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In the human body, articular cartilage facilitates the frictionless movement of synovial joints. However, due
to its avascular and aneural nature, it has a limited ability to self-repair when damaged due to injury or wear
and tear over time. Current surgical treatment options for cartilage defects often lead to the formation of
fibrous, non-durable tissue and thus a new solution is required. Nature is the best innovator and so recent
advances in the field of tissue engineering have aimed to recreate the microenvironment of native articular
cartilage using biomaterial scaffolds. However, the inability to mirror the complexity of native tissue has hin-
dered the clinical translation of many products thus far. Fortunately, the advent of 3D printing has provided a
potential solution. 3D printed scaffolds, fabricated using biomimetic biomaterials, can be designed to mimic
the complex zonal architecture and composition of articular cartilage. The bioinks used to fabricate these
scaffolds can also be further functionalised with cells and/or bioactive factors or gene therapeutics to mirror
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the cellular composition of the native tissue. Thus, this review investigates how the architecture and compo-
sition of native articular cartilage is inspiring the design of biomimetic bioinks for 3D printing of scaffolds for
cartilage repair. Subsequently, we discuss how these 3D printed scaffolds can be further functionalised with
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1. Introduction

“Innovation inspired by nature” - this is how biomimicry is
described by author and scientist Janine M. Benyus in her
1997 book of the same title and although a relatively new
term, the concept of biomimicry is evident throughout the
history of human innovation."” From the study of birds to
inspire the design of aeroplanes to the study of human
anatomy to inspire next generation medical devices, mimick-
ing nature has allowed us to create innovative new techno-
logies and improve our own quality of life.

But how does biomimicry apply to tissue engineering (TE)?
TE, also known as regenerative medicine, is an emerging multi-
disciplinary field of modern medicine which uses a combination
of biomaterials, cells and bioactive factors or gene therapeutics,
sometimes referred to as the ‘TE triad’, to bioengineer living
tissues for a range of applications.®> These diverse applications
range from disease modelling* and organ-on-a-chip develop-
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cells and bioactive factors, as well as looking at future prospects in this field.

ment,” to the regeneration of a variety of tissue types including
cardiac tissue,° musculoskeletal tissue’ and skin,® amongst
others. In essence, the field of TE relies on the fabrication of bio-
material implants called ‘scaffolds’, which can support cell
growth and whose microenvironment, architecture and function-
ality mimic that of native human tissue. Therefore, it could be
argued that biomimicry forms the foundations of the field of TE.

In recent years, TE scaffolds have grown in popularity as a
potential treatment option for a range of conditions. In the field
of orthopaedic medicine, for example, these scaffolds have
emerged as a promising treatment option for chondral defects
(CDs), which are localised areas of damage to the articular carti-
lage of a synovial joint. In severe cases, the defect can penetrate
into the underlying subchondral bone leading to the formation
of an osteochondral defect.” Once the friction-reducing articular
cartilage tissue has worn away, the underlying bone surfaces can
rub against one another causing significant stiffness and pain,
thus hindering joint mobility."® CDs can be caused by traumatic
injury or wear and tear over time and can lead to the development
of osteoarthritis, a degenerative joint disease which affects 9.6%
of men and 18% of women over the age of 60 years worldwide.""
Unfortunately, due to the avascular and aneural nature of articu-
lar cartilage, these defects will not heal on their own.

Current treatment options for CDs include surgical pro-
cedures such as microfracture, autograft or allograft pro-
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cedures, or cell-based techniques.'> Microfracture is a pro-
cedure whereby tiny fractures are made in the subchondral
bone allowing the release of bone marrow stem cells into the
defect which ultimately develop into fibrocartilage.'* However
unlike articular cartilage, fibrocartilage is rich in collagen type
I and thus possesses inferior mechanical properties. Autograft
procedures, such as osteochondral autograft transfer systems
(OATS) and mosaicplasty, involve transplanting osteochondral
tissue from low load bearing regions of the knee into defects
located in high load bearing regions."*'> However the pro-
cedure is only suitable for smaller defects due to limited tissue
availability at the donor site and can also be associated with
donor site morbidity due to infection. Allografts are articular
cartilage transplants taken from another donor and thus are
not constrained by tissue availability at the donor site.
However the availability of donors and the risk of the patient’s
immune system rejecting the graft limits the use of this
procedure.'®'” Cell-based procedures such as autologous
chondrocyte implantation (ACI) have shown promise and
involve removing cells from healthy articular cartilage, expand-
ing them in culture and then implanting the expanded chon-
drocytes into the chondral defect under a collagen membrane.
However dedifferentiation of the chondrocytes during in vitro
cell expansion can occur leading to a reduced capacity of the
cells to lay down new ECM when implanted back into the
defect."® Therefore, despite providing much needed sympto-
matic relief to patients, current surgical procedures are not
without limitations, often resulting in a variable healing
response and the formation of non-durable tissue.'®'® This
issue becomes even more prominent following surgical treat-
ment of larger defects.*’

Without successful intervention, the osteoarthritic joint can
deteriorate to a point where total joint replacement is the only
remaining option to relieve pain and discomfort. Total joint re-
placement involves complete removal of the arthritic joint and
insertion of a prosthesis in its place. These prostheses are typi-
cally made from a metal such as a titanium alloy, polymers,
ceramics or a composite.>’ Although total joint replacement
can result in dramatic improvements in patient quality of life
following initial post-operative rehabilitation, revision surgery
can be required over time due to implant failure. While the
lifetime risk of requiring revision surgery is relatively low in
patients aged over 70 years (1-6%), this risk is significantly
higher in younger patients with 1 in 3 patients aged 50 to 55
years likely to require revision surgery. More than half of these
revision surgeries are needed within 6 years of the initial joint
replacement surgery.>> Therefore the benefits of this procedure
need to be weighed against the potential risk of future sur-
geries and poor health outcomes, particularly for younger
patients.

Several fabrication techniques have been investigated to
engineer scaffolds which could be surgically implanted into
these defects in order to support regrowth of cartilage and/or
bone tissue. Examples of these techniques including
electrospinning,® > solvent casting/melt moulding and par-
ticulate leaching,***® freeze drying**>° and gas foaming
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techniques,®”**> amongst others. Scaffolds for bone and carti-
lage repair fabricated using the freeze drying method have
been the subject of extensive research here in the RCSI Tissue
Engineering Research Group (TERG). Using a controlled freeze
drying cycle, our lab fabricates highly porous scaffolds from
slurries of biomaterials native to the human body such as col-
lagen type I, hyaluronic acid (HyA) and chondroitin sulfate
(CS).***” The composition and stiffness of these scaffolds can
be tailored to promote cartilage or bone regeneration as
required.**

While significant progress in the field of TE for cartilage
repair has been made using scaffolds fabricated via the tech-
niques outlined above, the inability to mimic the complexity of
native tissue has hindered the clinical translation of many pro-
ducts thus far.*®*° Fortunately, the development of 3D printed
scaffolds has provided a potential solution. These scaffolds
can be designed to mirror the complex zonal architecture of
articular cartilage and can be reinforced with polymers to
improve their mechanical strength. The biomaterial inks used
to print these scaffolds can also be functionalised with cells
such as mesenchymal stem cells (MSCs) or mature chondro-
cytes, bioactive factors such as growth factors, or gene thera-
peutics such as plasmid DNA (pDNA) or microRNA (miR) to
promote cartilage growth.’*>* These functionalised biomater-
ial inks are also called ‘bioinks’.>* There are a number of 3D
printing techniques used in this field including droplet-
based,**>° laser-based®””® and extrusion-based methods.’
However, due to its versatility and compatibility with cells and
a wide range of biomaterials, extrusion-based 3D printing is
one of the most popular 3D printing methods in the field of
TE for cartilage repair.”>®® Thus, this review will focus on the
development of bioinks for extrusion-based 3D printing only.

In the field of 3D printing for cartilage repair, there is an
ever growing emphasis placed on the importance of designing
advanced biomimetic bioinks whose matrix composition
reflects that of native articular cartilage. This biomimetic
approach helps in the regeneration of functional tissue and
minimises adverse reactions when the 3D printed scaffold is
implanted in vivo. Therefore, the scope of this review will focus
on how the architecture and composition of native articular
cartilage is inspiring the design of biomimetic bioinks for
extrusion-based 3D printing of scaffolds for cartilage repair.

2. Architecture and composition of
articular cartilage

Articular cartilage performs two crucial functions in human
synovial joints - the first is to facilitate frictionless movement
of the joint, and the second is to withstand repeated compres-
sive loading. Both the architecture and the composition of the
tissue play a significant role in facilitating these functions.
Therefore, a thorough understanding of the structure and both
the biomaterial and cellular composition of native articular
cartilage is crucial when designing biomimetic bioinks for car-
tilage repair.
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2.1. Architecture of articular cartilage

The extracellular matrix (ECM) of articular cartilage is largely
composed of collagen (primarily type II), proteoglycans and
water.®’ This ECM is synthesised and maintained by highly
specialised cells known as chondrocytes whose morphology,
density and organisation varies with cartilage depth leading to
the formation of three distinct zones within the articular carti-
lage.®” The uppermost superficial zone (10-20% articular carti-
lage thickness) is characterised by the presence of high density
flattened chondrocytes embedded in an ECM with collagen
fibres aligned parallel to the joint surface and the presence of
the lubricant proteoglycan 4 (PRG4 or lubricin). The middle
zone (40-60% articular cartilage thickness) consists of
rounded chondrocytes within a more disorganised collagen
matrix, while the deep zone (30-40% articular cartilage thick-
ness) consists of large chondrocytes surrounded by a pericellu-
lar matrix consisting of collagen type VI, and thicker collagen
fibres organised perpendicular to the joint surface.®*®* The
deep zone is then underpinned by calcified cartilage and the
subchondral bone. The structure of articular cartilage is out-
lined in Fig. 1 below.

2.2. Composition of articular cartilage

Collagen is a protein consisting of a triple helix of three poly-
peptide chains called a-chains, and is the primary macro-
molecule component found in the ECM of articular cartilage.®®
There are many different types of collagen present in the
human body however fibril-forming collagens, such as col-
lagen types I and II, are by far the most abundant.®® Collagen
type I, which is the main collagen type found in fibrocartilage,
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Articular
cartilage

| Human knee joint
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consists of two a1(I) chains and one «2(I) chain. In contrast,
collagen type II, which is the primary collagen type found in
articular cartilage, consists of three identical «l1(II) chains
which contain a higher proportion of hydroxylysine, glucosyl
and galactosyl residues. These residues mediate interactions
with surrounding proteoglycans in the ECM of articular carti-
lage.®® The tightly packed collagen type II and IX fibres found
aligned parallel to the articulating surface in the superficial
zone of articular cartilage are also largely responsible for its
tensile properties.®*

Proteoglycans are the second largest macromolecule com-
ponent of articular cartilage and consist of a protein core with
glycosaminoglycan (GAG) side chains. GAGs are negatively
charged polysaccharides and can be non-sulfated, such as
HyA, or sulfated, such as CS or keratin sulfate. Aggrecan is the
most abundant proteoglycan found in articular cartilage and
interacts with HyA to form large negatively charged aggregates
within the matrix of collagen type II fibrils.®” Water comprises
60-80% of the wet weight of cartilage and in this aqueous
environment, aggrecan molecules become hydrated and swell.
This swelling is resisted by the surrounding collagen fibrils,
leading to the formation of an equilibrium between the swell-
ing forces of aggrecan and the tensile forces of the collagen
matrix.®®® This is the mechanism by which articular cartilage
withstands repeated compressive loading so effectively.

2.3. Chondrocytes - the resident cells of articular cartilage

As mentioned above, chondrocytes are the primary cell type
found in articular cartilage and play an integral role in the syn-
thesis and maintenance of articular cartilage ECM. In the

Superficial zone
(10-20%)

Middle zone
(40-60%)

Deep zone
(30-40%)

j Calcified cartilage E ;
J C

Subchondral bone

Tidemark

Fig. 1 The structure of articular cartilage — the diagram on the left shows a synovial joint with a cross-sectional schematic depicting healthy articu-
lar cartilage: A — morphology and organisation of chondrocytes in the superficial, middle and deep zones respectively; B — orientation of collagen
fibres in the superficial, middle and deep zones respectively. The histological image (haemotoxylin and eosin (H&E) staining) on the right is taken
from the femoral condyle of a rabbit knee joint and demonstrates the zonal distribution of chondrocytes within articular cartilage (scale bar =
100 pm). Histological image reproduced and adapted from Matsiko et al.% with permission from MDPI (Copyright © 2013, MDPI). Figure created

with Biorender.com.
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superficial and middle zones, chondrocytes primarily syn-
thesise collagen types II, IX and XI and aggrecan, all of which
are critical to the compressive and tensile properties of the
tissue. However, in the deep zone, terminally differentiated
chondrocytes mainly produce collagen type X and aggrecan.”®
However, despite the importance of these cells, chondrocytes
make up just 2% of the total cartilage tissue volume in a
healthy adult and so are present in quite a small quantity.”
This sparse distribution means that very little cell-cell contact
occurs within the tissue, therefore chondrocyte activity is
largely dictated by interactions with the surrounding ECM.”>
During development, chondrocytes are formed following
exposure of mesenchymal stem cells (MSCs) to certain biologi-
cal cues in a process known as chondrogenesis. MSCs are a
type of stem cell which are capable of differentiating into
several connective tissue cell types including those from an
adipogenic, osteogenic and chondrogenic lineage, depending
on exposure to defined conditions.”””* Chondrogenesis begins
with proliferation and condensation of MSCs, leading to the
initiation of cell-ECM and cell-cell interactions via gap junc-
tions, and ultimately the formation of chondroprogenitor
cells.”” Following this, chondroprogenitor cells differentiate
into chondrocytes and this stage is characterised by the depo-
sition of the cartilage ECM components collagen types II, IX
and XI, and aggrecan.”® Production of these ECM components
is a direct result of the expression of the genes Col2a1, Col9A1,
Col11al and ACAN, and thus these genes are often considered
to be markers of chondrogenesis in the field of TE for cartilage

Mesenchymal stem Chondroprogenitor
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repair. This process is driven by a number of growth factors
including bone morphogenetic proteins (BMPs), transforming
growth factor-f1 and 3 (TGF-f1 and 3) and insulin-like growth
factor-1 (IGF-1).”” The transcription factors, SOX-5, 6 and 9
(known as the SOX-trio), also play a key role in promoting
chondrogenesis with SOX-9, in particular, directly influencing
up-regulation of pro-chondrogenic genes such as Col2al and
ACAN.”®

In the formation of articular cartilage, the chondrogenic
pathway stops here. However, chondrocytes can undergo term-
inal differentiation to form hypertrophic chondrocytes, which
eventually leads to ossification of the tissue.”® This process is
known as endochondral ossification and is the way in which
long bones are formed during foetal development. These
hypertrophic chondrocytes synthesise collagen type X (regu-
lated by the gene Col10al), and also express the enzymes
matrix metalloproteinase-13 (MMP-13) and alkaline phospha-
tase (ALP), which are involved in the degradation of cartilage
ECM and regulation of bone mineralisation respectively.”®3%3
Thus, the expression of Col10al, MMP-13 and ALP are often
considered markers of hypertrophy in cartilage TE.** The tran-
scription factor Runx2 is also known to promote chondrocyte
hypertrophy, and the growth factor, vascular endothelial
growth factor (VEGF), plays a key role in vascularisation of the
tissue during endochondral ossification.**** In healthy articu-
lar cartilage, hypertrophic chondrocytes are found in the deep
zone, near the border with the subchondral bone.®* The chon-
drogenic pathway is outlined in Fig. 2 below.

4 = % > Terminal Endochondral
cell proliferation proliferation and
condensation differentiation diffacetazoy oasHicaton ey
> © V)
k’,.;{’«:—b _ —»8(
P o )@ X A (‘%~
Mesenchymal Chondroprogenitor Chondrocytes Hypertrophic N )
stem cells cells chondrocytes
TGF-B8 IGF-1 BMP-2,7 VEGF
BMP-2,4,7 BMP-2,4,7 FGF-2 Runx2
FGF-2 FGF-2 Runx2 Osterix
SOX-9 S0X-5,6,9 PTHrP B-Catenin
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Fig. 2 A schematic of the process of chondrogenesis, starting with MSC proliferation and condensation and ending with endochondral ossification.
The factors that promote transition from one stage of the chondrogenic pathway to the next are highlighted with a green indicator. The character-
istic ECM proteins of each stage are highlighted below. Figure created with Biorender.com.
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3. Biomimetic 3D printed scaffolds
for cartilage repair

When designing a biomimetic 3D printed scaffold for cartilage
repair, there are several key considerations which should be
taken into account based on the biomaterial and cellular com-
position of native articular cartilage. Firstly, a highly hydrated
environment is crucial not only to cell survival, but also to the
biofunctionality of the tissue. From a 3D printing perspective,
hydrogels are well placed to provide such an environment.
Hydrogels are hydrophilic polymer networks which are exten-
sively water swollen and are already widely employed as bioink
components throughout the field of TE.*> Secondly, several bio-
materials such as collagen, HyA and CS play a synergistic role in
the unique mechanical and biological functions of articular car-
tilage and thus are desirable as bioink components. Thirdly,
chondrocytes are required for tissue regeneration and thus the
bioink could be functionalised with MSCs, chondroprogenitor
cells or mature chondrocytes to accelerate healing. However,
these cells must also be provided with appropriate biological
cues in order for them to differentiate into, or maintain, a chon-
drogenic lineage and prevent hypertrophy.

The physiochemical and rheological properties of the
bioink used to develop the scaffold are also a key consider-
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ation. An ideal bioink should exhibit a decrease in viscosity
during the printing process to allow extrusion (i.e. possess
shear thinning properties), but also be capable of crosslinking
immediately post-printing to retain its shape and ensure
mechanical stability of the 3D printed construct.*®” In
addition to this, the 3D printed scaffold must also be
sufficiently porous to facilitate the attachment, proliferation
and differentiation of cells, as well as allowing diffusion of
solutes and nutrients and deposition of ECM.>*®® This is often
influenced by the polymer concentration or the crosslink
density of the bioink. The bioink, and thus the 3D printed
scaffold, must also be biodegradable at a rate appropriate to
that of the regenerating tissue to allow for gradual replacement
of the scaffold with deposited ECM from native cells.® It is
also critical that both the bioink and its degradation products
are non-toxic and non-immunogenic.’ The ideal properties of
a bioink are summarised in Fig. 3 below.

3.1. Mimicking the composition of articular cartilage when
developing 3D printed scaffolds

Strategies for fabricating biomimetic 3D printed scaffolds for
cartilage repair strive to maintain the synergistic biofunction-
ality of native biomaterials by using biomimetic bioink formu-
lations with desirable physiochemical and rheological pro-
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their degradation products,
should be non-toxic and

-
-

@7‘.”J

non-immunogenic

Bioink should be shear
thinning to allow extrusion,
and crosslinkable to ensure
mechanical integrity and L
high shape fidelity
post-printing

Printability

m
3D printed scaffold
should have sufficient
mechanical properties to
support surgical
implantation and achieve
funtionality in vivo

Mechanical
Properties
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cell migration and
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diffusion of nutrients and
waste products
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Biodegradibility

Bioink must be
biodegradable at a rate
appropriate to that of the
regenerating tissue

Fig. 3 A summary of the ideal bioink properties to facilitate 3D printing of biomaterial scaffolds with high shape fidelity and to promote regener-
ation of cartilage tissue when the scaffold is implanted in vivo. Figure created with Biorender.com.
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perties. This can be challenging as many biomaterials native
to human articular cartilage do not innately possess good 3D
printing properties. The following sections will look at how
native biomaterials are being adapted to formulate biomimetic
bioinks for cartilage repair with favourable 3D printing
properties.

3.1.1. Collagen bioinks for cartilage repair. The incorpor-
ation of collagen into bioinks for cartilage repair is an obvious
target due to its innate biocompatibility and the role it plays
within the ECM of native articular cartilage. Collagen also pos-
sesses naturally occurring cell binding sites in the form of the
amino acid motif Arg-Gly-Asp (RGD), and so can easily facili-
tate cell adhesion and growth.”® The vast majority of collagen
containing bioinks for cartilage repair reported in the litera-
ture are formulated using the fibril-forming collagen type I
(COL-I). However, despite the advantages of incorporating col-
lagen into bioinks for cartilage repair, it is a notoriously chal-
lenging biomaterial to work with. COL-I exists as a liquid at
lower temperatures and low pH but as the temperature and pH
tend towards physiological conditions (37 °C and pH 7.4),
COL-I molecules start to self-assemble into fibrils leading to
hydrogel formation.”" These collagen hydrogels, however, tend
to be mechanically weak and the fibrillation process is difficult
to control and can take up to 30 minutes at 37 °C which is pro-
blematic for shape retention and mechanical stability post-
printing.®> Several strategies have been employed to overcome
these challenges whilst still maintaining the natural biofunc-
tionality of COL-I.

One such approach involves controlling the physical cross-
linking of COL-I hydrogels via the manipulation of hydrogel
concentration, pH and temperature. Traditionally, COL-I
hydrogels were formulated at lower concentrations of <10 mg
mL™" in acetic acid; however, these hydrogels were not cell
friendly and they possessed very poor mechanical properties.”
However, more recent studies have been successful in formu-
lating high concentration (up to 20 mg mL™'), neutralised
COL-I hydrogels by carefully adjusting and buffering the pH of
the formulation to physiological pH and salt concentration.”
Very high concentration COL-I hydrogels are also now available
as commercial bioink formulations such as Lifeink® 200
(Advanced BioMatrix, CA, USA) which contains 35 mg mL™"
COL-IL, or Viscoll (Imtek Ltd, Russia) which contains up to
80 mg mL~' COL-1.°>°° These high concentration COL-I
bioinks possess better 3D printing properties and mechanical
properties than lower concentration COL-I formulations,
resulting in greater shape fidelity of the printed construct and
they can also support 3D bioprinting of cells.””*® However,
temperature control when 3D printing with COL-I bioinks is
critical - the print head should be maintained at 4-10 °C to
facilitate printing of the bioink, but the print bed should be
maintained at 37 °C to facilitate thermal crosslinking of the
deposited bioink filaments.”"°® COL-I prints can also be
further crosslinked post-printing using cell friendly chemical
crosslinkers such as genipin.'®®'%

Another approach to improving the mechanical properties
of COL-I bioinks involves chemically modifying the COL-I

This journal is © The Royal Society of Chemistry 2022
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hydrogel with crosslinkable chemical groups. The COL-I mole-
cule may be chemically modified at the primary amine site on
the lysine residue with photocrosslinkable methacrylate
groups to form methacrylated collagen (ColMA)."*>'°* This
allows the COL-I bioink to be crosslinked in the presence of a
photoinitiator, such as Irgacure 2959 (12959) or lithium
phenyl-2,4,6-trimethylbenzoylphosphinate (LAP), and UV light
during or immediately following the printing process. The
addition of methacrylate groups has also been shown to confer
thermoreversible gelation properties to the hydrogel without
affecting the fibrillation process, biodegradability or bioactivity
of COL-L.'**'% Similarly, COL-I has also been functionalised
with norbornene groups to form a thiol-ene photocrosslink-
able hydrogel which was shown to have improved 3D printing
properties without a loss of bioactivity."®”

Sacrificial support baths, as employed in Freeform
Reversible Embedding of Suspended Hydrogels (FRESH), can
also be used to facilitate 3D printing of COL-I bioinks.'*® The
FRESH method of 3D printing involves 3D printing a bioink
into a thermoreversible gelatin slurry support bath which exhi-
bits yield-stress rheological behaviour, similar to that exhibited
by Bingham plastic fluids. This rheological phenomenon
facilitates seamless movement of the print needle through the
support bath while extruding the bioink, while also embed-
ding the printed filament into the support bath to maintain
the shape fidelity of the 3D printed construct’®® (Fig. 4). The
support bath can also be supplemented with specific cross-
linking agents to crosslink the construct as it prints and once
the print is completed, the support bath can be melted away at
37 °C. When 3D printing with a COL-I based bioink, the
FRESH support bath is supplemented with a neutral pH buffer
such as phosphate buffered saline (PBS) or 4-(2-hydroxyethyl)
piperazine-1-ethanesulfonic acid (HEPES) buffer to allow fibril-
lation to occur. The fibrillation process is then completed
upon incubation of the prints at 37 °C for at least 30 minutes
and the melted gelatin slurry can then be discarded. This
method has been used to 3D print complex biological struc-
tures using both concentration,’®® and  high
concentration™'®'"* COL-I bioink formulations.

Collagen can also be partially hydrolysed to form gelatin,
which is often used to formulate bioinks for cartilage repair.
Gelatin has superior solubility and rheological properties
when compared to native collagen and it also retains the RGD
cell binding motif which is present in native collagen.'** Thus,
it is a popular biomimetic collagen substitute for 3D printing
purposes. Gelatin is also biocompatible and biodegradable,
and already has approval from the United States Food and
Drug Administration (US FDA) for use in the food and bio-
medical industry, thus it does not present the same regulatory
hurdles as other biomaterials.’** However, gelatin in its unmo-
dified state is not suitable for TE applications due to its low
viscosity at body temperature."'* Therefore, gelatin is often
incorporated into composite bioink formulations with other
biomaterials such as silk fibroin'">™'” or alginate,''® or else
chemically modified to confer crosslinking functionality to the
molecule. The most common example of this is the chemical
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Fig. 4 FRESH 3D printing is conducted by extruding a bioink into a thermoreversible gelatin slurry support bath which can subsequently be melted
and removed by heating to 37 °C (A and B). Heating to 37 °C also allows thermal fibrillation of collagen-based bioinks to occur. The FRESH gelatin
slurry provides mechanical support to the 3D printed bioink filaments and facilitates 3D printing of complex anatomical structures using collagen-

based bioinks (C). A, B and C are re-printed and adapted with from Hinton et a

Advancement of Science (AAAS) (Copyright © 2015, The Authors).

modification of gelatin with methacrylate groups to form
gelatin methacrylate (GelMA)."'*"*° Similar to ColMA, GelMA
is photocrosslinkable in the presence of a photoiniator, such
as 12959 or LAP, and UV light, and both GelMA-only bioinks
and GelMA-containing composite bioinks have been shown to
be biocompatible and promote regeneration of cartilage
tissue."*'"?® Lim et al also further built on the functionality
of GelMA by chemically modifying the molecule with tyrosine
residues which aid integration of the 3D printed scaffold into
the chondral defect.'*’

3.1.2. Hyaluronic acid bioinks for cartilage repair.
Hyaluronic acid (HyA) is a non-sulfated GAG consisting of
repeating disaccharide units of p-glucuronic acid and N-acetyl-
p-glucosamine which is ubiquitous within the human body."*®
In articular cartilage, HyA plays a crucial role in the load-
bearing and friction-reducing properties of the tissue, and so
it is a desirable biomaterial in the field of TE for cartilage
repair.’*®"*° HyA also interacts with MSCs and chondrocytes
via CD44 cell surface receptors, which serve to anchor cells to
proteoglycan aggregates in articular cartilage in vivo, and also
contribute to the synthesis and maintenance of cartilage
ECM."*° The critical role that HyA plays in promoting cartilage
regeneration has been repeatedly highlighted in the literature,
where HyA and its derivatives have been shown to possess
innate chondrogenic properties.'*'~*°

Due to their innate biocompatibility, chondrogenic poten-
tial and shear thinning properties, HyA hydrogels are popular
as bioink formulations for cartilage repair."*' However, the
main drawback with these hydrogels is that they are not
readily crosslinkable for 3D printing applications and so have
poor shape retention post-printing.**> Therefore, when used to
formulate bioinks, HyA hydrogels are often blended with other
biomaterials or chemically modified to confer crosslinking
functionality to the bioink. Biomaterials commonly blended
with HyA to formulate bioinks for cartilage repair include

2468 | Biomater. Sci,, 2022, 10, 2462-2483
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hydrogels such as alginate, which crosslinks in the presence of
divalent cations,'**™**® or GelMA,""” which is photocrosslink-
able, amongst others. As alginate is also a hydrophilic linear
polysaccharide, it is sometimes employed as a crosslinkable
GAG mimetic, and may even be sulfated to further mimic natu-
rally occurring sulfated GAGs such as CS."*® However, as algi-
nate hydrogels do not possess any naturally occurring cell-
binding moieties,"*® blending with HyA can facilitate improved
cell adhesion to the bioink.

HyA is also quite a chemically versatile molecule and can
be modified at the carboxyl, hydroxyl and amide groups
respectively to confer a wide range of crosslinking functional-
ity.">° Similar to ColMA and GelMA which are discussed above,
HyA can also be chemically modified with photocrosslinkable
methacrylate groups to form methacrylated HyA or HyA meth-
acrylate (often abbreviated to ‘MeHA’ or ‘HAMA’) which cross-
links in the presence of UV light and a photoiniator.'>**>*71°¢
Modification of HyA with other chemical groups such as nor-
bornene  groups,’”  thiols,"**"° and amino acid
derivatives,"®>'®" amongst others, also allow for the formation
of crosslinkable hydrogels. Furthermore, the HyA molecule
can be modified to allow for protein-ligand binding (e.g
biotin-avidin binding system) or enzymatic crosslinking func-
tionality which has been shown to improve the printability of
the hydrogels, and promote subsequent cell adhesion and
proliferation.'®>'®* Some studies also report blending modi-
fied HyA and other biomaterials, such as alginate, to further
improve the 3D printing properties and chondrogenic poten-
tial of the bioink,'®> or co-printing with thermoplastics such
as PLA or PCL to improve the mechanical properties of the 3D
printed scaffold.'**">%*>°

However, when chemically modifying HyA hydrogels, it is
important to consider the effects of the modification on the
physiochemical properties and overall biofunctionality of the
HyA molecule. For example, the carboxylic acid group on the

This journal is © The Royal Society of Chemistry 2022
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glucuronic acid subunit is deprotonated at physiological pH
and thus confers a negative charge on the molecule in vivo.'**
This negative charge largely contributes to the swelling pro-
perties of HyA as the HyA hydrogel becomes hydrated and
swells in response to electrostatic repulsion between adjacent
deprotonated carboxylic acid groups.'®® Therefore, chemical
modification of the HyA molecule at the carboxylic acid group
can affect the overall charge of the molecule and thus the
swelling properties of the hydrogel. Similarly, chemical modifi-
cation of HyA can also affect cell interactions with the hydrogel
via CD44 binding. Kwon et al. demonstrated that high degrees
of HyA chemical modification (approximately 40%) can nega-
tively affect CD44-hydrogel interactions and subsequently have
negative effects on MSC chondrogenesis in cell-laden hydro-
gels. However, HyA hydrogels with a lower degree of modifi-
cation (approximately 10-20%) still exhibit improved CD44
binding and chondrogenic potential when compared to inert
hydrogels.'>® Therefore, the degree of HyA modification is an
important consideration when formulating biomimetic
bioinks for cartilage repair using modified HyA hydrogels.

3.1.3. Chondroitin sulfate bioinks for cartilage repair.
Chondroitin sulfate (CS) is a sulfated GAG and, as previously
mentioned, is mostly present in articular cartilage as part of
the larger aggrecan molecule. The large number of negatively
charged CS chains on aggrecan draw water into the molecule,
via a similar mechanism to HyA, which largely contributes to
its swelling properties.'®® It is these unique swelling properties
that allow articular cartilage to withstand repeated compressive
loading so effectively.'"®” The sulfate group on CS gives the
molecule its negative charge and has also been shown to
mediate interactions between CS and positively charged
growth factors, such as TGF-B.'°*'®® Thus, CS contributes to
both the mechanical and biological properties of articular car-
tilage. In the literature, CS has been reported to promote chon-
drogenesis by facilitating pre-cartilage condensation of MSCs,
up-regulation of pro-chondrogenic genes and subsequent
deposition of ECM components.’””®'”! In addition to this, CS
has also been shown to inhibit chondrocyte hypertrophy
under dynamic loading conditions.'”* Therefore, it is not sur-
prising that CS hydrogels have garnered attention in the field
of TE for cartilage repair.

Although CS hydrogels are more popular in the formulation
of injectable, gradient and photocrosslinkable hydrogels for
cartilage repair,'”* % they have also been used to formulate a
number of biomimetic bioinks. When used in the formulation
of bioinks, CS is typically included as part of a composite
bioink and is often chemically modified with methacrylate
(often referred to as CSMA)'®"'5% or catechol'®*'®* groups to
improve bioink printability or adhesion to the cartilage defect
in vivo. For example, Costantini et al. developed a cartilage
ECM mimetic, crosslinkable bioink by blending alginate,
GelMA and CS aminoethyl methacrylate which promoted chon-
drogenic differentiation of bone marrow-derived MSCs.'®!
Abbadessa et al. also developed a thermo-sensitive and photo-
crosslinkable CSMA and poly(N-(2-hydroxypropyl) methacryl-
amide-mono/dilactate)-polyethylene glycol triblock copolymer
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bioink with suitable 3D printing properties, and which also
facilitated the fabrication of scaffolds with tailorable porosity
that promoted chondrogenic cell proliferation.®*

3.1.4. Decellularised extracellular matrix bioinks for carti-
lage repair. As discussed above, the mechanical and biological
functions of native articular cartilage are highly dependent on
the composition and complex biomaterial interactions within
the tissue. In order to better mimic this intricate microenvi-
ronment, some researchers have opted to develop novel
bioinks formulated from decellularised cartilage ECM (dECM).
The ultimate goal when decellularising cartilage tissue is to
remove all cellular material which may trigger adverse reac-
tions in vivo, whilst simultaneously maintaining the ultrastruc-
ture and bioactivity of the tissue. There are a number of ways
in which this may be achieved including the use of chemical
agents, solvents, biologic agents or via physical means such as
freeze-thaw, with each method presenting its own pros and
cons.'®'¥” As described by Crapo et al., dECM should contain
<50 ng double stranded DNA per mg ECM dry weight, <200 bp
DNA fragment length and lack visible nuclear material when
stained with 4',6-diamidino-2-phenylindole (DAPI) or haema-
toxylin and eosin (H&E) before being used for biomedical
applications in order to minimise adverse reactions in the
host.'®®

Cartilage tissue for formulating dECM-based bioinks is typi-
cally derived from porcine,'®**9* caprine'®® or bovine'®*
sources. Following the removal of cellular material and sterili-
sation of the dECM to remove any pathogenic compounds, the
dECM must then be further processed into a hydrogel formu-
lation before being used as a bioink. This is usually achieved
by freeze-drying the dECM, then blending or grinding the
resulting lyophilate into small particles which can then be
solubilised under acidic conditions using the enzyme
pepsin.’®®> Adjustment of the pH and salt concentration to
physiological conditions then neutralises the pepsin and
allows the formation of a dECM hydrogel which, similar to
COL-I hydrogels, wundergoes thermal crosslinking at
37 °C.'18919%:196 Therefore, similar to COL-I hydrogels, com-
plete gelation can take up to 30 mins which poses problems
for the mechanical stability of the 3D printed construct post-
printing.

To overcome this issue, dECM hydrogels are often blended
with other biomaterials when formulating bioinks for cartilage
repair, which also has the added benefit of adding additional
functionality to the bioink. Blending dECM with synthetic bio-
materials such as polyvinyl alcohol (PVA) or PEG allows for the
formulation of biomimetic bioinks with the bioactivity of
native cartilage ECM, but with the enhanced printability and
crosslinking control of a synthetically made bioink.'**'"
dECM has also been blended with silk fibroin to greatly
improve its printability and fabricate structures which mimic
the native architecture of cartilage tissue, and which can sub-
sequently be crosslinked using 1-ethyl-3-(-3-dimethyl-
aminopropyl)  carbodiimide (EDC)/N-hydroxysuccinimide
(NHS)."" Blending dECM hydrogels with a versatile biomater-
ial, such as alginate, allows formulation of bioinks with tune-
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able stiffness and good printability.'> dECM only or dECM
composite bioinks can also be co-printed with polymers such
as PCL to bring the mechanical properties of the 3D printed
scaffold in line with those of native articular cartilage.'®"'°* In
the case of dECM only bioinks, co-printing with a polymer also
provides mechanical scaffolding for the bioink during the 3D
printing and crosslinking processes."**

Similar to other biomimetic biomaterials, dECM can also
be chemically modified with methacrylate groups to confer
crosslinking functionality and thus improve mechanical stabi-
lity of the printed construct. For example, Visscher et al. for-
mulated a methacrylated dECM hydrogel for auricular cartilage
regeneration, which was blended with gelatin, HyA and gly-
cerol to improve bioink printability and initial mechanical
stability of the 3D printed construct. This bioink was shown to
be more stiff and maintain a higher level of chondrocyte viabi-
lity and proliferation than GelMA controls.’®® Overall, the
inclusion of dECM in bioinks for cartilage repair has been
shown to enhance the biocompatibility of the bioink and
chondrogenesis of MSCs.'®*>'*"'%” These bioinks can also be
further funtionalised to facilitate controlled release of bio-
active factors, such as TGF-f, to further increase expression of
pro-chondrogenic genes and subsequent deposition of carti-
lage ECM components.'?*'%3

3.1.5. Interpenetrating network bioinks for cartilage
repair. As previously mentioned, the individual matrix com-
ponents of articular cartilage play a synergistic role at a mole-
cular level in the load-bearing and friction-reducing properties
of the tissue. Therefore, when trying to mirror the properties
of the native tissue and the microenvironment of the ECM,
composite bioinks consisting of a network of two or more poly-
mers can be more advantageous than bioinks consisting of a
single polymer network. If a bioink consists of two individual
crosslinked polymer networks that are physically entangled at
a molecular level but still mutually independent from each
other, it is referred to as an interpenetrating network (IPN)."*®
IPNs consisting of two interpenetrating components with very
different mechanical properties (e.g. one brittle and rigid, and
one soft and ductile) are called double networks, and are of
particular interest in this field due to the fact that native carti-
lage ECM is innately composed of double networks.'”® IPN
bioinks differ from conventional composite bioink formu-
lations in that the individual polymers that make up the
bioink matrix cannot be separated from each other without
breaking crosslinks.?’® An example of such a bioink would be
a GelMA and alginate bioink formulation, similar to that for-
mulated by Wang et al.,"*® which can be photocrosslinked and
then subsequently ionically crosslinked. This facilitates the
fabrication of a scaffold whereby the two composite polymers
are interlocked at a molecular level, but not actually chemically
bonded to each other.

IPN bioinks offer several advantages over single polymer
network bioinks or non-IPN composite bioinks in the field of
cartilage TE. One such advantage is that IPN bioinks have
enhanced compressive stiffness and toughness when com-
pared to the individual biomaterial components that make up
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the bioink.>*’ For example, an alginate and polyacrylamide
IPN hydrogel formulated by Liao et al. was found to have a
compressive modulus approximately four times greater than
its individual biomaterial counterparts.>> Similarly, Li et al.
found that the equilibrium modulus of a gellan gum and PEG
diacrylate (PEGDA) double network IPN was approximately 10
times higher than that of the respective constituent hydro-
gels.””® Thus, IPN bioinks can be tailored to mimic the
mechanical stiffness of articular cartilage ECM, without sig-
nificantly increasing the polymer concentration or crosslink
density. This is beneficial for TE applications as high polymer
concentrations or crosslink densities can hinder cell migration
and attachment, as well as diffusion of nutrients and waste
products.

Another advantage of IPN bioinks is the ability to tune
material properties, such as viscoelasticity or stiffness, in an
independent manner in order to influence cell behaviour.>*°
This fine control of the bioink microenvironment is desirable
as it has been shown that the mechanical and rheological pro-
perties of a cell’s environment have a significant influence on
cell spreading, proliferation and differentiation.>**°” For
example, Lee et al. demonstrated that chondrocytes embedded
in fast relaxing viscoelastic alginate hydrogels undergo higher
levels of proliferation and produce a more extensive and inter-
connected ECM than those embedded in slow relaxing hydro-
gels.?®® Park et al. also demonstrated that MSCs cultured on
stiffer substrates were more likely to differentiate into smooth
muscle cells, while MSCs cultured on softer substrates tended
towards a chondrogenic or adipogenic lineage (dependent on
the presence or absence of TGF-f).>%> This alludes to the criti-
cal role that bioink properties play in regulating chondrocyte
behaviour and thus the ability to control these parameters is
highly desirable in the formulation of bioinks for cartilage
repair.

A number of research groups have employed IPNs of
natural and synthetic biomaterials to formulate bioinks for
cartilage repair with enhanced mechanical properties, biocom-
patibility and chondrogenic potential. Wang et al and
Schipani et al. both developed alginate and GelMA-based IPN
bioinks, which were shown to possess superior mechanical
properties to their constituent hydrogel components and pro-
moted chondrogensis of MSCs and subsequent deposition of
articular cartilage ECM components.”***® Wu et al. designed
a double network IPN bioink composed of gellan gum and
PEGDA which had desirable 3D printing properties and could
undergo non-covalent and covalent crosslinking post-printing
respectively to fabricate scaffolds with versatile mechanical
properties.>*® Ni et al. optimised a double network bioink con-
sisting of silk fibroin and hydroxyl propyl methyl cellulose
methacrylate (HPMC-MA), whereby silk fibroin p-sheets
formed the more brittle primary network and photocross-
linked HPMC-MA formed the ductile secondary network.
Formation of the double network improved the mechanical
properties of the bioink and the bioink was also shown to
facilitate proliferation and chondrogenesis of MSCs.*'® Thus,
this demonstrates that a wide range of biomaterial properties

This journal is © The Royal Society of Chemistry 2022
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can be synergistically combined through the fabrication of
these biomimetic networks.

The main advantages and disadvantages of each bioink
type outlined above are summarised in Table 1 below.

3.2. Functionalising 3D printed scaffolds for cartilage repair
with cells

Complete regeneration of functional cartilage tissue requires
mature chondrocytes which are capable of producing a col-
lagen type II and GAG-rich ECM to gradually replace the
implanted TE scaffold. In the field of TE for cartilage repair,
there are two ways in which cells may be incorporated into the
scaffold. The first method involves implanting a cell-free
scaffold with sufficient porosity into the cartilage defect and
allowing the patient’s own cells to infiltrate the scaffold and
lay down their own ECM.** The second method involves func-
tionalising a bioink with cells which have been harvested
from the patient and expanded in vitro, and subsequently 3D
printing a scaffold embedded with the patient’s expanded
cells in a process known as ‘3D bioprinting’.> However, 3D bio-
printing scaffolds for cartilage repair is not without its chal-
lenges. Thus, the following sections will discuss the consider-
ations that should be taken into account when formulating
cell-laden bioinks for 3D bioprinting scaffolds for cartilage
repair.

3.2.1. Selecting a cell type for cartilage bioprinting. As pre-
viously discussed, MSCs have the ability to differentiate into
chondroprogenitor cells and chondrocytes when provided with
the appropriate biological and physical cues, and thus any of
these cell types can be used for cartilage TE. However, regard-
less of the cell type selected, two main challenges remain
when incorporating cells into bioinks for cartilage repair. The
first is maintaining the viability of cells following exposure to
significant shear stress during the 3D printing process, and
the second challenge is ensuring that the cells differentiate
into, and/or maintain, an articular chondrocyte phenotype.
With regards maintaining cell viability, the bioink can provide
protection to the encapsulated cells against shear stress if it is
not too viscous itself,” and thus most studies report post-print-
ing cell viability levels in excess of 80%, regardless of cell
type.?®104143:214 Maintaining an articular chondrocyte pheno-
type is essential to prevent the formation of mechanically
inferior fibrocartilage and to ensure that the cells do not
become hypertrophic, and this can be controlled through
careful selection of biomaterials and providing the cells with
the correct biological cues.

MSCs are one of the most popular cell types used in carti-
lage TE due to their proliferative and differentiation abilities,
and are usually obtained from bone marrow or adipose
tissue.>'®*'° In fact, MSCs are currently employed clinically to
promote cartilage regeneration as part of the microfracture
surgical procedure, during which tiny fractures are made in
the subchondral bone allowing the release of bone marrow
MSCs into the defect which ultimately develop into fibrocarti-
lage."® There are extensive reports in the literature that show
that MSCs from human,'0123:192:215:220 pa¢ 221,222 1qyine 157
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rabbit®***** and porcine'**'** sources can be successfully
directed towards a chondrogenic lineage when encapsulated
within a suitably formulated biomimetic bioink. For example,
Rathan et al. reported that MSCs encapsulated in a dECM-
functionalised alginate bioink expressed higher levels of the
pro-chondrogenic genes Col2al and ACAN than those encapsu-
lated in the non-functionalised alginate control. However,
gene expression of Collal and RUNX2 was also elevated,
suggesting that a proportion of MSCs had also followed an
endochondral or osteogenic pathway.'®> This highlights the
importance of bioink design when attempting to direct the
differentiation of MSCs.

Articular chondroprogenitor cells (ACPCs) can also be used
to functionalise bioinks for cartilage repair, and similar to
MSCs, have been shown to produce a collagen type II and GAG
rich  matrix when encapsulated within biomimetic
bioinks.?!*??*?2¢ ACPCs can be more advantageous than MSCs
in the field of TE for cartilage repair as they have already
started on a chondrogenic pathway and express high levels of
SOX-9, also known as the master regulator of
chondrogenesis.”””**® Similar to MSCs, ACPCs also have a
good proliferative capacity, are capable of migration and
express similar cell surface markers.**°

Mature chondrocytes from human, porcine, rabbit, bovine
and equine sources have also been successfully shown to
produce articular cartilage-like ECM components in bio-
mimetic 3D  bioprinted  scaffolds  for  cartilage
repair.®124143:212:230°232 Hwever, the main drawback with
using mature articular chondrocytes is that availability of
tissue from which to isolate these cells is limited and the
tissue that can be harvested contains quite a low density of
chondrocytes.*** Mature chondrocytes also have a tendency to
undergo dedifferentiation when cultured in vitro, as is often
seen following the autologous chondrocyte implantation pro-
cedure (ACI).>** However, similar to MSCs, this risk can be
reduced by providing the cells with the correct biological and
physical cues through appropriate selection of biomaterials
and/or inclusion of bioactive factors, in order to maintain an
articular cartilage phenotype.

3.2.2. Selecting a cell density for cartilage bioprinting.
Having selected a cell type to incorporate into the bioink, the
next step is to decide on a suitable cell density for the bioink,
and this is usually expressed as the number of cells in millions
(M) per millilitre (mL) of bioink. In healthy articular cartilage
of the human femoral condyle, the density of chondrocytes
within the tissue varies with distance from the articular
surface, ranging from approximately 24 000 cells per mm® in
the superficial zone, to 10 000 cells per mm?® in the middle
zone, to 7000 cells per mm? in the deep zone.”*” In bioprinting
terms, this is equivalent to approximately 24M cells per mL in
the superficial zone, 10M cells per mL in the middle zone and
7M cells per mL in the deep zone. Therefore, the majority of

bioinks for cartilage repair are functionalised with
MSCs, 123 157:210,221=224 - ACpP(Cg 225226 mature  articular
chondrocytes,**>****¢  or  co-cultures of MSCs and

chondrocytes'>*?** at cell densities of 5M to 20M cells per mL
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to mimic the native cellular composition of human articular
cartilage.

However, studies have also been conducted to investigate
the effects of low cell densities, in the range of 1 to 2M cells
per mL, on chondrogenesis in 3D bioprinted scaffolds.
Henrionnet et al. fabricated scaffolds using an alginate, gelatin
and fibrinogen bioink, functionalised with MSCs at two
respective cell densities — 1M cells per mL and 2M cells per
mL. Interestingly, following 28 days culture in TGF-f1 sup-
plemented media, scaffolds containing the lower cell density
showed more enhanced expression of the chondrogenic
markers Col2al, ACAN and SOX-9.>'* Similarly, Koo et al. 3D
bioprinted a collagen-based scaffold containing rabbit articu-
lar chondrocytes at a density of 1M cells per mL which success-
fully facilitated neo-cartilage formation in osteochondral
defects of the rabbit knee.”® Thus, when provided with a suit-
able micro-environment, low cell densities can also be used to
promote cartilage tissue regeneration.

3.2.3. Incorporating bioactive factors into 3D printed
scaffolds for cartilage repair. The term ‘bioactive factors’ typi-
cally refers to mineral ions, growth factors (GFs) or intracellu-
lar signalling molecules and recent research in the field of TE
has recognised the significant role played by these factors in
the regeneration of cartilage and bone tissue.*”” It has been
widely reported that pro-osteogenic factors such as bone mor-
phogenetic protein 2 (BMP-2)°***¥241 and transforming
growth factor f (TGF-p),>*> as well as pro-angiogenic factors
such as vascular endothelial growth factor (VEGF)**%?*!2%3
and platelet-derived growth factor (PDGF)*** have been used to
promote bone regeneration. Likewise, the critical role played
by the TGF-p superfamily and the SOX family of transcription
factors (SOX-5, SOX-6 and SOX-9 - known as the SOX-Trio),
amongst others, in promoting chondrogenesis and suppres-
sing hypertrophy has also been recognised.>*>**¢ As these bio-
active factors are key in the formation of articular cartilage, it
makes logical sense to exploit these factors to mimic naturally
occurring pro-chondrogenic cues in 3D printed scaffolds for
cartilage repair.

Due to the pivotal role that GFs play in promoting prolifer-
ation and chondrogenic differentiation of MSCs during long
bone formation, they are the most common bioactive factor
used to functionalise 3D printed scaffolds for cartilage repair.
A number of growth factor families have attracted interest in
the field of TE for cartilage repair. The TGF-p family are known
promoters of chondrogenesis, however TGF-f1 and 3 in par-
ticular has been shown to elicit a strong chondrogenic
response during in vitro and in vivo studies.>*’>°° Thus, these
TGF-f isoforms are particularly popular in the field of 3D
printing for cartilage repair, both as a supplement for chon-
drogenic cell media and as a bioink component to enhance
chondrogenesis of MSCs,!*%19%:193:223,251253 The BMP family
are a subgroup of the TGF-p superfamily that have been shown
to regulate almost every step of the chondrogenic pathway. Of
particular relevance to cartilage repair, BMP-2, 4 and 7
promote MSC condensation at the beginning of the chondro-
genic pathway, as well as promoting chondrogenic differen-
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tiation of chondroprogenitor cells by maintain the expression
of the pro-chondrogenic SOX transcription factors.”®>>*
Similar to TGF-f, BMPs can also be added to bioinks for osteo-
chondral repair.>*

Platelet-rich plasma (PRP) is also used as a source of
endogenous GFs for cartilage TE. PRP is obtained by centrifu-
ging a sample of peripheral blood to create a concentrated
pellet of platelets, which release proteins and GFs following
activation.>®® GFs obtained from platelets include IGF-1,
PDGF, TGF-p1 and basic fibroblast growth factor (bFGF),
amongst others, and intra-articular injections of PRP have
been shown to promote the repair of smaller cartilage defects
in clinical studies.?””">*° Thus, a number of recent studies
have attempted to harness the chondrogenic potential of PRP
by incorporating it into 3D printed scaffolds for cartilage
repair.?*"*°7262 For example, Irmak et al. developed a patient-
specific photo-activated PRP and GelMA bioink which facili-
tated the controlled release of the GFs PDGF, TGF-p1 and
bFGF, and enhanced the expression of pro-chondrogenic genes
and deposition of articular cartilage matrix components.>*
The platelets adhered to the GelMA-based bioink via integrin
receptors and were activated upon exposure to near-infrared
light, allowing for the controlled release of GFs. Similarly, Luo
et al. incorporated freshly activated PRP into a 3D bioprinted
MSC-laden GelMA scaffold and implanted it intramuscularly
into a mouse. They found that addition of the PRP promoted
chondrogenic differentiation of the embedded MSCs and
deposition of articular cartilage-specific ECM components.>*!

3.2.4. Cell aggregates, micro-tissues and organoids as
bioink alternatives. Although not within the scope of this
review, it is worth noting that a number of ‘scaffold-free’
approaches to regenerating cartilage tissue have recently come
to the fore in this field. These approaches typically involve gen-
erating precursor tissues in vitro which are already committed
to a chondrogenic lineage, and then implanting these tissues
in vivo to promote healing of articular cartilage defects.”®
These cellular aggregates, micro-tissues and organoids can
also be 3D bioprinted into more complex structures using a
variety of techniques, and thus a biomaterial scaffold may not
be required to support the growth of the new tissue.”** These
cellular building blocks can also be used in tandem with more
traditional biomaterial-based TE approaches in a process
known as modular assembly.”®® An extensive review of this
topic is outlined by Burdis et al.>®®

3.3. Gradient 3D printed scaffolds for cartilage repair

In recent years, there has been a growing acceptance within
the field of TE for cartilage repair that homogenous biomater-
ial scaffolds with a uniform architecture and composition are
not well positioned to mirror the complexity and functionality
of the native tissue. This is where 3D printing has really come
into its own, allowing researchers to fabricate gradient
scaffolds whose structure and composition mimic the zonal
architecture of articular cartilage. Gradients within 3D printed
scaffolds can be achieved by creating zonal differences in para-
meters such as biomaterial composition, pore size, cell density
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or presence of bioactive factors to promote deposition of zone-
specific matrix components. Some examples of 3D printed gra-
dient scaffolds for cartilage repair are outlined below.

3.3.1. Biomaterial gradients. Biomaterial gradients within
a 3D printed scaffold for cartilage repair can be used to induce
zonal production of matrix components by embedded cells.
For example, Zhang et al. 3D printed a gradient ostechondral
scaffold consisting of a hydrogel cartilage layer, a 60%/40%
hydrogel and nanohydroxyapatite calcified cartilage layer and a
30%/70% subchondral bone layer. Following 12 weeks implan-
tation in osteochondral defects of the rat knee, the gradient
scaffolds demonstrated superior healing to the non-gradient
control scaffolds and a zonal organisation of cells and carti-
lage and bone matrix components was evident throughout the
defect site.”*®

3.3.2. Pore size and architecture gradients. The pore archi-
tecture and specifically pore size of a TE scaffold has long
been known to influence cell attachment and differentiation,*?
and some recent studies have exploited this to promote zonal
differentiation of cells within 3D printed gradient scaffolds.
For example, Sun et al. 3D printed a composite scaffold using
PCL and a MSC-laden hydrogel which had a pore size gradient
ranging from 150 pm in the superficial layer to 750 pm in the
deep layer. They reported that cells cultured in the superficial
layer displayed a more articular chondrocyte phenotype, as
determined by the expression of Col2al and deposition of
GAGs, while cells in the deep layer displayed a more hyper-
trophic phenotype, as determined by the expression of
Col10a1.>*” Similarly, Cao et al. used PCL and to 3D print a
scaffold framework with a gradient architecture and pore size
ranging from 300 pm in the superficial zone to 700 um in the
deep zone. When a MSC-laden alginate-based hydrogel was
cast into the PCL framework, cells in the gradient scaffold pro-
duced higher levels of articular cartilage matrix components
than those in non-gradient scaffold controls following three
weeks in culture.>®®

3.3.3. Cell density gradients. Several research groups have
designed multi-layered scaffolds for cartilage repair with cell
density gradients that match the zonal gradient of the native
tissue, as outlined in section 3.2. For example, Ren et al. 3D
bioprinted a collagen type II chondrocyte-laden scaffold with
a cell density gradient ranging from 21M cells per mL in the
superficial zone, to 14M cells per mL in the middle zone
and 7M cells per mL in the deep zone (a 3:2:1 ratio). They
found that ECM production was positively correlated with
cell density and that there was zonal differences in ECM pro-
perties based on cell density, similar to those seen in the
native tissue.”*® Similarly, Dimaraki et al. 3D bioprinted PCL-
reinforced alginate-based zonal scaffolds containing human
chondrocytes at a density of 20M cells per mL in the super-
ficial zone, 10M cells per mL in the middle zone and 5M
cells per mL in the deep zone. They found that distinct
zonal cell densities could be partially maintained over a 25
day culture period and that, similar to Ren et al., creating a
cell density gradient resulted in gradient deposition of carti-
lage ECM components.>®’
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3.3.4. Cell type gradients. When 3D bioprinting cell-laden
scaffolds for cartilage repair, there is evidence to suggest that
using more than one cell type can help create a zonal gradient
and promote articular cartilage matrix production. For
example, Levato et al. found that MSCs synthesised the highest
levels of cartilage matrix, followed by ACPCs, followed by
mature chondrocytes, when encapsulated within a GelMA
hydrogel. However, despite outperforming ACPCs in matrix
production, MSCs expressed much more of the hypertrophic
marker Col10al than ACPCs, while ACPCs produced the
highest levels of the lubricin gene, PRG4. Due to this differ-
ence in gene expression, the authors decided that when 3D
bioprinting a bi-layered scaffold for cartilage repair, MSCs
were more suitable in the middle/deep zone layer, while ACPCs
were more suitable in the superficial layer.>*® This allowed for
the fabrication of an articular cartilage mimetic scaffold with
distinct cellular and ECM distribution. There is also evidence
to suggest that co-cultures of MSCs and mature chondrocytes
help to support more robust chondrogenesis and prevent
expression of hypertrophic markers within biomimetic 3D bio-
printed scaffolds.'**?*?

3.3.5. Bioactive factor gradients. Bioactive factor gradients
can also be incorporated into 3D printed scaffolds for cartilage
repair to promote zonal differentiation of embedded cells. Sun
et al. employed this approach to 3D print a gradient scaffold
which contained TGF-$3-laden PLGA microspheres in the
superficial and middle zones of the scaffold, and BMP-4-laden
PLGA microspheres in the deep zone. Following 12 weeks
implantation in cartilage defects of the rabbit knee, the con-
trolled release of TGFf-3 and BMP-4 induced zonal expression
of PRG4, aggrecan, and collagen types II and X, resembling
native articular cartilage.”*?

4. Bioink formulation — what works
best?

Thus far in this review we have discussed how a variety of
different biomimetic biomaterials, cell types and densities,
and bioactive factors can be used to formulate bioinks for car-
tilage repair. In doing so, we have highlighted a number of bio-
mimetic bioink formulations, each of which possesses desir-
able 3D printing properties, biocompatibility and chondro-
genic potential. However, clear evidence is yet to accrue on
which bioink formulation works best. Although it is a relatively
simple and logical question to pose, differences in experi-
mental procedures make it difficult to draw direct compari-
sons between studies.

Despite this fact, several formulation trends can still be
observed across studies. With regards biomaterial composition
of bioinks, the majority of studies use composite bioinks con-
sisting of two or more biomaterial components. In these
studies, one of these components is often a GAG-derived (e.g. a
HyA-derived biomaterial) or a GAG-mimetic (e.g. alginate) bio-
material, while the other is a collagen-derived (e.g. gelatin or
GelMA) biomaterial. At least one of these biomaterial com-
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Fig. 5 3D bioprinted biomimetic scaffolds for cartilage repair have been shown to facilitate regeneration of articular cartilage in vivo. (A) Surgical
implantation of a PCL-reinforced gelatin, fibrinogen, HA and glycerol with a pore size gradient (ranging from 150 pm in superficial zone to 750 pm
in the deep zone). Following 6 months implantation, the gradient scaffolds displayed better tissue repair than the non-gradient scaffolds in chondral
defects of the rabbit knee. (B) Repair of articular cartilage 3 months and 6 months post-implantation of a 3D bioprinted PCL-reinforced aptamer-
functionalised GelMA and dECM scaffold. (C) In situ 3D bioprinting of a scaffold for cartilage repair using a GelMA and MeHA MSC-laden bioink in a
chondral defect of the sheep knee, and subsequent repair of the defect following implantation for 2 months. A is re-printed and adapted from Sun
et al.>®” with permission from Elsevier (Copyright © 2021, Elsevier B.V.), B is re-used and adapted with permission from Yang et al.>’® (Copyright ©
2021, American Chemical Society), and C is re-used and adapted with permission from Di Bella et al.>’* (Copyright ® 2017, John Wiley & Sons, Ltd).

ponents also possesses crosslinking functionality. With
regards the cellular composition of these bioinks, the use of
MSC and/or chondrocyte-laden bioinks is more popular than
ACPC-laden bioinks. However, regardless of the cell type used,
higher cell densities (in the range of 10 to 20M cells per mL)
are more commonly employed when a single cell density is
present throughout the entire 3D bioprinted scaffold. Where a
cell density gradient is employed in a 3D bioprinted scaffold,
it generally mirrors that found in native articular cartilage, i.e.
approximately 20M mL ™" in the superficial zone, 10M mL™" in
the middle zone and 5M mL™" in the deep zone.

Investigation of the composition of 3D printed scaffolds
used in successful in vivo studies also indicates which bioink
formulations achieve functional regeneration of articular carti-
lage in a living, moving organism. These scaffolds are usually
3D printed ex vivo and surgically implanted into the cartilage
defect, however in some instances the scaffold may be 3D
printed in situ directly into the defect (Fig. 5C).>’>*"" Similar
to in vitro studies, it is difficult to draw direct comparisons
between the results of in vivo studies due to differences in
animal models used and experimental design.”’> However,
similar to above, there are formulation trends present across
studies. Firstly, in a large number of successful in vivo studies,

This journal is © The Royal Society of Chemistry 2022

the bioink (either composite or single component) is co-
printed with a polymer to improve the mechanical properties
of the 3D printed scaffold?®!'?>?23267,270.273274  (pjg  5B),
These polymers are usually thermoplastics with relatively
low melting points, such as PCL. Secondly, gradient 3D
printed scaffolds are frequently used to promote chondral or
osteochondral zonal differentiation of cells and deposition of
ECM components (e.g. pore size gradient, as shown in
Fig. 5A).>%”

5. Future perspectives

From its inception with the development of the first TE bioma-
terial-based scaffolds for skin repair in the 1970s and 1980s,
TE has positioned itself as having immense potential in the
field of modern medicine.>’”> The advent of 3D printed
scaffolds has further advanced this field, allowing for the fabri-
cation of complex biomimetic biomaterial structures with
defined architecture, which can be functionalised with cells
and bioactive factors in a manner that mimics the native
tissue. However, the question still remains - how can the gap
between bench and bedside, which currently hinders the clini-
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cal use of 3D printed scaffolds for the treatment of cartilage
defects, finally be bridged? The answer to this question may
lie in the field of gene therapy.

Gene therapy involves the introduction of a specific genetic
sequence into a cell via complexation with a targeted delivery
vector in order to introduce a new gene, or promote or silence
expression of a pre-existing gene. This, in turn, leads to an
increase or decrease in the expression of a particular protein
of interest. At the beginning the century, the field of gene
therapy suffered a severe setback following reports of severe
side-effects and deaths in clinical trials for gene therapeutic
treatments of X-linked severe combined immunodeficiency
(SCID) and ornithine transcarbamylase deficiency respect-
ively.>’® However, in recent years a range of gene therapeutics
have been granted marketing authorisations worldwide for
the treatment of a number of orphan diseases and cancers,
amongst other conditions.>”” In the last year, in particular,
the field of gene therapy has been catapulted into the lime-
light following the successful development and regulatory
approval of two messenger RNA (mRNA)-based vaccines
against SARS-CoV-2 (also known as Covid-19); the
mMRNA-1273 SARS-CoV-2 vaccine,?”® and the BNT162b2 mRNA
Covid-19 vaccine®”® (colloquially known as the ‘Moderna’ and
‘Pfizer/BioNTech’ vaccines respectively). Both of these vac-
cines contain mRNA encoding for the SARS-CoV-2 spike
protein which is encapsulated in lipid nanoparticles to
enable uptake by cells, subsequently leading to expression of
the spike protein, followed by the desired
response.”®’

Aside from mRNA, other examples of genetic sequences
which can be introduced into cells include pDNA, miRNA and
silencing RNA (siRNA), amongst others.”®' Delivery vectors
used to transport these genetic sequences into the cell can be
viral or non-viral in nature. Lentiviral and adeno-associated
viral vectors are the most commonly used viral vectors in the
field of gene therapy and although they exhibit high transfec-
tion efficiency, safety concerns such as insertional mutagen-
esis have traditionally hindered their clinical use.>”®?%>2%
Therefore, non-viral delivery vectors including layered double
hydroxides  (LDHs),>®*  lipid-based vectors such as
Lipofectamine,*®* polymers such as polyethylenimine (PEI),**¢
inorganic nanoparticles such as nanohydroxyapatite (nHA)**°
and cell-penetrating peptides (CPPs) such as the RALA amphi-
pathic peptide®®” and glycosaminoglycan binding enhanced
transduction (GET) peptides®®® are becoming increasingly
popular in this field. Our own research group has been pio-
neering the concept of gene-activated TE scaffolds for a myriad

immune

of applications including cartilage repair,>®®  bone
repair,>*"?%%2%  gkin repair’**?°> and peripheral nerve
repair.”?

Incorporating these gene therapeutic nanoparticles into
bioinks for cartilage repair would allow for the fabrication of
multi-layered scaffolds with distinct zonal biological cues.
While this approach has been taken with the use of GFs, their
release from 3D printed scaffolds can be difficult to control
and can result in off-target side-effects.>’® Thus, gene therapy
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can be used to promote the expression of pro-chondrogenic
factors in vivo without the risk of adverse effects. The concept
of gene-activation of bioinks was pioneered by members of our
group, Gonzalez-Fernandez et al., who developed a MSC-laden,
pore-forming alginate-based bioink which facilitated the con-
trolled release of RALA and pDNA gene therapeutic nano-
particles. This bioink was used to 3D print a PCL-reinforced
gradient scaffold for osteochondral repair which contained
nanoparticles consisting of RALA and pDNA for TGF-B3,
BMP-2 and SOX-9 respectively in the cartilage layer, and nano-
particles consisting of nHA and pDNA for BMP-2 in the bone
layer. In an in vivo mouse model, these bi-layered gene-acti-
vated scaffolds facilitated the production of a bone layer, over-
laid with a collagen type II and GAG-rich articular cartilage
layer.>®

Therefore, the development of these novel bioinks is build-
ing on recent successes in the fields of TE and gene therapy to
deliver next generation 3D printed gene-activated scaffolds.
These gene-activated scaffolds could potentially bridge the
aforementioned gap between the bench and bedside, leading
to a novel clinical treatment for a myriad of conditions includ-
ing chondral and osteochondral defects, skin wounds and
spinal cord injury, to name a few. Thus, this field has the
potential to greatly improve quality of life for patients
worldwide.

6. Conclusion

To conclude, the development of TE scaffolds, which are 3D
printed using biomimetic bioinks functionalised with cells
and bioactive factors or gene therapeutics, may finally offer the
opportunity to develop scaffolds which fully recapitulate the
complex zonal architecture of native articular cartilage and
thus increase the likelihood of an effective clinical treatments
for cartilage repair. The ability to restore functionality to the
articular joints of patients would have a profound effect on the
quality of life of millions of patients worldwide.
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