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The periodontium is one of the most complex tissues in the body because its structure is formed by a
hierarchical combination of soft and hard tissues. Due to its complex architecture, the treatment and
regeneration of damaged periodontal tissue caused by diseases is still a challenge in biomedicine. The
most common disease of the periodontium is periodontitis, which occurs when the periodontium
becomes infected and inflamed as a bacterial biofilm forms in the mouth. Recently, various biocompatible
biomaterials made of natural and synthetic polymers have been developed for periodontal tissue regener-
ation or treatment due to their superior properties such as controlled drug and bioactive molecule deliv-
ery, mimicking the 3D network of tissue, biocompatibility, antibacterial and mechanical properties. In par-
ticular, biomaterials designed for drug delivery, such as hydrogels, scaffolds, films, membranes, micro/
nanoparticles and fibers, and additively manufactured biomaterials have undergone in vitro and in vivo

Received 2nd January 2024, testing to confirm their potential clinical utility in periodontal regeneration and periodontitis treatment.
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This review explores recent advances in the use of biomaterials for the prevention and/or treatment of
periodontal regeneration and periodontitis. Specifically, it emphasizes advancements in drug/biomolecule
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1. Introduction

The periodontium includes hard and soft tissues as it consists
of gingiva, periodontal ligament (PDL), cementum and alveo-
lar bone.»* The most common disease of the periodontium is
periodontitis, an infection-related inflammatory disease that
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delivery and the use of additively manufactured biomaterials for addressing periodontal issues.

affects about 20-50% of the world’s population and is
common in both developed and developing countries.
Periodontitis results from the formation of a biofilm or, in
other words, the accumulation of plaque at the gum line,
which triggers systemic inflammation and damages the peri-
odontium,® including PDL and alveolar bone. In the late
stages, the affected tooth may fall out of the jaw and the
damage in periodontium can be irreversible (Fig. 1).

Current treatments rely on daily oral hygiene and pro-
fessional temporary removal of the microbial biofilm, but
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Fig. 1 Schematic presentation of periodontitis and periodontal tissue
damage.

these treatments cannot prevent the biofilm from returning.
Lost teeth can be replaced with implants, and jawbone can be
replaced with surgical bone grafts or artificial tissue con-
structs. However, regeneration of the entire periodontium
remains a challenge because the complex and hierarchical
architecture of the periodontium requires highly synchronous
spatiotemporal regeneration.

In this context, recently, the engineering of biomaterials for
periodontal regeneration has attracted considerable interest
and has the potential to be utilized clinically in a wide range
of applications. Therefore, this review discusses the latest
developments regarding the use of biomaterials in periodontal
regeneration and in the prevention and/or treatment of period-
ontitis. This review by no means covers all biomaterial systems
currently used for dental applications; the focus is on the drug
delivery and/or additively manufactured biomaterials used for
periodontal regeneration and periodontitis.

2. The periodontium and the
periodontal diseases

The periodontium, a complex but hierarchical connective tissue,
is composed of soft and hard tissues including the gingiva, alveo-
lar bone, cementum, and PDL. These four different tissue types
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have different functions in the periodontium and differ in their
cellular composition, extracellular components, and degree of
metabolic activity, mineralization, and vascularization.

Cementum is an avascular, calcified tissue covering the root of
a tooth and allows the attachment of the tooth to the alveolar
bone by supporting insertion of PDL fibers that hold the tooth to
the alveolar bone within the socket. In addition, cementum inhi-
bits root resorption during remodeling of the periodontium.

The alveolar bone, a highly mineralized tissue, is the part
of the jawbone that surrounds the teeth and forms the tooth
sockets. It also provides the attachment of the fibers of the
PDL to hold the teeth tightly in the tooth socket. Moreover,
blood vessels and nerves run through the alveolar bone supply
the PDL. Alveolar bone is excreted by osteoblasts, osteocytes,
and osteoclasts, while cementoblasts are responsible for the
homeostasis and functions of the cementum.

The PDL is a unique vascular and connective tissue consist-
ing of a series of aligned fibers. The PDL lies between the
cementum and the alveolar bone and connects the tooth to
the surrounding alveolar bone. The most abundant cells in the
PDL are fibroblasts, which are responsible for the develop-
ment, function and regeneration of the system that connects
the tooth to the alveolar bone.

The gingiva, a part of the oral mucosa, is the covering
tissue of the periodontium and surrounds the neck of the
tooth. The gingiva protects the teeth and the underlying bone
and provides additional attachment of the tooth. The fibro-
blasts of the gingiva are the most abundant cells in the
gingiva, regulating tissue repair and the inflammatory
response. The main functions of the periodontium are there-
fore to support the tooth and its attachment to the bone, to
protect the tooth from injury by mechanical forces and
microbes, and to enable sensation to environmental factors
such as touch, temperature, and pressure.

The bacteria in the mouth form a biofilm around the tooth,
or, in other words, plaque is accumulated at the supragingival
line (above the gum line). If the bacteria remain on the teeth
long enough, the biofilm becomes harder (tartar) and spreads
to the subgingival (below the gum line) areas. Subgingival bio-
films trigger the host’s immune defenses and lead to an
inflammatory response in the gingiva that initiates periodontal
destruction. The damaging effects of biofilms spread from the
gums to the tooth. Inflammations first affect the gums, which
swell and bleed. This stage of periodontal disease is called gin-
givitis. If inflammation and infection are not prevented, peri-
odontitis develops, and the gums may retract from the tooth.
Since periodontitis does not cause pain, it goes unnoticed for
a long time. Therefore, often, periodontitis is not discovered
until the tooth is already damaged. Chronic periodontitis can
lead to bone loss, which is irreversible and leads to loss of the
periodontium and in the final stage teeth may fall out.
Different stages of periodontal disease can occur in both
adults and children, but chronic periodontitis mostly affects
adults. This pathophysiological situation continues until the
affected tooth is extracted or the bacterial biofilm is thera-
peutically removed by a dentist and the periodontal disease
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process is stopped. Periodontitis thus affects both the hard
and soft tissues of the periodontium, threatens the integrity of
these tissues, and induces irreversible damage.

2.1. Current approaches for periodontal therapy

The most common treatment for periodontal disease® is regular
professional cleaning of biofilms and tartar or in order words,
scaling, and root planning. Thus, gingivitis can be kept biofilm-
free for a while by good oral hygiene on a daily basis and removal
of biofilms by professionals, but these treatments cannot prevent
the biofilm from returning. Severe periodontitis, on the other
hand, requires surgical treatment procedures such as deep clean-
ing of the tooth root surfaces and reshaping or replacement of
the damaged tissues. On the other hand, lost teeth can be
replaced with implants, and jawbone can be replaced with surgi-
cal bone grafts or artificial tissue constructs.

Dental implants currently on the market are primarily
made of titanium, gold, zirconia, and ceramics; the main dis-
advantage of these materials is their low elasticity. Therefore,
polymeric materials such as polymethyl methacrylate and
polytetrafluoroethylene are increasingly used in dentistry.
Polymeric materials are also attractive due to their biological
inertness, high mechanical strength, elasticity, and good
fatigue resistance, and they can be used as drug delivery
systems. Despite their advantages, it is difficult to find an
ideal biomaterial that has excellent mechanical stability, can
mimic the three-dimensional (3D) complexity and functional-
ity of tooth, jawbone or PDL, and has surface properties that
inhibit biofilm formation and immunological reactions and
that support adhesion to living tissue.

As an alternative to implants, autografts, allografts, or xeno-
grafts are used as jawbone grafts. They have disadvantages
related to donor site morbidity, a second surgical procedure at
the donor site, difficulty in matching the graft to the defect
site for optimal function, and a limited amount of graft tissue.
In addition, current grafts are not combined with other regen-
erative approaches. They are limited to the regeneration of the
alveolar bone and do not support the regeneration of the
entire periodontium.

Moreover, in the presence of autografts or implants in the
body can adversely affect the immune system environment and
lead to chronic inflammation, causing cell death and tissue
damage. After implantation, the surface of an implant is
coated with serum and tissue proteins, which promote bac-
terial adhesion. After their initial colonization, bacteria
undergo a transition from the planktonic to the biofilm stage.
Bacteria in biofilm formation differentiate into a non-growing
phenotype that is highly tolerant to antibiotics and is associ-
ated with chronic infections and can cause infection of the
tissue around implants. All this leads to further damage and
loss of periodontal tissues and inhibits the regeneration
process. While surgical debridement of the infected tissue and
implant can be performed to stop the chronic inflammation,
this has serious consequences for affected patients. In
addition, surgical debridement significantly limits the regen-
erative capacity of the affected tissue. Under these conditions,
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lost or damaged periodontal tissue cannot easily repair itself
even though it has self-healing potential.

Traditional regeneration methods for the regeneration of
the periodontium® such as guided tissue regeneration (GTR)*™
are efficient in repairing periodontal defects when the goal is
to provide support and stability to the teeth. This technique
uses artificial membranes to prevent the migration of soft
tissue into the defect site and instead promotes the slower-
moving bone-producing cells to settle and grow there.
However, this technique is not able to achieve functional
regeneration.'® Recent regeneration-supporting methods'" are
based on transplanting engineered stem cells to the area of
damage but that presents several difficulties, including an
inadequate stem cell source, poor survival of stem cells upon
transplantation, safety issues, and time and financial costs for
cell culture and storage.'' Various biomolecules, such as
growth factors (GFs), antibodies, chemokines, cytokines and
cell-adhesive molecules, have been used to promote the
migration of autologous stem cells to the damaged tissue and,
thus, encourage tissue regeneration. However, these studies
are not suitable for translation to the clinic, and complete peri-
odontal regeneration is still not achievable. Furthermore, they
do not address periodontal tissue vascularization during
regeneration and healing. The formation of new blood vessels
from the existing vasculature (angiogenesis) is an essential
step for achieving successful tissue regeneration and healing.

Even though, the current methods show significant pro-
gress in the regeneration of alveolar bone and gingival soft
tissue, the repair and restoration of the physiological function
of the PDL has limited success due to the complex and hier-
archical architecture of the periodontium that requires highly
synchronized spatiotemporal regeneration.

In this context, the engineering of biomaterials and/or
manipulating endogenous stem cells in vivo via biomaterials
and/or biomolecules for periodontal regeneration has attracted
considerable interest and has the potential to be utilized clini-
cally in a wide range of applications. The in vivo manipulation
of stem cells via 3D biomaterials is a more promising approach
for stimulating and accelerating healing and regeneration of
periodontal tissues. Moreover, biomaterials exhibit tunable
physicochemical properties, able to provide 3D (multiphasic)
networks, and allow controlled delivery of bioactive molecules
to the defect site in a time- and site-dependent manner,"
enabling control of the complex spatiotemporal regeneration
of the periodontium. This capability greatly enhances the
regenerative effect of biomaterials on the complex and hier-
archical architecture of the periodontium.

3. Biomolecule delivery and additive
manufacturing for periodontal
regeneration and periodontitis

Periodontal treatment has two main objectives: the inhibition
and elimination of biofilm formation and biofilm-induced

© 2024 The Author(s). Published by the Royal Society of Chemistry
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inflammation, and the 3D repair and replacement of damaged
periodontal tissue, including the formation of new bone and
cementum and the restoration of the integration of the PDL
with the bone and cementum.'®'* Therefore, to improve treat-
ment outcomes, local biomolecule delivery methods and addi-
tively manufactured cell incorporated 3D network structures
have been used to reduce and eliminate periodontal inflam-
mation, mimicking the 3D complexity of the periodontium,
and 3D repair and replacement of damaged periodontal tissue
by supporting the functional integration of various tissue com-
ponents and their synchronized spatiotemporal regeneration
in a 3D matrix.

3.1. Biomolecule delivery biomaterials for periodontal
regeneration and periodontitis

In addition to the clinical approaches that have been used for
many years in the treatment of periodontitis and the elimin-
ation of inflammation with the help of various drugs, regen-
erative methods have started to be used. Regenerative
approaches, which include engineered stem cells or gene and
growth factor therapies applied to support wound healing and
tissue regeneration in the area where biofilm is formed and
tissue loss occurs, also include the use of oxygen transport
systems, various antimicrobial materials integrated with drug
transport systems, and aim to eliminate the oxygen deficiency
caused by the inflammatory condition in the area. In recent
years, studies in this field have increased, especially with the
integration of various biomaterials'>™° that will be discussed
in section 4.

3.1.1. Antibacterial, anti-inflammatory, and antibiotic
delivery. Periodontal diseases result from infections on the
alveolar bone, gingiva, and PDL, which support teeth.
Although oral diseases are caused by microorganisms, studies
show that there are bacterial risk factors that pioneer the devel-
opment of periodontal diseases or may lead the host to
disease." Genetics may influence periodontal diseases such as
variations in the interleukin-1 (IL-1) gene region on chromo-
some 2 have been linked to a higher risk of developing chronic
adult periodontitis.’® People who have systemic diseases like
diabetes are at risk of having periodontal diseases because of
their low immune system.'” The rate of periodontal diseases
may also increase with age, smoking, economic status, and
stress.'® Furthermore, periodontal diseases can get serious
since if the disease is not treated well, it can affect the body
system besides periodontium."®

Antibiotics are the primary treatment to prevent bacterial
infection due to biofilm formation in the periodontium.
Despite its long-term clinical importance is still controversial,
most periodontal therapies demonstrate a substantial micro-
biological advantage due to the application of additional
agents’ delivery of systemic antibiotics in conjunction with
short-term nonsurgical mechanical treatments.>’

In the past 20 years, studies have shown that antibiotic
treatment also carries its own risk. In certain cases, patients
may develop resistance to these drugs. Rams et al. studied
chronic periodontitis patients for the effect of antibiotic treat-
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ment. In the United States, 400 people with chronic periodon-
titis had their inflammatory deep periodontal cavities’ subgin-
gival biofilm samples removed before receiving therapy.
Results showed that subgingival periodontal infections resist-
ant to a minimum of one of the examined antibiotics were
found in 74.2% of the chronic periodontitis patients overall
and it was common for patients with chronic periodontitis to
develop resistance to the moderate amount of antibiotics in
the therapy.”* That is why dental specialists must be educated
on antibiotic treatments and only administer antibiotics
in situations when all possible criteria have been properly
established. Therefore, alternative treatments to the antibiotics
are needed.

Anti-virulence factors are one of the alternative treatments
for periodontal diseases used by periodontal pathogens to
start and advance periodontal disease. Anti-virulence sub-
stances may be used as new techniques as able to prevent the
periodontal bacteria’s harmful effects.”*>* Targeting the viru-
lence factors and regulatory systems that regulate pathogen-
icity in infections offers an appealing replacement for anti-
biotic therapy. A strategy like this is aimed at limiting bacterial
virulence factors to prevent risky bacterial infections from
causing harm to the host. The pathogenic activities of period-
ontal bacteria may be stopped by substances with anti-viru-
lence capabilities. Anti-virulence medications have the poten-
tial to maintain healthy, neutral flora without compromising
bacterial viability. They can also lower the need for antibiotics
as well as the development of antibiotic resistance.>* Kumbar
et al. demonstrated the virulence of P. gingivalis was inhibited
by curcumin through the downregulation of genes that code
for important virulence factors, such as adhesions and pro-
teinases. In both minimum inhibitory and minimum bacteri-
cidal concentrations, curcumin could decrease the amount of
living bacteria, indicating that it has strong anti-biofilm and
bactericidal qualities. Consequently, curcumin is a useful sub-
stance for reducing periodontal gingivalis biofilm and it may
be a straightforward and affordable therapeutic option for the
treatment of periodontal disease since curcumin is nature-
based and abundant.*

Another alternative is the quorum sensing method that bac-
teria use to communicate with one another which has been
demonstrated through decades of research, and the list of
compounds that bacteria use to do this is continuously
expanding. Many bacterial pathogens in people, plants, and
animals are controlled by quorum sensing, and quorum-
sensing-interference is one of the most well-researched ways of
preventing sickness brought on by antibiotic-resistant bacteria.
By preventing bacterial communication, a crucial component
of biofilm development, and the expression of virulence
factors, quorum quenching presents a promising method of
treating periodontal bacteria.’®*” The quorum-sensing gene
regulation systems of many Gram-negative bacteria species
that interact with eukaryotic organisms depend on Acyl-homo-
serine lactones (AHLs), which are significant signaling mole-
cules. Chai et al. tested AHL analogs against tongue cancer
and oral squamous cell carcinoma. Through its stimulation of
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apoptosis, the active analogs of AHL demonstrated clearly
both radiation-sensitizing and antiproliferative properties.”®

Periodontal diseases can also be effectively treated with
immune-modulating therapy. Through regulating the osteoly-
tic and inflammatory, it can prevent periodontal disease and
may be beneficial to minimizing bone loss. Periodontal
disease is highly dependent on the immunological surround-
ings of the affected tissue. Infection can be effectively treated
by improved leukocyte infiltration and a discharge of inflam-
matory compounds. The alveolar bone, and the periodontal
tissues, can suffer severe damage if this inflammatory
response occurs in excess. In addition to complementing exist-
ing periodontal disease treatments, altering this microenvi-
ronment may also encourage periodontal regeneration.>’
Numerous scientific studies propose that cytokines are essen-
tial for preserving tissue homeostasis.*>*' A study indicated
that the cytokine network may have a role in the development
of human periodontitis by demonstrating the expression of
inflammatory cytokine mRNA in inflamed gingiva.*”> Besides
immune-modulating medication therapy other methods, such
as, gene therapy, and stem cell therapy, are currently used to
control leukocytes as well as inflammatory cytokines.*

Reactive oxygen species (ROS) is a molecule that is part of
normal metabolism, excessive production of which causes
various diseases and provides defense against bacteria.>* The
antibacterial property of ROS is based on its ability to break
double stranded deoxyribonucleic acid (DNA), oxidation of
lipids and proteins.

Probiotic therapy has been recommended recently in
studies to treat periodontal disorders. By immunity control
and pathogen-colonization resistance, probiotics are thought
to contribute to regulating diseases. The colonization of cario-
genic bacteria may be changed by probiotics, hence preventing
dental caries.**”*° Tekce et al. suggested that tablets containing
L. reuteri might be beneficial when used to treat chronic peri-
odontitis by enhancing patient outcomes and preventing
recolonization.?”

Another method involves transplanting healthy donors’
microbiota into patients with disease. This method is known
as microbiota replacement therapy. According to the study,
BCS3-L1 is a good candidate to act as an activator strain in oral
cavity replacement treatment. Its genetic stability, selection
advantage in colonizing disease-prone tissues, and greatly
decreased pathogenic potential all contribute to its unique
qualities.®® It is anticipated that more useful and effective
microbiota replacement therapy techniques for periodontal
diseases will be accessible in the future as the understanding
of the human microbiome and the connection between oral
microbiota and oral diseases improves.*®

Plant-based therapies are also very common applications.
There have been numerous studies on the inhibitory activity of
lavandula, manuka, rosemary, eucalyptus, and tea tree oils
against periodontal bacteria.’*™*® Studies showed that chewing
sticks may be used as toothbrushes when it is correctly applied
because of their mechanical brushing and improved salivation
effects.”” According to Huh et al. safflower seed extract stimu-
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lates the mineralization pathway by increasing the alkaline
phosphatase (ALP) production and proliferation of human
PDL fibroblasts (hPDLF) and osteoblasts.”® Green tea is
suggested as well for the inhibition of dental plaque and its
anti-cariogenic properties.”>*® In addition, to showing
promise against oral infections, the essential oil of L. sidoides
and its main constituents also points to the plant’s potential
utility in preventing oral microbial development.’® Turkish
Gall, a self-regenerating phenol used in the treatment of
various diseases due to its antibacterial, anti-inflammatory,
and antioxidant properties.

3.1.2. Growth factors and signaling molecules delivery.
Signalling molecules are a broad spectrum of substances pro-
duced by cells to transmit information. They include neuro-
transmitters, hormones, cytokines, and various small mole-
cules. They play an active role in different tasks such as cell
signalling pathways, immune responses, and neurotrans-
mission. GFs are a subset of signalling molecules. GFs are
known as broad-spectrum polypeptides secreted by cells that
affect the behaviour of cells such as proliferation, migration,
growth, and survival. GFs and signalling molecules have an
essential place in the healing process of periodontal tissues.
GFs, which bind to different receptors, play a role in establish-
ing the connection between a variety of tissues, and therefore
GFs are used in the regeneration of cementum, PDL, and gin-
gival bone in periodontal tissues. The main difference between
cytokine group and GFs are that cytokine group molecules
function as paracrine, autocrine, or endocrine according to
their release and binding status, while the cells to which GFs
bind to the surface are usually cells involved in growth and
tissue repair. It is improbable that a single GF application will
be able to control the entire healing process. Thus, an ideal
combination of appropriate GFs and the gradual release at the
appropriate timing may promote intricate tissue regeneration.

Platelet-rich plasma (PRP) is a readily available source of
GFs to support bone and soft tissue healing, obtained using
methods that concentrate autologous platelets. Platelet-rich
fibrin (PRF) is a platelet and immune concentrate containing
all the necessary elements in the blood for healing and immu-
nity, which can be obtained by simply centrifuging the blood
without any addition.** PRP is known as the first-generation
autologous platelet concentrate, while PRF is known as the
second-generation. These concentrates activate platelets in the
wound-healing process and contribute positively to the
secretion of growth and differentiation factors. It has been
observed that PRP delivers GFs to the target area more
quickly.>® Furthermore, it has been shown that in centrifu-
gation of PRF, naturally occurring, gradual polymerization has
a critical point in the 3D organization of fibrin structure. Cell
migration and the production of cytokines are impacted by
these flexible and fine fibrin structures.’*

Concentrated growth factor (CGF) is a relatively new platelet
concentration that is generally used in periodontal tissues and
oral operations. Unlike PRF and PRP, it has higher viscosity,
tensile, and adhesion strength.>® The tight fibrin structures of
CGF allow the support of scaffolding structures used in the
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migration, differentiation, and proliferation of cells in the
maintenance or regeneration of the initial bone volume.’® Li
et al. design a study to understand the role of CGF in the pro-
liferation of human PDL cells (hPLDC) in an inflammatory
environment showed a significant increase in hPLDC after
72 hours. In this study, with tumour necrosis factor-alpha
(TNF-a), which is generally responsible for inflammation in
periodontal tissues, CGF was found to promote osteogenic
differentiation, increase ALP levels, and increase Runt-related
homeobox2 (RUNX2) and Osterix (OSX) gene expressions
responsible for tissue regeneration and proliferation.®”

On the other hand, platelet-derived growth factor (PDGF) is
one of the GFs that has been extensively studied until today.
Since its discovery in the late 1980s, nearly 100 studies have
been published on PDL, alveolar bone cells, and periodontium
regeneration.>® In addition to the safety and efficacy of using
PDGF with B-tricalcium phosphate, the use of the recombinant
form promotes the regeneration of bone, ligament, and
cementum.’®%°

Like other GFs involved in the regeneration of periodontal
tissues, the transforming growth factor (TGF) is produced by
many cells and has divergent functions such as proliferation
and differentiation of cells and regulation and control of
immune system responses. TGF-p1 also acts in key roles such
as regulating chemotactic and mitogenic activities of PDL
fibroblasts and regulation of extracellular matrix (ECM)
materials such as collagen, fibronectin, and proteoglycans.®
Matarese et al. study with PDL and gingival tissues with
chronic periodontitis showed that TGF-p1 production is a
factor that protects against periodontitis and accelerates remo-
delling and angiogenesis of connective tissues.*

Bone morphogenic proteins (BMPs) is an important family
of proteins involved in the formation and regeneration of bone
and cartilage tissue in the body, including the regeneration,
repair, and rebuilding of periodontal tissues. Although it is a
crowded protein family, the most researched members in peri-
odontal tissues today are bone morphogenic protein-2 (BMP-2)
and bone morphogenic protein-7 (BMP-7). Wei et al. study
with dogs with chronic periodontitis, it was observed that the
defective area treated with BMP-2 incorporated biomimetic
calcium phosphate barrier membrane treatment had more
regenerated periodontal tissues compared to other experi-
mental groups.”> The dose, flap management and carrier
system of the members of the BMP group, which supports the
formation of new bone and cementum in the treatment of per-
iodontal defects, have an important role in the regeneration of
periodontal tissues. Lee et al. was done successful 1.5 mg
mL™" dose of rhBMP-2 carried by the collagen matrix was
found to be successful for new bone formation. In the same
study, fluorescence labelled cell analyses showed that minera-
lized bone tissue was more in low dose thBMP-2 specimens
than in the control group and there was no significant differ-
ence between high dose rhBMP-2.°* Ebe et al. found that
studies conducted with IL-1f, which is found in high amounts
in areas with inflammation, and BMP-9, it was observed that
BMP-9 increased ALP level by 46% and mineralization by 85%
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on the 12th day compared to the control group.®® Badr et al.
study, as a result of histological analyses, the optimal dose for
the use of BMP-7 in periodontal regeneration was found to be
100 ng mL~".%°

Enamel matrix derivative (EMD) is a heat-treated hetero-
geneous mixture consisting of 90% amelogenins and its
derivatives, which contain various proteins and bind to the
periodontium during tooth formation. It is an important sub-
stance involved in Runx2 and OSX transcription.®”°® Takeda
et al. study conducted with diabetic and non-diabetic rats, the
antioxidant properties of EMD were investigated. As a result of
this study, it was observed that oxidative stress and inflam-
mation were significantly reduced in vivo and in vitro studies
in diabetic and non-diabetic rats treated with EMD and it was
concluded that EMD supports early periodontal tissue regener-
ation.®® Mizutani et al. designed a 3-year study of type 2 dia-
betic and non-diabetic patients treated with minimally inva-
sive surgical technique and EMD, significant clinical attach-
ment level (CAL) gain and probing depth reduction were
observed independent of diabetes.”® Between 1999 and 2012, a
study of patients with periodontal intrabony defects treated
with EDM and regenerative therapy, which lasted approxi-
mately 10 years, showed a significant reduction in gingival
recession and a significant increase in CAL gain between
6 months and 8 years. This study has shown that EDM treat-
ment with a regenerative approach alone provides a successful
treatment for about 10 years.”! Kobayashi et al. showed that a
study of relatively newly developed liquid delivery systems for
EMD with better physicochemical properties and absorption
capabilities, EMD-liquid was studied in vivo with natural bone
mineral (NBM). A statistically significant increase in minera-
lized tissue was observed in white rabbits treated with NBM +
EMD-liquid.”* According to the results of a study published in
2019 by Lee et al. it was also observed that the use of EMD in
patients undergoing periodontal procedures greatly reduces
the amount of pain and swelling felt and patients have a more
comfortable post-operation period.”?

In addition to GFs that have been researched, there are GFs
such as epidermal growth factor (EGF), insulin-like growth
factor (IGF), stromal cell derived factor-1 (SDF-1), which have
been less researched but have a positive effect on periodontal
tissue regeneration. Although the EGF has been investigated in
the healing of dermal wounds from past to present, it has also
given positive results in the healing and regeneration of oral
wounds. Ben Amara et al. observed that rhEGf applied
topically at 1 and 10 pg g~ accelerated wound healing by
increasing keratinocyte activity in the epithelial layer and redu-
cing inflammation in the subepithelial region.”* Studies have
also shown that EGF is an effective stem cell-based therapy for
ECM mineralization, which is important for periodontal tissue
regeneration. Del Angel-Mosqueda et al. studies with dental
pump stem cells (DPSCs), it was proved that cells treated with
10 ng mL™' EGF increased ALP messenger ribonucleic acid
(mRNA)expression, could form calcium deposits and could be
osteogenic.””> IGF and its binding proteins (IGFBP1-6), like
other GFs, have a significant role in osteoblast function and
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bone formation. One of these binding proteins, IGFBP-5, has
proven effects on cell growth, remodelling, and bone repair.”®
Han et al. study using PDLSCs, IGFBP-5 was found to promote
osteogenic differentiation in mesenchymal stem cells viac-Jun
N-terminal kinase (JNK) and MEK/Erk signalling. It was also
concluded that 0.5 ng mL™" IGFBP-5 applied to PDLSCs in
TNF-o-induced inflammatory environment increased cell
migration, chemotaxis and cell proliferation and restored their
impaired functions.””

Especially in recent years, research on the use of different
carrier systems in periodontal tissue regeneration has increased.
GF release is affected by the kind of delivery device used, the rate
at which it deteriorates, and the degree to which quickly GFs
diffuse through scaffold pores.”® Therefore, various GFs incorpor-
ated injected platelet-rich fibrin and the double network hydrogel
prepared with i-PRF, and gelatine nanoparticles was used to be
mechanically stronger and bioactive system that can provide long
term release of various GFs.

GFs and signalling molecules have a pivotal role in period-
ontal regeneration and treatment of periodontitis, cell differ-
entiation, proliferation, and regeneration of complex periodon-
tal tissues. However, application and transport methods, the
dose to be applied and the preparation and application of
appropriate combinations are important clinical points to be
considered.

3.1.3. Gene delivery. Gene delivery is a promising approach
used in the treatment or prevention of diseases by integrating
genetic elements such as DNA and Ribonucleic acid (RNA)
into the living cells to examine genetic functions and thera-
peutic effects.”®®! Several possible applications for gene deliv-
ery are present including the treatment of cancer, genetic dis-
eases, and infectious diseases.®* ® It also has a big impact on
the improvement of periodontal tissue regeneration.® To
transfer genes to diseased cells vectors are important factors.
The most common vectors that are used in gene delivery are
viral vectors and nonviral vectors. Viral vectors are virus-based
vectors, and their gene transfer is called transduction. Due to
the virus’s nature, viral vectors are more efficient in terms of
their high evolution to induce DNA into cells.**®” Retrovirus,
lentivirus, adenovirus, vaccinia virus, and adeno-associated
virus (AAV) are examples of viral vectors.** °* Non-viral vectors
have naked DNA which makes them easier to manufacture at
low costs and insert into the cells. Gene delivery via non-viral
vectors is called transfection. Over the years studies have con-
centrated on non-viral vector applications due to their advan-
tages compared to viral vectors such as low cytotoxicity, high
DNA capacity, low cost, and safety but still, their gene transfer
efficiency is not high, gene expression is not permanent, and
they are not stable in some in vivo applications.”® Lipids, poly-
mers, peptides, and inorganic compounds are some of the
known examples of non-viral vectors.”*®” Even though viral
vectors are still the most common vectors in the field, studies
are being conducted to improve non-viral vectors as alterna-
tives in gene delivery.

Gene delivery strategies can be categorized as in vivo and
ex vivo gene delivery.”® Both of the strategies are important
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and useful in periodontal regeneration. In vivo strategy is a
short process including the implantation of scaffolds into the
tissue or direct injection into the targeted sites. Although it is
a simple and preferred procedure in practice, there are draw-
backs such as difficulties in targeting cells, standardizing, and
maintaining high efficiency.”® On the other side, the ex vivo
strategy has more steps including cell harvesting from the
host. Harvested cells are being expanded, manipulated, and
targeted by specific cells to achieve gene delivery. Ex vivo strat-
egy might be a safer option but compared to in vivo, it is a
time-consuming process, not cost-effective, and contami-
nations may occur. Take into consideration, that ex vivo also
has the advantage as it is possible to target specific cells for
the tissue.'

GFs are important reagents in periodontal regeneration.
Gene delivery can be used to support GFs to improve regener-
ation.’®* GFs have short half-lives and they spread into the
environment resulting in fast degradation and lack of precise
delivery.'®® Gene delivery may achieve the difficulties that GFs
have.

The process is possibly practicable to introduce genetic
material using vectors into specific PDL cell types, causing
these genes to be transcribed and cementoblasts to develop
and differentiate, forming new attachments.'®® Kawai et al.
studied rat maxillae by electroporation of BMP-2/7 gene
expression into the target sites. Results show that it is a viable
non-surgical method for alveolar bone regeneration therapy
that combines the BMP-2/7 non-viral vector with in vivo electro-
poration.’®® Lai et al. found BMP-4 adenoviral gene transfer via
the bone marrow promotes prior implant stability and peri-
implant bone repair in osteoporotic rabbit femurs.'® Kanzaki
et al. study of periodontal disease is effectively halted from
continuing with the delivery of AAV2/1-TNFR:Fc, showing an
additional method of inhibiting the generation of cytokines
that are caused by pathogenic lipopolysaccharide.'°® The trans-
fer of PDGF genes into animal cells and the subsequent
increase in cementoblastic activity is an illustration of gene
delivery.'® In an animal model, this approach has been
researched, and it was found that gene delivery of PDGF gener-
ated greater cementoblasts production and enhanced regener-
ation relative to a simple delivery of recombinant PDGF.'*®
Nevertheless, gene delivery is an encouraging system for peri-
odontal diseases and is yet to be studied in future studies.'®®

3.1.4. Oxygen delivery. Since oxygen is essential in cell
metabolism, particularly in energy-producing activities like
ATP generation, it eventually becomes crucial for wound
healing. Hypoxia results from a general lack of oxygen in the
wound’s microenvironment, which supports the need for oxy-
genation to enhance healing. Consequently, effective oxygen-
ation of the afflicted area might be considered a potential
therapy method.'*® Lower oxygen levels in cells, or cellular
hypoxia, have the potential to cause major damages. These
damages may be immediate or delayed, impacting cell devel-
opment, propagation, and viability. They can also influence
pH regulation, metabolism, and the formation of new blood
vessels. Considering all these aspects, oxygen may have a part
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in lessening the intensity of chronic inflammatory conditions
like periodontitis.'** Periodontal disease is primarily caused
by opportunistic anaerobic bacteria whose growth is encour-
aged by the environment created by inflammation as well as
low partial oxygen pressure (pO,) in the periodontal pocket.'*?
In the absence of oxygen, it becomes difficult to control
inflammation with the proliferation and regeneration of cells.
Therefore, controlled, and local oxygen release systems are
used in periodontal tissue engineering. Nanoparticles,
especially the peroxide group, high level oxygen therapy, ozone
therapy, hyperbaric oxygen therapy, along with various
methods and carriers, are used to increase the oxygen level of
tissues in areas where lesions occur, and tissue regeneration is
targeted.

Materials that support oxygen release, such as calcium per-
oxide (Ca0,), produce hydrogen peroxide (H,O,) when exposed
to water and then decompose into the end product oxygen.
Encapsulation is used to reduce the toxic effect of by-products
that may occur.

Hyperbaric oxygen therapy (HBO) is another therapy used
in periodontal regeneration and to provide oxygen to the peri-
odontitis area. HBO therapy is based on the principle of inha-
lation of highly concentrated oxygen gas with a pressure
higher than 1 atm. HBO therapy is known to improve CAL
gain, probe depth reduction and leading parameters in
probing. In a published case report, it was found to be
effective in preventing inflammation caused by anaerobic bac-
teria.""® Giacon et al study with anaerobic Bacteroides
Meaninogenicus, in which the effect of HBO therapy on
aggressive periodontitis was investigated, it was observed that
the number of bacteria decreased significantly in those treated
with HBO therapy compared to the control group (increased
from 96.5% to 34.5%)."'* Gajendrareddy et al. observed that
type 1 collagen expression measured at 15 and 28 days was
higher and collagen accumulation, maturation and thickness
were better in rats treated with 2 hours of HBO treatment per
day.''® HBO treatment is known to have a favourable effect on
wound healing because it breaks the hypoxia cycle at every
stage. It is a crucial factor of angiogenesis because it promotes
Vascular endothelial growth factors (VEGF) expression and
oxygen is at the key point for vascularization."*®

Another system used to carry oxygen to periodontal tissues
is ozone application. There are basically 3 methods of appli-
cation of ozone. These are ozonized water, ozone gas and 0zo-
nized oil. Ozonized water is used as an ultrasonic water reser-
voir rinse before scaling, root planning and sulcus treatment,
as well as for non-surgical pocket cleaning with syringe and
cannula. This procedure reduces the initial pathogenic load on
the patient locally and systemically."*”**® In subgingival appli-
cation of ozonized water, Issac et al. observed that the number
of anaerobic bacteria in periodontal pockets decreased, and
recolonization was prevented.''® The effect of ozone therapy
used in gas form on periodontal pathogens was investigated
with biofilm cultures (P. gingivalis, T. forsythia and P. micra)
and ozone in gas form was found effective at a 54 g m™>
density."*® Pires et al. observed that wound closure was com-
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pletely realized on the 15™ day and the inflammation process
was not observed, muscle regeneration was completed, and
the density of connective tissues increased in rats treated with
ozone gas compared to the control group.'*' Ozonated olive oil
is a product obtained by exposing extra virgin olive oil to high
concentrations of unstable ozone gas obtained by energizing
oxygen. Yousef et al. study with rabbits with periodontal
defects, it was observed that new bone formation in those
treated with ozone oil was significantly higher than those who
were not. In the same study, it was observed that the appli-
cation of ozone therapy increased osteoblastic and fibroblastic
activities and the density of collagen fibers.'?* In one study
with human gingival fibroblasts, it was observed that 0.5 ppm
ozone ointment did not have toxic effects and positively
affected the production of type 1 collagen involved in cell pro-
liferation."® In case studies done by Anand et al., it was found
that ozone therapy affects periodontal abscesses, pockets and
bone deterioration in regenerative and antibacterial terms.">*

Alsherif et al. study with rats on intrabony three-wall period-
ontal disorders, the effects of both ozone and PRF were histo-
logically examined. As a result of the research, it was observed
that periodontium regeneration was almost complete and
observed at the end of 4 weeks with rats treated using PRF or
ozone."’

Arenicola marina hemoglobin is an extracellular oxygen
carrier with high molecular weight and oxygen binding
capacity, derived from the blood of the marine sandworm.
M101, an extracellular soluble hemoglobin, has antioxidative
properties due to its high oxygen binding and prevents ROS-
induced oxygen deficiency with degradation of hemoglobin,
which is associated with potentially harmful free
radicals.**'*” P. gingivalis is the major anaerobic pathogen
responsible for periodontitis. In a proof-of-concept study
examining the healing effects of M101 on P. gingivalis, it was
found to increase some anti-inflammatory markers and some
interleukin synthesis (PDGF-BB, TGF-B1, IL-10). It was also
proven to significantly kill the living P. gingivalis pathogen."?®
Batool et al. study on P. gingivalis-induced hypoxia, it was
reported that epithelial cells treated with 1 g L™" M101 showed
complete recovery after 24 hours and regression was observed
in hypoxic conditions created with P. gingivalis + CoCl,, CoCl,
and P. gingivalis alone in the experiment. In this study, it was
also observed that M101 increased antioxidant ability in these
hypoxic conditions.**®

In addition to this, ozonated oil is also used to support per-
iodontal regeneration by bringing it into gel form using
different chemical compounds. In a study conducted with
commercially available ozonated gels, it was observed that the
percentage of bone regeneration was 62% at 6 months and 77.
7% at 9 months after the surgical procedure.'*®

The continuous secretion of oxygen to tissues with hypoxia
in specific doses is an area that is still being studied and its
limitations are still being overcome. Apart from the mentioned
oxygen transport system and methods, new approaches such
as oxygen high level laser therapy, which have been less
studied, are available in the literature. In an article published
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by Caccianiga et al., it was observed that periodontal pockets
were treated with oxygen high level laser therapy without any
complications and that the plaque index decreased by an
average of 75%, bleeding on probing by an average of 62% and
probing depth by an average of 1.8 mm 6 months after treat-
ment.”*® Based on all these studies and approaches, oxygen
deficiency caused by periodontal defects and periodontitis is
reduced by means of oxygen transport and release systems and
has an important place in the regeneration of periodontal
tissues. Studies in this field continue with developing techno-
logy and new approaches.

3.2. Additive manufacturing for periodontal regeneration
and periodontitis

Periodontal tissue, consisting of hard and soft tissue, there-
fore, presents a 3D complex biological and hierarchical struc-
ture that demonstrates the functional integration of different
tissue components. Therefore, it is difficult to regenerate
damaged periodontal tissue via mimicking its functional and
3D structure with traditional approaches including using
grafts, root surface conditioning, membranes, cell sheets, bio-
molecule induced stem cell differentiation, and gene therapy.

In early attempts of periodontal tissue engineering includes
cell sheet engineering. This method includes non-enzymatic
harvesting of cells which are deposited in ECM to form cell
sheet that is transplanted into the side of the defect to
promote periodontal regeneration. However, the formed cell
sheet shows lack of biomechanical stability and ability to
regenerate periodontal defects which have complex 3D struc-
ture and mechanical and biological composition. Therefore, in
the later approaches, cell-incorporated biomaterials were layer-
by-layer printed into 3D structures or several cell sheets were
layer-by-layer combined or supported by hydrogel network or
cells were embedded into 3D layered (composite) scaffolds to
maintain ECM integrity and subsequent periodontal tissue
regeneration.

3.2.1. 3D Bioprinting. 3D bioprinting is an advanced
approach that enables the layer-by-layer printing of cell-con-
taining biomaterials in computer-designed 3D structures.
These biomaterials are layered precisely to fabricate tissues,
organs, and models for biomedical applications. Specifically,
in the field of tissue engineering, 3D bioprinting can be used
for regenerative medicine, creating tissues and advancing
medical treatments. It offers a promising approach to mimic
the 3D architecture of tissues and organs and allows well-orga-
nized alignment of cell-loaded biomaterials in a spatially con-
trolled manner. 3D-based biomaterials offer a special form of
therapy tailored to the person and the tissue to be applied. At
the same time, many different combinations such as pore size,
pore density, the type of material to be used and the type of
biomaterial to be designed can be tailored according to the
treatment to be applied with 3D bioprinter technology and the
structure of the area. It enables precise control over internal
structure and shape, facilitating the creation of objects that
can adapt to any tissue deficiency by employing different
shapes and materials. Its precision allows the mimicry of
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complex tissues, enabling the restoration of natural tissue
function. Therefore, 3D bioprinting-based structures are
widely used, especially in therapies applied for the regener-
ation of periodontal tissues.

Achieving compatibility between the produced object and
natural tissue is relatively easier with 3D bioprinting, affording
greater control over the material during production.
Additionally, 3D bioprinting can rapidly adapt to specific
requirements, resulting in time and cost savings without the
need for intricate modeling procedures.

Furthermore, temporary crowns produced using 3D print-
ing demonstrated an enhanced fit compared to other methods
such as milling and compression molding. When the longevity
and success of the implants were tracked, a success rate of
94.3% was observed. It is understood that implants produced
through 3D bioprinting hold potential in the long term within
this context.'3132

Although implants and membranes are frequently used,
scaffold structures have recently been extensively studied to
achieve periodontal regeneration. The porous structure of
scaffolds supports regeneration in terms of combining with
materials with various properties, delivering various agents
such as drugs or growth factors to the area to be regenerated
and creating composite structures.

3D printing is an important method for gingival soft tissue
regeneration as well, as it can mimic the natural structure of
gingival tissue and optimize its mechanical functions with
proper alignment. It can be used to create tissues which are
like their natural states'*® Obtaining structures like the orig-
inal cells through 3D bioprinting is important because the
similarity of these structures to the originals implies a poten-
tially better compatibility within the body. Their resemblance
can lead to greater acceptance by the body, enabling them to
mimic biological processes more effectively. It may contribute
to faster tissue healing and support regeneration.

3D bioprinting can also be used in combination with
different printing techniques such as melt electro writing,
electrospinning, inkjet printing to obtain the properties
required by the application. Melt electro writing is one of the
techniques that can be used in scaffold production. Primarily
using thermoplastic materials, this method can work with bio-
compatible polymers.

Another advantageous ease of use of 3D bio-printers is that
the variety of bio-ink used can be selected to have the required
properties in the area to be applied. A bioink must degrade
gradually so that it supports the newly formed tissue’s inte-
gration with its environment and the tissue regeneration. It
also must be biocompatible, ensuring it is safe and suitable
for use in living cells. In relatively new and still under develop-
ment, natural or polymer-based hydrogels are defined as
polymer materials that can absorb water. In addition to the
properties that bioinks should have, they should also have a
water retention capacity that will provide the moist environ-
ment necessary for the growth of cells.

To sum up, 3D bioprinting holds significant potential in
dental regeneration despite being a relatively new technology.
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In the reconstruction and treatment of dental tissues, it can
offer new treatment options as an alternative to traditional
methods for individuals, so 3D bioprinting can be considered
a promising research field in the topic of dental regeneration.

3.2.2. Composite scaffolds. As technology has evolved, the
variety of materials and manufacturing techniques used in
scaffold fabrication has increased significantly. Natural-syn-
thetic material-based composite scaffolds, which play an
important role in all areas of tissue engineering, are often
designed to suit different tissue types and requirements.
Especially in the production of composite scaffolds, structures
prepared with composite natural polymer-based hydrogels
come to the fore. The natural polymer matrix is integrated
with two or more natural or synthetic materials that differ in
composition or morphology to improve biological, physical,
and mechanical properties of the final composite scaffolds.
Thus, properties that cannot be demonstrated by the individ-
ual components can have a combination of properties
reinforced in the composite material structure.

In tissue engineering studies targeting periodontal tissue
healing, composite scaffolds are created to provide parameters
such as flexibility, biodegradability, biocompatibility, swelling,
biomolecule loading, and controlled release capabilities of the
material used and to modify and control structural properties
such as porosity.

Scaffolds are an important component in the repair and
regeneration of damaged tissue. These temporary structures
provide mechanical support to the affected area while the body
heals. Scaffolds are highly preferred structures because they
facilitate the creation of an environment with the necessary
characteristics for complete periodontal regeneration. While
scaffolds are used to regenerate periodontal tissues and deliver
materials to damaged tissues with their carrying capacity, they
must also meet some specific criteria. They must have a
porous structure depending on the area where they are applied
and the content they carry. Their porous structure must be of a
size that will allow the passage of substances, support the
migration, proliferation and growth of cells that can provide a
suitable environment for cell cultivation. The volume of the
holes should be between 50-90% to encourage cell adhesion,
and the porosity should be high enough to allow the pores to
connect and the surface. However, balancing high porosity
and pore size with scaffold strength is essential. The pore size
and porosity of the scaffolds is a critical feature in initiating
tissue repair and stabilizing blood clot formation by allowing
blood to leak into the implanted area. Ashworth et al. exam-
ined pore size, pore wall alignment and pore transport path-
ways (percolation diameter) in a study on collagen scaffold
structures. As a result of this study, it was observed that redu-
cing the pore size from 100 to 52 pm did not make a difference
due to the optimum pore size of 100 pm and that pore walls
and pore size provided the most uniform distribution at
100 pm."** Micropores smaller than 100 pm may inhibit cell
growth due to inadequate blood supply, but macropores
between 100 and 700 um specifically promote vascularization
at the implanted sites.
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A scaffold must also be biodegradable, biocompatible, and
made of an appropriate biomaterial that can be absorbed by
surrounding tissues with minimal immunological and inflam-
matory response. Additionally, the scaffold should have a high
bioactivity level to promote close integration with the sur-
rounding tissue. Integrating bioactive components like
hydroxyapatite (HA) into polymer matrices presents bioactive
hybrid composites that have the potential to significantly
improve biocompatibility, mechanical robustness, and hydro-
philicity. HA nanoparticles enhance bone cells differentiation
and growth rate, accumulating excessive calcium minerals in
the scaffold. This leads to the accelerated development of new
bone tissues within a brief timeframe. Scaffolds should be
sturdy enough for surgical handling and have mechanical pro-
perties consistent with their anatomical placement.™’
Scaffolds provide structural support and spatial guidance for
cells, forming the foundation for tissue-engineered structures.

ECM, also known as intercellular matrix in biology, is a
network of extracellular macromolecules and minerals, includ-
ing collagen, enzymes, glycoproteins, and HA, which bio-
chemically and structurally support neighbouring cells, func-
tioning as a scaffold in nature and having an amorphous
porous structure. This matrix acts as a scaffold that allows
fibroblasts, blood vessels and epithelium to develop in various
tissues. Therefore, the scaffolds developed should mimic the
ECM structure.’*® Decellularized ECM is often used as an
exogenous complete form of ECM to replicate a 3D microenvi-
ronment at implanted sites for tissue repair and regeneration.

Various traditional and innovative scaffold fabrication tech-
niques have been explored, including melt electro-writing,"*’
salt leaching and freeze drying,"*® decellularization." These
methods aim to produce biomimetic scaffolds that replicate
the hierarchical organization of native periodontal tissues in
an ex vivo environment. Rapid prototyping (RP) or 3D printing
is also commonly used in the fabrication of scaffolds for tissue
engineering. Due to the high flexibility and low costs, 3D print-
ing is becoming increasingly important in the manufacture of
highly individual scaffolds.'*°

Polymeric biomaterials are commonly used in scaffold
design and fabrication for periodontal regeneration. Some of
the polymers used in scaffold design for periodontal regener-
ation include chitosan, alginate, gelatin, or collagen as natural
polymers and poly(lactic acid) (PLA), polycaprolactone (PCL),
and their copolymers as synthetic polymers. These polymers
have been shown to promote cell proliferation and differen-
tiation and have good biocompatibility and biodegradability.
Natural biomaterials derived from plants and animals that are
mostly of polysaccharide origin (such as chitin and alginate) or
protein-derived (such as collagen or gelatin, a degraded form
of collagen) have distinct advantages over the conventional
synthetic polymers, including biocompatibility, processability,
comprehensive availability, and exceptional biological
activities.'!

Scaffolds can be produced as monolithic or multilayer
scaffolds that can have variable physical architecture with
mechanical and/or biochemical properties in single or mul-
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tiple compartments of the scaffold produced to mimic natural
periodontal tissue.

The monolithic scaffolds contain just one compartment,
which fulfils the prerequisites for periodontal regeneration:
stability of bone defects, selective cell proliferation, and spatio-
temporal control of periodontal repair. Single monophasic
scaffolds can straight induce periodontal healing.
Additionally, monophasic scaffolds can operate as vectors for
the release of bioactive stimuli and for the transport of cells.

To achieve periodontal regeneration completely, multiple
tissues need to be hierarchically oriented. To do this more
effectively, a biphasic or triphasic design is used to direct pro-
genitors to specific cell types. This is achieved by layering com-
ponents with distinct characteristics, such as material compo-
sition, architecture, and functionalization. Many combinations
are possible, and while there is no perfect combination,
several proof-of-concept studies have developed prototype
designs that favour the regeneration of hierarchical structures.
A highly porous and topographically nano fibered chitosan/
polyvinyl alcohol scaffold impregnated with plant proteolytic
enzyme using electrospinning method with conjugated mag-
nesium-added HA nano particles as an example of bilayer
scaffolds was produced.*?

3D printing technology has recently emerged as a promis-
ing strategy to produce multilayered constructs for tissue
engineering. With the help of 3D computer-aided design mod-
elling software, structures can be created layer by layer in a way
tailored to patients and treatments. A significant benefit of
using 3D printing to create scaffolds is its design flexibility. By
controlling factors such as porosity, pore size, interconnectiv-
ity, and strand alignment pattern, it is possible to create a
structural gradient within the construct to guide tissue regen-
eration.'*® This technique has immense potential in orthopae-
dic applications, particularly in developing biomimetic struc-
tures for bone and soft tissue grafts. However, periodontal
regeneration presents a unique challenge, requiring integrat-
ing soft and hard tissue elements within their environment.
To overcome this challenge, experts recommend using a multi-
layered scaffold architecture as it can improve the connection
between soft and hard tissue and facilitate more effective
regeneration.'**

4. Biomaterials used for biomolecule
delivery and additive manufacturing
for periodontal regeneration and
periodontitis

Various biocompatible biomaterials and their additively manu-
factured 3D scaffolds made of natural and synthetic polymers
such as hydrogels, scaffolds, films, membranes, micro/nano-
particles and fibers have been developed and tested in vitro
and in vivo for their effect in periodontal tissue regeneration
and periodontitis due to their superior properties."*>*° The
general requirements for biomaterials are mainly based on
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biocompatibility, biodegradability, coupled with suitable bio-
mechanical properties, antibacterial properties, and porosity.
In addition, 3D network structure and the ability to deliver
drugs that respond to stimuli are the most advanced properties
for improved performance of biomaterials in periodontal
tissue regeneration and inhibiting and/or treating periodonti-
tis. These properties can be achieved by regulating the chemi-
cal composition and microarchitecture of materials. Several
examples of natural and synthetic polymers and their 3D
scaffolds loaded with drug or bioactive molecules (e.g., anti-
biotics, antimicrobials, anti-inflammatory agents, GFs) have
been used for periodontal tissue regeneration and drug deliv-
ery application including as PLA, polyethylene glycol diacrylate
(PEGDA), poly(lactic-co-glycolic acid) (PLGA), alginate, col-
lagen, chitosan, hyaluronic acid (HA), PCL, fibrin, gelatine-
based hydrogels, scaffolds, films, nano- and micro-particles.

4.1. Nano- and micro-particles

Nano- and micro-particles display unique advantages in the
treatment of periodontal diseases and damage due to their
ability to provide controlled biomolecule delivery via external
stimuli, encapsulate both hydrophobic and hydrophilic bio-
molecules with their tuneable chemical structures, possess
high biomolecule loading efficiency thanks to their large
surface area, and their easy surface functionalization that
allow targeted biomolecule and oxygen delivery and antibacter-
ial properties.

Therefore, various nano- and micro-particles have been uti-
lized for inhibiting bacterial biofilm formation, to reduce
inflammation, to improve cell proliferation and differentiation
and so accelerate wound healing and new tissue formation at
the damaged periodontal tissues. However, the low loading
efficiency and limited ability of controlled drug delivery hinder
their clinical application. In this respect, Song et al. used
abalone-inspired microparticles (Fig. 2) as an adhesive and
photosensitive microparticle (MP) delivery system to achieve
controlled and effective drug release for the treatment of peri-
odontitis. The structure of the MP was created by an electro-
static spray microfluidic strategy and inspired by abalones,
which have enhanced adhesive properties due to their suction
cup-like prolegs. The MP was composed of alginate/PEGDA
microparticles loaded with minocycline hydrochloride as anti-
biotic and near infrared (NIR)-sensitive black phosphorus.
That was prepared as discs in calcium chloride solution
through a combination of microfluidic and ultraviolet (UV)
irradiation strategy. The results showed that the photosensi-
tized abalone-inspired MP significantly reduced bacterial
growth and caused minimal colony formation after 10 days on
the tooth due to effective NIR-induced drug release.">°

Although growth factors such as PDGF could enhance peri-
odontal therapy, their effect is limited due to a lack of continu-
ous supply over a required period. To overcome this obstacle,
nano-sized calcium phosphate particles (NCaPP) were used as
non-viral vector by Elangovan et al. for sustained PDGF-B gene
delivery in fibroblasts.'”" NCaPP has attracted great interest in
dentistry as a targeted and efficient gene delivery to cells due

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 The graphical illustration of the design and preparation of
abalone-inspired microparticles and encapsulation of BPs and MH to
realize antibacterial photothermal treatment of teeth with controlled
drug release. Reproduced from ref. 150 with permission from Wiley-
VCH GmbH, copyright 2022.

to its small size, large surface area and easy surface modifi-
cation via adhesive polymers, enabling high biomolecule
encapsulation and continuous delivery. NCaPP prepared in
combination with PDGF plasmids has been successfully trans-
ferred into fibroblasts for up to 96 hours. This demonstrated a
higher level of biocompatibility and usability in non-viral gene
therapy for periodontal applications by enhancing fibroblast
proliferation. Similarly, sustained, and targeted administration
of antibacterial and anti-inflammatory agents is crucial for the
treatment of periodontitis. Therefore, Qi et al. investigated the
conversion of the active ingredient of Turkish Gall into nano-
particles (T-NPs) via oxidative self-polymerization and encap-
sulation of the formed T-NPs in a thermosensitive hydrogel.
The advantages of the T-NPs used are their ability to reach and
adhere to the periodontal pocket, demonstrating sustained
release of antioxidant and antibacterial polyphenol extracted
from Turkish Gall in the alkaline environment of the tooth.
The study revealed that under the presence of periodontitis,
T-NPs was continuously released over 96 hours, with the alka-
line oral environment and exhibited a 50% and 25% reduction
in the minimum inhibitory concentration against P. gingivalis
and A. viscous, respectively.'”?

In another study for enhanced controlled drug delivery,
Wang et al. designed a dual-sensitive nanocarrier system. This
system was composed of a hydrophobic core of alpha-lipoic
acid (ALA) loaded with 1,2-distearoyl-sn-glycero-3-phosphoetha-
nolamine-poly (ethylene glycol) (DSPE-PEG) and the hydro-
philic outer wall synthesized with poly (amidoamine) dendri-
mer (PAMAM) which electrostatically adsorbs minocycline.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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The unique structure was prepared to target the release of the
antimicrobial minocycline in a controlled, low pH inflam-
mation microenvironment. The results showed that in the
presence of lipase and under acidic conditions, lipase induced
ALA release and minocycline was released faster at pH 5.5 than
at pH 7.4, thus reducing the inflammation process by decreas-
ing ROS production. Furthermore, the minimal inhibitory con-
centration value was reduced to 100 ug mL™" for S. aureus and
300 pg mL~" for E. coli, while osteogenic differentiation of cells
was enhanced, and periodontal bone
improved.'

Another dual-responsive nanomaterial was described by
Zhang et al. to address the effective antimicrobial release via
photothermal exposure and antimicrobial drugs in the treat-
ment of periodontitis. A nano-antibiotic  platform
(TC-PCM@GNC-PND) containing the antibiotic tetracycline
(TC) was developed by combining NIR photosensitive gold
nanocages (GNC) with phase change materials (PCM) and the
thermosensitive polymer poly (N-isopropylacrylamide-codi-
ethylaminoethyl methacrylate) (PND), which can have a coil-
granule transition with temperature change. In the in vitro
antibacterial activity evaluation, it was observed that the
GNC-PND group exhibited sustained release of TC when irra-
diated with NIR and at elevated temperature, thus effectively
destroying bacteria with a MIC value of 10 ppm. Furthermore,
examination of bacterial growth curves revealed that bacterial
growth was significantly slower in the GNC-PND and NIR-
assisted treatment compared to the other groups.'**

Topically applied agents’ challenge in avoiding immediate
clearance from interfaces and the association of exopolysac-
charide matrix and biofilm microenvironments’ acidification
with cariogenic biofilm virulence led Horev et al. to develop a
nanoparticle drug release system sensitive to acidic pH,
capable of binding to exopolysaccharides. High-capacity nano-
particle-mediated delivery of a hydrophobic antibacterial
agent, farnesol, was shown to boost therapeutic efficacy
against planktonic S. mutans cells, but to have minimal action
against cariogenic biofilms after topical applications. These
nanoparticles, composed of diblock copolymers of 2-(dimethyl
amino) ethyl methacrylate (DMAEMA), butyl methacrylate
(BMA), and 2-propylacrylic acid (PAA) (p(DMAEMA)-b-p
(DMAEMA-co-BMA-co-PAA)), load the hydrophobic antibacter-
ial drug farnesol at 22%, providing release durations of ¢;,, = 7
and 15 hours at pH 4.5 and 7.2, respectively. In the same
study, farnesol-loaded nanoparticles reduced biofilm virulence
when applied twice daily in a rodent dental caries model.'*

Oxygen is an important biomolecule, like antibacterial
agents and growth factors, which is effective in wound healing
and tissue regeneration. However, long-term oxygen utilization
with materials that produce, or release oxygen remains as a
challenge. In this context, Sun et al. synthesized oxygen-gener-
ating nanocomposite materials that can reduce the deficient
oxygen concentration in the periodontal pocket and increase
ROS production to evaluate antibacterial properties and inhi-
bition of bacteria-induced periodontal disease. Antimicrobial
photodynamic therapy (aPDT), which is used as an antibacter-

resorption was
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ial treatment method especially in deep periodontal pockets
where the oxygen rate is relatively lower and difficult to access,
was combined with encapsulated Fe;O, nanoparticles to cata-
lyse the conversion of H,O, to O,. The nanoplatform created
for this purpose offered oxygen generation by MnO,, catalysis,
magnetic target capability with Fe;O, nanoparticles, fulfilling
its function for aPDT. As a result of the research, the amount
of P. gingivalis and F. nucleatum pathogens, which have a pro-
minent place in inflammatory periodontal diseases, decreased
from 66.21% to 51.61% in the group treated with irradiated
control.**®

In addition, Han et al. developed a printable biomaterial
with specially selected demineralized dentin matrix particles
(DDMp) after extracting minerals from human dentins and
created a personalized 3D tooth-like cellular structure with

View Article Online
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computer-aided design. It was proved that 95% of DPSCs were
viable and odontogenic differentiation improved as the
amount of DDMp increased.™”

4.2. Polymer-based hydrogels and 3D scaffolds

Hydrogels and their 3D scaffolds consisting of natural poly-
mers such as chitosan, HA, collagen, alginate and synthetic
polymers such as GelMA, PEG, PCL and PLGA provides
advanced solutions for periodontitis treatment in terms of
inhibiting the growth of periodontal pathogens, reducing the
inflammation at the periodontal damaged tissue and accelerat-
ing wound healing and periodontal tissue regeneration
(Table 1). Hydrogels provide biocompatibility, biodegradabil-
ity, injectability, as well as controlled drug delivery via external
stimuli, and can mimic soft tissue microenvironment. While

Table 1 Summary of polymers and their selective applications in periodontal regeneration and periodontitis

Polymer  Applications & outcomes Studied cells, bacteria, and biomolecules Ref.

Collagen Collagen significantly promoted bone formation PDL cells, FGF-2, TGF-B1, and PDGF-BB Ogawa et al.,"*® Nica
within one month when used to deliver growth et al.'® and Lin et al.'®
factors. It has been observed to contribute to the
release of other growth factors for up to two weeks,
with benefits for longer periods. When
supplemented with bioprinting, it has also been
shown to contribute to PDL regeneration.

Gelatin Gelatin enhanced cell growth and adhesion in the hPDLFs, PDL fibroblasts, osteoblasts, dental Chen et al.,** Vurat
form of GelMA/nanohydrocyapatite (nHA) microgel. follicle cells, PDLSCs, bioactive glass et al.,'** Mei et al.*®® and
As a bioink, it also facilitated even distribution of Ma et al.*®®
cells and provided a high cell motility, maintaining
their viability for more than a week.

Chitosan Chitosan showed an antimicrobial effect on P. hPDLCs, PDLSCs and P. gingivalis, non-steroidal ~ Zang et al.,"*® Suo
Gingivalis as a component of injectable hydrogels. It  anti-inflammatory drugs such as aspirin, et al.,'* Liao et al.'”°
also enhanced the mechanical and physical ibuprofen, and antimicrobial drugs, GFs, EPO, and Akman et al."”*
properties of the scaffolds as a part of the composite = BMP-7 and ORN, rhAm, bFGF
scaffold.

HA Upon encapsulation of Ca0O, in HA, this system was Primary human fibroblasts, osteoblasts, HUVECs ~ Ozcelik et al.,"*° Liao

observed to release sufficient oxygen at a to reduce
the growth of P. gingivalis. Furthermore, when com-
bined with M101 in a hydrogel, HA exhibited an anti-
bacterial effect against this pathogen.
PCL Combining PCL with various bioactive molecules
promoted bone regeneration, while coating it with
materials such as bioceramics improved its surface
properties.
Due to its high viscosity and biocompatibility,
alginate is widely used as a hydrogel and scaffold in
drug delivery systems and for the transport of
bioactive molecules. Combined with different
materials such as gelatin and dentin matrix, alginate
has shown success in the delivery of anti-
inflammatory drugs and in increasing the strength of
hydrogels under stress.
PLGA, an FDA-approved polymer used in tissue
engineering and drug delivery systems, has been
shown in studies to reduce biofilm and
inflammation when combined with bioactive
molecules (e.g. quercetin). It has also been shown to
support osteoblast cell growth with controlled drug
release such as minocycline.
When PEDGA is used in a hydrogel structure, the
migration capacity of cells is increased, the growth of
P. gingivalis is reduced and inflammation is
decreased. It is also used in a membrane structure to
achieve higher durability and better mechanical
properties.

Alginate

PLGA

PEGDA
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hPDLSC PDL cells, F/CaP, heparin, p-tricalcium
phosphate

Metronidazole, spermidine

Osteoblast cells, S. mutants/qercetin,
minocycline, pFGF-2, nBGC and cementum
protein 1, platelet rich plasma

Stromal cells and P. gingivalis/antimicrobial
peptide, SDF-1

and P. gingivalis, M101, bFGF, rhAm, O, et al.,'’° Akman et al.'”*

and Miiller-Heupt'”>

175 176
L L

Xu et a Liueta
and Daghrery et al.'*’

Athirasala et al.,'”®
Zusmann et al.'”® and
Zhang et al.®°

Jiang et al.,'®* Sowmya
et al.'® and Lian et al.'®

Liu et al.”” and Wang
et al.'®®
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3D composite scaffolds can mimic both soft and hard tissue
microenvironment of periodontal tissue and act as an 3D
network to support adhesion, proliferation, and differentiation
of cells to generate periodontal ligament and alveolar bone-
specific compartments.

4.2.1. Collagen. Collagen is an extracellular matrix protein
found in bone, skin, muscle, tendon, and cartilage. Thanks to
its fiber-like structure, it binds tissues together and thus pro-
vides mechanical stability and flexibility. It is therefore a
natural polymer which is well suited for 3D scaffold prep-
arations to mimic both the soft and hard tissue of the period-
ontium. Studies have shown that while collagen improves gum
health by increasing gum thickness and covering exposed
roots, it can also be used as bone grafting materials to regulate
and promote biomineralization and regeneration of alveolar
bone damaged or lost as a result of periodontitis. Collagen
fills extraction wounds when applied to the wound, stops
bleeding through platelet aggregation, releases collagen frag-
ments that enhance immune responses and thus reduces
inflammation and pain and enhances wound healing.
Collagen is also used as a 3D scaffold for gene and growth
factor delivery for effective regeneration of periodontal defects.
Collagen also acts as an extracellular matrix, providing a 3D
environment for cell adhesion. Stem cells and bioactive mole-
cules required for bone cells and bone regeneration are
thought to be transported via collagen binding receptors.'>®

Since the retention and continuous delivery of signalling
molecules in the 3D matrix is crucial for periodontal tissue
engineering, Ogawa et al. used a collagen scaffold as a growth
factor carrier system in one study. In this study, collagen
scaffold incorporated with beta-tricalcium phosphate and
fibroblast growth factor-2 (FGF-2) bioactive molecule was
applied to a dog with periodontitis with infra-bone defects.
Four weeks after implantation, the GF-loaded scaffold was
observed to support a significant amount of new bone for-
mation. In FGF-2-treated tissues, the increase in cementum
and PDL-like tissues was 5.1-fold and 5.5-fold higher than that
treated with collagen scaffold alone.'®® For a similar purpose,
Nica et al. prepared different porcine-derived collagen matrices
loaded with various GFs. It was found that the release of
TGF-B1, FGF-2 and PDGF-BB continued until day 13, indicat-
ing the beneficial use of such scaffolds for long-term tissue
regeneration.®°

In addition to their ability to protect and deliver signalling
molecules, scaffolds should be able to provide fiber-like struc-
ture to mimic the natural microarchitecture of PDL and with-
stand functional load to aid PDL regeneration. In this context,
Lin et al. investigated a collagen-based wave-shaped microfi-
brous scaffold using an extrusion-based bioprinter. The loaded
PDL cells were found to maintain their viability under shear
stress of 6 dynes per cm® with large cytoskeleton expansion
and adhesion. The PDL-loaded wave-shaped scaffold was also
found to up-regulate periostin, a mechanosensitive molecule
required for ECM and tissue morphogenesis.'®*

4.2.2. Gelatin. Gelatin, a natural polymer derived from col-
lagen, has been used as in situ injectable hydrogels, bio-
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molecule carrier systems and scaffolds in periodontal tissue
applications due to its biodegradability through enzymatic
degradation without causing immunogenic response, biocom-
patibility that enhances cell adhesion, proliferation and viabi-
lity, and low toxicity. However, more precise processing of
gelatin hydrogel is a challenge due to its unstable gelation
process, limiting its application. Therefore, gelatin is conju-
gated with a methacrylate group to form GelMA, which can
undergo rapid crosslinking under UV light and is used by den-
tists for rapid curing of dental resin-based composites. Among
the materials used in periodontal disease therapies, gelatin-
based scaffolds play an important role as they have a 3D porous
network that can be tuned by cross-linking conditions that
enhance cell adhesion, proliferation, drug, gene, and growth
factor delivery and are therefore used in PDL repair and regener-
ation and alveolar bone formation. Chen et al. fabricated
gelatin methacrylate (GelMA)/nanohydroxyapatite (nHA) micro-
gels for periodontal tissue regeneration and by the modification
of the weight ratios of substances, various blends have been pre-
pared. These microgels (10%/2% w/v) not only did facilitate cell
growth and adhesion, but they also shown to be suitable in peri-
odontal therapy by various characterizations.'®>

3D bioprinting-based structures are widely used, especially
in therapies applied for the regeneration of periodontal
tissues. For example, in the study conducted by Vurat et al
used GelMA to bioprint the hPDLFs and thus to mimic the
periodontal ligament layer, while GelMa and HAp-magnetic
iron oxide composite bioink was used to bioprint the human
osteoblasts to mimic the alveolar bone. The results showed
that the prepared 3D matric supported the homogeneous dis-
tribution of cells and their viability for more than a week. As
well as the immunofluorescence analysis proved the inter-
action of human PDL fibroblasts containing a PDL layer and
osteocalcin human osteoblasts containing a mineralized layer
over time.'®?

GelMA bioink is also used in the regeneration of various
periodontal tissues by supporting the encapsulation of dental
cells. In the study by Yang et al., a bioink composed of GeIMA
combined with dental cells and decellularized extracellular
matrix (dECM) was designed for PDL and alveolar bone regen-
eration. It was observed that the mobility (migration rate) of
cells and the highest number of viable cells were observed in
the GeIMA/dECM matrix within 7 days. The viability and fibro-
genesis and osteogenic differentiation of dental follicle cells
was improved resulted in the restoration of bone-ligament
interfaces and orientation of PDL fibers.'®*

Mei et al. investigated the effects on osteogenic and cemen-
togenic differentiation in PDLSCs by adding bioactive glass
(BG) NPs to the macroporous scaffold, which is difficult to
form with GelMA alone, and printing it with extrusion-based
3D printer. It was observed that the addition of BG NPs stabil-
ized the shape of the scaffold structure and increased its
stiffness and bioactivity. At the same time, the release of in-
organic bioactive ions during the degradation of the scaffold
structure had positive effects on hPDLSCs and the macropor-
ous scaffold structure was successfully printed.'®
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In a 3D printed microarray study with GeIMA/PEG hydrogel
developed by Ma et al., the viability of PDLSCs encapsulated in
the hydrogel under different ratios of GelMA and PEG was
investigated. Cell viability 3 days after printing was found to be
82.5% * 4.1% in GelMA/PEG hydrogel synthesized at 5/0 ratio
and 30% in GelMA/PEG hydrogel synthesized at 0/5 ratio. In
the same study, as a result of 3-day culture, it was observed
that cells proliferated and elongated by establishing connec-
tions with neighboring cells at higher concentrations of
GelMA and PDLSCs proliferation decreased with increasing
PEG concentration.®®

4.2.3. Chitosan. Chitosan, a natural polymer derived from
chitin, is widely used in periodontal regeneration for its biode-
gradability cytocompatibility, mucosal adhesion, and anti-
inflammatory properties. Like collagen, it is highly tolerated by
tissues, and it can be broken down into non-toxic, easily elimi-
nated byproducts in the body. This is an important property in
this area, mainly to minimize any long-term adverse effect,
such as long-term inflammation. Besides, chitosan exhibits
antimicrobial properties and may lower the infection risk. Due
to its structure, it can be processed in various forms such as
gels, films, and fibers to provide mechanical support to
tissues. Chitosan-derived drug carriers are also a hopeful tech-
nique for transporting curative both hydrophilic and hydro-
phobic drug medication amounts into periodontal regener-
ation. Chitosan-based scaffold structures are used for the
transport of non-steroidal anti-inflammatory drugs such as
aspirin, ibuprofen, and antimicrobial drugs such as clindamy-
cin doxycycline, and hormones, for example thyroxin. In
addition, biomolecules such as GFs and signalling molecules
can be incorporated into chitin scaffolds to promote tissue
regeneration.'®”

For example, in one study, injectable thermosensitive
hydrogel containing chitosan, b-sodium glycerophosphate
(b-GP) and gelatin prepared by Xu et al. was loaded with
aspirin and growth factor erythropoietin (EPO) and its release
was investigated for effective inhibition of inflammation. It
was observed that aspirin and EPO were released within the
first 8 days. EPO release continued until day 21, at the same
time aspirin was released faster and increased the effect of
EPO.” Zang et al. added BMP-7 and ornidazole (ORN) to the
thermosensitive chitosan/p-glycerophosphate (CS/p-GP) hydro-
gel and investigated its release profile and periodontal regener-
ation in small dogs with class 3 furcation injury. It was
observed that ORN-loaded hydrogels had antimicrobial pro-
perties on P. gingivalis, 67% ORN release occurred in the first
80 minutes and at the end of 8 weeks, the damaged area was
largely filled with regenerated tissue and both groups sup-
ported regeneration.'®® Suo et al. also investigated the antibac-
terial effect of 3D printed carbon nanotube/chitosan/sodium
alginate (CNT/CS/AL) composite scaffold structure on the pro-
liferation of hPDLCs and P. gingivalis. As a result of the study,
it was observed that the CNT/CS/AL composite scaffold
increased the number of hPDLCs and decreased the number
of viable bacteria as the CNT amount increased, indicating
CNT amount-dependent bacteriostatic properties.'®®
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In various studies, a composite structure was formed by
producing a mesoporous HA/chitosan (mHA/CS) composite
scaffold. The mechanical limitations of mHA material alone
have been overcome by combining it with materials with high
elasticity and porous structures such as chitosan. For example,
Liao et al. evaluated the effect of mesoporous hydroxyapatite/
chitosan (mHA/CS) scaffold on periodontal regeneration. The
scaffold was loaded with recombinant human amelogenin
(rhAm), which improves osteogenic differentiation of human
PDL stem cells (PDLSCs) and reduces inflammation. This
study aimed to enhance the effect of rhAm with the mHA/CS
scaffold, which can increase the amount of rhAm loaded on
the large surface area of HA coated with chitosan and thus sus-
tained rhAm release. mHA/CS scaffold was found to be able to
reduce bacterial growth and exhibit sustained release of rhAm.
This in turn increased ALP activity and enhanced bone and
cementum-like tissue formation in vivo.'”® HA-particle chito-
san scaffolds were also prepared by Akman et al. These
scaffolds were prepared by freeze-drying method and loading
the scaffold with bFGF. It was observed that the bFGF, was con-
tinued to be released up to 168 hours and the analysis showed
that the HA-chitosan scaffold provided the 3D environment
necessary for mineralization, proliferation and support of the
cellular structure.”*

4.2.4. Hyaluronic acid. HA is a type of glycosaminoglycan,
and it naturally occurs in human body, especially in skin,
alveolar bone, and dental cementum. One of the prominent
features of HA is hydrophilicity. It is a greatly hydrophilic sub-
stance which is beneficial for tissue hydration. Environments
HA based scaffolds are rich in moisture and this property may
help tissue regeneration. Furthermore, with its viscoelastic
behaviour, HA based materials can deform with stress and is
able to maintain their original shape once this factor is elimi-
nated. In one study, HA based dispersion was used as O,
releasing material. Therefore, Miller-Heupt et al. studied the
effect of a biocompatible and biodegradable O,-releasing HA-
based dispersion on primary human fibroblasts, osteoblasts
and HUVECs and P. gingivalis. It was found that CaO, encapsu-
lated in HA increased the amount of oxygen with changing pH
in different periodontal sites and the highest amount was
found at pH 6. A concentration of 256 mg L™" was reported to
provide sufficient oxygen distribution to inhibit the growth of
P. gingivalis, while no toxic effect on cells was observed.'”” In
another study, Ozcelik et al. developed a hydrogel composed of
HA and containing Arenicola marina’s hemoglobin (M101).
Based on the results of the study and the literature review, it
can be said that combining M101 and HA-based hydrogels has
an antibacterial effect on P. gingivalis pathogen due to high
oxygen binding and release capacity of M101.""°

4.2.5. Poly-caprolactone. A slowly degrading polymer, PCL
is a semi-crystalline material that is also biodegradable and
resorbable. The implanted PCL undergoes degradation
because of ester linkages being hydrolyzed within the polymer
chain. PCL, known for its exceptional permeability, low tissue
response, and strong tensile properties, has traditionally been
utilized in sutures and drug delivery methods.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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PCL is commonly utilized to produce composite structures,
as it can be combined with different natural or synthetic poly-
mers to address its low bioactivity and hydrophilicity limit-
ations to enhance its mechanical properties, or PCL can be
coated to improve it surface quality based on the specific
requirements of its usage area.

In a recent study involving PCL, Batool et al. discovered that
by incorporating bioactive molecules and drugs, such as
hydroxyapatite and antibiotics, into composite scaffolds
through electrospinning, they were able to stimulate new bone
formation and improve the mechanical properties of mesench-
ymal stem cells.'”® As the predominant inorganic component
of the bone matrix, nHA possesses a distinctive attraction
towards diverse adhesion proteins and plays a critical role in
the differentiation and mineralization of bone cells. This
makes it a highly suitable option for integration into PCL for
the purpose of bone regeneration. In the study by Daghrery
et al., which aimed to increase osteogenic capacity and tissue-
based regeneration by coating PCL, with bioceramics such as
fluorinated calcium phosphate (F/CaP), F/CaP coated scaffolds
were found to have better Young’s modulus and tensile
strength. It was also observed that coating PCL scaffolds with
F/CaP had a positive effect on the formation of new bone
tissue and promoted the formation of more mineralized
tissue."?”

This polymer is also well suited for creating 3D bioprinted
scaffolds and implants due to its user-friendly nature, low
cost, especially its application to obtain bone and hard tissue.
It is generally not used on its own but rather mixed with other
substances for better results. For example, the response of
hPDLSC cells to scaffolds prepared with different concen-
trations of PCL/PLGA bioink was investigated by Peng et al. It
was found that PLGA is a fast degrading and brittle material,
but PCL is a slow degrading and flexible material and the com-
posite bioink obtained had an optimal degradation of 50:50
ratio and the expression of ALP and RunX at this concentration
was higher at 7 and 14 days compared to other groups. In the
same study, hPDLSCs were found to be denser in layers with
0.5 PCL/0.5 PLGA scaffold structure.'”*

In the study conducted by Xu et al. involved the creation of
a scaffold structure through the combination of electrospun
gelatin and PCL, selected for their high hydrophilicity and
mechanical strength, respectively. Through both in vivo and
in vitro studies, it was determined that this combination had
superior cytocompatibility and degradation properties. The
results indicated that the 50:50 PCL/gel structure exhibited
superior surface hydrophilicity compared to the pure form of
PCL. In the same study, it was discovered that the membrane
with dispersed fibers had the highest ALP activity, with the
membrane containing aligned fibers having the highest
Periostin gene ratio.'”> Another study conducted by Liu et al.
focused on developing a multifunctional bilayer scaffold struc-
ture through electrospinning. The resulting membrane was
composed of heparin-conjugated PCL/Gel nanofibers, with the
upper layer serving as a barrier and the lower layer being
printed with poly (glycolic acid) (PGH) using 3D bioprinting.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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The aim was to facilitate bone tissue regeneration by disper-
sing the upper layer. The double-layer scaffold design dis-
played superior outcomes in comparison to the PGH scaffold
alone, exhibiting enhanced integration with neighboring
tissues and the most robust new bone growth after 5 and 20
weeks of implantation, as indicated by in vivo experiments.'”®
Vaquette et al. used fused deposition and electrospun tech-
niques to regenerate the alveolar bone and PDL complex. In
their study, they produced the two-layer scaffold structure com-
posed of PCL containing f-tricalcium Phosphate. The prepared
scaffold displayed a layer that mimic bone fabricated by fused
deposition, while the second layer generated by electrospun
technique represents periodontal layer due to its flexibility.
The results showed that the scaffold structure implanted in
the subcutaneous and dentin block regions was more stable
for the cell sheet and cementum deposition on the dentin
slice surface. Furthermore, two layered scaffolds were able to
combine PDL cell sheets and deliver cells for bone, PDL and
cementum regeneration.'””

4.2.6. Alginate. Alginate is an anionic polymer with an
extracellular matrix-like structure, low toxicity and gelation
upon addition of different valence cations. Used for the trans-
port and controlled release of proteins and bioactivated mole-
cules, alginate is a widely used material in cell transplantation
and wound dressings. Physically or chemically crosslinkable
alginate plays an important role in tissue engineering.
Although it shows good biocompatibility properties, due to its
poor mechanical properties, softness and tendency to swell
and shrink during gelation, pure alginate is often combined
with various materials or molecules to enhance its functional-
ity as a blend or gel agent. Since alginate naturally lacks the
adhesion of mammalian cells, it is particularly used in cell
culture and tissue engineering studies, with the addition of
ligands and bioactive molecules. Alginate hydrogel is highly
preferred in periodontitis treatment and tissue engineering
approach due to its dynamic cross-linking, naturally occurring
biological compatibility and lower cost compared to other
materials despite its low mechanical properties and fast dis-
solution rate.

Athirasala et al isolated dentin matrix obtained from
human molars and combined it with alginate, a natural
polymer, at different concentrations to form a gel and cross-
linked with calcium chloride. During the process of fabricating
scaffolds using a 3D bio-printer, it was noted that scaffolds
containing a higher proportion of alginate exhibited more
defined edges and well-ordered lines. Alg-dentin scaffold pro-
duced in 1:1 ratio was found to be optimal in terms of struc-
tural properties and had the highest cell viability after 5
days.'”® In another study, Zussman et al. loaded metronidazole
into the hydrogel formed with gelatin, which has natural
adhesive  properties, cross-linked with  N-(3-dimethyl-
aminopropyl)-N-ethylcarbodiimide hydrochloride, which has a
less toxic effect, and alginate to take advantage of its viscosity
property, and found that alginate used even in small amounts
can have a large effect on the hydrogel structure. They
observed that 83-92% of the metronidazole was released
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within the first 6 hours and spread at a constant rate for the
remaining 24 hours, and the burst effect decreased, although
the high crosslinking level and gelation time were negatively
affected by increasing the concentration of alginate in the
hydrogel.'”® Zhang et al. added spermidine (Spd) with anti-
inflammatory properties and other benefits such as immuno-
modulation to alginate gel modified with phenylboronic acid
(PBA) and tested it in various mechanical and in vivo experi-
ments for periodontal ligament regeneration. PBA interacts
with cis-diols present in the alginate structure, resulting in
self-gelation and the development of viscoelastic and inject-
able properties, ultimately enhancing alginate’s adaptability.
The PBA-Alg/Spd hydrogel displayed a more rapid stress relax-
ation rate under 10% stress compared to the typical Alg/Ca**
hydrogel. Furthermore, it enhanced the deposition of period-
ontal collagen and thus promoted the repair of periodontal
damage.'®°

4.2.7. Polylactic acid and poly-lactic-co-glycolic-acid. The
FDA-approved biodegradable polymers polylactic acid and
PLGA obtained by copolymerisation of PLA and polyglycolic
acid (PGA) monomers have been used in tissue engineering,
cell carriers, and drug delivery systems. In the transport of bio-
active substances such as drugs and growth factors, the crystal-
linity of these polymers influences mechanical properties such
as swelling and biodegradation.'®" The application of them in
periodontal tissue engineering has been actively studied due
to their tuneable mechanical, biological, and degradation
properties.

Qercetin (QUE) is a natural flavonoid useful for human
health and used in the treatment of various periodontal and
systematic diseases. In the study conducted by Cristo et al.,
different concentrations of QUE were added to PLA nanofibers
developed using the electrospun technique to release them in
acidic microenvironment containing oral bacteria. As a result
of the examination of antibiofilm activity by crystal violet stain-
ing, it was observed that it strongly reduced biofilm formation
on PAO1 and S. mutants at the end of 9 hours. In the same
study, when the cytokine regulation before inflammation was
examined, it was observed that PLA/QUE with 10% w/w ratio
slowed down the inflammation process more than PLA/QUE
with 5% w/w.*?

Minocycline, an antibiotic belonging to the tetracycline
group and known to support bone formation, was loaded at
different concentrations onto electrospun PLGA membranes
and its effect on periodontitis was investigated. As a result of
the study, Ma et al. concluded that the 2% minocycline/PLGA
membrane had the highest cell connectivity and was suitable
for osteoblast cell growth and adhesion. Although an initial
burst effect was observed at the beginning of the experiment
due to the amount of drug that may have settled on the fiber
surfaces, it exhibited a controlled regular release profile with
diffusion and matrix degradation.'®* Jiang et al. used PLGA to
carry the growth factor DNA encoding fibroblast growth factor-
2 (pFGF-2) for periodontal ligament regeneration. While there
was no difference in human periodontal ligament cell viability
between the scaffold made with PLGA alone and the scaffold
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made with PLGA/pFGF-2 on days 1 and 3, it was observed that
the PLGA/pFGF-2 scaffold showed better cell viability at the
end of day 7 and positively influenced the periodontal liga-
ment regeneration in vivo model by continuously secreting the
growth factor.'®?

Sowmya et al. developed a three-layer scaffold structure that
targets different parts of periodontal tissue. Specific tissue
regeneration was targeted by using a different polymer and
growth factor in each layer. The Fig. 3 displays the preparation
of three layers. The first layer used chitin-PLGA/nanobioactive
glass ceramic (nBGC) and cementum protein 1, the middle
layer used chitin-PLGA/fibroblast growth factor 2, and the last
layer used chitin-PLGA/(nBGC)/platelet rich plasma. These
layers were obtained in scaffold structures through lyophiliza-
tion, aiming at regenerating cementum, PDL, and alveolar
bone. Complete healing and wound closure were observed in
the areas where scaffolds with a pore size of 100-350 pm were
applied, and spongy bone formation was well realized in the
scaffolds to which GFs were added.'®*

PLGA hydrogel, which has different preparation techniques,
is usually obtained by physical mixing with different materials,
covalent cross-linking, or entrapment in hydrogel junctions.
PLGA, which is used for targeted use by combining with
different biomaterials due to limitations such as the low
mechanical strength of its pure form and the need to prepare
PLA and PGA ratios in accordance with the area of use and
target, was used to form scaffolds by combining gelatine with
copper-loaded mesoporous silica metal nanoparticles in a
study by Lian et al. The solution electro-writing technique was
used to create a porous and loose structure, while the solution
electro-spinning technique was used to create a denser and
more compact layer. Thus, the dense layer inhibited bacterial

Tri-layered Nanocomposite
Hydrogel Scaffold

Implantation of the Scaffold into
the Periodontal Defect
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Fig. 3 Schematic description of the development of a three-layer
nanocomposite hydrogel scaffold and its implantation into a periodontal
defect for concurrent and complete periodontal regeneration.
Reproduced from ref. 184 with permission from Wiley-VCH GmbH,
copyright 2017.
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growth and the loose layer prepared the environment for the
subsequent osteogenesis of local cells. Concurrently, the
double-layer scaffolds that were prepared demonstrated
enhanced mechanical properties, while also exhibiting a pro-
longed and consistent release of Cu ions from the PLGA/
gelatin composite scaffolds of varying densities.'®

4.2.8. PEGDA. PEGDA hydrogels are effective instruments
for studying fundamental cellular processes because they are
physiologically inert and have mechanical characteristics that
may be adjusted across a wide range of parameters.
Polymerization of PEGDA is quick, takes less energy, and can
be adjusted to incorporate a range of biological components.
It also has a substantial amount of water and elasticity. They
are primarily used as a crosslinker in hydrogel synthesis,
which is a crucial procedure in the treatment of periodonti-
tis. Liu et al developed thermosensitive PEGDA based
dithiothreitol and functional antimicrobial peptide module
(FPM) added gingipain-responsive hydrogels (Fig. 4). The
prepared hydrogel was incorporated with SDF-1. It was
observed that 85% of SDF-1 was released within 10 days
and increased the migration capacity of cells by 342 + 6.32
cells per field, stromal cells were activated, and osteogenesis
induced as well. Furthermore, this hydrogel inhibited the
growth of P. gingivalis and thus induce low inflammation
environment. As a result, hydrogel demonstrated superior
biocompatibility and had the potential to encourage the
growth, migration, and osteogenic transformation of stem
cells from the periodontal ligament.”” On the other hand
Wang et al. created a fibrous PEGDA membrane which was
photo crosslinked together with GelMA. Compared to the
crosslinked GelMA fibrous membrane, the crosslinked
GelMA/PEGDA membrane exhibited greater durability and a
longer breakdown time. Controlling the crosslinking dur-
ation and PEGDA may also fine-tune the physical character-
istics, degradation ratio, cell adhesion, and proliferation.*®®

fin

Vj [ o \fn('sm.- N

@

Fig. 4 Schematic illustration of the preparation and application of the
multifunctional hydrogel. Gingipain-sensitized thermosensitive hydrogel
was cross-linked with PEG-DA and FPM and loaded with SDF-1. The
prepared hydrogel inhibits the growth of periodontal pathogens, while
the loaded SDF-1 is released to recruit host stem cells and promote
osteogenesis. Reproduced from ref. 97 with permission from American
Chemical Society, copyright 2021.
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5. Conclusion and future
perspectives

Periodontal disease and associated damage to periodontal
tissue is a major public health problem due to the limitations
of current therapies, which rely on daily oral hygiene practices
and periodic professional removal of microbial biofilm but are
insufficient to prevent recurrence and associated damage.
Moreover, the complex and hierarchical structure of the peri-
odontium poses a contemporary medical challenge requiring
synchronized and spatiotemporal regeneration. Therefore, in
the field of biomedicine, discovering effective therapies to
treat the disease and facilitate the regeneration of periodontal
tissue is a very important goal. Hence, there is a great interest
in engineering various biomaterials that involve the customiza-
tion of their chemical composition and microarchitecture and
show promise for a wide range of clinical applications.

Recent approaches focus on drug and/or biomolecule deliv-
ery, including antibacterial biomolecules, oxygen, gene and
growth factor therapies applied to inhibit biofilm formation or
to promote wound healing at the site of biofilm formation and
tissue loss, and to improve regeneration of damaged or lost
tissues. Furthermore, additively manufactured biomaterials
have been used as advanced systems due to their ability to
mimic the 3D complexity of the periodontium, supporting
functional integration of various tissue components and syn-
chronized spatiotemporal regeneration within the 3D matrix.
Thus, this ability greatly promotes 3D repair and replacement
of damaged periodontal tissue.

Notwithstanding these significant advances, there are still
numerous biological, technical, and clinical hurdles to be over-
come: despite these significant advances, complete regener-
ation of the periodontium still remains a considerable chal-
lenge today due to its complex structure and characteristics.
There are many biological, technical, and clinical barriers to
overcome in this area. For example, lack of understanding of
the molecular and signalling pathways that control cell differ-
entiation and subsequent wound healing and tissue engineer-
ing, inability to adequately mimic the cell microenvironment
in vivo, failure to restore fine fiber structures, horizontal alveo-
lar bone loss and long-term stability of regenerated periodon-
tal tissues, inability to control the release of bioactive mole-
cules such as bioactive factors to promote tissue regeneration,
the inability to produce the natural 3D extracellular matrix
scaffold of periodontal tissue and the clinical challenges in
cell-based and/or cell-associated biomaterial-based periodontal
therapy, such as immune rejection of the administration of
stem cells and biomaterials to the host after treatment.

Therefore, the design of future biomaterials should con-
sider the production of 3D multiphase biomaterials that
provide different but complementary properties to control the
complex spatiotemporal regeneration of the periodontium. In
addition, spatiotemporal and continuous drug and/or bio-
active molecule delivery to the site of action in a time- and
site-dependent manner should be incorporated into biomater-
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ials as tunable physicochemical properties to promote con-
trolled stem cell differentiation, reduce side effects of drugs
and biomolecules on healthy tissues, and provide long-term
therapy.
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