 1544.09 cm-1 and 1532.81 cm-1 to the amide II absorption mainly from the NH 

bend in-plane bending vibrations and CN stretching in protein backbone of silk fibroin. 

The bands assure in the β-sheet confirmation of the samples (Adali et al., 2019). 

The sample coded by figure 25c which is loaded with curcumin reads an absorption 

band at 1646.4cm-1 for amide I and 1446.5 cm-1 for amide II as is in agreement with 

previous studies (Leone et al., 2020). Since curcumin was completely mixed into the 

mixture the stretching vibration could be very limited and the bands disappeared in the 

complexes of SF (Guo et al., 2021).  

Due to the presence of CO and CN vibration stretching of amide I and amide 

II in the gelatin The absorption band was shown to be 1638 and 1558 which is in 

agreement with the study of  (Khade et al., 2014). The hydrogel showed an absorption 

band 3287.63 cm-1, 3289.33 cm-1 and 3247.10 cm-1 which were due to OH and NH 

stretching vibration. 
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Figure 25  

FTIR Spectra of Samples (a) Ia, (b) Ib and (c) Ic Hydrogels 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



61 
 

 

 

X-ray Diffraction Analyses 

 

X-ray diffraction pattern of SF/Gel/Curcumin hydrogel gives characteristic 

crystallinity peaks at 2θ = 11.62◦, 20.56◦ and 10.46◦ of high intensity due to the fact 

that there is more periodicity because of the preferred crystal orientation, however in 

the drug loaded sample new weaker crystalline peaks appear at 12.58◦, 20.56◦ and 

9.12◦ crystals are arranged in a random order than the heat of the peak so both 

crystalline structure and degree of crystallinity. 

 

 

 

 

 

 

 

 

 

 

Figure 26.  

XRD pattern of Hydrogel with drug and without drug coded by Ia, Ib, 

 Ia/D and Ib/D containing SF/Gela/ Curcumin in different composition 
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CHAPTER V 

Conclusion and Recommendation 

 

We have gotten good results with our hydrogel preparations and hydrogels 

were characterized by some of the parameters in-vitro coagulation tests (PT, APTT, 

INR, cholesterol level and serum albumin level) and swelling test. The overall 

characterizations of different samples show that the samples Ia, Ib, Ic all the samples 

are confirmed to be candidates for blood compatible biomedical applications. 

The swelling test result shows that the sample coded by Ia with a combination 

of increased gelatin and decreased silk fibroin swells immediately and dissolved as the 

exposure time raised up both in the acidic buffer and basic buffer solution. However, 

the result of the swelling indicates clearly that the acidic buffer solution activates the 

swelling ratio than the basic buffer solution in all combinations. The addition of 

curcumin has no significant influence on the swelling nature.  

The morphological features from scanning electron microscopy analysis 

showed that samples coded by Ia have low and rough pores which are vital for loading 

drugs and samples of Ib and Ic contains interconnected structure with open pores 

which facilitate the transport of drugs increased the potential of controlled release of 

loaded drugs. The presence of curcumin in sample Ic makes better pore structure and 

good interconnectivity that favors the best drug load capacity and release of drug loads 

as well. In the X-ray diffraction crystallinity peaks with high intensity due to the fact 

that there is more periodicity because of the preferred crystal orientation.  

 In summary, hydrogel-based ophthalmic drug delivery systems have a 

promising future for the treatment of ocular diseases. More attention should be paid 

to application of hydrogels to deliver complex bio-macromolecules into the back of 

eye for treatment of retinal diseases particularly glaucoma, and promote their clinical 

translation  

 

 

 

  

 

 

 



63 
 

 

 

Reference 

 

Abbasian, M., Massoumi, B., Mohammad-Rezaei, R., Samadian, H., & Jaymand, M. 

(2019). Scaffolding polymeric biomaterials: Are naturally occurring biological 

macromolecules more appropriate for tissue engineering? International Journal 

of Biological Macromolecules, 134, 673–694.  

  doi.org/10.1016/j.ijbiomac.2019.04.197 

Adali, T., Kalkan, R., & Karimizarandi, L. (2019). The chondrocyte cell proliferation 

of a chitosan/silk fibroin/egg shell membrane hydrogels. International Journal of 

Biological Macromolecules, 124, 541–547.  

 https://doi.org/10.1016/j.ijbiomac.2018.11.226 

Adalı, T., & Uncu, M. (2016). Silk fibroin as a non-thrombogenic biomaterial. 

International Journal of Biological Macromolecules, 90, 11–19. 

https://doi.org/10.1016/j.ijbiomac.2016.01.088 

Affatato, S., Ruggiero, A., & Merola, M. (2015). Advanced biomaterials in hip joint 

arthroplasty. A review on polymer and ceramics composites as alternative 

bearings. Composites Part B: Engineering, 83, 276–283. 

https://doi.org/10.1016/j.compositesb.2015.07.019 

Al-shohani, A. D. H. (2016). Hydrogel formulations for ophthalmic delivery. 

An, H., Zhu, L., Shen, J., Li, W., Wang, Y., & Qin, J. (2020). Self-healing PEG-

poly(aspartic acid) hydrogel with rapid shape recovery and drug release. Colloids 

and Surfaces B: Biointerfaces, 185(September 2019), 110601. 

https://doi.org/10.1016/j.colsurfb.2019.110601 

Artero-Castro, A., Rodriguez-Jimenez, F. J., Jendelova, P., VanderWall, K. B., Meyer, 

J. S., & Erceg, S. (2020). Glaucoma as a Neurodegenerative Disease Caused by 

Intrinsic Vulnerability Factors. Progress in Neurobiology, 193(November 2019), 

101817. https://doi.org/10.1016/j.pneurobio.2020.101817 

Arthe, R., Arivuoli, D., & Ravi, V. (2019). Preparation and Characterization of 

bioactive Silk Fibroin/Paramylon Blend Films for chronic wound healing. 

International Journal of Biological Macromolecules, xxxx. 

https://doi.org/10.1016/j.ijbiomac.2019.11.010 



64 
 

 

 

Babaei, J., Khodaiyan, F., & Mohammadian, M. (2019). International Journal of 

Biological Macromolecules Effects of enriching with gellan gum on the structural 

, functional , and degradation properties of egg white heat-induced hydrogels. 

International Journal of Biological Macromolecules, 128, 94–100. 

doi.org/10.1016/j.ijbiomac.2019.01.116 

Bahram, M., Mohseni, N., & Moghtader, M. (2016). An Introduction to Hydrogels and 

Some Recent Applications. Emerging Concepts in Analysis and Applications of 

Hydrogels. https://doi.org/10.5772/64301 

Bakshia, P. S., Selvakumara, D., Kadirvelub, K., & Kumara, N. S. (2019). Chitosan as 

an environment friendly biomaterial - A review on recent modifications and 

applications. International Journal of Biological Macromolecules, october. 

https://doi.org/10.1016/j.ijbiomac.2019.10.113 

Bertaud, S., Aragno, V., Baudouin, C., & Labbé, A. (2019). Primary open-angle 

glaucoma. Revue de Medecine Interne, 40(7), 445452. 

doi.org/10.1016/j.revmed.2018.12.001 

Bourne, R. R. A., Flaxman, S. R., Braithwaite, T., Cicinelli, M. V., Das, A., Jonas, J. 

B., Keeffe, J., Kempen, J., Leasher, J., Limburg, H., Naidoo, K., Pesudovs, K., 

Resnikoff, S., Silvester, A., Stevens, G. A., Tahhan, N., Wong, T., Taylor, H. R., 

Ackland, P., Zheng, Y. (2017). Magnitude, temporal trends, and projections of 

the global prevalence of blindness and distance and near vision impairment: a 

systematic review and meta-analysis. The Lancet Global Health, 5(9), e888–

e897. https://doi.org/10.1016/S2214-109X(17)30293-0 

Bro, T., Wickström, K., & Lindén, C. (2021). The future is old – Patients with topical 

ocular hypotensive treatment in the Nordic region between 2008 and 2017 with 

projections for 2040. Acta Ophthalmologica, 1–7.  

https://doi.org/10.1111/aos.14848 

Caner, H., Yilmaz, E., & Yilmaz, O. (2007). Synthesis , characterization and 

antibacterial activity of poly ( N -vinylimidazole ) grafted chitosan. 69, 318–325. 

https://doi.org/10.1016/j.carbpol.2006.10.008 

Chen, G. Z., Chan, I. S., & Lam, D. C. C. (2013). Capacitive contact lens sensor for 

continuous non-invasive intraocular pressure monitoring. Sensors and Actuators, 

A: Physical, 203, 112–118. https://doi.org/10.1016/j.sna.2013.08.029 



65 
 

 

 

Chen, N., Wang, H., Ling, C., Vermerris, W., Wang, B., & Tong, Z. (2019). Cellulose-

based injectable hydrogel composite for pH-responsive and controllable drug 

delivery. Carbohydrate Polymers, 225(June), 115207. 

doi.org/10.1016/j.carbpol.2019.115207 

Chen, Y., Zheng, K., Niu, L., Zhang, Y., Liu, Y., Wang, C., & Chu, F. (2019). Highly 

mechanical properties nanocomposite hydrogels with biorenewable lignin 

nanoparticles. International Journal of Biological Macromolecules, 128, 414–

420. https://doi.org/10.1016/j.ijbiomac.2019.01.099 

Clements, R., & Wright, K. M. (2018). Retinal ganglion cell axon sorting at the optic 

chiasm requires dystroglycan. Developmental Biology, 442(2), 210–219. 

https://doi.org/10.1016/j.ydbio.2018.08.010 

Cooper, R. C., & Yang, H. (2019). Hydrogel-based ocular drug delivery systems: 

Emerging fabrication strategies, applications, and bench-to-bedside 

manufacturing considerations. Journal of Controlled Release, 306(May), 29–39. 

https://doi.org/10.1016/j.jconrel.2019.05.034 

D.L., C., P.B., G., & D.A., B. (2017). Advances in Retinal Prosthetic Research: A 

Systematic Review of Engineering and Clinical Characteristics of Current 

Prosthetic Initiatives. Current Eye Research, 42(3), 334–347. 

https://doi.org/10.1080/02713683.2016.1270326 

Dagnelie, G. (2011). Visual prosthetics: Physiology, bioengineering, rehabilitation. In 

Visual Prosthetics: Physiology, Bioengineering, Rehabilitation. 

https://doi.org/10.1007/978-1-4419-0754-7 

Datta, L. P., Manchineella, S., & Govindaraju, T. (2020). Biomolecules-derived 

biomaterials. Biomaterials, 230(November 2019), 119633. 

https://doi.org/10.1016/j.biomaterials.2019.119633 

Dekamin, M. G., Karimi, Z., Latifidoost, Z., Ilkhanizadeh, S., Daemi, H., Naimi-

Jamal, M. R., & Barikani, M. (2018). Alginic acid: A mild and renewable 

bifunctional heterogeneous biopolymeric organocatalyst for efficient and facile 

synthesis of polyhydroquinolines. International Journal of Biological 

Macromolecules, 108, 1273–1280.  

https://doi.org/10.1016/j.ijbiomac.2017.11.050 



66 
 

 

 

Destruel, P. L., Zeng, N., Seguin, J., Douat, S., Rosa, F., Brignole-Baudouin, F., 

Dufaÿ, S., Dufaÿ-Wojcicki, A., Maury, M., Mignet, N., & Boudy, V. (2020). 

Novel in situ gelling ophthalmic drug delivery system based on gellan gum and 

hydroxyethylcellulose: Innovative rheological characterization, in vitro and in 

vivo evidence of a sustained precorneal retention time. International Journal of 

Pharmaceutics, 574(August 2019), 118734.  

https://doi.org/10.1016/j.ijpharm.2019.118734 

Erk, N. (2002). Simultaneous determination of dorzolamide HCL and timolol maleate 

in eye drops by two different spectroscopic methods. Journal of Pharmaceutical 

and Biomedical Analysis, 28(2), 391–397. https://doi.org/10.1016/S0731-

7085(01)00627-6 

Fellows, H. J., & Dalton, H. R. (2017). Polyethylene Glycol Learn more about 

Polyethylene Glycol A worldwide yearly survey of new data and trends in adverse 

drug reactions and interactions Topical Hemostatic Agents Hydrogels in 

craniofacial tissue engi- neering. 

Franca, J. R., Foureaux, G., Fuscaldi, L. L., Ribeiro, T. G., Castilho, R. O., Yoshida, 

M. I., Cardoso, V. N., Fernandes, S. O. A., Cronemberger, S., Nogueira, J. C., 

Ferreira, A. J., & Faraco, A. A. G. (2019). Chitosan/hydroxyethyl cellulose 

inserts for sustained-release of dorzolamide for glaucoma treatment: In vitro and 

in vivo evaluation. International Journal of Pharmaceutics, 570(September), 

118662. https://doi.org/10.1016/j.ijpharm.2019.118662 

Fricke, T. R., Tahhan, N., Resnikoff, S., Papas, E., Burnett, A., Ho, S. M., Naduvilath, 

T., & Naidoo, K. S. (2018). Global Prevalence of Presbyopia and Vision 

Impairment from Uncorrected Presbyopia: Systematic Review, Meta-analysis, 

and Modelling. Ophthalmology, 125(10), 1492–1499.  

https://doi.org/10.1016/j.ophtha.2018.04.013 

 

Fu, H., Li, F., Sun, X., Cao, X., Liao, J., Orlando, J. I., Tao, X., Li, Y., Zhang, S., Tan, 

M., Yuan, C., Bian, C., Xie, R., Li, J., Li, X., Wang, J., Geng, L., Li, P., Hao, H., 

Xu, Y. (2020). AGE challenge: Angle Closure Glaucoma Evaluation in Anterior 

Segment Optical Coherence Tomography. Medical Image Analysis, 66. 

https://doi.org/10.1016/j.media.2020.101798 



67 
 

 

 

Gao, X., Zhu, R., Du, J., Zhang, W., Gao, W., & Yang, L. (2020). Inhibition of LOX-

1 prevents inflammation and photoreceptor cell death in retinal degeneration. 

International Immunopharmacology, 80(8), 106190. 

 https://doi.org/10.1016/j.intimp.2020.106190 

Ghasemi-Mobarakeh, L., Kolahreez, D., Ramakrishna, S., & Williams, D. (2019). Key 

terminology in biomaterials and biocompatibility. Current Opinion in Biomedical 

Engineering, 10, 45–50. https://doi.org/10.1016/j.cobme.2019.02.004 

Guo, Q., Bayram, I., Zhang, W., Su, J., Shu, X., Yuan, F., Mao, L., & Gao, Y. (2021). 

Fabrication and characterization of curcumin-loaded pea protein isolate-

surfactant complexes at neutral pH. Food Hydrocolloids, 111(17), 106214. 

https://doi.org/10.1016/j.foodhyd.2020.106214 

Helanto, K., Matikainen, L., Rojas, O. J., & Talj, R. (2019). Bio-based polymers for 

sustainable packaging and biobarriers: A critical review. BioResources, 14(2), 

4902–4951. https://doi.org/10.15376/biores.14.2.Helanto 

Highley, C. B., Rodell, C. B., & Burdick, J. A. (2015). Direct 3D Printing of Shear-

Thinning Hydrogels into Self-Healing Hydrogels. Advanced Materials, 27(34), 

5075–5079. https://doi.org/10.1002/adma.201501234 

Hunt, N. C., Hallam, D., Chichagova, V., Steel, D. H., & Lako, M. (2018). The 

Application of Biomaterials to Tissue Engineering Neural Retina and Retinal 

Pigment Epithelium. Advanced Healthcare Materials, 1800226. 

https://doi.org/10.1002/adhm.201800226 

Ilochonwu, B. C., Urtti, A., Hennink, W. E., & Vermonden, T. (2020). Intravitreal 

hydrogels for sustained release of therapeutic proteins. Journal of Controlled 

Release, 326(April), 419–441. https://doi.org/10.1016/j.jconrel.2020.07.031 

Ivanova, E. P., Crawford, R. J., & Biomaterials, F. (2014). Polyethylene Glycol Learn 

more about Polyethylene Glycol Advanced synthetic polymer biomateri- als 

derived from organic sources. 

Jacob, J., Haponiuk, J. T., Thomas, S., & Gopi, S. (2018). Biopolymer based 

nanomaterials in drug delivery systems: A review. Materials Today Chemistry, 

9, 43–55. https://doi.org/10.1016/j.mtchem.2018.05.002 



68 
 

 

 

Jain, E., Hill, L., Canning, E., Sell, S. A., & Zustiak, S. P. (2017). Control of gelation, 

degradation and physical properties of polyethylene glycol hydrogels through the 

chemical and physical identity of the crosslinker. Journal of Materials Chemistry 

B, 5(14), 2679–2691. https://doi.org/10.1039/C6TB03050E 

Janagam, D. R., Wu, L., & Lowe, T. L. (2017). Nanoparticles for drug delivery to the 

anterior segment of the eye. Advanced Drug Delivery Reviews, 122, 31–64. 

https://doi.org/10.1016/j.addr.2017.04.001 

Ji, T., & Kohane, D. S. (2019). Nanoscale systems for local drug delivery. Nano Today, 

28, 100765. https://doi.org/10.1016/j.nantod.2019.100765 

Jonas, J. B., Bourne, R. R. A., White, R. A., Flaxman, S. R., Keeffe, J., Leasher, J., 

Naidoo, K., Pesudovs, K., Price, H., Wong, T. Y., Resnikoff, S., & Taylor, H. R. 

(2014). Visual impairment and blindness due to macular diseases globally and 

blindness due to macular diseases globally: A systematic review and meta-

analysis. American Journal of Ophthalmology, 158(4), 808–815.  

https://doi.org/10.1016/j.ajo.2014.06.012 

Jung, J. H., Park, S., Chae, J. J., & Prausnitz, M. R. (2019). Collagenase injection into 

the suprachoroidal space of the eye to expand drug delivery coverage and increase 

posterior drug targeting. Experimental Eye Research, 189(August), 107824. 

https://doi.org/10.1016/j.exer.2019.107824 

Kargozar, S., Ramakrishna, S., & Mozafari, M. (2019). Chemistry of Biomaterials: 

Future Prospects. Current Opinion in Biomedical Engineering, 10, 181–190. 

https://doi.org/10.1016/j.cobme.2019.07.003 

Karimi, A., Razaghi, R., Navidbakhsh, M., Sera, T., & Kudo, S. (2016). Computing 

the stresses and deformations of the human eye components due to a high 

explosive detonation using fluid-structure interaction model. Injury, 47(5), 1042–

1050. https://doi.org/10.1016/j.injury.2016.01.030 

Kesav, N., Palestine, A. G., Kahook, M. Y., & Pantcheva, M. B. (2020). Current 

management of uveitis-associated ocular hypertension and glaucoma. Survey of 

Ophthalmology, 65(4), 397–407.  

https://doi.org/10.1016/j.survophthal.2019.12.003 

 



69 
 

 

 

Khade, S. M., Behera, B., Sagiri, S. S., Singh, V. K., Thirugnanam, A., Pal, K., Ray, 

S. S., Pradhan, D. K., & Bhattacharya, M. K. (2014). Gelatin-PEG based 

metronidazole-loaded vaginal delivery systems: Preparation, characterization and 

in vitro antimicrobial efficiency. Iranian Polymer Journal (English Edition), 

23(3), 171–184. https://doi.org/10.1007/s13726-013-0213-8 

Killer, H. E., & Pircher, A. (2018). Normal tension glaucoma: Review of current 

understanding and mechanisms of the pathogenesis /692/699/3161/3169/3170 

/692/699/3161 review-article. Eye (Basingstoke), 32(5), 924–930. 

https://doi.org/10.1038/s41433-018-0042-2 

Kim, U. J., Park, J., Joo Kim, H., Wada, M., & Kaplan, D. L. (2005). Three-

dimensional aqueous-derived biomaterial scaffolds from silk fibroin. 

Biomaterials, 26(15), 2775–2785.  

https://doi.org/10.1016/j.biomaterials.2004.07.044 

Kim, Y., Roy, S., Jung, G. Y., Oh, J. S., & Kim, G. W. (2019). Dual Optical Signal-

based Intraocular Pressure-sensing Principle Using Pressure-sensitive 

Mechanoluminescent ZnS:Cu/PDMS Soft Composite. Scientific Reports, 9(1), 1–

10. https://doi.org/10.1038/s41598-019-51771-z 

Krishnaswami, V., Kandasamy, R., Alagarsamy, S., Palanisamy, R., & Natesan, S. 

(2018). Biological macromolecules for ophthalmic drug delivery to treat ocular 

diseases. International Journal of Biological Macromolecules, 110, 7–16. 

https://doi.org/10.1016/j.ijbiomac.2018.01.120 

Kumorek, M., Minisy, I. M., Krunclová, T., Voršiláková, M., Venclíková, K., 

Chánová, E. M., Janoušková, O., & Kubies, D. (2020). pH-responsive and 

antibacterial properties of self-assembled multilayer films based on chitosan and 

tannic acid. Materials Science and Engineering C, 109(November 2019). 

https://doi.org/10.1016/j.msec.2019.110493 

Lakowski, J., Welby, E., Budinger, D., Di Marco, F., Di Foggia, V., Bainbridge, J. W. 

B., Wallace, K., Gamm, D. M., Ali, R. R., & Sowden, J. C. (2018). Isolation of 

Human Photoreceptor Precursors via a Cell Surface Marker Panel from Stem 

Cell-Derived Retinal Organoids and Fetal Retinae. Stem Cells, 36(5), 709–722. 

https://doi.org/10.1002/stem.2775 



70 
 

 

 

Lee, K., Yang, H., Kim, J. Y., Seong, G. J., Kim, C. Y., & Bae, H. W. (2020). Risk 

factors associated with structural progression in normal-tension glaucoma: 

Intraocular pressure, systemic blood pressure, and myopia. Investigative 

Ophthalmology and Visual Science, 61(8). https://doi.org/10.1167/IOVS.61.8.35 

Leijten, J., Seo, J., Yue, K., Trujillo-de Santiago, G., Tamayol, A., Ruiz-Esparza, G. 

U., Shin, S. R., Sharifi, R., Noshadi, I., Álvarez, M. M., Zhang, Y. S., & 

Khademhosseini, A. (2017). Spatially and temporally controlled hydrogels for 

tissue engineering. Materials Science and Engineering R: Reports, 119, 1–35. 

https://doi.org/10.1016/j.mser.2017.07.001 

Leone, G., Consumi, M., Pepi, S., Pardini, A., Bonechi, C., Tamasi, G., Donati, A., 

Lamponi, S., & Rossi, C. (2020). Enriched Gellan Gum hydrogel as visco-

supplement. Carbohydrate Polymers, 227(July 2019), 115347.  

https://doi.org/10.1016/j.carbpol.2019.115347 

Li, C., Wang, J., Wang, Y., Gao, H., Wei, G., Huang, Y., Yu, H., Gan, Y., Wang, Y., 

Mei, L., Chen, H., Hu, H., Zhang, Z., & Jin, Y. (2019). Recent progress in drug 

delivery. Acta Pharmaceutica Sinica B, 9(6), 1145–1162.  

doi.org/10.1016/j.apsb.2019.08.003 

Li, Z. H., Ji, S. C., Wang, Y. Z., Shen, X. C., & Liang, H. (2013). Silk fibroin-based 

scaffolds for tissue engineering. Frontiers of Materials Science, 7(3), 237–247. 

https://doi.org/10.1007/s11706-013-0214-8 

Maekawa, Y., Onishi, A., Matsushita, K., Koide, N., Mandai, M., Suzuma, K., 

Kitaoka, T., Kuwahara, A., Ozone, C., Nakano, T., Eiraku, M., & Takahashi, M. 

(2016). Optimized Culture System to Induce Neurite Outgrowth From Retinal 

Ganglion Cells in Three-Dimensional Retinal Aggregates Differentiated From 

Mouse and Human Embryonic Stem Cells. Current Eye Research, 41(4), 558–

568. https://doi.org/10.3109/02713683.2015.1038359 

Maki, Y., & Annaka, M. (2020). Gelation of fish gelatin studied by multi-particle 

tracking method. Food Hydrocolloids, 101(October 2019), 105525.  

https://doi.org/10.1016/j.foodhyd.2019.105525. 

Matsumoto, Y., Ishii, D., & Iwata, T. (2017). Synthesis and characterization of alginic 

acid ester derivatives. Carbohydrate Polymers, 171, 229–235.  



71 
 

 

 

https://doi.org/10.1016/j.carbpol.2017.05.001 

Maureira, A., & Rivas, B. L. (2009). Metal ions recovery with alginic acid coupled to 

ultrafiltration membrane. European Polymer Journal, 45(2), 573–581. 

https://doi.org/10.1016/j.eurpolymj.2008.11.021 

Mealy, J. E., Chung, J. J., Jeong, H. H., Issadore, D., Lee, D., Atluri, P., & Burdick, J. 

A. (2018). Injectable Granular Hydrogels with Multifunctional Properties for 

Biomedical Applications. Advanced Materials, 30(20), 1–7.  

doi.org/10.1002/adma.201705912 

Mej, E. H., & Delgado, E. (2019). Effect of Experimental Parameters on the Formation 

of Hydrogels by Polyelectrolyte Complexation of Carboxymethylcellulose , 

Carboxymethyl Starch , and Alginic Acid with Chitosan ´ n Quintana. 2019. 

Mellati, A., Hasanzadeh, E., Gholipourmalekabadi, M., & Enderami, S. E. (2021). 

Injectable nanocomposite hydrogels as an emerging platform for biomedical 

applications: A review. Materials Science and Engineering C, 131(September), 

112489. https://doi.org/10.1016/j.msec.2021.112489 

Meng, L., Shao, C., Cui, C., Xu, F., Lei, J., & Yang, J. (2020). Autonomous Self-

Healing Silk Fibroin Injectable Hydrogels Formed via Surfactant-Free 

Hydrophobic Association. ACS Applied Materials and Interfaces, 12(1), 1628–

1639. https://doi.org/10.1021/acsami.9b19415 

Moman, R. N., & Varacallo, M. (2018). Albumin Physiology. StatPearls, December. 

http://www.ccmtutorials.com/misc/albumin/page_02.htm 

Morsi, N. M., Aboelwafa, A. A., & Dawoud, M. H. S. (2016). Improved bioavailability 

of timolol maleate via transdermal transfersomal gel: Statistical optimization, 

characterization, and pharmacokinetic assessment. Journal of Advanced 

Research, 7(5), 691–701. https://doi.org/10.1016/j.jare.2016.07.003 

Naksupan, N., Saelim, U., Pornarin, T., & Niwat, A. (2012). Toxicity Testing and 

Wound Healing Efficacy of Fibroin Gel in. 1–6.  

Narayanaswamy, R., & Torchilin, V. P. (2019). Hydrogels and their applications in 

targeted drug delivery. Molecules, 24(3).  

https://doi.org/10.3390/molecules24030603 



72 
 

 

 

Nejati, S., Mohseni Vadeghani, E., Khorshidi, S., & Karkhaneh, A. (2019). Role of 

particle shape on efficient and organ-based drug delivery. European Polymer 

Journal, November, 109353. https://doi.org/10.1016/j.eurpolymj.2019.109353 

Nguyen, Q. V., Huynh, D. P., Park, J. H., & Lee, D. S. (2015). Injectable polymeric 

hydrogels for the delivery of therapeutic agents: A review. European Polymer 

Journal, 72, 602–619. https://doi.org/10.1016/j.eurpolymj.2015.03.016 

Nikolova, M. P., & Chavali, M. S. (2019). Recent advances in biomaterials for 3D 

scaffolds: A review. Bioactive Materials, 4(October), 271–292. 

https://doi.org/10.1016/J.BIOACTMAT.2019.10.005 

Nuzzi, R., & Tridico, F. (2017). Glaucoma: Biological trabecular and neuroretinal 

pathology with perspectives of therapy innovation and preventive diagnosis. 

Frontiers in Neuroscience, 11(SEP), 1–22.  

https://doi.org/10.3389/fnins.2017.00494 

Pakravan, M., Yazdani, S., Javadi, M. A., Amini, H., Behroozi, Z., Ziaei, H., Katibeh, 

M., Solaimanizad, R., Ghahari, E., & Yaseri, M. (2013). A population-based 

survey of the prevalence and types of glaucoma in central Iran: The Yazd eye 

study. Ophthalmology, 120(10), 1977–1984.  

https://doi.org/10.1016/j.ophtha.2013.02.029 

Pakzad, Y., Fathi, M., Omidi, Y., Mozafari, M., & Zamanian, A. (2020). Synthesis and 

characterization of timolol maleate-loaded quaternized chitosan-based 

thermosensitive hydrogel: A transparent topical ocular delivery system for the 

treatment of glaucoma. International Journal of Biological Macromolecules, 159, 

117–128. https://doi.org/10.1016/j.ijbiomac.2020.04.274 

Pettinelli, N., Rodríguez-Llamazares, S., Farrag, Y., Bouza, R., Barral, L., Feijoo-

Bandín, S., & Lago, F. (2020). Poly(hydroxybutyrate-co-hydroxyvalerate) 

microparticles embedded in κ-carrageenan/locust bean gum hydrogel as a dual 

drug delivery carrier. International Journal of Biological Macromolecules, 146, 

110–118. https://doi.org/10.1016/j.ijbiomac.2019.12.193 

Platania, C. B. M., Fidilio, A., Lazzara, F., Piazza, C., Geraci, F., Giurdanella, G., 

Leggio, G. M., Salomone, S., Drago, F., & Bucolo, C. (2018). Retinal protection 

and distribution of curcumin in vitro and in vivo. Frontiers in Pharmacology, 



73 
 

 

 

9(JUN), 1–10. https://doi.org/10.3389/fphar.2018.00670 

Połomska, M., Pogorzelec-Glaser, K., Pawlaczyk, C., & Pietraszko, A. (2011). FT NIR 

Raman studies of alginic acid-benzimidazole polymer composite. Spectrochimica 

Acta - Part A: Molecular and Biomolecular Spectroscopy, 79(4), 797–800. 

https://doi.org/10.1016/j.saa.2010.08.055 

Qureshi, D., Nayak, S. K., Maji, S., Anis, A., Kim, D., & Pal, K. (2019). Environment 

sensitive hydrogels for drug delivery applications. European Polymer Journal, 

120(July), 109220. https://doi.org/10.1016/j.eurpolymj.2019.109220 

Rai, M., Ingle, A. P., Gupta, I., & Brandelli, A. (2015). Bioactivity of noble metal 

nanoparticles decorated with biopolymers and their application in drug delivery. 

International Journal of Pharmaceutics, 496(2), 159–172.  

https://doi.org/10.1016/j.ijpharm.2015.10.059 

Raza, A., Rasheed, T., Nabeel, F., Hayat, U., Bilal, M., & Iqbal, H. M. N. (2019). 

Endogenous and exogenous stimuli-responsive drug delivery systems for 

programmed site-specific release. Molecules, 24(6), 1–22. 

https://doi.org/10.3390/molecules24061117 

Rose, Michael, H. (2011). Artificial ppt (p. 910). 

Rossi, E. A., Granger, C. E., Sharma, R., Yang, Q., Saito, K., Schwarz, C., Walters, 

S., Nozato, K., Zhang, J., Kawakami, T., Fischer, W., Latchney, L. R., Hunter, J. 

J., Chung, M. M., & Williams, D. R. (2017). Imaging individual neurons in the 

retinal ganglion cell layer of the living eye. Proceedings of the National Academy 

of Sciences, 114(3), 586–591. https://doi.org/10.1073/pnas.1613445114 

Rowland, T. J., Buchholz, D. E., & Clegg, D. O. (2012). Pluripotent human stem cells 

for the treatment of retinal disease. Journal of Cellular Physiology, 227(2), 457–

466. https://doi.org/10.1002/jcp.22814 

Rozing, M. P., Durhuus, J. A., Krogh Nielsen, M., Subhi, Y., Kirkwood, T. B., 

Westendorp, R. G., & Sørensen, T. L. (2020). Age-related macular degeneration: 

A two-level model hypothesis. Progress in Retinal and Eye Research, September 

2018, 100825. https://doi.org/10.1016/j.preteyeres.2019.100825 

 



74 
 

 

 

Saeaeh, K., Thummarungsan, N., Paradee, N., Choeichom, P., Phasuksom, K., 

Lerdwijitjarud, W., & Sirivat, A. (2019). Soft and highly responsive multi-walled 

carbon nanotube/pullulan hydrogel composites as electroactive materials. 

European Polymer Journal, 120(April), 109231.  

doi.org/10.1016/j.eurpolymj.2019.109231 

Salvatore, F., Federico, S., Pitarresi, G., Fiorica, C., & Giammona, G. (2019). Gellan 

gum-based delivery systems of therapeutic agents and cells. Carbohydrate 

Polymers, June, 115430. https://doi.org/10.1016/j.carbpol.2019.115430 

Samadian, H., Maleki, H., Fathollahi, A., Salehi, M., Gholizadeh, S., Derakhshankhah, 

H., Allahyari, Z., & Jaymand, M. (2020). Naturally occurring biological 

macromolecules-based hydrogels: Potential biomaterials for peripheral nerve 

regeneration. International Journal of Biological Macromolecules, 154, 795–

817. https://doi.org/10.1016/j.ijbiomac.2020.03.155 

Shan, D., Gerhard, E., Zhang, C., Tierney, J. W., Xie, D., Liu, Z., & Yang, J. (2018). 

Polymeric biomaterials for biophotonic applications. Bioactive Materials, 3(4), 

434–445. https://doi.org/10.1016/j.bioactmat.2018.07.001 

Sharma, G., Naushad, M., Al-Muhtaseb, A. H., Kumar, A., Khan, M. R., Kalia, S., 

Shweta, Bala, M., & Sharma, A. (2017). Fabrication and characterization of 

chitosan-crosslinked-poly(alginic acid) nanohydrogel for adsorptive removal of 

Cr(VI) metal ion from aqueous medium. International Journal of Biological 

Macromolecules, 95, 484–493. https://doi.org/10.1016/j.ijbiomac.2016.11.072 

Siavashani, A. Z., Mohammadi, J., Rottmar, M., Senturk, B., Nourmohammadi, J., 

Sadeghi, B., Huber, L., & Maniura-Weber, K. (2020). Silk fibroin/sericin 3D 

sponges: The effect of sericin on structural and biological properties of fibroin. 

International Journal of Biological Macromolecules, 153, 317–326. 

doi.org/10.1016/j.ijbiomac.2020.02.316 

Singh, M. S., Park, S. S., Albini, T. A., Canto-Soler, M. V., Klassen, H., MacLaren, 

R. E., Takahashi, M., Nagiel, A., Schwartz, S. D., & Bharti, K. (2019). Retinal 

stem cell transplantation: Balancing safety and potential. Progress in Retinal and 

Eye Research, October 2018, 100779.  

https://doi.org/10.1016/j.preteyeres.2019.100779 



75 
 

 

 

Skwarczynska, A. L., Binias, D., Maniukiewicz, W., Modrzejewska, Z., & Douglas, 

T. E. L. (2019). The mineralization effect on chitosan hydrogel structure 

containing collagen and alkaline phosphatase. Journal of Molecular Structure, 

1187, 86–97. https://doi.org/10.1016/j.molstruc.2019.03.034 

Song, Y., Nagai, N., Saijo, S., Kaji, H., Nishizawa, M., & Abe, T. (2018). In situ 

formation of injectable chitosan-gelatin hydrogels through double crosslinking 

for sustained intraocular drug delivery. Materials Science and Engineering C, 

88(February), 1–12. https://doi.org/10.1016/j.msec.2018.02.022 

Sun, X., Dai, Y., Chen, Y., Yu, D. Y., Cringle, S. J., Chen, J., Kong, X., Wang, X., & 

Jiang, C. (2017). Primary angle closure glaucoma: What we know and what we 

don’t know. Progress in Retinal and Eye Research, 57, 26–45. 

https://doi.org/10.1016/j.preteyeres.2016.12.003 

Sun, Y., Nan, D., Jin, H., & Qu, X. (2020). Recent advances of injectable hydrogels 

for drug delivery and tissue engineering applications. Polymer Testing, 

81(December 2019), 106283.  

https://doi.org/10.1016/j.polymertesting.2019.106283 

Sung, K., Kwon, C. H., Lee, M. Y., Kwon, M., Lee, J. H., & Jung, M. (2017). 

ARTICLE IN PRESS Comparison of Low-Density Lipoprotein Cholesterol 

Concentrations by Direct Measurement and by Friedewald Calculation. 2017. 

https://doi.org/10.1016/j.amjcard.2019.12.036 

Suzuki, S., Shadforth, A. M. A., McLenachan, S., Zhang, D., Chen, S. C., Walshe, J., 

Lidgerwood, G. E., Pébay, A., Chirila, T. V., Chen, F. K., & Harkin, D. G. (2019). 

Optimization of silk fibroin membranes for retinal implantation. Materials 

Science and Engineering C, 105(May), 110131.  

https://doi.org/10.1016/j.msec.2019.110131 

Tandon, A., Zhang, Z., Fingert, J. H., Kwon, Y. H., Wang, K., & Alward, W. L. M. 

(2019). The Heritability of Pigment Dispersion Syndrome and Pigmentary 

Glaucoma. American Journal of Ophthalmology, 202, 55–61.  

https://doi.org/10.1016/j.ajo.2019.02.017 

Teimouri, A., Azadi, M., Emadi, R., Lari, J., & Chermahini, A. N. (2015). Preparation, 

characterization, degradation and biocompatibility of different silk fibroin based 



76 
 

 

 

composite scaffolds prepared by freeze-drying method for tissue engineering 

application. Polymer Degradation and Stability, 121, 18–29. 

https://doi.org/10.1016/j.polymdegradstab.2015.08.004 

Terada, D., Yokoyama, Y., Hattori, S., Kobayashi, H., & Tamada, Y. (2016). The 

outermost surface properties of silk fibroin films reflect ethanol-treatment 

conditions used in biomaterial preparation. Materials Science and Engineering 

C, 58, 119–126. https://doi.org/10.1016/j.msec.2015.07.041 

Thapa, R. K., Cazzador, F., Grønlien, K. G., & Tønnesen, H. H. (2020). Effect of 

curcumin and cosolvents on the micellization of Pluronic F127 in aqueous 

solution. Colloids and Surfaces B: Biointerfaces, 195(May), 111250. 

https://doi.org/10.1016/j.colsurfb.2020.111250 

Thu-Hien Luong1, Dang1, T.-N. N., Oanh Pham Thi Ngoc, Dinh-Thuy, T.-H., 

Nguyen, T.-H. N., Toi, V. Van, Hoang Thuy Duong, & Son, H. Le. (2015). 

Investigation of the Silk Fiber Extraction Process from the Vietnam Natural 

Bombyx Mori Silkworm Cocoon. IFMBE Proceedings, 46(June). 

https://doi.org/10.1007/978-3-319-11776-8 

Tong, N., Liu, F., Zhang, T., Wang, L., Zhou, Z., Gong, H., & Yuan, F. (2017). 

Pigment dispersion syndrome and pigmentary glaucoma after secondary sulcus 

transscleral fixation of single-piece foldable posterior chamber intraocular 

lenses in Chinese aphakic patients. Journal of Cataract and Refractive Surgery, 

43(5), 639–642. https://doi.org/10.1016/j.jcrs.2017.02.026 

Tsou, Y. H., Khoneisser, J., Huang, P. C., & Xu, X. (2016). Hydrogel as a bioactive 

material to regulate stem cell fate. Bioactive Materials, 1(1), 39–55. 

https://doi.org/10.1016/j.bioactmat.2016.05.001 

Voss, K., Falke, K., Bernsdorf, A., Grabow, N., Kastner, C., Sternberg, K., Minrath, 

I., Eickner, T., Wree, A., Schmitz, K. P., Guthoff, R., Witt, M., & Hovakimyan, 

M. (2015). Development of a novel injectable drug delivery system for 

subconjunctival glaucoma treatment. Journal of Controlled Release, 214, 1–11. 

https://doi.org/10.1016/j.jconrel.2015.06.035 

Wang, H., Shi, J., Wang, Y., Yin, Y., Wang, L., Liu, J., Liu, Z., Duan, C., Zhu, P., & 

Wang, C. (2014). Promotion of cardiac differentiation of brown adipose derived 



77 
 

 

 

stem cells by chitosan hydrogel for repair after myocardial infarction. 

Biomaterials, 35(13), 3986–3998.  

https://doi.org/10.1016/j.biomaterials.2014.01.021 

Wang, J., Jacoby, R., & Wu, S. M. (2016). Physiological and morphological 

characterization of ganglion cells in the salamander retina. Vision Research, 119, 

60–72. https://doi.org/10.1016/j.visres.2015.12.007 

Wang, K., & Han, Z. (2017). Injectable hydrogels for ophthalmic applications. Journal 

of Controlled Release, 268(February 2018), 212–224.  

https://doi.org/10.1016/j.jconrel.2017.10.031 

Xie, C., Li, W., Liang, Q., Yu, S., & Li, L. (2019). Fabrication of robust silk fibroin 

film by controlling the content of β-sheet via the synergism of Uv-light and ionic 

liquids. Applied Surface Science, 492(June), 55–65.  

doi.org/10.1016/j.apsusc.2019.06.144 

Xie, H., Zhang, L., Xu, E., Yuan, H., Zhao, F., & Gao, J. (2019). SiAlON–Al2O3 

ceramics as potential biomaterials. Ceramics International, 45(14), 16809–

16813. https://doi.org/10.1016/j.ceramint.2019.05.221 

Xu, E., Campanella, O. H., Ye, X., Jin, Z., Liu, D., & BeMiller, J. N. (2020). Advances 

in conversion of natural biopolymers: A reactive extrusion (REX)–enzyme-

combined strategy for starch/protein-based food processing. Trends in Food 

Science and Technology, 99(March), 167–180.  

https://doi.org/10.1016/j.tifs.2020.02.018 

Yadav, K. S., Rajpurohit, R., & Sharma, S. (2019). Glaucoma: Current treatment and 

impact of advanced drug delivery systems. Life Sciences, 221(February), 362–

376. https://doi.org/10.1016/j.lfs.2019.02.029 

Yang, C., Frei, H., Rossi, F. M., & Burt, H. M. (2009). of Bone Marrow Stromal Cells 

on Novel Porous Gelatin – Alginate Scaffolds. Tissue Engineering, August, 601–

614. https://doi.org/10.1002/term 

Zhang, C. L., Lai, W. L., Ziyar, I., Lau, L. L. Y., & Xu, J. (2020). Bilateral 

simultaneous primary acute angle-closure glaucoma. Precision Clinical 

Medicine, 3(4), 297–300. https://doi.org/10.1093/pcmedi/pbaa035 



78 
 

 

 

Zhang, H., Wu, Z. Y., Yang, Y. Y., Yang, F. Q., & Li, S. P. (2019). Recent applications 

of immobilized biomaterials in herbal analysis. Journal of Chromatography A, 

1603, 216–230. https://doi.org/10.1016/j.chroma.2019.06.059 

Zhang, Q., Shi, B., Ding, J., Yan, L., Thawani, J. P., Fu, C., Chen, X., Zhang, Q., & 

Shi, B. (2019). Polymer scaffolds facilitate spinal cord injury repair Department 

of Spine Surgery , The First Hospital of Jilin University , Changchun Key 

Laboratory of Polymer Ecomaterials , Changchun Institute of Applied Chemistry 

, Department of Spine Surgery , The A. Acta Biomaterialia, January. 

doi.org/10.1016/j.actbio.2019.01.056 

Zhang, W., Chen, L., Chen, J., Wang, L., Gui, X., Ran, J., Xu, G., Zhao, H., Zeng, M., 

Ji, J., Qian, L., Zhou, J., Ouyang, H., & Zou, X. (2017). Silk Fibroin Biomaterial 

Shows Safe and Effective Wound Healing in Animal Models and a Randomized 

Controlled Clinical Trial. Advanced Healthcare Materials, 6(10), 1–16. 

doi.org/10.1002/adhm.201700121 

Zheng, Z., Huyan, Y., Li, H., Sun, S., & Xu, Y. (2019). na l P re of. Sensors & 

Actuators: B. Chemical, 127065. https://doi.org/10.1016/j.snb.2019.127065 

Zhou, Y., Zhang, Z., Zhang, J., & Xia, S. (2016). Understanding key constituents and 

feature of the biopolymer in activated sludge responsible for binding heavy 

metals. Chemical Engineering Journal, 304, 527–532.  

https://doi.org/10.1016/j.cej.2016.06.115 

 

 

 

 

 

 

 

 

 

 

 



79 
 

 

 

Appendices  

Appendix I 

Similarity Report 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



80 
 

 

 

Appendix II 

CURICULUM VITATE 

 

1. PERSONAL INFORMATION 

 

NAME, SURNAME:  KASSAHUN ALULA AKULO 

BIRTH DATE: 21 Feb. 1984 Woliata Ethiopia  

Marital Status  Married  

Contact address  

Kasalula2012@gmai

l.com 

+251913841213/+90

5338550429 

AFFELIATION: Senior Lecturer and Reasearcher at Mizan Tepi university  

ADRESS:   Mizan Tepi University Ethiopia  

 

 

2. ACADEMIC EXPERIENCE 

 

PERIOD TITLE DEPARTMENT UNIVERSITY 

25 Oct. 2010 

 

11 June 2015 

20 June 2022 

Bsc 

 

MSc 

PhD 

Biology  

 

Biotechnology 

Biomedical 

Engineering  

Woliata sodo 

university Ethiopia 

Haromaya University 

Ethiopia  

Near East University 

Nicosia TRNC 

 

 

3. WORK EXPERİANCE  

 

Year  Place Enrollment  

2016 - Present  Mizan Tepi University  Senior Lecturer  

2010 -2016  Woliata Liqa School  Lecture I  

 

4. LANGUAGE  

 Speaking  Listening  Writing  

English Fluent Fluent Fluent 

Amharic Fluent Fluent Fluent 

Oromifa Fluent Fluent Fluent 

Woliatigna  Fluent Fluent Fluent 

Turkish  Good Good Good 

 

mailto:Kasalula2012@gmail.com
mailto:Kasalula2012@gmail.com


81 
 

 

 

5. RESEARCH INTEREST 

 

Applicaion of Biomaterilas for Tissue 

Engineering  

Biocompatabiliy, drug delivey and 

tissue culture  

 

4. PUBLICATIONS IN INTERNATIONAL REFEREED JOURNALS 

 

Akulo, K.A.; Adali, T.;Moyo, M.T.G.; Bodamyali, T. 

1. Intravitreal Injectable Hydrogels for Sustained Drug Delivery in Glaucoma 

Treatment and Therapy. Polymers 2022, 14, 2359. 

https://doi.org/10.3390/polym14122359 

2. Alula, K., Zeleke, H., & Manikandan, M. (2018). In Vitro Propagation of sweet 

potato (Ipomoea batatas (L.) Lam) through apical meristem culture. Journal of 

Pharmacognosy and Phytochemistry, 7, 2386-2392. 

 

PAPERS UNDER REVIEW FOR POSSIBLE PUBLICATIONS 

 

Akulo KA, Adali T, Ebedal OH. Preparation Characterization and Blood 

Compatibility Studies of Silk Fibroin / Gelatin / Curcumin based Injectable 

Hydrogels. Research Square; 2022. DOI: 10.21203/rs.3.rs-1447945/v1. 

 

5. CERTAFICATES AWARDED  

 

1. Certificate of attendance second international Biomedical Engineering conference 

2. certificate of participation awarded "Methods in Research and SPSS software 

Training 

 

6. HOBBİES  

Reading books and listening spritual songs 

 

 

 

 

 



82 
 

 

 

Appendix III 

 

 

 

 

 

 

 

 

 

 



83 
 

 

 

Appendix IV 

ETHICAL APPROVAL DOCUMENT 

 

 

ETHICAL APPROVAL DOCUMENT 

Date: 28.06.2022 

To the Institute of Graduate Studies, 

 

For the thesis project entitled “DESIGN OF INTRAVITREAL INJECTABLE 

HYDROGELS FOR SUSTAINED DRUG DELIVERY IN GLAUCOMA 

TREATMENT AND THERAPY”, the researchers declare that they have approval 

from the Near East University, Scientific Research Ethical Board with Decision at 

23.01.2020, Meeting No: 2020/76 for project No: TDU/2020/76-955. 

 

Title: Prof. Dr  

 

Name Surname: TERIN ADALI 

 

Signature: 

 

Role in the Research Project: Supervisor 

 


