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Abstract 

Osteoarthritis (OA) is the most common type of joint disease, characterised by destruction 

of the articular cartilage and progressive joint failure, ultimately resulting in restricted 

mobility and chronic pain. Current treatments for OA are mainly limited to lifestyle changes, 

short-term pain relief and eventual joint replacement surgery. MicroRNAs are short non-

coding RNAs which primarily downregulate expression of target genes by binding to 

complimentary sequences in the 3ô-UTR of mRNAs. Previous research in our group 

highlighted a potential role for miR-29 in OA. MiR-29 family members were upregulated in 

OA cartilage and directly regulated the expression of several genes involved in OA. In this 

study, the role of miR-29 in cartilage and OA was further explored using in vitro and in vivo 

models. 

Members of the ADAMTS family of metalloproteinases were targeted by miR-29b-3p in 3ô-

UTR luciferase reporter assays. In SW1353 cells and HACs overexpression of miR-29b-3p 

downregulated expression of ADAMTS12. TGF-ɓ1 treatment of HACs downregulated 

expression of ADAMTS1, ADAMTS3, ADAMTS5, ADAMTS9, ADAMTS12, ADAMTS13, 

ADAMTS15, ADAMTS19 and ADAMTS20, whereas expression of ADAMTS2, ADAMTS4, 

ADAMTS6, ADAMTS10 and ADAMTS14 was upregulated. The miR-29 family are 

recognised as key epi-miRNAs and overexpression of miR-29b-3p in SW1353 cells and 

HACs downregulated expression of DNMT3A, TET2 and TDG. In SW1353 cells miR-29b-

3p reduced global 5-methylcytosine levels but methylation array and bisulfite PCR 

pyrosequencing analyses failed corroborate this. 

To investigate the role of miR-29 in vivo, mice with cartilage-specific knockout of miR-29ab1 

and miR-29b2c, independently (AB1-KO and B2C-KO) and simultaneously (DKO), were 

generated. AB1-KO and DKO mice were born at lower frequencies and weighed less than 

littermate controls at 12 weeks. MiR-29 knockout mice also had shorter femurs by 12 weeks 

with no differences in femur width or bone density. For DKO mice, preliminary analyses (n 

Ò 3) of 12-week aged legs found reduced growth plate area and cell count, and increased 

OA following surgical induction. Analysis of a larger sample size will be needed confirm this. 

In 3-week aged DKO hip cartilage, mRNA-sequencing identified 1324 differentially 

expressed genes (683 upregulated and 641 downregulated) with upregulated genes 

enriched for extracellular matrix, TGF-ɓ signalling and endochondral ontologies. 

In conclusion, these data suggest an important role for miR-29 in cartilage development 

and the pathogenesis of osteoarthritis through antifibrotic effects, mediated by regulation of 

ADAMTSs and TGF-ɓ signalling. 
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1 Introduction 

Osteoarthritis (OA) is a degenerative joint disease characterised by progressive destruction 

of articular cartilage as a result of an imbalance in extracellular matrix (ECM) turnover and 

ultimately, remodelling of the joint (Umlauf et al., 2010). Consequently, OA leads to 

significant pain and impairment of joint movement that can be severely debilitating to the 

sufferer (Loeser et al., 2012). OA is estimated to affect around 8.5 million people in the UK 

(Versus Arthritis, 2021) with 9.6% and 18% of men and women over 60 respectively 

predicted to have OA worldwide (WHO, 2016). The cost of direct and indirect care for 

rheumatoid arthritis (RA) and OA was estimated to be £21.6 billion in the UK for 2010 with 

£5.2 billion being spent on direct care for OA alone (Economics, 2010). Moreover, as life 

expectancy increases, it is predicted that degenerative joint disorders will affect more than 

130 million people by 2050 (Maiese, 2016). Therefore, it is clear that there is much to be 

gained from an increased understanding of the aetiology of OA and the development of 

therapies for its treatment. 

1.1 Physiology of the synovial joint 

Synovial joints such as those found in the knee, elbow, hip and fingers function to allow the 

movement of skeletal elements about one or more axes relative to each other ï they are 

freely movable or diarthrodial (Figure 1.1) (Tortora et al., 2017). Typically, these skeletal 

elements are separated by a narrow articular cavity in which the interfacing bone surfaces 

are covered with a layer of hyaline cartilage acting to protect the ends of the bones by 

distributing loads, absorbing pressure and reducing friction. The articular cavity is 

surrounded by the joint capsule, consisting of the inner synovial and outer fibrous 

membranes.  

The synovial membrane is made up of highly vascular areolar tissue, sometimes 

interspersed with cushioning adipose tissue, and secretes lubricating synovial fluid into the 

joint cavity in order to reduce friction thus allowing for wear-resistant articular movement 

(Drake et al., 2009). Synovial fluid is an ultrafiltrate of blood plasma and contains the 

lubricating molecules hyaluronan and lubricin (Hui et al. 2012). In addition to functioning as 

a lubricant, synovial fluid also plays an important role in joint metabolism allowing for the 

transport of nutrients, waste and signalling molecules within the joint cavity (Hui et al. 2012). 

Phagocytic cells may also be found in the synovial fluid functioning to eliminate potential 

pathogens and tissue debris from joint wear and tear (Tortora et al., 2017). 
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In contrast, the outer fibrous membrane plays a more structural role in synovial joints. 

Composed mostly of collagen fibrils, the dense connective tissue in the fibrous membrane 

confers the necessary flexibility required for joint movement along with a high tensile 

strength which prevents joint dislocation (Drake et al., 2009; Tortora et al., 2017). Whilst the 

synovial membrane is attached to the bone at the point at which it interfaces with the 

cartilage, the fibrous membrane can be seen as a continuation of the periosteum, a tough 

layer of connective tissue surrounding the bone (Drake et al., 2009; Tortora et al., 2017). 

Finally, synovial joints may contain several other structures. Bursae are small sacs of 

synovial fluid found close to tendons, bone or skin and function to reduce friction in these 

areas. Extracapsular and intracapsular tendons are sometimes found outside or inside the 

articular capsule respectively and provide additional tensile strength to these joints (Tortora 

et al., 2017). Articular pads or menisci are pads of fibrocartilage found in the knee joint. As 

well as providing additional shock resistance, these structures are also thought to be 

involved in the distribution of weight and synovial fluid across the articular surfaces (Drake 

et al., 2009; Tortora et al., 2017). 

 

 

Figure 1.1. Structure of the synovial joint. Synovial joints allow for uni or multiaxial movement of skeletal 
bones relative to each other. Hyaline cartilage protects the articular bone surfaces and in conjunction with 
lubricating molecules secreted by the synovial membrane, provides a low friction surface for movement. 
Taken from Drake et al., 2009. 
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1.1.1 Articular Cartilage 

The opposing bone surfaces in the articular joint are covered with a layer of hyaline cartilage 

(the articular cartilage). Articular cartilage consists of a highly specialised ECM maintained 

by specialised cells called chondrocytes and functions in reducing friction and protecting 

articular bone surfaces during joint movement. Therefore, correct formation of articular 

cartilage is important for the functioning of the articular joint. 

1.1.1.1 Chondrocytes 

Chondrocytes are the sole cellular occupants of articular cartilage making up only 1-5% of 

the cartilage volume (Stockwell, 1967; Bhosale et al., 2008). They are highly specialised 

cells responsible for maintaining cartilage homeostasis by regulating the production and 

turnover of the ECM. Maintenance of the ECM is achieved through the synthesis of 

structural matrix components such as collagens (type II, IX, and XI), glycoproteins, 

proteoglycans and hyaluronan (Archer et al., 2003; Akkiraju et al., 2015). Conversely, along 

with cells in the synovium, chondrocytes produce catabolic proteases such as members of 

the matrix metalloproteinase (MMP), a disintegrin and metalloproteinase (ADAM) 

proteinase, and a disintegrin and metalloproteinase with thrombospondin motifs (ADAMTS) 

families in response to a variety of cytokines and growth factors (Rowan, 2001). 

Chondrocytes originate from mesenchymal stem cells (MSCs) in the developing embryo 

which subsequently undergo a programme of chondrogenesis (Archer et al., 2003) (Figure 

1.2). Chondrogenesis begins with migration towards, and condensation at future skeletal 

elements of MSCs. Condensation of MSCs leads to the formation of dense cell aggregates 

which are separated from surrounding tissues by the perichondrium - a thin layer of 

elongated cells (Prein et al., 2019). Inside the cartilage anlagen expression of transcription 

factors such as SRY-related HMG box-containing 9 (SOX9), a so-called ómaster regulatorô 

of chondrogenesis, causes the rapid differentiation of MSCs into chondrocytes (Bi et al., 

1999; Akiyama et al., 2002). SOX9 expression also triggers the expression of molecules 

such as collagen II and aggrecan leading to the deposition of ECM (Lefebvre et al., 1998; 

Sekiya et al., 2000) 

Moving forwards, chondrocytes have multiple fates. Those destined for the articular 

cartilage will continue to proliferate in the developing anlagen and contribute to the 

formation of the ECM, a process which is tightly coordinated by a complex network of 

regulators including many members of the bone morphogenetic protein (BMP) and 

fibroblast growth factor (FGF) families (Goldring et al., 2017). Whereas cells destined to 

contribute to growth plate and bone formation will further differentiate into hypertrophic cells, 
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undergo cartilage matrix calcification and ultimately facilitate endochondral ossification 

(Archer et al., 2003; Goldring et al., 2006). 

In articular cartilage, chondrocytes are isolated within a dense ECM. The articular cartilage 

is avascular, therefore chondrocytes rely on diffusion for the receipt of nutrients and 

metabolites (Sophia Fox et al., 2009). In addition, given that the microenvironment of the 

chondrocyte is hypoxic (as low as 1% v/v in the deep zone), chondrocyte metabolism is 

dependent on anaerobic respiration. Chondrocytes are therefore heavily reliant on 

glycolysis (occurring in the cytoplasm) and are found to possess very few mitochondria 

(Archer et al., 2003). In light of this, it has been shown that genes involved in the hypoxic 

response such as hypoxia-inducible factor-1Ŭ (HIF-1Ŭ) are essential for chondrocyte 

survival in differentiated cartilage (Schipani et al., 2001) and that HIF-1Ŭ can promote 

chondrogenesis by upregulating SOX9 and inhibiting BMP2-induced osteogenesis (Zhou et 

al., 2015).  

 

 

 

 

 

 

Figure 1.2. Overview of chondrogenesis. Chondrogenesis begins with the condensation of MSCs. Within 
the condensing cell aggregate expression of SOX9 in conjunction with its cofactors, SOX5 and SOX6, 
promotes the differentiation of MSCs into chondrocytes. Depending on the fate of differentiating chondrocytes, 
they may continue to proliferate and form cartilage, or undergo further hypertrophic differentiation culminating 
in endochondral ossification and bone formation. Taken from Song and Park, 2020. 
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1.1.1.2 Extracellular matrix 

Articular cartilage consists of a dense ECM made up primarily of water, collagen and 

proteoglycans with various other non-collagenous proteins and glycoproteins being present 

to lesser extents (Buckwalter et al. 2005). The ECM of articular cartilage is sparsely 

populated with and maintained by a small number of chondrocytes. It is also aneural, 

avascular and alymphatic meaning that chondrocytes therefore rely on diffusion from the 

synovial fluid and subchondral bone vasculature for the receipt of nutrients and signalling 

molecules (Bhosale and Richardson 2008). 

The complex network of collagen and proteoglycans (primarily aggrecan), interspersed with 

glycoproteins and water gives the ECM of articular cartilage the characteristic resistance to 

compression required to protect the articulating joint. Moreover, the secretion of lubricants 

such as lubricin and hyaluronan at the surface of the articular cartilage allow for the friction-

free movement of joint surfaces during articulation. 

Zones 

It is important to consider that the ECM of articular cartilage is not homogeneous in its 

structure, function or morphology. Therefore, four zones have been identified: superficial, 

transitional, middle (or deep), and calcified cartilage (Figure 1.3) (Buckwalter et al., 2005; 

Pearle et al., 2005; Bhosale et al., 2008; Sophia Fox et al., 2009). 

The superficial zone is the outermost and thinnest zone of the articular cartilage making up 

between 10% and 20% of the cartilage thickness (Pearle et al., 2005; Sophia Fox et al., 

2009; Shetty et al., 2014). Consisting of a dense layer of collagen fibrils laying parallel to 

the articular surface and covering a similarly parallel layer of ellipsoid chondrocytes, the 

superficial zone provides the smooth surface required for articular movement whilst also 

resisting shear (Pearle et al., 2005). In addition, the superficial zone may also function as a 

kind of óskinô for the articular cartilage, preventing the exchange of large molecules with the 

synovial fluid and isolating it from the immune system (Buckwalter et al., 2005). Given the 

superficial zone is the outermost layer of the articular cartilage and is responsible for 

allowing smooth articulation, it is not surprising that structural damage to superficial zone is 

one of the first changes observed in induced models of OA (Guilak et al., 1994; Bo et al., 

2012; Boyce et al., 2013). Interestingly, recent evidence suggests that cells in the superficial 

zone are actually self-renewing progenitors of middle and deep chondrocytes (Li et al., 

2017). Therefore, the superficial zone may represent a stem cell niche capable of producing 

new chondrocytes that could participate in and/or augment cartilage repair. 
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Beneath the superficial zone, making up 40-60% of the cartilage volume, is the transitional 

zone (Pearle et al., 2005; Sophia Fox et al., 2009). As the name implies the transitional 

zone is morphologically intermediate between the superficial and deep zones (Buckwalter 

et al., 2005). Collagen fibrils within this zone are thicker than those in the superficial zone 

and are arranged obliquely (Pearle et al., 2005). Whilst increased amounts of proteoglycans 

are present in the transitional zone compared to the superficial zone, less water is found in 

this zone (Buckwalter et al., 2005). Chondrocytes of the transitional zone are typically 

spheroidal and less densely populated (Sophia Fox et al., 2009) while possessing an 

increased amount of synthetic organelles (Buckwalter et al., 2005). Collectively, these 

characteristics confer increased resistance to compression when compared to the 

superficial zone (Pearle et al., 2005) and as such, the transitional zone is recognised as the 

first with resistance to articular cartilage compression (Sophia Fox et al., 2009). 

Continuing down into the articular cartilage, we find the deep zone, representing 30% of the 

articular cartilage (Pearle et al., 2005). Compared to the transitional zone, the deep zone 

contains yet thicker collagen fibrils arranged perpendicular to the articular surface, the 

highest concentration of proteoglycans and the lowest concentration of water (Buckwalter 

et al., 2005). Consequently, the deep zone is responsible for the majority of resistance to 

compression (Pearle et al., 2005). Chondrocytes in the deep zone are again spheroidal, 

however they are arranged in columns parallel to the collagen fibrils and perpendicular to 

the articular surface (Sophia Fox et al., 2009). Finally, a thin calcified cartilage zone 

separates the deep zone from the subchondral bone which is marked by a so-called ótide 

markô (Pearle et al., 2005). The ECM in this zone is highly calcified and sparsely populated 

with hypertrophic chondrocytes (Sophia Fox et al., 2009). As well as providing shock 

absorption, the calcified cartilage zone also functions to anchor the collagen fibrils of the 

deep zone to the underlying subchondral bone (Sophia Fox et al., 2009). 

 

 

 

 

 

 

 

 

 



23 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 1.3. Articular cartilage zones. Four zones are often identified in articular cartilage: Superficial, 
transitional, deep and calcified. In the superficial zone chondrocytes are ellipsoid and collagen fibrils are parallel 
to the articular surface. In the transitional zone, chondrocytes are spheroid and collagen fibrils randomly 
orientated. Chondrocytes in the deep zone are arranged in columns and collagen fibrils are perpendicular to 
the articular surface. The tide mark separates the deep zone from the calcified cartilage which interfaces with 
the subchondral bone. Histological section of a normal articular surface (right) adapted from Shetty et al. 2014. 
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Regions 

In addition to the previously discussed zones in articular cartilage, three regions or 

compartments are also distinguished in the ECM based on their proximity to the 

chondrocyte: pericellular, territorial and interterritorial (Buckwalter et al., 2005; Sophia Fox 

et al., 2009; Heinegård et al., 2011).  

The pericellular region is rich in proteoglycans and non-fibrillar collagens but contains few 

collagen fibrils (Buckwalter et al., 2005). Directly surrounding the chondrocyte, the 

pericellular region attaches to the cell membrane and communicates mechanical stress and 

changes in the ECM to the chondrocyte via cell surface receptors, for example: the 

interaction between hyaluronan and CD44 receptor (Andhare et al., 2009; Heinegård et al., 

2011; Houard et al., 2013). Adjacent to the pericellular region, the territorial region forms a 

basket-like structure of collagen around one or clusters of chondrocytes and is thought to 

provide structural protection during mechanical loading of the tissue (Buckwalter et al., 

2005). Finally, making up the majority of the ECM in articular cartilage is the interterritorial 

region. Collagen fibril orientation and proteoglycan abundance in this region vary according 

to cartilage zone and thus, the interterritorial zone confers most of the biomechanical 

properties of articular cartilage (Sophia Fox et al., 2009). 

1.1.1.2.1 Collagen 

Collagens are the most abundant proteins in animals and account for one third of total 

protein in humans (Shoulders et al., 2009) and two thirds of the dry weight of articular 

cartilage (Eyre, 2002). The majority of the biomechanical properties of articular cartilage 

arise from the network of cross-linked collagen fibrils in collaboration with proteoglycans 

such as aggrecan. As previously discussed, the differential arrangement of collagen fibrils 

within different zones of the articular cartilage confers the specialised function of this tissue.  

Collagens are initially secreted as pro-peptides (procollagens) by chondrocytes. Individual 

collagen pro-Ŭ chains are translated by endoplasmic bound-ribosomes and subsequently 

combine in parallel with two other Ŭ-chains to form the triple stranded helical procollagen 

molecule which is then secreted into ECM. Cleavage of procollagen by specific N (e.g. 

ADAMTS-2, 3 and 14) and C-terminal proteases (e.g. BMP-1 and mTLD) produces mature 

collagen fibrils which are less soluble (Bekhouche et al., 2015; Vadon-Le Goff et al., 2015), 

and self-assemble into the macroscopic fibrils and networks which form the majority of the 

ECM in articular cartilage (Shoulders et al., 2009). This self-assembly process is regulated 

by extrinsic factors which facilitate the complex 3D organisation and tissue-specific 

arrangement of collagen (Holmes et al., 2018). 



25 

 

1.1.1.2.1.1 Type II collagen 

Articular collagen fibrils consist predominantly (Ó90%) of type II collagen with the minor 

collagens (VI, IX, X, XI, XII, XIV and XXVII) being present to lesser extents (Eyre, 2002; 

Luo et al., 2017). Type II collagen is transcribed from the COL2A1 gene and is expressed 

mainly in articular cartilage, intervertebral discs and with limited expression in the vitreous 

of the eye (Cheah et al., 1991; Khetarpal et al., 1994). Post-secretion, three Ŭ1 collagen II 

fibrils assemble into a three dimensional triple helical polymer in which the molecules are 

heavily cross linked in a head-to-tail (N-to-C) orientation (Bruckner et al., 1994). Typically, 

type II collagen is coassembled with type XI collagen and accompanied by covalent 

crosslinking to type IX collagen and interactions with small proteoglycans (Mendler et al., 

1989) (Figure 1.4). Due to the low turnover of collagen (predicted turnover rate of 400 

years), the tissue regeneration needed to repair ECM damage typical of OA pathogenesis 

is slow and difficult (Maroudas et al., 1992).  

Given the major role of collagen II in cartilage structure and function, it is unsurprising that 

mutations associated with the COL2A1 locus can have significant consequences. 

Homozygous knockout of type II collagen in mice results in early lethality, either just before 

or shortly after birth with disorganised and atypical organisation of both cartilage and long 

bone structures (Li et al., 1995). In humans over 30 mutations in the collagen II locus have 

been identified with the general clinical phenotype being mild to severe spondyloepiphyseal 

dysplasia (Horton, 1996). 
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1.1.1.2.1.2 Minor collagens 

Minor collagens identified in articular cartilage include types IX, X, XI, VI, XII, XIV, and 

XXVII, and although present to a lesser extent than type II, they are still important. Minor 

collagens extensively cross link with collagen II and other minor collagens contributing 

significantly to the physical properties of articular cartilage (van der Rest et al., 1988; Luo 

et al., 2017). Type VI collagen is a microfibrillar collagen involved in the anchoring of 

chondrocytes to the pericellular matrix by binding ECM proteins such as collagen II 

(Bidanset et al., 1992) and facilitating cell-matrix interactions (Pfaff et al., 1993). Type IX, 

XII, XIV, XVI, and XXII collagen do not form fibrils alone, but associate with the surface of 

other fibrils such as type II and VI (Luo et al., 2017) 

Evidence of the importance of the minor collagens can be seen in the fact that mutations, 

either in engineered mice or humans with genetic diseases, result in overt and often severe 

phenotypes. Knockout of collagen IX in mice results early onset degenerative joint disease 

(Fässler et al., 1994) and concurrently, linkage and gene associated studies have 

highlighted an association between type IX collagen and hip OA (Mustafa et al., 2000; Näkki 

et al., 2010). Similarly, knockout of collagen VI accelerated development of OA in mice 

Figure 1.4. Collagen assembly. Assembly of collagen fibril proceeds by trimerization of Ŭ1 collagen II units 
followed by the addition of minor collagens including type IX and XI. Fibrils are further assembled in collagen 
fibres, ultimately forming part of the extracellular matrix and articular cartilage. Modified from Bielajew et al, 2020. 
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(Alexopoulos et al., 2009) with altered distribution and upregulation of collagen VI being 

observed in human osteoarthritic cartilage samples (Nugent et al., 2009). 

1.1.1.2.2 Aggrecan 

Proteoglycans, consisting of glycosaminoglycans (GAGs) covalently attached to a core 

protein, are another major structural component of articular cartilage (Watanabe et al., 

1998). In contrast to the tensile strength conferred by collagen, the turgor generated by 

proteoglycan water retention contributes to the compression resistance of articular cartilage 

(Venn et al., 1977). 

The major proteoglycan in articular cartilage is aggrecan. In articular cartilage, aggrecan 

molecules associate with hyaluronan and link proteins in aggregates that are immobilised 

in a collagen network (Dudhia, 2005). Aggrecan consists of two N-terminal globular domains 

(G1 and G2) separated by an interglobular domain (IGD) followed by a long GAG-

attachment domain between G2 and the C-terminal globular domain (G3) (Hardingham et 

al., 1992). The G1 region is responsible for interacting with hyaluronan whereas the function 

of the G2 region remains unclear (Hascall et al., 1974). In contrast to the G1 domain, the 

IGD region has been shown to be susceptible to degradation by many matrix degrading 

enzymes (Fosang et al., 1992). The GAG-attachment region is long and has numerous 

keratan sulfate (KS) and chondroitin sulfate (CS) chains attached. It is these negatively 

charged CS and KS GAG chains which are responsible for the osmotic properties of 

aggrecan (Venn et al., 1977). Finally, the G3 is essential for proper intracellular trafficking 

and secretion of aggrecan (Zheng et al., 1998) however it is often proteolytically cleaved in 

the ECM (Dudhia et al., 1996).  

Up to 100 CS and 60 KS chains may be attached to the GAG-attachment region of an 

aggrecan molecule (Kiani et al., 2002). Therefore, aggrecan molecules are polyanionic and 

attract counter mobile ions such as Na+ which, in turn, draws water into the cartilage causing 

the ECM to expand (Venn et al., 1977; Kiani et al., 2002). It is the swelling of these dense 

aggrecan aggregates immobilised within the collagen network that confers the characteristic 

resistance to compression of articular cartilage. In addition, while the movement of large 

molecules is inhibited, the negative charge of the proteoglycans does allow for the diffusion 

of smaller molecules which is essential for chondrocyte nutrition and exchange of 

metabolites with the synovial fluid (Dudhia, 2005). 
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1.1.2 Subchondral bone 

Along with the articular cartilage, the subchondral bone is said to form a functional 

osteochondral unit responsible for shock absorption and load distribution in the synovial 

joint (Hügle et al., 2017). In contrast to articular cartilage, subchondral bone is highly 

vascularised and dynamic. Subchondral bone is constantly being remodelled due to 

reciprocal resorption and formation (Imhof et al., 2000) and, as opposed to growing via 

internal expansion, bone growth occurs through the apposition of matrix and osteoblasts on 

existing surfaces (Rauch, 2005). 

In the synovial joint, the bone layer directly beneath the cartilage is called the subchondral 

bone plate or the cortical end plate. The cartilage protrudes irregularly into the underlying 

bone - somewhat resembling a jigsaw puzzle - allowing for the transformation of shear 

forces into tensile and compressive forces (Imhof et al., 2000). The subchondral bone plate 

vasculature is in close proximity to the articular cartilage, breaching into the calcified 

cartilage zone in places and thus, these vessels contribute at least 50% of the glucose, 

water and oxygen supplied to the cartilage whilst also playing a role in the absorption of 

metabolic waste (Imhof et al., 2000). 

Bone formation and development in the appendicular skeleton is achieved through the 

replacement of cartilage with mineralised bone, or endochondral ossification. Briefly, 

subsequent to the differentiation of chondrocytes into non-proliferating hypertrophic cells, 

osteoblast progenitors, osteoclasts (bone resorbing cells), blood vessel endothelial cells 

and hematopoietic cells invade the now vacant lacuna (Berendsen et al., 2015). 

Hypertrophic cartilage is then resorbed and the osteoblast progenitors give rise to trabecular 

bone forming osteoblasts, osteocytes and stromal cells while hematopoietic and endothelial 

cells form the bone marrow (Maes et al., 2010). 

Similar to articular cartilage, bone consists predominantly of cross-linked collagen fibrils. 

However, whereas collagen II is the major collagen in articular cartilage, collagen I accounts 

for approximately 80% of the total protein in bone with collagens III and V being present to 

lesser extents (Viguet-Carrin et al., 2006). Following secretion of the osteoid bone matrix 

by osteoblasts, deposition of calcium phosphate crystals on and within the collagen I matrix 

results in calcification of the bone matrix around osteocytes conferring the stiffness of the 

bone (Viguet-Carrin et al., 2006). Although osteoblasts may appear isolated from other cells 

due to immobilisation in the bone matrix, communication with other osteoblasts and 

osteoclasts and thus, bone homeostasis, is facilitated by direct cell-cell contact (Furuya et 

al., 2018), gap junctions and the diffusion of paracrine factors (Jeansonne et al., 1979; 

Matsuo et al., 2008). 



29 

 

1.1.1 Synovium 

The non-cartilaginous surfaces of the synovial joint are lined with the synovial membrane 

or synovium. Two layers are distinguished in the synovium: the relatively thin (1-2 cells) 

inner-facing intima and the mostly acellular outer subintima layer (Smith, 2011). The 

synovium provides a deformable packing allowing for movement of the joint and is 

responsible for the production and maintenance of the synovial fluid responsible for joint 

lubrication. Moreover, the synovium facilitates nutrient exchange and acts as a barrier 

controlling what can and cannot enter the joint capsule (Monemdjou et al., 2010; Smith, 

2011). 

Cells of the synovium are referred to as synoviocytes and are broadly divided into type A 

and B synoviocytes (Barland et al., 1962). Type A synoviocytes are macrophage-like cells 

responsible for the clearance of debris and pathogens from the joint space along with the 

secretion of pro-inflammatory cytokines and cartilage degrading enzymes. In contrast, type 

B synoviocytes are fibroblasts which secrete hyaluronan and lubricin ï major components 

of the synovial fluid (Monemdjou et al., 2010). Hyaluronan and lubricin are glycoproteins 

responsible for allowing near-frictionless movement of articular surfaces (Radin et al., 1971; 

Swann et al., 1985). 

1.2 Osteoarthritis 

Osteoarthritis is the most common type of joint disease and is characterised by degradation 

of the articular cartilage, thickening of the subchondral bone, osteophyte formation and 

inflammation of multiple joint components. Not only does OA contribute a significant 

economic burden in terms of the cost of care and losses in productivity, patients with OA 

suffer from chronic pain and disability. Significantly, current treatments are largely palliative 

with paracetamol and non-steroidal anti-inflammatory drugs (NSAID) frequently 

recommended for short-term pain relief and joint replacement being offered at the end point 

of the disease. There are no disease modifying drugs capable of slowing, stopping or 

reversing disease progression which are in routine use (Hunter et al., 2019; Vincent et al., 

2022). Clearly then, there is much to be gained from an increased understanding of the 

pathophysiology of OA and the development of treatments for this disease. 

OA is traditionally classified as either primary or secondary, primary being idiopathic and 

secondary being the result of injury or predisposing factors such as obesity (Vincent et al., 

2022). However, given that pain mostly precedes cartilage destruction, patients often 

present with advanced joint degeneration and thus, distinction between primary and 

secondary OA can be complicated. Regardless, a universal aetiological feature of OA is an 

altered mechanical load with other factors such as age, obesity and genetics likely 
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contributing to the heterogenous and unpredictable nature of disease progression (Vincent 

et al., 2022) 

Functionally, OA progression is driven by an imbalance in cartilage anabolism and 

catabolism whereby tissue homeostasis is shifted towards matrix degradation. Through 

injury, age, or predisposing factors the mechanical load experienced by the articular 

cartilage, or indeed the ability of the articular cartilage to resist otherwise normal load is 

altered, leading to tissue damage. Following this, disease progression is characterised by 

loss of articular cartilage, inflammation of the synovium and formation of osteophytes and 

subchondral bone lesions (damage) (Figure 1.5) (Vincent et al., 2022). 

In OA, chondrocytes undergo an injury-like response, recapitulating early developmental 

programs (Goldring et al., 2009). Chondrocytes secrete increased levels of matrix 

remodelling enzymes as well as inflammatory mediators, such as interleukin-1ɓ (IL-1ɓ) and 

tumour necrosis factor-Ŭ (TNF-Ŭ) (Melchiorri et al., 1998). Although normally involved in 

cartilage formation, repair, and remodelling, in OA, these enzymes drive cartilage 

degradation. In addition, chondrocytes begin to undergo hypertrophy, proliferation and 

calcification in a process comparable to endochondral ossification (Goldring et al., 2009). 

Changes in the mineral content and thickness of calcified cartilage are associated with an 

advancement of the tide mark which may compromise the mechanical properties of the 

articular cartilage (Oettmeier et al., 1989; Bonde et al., 2005). 
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Figure 1.5. Pathologic changes associated with osteoarthritis. (A) Osteoarthritis is characterised by 
progressive cartilage degradation, thickening of the subchondral bone, the formation of cartilage lesions and 
inflammation of the joint (red). Modified from Cicuttini and Wluka (2014). (B) Safranin-O staining of normal 
(left) and osteoarthritic (right) articular cartilage shows damage to the superficial zone, loss of GAGs (red) 
and a reduction and clustering of chondrocytes. Taken from Vincent and Watt (2022). 
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1.2.1 Risk factors 

The aetiology of OA is complex with biological factors such as genetics, age and gender, 

as well as environmental factors such as weight, injury and smoking all influencing disease 

progression (Loeser et al., 2016; M. B. Johnsen et al., 2017; Marianne Bakke Johnsen et 

al., 2017; Vincent et al., 2022). Importantly, although many risk factors such as obesity and 

physical activity are modifiable and thus amenable to preventative interventions, others 

such as age, sex and genetics are not. Whilst uncovering the mechanisms behind non-

modifiable risk factors can aid our understanding of OA pathogenesis and the development 

of novel therapies, studies highlighting modifiable risk factors may be more informative if 

we want to prevent OA progression in the first place. Much work has been done using 

statistical analysis to identify OA risk factors in large cohorts, but it is important that such 

work is supported by experimental studies in vitro and in vivo to elucidate causal links 

between risk factors and OA. 

1.2.1.1 Age 

Increased age is the greatest risk factor for OA with a recent study showing older age to 

explain up to 56% of the variation in lumbar spine OA severity (Calce et al., 2018). In line 

with this, in the Johnston County Osteoarthritis Project, incidence of radiographic knee OA 

rose from 15% in participants aged 45-54 to 50% in those aged 75 and over (Jordan et al., 

2009). However, it is important to make a distinction. It is not age itself that is the causal 

mechanism in OA, but age-related changes affecting the joint which predispose older 

people to OA. As well as intrinsic changes like abnormal wear and tear over time, extrinsic 

changes such as sarcopenia, altered bone remodelling and reduced proprioception are 

thought to contribute to OA development (Loeser, 2010). Moreover, although the 

association between increased age and risk of OA is well established, the mechanisms 

through which ageing predisposes OA are still poorly understood (Loeser, 2010; Calce et 

al., 2018). With age the structure of articular cartilage becomes compromised with changes 

in ECM composition causing the cartilage to become stiff and brittle, and chondrocyte 

senescence preventing damage repair and even promoting catabolism through altered 

signalling (OôBrien et al., 2019). 
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1.2.1.2 Obesity 

Obesity has long been known as a risk factor for OA. Intuitively, increased body weight 

results in an increased load on weight-bearing joints and consequently, increased wear and 

tear of articular cartilage. In line with this, many epidemiological studies have identified a 

positive association between body mass index (BMI) (and weight) and risk of OA (Holmberg 

et al., 2005; Järvholm et al., 2005; Blagojevic et al., 2010; Toivanen et al., 2010; Apold et 

al., 2014; Marianne Bakke Johnsen et al., 2017). A meta-analysis of 85 studies found that 

overweight or obese subjects had 3 times higher risk of OA compared to those of normal 

weight (Blagojevic et al., 2010). Similarly, in a cohort of over 300 000 people, men and 

women in the highest BMI quartile were 6 and 11 times more likely, respectively, to undergo 

knee replacement as a result of OA than those in the lowest BMI quartile (Apold et al., 

2014). More recently Raud et al. (2020) found a positive association between level of 

obesity and clinical outcomes in knee OA with higher BMI being associated with increased 

pain and disability. Increased BMI was also associated with lower levels of physical activity 

highlighting the interaction between risk factors. Unsurprisingly, weight loss has been 

shown to reduce OA progression and therefore is often recommended as an early 

intervention by clinicians (Salis et al., 2022; Vincent et al., 2022) 

While it seems plausible that the association between OA and being overweight is due to 

increased mechanical load, obesity has also been found to be a significantly associated 

with hand OA and thus, this cannot be the whole story (Grotle et al., 2008). Moreover, it is 

becoming increasingly evident that other metabolic syndromes including type 2 diabetes 

(Schett et al., 2013; Louati et al., 2015), dyslipidaemia (Baudart et al., 2017) and 

hypertension (Yasuda et al., 2018) are associated with OA. It is thought that chronic low-

grade inflammation that accompanies metabolic syndromes may favour the development 

of OA (Gao et al., 2020). 

It has been suggested that leptin, an inflammatory adipokine (adipose derived cytokine), 

may play a role in OA. Leptin levels are increased in OA cartilage and synovial fluid and 

also correlate with fat mass and BMI in plasma and synovial fluid (Zhang et al., 1994; 

Dumond et al., 2003; Ku et al., 2009; Sandell, 2009; Martel-Pelletier et al., 2016). Serum 

levels of leptin are also negatively associated with knee cartilage volume, thickness and 

total knee replacement in OA (Ding et al., 2007; Stannus et al., 2013; Martel-Pelletier et al., 

2016). Abolition of leptin signalling in mice lead to severe obesity but protection against OA 

(Griffin et al., 2009) whilst treatment of chondrocytes with leptin induced expression of 

MMP-1 and 13 and ADAMTS-4, 5 and 9 (Hui et al., 2012; Yaykasli et al., 2015). Therefore, 

it has been proposed that leptin may link chronic low-grade inflammation in obesity with an 

increased risk of developing OA. 
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1.2.1.3 Injury  

A universal factor in the development of OA is altered mechanical loading of the joint. 

Therefore, injuries that lead to destabilisation of the joint, such as anterior cruciate ligament 

tears (ACLT) can alter mechanical loading and predispose patients to OA (Vincent et al., 

2022). Indeed, a meta-analysis including 53 studies found the risk of developing OA 

increased by 4.2 times following ACLT (Poulsen et al., 2019). Similarly, a meta-analysis of 

24 observational studies including over 20 000 subjects along with a cohort study of over 

300 000 subjects both found that a history of knee injury increased the risk of developing 

knee by more than fourfold (Toivanen et al., 2010; Muthuri et al., 2011). As a result patients 

with prior knee trauma are diagnosed with knee OA over 10 years earlier than normal 

patients (Brown et al., 2006). Therefore, interventions which reduce the likelihood of joint 

injury should decrease the risk of developing OA later in life. Where joint injury does occur, 

interventions such as high tibial osteotomy or joint distraction may be implemented to 

reduce future OA progression (Vincent et al., 2022).  

1.2.1.4 Smoking 

Cigarette smoking is well known to have a multitude of negative health effects ranging from 

increased risk of developing cancer to heart disease and impaired healing. Curiously 

however, smoking may have a protective role in OA. Two recent studies in Japan and South 

Korea found an inverse correlation between smoking and OA, particularly in males 

(Takiguchi et al., 2019; Kwon et al., 2020). Similarly, a cohort study by Johnsen et al. (2017) 

found a significant negative correlation between smoking and total joint replacement due to 

OA. Multiple other studies have also found similar results with smoking being negatively 

associated with risk of developing hand, knee, hip and back OA (Wilder et al., 2003; 

Mnatzaganian et al., 2013; Leung et al., 2014). It is important to highlight that not all studies 

have been able to replicate this association (Dubé et al., 2016; Kong et al., 2017; Johnsen 

et al., 2019). 

Several explanations for the apparent protection conferred by smoking have been put 

forward. Smokers tend to have lower BMIs (Åsvold et al., 2014). Given that BMI also 

negatively correlates with OA risk, it has been hypothesised that smoking may be acting as 

proxy for BMI (Johnsen et al. 2017). However, a follow-up study found that BMI could only 

account for a small amount of the effect of smoking on OA risk (Marianne Bakke Johnsen 

et al., 2017). Consistent with this, smoking has also been found to protect against OA, even 

in subjects that are overweight (Sandmark et al., 1999). 
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A second proposed explanation is that nicotine may have an anabolic effect on cartilage. In 

support of this idea, nicotine has been shown to promote collagen II synthesis and 

proliferation in human chondrocytes (Gullahorn et al., 2005; Ying et al., 2012). In rat and 

mouse models of OA nicotine treatment prevented cartilage degradation and reduced 

inflammation by inhibiting expression of Mmp9 and Tnf-Ŭ (Gu et al., 2015; Teng et al., 2019). 

However, some studies have found a negative effect of nicotine on OA. Prenatal exposure 

to nicotine in rats predisposed OA progression and increased expression of IL-1, IL-6, 

Mmp3 and Mmp13 (Chen et al., 2019). Similarly, in MSCs undergoing chondrogenesis, 

nicotine impaired chondrogenesis by reducing expression of SOX9, COL2A1 and aggrecan 

(ACAN), likely via the Ŭ7 nicotinic acetylcholine receptor (X. Yang et al., 2017). 

Although smoking may protect against the development of OA, it is unlikely that this 

outweighs the plethora of other negative health consequences associated with smoking. If 

the mechanism by which smoking protects against OA can be elucidated, this may be 

exploited in the development of future therapies. It has been proposed that binding to 

nicotinic acetylcholine receptors may mediate the positive effects of nicotine in OA (Felson 

et al., 2015) and indeed, this is believed to be the mechanism by which smoking also 

appears to protect against the development of Parkinsonôs disease (Noyce et al., 2012).. 

1.2.2 Cartilage degradation 

Cartilage degradation is a key feature of OA and driver of disease progression. In healthy 

articular cartilage, ECM turnover and production are finely balanced in order to ensure 

maintenance of the tissue. A major hallmark of OA is a shift in this balance towards cartilage 

degradation. 

1.2.2.1 Matrix degrading proteases 

Two major families of matrix-degrading proteases are implicated in the degradation of 

cartilage associated with OA: MMPs and ADAMTSs. MMPs are zinc-dependent 

endopeptidases capable of degrading many components of the ECM although, specifically 

in the context of OA, MMP-13 hydrolysis of collagen II is recognised as contributing 

significantly to cartilage degradation (Mitchell et al., 1996). Notably, whilst collagen II 

degradation is mostly irreversible, aggrecan can be replenished (Karsdal et al., 2008) and 

is able to protect collagen II from degradation (Pratta et al. 2003). MMPs were initially 

thought to be responsible for aggrecan degradation in OA due to their ability to cleave 

aggrecan (Fosang et al., 1992, 1996). However, it was subsequently found that cleavage 

at the aggrecanase (later renamed ADAMTS-4) sensitive Glu373-Ala374 site, as opposed the 

MMP-sensitive Asn341-Phe342 site, was responsible for the majority of cleaved aggrecan 
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fragments in both human OA synovial fluid and cytokine stimulated bovine cartilage 

explants (Sandy et al., 1991, 1992; Westling et al., 2002). 

1.2.2.1.1 MMPs 

As previously discussed, type II collagen makes up the majority of the fibrous ECM in 

articular cartilage. Therefore, it is not surprising that collagenases such as members of the 

MMP family are implicated in OA. In humans, 23 MMPs have been identified although not 

all are expressed in cartilage (Yamamoto et al., 2021). Expression profiling in human 

articular cartilage identified moderate expression of MMP1, MMP9, MMP13, MMP16, 

MMP21, MMP23, MMP24 and MMP26 and high expression of MMP2, MMP12, MMP14, 

MMP19 and MMP27 (Kevorkian et al., 2004). While many of the MMPs are implicated in 

cartilage degradation, MMP-13 is considered the primary collagenase in OA (Bau et al., 

2002; Kevorkian et al., 2004). Many studies have found upregulation of MMP13 both in 

human OA cartilage (Reboul et al., 1996; Billinghurst et al., 1997; Kevorkian et al., 2004; 

Troeberg et al., 2012) and in surgical animal models (Kamekura et al., 2005; Chia et al., 

2009; Xu et al., 2009; Pickarski et al., 2011; Bo et al., 2012). Moreover, Mmp13-null mice 

are protected from cartilage degradation in the destabilisation of the medial meniscus 

(DMM) model (Little et al., 2009) and concurrently, constitutive postnatal expression of 

Mmp-13 leads to cartilage degradation (Neuhold et al., 2001). For an up to date review of 

the role of MMPs in OA see Yamamoto, Wilkinson and Bou-Gharios (2021). 

1.2.2.1.2 ADAMTS 

The ADAMTSs are a family of 19 secreted multi-domain zinc metalloproteinases known to 

play a variety of roles in tissue development and homeostasis. Broadly, ADAMTSs can be 

separated in to 5 groups based on their known substrates: proteoglycanases (ADAMTS-1, 

4, 5, 8, 9, 15, and 20), the procollagen N-proteinases (ADAMTS-2, 3 and 14), the cartilage 

oligomeric matrix protein (COMP) cleaving enzymes (ADAMTS-7 and 12), the von-

Willebrand Factor (VWF) proteinase (ADAMTS-13) and a group of orphan enzymes 

(ADAMTS-6, 10, 16, 17, 18 and 19) whose substrates are as yet unknown (Kelwick, 

Desanlis, et al., 2015). Significantly, members of the ADAMTS family are often found to be 

dysregulated in OA (Figure 1.6). 

Proteoglycanases 

To date, ADAMTS-4 and 5 are the most well-known contributors to OA, causing cartilage 

degradation through the cleavage of proteoglycans, primarily aggrecan (Tortorella et al., 

1999; Gendron et al., 2007). ADAMTS4 expression is increased in human OA cartilage 

(Naito et al., 2007) and Adamts5-null mice are protected from cartilage damage in a surgical 

model (Glasson et al., 2005). Interestingly, whilst short interfering RNA (siRNA) knockdown 
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of ADAMTS4 and 5 attenuates aggrecan degradation in human cartilage (Song et al., 2007), 

Adamts4-Adamts5 double knockout mice show comparable resistance to aggrecan 

degradation to Adamts5 knockouts suggesting that Adamts4 may be less important in mice 

(Majumdar et al., 2007).  

The role of other proteoglycanases in OA is less well characterised but equally important to 

understand. ADAMTS-8 and 20 have been shown to be upregulated in OA whereas 

ADAMTS9 is downregulated. ADAMTS-1 and 15 are known to cleave both aggrecan and 

versican (Carlos Rodríguez-Manzaneque et al., 2002; Dancevic et al., 2013; Kelwick, 

Wagstaff, et al., 2015) and while some studies have shown upregulation of ADAMTS-1 and 

15 in OA, others have shown the opposite (Kevorkian et al., 2004; Davidson et al., 2006; 

Gardiner et al., 2015). ADAMTS-8 and 9 have been shown to cleave aggrecan whereas 

ADAMTS-9 and 20 cleave versican during development (Collins-racie et al., 2004; 

Nandadasa et al., 2019; Rogerson et al., 2019). 

Procollagen N-proteinases 

ADAMTS-2, 3 and 14, the procollagen N-proteinases, are essential for the N-terminal 

cleavage of procollagens I, II, III and V which facilitates mature fibril assembly (Colige et al., 

2002; Bekhouche et al., 2015). As previously discussed, collagen plays an important role in 

articular cartilage. Intuitively all three procollagen N-proteinases are upregulated in OA, 

potentially in an attempt to undergo anabolic repair of the damaged tissue (Davidson et al., 

2006; Gardiner et al., 2015; Dunn et al., 2016; C. Y.-Y. Yang et al., 2017). On the other 

hand, mutations in ADAMTS2 cause Ehlers-Danlos Syndrome in humans (Colige et al., 

1999) with Adamts2-null mice demonstrating a similar fragile skin phenotype, however no 

joint phenotype is described (Li et al., 2001). Knockout of Adamts3 is embryonic lethal in 

mice (Janssen et al., 2016) however mice lacking Adamts14 are phenotypically normal 

(Dupont et al., 2018) suggesting that there may be a degree of redundancy with in the 

procollagen N-proteinases. 

COMP-cleaving enzymes 

COMP is a non-collagenous thrombospondin that binds to collagens I, II, IX, fibronectin and 

aggrecan. Therefore, it is thought to play a role in the assembly and stabilisation of the ECM 

and is also considered to be a biological marker of cartilage breakdown (Tseng et al., 2009). 

ADAMTS-7 and 12 are both upregulated in OA cartilage consistent with their ability to 

degrade COMP (Davidson et al., 2006; Swingler et al., 2009). Cartilage-specific 

overexpression of Adamts7 in mice increased surgically induced OA progression and 

COMP degradation whereas the opposite was seen when Adamts7 was knocked out (Lai 

et al., 2014). While knockdown of ADAMTS-12 in vitro has been shown to reduce COMP 
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degradation (Luan et al., 2008) no joint phenotype has been described in knockout mice (El 

Hour et al., 2010; Paulissen et al., 2012). 

VWF proteinase 

ADAMTS-13 is the only ADAMTS known to cleave VWF, a circulating glycoprotein required 

for the adhesion of platelets to the subendothelium during primary haemostasis (Fujikawa 

et al., 2001). Inefficient cleavage of VWF causes thrombotic thrombocytopenic purpura, a 

disease characterised by the formation of blood clots within the microcirculation, low blood 

platelet and red blood cell count. Severe ADAMTS-13 deficiency (<10%), brought about 

either by inheritance of ADAMTS13 mutations or the production of anti-ADAMTS-13 

autoantibodies has been identified as the cause of this disease (Kremer Hovinga et al., 

2017). Although ADAMTS-13 has been found to be upregulated in OA synovium (Davidson 

et al., 2006) little is known about its role in OA. 

Orphan enzymes 

The role of orphan enzymes in OA is poorly studied and potential roles are difficult to infer 

given that substrates of these enzymes are yet to be identified. Some studies have found 

upregulation of ADAMTS-6, 10, 16 and 18 in OA cartilage and upregulation of ADAMTS-

10, 16 and 17 in OA synovium (Davidson et al., 2006; Swingler et al., 2009) however a 

functional link for these changes is yet to be described. ADAMTS-6 and 10 have been 

implicated in the regulation of cell-cell junctions with mutations in ADAMTS10 being 

associated with Weill-Marchesani syndrome (WMS) (Cain et al., 2016). Mutation of 

Adamts10 in model a of WMS led to mice with shorter long bones along with shorter resting 

and expanded hypertrophic growth plate zones, indicative of altered bone development 

(Mularczyk et al., 2018). Similarly, mutations in ADAMTS17 are also associated with WMS 

with knockout mice having shorter long bones, brachydactyly, and thick skin (Oichi et al., 

2019). A truncated form of ADAMTS-16 was found to show some aggrecanase activity 

(Zeng et al., 2006) and Adamts16 mutation has been shown to reduce blood pressure in a 

rat model of hypertension, suggestive of a role in the vascular system (Gopalakrishnan et 

al., 2012). Adamts18 was recently found to be required for eye, lung, female reproductive 

tract and kidney development in mice (Rutledge et al., 2019). Finally, a mutation in 

Adamts19 has been linked to valvular heart disease however in Adamts19-null mice, there 

is no observation of joint abnormalities (Wünnemann et al., 2020) or report of altered 

expression in OA. 
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ADAMTS1     1.6   1.4   1.1       1.7 1.8 1.2   7.6 0.4     
ADAMTS2     2 1.4 1.5 1.6 1.4 1.1 1.3     1.5     7.3 8.1     
ADAMTS3     1.3 1.7   1.9 1.2 1.2 1.5     0.3       1.9     
ADAMTS4     2.9   8.9   1.1                 0.4     
ADAMTS5   2.3                 1.7 2.3     6.4 0.6     
ADAMTS6     0.8   0.7               1.3 2.2   2     
ADAMTS7                       1.5       15     
ADAMTS8     1.2   1.7   1.2                     syn 
ADAMTS9     1.5   1.4             0.4       0.1     
ADAMTS10   2.4         1.4         1.1       1.6     
ADAMTS12     2 1.5 1.4 2.1 1.1   1.3     1.8       20.3     
ADAMTS13                       0.3           syn 
ADAMTS14 2.3                     3.7       11.1     
ADAMTS15     2   3.3             0.4       23.7     
ADAMTS16     1.7   0.7   1.3         1.5       19.6     
ADAMTS17     0.6   0.4   0.9         1.5       0.7   syn 
ADAMTS18 6.1   0.9   1.2   1.7                 17.9     
ADAMTS19                                     
ADAMTS20                                     
Figure 1.6. ADAMTSs expression in osteoarthritis. Fold change expression of ADAMTSs in OA versus 
normal cartilage. Upregulated genes highlighted red (p < 0.05) or pink (p > 0.05). Down-regulated genes 
highlighted dark blue (p < 0.05) or light blue (p > 0.05). For Bateman et al. (2013), Gardiner et al. (2015) and 
Loeser et al. (2013) expression was measured in knee cartilage from DMM operated mice. For Sato et al. (2006), 
Geyer et al. (2009), Dunn et al. (2016), Ramos et al. (2014) and Snelling et al. (2014) expression was measured 
in joint matched intact and OA lesion human cartilage. For Karlsson et al. (2010) expression was measured in 
healthy and OA knee cartilage. For Swingler et al. (2009), Kevorkian (2004) and Davidson (2006) expression 
was measured in femoral head cartilage from OA and fracture patients. * Microarray, ** RNA-sequencing, *** 
TaqMan low density array, **** qRT-PCR. Syn, synovium. Adapted from C.-Y. Yang et al. (2017). 
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1.2.2.2 Altered cytokine production and cell signalling 

Inflammation of the joint is another key feature of OA. During the progression of OA, the 

fine balance between cartilage anabolism and catabolism is perturbed and this is, to a large 

extent, due to altered mechanical load, production of inflammatory cytokines and 

subsequent cell signalling. Cytokines such as IL-1, transforming growth factor-ɓ (TGF-ɓ) 

and TNF-Ŭ are known to have significant impacts on cartilage turnover by regulating ECM 

production and degradation (Shen et al., 2014; Wojdasiewicz et al., 2014). Furthermore, 

these effects are mediated through cell signalling pathways such as Wnt and nuclear factor-

əB (NF-əB) which themselves are altered in OA (Saito et al., 2017; Y. Zhou et al., 2017). 

1.2.2.2.1 Interleukin-1 

IL-1 represents a functionally diverse family of 11 cytokines. Specifically, IL-1Ŭ, IL-1ɓ and 

IL-1 receptor antagonist (IL-1Ra) were, up until recently, identified as being the most 

clinically relevant in chronic inflammatory diseases and thus, received a lot of attention with 

regards to OA (Schett et al., 2016). Briefly, binding of IL-1ɓ or IL-1Ŭ to IL-1 receptor type 1 

(IL-1R1) causes the recruitment of an the IL-1R1 accessory protein, subsequent 

intracellular signalling and ultimately, alteration of gene expression via activation of 

transcriptional regulators such as NF-əB, p38 and c-Jun N-terminal kinase (JNK) (Schett et 

al., 2016).  

IL-1 is increased in the joints of OA patients (Farahat et al., 1993; Melchiorri et al., 1998) 

and has been shown to promote cartilage catabolism. IL-1ɓ and IL-1Ŭ have been shown to 

increase expression of MMPs including MMP-13 in several relevant cell types (Borden et 

al., 1996; Kusano et al., 1998; Mengshol et al., 2000) and concurrently, IL-1ɓ induces 

ADAMTS-4 activity in bovine articular cartilage and chondrocytes (Pratta et al. 2003). 

Increased ADAMTS-5 activity, but not expression, is induced by IL-1 through inhibition of 

endocytic re-uptake brought about by shedding of low-density lipoprotein receptor-related 

protein 1 (LRPȤ1) (Yamamoto et al., 2013, 2017; Ismail et al., 2015). Given that ADAMTS-

4 and MMP-13 are also endocytosed by LRP-1, it is possible their activity is regulated via a 

similar mechanism (Yamamoto et al., 2014, 2016). IL-1ɓ has also been shown to prevent 

ECM formation by reducing production of both collagen II and aggrecan in chondrocytes 

(Tyler, 1985; Goldring et al., 1994). Finally, stimulation of SW1353 cells with IL-1ɓ was 

shown to increase the translation of several inflammatory genes including CCL2, IL-6, 

NFKB1 and TNFAIP2 as well as SOD2 to counteract a concomitant increase in reactive 

oxygen production (McDermott et al., 2019). 
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Despite evidence suggesting IL-1 might be potential therapeutic target, such therapies have 

largely failed to demonstrate efficacy to date. Overexpression of IL-1Ra in rabbits with 

surgically induced OA resulted in reduced cartilage damage (Fernandes et al., 1999). 

However, clinical trials have shown limited efficacy. Targeting of IL-1R1 with a monoclonal 

antibody in knee OA patients resulted in a slight (but non-significant) reduction in pain 

(Cohen et al., 2011). Similarly, intra-articular injection of Anakinra (an IL-1R1 antagonist) to 

treat knee OA showed no significant benefit over placebo (Chevalier et al., 2009), although 

later studies have found reduced pain and improved joint function in patients with cruciate 

ligament tears and post-operative knee inflammation (Brown et al., 2011; Kraus et al., 

2012). Finally, more recent trials looking at the efficacy of Lutikizumab, an antibody capable 

of simultaneously binding and inhibiting IL-1Ŭ and IL-1ɓ found little to no improvement in 

both hand and knee osteoarthritis (Fleischmann et al., 2019; Kloppenburg et al., 2019). 

Therefore, although in vitro evidence posits IL-1 as an attractive therapeutic target, the lack 

of efficacy coming from trials of IL-1-targeting therapies calls this into question. Whilst IL-1 

is stimulation may be useful for promoting an OA-like response from chondrocytes in vitro, 

the relevance of this in vivo remains uncompelling. 

1.2.2.2.2 Tumour necrosis factor-Ŭ 

Much like IL-1, TNF-Ŭ is an inflammatory cytokine implicated in OA. Initially cleaved from a 

homotrimeric transmembrane protein type II (mTNF-Ŭ) by ADAM17, TNF-Ŭ binds TNF-

receptor type I (TNF-R1) and TNF-R2 and ultimately activates intracellular signalling 

through NF-əB, P38 and JNK (Wojdasiewicz et al., 2014). TNF-Ŭ is also increased in joints 

of OA patients where it promotes cartilage degradation (Farahat et al., 1993; Melchiorri et 

al., 1998) and as such, TNF-Ŭ may be an important therapeutic target. 

TNF-Ŭ has been proposed to act synergistically with IL-1 in the orchestration of cartilage 

degradation (Henderson et al., 1989). Therefore, it is not surprising that TNF-Ŭ has been 

found to upregulate MMP-1 and MMP-13 in human chondrosarcoma cell lines (Mengshol 

et al., 2000; Yoon et al., 2008) and ADAMTS-4 in human osteoarthritic chondrocytes and 

synoviocytes (Yamanishi et al., 2002; Xue et al., 2013). Similarly to IL-1, TNF-Ŭ may also 

increase MMP-13 and ADAMTS-4 activity via inhibition of LRP-1 mediated endocytosis 

(Yamamoto et al., 2017). Moreover, in combination with IL-1, TNF-Ŭ supresses 

proteoglycan and collagen II synthesis via NF-əB (Saklatvala, 1986; Séguin et al., 2003) 

whilst also contributing to cartilage mineralisation by upregulating collagen I (Kunisch et al., 

2016). 
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So far, therapies targeting TNF-Ŭ have shown little promise (Ghouri et al., 2021). 

Adalimumab is a monoclonal antibody that binds to TNF-Ŭ and prevents TNF-Ŭ receptor 

activation. Several studies found that subcutaneous injection of Adalimumab did not 

significantly improve progression or pain in patients with hand OA (Verbruggen et al., 2012; 

Chevalier et al., 2014; Aitken et al., 2018). Another TNF-Ŭ inhibitor, etanercept, was also 

shown to have limited efficacy in pain reduction in hand OA although a small subgroup of 

patients did demonstrate a reduction in bone marrow legions after 12 months (Kloppenburg 

et al., 2018). 

1.2.2.2.3 Transforming growth factor-ɓ  

TGF-ɓ1, 2 and 3 are a group of small secreted signalling proteins important in a range of 

processes in vertebrates such as development, cell proliferation, differentiation, apoptosis 

and cell migration (Hinck, 2012; Shen et al., 2014). They belong to the TGF-ɓ superfamily 

containing over 30 members which also includes activin, nodal, BMP, growth and 

differentiation factor (GDF) and Mullerian inhibiting substance (Zhai et al., 2015). Upon 

secretion, TGF-ɓ binds to a latency associated peptide (LAP) requiring proteolytic cleavage 

for activation (Robertson et al., 2015). 

Canonical TGF-ɓ signalling begins with dimerisation of TGF-ɓ ligands and binding to two 

type I (TGF-ɓrI) and two type II cell surface receptors (TGF-ɓrII). Following this, TGF-ɓrII 

transphosphorylates TGF-ɓrI which subsequently phosphorylates suppressor of mothers 

against decapentaplegic 2 (SMAD2), SMAD3 and the receptor-regulated SMAD (R-SMAD). 

The R-SMADs along with the common mediator SMAD4 form a trimeric complex which 

translocates to the nucleus where they interact with transcription factors to regulate TGF-ɓ 

responsive genes (Tzavlaki et al., 2020) (Figure 1.7). 

Whereas IL-1 and TNF-Ŭ can be said to promote catabolism, the role of TGF-ɓ in OA is not 

so straightforward. Congruent with a role in cartilage catabolism, TGF-ɓ1 has been found 

to induce expression of MMP-13 in human articular chondrocytes (Shlopov et al., 1999) and 

MMP-1 and ADAMTS-4 in fibroblast-like synoviocytes (Cheon et al., 2002; Yamanishi et al., 

2002). Overexpression of TGF-ɓ1 in mouse knees by intra-articular injection of recombinant 

human TGF-ɓ1 or adenoviral vector induced OA-like changes including the formation of 

osteophytes, synovial inflammation and hyperplasia (van Beuningen et al., 2000; Bakker et 

al., 2001). In line with this, inhibition of TGF-ɓ signalling has been shown to reduce cartilage 

degradation and calcification in surgically induced OA models (Zhen et al., 2013). 

Based on this one might conclude that TGF-ɓ plays a catabolic role in OA, however it does 

not appear to that clear-cut. In vitro, treatment of rat chondrocytes with TGF-ɓ1 upregulated 

expression of type II collagen and aggrecan (Zhu et al., 2015). Clearly this would be 
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beneficial in the context of OA. In vivo, tissue specific inhibition of TGF-ɓ signalling, via 

conditional knockout or expression of a dominant-negative mutant of TGF-ɓrII, was found 

to promote terminal differentiation of articular chondrocytes and an OA-like phenotype in 

mice with a concomitant upregulation of Mmp13, Adamts4 and Adamts5 found in TGF-ɓrII 

knockout animals (Serra et al., 1997; Shen et al., 2013). TGF-ɓ1 is decreased in heavily 

degraded human OA cartilage (Verdier et al., 2005) and mutation of Smad3 results in an 

OA-like phenotype (Yang et al., 2001). Finally, a recent large genome-wide association 

study found single nucleotide polymorphism (SNPs) in TGF-ɓ1 and Smad3 amongst other 

TGF-ɓ signalling components to be significantly associated with OA (Tachmazidou et al., 

2019). 

Therefore, whilst TGF-ɓ may favour the progression of OA by stimulating the expression of 

cartilage-degrading enzymes, inhibition of TGF-ɓ signalling causes terminal differentiation 

of articular chondrocytes, another feature of OA. In light of this, Baugé et al. (2014) propose 

a model in which short term stimulation (30-60 minutes) with TGF-ɓI activates SMAD2/3 

and TGF-ɓrII expression but longer term stimulation (24 hours) results in a reduction in 

SMAD3 and TGF-ɓrII expression due to a negative feedback loop (Baugé et al., 2011). In 

this scenario TGF-ɓ signalling would require tight regulation in order to maintain 

homeostasis within the joint with both positive and negative perturbations contributing to 

pathogenesis.  

Figure 1.7. Overview of TGF-ɓ signalling. In canonical TGF-ɓ signalling a TGF-ɓ dimer binds to a 
heteromer of type I and type II receptors. Signalling proceeds with transphosphorylation of type I 
receptors by type II, phosphorylation of SMAD2 and SMAD3, and translocation along with SMAD4 to 
the nucleus to mediate TGF-ɓ responsive gene expression. Taken from Tzavlaki and Moustakas, 2020. 
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1.2.2.2.4 Wnt signalling 

Wnt ligands consist of 19 secreted glycoproteins with roles in development, growth, 

homeostasis and disease (Majidinia et al., 2018). Activation of Wnt receptors can trigger 

several different intracellular signalling pathways, broadly categorised as either canonical 

or non-canonical, however the canonical Wnt/ɓ-catenin pathway is best studied and 

apparently the most relevant in bone and cartilage. In canonical Wnt signalling, association 

of a Wnt glycoprotein with a frizzled (FZD) receptor and LRP-5 or 6 leads to phosphorylation 

and inhibition of GSK-3ɓ, part of the ɓ-catenin destruction complex (Lodewyckx et al., 

2009). Following this, cytoplasmic ɓ-catenin is able to accumulate and translocate to the 

nucleus where it regulates Wnt target gene expression through interactions with members 

of the T-cell factor (TCF) and lymphoid enhancer factor (LEF) families (Corr, 2008; Y. Wang 

et al., 2019). 

Wnt signalling plays an important role in cartilage and bone development and thus, 

dysregulation contributes to OA pathogenesis (Zhu et al., 2009; Y. Wang et al., 2019). 

Protein levels of WntȤ3a and ɓȤcatenin were increased in a rat model of OA (Liu et al., 2016) 

and cartilage specific overexpression of ɓȤcatenin in adult mice produced an OA-like 

phenotype (Zhu et al., 2009). This can be explained by the fact that acute activation of 

Wnt/ɓ-catenin signalling in rabbit articular chondrocytes induced the expression of MMP-3 

and 13 as well as ADAMTS-4 and 5 (Yuasa et al., 2008). Similarly, recombinant Wnt-

induced signalling protein 1 (WISP1) increased expression of ADAMTS-4, MMP-3, 9 and 

13 in murine macrophages and MMP-3 and 9 in human chondrocytes with both WISP1 and 

ɓ-catenin being upregulated in murine and human OA joints (Blom et al., 2009).  

On the other hand, reduced Wnt signalling may also contribute to OA development. 

Cartilage-specific inhibition of ɓ-catenin signalling caused severe cartilage degradation and 

chondrocyte apoptosis (Zhu et al., 2008). Therefore, similarly to TGF-ɓ, it appears that tight 

regulation of Wnt signalling may be required for joint articular cartilage homeostasis with 

dysregulation either way contributing to OA pathogenesis. 

1.2.2.2.5 Nuclear factor-əB 

As previously discussed, inflammatory cytokines such as IL-1 and TNF-Ŭ are known to play 

a role in OA. This being said, whether OA is an inflammatory disease remains controversial 

(Nishimura et al., 2020). Members of the NF-əB inducible transcription factor family regulate 

a plethora of genes involved in both immune and inflammatory responses (T. Liu et al., 

2017) and thus, it is not surprising that NF-əB is widely involved in OA (Marcu et al., 2010). 

In response to intracellular signalling triggered by IL-1 or TNF-Ŭ for example, sequestration 

of NF-əB by its cognate inhibitory protein, inhibitor of NF-əB (IəB), is relieved due to IəB 
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degradation (canonical) or processing (non-canonical) which permits nuclear translocation 

and regulation of target genes (T. Liu et al., 2017).  

NF-əB is a major downstream effector of IL-1 and TNF-Ŭ signalling. IL-1ɓ induction of MMP-

1 and MMP-13 expression has been shown to be dependent on NF-əB (Mengshol et al., 

2000) as has TNF-Ŭ induced attenuation of collagen type II synthesis (Séguin et al., 2003). 

Consistent with this, overexpression of IəB has been shown to block IL-1ɓ induced gene 

expression (Grall et al., 2003). In contrast to typical IəB proteins which solely inhibit NF-əB, 

IəBɕ appears to modulate NF-əB signalling by acting as a transcriptional cofactor. IəBɕ was 

upregulated in OA cartilage with cartilage-specific overexpression promoting an OA-like 

phenotype and knockout protecting against OA in the DMM mouse model (Choi et al., 

2018). 

Cartilage specific homozygous knockout of RelA (a NF-əB subunit) accelerated OA 

progression in mice through chondrocyte apoptosis however, heterozygous knockout 

protected against OA by inhibiting catabolism whilst preventing chondrocyte apoptosis 

(Kobayashi et al., 2016). RelA expression has also been reported to be increased in the 

synovium of OA patients (Ahmed et al., 2018). Therefore, NF-əB regulation in OA may be 

viewed as biphasic with perturbation of homeostasis, as opposed to specifically increased 

or decreased NF-əB signalling being responsible for OA progression (Kobayashi et al., 

2016). 

1.2.2.2.6 Mechanoflammation 

Inflammation is clearly a part of OA however it has become clear that the inflammation seen 

in OA is distinct from that seen in RA (Vincent, 2020). As opposed to RA where inflammation 

is driven by an inappropriate immune response, inflammation in OA is thought to be a 

response to mechanical injury ï ñmechanoflammationò (Smolen et al., 2018; Vincent, 2019). 

As previously discussed, mechanical load is an important factor in OA with abnormal wear 

of a normal joint or normal wear of a structurally compromised joint contributing to the 

disease process. While evidence has pointed towards an important role for inflammatory 

cytokines such as IL-1 and TNF-Ŭ, treatments targeting these have shown little promise. 

More recent evidence has demonstrated the mechanosensory ability of articular cartilage, 

injury induced stimulation of inflammatory pathways and subsequent catabolic protease 

release (Vincent and Wann, 2019). 

Disuse of joints through paralysis, lower limb amputation or joint immobilisation has been 

shown to reduce articular cartilage thickness (Pool, 1974; Anderson and Breidahl, 1981; 

Benichou and Wirotius, 1982; Hudelmaier et al., 2006; Liphardt et al., 2009) whereas 

research using in vivo models points to an increase in cartilage thickness in response to 
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exercise training (Kiviranta et al., 1988; Ni et al., 2013). Importantly, although moderate 

exercise may increase cartilage thickness, excessive mechanical load through strenuous 

exercise or cartilage injury may have an adverse effect (Ni et al., 2013). In line with this, 

prevention of joint flexion (but not complete abolition of load bearing) by simultaneous 

sciatic neurectomy and DMM surgery protected against OA development in mice (Burleigh 

et al., 2012). Initially, changes in cartilage thickness in response to mechanical load were 

speculated to be mediated though increased nutrient diffusion (Pool, 1974), however more 

recently molecular responses to mechanical load by chondrocytes have emerged as the 

primary driver. 

Several molecular responses to mechanical load by chondrocytes have been identified. 

Rapid induction of Wnt signalling has been observed in response to cartilage injury 

(DellôAccio et al., 2006, 2008) with transient bursts of Wnt signalling being associated with 

increased cartilage thickness in mice (Yuasa et al., 2009). Mechanical loading and injury 

have been shown to stimulate the release of heparan sulfate-bound growth factors from the 

pericellular matrix including FGF2 and TGF-ɓ (Vincent et al., 2002, 2004; Chia et al., 2009; 

Tang et al., 2018). Growth factor release upon mechanical stress was mediated by a sodium 

flux and consequent reduction in affinity for heparan sulfate (Keppie et al., 2021). In porcine 

cartilage, simple mechanical injury has been shown to activate mitogen-activated protein 

kinase (MAPK), NF-əB and TGF-ɓ-activated kinase 1 (TAK1) signalling pathways along 

with inducing expression of IL-1Ŭ and IL-1ɓ (Gruber et al., 2004; Ismail et al., 2017). TAK1 

is upstream of the MAPKs and its activation, either by cytokines such as IL-1, TGF-ɓ and 

TNF or by mechanical injury, induces aggrecan degradation, largely by ADAMTS-5 (Ismail 

et al., 2015, 2016). 

In light of the above, it is clear that the inflammation seen in OA is distinct from that seen in 

RA, and unsurprising that RA therapies are showing little promise in the treatment of OA 

(Vincent, 2020). For example, whilst IL-1ɓ is upregulated in OA patients (Farahat et al., 

1993; Melchiorri et al., 1998) and stimulates protease activity in vitro (Pratta et al., 2003), 

therapies targeting IL-1ɓ are yet to demonstrate efficacy (Vincent, 2020). Therapeutic 

strategies targeting mechanical load may be more effective. A study using joint distraction 

(two months) to reduce joint compression and prevent joint flexion has shown promising 

results with improved pain scores, decreased joint space narrowing and increased cartilage 

thickness reported after one and two years (Intema et al., 2011; Wiegant et al., 2013). 

Improved pain scores and decreased joint space narrowing persisted even after 5 years 

(van der Woude et al., 2016). While current evidence is remains limited, a recent meta-

analysis of 11 studies found promising clinical outcomes from knee joint distraction (Jansen 

et al., 2021). 
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1.2.2.3 DNA methylation 

DNA methylation is one of several epigenetic mechanisms - heritable changes in gene 

expression occurring without the mutation of DNA sequence (Bird, 2007). Briefly, DNA 

methylation involves the addition of a methyl group to the fifth carbon of a cytosine 

nucleotide. Broadly, DNA methylation is associated with the repression of gene expression, 

often inhibiting the binding of methylation sensitive transcription factors to gene promoters 

(Greenberg et al., 2019), however methylation within genes has been associated with 

increased gene expression, regulation of splicing and transcription from alternative 

promoters (Maunakea et al., 2010; Lev Maor et al., 2015). 

The major mediators of DNA methylation are the DNA methyltransferases (DNMTs) which 

catalyse the addition of a methyl group to cytosine generating 5-methylcytosine (5-mC). 

Establishment of DNA methylation is carried out by the de novo DNMTs, DNMT3A and 

DNMT3B (Okano et al., 1999) whereas DNMT1 is responsible for the maintenance of DNA 

methylation through cell division and consequent DNA replication (Bestor, 2000). DNMT3L 

is catalytically inactive however has been found to promote the activity of the de novo 

DNMTs (Bourcôhis et al., 2001; Ooi et al., 2007). Removal of DNA methylation can occur 

passively as a result of DNA replication. Alternatively, active demethylation is initiated by 

ten-eleven translocation (TET) driven oxidation of 5-mC, followed by replication driven 

demethylation or thymine DNA glycosylase (TDG) base removal and base excision repair 

(Greenberg et al., 2019). 

Dysregulation of DNA methylation is a documented feature of many diseases, most notably 

in cancer, however the role of DNA methylation in OA is less understood. When comparing 

global DNA methylation and expression of DNMT1 and DNMT3A, Sesselmann et al. (2009) 

found no significant differences in chondrocytes from femoral head cartilage and OA knee 

cartilage. However, more recent research demonstrated a decrease in DNMT3B expression 

in human OA chondrocytes, as well as in a surgically induced OA mouse model, associated 

with augmented metabolism (Shen et al., 2017). No difference in the expression of TET2 

and TET3 was found in OA chondrocytes however expression of TET1 was significantly 

downregulated (Taylor et al., 2014). Moreover, Tet1 knockout mice were protected from OA 

development after DMM surgery (Smeriglio et al., 2020). 

Hypomethylation in the promoters of ACAN, COL2A1, SOX9 and runt-related transcription 

factor 2 (RUNX2) was found to be unrelated to expression patterns in chondrocytes 

(Fernández et al., 1985; Pöschl et al., 2005; Dickhut et al., 2008; Ezura et al., 2009; 

Imagawa et al., 2014). The role of DNA methylation in OA may be more nuanced than broad 

changes in promoter regions. For ADAMTS4, MMP3, MMP9 and MMP13, OA-related 

changes in expression were associated with the methylation of specific CpG sites (Roach 
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et al., 2005). On the other hand, hypermethylation of CpG sites in the promoters of SOX9, 

SOD2 and COL9A1 has been associated with downregulation of these genes in OA (Scott 

et al., 2010; Kim et al., 2013; Imagawa et al., 2014). 

More recently, genome-wide analyses have provided further insights with global methylation 

patterns being able to reliably distinguish between healthy and OA chondrocytes 

(Fernández-Tajes et al., 2014; Jeffries et al., 2014; Rushton et al., 2014). Differentially 

methylated loci in OA have also been found to be enriched for relevant pathways including 

TGF-ɓ signalling, cartilage development, ECM and inflammatory response (Rushton et al., 

2014; Li et al., 2018) Finally, genome-wide analyses have identified distinct epigenetic 

signatures in knee and hip cartilage suggesting that changes in methylation in relation to 

OA may heterogenous across affected tissues (den Hollander et al., 2014; Wu et al., 2020). 

1.3 MicroRNAs 

MicroRNAs (miRNA) are small non-coding double stranded RNAs (ncRNA) approximately 

22 nucleotides (nt) in length that regulate gene expression at the posttranscriptional level. 

Initially identified as small antisense RNAs involved in Caenorhabditis elegans development 

(Lee et al., 1993; Reinhart et al., 2000), miRNAs have since been found to be a common 

feature of eukaryotic genomes. To date more than 2500 miRNAs have been identified in 

humans (miRbase v22.1; mirbase.org; Kozomara, Birgaoanu and Griffiths-Jones, 2019) 

with miRNAs predicted to target more than 60% of human genes (Friedman et al., 2009). 

With that in mind, it is not surprising that miRNA biogenesis and function are tightly 

regulated, and their dysregulation is associated with a wide range of human diseases (Paul 

et al., 2017). 

1.3.1 Biogenesis 

Although microRNAs are found ubiquitously amongst both plants and animals, stark 

differences in the biogenesis of microRNAs in plants and animals exist. Therefore, only 

microRNA biogenesis in animals will be discussed (Figure 1.8). 

In humans, the majority of miRNAs are found in the introns of coding and non-coding genes 

and thus, primary miRNAs (pri-miRNA) are liberated during the splicing of RNA pol II 

transcribed messenger RNA (mRNA) and expression is often regulated by the host gene 

promoter (Ha et al., 2014). However some miRNAs are found in exons, intron-exon 

junctions and antisense strands and many have been found to possess their own promoters 

and regulatory elements (Monteys et al., 2010; Liu et al., 2018). MiRNAs can also be found 

in polycistronic units - often functionally related - which are subsequently processed into 

individual mature miRNAs (Lee et al., 2002). 
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In canonical miRNA biogenesis, following transcription of the pri-miRNA, the stem loop 

structure is cleaved by the microprocessor complex, containing Drosha, a nuclear RNase 

III and its cofactor DiGeorge syndrome critical region in gene 8 (DGCR8), releasing the 

approximately 70 nt pre-miRNA for nuclear export (Lee et al., 2003; Denli et al., 2004). In 

association with exportin-5 and Ras-related nuclear protein guanine triphosphate (RAN-

GTP), precursor miRNA (pre-miRNA) is exported into the cytoplasm through a nuclear pore 

complex (Bohnsack et al., 2004; Lund et al., 2004) and once in the cytoplasm, pre-miRNA 

is cleaved near the stem loop by Dicer forming a miRNA duplex composed of a 5 prime (-

5p) and 3 prime (-3p) strand (Bernstein et al., 2001; Hutvágner et al., 2001; Knight et al., 

2001). This short RNA duplex is loaded onto an Argonaute protein (AGO) forming the 

effector complex: miRNA-induced silencing complex (mRISC) (Tabara et al., 1999; 

Hammond et al., 2001). Specifically, formation of RISC can be seen as occurring via a two-

step process. Firstly, the RNA duplex is inserted into AGO and secondly, the duplex is 

unwound with the passenger strand being discarded and the guide strand remaining to form 

the mature mRISC (Kawamata et al., 2010). However this is not always the case as some 

passenger strands have been shown to be active miRNAs themselves (L. Guo et al., 2010). 

It is thought that decreased stability in the 5ô end of the guide strand compared to the 

passenger strand in addition to a preference for strands beginning with a U nucleotide is 

what drives asymmetric strand selection (Khvorova et al., 2003; Schwarz et al., 2003; Ha 

et al., 2014). RISC is then able to regulate gene expression by exploiting base 

complementarity between the miRNA and its target. 

Although the canonical miRNA biogenesis pathway is the dominant pathway, multiple non-

canonical pathways have been identified, broadly categorised as Drosha/DGCR8-

independent and Dicer-independent (OôBrien et al., 2018). In Drosha/DGCR8-independent 

biogenesis, pre-miRNAs suitable for Dicer processing are produced without the need for 

Drosha/DGCR8 processing, for example mirtrons bypass Drosha cleavage instead being 

directly spliced from introns (Ruby et al., 2007). Alternatively, in Dicer-independent 

biogenesis short hairpin RNAs are processed by Drosha, exported to the cytoplasm and 

directly loaded into AGO. Yang et al. (2010) found that mature miR-451 was still produced 

in Dicer-knockout cells whereas depletion of Drosha, DGCR8 or AGO2 significantly reduced 

its production. 
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Figure 1.8. Canonical microRNA biogenesis. MiRNAs are transcribed by RNA polymerase II (pol II) into 
a pri-miRNA prior to cropping by the microprocessor and nuclear export associated with exportin 5. Once 
in the cytoplasm, Dicer processes the pre-miRNA forming a small RNA duplex of which, one strand is used 
to form mRISC. Using this ~22nt RNA strand as a guide, mRISC targets translational repression or 
degradation of mRNAs. Taken from Swingler et al. 2019. 
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1.3.2 Mechanism of action 

Predominantly, miRNAs regulate gene expression through binding to complimentary 

sequences in target mRNA 3ô-untranslated region (UTR) and subsequent repression of 

translation (Ha et al., 2014). In plants, miRNAs are nearly or completely complementary to 

their targets whereas in animals complementarity is usually partial (Voinnet, 2009). Because 

of this, initially, plant miRNA repression was thought to be exclusively through mRNA 

cleavage and animal miRNA repression through translation inhibition. However it has now 

been found that mRNA cleavage and translation inhibition take place in both to varying 

extents (Huntzinger et al., 2011) 

In animals, miRNAs primarily recognise their targets through Watson-Crick base pairing to 

a 6-8 bp seed sequence in the 3ô-UTR of target genes (Lewis et al., 2003). Initially, it was 

thought that miRNAs negatively regulated targets through blocking of elongation and 

termination during protein synthesis given that mRISC and target mRNAs were found to be 

associated with polyribosomes in both C. elegans and rats (Olsen et al., 1999; Seggerson 

et al., 2002; Kim et al., 2004). However, whilst miRNAs are associated with ribosomes, 

more recent evidence suggests that mRISC downregulates targets via inhibition of 

translational initiation (Ingolia et al., 2009; Bazzini et al., 2012). Moreover, translation 

repression and mRNA degradation may be part of a sequential process in which inhibition 

of translation precedes mRNA degradation (Djuranovic et al., 2012; Meijer et al., 2013). 

Whilst it was traditionally thought that miRNAs negatively regulated expression via inhibition 

of translation, mRNA degradation has been shown to account for at least 84% of miRNA 

repression of protein production (H. Guo et al., 2010; Eichhorn et al., 2014). Degradation of 

mRNAs proceeds by deadenylation and/or decapping of mRNAs leaving them vulnerable 

to exonucleolytic degradation (Figure 1.8) (Valinezhad Orang et al., 2014).  

Interestingly, miRNA binding sites are not limited to 3ô-UTRs, neither are their actions limited 

to repression. Functional miRNA binding sites have been found in the 5ô-UTRs as well as 

in the coding sequence of target genes (Lytle et al., 2007; Lee et al., 2009; Forman et al., 

2010; Xu et al., 2014). Whilst miRNA binding in 5ô-UTRs and coding regions represses gene 

expression (Forman et al., 2008; Zhang et al., 2018), binding of miR-324 to the RelA 

promoter increases gene expression (Dharap et al., 2013). Similarly, miR-145 and miR-206 

have been shown to upregulate myocardin and Kruppel-like factor 4 (KLF4) respectively 

however the mechanism for this upregulation remains unclear (Cordes et al., 2009; Lin et 

al., 2011). 
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1.3.3 Role of microRNAs in osteoarthritis 

MiRNAs play a critical role in animal development. Inhibition of miRNA biogenesis via Dicer 

knockout caused mice to die early in embryonic development (E7.5) with embryos being 

depleted of stem cells (Bernstein et al., 2003). Knockout of Dicer in murine limb 

mesenchyme resulted in the formation of smaller limbs (Harfe et al., 2005) whereas 

conditional knockout of Dicer, Dgcr8 or Drosha in chondrocytes reduced cell proliferation, 

accelerated hypertrophic differentiation in the growth plates and caused premature death 

(Kobayashi et al., 2008, 2015). Therefore, miRNAs are clearly important in skeletogenesis 

and embryonic development more broadly. 

Multiple studies have identified miRNAs that are differentially expressed in cartilage from 

OA patients compared to normal cartilage (Table 1.1) (Iliopoulos et al., 2008; Jones et al., 

2009; Díaz-Prado et al., 2012; Balaskas et al., 2017). Likely due to differences in samples 

as well as methodolgies there is poor overlap in differentially expressed miRNAs in both 

microarray and RNA-seq experiments (Swingler et al., 2019). That being said, 

bioinformatics analyses integrating data from multiple miRNA expression studies have 

identified common miRNA signatures which may represent groups of miRNAs that are 

functionally involved in OA pathogenesis (Cong et al., 2017; Wang et al., 2018). 
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Table 1.1. Differentially regulated microRNAs in OA and functional effects 

MicroRNA Functional effect Tissue / platform References 

miR-16 ŷ 
Inhibition of FGFR by targeting SMAD3, 
altered proliferation and increased apoptosis, 
TGF-ɓ signalling pathway affected 

Plasma / TLDA* and qRT-PCRns 
(Borgonio Cuadra 
et al., 2014) 

miR-21 ŷ Inhibition of GDF-5 expression Knee cartilage / qRT-PCR* 
(Zhang et al., 
2014) 

miR-23a ŷ 
Inhibition of COL2A1 and ACAN by targeting 
SMAD3, targeting of RC3H1 and QKI 

Knee cartilage / qRT-PCR* 
Synovial fluid (early vs late 
OA) / Exiqon PCR array* 
and qRT-PCR* 

(Kang et al., 
2016; Y. H. Li et 
al., 2016) 

miR-25 ŷ 
WFA-induced upregulation of COX-2 
expression, mediation of inflammatory 
responses in chondrocytes 

Knee cartilage / qRT-PCR* 
(Jones et al., 
2009) 

miR-27b ŷ 
Suppression of RC3H1 and QKI in OA 
synovium, inhibition of MMP-13 and 
osteogenic differentiation 

Synovial fluid (early 
vs late OA) / Exiqon 
PCR array* and 
qRT-PCR* 

Knee bone / qRT-
PCR* 

Synovial fluid / 
qRT-PCR* 

(Jones et al., 
2009; Y. H. Li et 
al., 2016; Lv et 
al., 2020; Zhang 
et al., 2020) 

miR-29b ŷ 
Induction of chondrocyte apoptosis by 
targeting progranulin, inhibition of TGF-ɓ 
signalling 

Hip cartilage / qRT-PCR* Hip cartilage / qRT-PCRns 
(Le et al., 2016; L. 
Chen et al., 2017) 

miR-29c ŷ Inhibition of TGF-ɓ signaling 
Plasma / TLDA* 
and qRT-PCRns 

Hip cartilage / qRT-
PCR* 

Synovial fluid 
(early vs late 
OA) / Exiqon 
PCR array* 
and qRT-PCR* 

(Borgonio Cuadra 
et al., 2014; Le et 
al., 2016; Y. H. Li 
et al., 2016) 

miR-30b ŷ 
Cartilage matrix degradation by targeting 
SOX9, ADAMTS-5 and ERG 

Plasma / TLDA* 
(Borgonio Cuadra 
et al., 2014) 

miR-30c ŷ 
Cartilage matrix degradation by targeting 
SOX9, ADAMTS-5 and ERG 

Plasma / TLDAns 
(Borgonio Cuadra 
et al., 2014) 

miR-33a ŷ 

Upregulation of MMP-13 and ECM 
degradation, regulation of cholesterol 
synthesis in TGF-ɓ1/Akt/SREBP-2 pathway 
and cholesterol efflux-related ApoA1 and 
ABCA1 

Knee cartilage / qRT-PCR* 
(Kostopoulou et 
al., 2015) 
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miR-34b ŷ 
Modulation of OA chondrocyte proliferation by 
targeting CYR61, which inhibits ADAMTS-4 
induced aggrecan degradation in cartilage 

Knee bone / qRT-PCR* 
(Jones et al., 
2009) 

miR-104 ŷ Unknown Knee bone / qRT-PCR* 
(Jones et al., 
2009) 

miR-122a ŷ Unknown Knee bone / qRT-PCR* 
(Jones et al., 
2009) 

miR-126 ŷ Unknown Plasma / TLDA* and qRT-PCRns 
(Borgonio Cuadra 
et al., 2014) 

miR-128a ŷ 
Repression of chondrocyte autophagy by 
targeting Atg12 

Knee cartilage / qRT-PCR* (Lian et al., 2018) 

miR-135a ŷ Unknown Knee bone / qRT-PCR* 
(Jones et al., 
2009) 

miR-135b ŷ Unknown Knee bone / qRT-PCR* 
(Jones et al., 
2009) 

miR-139 ŷ 
Inhibition of MCPIP1, activation of IL-6 and 
apoptosis 

Knee bone / qRT-PCR* 
(Jones et al., 
2009) 

miR-144 ŷ Unknown Knee bone / qRT-PCR* 
(Jones et al., 
2009) 

miR-146a ŷ 
Targeting SMAD4 disturbing TGF-ɓ pathway, 
increased apoptosis, upregulation of VEGF 

Plasma / TLDAns 
and qRT-PCRns 

Hip cartilage / qRT-
PCR* 

Synovial tissue 
/ qRT-PCRns 

(Li et al., 2012; 
Wang et al., 
2013; Borgonio 
Cuadra et al., 
2014; Cheleschi 
et al., 2019) 

miR-147 ŷ Unknown Knee bone / qRT-PCR* 
(Jones et al., 
2009) 

miR-181a ŷ 
Inhibition of chondrocytes proliferation and 
induction of apoptosis by targeting PTEN 

Facet cartilage / Exiqon miRNA array (n = 2) and qRT-
PCR* 

(Nakamura et al., 
2016) 

miR-181b ŷ 
Articular cartilage degeneration, destruction of 
lumbar facet joint cartilage 

Knee cartilage / qRT-PCR* 
(Song, Lee, et al., 
2013) 

miR-184 ŷ Unknown Plasma / TLDA* and qRT-PCR* 
(Borgonio Cuadra 
et al., 2014) 

miR-186 ŷ Unknown 
Plasma / TLDA* and qRT-
PCR* 

Synovial fluid (early vs late 
OA) /  Exiqon PCR array* 
and qRT-PCR* 

(Borgonio Cuadra 
et al., 2014; Y. H. 
Li et al., 2016) 
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miR-200a ŷ Unknown Knee cartilage / qRT-PCR* 
(Jones et al., 
2009) 

miR-210 ŷ 
Inhibition of NF-əB signaling pathway by 
targeting DR6 increasing inflammation 

Knee bone / qRT-PCRns Synovial fluid / qRT-PCR* 

(Jones et al., 
2009; D. Zhang et 
al., 2015; Xie et 
al., 2019) 

 

miR-215 ŷ 
Inhibition of synovium pain-related genes, 
especially DST and TBXAS1 

Synovial tissue / RNA-seq* 
(Zhou et al., 
2020) 

miR-218 ŷ 
Inhibition the PI3K/Akt/mTOR signalling 
pathway, cartilage destruction 

Knee cartilage / qRT-PCR* (Lu et al., 2017) 

miR-224 Ź 
Regulation of synovium pain-related genes, 
especially DST and TBXAS1, targeting CCL2 

Knee cartilage / qRT-PCR* 
(Haiming Wang et 
al., 2019; Zhang 
et al., 2021) 

miR-299 ŷ Unknown Knee cartilage / qRT-PCR* 
(Jones et al., 
2009) 

miR-335 ŷ 
Inhibition of synovium pain-related genes, 
especially DST and TBXAS1, inhibition of 
MSC differentiation 

Hip cartilage / qRT-PCR* 

(KopaŒska et al., 
2017; Haiming 
Wang et al., 
2019) 

miR-345 ŷ Unknown Plasma / TLDA* and qRT-PCR* 
(Borgonio Cuadra 
et al., 2014) 

miR-365 ŷ 
Upregulated expression of catabolic COL10A1 
and MMP-13 by targeting HDAC4, activation 
of IL-6 and apoptosis 

Knee cartilage / qRT-PCR* 
(Yang et al., 
2016) 

miR-381 ŷ 
Upregulation of MMP13 and RUNX2 
expression via targeting of HDAC4 cartilage 
degeneration, targeting of IkBŬ 

Synovial tissue / qRT-PCR* 
(Chen et al., 
2016; Xia et al., 
2016) 

miR-455 ŷ 
Regulating TGF-ɓ signalling by suppression of 
the Smad2/3 pathway, targeting ACVR2B, 
SMAD2, CHRDL1 

Hip cartilage / qRT-PCR* 
(Swingler et al., 
2012) 

miR-486 ŷ 
Inhibition of chondrocyte proliferation and 
migration by suppressing SMAD2 gene 

Knee cartilage / qRT-PCR* (Shi et al., 2018) 

miR-885 ŷ Unknown Plasma / TLDAns and qRT-PCR* 
(Borgonio Cuadra 
et al., 2014) 
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miR-9 Ź/ŷ 
Increased chondrocytes proliferation and 
inhibition of cell apoptosis by targeting NF-əB 

Knee cartilage / qRT-PCR* 
Knee cartilage and bone / 
qRT-PCR* 

(Jones et al., 
2009; Gu et al., 
2016) 

miR-26 Ź Induction of NF-əB signaling pathway Knee cartilage / qRT-PCR* 
(Yin et al., 2017; 
Z. Zhao et al., 
2019) 

miR-29a Ź/ŷ 

Inhibition of SMAD3, NFəB and WNT signaling 
pathway, downregulated expression of 
collagen III, TGF-ɓ1, MMP-9, MMP-13, and 
ADAMTS-5, targeted VEGF 

Plasma / TLDAns 
Synovial tissue / 
qRT-PCR* 

Hip cartilage / 
qRT-PCR* 

(Borgonio Cuadra 
et al., 2014; Le et 
al., 2016; Ko et 
al., 2017) 

miR-107 Ź Unknown Knee cartilage / qRT-PCR* 
(Jones et al., 
2009) 

miR-125b Ź 
ADAMTS-4 - induced aggrecan degradation in 
cartilage 

Hip cartilage / qRT-PCR* 
(Rasheed et al., 
2019) 

miR-127 Ź 
decreased ECM synthesis by targeting IL-1ɓ 
induced MMP-13 

Knee cartilage (hip control) / qRT-PCR* 
(Su Jin Park et 
al., 2013) 

miR-130a Ź 
Reciprocal sponging of HOTAIR lncRNA, 
increased apoptosis suppression of autophagy 
in chondrocytes 

Knee cartilage / qRT-PCR* (He et al., 2020) 

miR-140 Ź 

Targeting IGFR, ADAMTS5, MMP-13, IGFBP5 
and RALA, cartilage development and 
homeostasis, development of age-related OA-
like changes 

Knee cartilage / qRT-PCR* 
Knee cartilage and 
synovial fluid / qRT-PCR* 

(Miyaki et al., 
2009, 2010; Liang 
et al., 2012; 
Karlsen et al., 
2014; Si et al., 
2017) 

miR-145 Ź 
Promotion of TNF-Ŭ-driven cartilage matrix 
degradation via MMP-3, MMP-13, and 
ADAMTS-5 

Knee cartilage / qRT-PCR* 
(B. Yang et al., 
2011) 

miR-148a Ź 

Targeting COL10A1, MMP13 and ADAMTS5, 
inhibition of hypertrophic differentiation, 
production and deposition of type II collagen 
and proteoglycan retention 

Knee cartilage / qRT-PCR* 
(Vonk et al., 
2014) 

miR-149 Ź/ŷ 
Upregulation of TNFŬ, IL1ɓ and IL6, activation 
of inflammation by targeting TNFŬ 

Knee cartilage / 
qRT-PCR* 

Knee cartilage / 
qRT-PCR* 

Knee bone / 
qRT-PCR* 

(Jones et al., 
2009; Santini et 
al., 2014) 



57 

 

miR-221 Ź 
Activation of expression of catabolic genes, 
degeneration of cartilage tissues by 
upregulated expression of SDF1 

Knee cartilage / RNA-seq* and qRT-PCR* 
(Zheng et al., 
2017) 

miR-483 Ź 
Upregulation of catabolic genes expression, 
inhibition of TGF-ɓ signaling pathway 

Plasma / TLDAns 
(Borgonio Cuadra 
et al., 2014) 

miR-488 Ź 
Upregulation of catabolic genes expression by 
targeting ZIP8 

Knee cartilage / qRT-PCR* 
(Song, Kim, et al., 
2013) 

miR-558 Ź 
Inhibition of COX-2 expression, inhibition of IL-
1ɓ-stimulated catabolic effect, altered 
inhibition of inflammatory factors 

Knee cartilage (hip control) / qRT-PCR* 
(S J Park et al., 
2013) 

Modified from Zacharjasz et al., 2021, * p < 0.05, ns = not significant . 
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1.3.3.1 Role of microRNAs in cartilage 

Many miRNAs have been shown to play roles in chondrogenesis and thus, cartilage 

development and homeostasis. Moreover, increasing evidence from in vivo mouse models 

and in vitro studies utilising human cartilage explants points to dysregulation of miRNAs as 

an important feature of OA with miRNAs targeting components of key signalling pathways 

and being regulated by these pathways themselves. 

In a bioinformatic analysis of 57 studies Cong et al. (2017) identified 46 miRNAs which were 

differentially expressed in OA cartilage and targeted genes involved in autophagy, 

inflammation, chondrocyte apoptosis, chondrocyte differentiation & homeostasis, 

chondrocyte metabolism and degradation of the ECM. Similarly, in a meta-analysis of 8 

miRNA expression studies Wang et al. (2018) identified 87 differentially expressed miRNAs 

along with a ñmiRNA meta-signatureò of 6 significantly dysregulated miRNAs. This miRNA 

meta-signature included upregulation of miR-23b-3p, miR-27b-3p, miR-211-5p and miR-16-

5p, and downregulation of miR-25-3p and miR-149-5p. Using healthy and OA cartilage from 

the same patient, RNA sequencing revealed differential expression (DE) of 142 miRNAs 

and 2387 mRNAs with miR-206 and miR-504-5p being the most upregulated and 

downregulated respectively (Coutinho de Almeida et al., 2019). Using these data, an OA 

miRNA interactome was generated consisting of 62 miRNAs targeting 238 mRNAs 

highlighting the fact that in a complex tissue such as cartilage, miRNAs will have multiple 

target genes. Whilst studies identifying differentially expressed miRNAs in OA cartilage are 

useful in highlighting potentially important interactions, more in-depth studies of these 

interactions utilising in vivo and in vitro models are required to fully understand their 

relevance in disease and how they may be targeted for therapies. 

To date, miR-140 is the best studied miRNA in OA. MiR-140 was found to be specifically 

expressed in cartilage tissues during murine embryonic development (Tuddenham et al., 

2006) and although deletion of miR-140 did not appear to affect embryonic skeletal 

development, postnatally it resulted in smaller, lower weight mice which exhibited 

craniofacial deformities (Miyaki et al., 2010). Moreover, miR-140-null mice had accelerated 

age-related OA and more severe OA in a surgically induced model whereas cartilage 

specific overexpression of miR-140 protected against OA (Miyaki et al., 2010). Functionally, 

miR-140 has been shown to regulate the expression of ADAMTS5, MMP13, tissue inhibitors 

of metalloproteinase 1 (TIMP1), DNPEP, specificity protein 1 (SP1), RALA and FZD6 

(Miyaki et al., 2010; J. Yang et al., 2011; Nakamura et al., 2011; Liang et al., 2012; Karlsen 

et al., 2014; Barter et al., 2015), whereas miR-140 was positively regulated by SOX9 (J. 

Yang et al., 2011; Nakamura et al., 2012). Therefore miR-140 is a key player in cartilage 

development and may be an attractive therapeutic target. 
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Given the significant role of miR-140 in OA, it is not surprising that subsequent studies have 

shed light on other miRNAs which may also be important. In total knee joint tissue from 

DMM and sham operated mice, miR-146a-5p, miR-3474, miR-615ï3p and miR-151ï5p 

were differentially expressed (Castanheira et al., 2021). Simultaneous knockout of miR-204 

and miR-211 (homologues sharing identical seed sequences) in mesenchymal progenitor 

cells predisposed mice to OA (Huang et al., 2019). Knockout of miR-204 and miR-211 in 

mice led to an accumulation of RUNX2 and thus upregulation of RUNX2-induced gene 

expression including the matrix-degrading enzymes Mmp13, Adamts4 and Adamts5. 

Conversely, cartilage-specific knockout of miR-21-5p protected against spontaneous and 

DMM-induced OA (X. B. Wang et al., 2019). Fgf18, Col2a1 and Acan expression was 

significantly increased in articular cartilage from miR-21 knockout mice whereas expression 

of Mmp13 and Adamts5 was significantly decreased. 

Aside from studies utilising knockout out animals, in vitro models of chondrogenesis have 

also been used to highlight the role of specific miRNAs cartilage. MiR-455 has been shown 

to be coregulated with miR-140 in models of chondrogenesis, upregulated in OA cartilage 

and has been shown to regulate components of TGF-ɓ signalling such as SMAD2 (Swingler 

et al., 2012). Moreover, miR-455 was found to directly target RUNX2 and its expression 

was induced by SOX9 (Swingler et al., 2012; Z. Zhang et al., 2015). MiR-145 has been 

shown to directly target SOX9 with overexpression resulting in a concomitant decrease in 

chondrogenic markers including COL2A1, COL9A2, COL11A1 and ACAN and increase in 

hypertrophic markers such as RUNX2 and MMP13 (B. Yang et al., 2011; Martinez-Sanchez 

et al., 2012). 

Many miRNAs appear to be significantly dysregulated in OA cartilage and it seems likely 

that that identification of miRNA signatures, as opposed to changes in individual miRNAs 

may be more useful in understanding their role in pathogenesis. Moreover, studies utilising 

OA models continue to implicate miRNAs in the regulation of cartilage metabolism and 

aspects of OA signalling including NF-əB, TGF-ɓ and SOX9 (Xu et al., 2016). Therefore, 

there may be much to be gained from an increased understanding of the roles of miRNAs 

in cartilage homeostasis and OA progression and furthermore, how this may be exploited 

in the development of therapies against OA. 
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1.3.3.2 MicroRNAs as biomarkers 

Currently, OA diagnosis relies heavily on physical examination and radiographic imaging of 

affected joints. OA severity is commonly graded using the Kellgren-Lawrence scale and is 

based on gross joint features such as degree of joint space narrowing and bone end shape 

as visualised in radiographic images (Kellgren et al., 1957). Given that radiography suffers 

from poor sensitivity and precision, OA diagnoses are reactive and thus significant disease 

progression is likely to already have taken place (Munjal et al., 2019). 

In contrast to physical and radiographic examinations, biomarkers may enable earlier and, 

as such, predictive diagnosis of OA. Biomarkers can be found in many biological fluids 

including blood, urine and synovial fluid, all of which are relatively easy to access. 

Interleukins have received a lot of attention as potential biomarkers as they are strongly 

implicated in OA pathogenesis and easily detected in blood serum. IL-21, IL-17A, IL-4R are 

all significantly increased in the serum of patients with OA (Silvestri et al., 2006; Shan et al., 

2017) whereas IL-17, IL-6 are significantly increased synovial fluid (Doß et al., 2007; Liu et 

al., 2015). Articular cartilage undergoes a multitude of changes in OA and these changes, 

such as degradation or altered composition of the ECM may be mirrored in biological fluids. 

In light of this, levels of collagen X and COMP have been shown to be increased in the 

serum of OA patients (Verma et al., 2013; He et al., 2014) whilst levels of lubricin were 

decreased in OA synovial fluid (Musumeci et al., 2014). 

Recently, circulating miRNAs have been proposed as biomarkers for OA. Circulating 

miRNAs are highly stable and are protected from degradation in biological fluids via 

association with proteins such as AGO2 and incorporation into vesicles such as exosomes, 

microvesicles and apoptotic bodies (Turchinovich et al., 2011; Gallo et al., 2012). Many 

circulating miRNAs are by-products of cellular death (Turchinovich et al., 2011) however 

active secretion and intercellular functioning of exosomal miRNAs has also been reported 

(Kosaka et al., 2010). Therefore, changes in circulating miRNAs may reflect processes in 

early OA progression, making them attractive and potentially predictive biomarkers for OA. 

Multiple miRNAs have shown promise as biomarkers for OA. In blood plasma of patients 

with OA, levels of miR-136 negatively correlated with disease severity and levels of its target 

gene IL-17 (Wan et al., 2018) whereas levels of miR-98 were increased in OA patients 

(Zheng et al., 2018). MiRNA array and microarray studies have found many other miRNAs 

that are differentially regulated in serum of OA patients. Ntoumou et al. (2017) identified 

279 differentially expressed miRNAs in the serum of OA patients and used quantitative real 

time PCR (qRT-PCR) to validate miR-33b-3p, miR-671-3p, and miR-140-3p as being 

significantly downregulated. On the other hand, Borgonio Cuadra et al. (2014) showed that 

miR-16, miR-146a, miR-29c, miR-93, miR-126, miR-184, miR-186, miR-195, miR-345, and 
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miR-885-5p were significantly upregulated in OA blood serum. More recently, miR-146a-5p 

was found to be increased in the blood serum of women with OA whereas, miR-186-5p was 

increased in women who developed radiographic knee OA in the following 4 years 

suggesting its utility as a preclinical marker (Rousseau et al., 2020). 

Due to its proximity to the articular cartilage and integral role in the joint, synovial fluid is the 

first biological fluid to be altered during OA pathogenesis making it potentially the most ideal 

for the assessment of biomarkers. However, the benefits of using synovial fluid compared 

to blood must be weighed against the increased invasiveness of extraction. Congruent with 

its role in animal models of OA, miR-140 has been found to be significantly reduced in the 

synovial fluid of patients with OA compared to healthy controls (Si et al., 2016). When 

comparing synovial fluid from patients with late-stage and early-stage OA expression of 

miR-23a-3p, miR-24-3p, miR-27a-3p, miR-27b-3p, miR-29c-3p, miR-34a-5p and miR-186-

5p was significantly higher suggesting that these could be used as markers of disease 

progression (Y. H. Li et al., 2016). Interestingly, sex-specific differentially expressed 

miRNAs have been identified in OA synovial fluid. Whilst miR-504-3p was significantly 

upregulated in synovial extracellular vesicles, miR-16-2-3p was increased (non-significant) 

and miR26a-5p, miR-146a-5p and miR-6821-5p decreased specifically in females with miR-

6878-3p and miR-210-5p being downregulated (non-significant) and upregulated (non-

significant) respectively in males (Kolhe et al., 2017). This highlights the importance of 

accounting for potential sex differences in the analysis of potential OA biomarkers. 

Currently, diagnosis of OA generally occurs after significant disease progression has 

already taken place. Much work has been invested in the identification of biomarkers which 

may be used for earlier diagnosis of OA, however very few are currently used in the clinic 

(Nguyen et al., 2017). Circulating miRNAs are easily detectable in blood serum and synovial 

fluid with many showing promise as predictive biomarkers for OA. Identification of consistent 

and reliable differentially expressed miRNAs in biological fluid may lead to earlier diagnosis 

of OA and thus allow for treatments that proactively prevent disease progression. 

1.3.3.3 miRNAs as therapies 

There are currently no disease-modifying treatments for OA. Management of OA focuses 

on pain relief with paracetamol, NSAIDS and opioids in the short-term and joint replacement 

when these become insufficient. Although clinical trials are underway for a number of 

potential disease modifying treatments - for example trials of the anti-nerve growth factor 

(NGF) antibody tanezumab show symptomatic improvement (J. Chen et al., 2017) ï none 

have been approved as yet. Given that miRNA dysregulation contributes to OA 

pathogenesis, it stands to reason that correction of this could be a viable option for therapy; 
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inhibition of an upregulated miRNA or replacement of a downregulated miRNA may limit 

disease progression. 

As previously discussed, miR-140 is one of the better studied miRNAs with a role in OA. It 

is downregulated in OA cartilage and miR-140 knockout mice are predisposed to OA 

development (Miyaki et al., 2010). Using chondrocytes derived from OA and healthy human 

cartilage in conjunction with a surgically induced rat model of OA, Si et al. (2017) 

investigated whether intra-articular injection of miR-140-5p agomir (a modified mimic) could 

be an effective therapy. Transfection of OA and healthy chondrocytes with miR-140 mimic 

upregulated expression of collagen II and downregulated expression of ADAMTS-5 and 

MMP-13 whereas miR-140 inhibitor had the opposite effect. Intra-articular injection of miR-

140 agomir in a surgical rat model of OA significantly attenuated chondrocyte and cartilage 

loss, increased collagen II positive chondrocytes and decreased ADAMTS-5 and MMP-13 

positive chondrocytes. Therefore, intra-articular injection of miR-140 may be a viable 

therapeutic option for human OA. Similarly, intra-articular injection of miR-210 and anti-miR-

449a have been shown to reduce cartilage degradation in rat surgical injury models 

(Kawanishi et al., 2014; Baek et al., 2018). 

Although multiple miRNAs show promise for use as disease modifying agents, a major 

hurdle in their clinical application is delivery. Naked RNAs are unstable in vivo and must be 

effectively targeted and taken up by target cells. Currently, lipid-vesicles which encapsulate 

miRNAs in vesicles and are endocytosed by target cells are the most promising delivery 

vehicles (Oliviero et al., 2019). More research and development of miRNA delivery systems 

will be needed if miRNA-based OA therapies are to find routine use in the clinic. 

1.3.4 MicroRNA-29 

The miR-29 family consists of three closely related miRNAs: miR-29a, miR-29b and miR-

29c which differ by only two or three bases in the mature miRNA and share the same 6 bp 

seed sequence at positions 2-7 (Figure 1.9). Therefore, they are predicted to target many 

of the same genes. Although the mature sequences of miR-29a, miR-29b and miR-29c are 

largely similar, it has been suggested that small sequence differences may be functionally 

relevant. The hexanucleotide sequence at positions 18-23 in miR-29b was found to act as 

a nuclear localisation signal (Hwang et al., 2007) whereas interruption of the tri-uracil 

sequence at positions 9-11 with a cytosine at position 10 reduced the turnover rate of miR-

29a compared to miR-29b and miR-29c leading to greater stability (Zhang et al., 2011). For 

all three miR-29 family members, the overwhelmingly abundant and apparently most 

functional arm is the 3p strand therefore, unless otherwise stated the 3p strand will be 

discussed (Jiang et al., 2014; Kwon et al., 2018). 
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MiR-29 is transcribed from two separate intergenic genomic loci with miR-29a and miR-

29b-1 located on human chromosome 7q32.3 and miR-29b-2 and miR-29c located on 

chromosome 1q32.2; miR-29b-1 and miR-29b-2 produce an identical mature miR-29b 

sequence. Both loci are transcribed as polycistronic units with the pri-miRNAs subsequently 

being spliced out however, whereas miR-29a and miR-29b-1 are encoded by the last intron 

and introns of primary transcripts (GenBank) EU154353 and GU321462 respectively, miR-

29b-2 and miR-29c are encoded by the last exon of the primary transcripts EU154351 and 

EU154352 (Chang et al., 2008; Mott et al., 2010). In mice, the broad genomic organisation 

of miR-29 is comparable to humans with miR-29a and miR-29b1 located on chromosome 

6A3.3 and miR-29b-2 and miR-29c located on chromosome 1H6. 

It is well established that miR-29 plays an important role in development, general physiology 

and a number of diseases. Global knockout of both miR-29 loci in mice results in premature 

death (within 42 days), growth retardation, kyphosis and severe ataxia amongst other 

phenotypes (Cushing et al., 2015; Caravia et al., 2018). The miR-29ab1 locus is generally 

recognised as being the major source of miR-29 and so although knockout of this locus 

alone resulted in a similar - albeit less severe - phenotype to the double knockout, deletion 

of the miR-29b2c locus alone resulted in a comparatively mild phenotype with a modest 

decrease in weight and lifespan (Smith et al., 2012; Papadopoulou et al., 2015; Sassi et al., 

2017; Caravia et al., 2018).  

One of the better studied roles for miR-29 in disease is in cancer where miR-29 

predominantly functions as a tumour suppressor (Kwon et al., 2018). In line with this, miR-

29 is downregulated in the majority of cancers (Jiang et al., 2014; Alizadeh et al., 2019) and 

known to target genes involved in proliferation, apoptosis, metabolism and DNA 

methylation, all of which are strongly implicated in cancer (Kwon et al., 2018). In acute 

myeloid leukaemia miR-29b was found to negatively regulate DNMT3A and DNMT3B, and 

indirectly downregulate DNMT1 via SP1, leading to global hypomethylation and thus 

reexpression of hypermethylated and silenced tumour suppressor genes including p15INK4b 

and ESR1 (Garzon et al., 2009). Downregulation of miR-29a in pancreatic cancer cells 

relieved repression of the autophagy-related genes TFEB and ATG9A thus promoting 

autophagy, resistance to gemcitabine treatment and cell survival (Kwon et al., 2016). In 

non-small cell lung cancer patients and cell lines, increased expression of miR-29c 

promoted responsiveness to cisplatin chemotherapy by negatively regulating the PI3k/Akt 

pathway (Sun et al., 2018), whereas reduced expression of miR-29a lead to 

hypermethylation of the Wnt inhibitory factor 1 (WIF1) promoter, aberrant Wnt activation 

and increased cell proliferation and survival (Tan et al., 2013).  



64 

 

Another well-known role for miR-29 is in fibrotic disease, characterised by an excessive 

accumulation of fibrous connective tissue and eventual loss of organ function (Deng et al., 

2017). In cardiac, liver, lung and kidney fibrosis miR-29 expression is downregulated and 

this is thought to be largely mediated by an increase in TGF-ɓ signalling (van Rooij et al., 

2008; He et al., 2012; Wang et al., 2012; Xiao et al., 2012). Stimulation of a human foetal 

lung cell line with TGF-ɓ1 downregulated miR-29a, miR-29b and miR-29c with a 

concomitant upregulation of predicted miR-29 targets including COL1A1, COL3A1, and 

COL1A2, all of which are strongly implicated in fibrosis (Cushing et al., 2011). Similarly, 

knockout of Smad3 in a mouse model of renal fibrosis caused significant upregulation of all 

three miR-29 members, whereas overexpression of miR-29b blocked TGF-ɓ1 induction of 

collagen I and III suggesting a potential negative feedback loop between miR-29 and TGF-

ɓ signalling (Qin et al., 2011). 

The miR-29 family plays a critical role in normal development and physiology with global 

knockout being lethal (Cushing et al., 2015). Therefore, it is unsurprising that dysregulation 

of miR-29 expression is implicated in a range of diseases. Along with cancer and fibrosis 

miR-29 is implicated in a wide range of diseases including HIV-1 infection (Ahluwalia et al., 

2008) and Alzheimerôs disease (Pereira et al., 2016) highlighting diverse roles for miR-29. 

Studying the role of miR-29 in diseases will further increase our understanding of their 

pathophysiology and may eventually lead to the development of therapies that specifically 

target miR-29 expression. 

 

 

 

 

Figure 1.9. Organisation and sequence of the miRNA-29 family. (A) All three members of the miR-29 family 
share almost the same mature sequences and identical 6 bp seed sequences (yellow). (B) MiR-29a and miR-
29b1 are located on chromosome 7, and miR-29b2 and miR-29c are located on chromosome 1. Sequences 
obtained from miRbase.org (Kozomara et al., 2014). 
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1.3.4.1 MicroRNA-29 in osteoarthritis 

As opposed to other diseases such as cancer and fibrosis, the role of miR-29 in OA is less 

well understood. Multiple studies have shown that miR-29 is dysregulated in OA. Le et al. 

(2016) showed that miR-29a, miR-29b and miR-29c were upregulated in human 

osteoarthritis hip cartilage compared to healthy controls and in murine OA models with a 

concomitant decrease in the expression of predicted targets. When comparing OA cartilage 

to healthy cartilage from the same patient miR-29b and miR-29c were found to be 

significantly upregulated (Coutinho de Almeida et al., 2019). Similarly, miR-29c was 

significantly upregulated in the blood plasma of patients with knee OA (Borgonio Cuadra et 

al., 2014) and in the synovial fluid of patients with late-stage knee OA compared to early-

stage (Li et al., 2016) suggesting potential utility as a biomarker. Therefore, miR-29 may 

play an important role in OA pathogenesis. 

MiR-29 is implicated in the regulation of many OA related genes including ECM 

components, matrix degrading enzymes and multiple signalling pathways. In murine 

chondrocytes miR-29a and miR-29b were found to negatively regulate Col2a1 (Yan et al., 

2011). Similarly, in murine MSCs undergoing hypertrophic chondrogenesis, miR-29b 

negatively regulated Col2a1 and Sox9 expression as well as GAG synthesis while 

expression of Col10a1, Runx2 and Mmp13 was increased (C. Zhao et al., 2019). In human 

chondrogenic MSCs, transfection with pre-miR29a significantly downregulated expression 

of COL2A1, ACAN and SOX9 (Guérit et al., 2014). On the other hand, in mice 

overexpressing miR-29a Mmp9, Mmp13 and Col3a1 were downregulated in synovial 

fibroblasts (Ko et al., 2017). 

In addition to regulating the expression of ECM components, miR-29 has also been shown 

to regulate several matrix-degrading enzymes and is predicted to target many more. In 

human primary chondrocytes, overexpression of miR-29b downregulated ADAMTS5, 

ADAMTS6, ADAMTS14, ADAMTS17 and ADAMTS19 with luciferase reporter assays 

confirming direct targeting by miR-29b (Le et al., 2014). In rat vascular smooth muscle cells 

miR-29a and miR-29b were shown to directly target Adamts7 (Du et al., 2012). Whereas, 

in a mouse model of abdominal aortic aneurysm lentiviral transduction with miR-29b 

upregulated expression of Mmp2 and Mmp9 and downregulated expression of Col1a1 and 

Col3a1 (Maegdefessel et al., 2012). 

Several signalling pathways involved in OA development are also targeted by miR-29. 

Using luciferase reporter assays along with measuring known responsive gene expression 

Le et al. (2016) demonstrated that TGF-ɓ, NF-əB and canonical Wnt signalling were 

negatively regulated by miR-29b. In a mouse model of pulmonary fibrosis miR-29b was 

shown to suppress TGF-ɓ/Smad3 signalling by reducing expression of TGF-ɓ1 and 
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phosphorylation of SMAD3 (Xiao et al., 2012). Downregulation of Wnt signalling by miR-29 

in non-small cell lung cancer was found to act through targeting of DNMT3a and DNMT3b 

and subsequent demethylation of the WIF1 promoter (Tan et al., 2013), whereas in human 

chondrocytes, miR-29 negatively regulated expression of the Wnt receptors FZD3 and 

FZD5 (Le et al., 2016). The mechanism through which miR-29 regulates NF-əB signalling 

is yet to be elucidated, however miR-29 is predicted to target REL (or c-Rel) (mirdb.org), an 

NF-əB subunit and SP1, a transcription factor known to activate REL (Hirano et al., 1998) 

and RELA (Sif et al., 1994). Interestingly, regulation of TGF-ɓ and NF-əB by miR-29 may 

be reciprocal. In human primary chondrocytes TGF-ɓ1 reduced expression of mature miR-

29 (Le et al., 2014), in myoblasts YY1 NF-əB was shown to negatively regulate transcription 

of miR-29 (Wang et al., 2008), and in an acute myeloid leukaemia cell line SP1 in complex 

with NF-əB downregulated the miR-29 promoter (Liu et al., 2010). 

Some studies have suggested that miR-29 may be a negative regulator of chondrogenesis. 

SOX9 is expressed in all chondrocytes and chondrocyte progenitors (Zhao et al., 1997; 

Song et al., 2020) and is essential for chondrogenesis (Akiyama et al., 2002). Moreover, 

SOX9 is recognised as a ómaster regulatorô of transcription during chondrogenesis binding 

to and activating the promoters of key genes including COL2A1 and ACAN (Han et al., 

2008). SOX9 has also been shown to negatively regulate miR-29. Overexpression in 

SW1353 cells reduced expression of miR-29a, miR-29b and miR-29c and a luciferase 

reporter assay showed that SOX9 negatively regulated the miR-29ab1 promoter (Le et al., 

2016). There is some evidence of a negative feedback loop between miR-29 and SOX9 

with overexpression of miR-29a and miR-29b leading to a downregulation of SOX9 in 

human and murine MSCs respectively (Guérit et al., 2014; C. Zhao et al., 2019) however 

not all studies have been able to replicate this (Le et al., 2016). Therefore, a negative 

feedback loop between miR-29 and SOX9 may allow for the fine-tuning gene expression 

during chondrogenesis, though more evidence of this interaction would be needed to 

confirm this. 

Given the potentially important role of miR-29 dysregulation in OA, targeting of miR-29 may 

be an attractive therapeutic option for disease treatment. Indeed, overexpression of miR-

29a in murine chondrocytes not only protected against the antiproliferative effects of IL-1ɓ, 

but reversed a concomitant increase in Col10a1, Mmp1, and Mmp13, and decrease in 

Col2a1 and Timp1 (X. Li et al., 2016). Overexpression of miR-29a and miR-140 together 

had an additive effect in promoting proliferation, reducing Mmp13 and increasing Timp1 

expression (X. Li et al., 2016). In synoviocytes isolated from end-stage OA knees and a 

collagenase-induced (CI) mouse model of OA, overexpression of miR-29a significantly 

downregulated the expression of the profibrotic factors COL3A1, TGF-ɓ1, TIMP1, PLOD2 

and ADAM12 and the cartilage degrading enzymes MMP-9, MMP-13 and ADAMTS-5 (Ko 
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et al., 2017). Moreover, miR-29 overexpression or intra-articular injection of lentiviral-

shuttled miR-29a protected against cartilage loss and altered gait in a CI model of OA (Ko 

et al., 2017). In a mouse model of rotator cuff injury both transgenic and lentiviral 

overexpression of miR-29a protected against fibrosis and reduced the expression of Col3a1 

(Ko et al., 2019). Similarly, in an equine CI model of tendon injury, administration of miR-

29a 1 week post injury reduced levels of type III collagen while significantly improving the 

rate of healing when compared to placebo treated horses (Watts et al., 2017). Finally, in the 

ATDC5 chondrogenic cell line miR-29a mimic significantly reduced apoptosis through direct 

targeting of the pro-apoptotic protein BAX suggesting that treatment with exogenous miR-

29 could prevent chondrocyte death in OA (Miao et al., 2019). Taken together, there is a 

strong case to be made that augmentation of miR-29 expression in OA joints may be a 

potential disease modifying therapy. This being said, more in-depth studies into the global 

effect of miR-29 on gene expression in the joint followed by animal and eventually human 

clinical trials would be needed before such a treatment was available in the clinic. 
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1.4 Hypothesis and aims 

OA is one of the most prevalent degenerative joint diseases inflicting millions of people 

around the world with debilitating pain and reduced quality of life. Yet treatment options for 

patients suffering from OA are limited with disease modifying drugs remaining elusive. 

MiRNAs are short RNAs that typically downregulate the expression of target genes through 

interactions with the 3ô-UTRs of mRNAs, many of which have been implicated in OA. 

Previous work in our group highlighted a potential role for the miR-29 family in OA. MiR-29 

was upregulated in human OA cartilage and murine models of OA, in addition to interacting 

with OA-related genes and signalling pathways (Le, 2015; Le et al., 2016). This project aims 

to further study the role of the miR-29 family in OA and understand whether augmentation 

maybe a viable therapeutic option. Therefore, the hypothesis of this project is: 

 

The microRNA-29 family plays an important role in cartilage development and the 

pathogenesis of osteoarthritis. 

 

This hypothesis will be addressed through the following aims: 

 

- Identify members of the ADAMTS family which are regulated by miR-29 and TGF-ɓ 

using in vitro models including cell lines and primary human chondrocytes. 

 

- Investigate the role of miR-29 in the regulation of DNA methylation in chondrocytes 

and OA. 

 

- Generate cartilage-specific miR-29 knockout models to study the role of miR-29 in 

cartilage development and OA pathogenesis. 
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2 Materials and methods 

2.1 Cells and mouse models 

2.1.1 E. coli strains 

For cloning of constructs, E. coli were either StellarÊ Competent Cells (Clonetech), XL10-

Gold® Ultracompetent Cells (Agilent Technologies) or DH5Ŭ chemically competent cells. 

2.1.2 Mammalian cell lines 

SW1353 is a chondrosarcoma cell line originally derived from a primary grade II 

chondrosarcoma in 1977 (ATCC®, cat# HTB-94Ê). DF1 is a spontaneously immortalised 

chicken fibroblast cell line and was a kind gift from Prof. Andrea Munsterberg, University of 

East Anglia (UEA), UK. 

2.1.3 Human primary articular chondrocytes 

Articular cartilage was obtained from patients undergoing total hip replacement surgery 

following fracture of the neck of femur (NOF). Tissues were collected at Norfolk and Norwich 

University Hospital (NNUH) under ethical approval with all patients giving informed consent. 

Cartilage was incubated in digestion medium containing Dulbeccoôs modified Eagle Medium 

(DMEM), GlutaMAXTM (Life Technologies), 1 mg/ml collagenase (Sigma-Aldrich, C1639), 

0.4% (w/v) Hepes (Fisher Scientific, BP310-100), 100 IU/ml penicillin, 100 µg/ml 

streptomycin (Sigma-Aldrich, P4333) at 37 °C, 180 rpm overnight. Cells were isolated using 

a 70 µm cell strainer, plated at 4x104 cells/cm2 and grown to 80% confluence. Cells were 

washed in Hanksô Balanced Salt Solution (HBSS) (Life Technologies), incubated in 0.25% 

(w/v) trypsin/ethylenediaminetetraacetic acid (EDTA) (Life Technologies) (TE) until they 

were removed from the plate and resuspended in fresh media. Cells were pelleted by 

centrifugation at 180 x g for 5 minutes, the supernatant removed and cells resuspended in 

1 ml heat-inactivated foetal bovine serum (FBS) (Life Technologies) with 10% (v/v) dimethyl 

sulfoxide (DMSO) prior being stored at -180 °C. Cells were used by passage three. 
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2.1.4 Mouse models 

Mice were maintained in a specific-pathogen-free facility in accordance with Home Office 

regulations. Mice were housed in individually ventilated cages and fed Rat and Mouse No.3 

Breeding Expanded Diet (Special Diet Services) and water ad-lib. All mice were bred on a 

C57BL/6 background. 

MiR-29ab1fl/fl mice have the miR-29ab1 locus flanked by loxP sites (Figure 2.1A) and were 

a kind gift from Prof. Carlo Croce, Ohio State University, USA. Generation of miR-29ab1fl/fl 

mice is described in Smith et al. (2012) and mice were rederived upon receipt. MiR-29b2cfl/fl 

mice have the miR-29b2c locus flanked by loxP sites (Figure 2.1B) and were obtained from 

The Jackson Laboratory, USA (stock number: 405371). 

Col2a1-cre mice express Cre recombinase under the control of the collagen-2a1 (col2a1) 

promoter (Figure 2.1C) and were a kind gift from Dr. Attila Aszodi, Ludwig Maximilian 

University of Munich, Germany. Generation and characterisation of col2a1-cre mice is 

described in Sakai et al. (2001). Acan-creERT2/CTGFfl/fl mice have the connective tissue 

growth factor (CTGF) gene flanked by loxP sites (floxed), and a tamoxifen inducible Cre 

recombinase under control of the cartilage specific aggrecan promoter and were a kind gift 

from Prof. George Bou-Gharios, University of Liverpool, UK. 

 

 

 

Figure 2.1. Transgenic mouse models used for miR-29 knockout breeding. (A) miR-29ab1fl/fl contains 
the mir-29ab1 locus flanked by loxP sites and downstream neomycin resistance (NeoR) marker flanked by 
flippase recognition target (FRT) sites. (B) miR-29b2cfl/fl contains the mir-29b2c locus flanked by loxP sites. 
A neomycin cassette has been removed using Flp recombination leaving a single FRT site. (C) The col2a1 
cassette contains the promoter, exon 1 with a mutated initiation codon and part of intron 1 from col2a1 
followed by a splice acceptor site, a 1.2kb fragment from pMC1-Cre containing nuclear localisation signal 
(NLS) and Cre recombinase, and exon 52 of col2a1 with the polyadenylation site (Poly A). 

A 

B 

C 
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2.2 Cell culture 

2.2.1 Mammalian cell culture conditions 

SW1353 and DF1 cells were maintained in DMEM, GlutaMAXÊ supplemented with 10% 

(v/v) FBS, 100 IU/ml penicillin and 100 ɛg/ml streptomycin (complete media) at 37 °C and 

5% (v/v) CO2. Both cell lines were passaged at 80-100% confluence by washing with HBSS, 

incubation in 0.25% TE at 37 °C for 3-5 minutes and diluting 1:10 in complete media. 

Primary articular chondrocytes were thawed at 37 °C and maintained as described for 

SW1353 and DF1 cells with media being refreshed every 2 or 3 days. 

For plating, cells were grown until 80-90% confluent, washed with HBSS, incubated in TE 

at 37 °C for three to five minutes and resuspended in fresh media. Cells were counted using 

a haemocytometer and diluted to the required concentration in complete media. 

2.2.2 Bacterial cell culture conditions 

E. coli were plated on lysogeny broth (LB) agar (bacto-tryptone 10 g/L, yeast extract 5 g/L, 

NaCl 5 g/L, agar 15 g/L) containing 100 ɛg/ml ampicillin (Sigma-Aldrich) and incubated at 

37 °C overnight. For liquid cultures, E. coli was inoculated in LB (bacto-tryptone 10 g/L, 

yeast extract 5 g/L, NaCl 5 g/L) and incubated at 37 °C, 200 rpm overnight. 

2.3 Molecular methods 

2.3.1 Constructs 

The pmirGLO dual-luciferase miRNA target expression vector (Promega) contains the firefly 

luciferase primary reporter gene (luc2) upstream of a multiple cloning site, a Renilla 

luciferase control reporter and an ampicillin resistance marker (Figure 2.2). 
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2.3.2 Gel electrophoresis 

Unless otherwise stated agarose gels were prepared with 1% agarose (w/v) in 1x TAE buffer 

(Tris-acetate 40 mM, EDTA 1 mM) and run at 120 V prior to staining with ethidium bromide 

(Sigma-Aldrich) and visualisation with a Bio-Rad Gel DocÊ EZ Gel Documentation System 

or UVP ChemiDoc-It2Ê 810 Imager. 

2.3.3 Cloning of ADAMTS 3ô-UTRs 

2.3.3.1 Primer design 

Members of the ADAMTS family predicted to be targeted by miR-29 were identified using 

the miRNA body map (Mestdagh et al., 2011). In addition, 3ô-UTR sequences were 

downloaded for the ADAMTS gene family from Ensemble genome browser (Howe et al., 

2021) and screened for the miR-29 6mer seed sequence (GGTGCT). For 3ô UTRs 

containing at least one seed sequence site, primers were designed to amplify 500 bp - 1000 

bp surrounding this sequence (Appendix table 1). Where multiple seed sequences were 

spread over more than 1000 bp, two primer sets were designed to amplify the 3ô-UTR in 

two parts. 

Figure 2.2. Plasmid map of pmirGLO. Map of the pmirGLO plasmid containing the firefly luciferase primary 
reporter and Renilla luciferase control reporter. Figure generated using SnapGene Viewer. 
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2.3.3.2 Isolation of human genomic DNA 

Genomic DNA (gDNA) was isolated from SW1353 cells as follows. Cells were washed with 

HBSS (Fisher Scientific, UK), incubated in 0.25% TE at 37 °C for 3-5 minutes and 

resuspended in media. Cells were pelleted by centrifugation at 500 x g at 4 °C for 5 minutes, 

washed with cold Dulbecco's phosphate-buffered saline (DPBS) (Life Technologies), re-

pelleted and suspended in 300 µl digestion buffer (100 mM NaCl, 10 mM Tris pH 8.0, 25 

mM EDTA pH 8.0, 0.5%, sodium dodecyl sulfate (SDS), 0.1 mg/ml proteinase K) prior to 

incubation at 50 °C for 18 hours. DNA was purified using UltraPureÊ 

phenol:chloroform:isoamyl alcohol (25:24:1, v/v) (Invitrogen) according to manufacturerôs 

protocol. 

2.3.3.3 PCR 

GDNA isolated from SW1353 cells was used as a template for PCR amplification of 

ADAMTS 3ô-UTR amplicons. 3ô-UTR amplicons were amplified from 50 ng gDNA using 

Phire Hot Start II DNA polymerase (Fisher Scientific, UK) according to manufacturerôs 

protocol (thermal cycle: 98 °C 30 seconds, 35 cycles of 98 °C 5 seconds, 60 °C 5 seconds 

and 72 °C 20 seconds followed by 1 cycle of 72 °C 60 seconds) using a VeritiÊ 96-Well 

Thermal Cycler (Applied Biosystems). Target amplification was confirmed by gel 

electrophoresis of 5ɛl PCR product. 

2.3.3.4 Isolation of ADAMTS 3ô-UTR amplicons 

ADAMTS 3ô-UTR amplicons were separated using gel electrophoresis. The respective 

bands were purified using the QIAquick Gel Extraction Kit (Qiagen) or NucleoSpin® Gel 

and PCR Clean-up kit (Machery-Nagel) according to manufacturerôs protocol and eluted in 

nuclease free water (Sigma-Aldrich). DNA concentration was analysed using a NanoDropÊ 

1000 (Thermo Scientific). 

2.3.3.5 Assembly of ADAMTS 3ô-UTR pmirGLO constructs 

ADAMTS 3ô-UTR amplicons were cloned into the pmirGLO vector (Figure 2.2). PmirGLO 

was digested with Xho1 (Promega) at 37 °C for 16 hours (10x buffer D 5 ɛl, XhoI 2 ɛl, 

pmirGLO 5 ɛg, water up to 50 ɛl), linearised vector was purified by gel extraction and DNA 

concentration determined. ADAMTS 3ô-UTR amplicons were ligated into pmirGLO (3:1 

molar ratio of insert to vector) using the In-Fusion® HD Cloning Kit (Clontech) and 

transformed into StellarÊ Competent Cells according to the manufacturerôs protocol. 

Transformed cells (100 ɛl) were plated on selective LB agar and grown overnight at 37 °C. 



75 

 

2.3.3.6 Colony PCR 

E. coli colonies containing the desired ADAMTS 3ô-UTR constructs were identified using 

colony PCR. Colony PCR was performed using OneTaq Hot Start DNA Polymerase (New 

England Biolabs) in 10 ɛl reactions according to the manufacturerôs protocol. Colonies were 

inoculated in the PCR reactions prior to streaking on selective LB agar and incubation 

overnight at 37 °C. PCR was performed (thermal cycle: 94 °C 5 minutes, 35 cycles of 94 °C 

30 seconds, 60 °C 30 seconds and 68 °C 30 seconds followed by 1 cycle of 68 °C 5 minutes) 

and reactions were analysed by gel electrophoresis. Positive colonies were grown in 5 ml 

LB 100 ɛg/ml ampicillin and plasmid DNA was isolated using the QIAprep Spin Miniprep Kit 

(Qiagen) prior to sequencing (Source BioScience) to confirm construct assembly. For 

primers see Appendix table 1. 

2.3.3.7 Mutagenesis of ADAMTS 3ô-UTR constructs 

Seed sequences for miR-29 in ADAMTS 3ô-UTR pmirGLO constructs were mutated. All 

miR-29 6mer seed sequences within the cloned regions of ADAMTS 3ô-UTR pmirGLO 

constructs were mutated to one of several restriction sites (EcoRI, GAATTC; SalI site, 

GTCGAC; XbaI, TCTAGA) to allow for easy screening of mutants using restriction digestion. 

Mutagenesis was achieved using the QuikChange Lightning Multi Site-Directed 

Mutagenesis Kit (Agilent Technologies) according to manufacturerôs protocol. For primers 

see Appendix table 1. Restriction digestion with the respective restriction enzyme followed 

by sequencing (Source BioScience) was used to confirm mutagenesis. 

2.3.4 Total RNA isolation 

2.3.4.1 Total RNA isolation from cultured cells 

Media was removed from cultured cells prior to washing twice with 1 ml cold DPBS. Total 

RNA was isolated by adding 500 µl TRIzolÊ Reagent (15596026, Invitrogen) and 200 µl 

chloroform to each well according to manufacturerôs protocol. RNA concentration was 

determined using a NanoDrop 2000 (Thermo Scientific) and DNase treatment was 

performed using the TURBO DNA-freeÊ Kit (AM1907, Invitrogen) according to 

manufacturerôs protocol. 

 

 

 



76 

 

2.3.4.2 Total RNA isolation murine tissues 

Liver tissue and cartilage isolated from murine femoral heads were ground in liquid nitrogen 

using a disposable pestle and 500 µl TRIzolÊ Reagent was added. Samples were vortexed 

and incubated for 15 minutes at room temperature before transferring to a PhasemakerÊ 

tube (A33248, Invitrogen), 200 µl chloroform was added, incubated for 2-15 minutes, and 

centrifuged at 12000 x g at 4 °C for 5 minutes. The aqueous phase was transferred to a 

new tube and total RNA isolation performed using the total RNA isolation procedure for the 

mirVanaÊ miRNA Isolation Kit (AM1561, Life Technologies). DNase treatment was 

performed using the TURBO DNA-freeÊ Kit according to manufacturerôs protocol. RNA 

was further purified using ethanol precipitation as follows. On ice, 0.1 volume 3 M sodium 

acetate and 2.5 volumes 100% ethanol were added prior to vortexing and precipitation 

overnight at -80 °C. RNA was pelleted by centrifugation at 14000 x g at 4 °C for 30 minutes, 

washed in 500 µl ice-cold 70% ethanol, centrifuged 14000 x g for 15 minutes and 

resuspended in 20 µl nuclease-free water. RNA was stored at -80 °C. 

2.3.5 Quantitative real time PCR (qRT-PCR) 

2.3.5.1 cDNA synthesis 

Total RNA from cultured cells, murine hip cartilage or liver tissue was reverse transcribed 

using SuperScriptÊ II Reverse Transcriptase (RT) (18064-071, Invitrogen). RNA was 

diluted in 10 µl nuclease-free water, 2 µl random primers (Invitrogen) or TaqMan® 

microRNA reverse transcription primer pool (see section 2.3.4.3.2) added and incubated at 

70 °C for 10 minutes. On ice, 4 µl First Strand Buffer, 2 µl 0.1 M dithiothreitol (DTT), 1 µl 10 

mM dNTP mix (Bioline) and 1 µl SuperScriptÊ II RT were added followed by incubation at 

42 °C for 60 minutes and 70 °C for 10 minutes. Complimentary DNA (cDNA) was stored at 

-20 °C. 

2.3.5.2 Quantification of gene expression 

Gene expression was quantified using standard probe-based qPCR or the Universal Probe 

Library (Roche) and normalised to 18S ribosomal RNA (rRNA) expression. Differences in 

18S rRNA expression were not significant between control and experimental conditions in 

respective qRT-PCR experiments (Appendix table 2). This being said, in future work a panel 

of housekeep genes should be screened to identify the most reliable candidate for 

normalisation. For primers and probes see Appendix table 3. For qPCR reactions, cDNA 

was diluted to 0.5 ng/µl and 5 µl added to each reaction in addition to 200 nM forward and 

reverse primer, 100 nM probe, 8.33 µl qPCRBIO Probe Mix Lo-ROX (PCR Biosystems) and 

nuclease-free water to 25 µl. Relative quantification (comparative CT) was performed using 
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an Applied BiosystemsÊ 7500 Real-Time PCR System and the following PCR conditions: 

50 °C 2 minutes, 95 °C 10 minutes and 40 cycles of 95 °C 15 seconds and 60 °C for 1 

minute. 

2.3.5.3 Quantification of mature microRNA-29 expression 

Mature miR-29a-3p, miR-29b-3p and miR-29c-3p expression was quantified using 

TaqMan® microRNA assays and normalised to U6 small nucleolar RNA (snRNA) (assay 

ID: 002112, 000413, 000587, 001973, Applied Biosystems). Differences in U6 snRNA 

expression were not significant between control and knockout conditions (Appendix table 

2) however as previously mentioned, in future experiments an appropriate housekeeping 

gene should be selected from a panel of candidates. CDNA synthesis was performed as in 

section 2.4.3.2 using a primer pool containing 0.5 µl miR-29a-3p, miR-29b-3p, miR-29c-3p 

and U6 snRNA reverse transcription primers. qPCR was performed as in section 2.3.4.3.1 

using 1.5 µl of respective PCR primer and probe mix. 

2.3.6 mRNA-sequencing 

Total RNA was extracted from P21 murine femoral head cartilage as in section 2.3.4.2 and 

cartilage purity was assessed by measuring the expression of cartilage and bone markers 

using qRT-PCR as in section 2.3.5. RNA quantity and RNA integrity (RIN) mRNA-

sequencing (mRNA-seq) was performed by Novogene (Cambridge, UK) using the Illumina 

NovaSeq 6000 platform with a paired-end 150 bp sequencing strategy and Ó 20 million read 

pairs per sample. 

Data were kindly analysed by Dr. Simon Moxon (University of East Anglia, UK). Reads were 

aligned to Mus musculus GRCm39 using HISAT2 (Kim et al., 2019) using default 

parameters for paired-end alignment. Samtools was used to convert SAM alignments to 

BAM format and sort and index the files (Li et al., 2009). Htseq-count (Anders et al., 2015) 

was used to count reads aligning to gene annotations from Ensembl release 104 (Yates et 

al., 2020). Counts from each of the samples were combined into a count matrix and 

imported into DESeq2 (Love et al., 2014) which was used to calculate DE and fold-changes 

between conditions and create PCA plots. The DESeq2 model accounts for inter-replicate 

noise, therefore lowly expressed and highly variable genes are unlikely to be called as 

differentially expressed. In addition, DESeq2 performs an independent filtering step to 

remove weekly expressed genes and thus, reduce power loss due to multiple testing 

adjustment (Love et al., 2014). 
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2.3.7 DNA methylation analysis 

2.3.7.1 Dot blot 

2.3.7.1.1 Isolation of genomic DNA 

Cells from section 2.4.4 were washed with 1 ml DPBS and incubated in 500 µl digestion 

buffer (100 mM Tris-HCl pH 8, 100 mM NaCl, 50 mM EDTA pH 8, 1% SDS, 0.2 mg/ml 

proteinase K) for 2-3 hours. DNA was purified using UltraPureÊ phenol:chloroform:isoamyl 

alcohol (25:24:1, v/v) according to manufacturerôs protocol. 

2.3.7.1.2 Quantification of methylation 

DNA (100 ng) was denatured in 30 µl 0.1 M NaOH at 95 °C for 10 minutes followed by 

neutralisation with 1 M NH4OAc. DNA diluted to 50 µg/µl and 25 µg/µl, and 2 µl was spotted 

onto a methanol-activated Immobilon®-FL PVDF membrane (Merck Millipore). The 

membrane was blotted at 80 °C for 30 minutes, blocked with 5% (w/v) milk in TBS-T (tris-

buffered saline (20 mM Tris, 150 mM NaCl), 0.1% v/v Tween-20, pH 7.5) at room 

temperature for 1 hour and incubated with a 5-mC recombinant rabbit monoclonal antibody 

(Fisher, MA5-24694) 1:1000 at 4 °C overnight. The membrane was washed three times with 

TBS-T, incubated with HRP-conjugated goat anti-rabbit immunoglobulin-G secondary 

antibody (Invitrogen, A16096) 1:500 at room temperature for one hour and washed three 

times with TBS-T. Finally, the membrane was visualised using PierceÊ ECL western 

blotting substrate and imaged with a Bio-Rad ChemiDoc XRS+ imager. Relative dot 

intensity was quantified by measuring the integrated dot density with ImageJ. 

2.3.7.2 Methylation array 

SW1353 cells were transfected with 50 nM miR-29b-3p mimic or negative control as in 

section 2.4.2.1. Cells were harvested by incubation in 500 µl 0.25% TE for 2 minutes 

followed by scraping to detach cells from the well. Cells were resuspended in 5 ml antibiotic-

free (AbF) media, pelleted by centrifugation at 500 x g at 4 °C for 5 minutes and flash frozen 

in liquid nitrogen before being stored at -80 °C. 

GDNA and RNA were isolated simultaneously using the Qiagen AllPrep DNA/RNA mini kit 

(Qiagen). RNA was reverse transcribed as in section 2.3.4.2 and gene expression was 

measured using qRT-PCR as in section 2.3.4.3.1. For DNA, one miR-29b-3p treated 

sample and one negative control sample were quantified using a Qubit 4 (Thermo Scientific) 

and Qubit 1x dsDNA HS assay kit (Thermo Scientific, Q33230) prior to the methylation array 

(kindly performed by Dr. David Monk). 
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Methylation datasets were generated using the Illumina Infinium MethylationEPIC 

BeadChip arrays, which simultaneously quantify approximately 4% of all CpG dinucleotides. 

GDNA was bisulfite converted according to the manufacturerôs recommendations for the 

Illumina Infinium Assay (EZ DNA methylation kit, ZYMO). The bisulfite-converted DNA (250 

ng) was used for hybridization following the Illumina Infinium HD methylation protocol at 

genomic facilities of the Josep Carreras Leukemia Research Institute (Barcelona, Spain). 

Data from the methylation array were kindly analysed by Dr. Claudia Buhigas (University of 

East Anglia, UK). Prior to data analysis, possible sources of technical bias that could 

influence results were excluded. Signal background subtraction was applied, and interplate 

variation was normalised using default control probes in BeadStudio (version 2011.1 

Infinium HD). Probes with a detection p-value > 0.01 were discarded. Probes that lacked 

signal values in one or more of the DNA samples analysed were also excluded. Differential 

methylation interval between samples was identified using Bumphunter or bioinformatics 

pipelines developed by the Monk lab (using R-package). 

2.3.7.3 Bisulfite PCR pyrosequencing 

Bisulfite PCR was used to amplify 50 ng bisulfite-converted DNA with one unmodified and 

one biotinylated primer using Immolase Taq polymerase (Bioline) (95 °C for 10 minutes 

followed by 45 cycles of 95 °C for 5 seconds, 54 °C for 5 seconds and 72 °C for 15 seconds). 

The biotinylated PCR product (diluted to 40 ɛl) was mixed with 38 ɛl of binding buffer and 

2 ɛl (10 mg/ml) streptavidin-coated polystyrene beads. After incubation at 65 °C, DNA was 

denatured with 50 ɛl 0.5 M NaOH. Single-stranded DNA was hybridized to 40 pmol 

sequencing primers dissolved in 11 ɛl annealing buffer at 90 °C. For sequencing, a primer 

was designed to the opposite strand of the biotinylated primer used in the PCR reaction. 

The pyrosequencing reaction was carried out on a PyroMark Q96 instrument (Qiagen). The 

peak heights were determined using Pyro Q-CpG1.0.9 software (Qiagen). For primers see 

Table 2.1. 

 

 

Table 2.1. Bisulfite PCR primers 

Primer Sequence (5ô-3ô) 

TRIM58 OutF ATAAAGATGGAAGGAAGGAGGGA 

TRIM58 OutR BIOT1 (Biotin)-AAAACAAACGCCAACGAATAATATCC 

TRIM58 OutR BIOT2 (Biotin)-AAAACAAACACCAACAAATAATATCC 

CACNBI R AGGGTGATAGGTAGTTTATT 

CACNBI R BIOT (Biotin)-CTAAATAACTAAACCRAATACTAAC 

TRIM58 seqF TAGTTTTTTGGGTGTGTGTG 

CACNB1 seqF GATTATGGAGAGGAGTTTTTTTT 
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2.4 Cell culture assays 

2.4.1 Assessing microRNA-29b targeting of ADAMTS 3ô-UTRs 

2.4.1.1 Transfection of ADAMTS 3ô-UTR constructs and microRNA-29b 

DF1 cells were plated in 96-well plates (1x104 cells/well) in 90 µl AbF media (DMEM, 

GlutaMAXÊ, supplemented with 10% (v/v) FBS) and incubated for 16 hours. Cells were 

transfected with 100 ng ADAMTS 3ô-UTR pmirGLO construct using Lipofectamine 3000 

reagent (L3000015, Invitrogen) according to manufacturerôs protocol and incubated for 6 

hours, after which, media was replaced with 90 µl AbF media. Cells were transfected with 

either 50 nM miR-29b-3p miRCURY LNA miRNA mimic (YM00473486-ADA,Qiagen), 50 

nM negative control miRCURY LNA miRNA mimic (YM00479902-AGA, Qiagen) or water 

(mock) using Lipofectamine 3000 reagent according to manufacturerôs protocol. Cells were 

incubated for 48 hours before harvesting for luciferase assays. 

2.4.1.2 Luciferase assay 

Media was replaced with 50 µl AbF media. Luciferase activity was measured using the Dual-

GloÈ luciferase assay system (E2940, Promega) according to manufacturerôs protocol in 

opaque 96 well plates and with an EnVisionTM 2103 multilabel microplate reader (Perkin 

Elmer). Luciferase activity was normalised to the Renilla luciferase internal control.  

2.4.2 Mammalian cell transfection 

2.4.2.1 Transfection of SW1353 cells with microRNA-29b 

SW1353 cells were plated in 6-well plates (1x105 cells/well) in 1 ml AbF media and 

incubated until 80-90% confluent. Cells were transfected with 50 nM miR-29b-3p miRCURY 

LNA miRNA mimic, 50 nM negative control miRCURY LNA miRNA mimic or mock in 1 ml 

fresh AbF media using 2 µl Lipofectamine 3000 reagent per well according to 

manufacturerôs protocol. Cells were incubated for 48 hours prior to being harvested in 

TRIzolÊ Reagent. 

2.4.2.2 Transfection of human articular chondrocytes with microRNA-29b 

Human articular chondrocytes (HACs) were plated in 12-well plates (1x105 cells/well) in 1 

ml AbF media and incubated until 80-90% confluent. Cells were transfected with 50 nM 

miR-29b-3p miRCURY LNA miRNA mimic, 50 nM negative control miRCURY LNA miRNA 

mimic or mock (water) in 1 ml fresh AbF media using 2 µl Lipofectamine 3000 reagent per 

well according to manufacturerôs protocol. Cells were incubated for 48 hours prior to being 

harvested in TRIzolÊ Reagent. 
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2.4.3 Mammalian cell cytokine stimulation 

2.4.3.1 Stimulation of human articular chondrocytes with TGF-ɓ1 

2.4.3.2 Stimulation of SW1353 cells with TGF-ɓ1 

SW1353 cells were plated in 6-well plates (1.5x105 cells/well) in 2 ml maintenance media 

and incubated for 24 hours. Cells were serum starved by replacing media with 2 ml serum 

free media (DMEM plus GlutaMAXÊ supplemented with 100 IU/ml penicillin and 100 ɛg/ml 

streptomycin) and incubated for a further 24 hours. Cells were stimulated with human 

recombinant TGF-ɓ1 (5 ng/ml) for 8 or 24 hours or vehicle control (4 mM HCl with 0.5% 

(w/v) BSA) before being harvested in TRIzolÊ Reagent. RNA was suspended 20 µl 

nuclease-free water (Sigma-Aldrich) and stored at -80 °C.  

2.4.4 Treatment of SW1353 cells for dot blot 

SW1353 cells were plated in 6-well plates (1x105 cells/well) in 1 ml AbF media and 

incubated until 80-90% confluent. Cells were transfected with 50 nM miR-29b-3p miRCURY 

LNA miRNA mimic (Qiagen), 50 nM negative control miRCURY LNA miRNA mimic (Qiagen) 

or mock (water) as in section 2.4.2.1. In addition, cells were treated with 5 µM 5-azacytidine 

(5-Aza), vehicle control (0.5% (v/v) DMSO) or left untreated. DNA was isolated as in section 

2.3.7.1.1. 

2.5 In vivo models 

Mice were weaned at approximately 21 days old and separated by sex. Ear notches were 

taken for genotyping as described in 2.5.3.1. Surplus and experimental animals were 

sacrificed by exposure to carbon dioxide gas in a rising concentration followed by cervical 

dislocation as confirmation of death in accordance with Home Office regulations and 

Schedule 1 of the Animals (Scientific Procedures) Act 1986. 

2.5.1 Cartilage specific knockout of microRNA-29 

2.5.1.1 Breeding 

To achieve cartilage-specific knockout of either the miR-29ab1 or miR-29b2c loci, miR-

29ab1 floxed and miR-29b2c floxed mice respectively were crossed with col2a1-cre mice 

to produce miR-29ab1fl/fl:col2a1-cre and miR-29b2cfl/fl:col2a1-cre mice respectively. 

To achieve cartilage-specific knockout of both the miR-29ab1 and miR-b2c loci 

simultaneously, miR-29ab1 and miR-29b2c floxed mice were crossed to produce 

homozygous double floxed mice. Double floxed mice were then crossed with miR-29b2c 

knockout mice to produce miR-29ab1fl/fl:miR-29b2cfl/fl:col2a1-cre mice. 
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For breeding and colony maintenance, col2a1-cre positive breeders were always male. 

Firstly, this was under advice from Dr. Attila Aszodi as to the best breeding practice for this 

line. Secondly, this strategy ensured the generation of Cre-positive and Cre-negative 

offspring enabling littermate controls to be used for in vivo experiments and reducing overall 

animal usage.  

2.5.1.2 Genotyping 

Ear tissue biopsies were obtained using an ear punch. GDNA was extracted from tissues 

using either a REDExtract-N-AmpTM tissue PCR kit (R4775, Sigma-Aldrich) or a Phire 

Tissue Direct PCR kit (F170L, Thermo Scientific) and PCR was performed using either 

REDExtract-N-AmpTM PCR reaction mix or Phire Tissue Direct PCR Master Mix respectively 

according to manufacturerôs protocol. 

Primers used to genotype for the miR-29ab1 floxed locus were mir-29ab1-forward and mir-

29ab1-loxP-reverse (wildtype, 419 bp; loxP, 581 bp). Primers used to genotype for the miR-

29b2c floxed locus were mir-29b2c-forward and mir-29b2c-reverse (wildtype, 354 bp; loxP, 

447 bp). Primers used to genotype for the col2a1-cre locus were cre2 and col2ex52b (wild-

type no band; cre, 450 bp). See Figure 2.2 for example genotyping. 

For gDNA knockout genotyping, gDNA was extracted from ear biopsies and liver tissue 

using the Phire Tissue Direct PCR kit. Hip cartilage gDNA was extracted using TRIzol 

reagent according to manufacturerôs protocol. PCR was performed using Phire Tissue 

Direct PCR Master Mix. For miR-29ab1 knockout primers were mir-29ab1-forward and miR-

29ab1KO-reverse (wildtype, ~1350 bp; knockout, ~650 bp), and for miR-29b2c knockout 

primers were miR-29b2cKO-forward and miR-29b2cKO-reverse (wildtype, ~2000 bp; 

knockout,~700 bp). 

For primer sequences see Table 2.2. Genotyping PCRs were performed using a VeritiÊ 

96-Well Thermal Cycler and PCR products were analysed using gel electrophoresis. 

Cycling conditions for the miR-29ab1 locus, miR-29b2c locus and col2a1-cre locus are in 

Tables 2.3, 2.4 and 2.5 respectively. PCR products were analysed using gel 

electrophoresis. 
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Figure 2.3. Example genotyping PCR. Gel electrophoresis of genotyping for miR-29ab1wt/fl, miR-29b2cwt/fl 
and cre+/-. For miR-29ab1 wildtype (wt) band is 419 bp and loxP band is 581 bp. For miR-29b2c, wt band 
is 354 bp and loxP band is 447 bp. For col2a1-cre, wt band is absent and cre band is 450 bp. 
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2.5.2 Destabilisation of the medial meniscus model 

DMM surgery was kindly performed by Dr. Tracey Swingler (University of East Anglia) and 

Mr. Richard Croft (University of East Anglia) as described in Blease et al. (2018). Male mice 

Table 2.2. Genotyping primers 

Primer Sequence (5ô-3ô) 

mir-29ab1-forward TGTGTTGCTTTGCCTTTGAG 

mir-29ab1-loxP-reverse CCACCAAGAACACTGATTTCAA 

miR-29ab1KO-reverse CGAATTCGCCAATGACAAGACGCT 

mir-29b2c-forward AGTTAATTTGCTGTGCCAATCATA 

mir-29b2c-reverse ATAGAACTTTTTCACCGCCTACTG 

mir-29b2cKO-forward GGGATAGCATGTTTACAGTGAGTCT 

mir-29b2cKO-reverse TGGGATGAAGGCTTAGAAGAAGC 

cre2 TCTGGTGTAGCTGATGATCCG 

col2ex52b TATGTCCACACCAAATTCCTG 

Table 2.3. MiR-29ab1 genotyping cycle conditions  

 REDExtract-N-Amp Phire Tissue Direct  
Cycle step Temp Time Temp Time Cycles 

Initial denaturation 95 °C  5 min 98 °C  5 min 1 

Denaturation 94 °C  30 s 98 °C  5 s 

10 
  

Annealing 70 °C(-1/cycle) 30 s 70 °C(-1/cycle) 5 s 

Extension 72 °C  1 min 72 °C  20 s 

Denaturation 94 °C  30 s 98 °C  5 s 

25 
  

Annealing 53 °C  30 s 53 °C  5 s 

Extension 72 °C  1 min 72 °C  20 s 

Final extension 72 °C  10 min 72 °C  1 min 1 

Table 2.4. MiR-29b2c genotyping cycle conditions 

 REDExtract-N-Amp Phire Tissue Direct  
Cycle step Temp Time Temp Time Cycles 

Initial denaturation 94 °C  3 min 98 °C  5 min 1 

Denaturation 94 °C  30 s 98 °C  5 s 

10  

Annealing 65 °C(-0.5/cycle) 30 s 65 °C(-0.5/cycle) 5 s 

Extension 72 °C  1 min 72 °C  20 s 

Denaturation 94 °C  30 s 98 °C  5 s 

28 
  

Annealing 60 °C  30 s 60 °C  5 s 

Extension 72 °C  1 min 72 °C  20 s 

Final extension 72 °C  2 min 72 °C  1 min 1 

Table 2.5. Col2a1-cre genotyping cycle conditions  

 REDExtract-N-Amp Phire Tissue Direct  
Cycle step Temp Time Temp Time Cycles 

Initial denaturation 94 °C 5 min 98 °C  5 min 1 

Denaturation 94 °C 30 s 98 °C  5 s 

10 
  

Annealing 63 °C 30 s 63 °C  5 s 

Extension 72 °C 30 s 72 °C  20 s 

Denaturation 94 °C 30 s 98 °C  5 s 

20 
  

Annealing 53 °C 30 s 53 °C  5 s 

Extension 72 °C 30 s 72 °C  20 s 

Final extension 72 °C 10 min 72 °C  1 min 1 
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aged 12 weeks were anaesthetised using 3% (v/v) isoflurane and maintained at 2% (v/v) 

prior to subcutaneous injection of 2.5 ɛg Vetergesic (Ceva Animal Health). Surgery was 

performed on the right knee. An incision was made medial to the parapatellar ligament and 

the medial meniscotibial ligament (MMTL) fully severed (Figure 2.4). The joint capsule was 

closed using a Vicryl 6-0 round-bodied needle suture kit (Ethicon) and the dermal layer 

above closed using an Ethilon 5-0 reverse-cutting needle suture kit (Ethicon). Once 

recovered from anaesthesia, mice were returned to their home cage, administered with 

Vetergesic once daily for 3 days, and weighed daily. Left and right legs were harvested 12 

weeks post-surgery, processed and sectioned as in sections 2.5.3.1 and 2.5.3.2 

respectively. 

For each sample, six sections from the same point across all joints were analysed using the 

OARSI scoring system (Glasson et al., 2010) by two scorers. Scorers were blind to the 

genotypes of samples when scoring. 

 

 

 

 

2.5.3 Histological analysis 

2.5.3.1 Tissue processing 

Mice aged 3 weeks and 3 months old were sacrificed as in section 2.5, legs and inguinal fat 

pads (IGFP) were dissected, and skin and excess muscle removed. Legs and IGFP were 

Figure 2.4. Destabilisation of the medial meniscus surgery. In the destabilisation of the medial meniscus 
model, the medial meniscotibial ligament (MMTL) is surgically severed to induce osteoarthritis. In this diagram 
of a murine right knee joint, the femur (F), tibia (T), medial meniscus (MM), anterior cruciate ligament (ACL) 
and lateral meniscotibial ligament (LMTL) are also shown. Taken from Glasson, Blanchet and Morris, 2007. 
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fixed in 10% (v/v) neutral buffered formalin (NBF) (HT501128, Sigma-Aldrich-Aldrich) for 24 

hours at 4 °C and stored in 70% ethanol at 4 °C. 

Legs from 3-week-old mice were decalcified in 14% (w/v) EDTA at room temperature for 7 

days whereas 3-month aged legs were decalcified in 10% (w/v) formic acid (Thermo 

Scientific) for 48 hours at room temperature. Tissues were washed in running tap water for 

1 hour prior to processing according to the protocol in Table 2.6. Legs were embedded in 

paraffin wax using a Microm EC 350 embedding centre. For 3-month aged mice, knees 

were embedded coronally for articular surface visualisation and for 3-week old mice, knees 

were embedded sagittally for growth plate visualisation. 

Table 2.6. Tissue processing protocol. 

Reagent Time Temperature 

70% Ethanol 6 hours Room temperature 

90% Ethanol 45 minutes Room temperature 

95% Ethanol 45 minutes Room temperature 

100% Ethanol 45 minutes Room temperature 

100% Ethanol 45 minutes Room temperature 

100% Ethanol 45 minutes Room temperature 

Histoclear II* 30 minutes Room temperature 

Histoclear II 30 minutes Room temperature 

Histoclear II 30 minutes Room temperature 

Paraffin Wax** Overnight 60 °C  

Paraffin wax 1 hour 60 °C 

*National Diagnostics **Paraplast, Sigma-Aldrich. 
 

2.5.3.2 Tissue sectioning 

Paraffin embedded legs were sectioned using a Microm HM355S microtome and section 

transfer system with MX35 ultra blades (Thermo Scientific) and set at 42 °C. Embedded 

tissues were initially trimmed at 10 ɛm until the femoral condyles and tibial plateau became 

visible (Glasson et al., 2010). Serial sections of 5 ɛm spanning 500 ɛm were collected 

across 25 Superfrost® Plus slides (Thermo Scientific), dried overnight at 37 °C and stored 

at room temperature. 

 

 

2.5.3.3 Histological staining 

Sections were stained with Weigertôs Iron Haematoxylin (haematoxylin 0.5% w/v, ethanol 

47.5% v/v, ferric chloride 0.58% w/v, HCl 0.5% v/v), Fast Green (0.06% w/v) and Safranin 

O (0.1% w/v) according to the protocol in Table 2.7. Stained sections were mounted with 

DPX New (Merck) under coverslips and airdried overnight at room temperature. Slides were 
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imaged using an Axioplan 2 brightfield microscope with an AxioCam HRc camera using 

AxioVision Digital Imaging Software (Zeiss) or Leica SCN400 slide scanner using the 

SCN400 Client (Leica). 

Table 2.7. Haematoxylin, Fast Green and Safranin O staining protocol. 

Reagent Time 

Histoclear II 5 minutes 

Histoclear II 5 minutes 

Ethanol 100% 5 minutes 

Ethanol 90% 5 minutes 

Ethanol 70% 5 minutes 

Ethanol 50% 5 minutes 

Distilled water 5 minutes 

Haematoxylin 10 minutes 

Distilled water 10 seconds 

Acid Alcohol 0.5% 5 seconds 

Running tap water 10 minutes 

Fast green 0.06% 5 minutes 

Acetic acid 1% 15 seconds 

Safranin O 0.1% 5 minutes 

Ethanol 95% 1 minute 

Ethanol 100% 1 minute 

Ethanol 100% 1 minute 

Histoclear II 2 minutes 

Histoclear II 2 minutes 

 

2.5.3.4 Histological analyses 

Imaged microscope slides were analysed using QuPath v. 0.3.2 (Bankhead et al., 2017). 

Stain vector values for Safranin O, fast green and haematoxylin were set using slides from 

a control sample which were included in every staining batch. Analysis was performed on 

sections from comparable locations in respective joints. Tibial growth plates were selected 

by training a pixel classifier with control sample images whereas articular surfaces were 

selected manually using the wand tool. 

2.5.4 X-ray analysis 

2.5.4.1 X-ray imaging 

P21 and 3-month aged legs were harvested, fixed, and stored in 70% ethanol as in section 

2.5.2.1. Legs were oriented in the sagittal plane and imaged using an In-Vivo Xtreme 

imaging system (Bruker) with high resolution X-ray, 1.2 second exposure and using the 

magnification stage. 
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2.5.4.1.1 Femur measurement 

X-ray images from 2.5.3.1 were analysed using ImageJ. To assess femur length, the 

distance from the greater trochanter to the medial condyle was measured and to assess 

femur width the diameter at the distal metaphysis was measured as in Figure 2.5. 

2.5.4.1.2 Bone density analysis 

Bone density and radius of X-rayed femurs was measured using Bruker Molecular Imaging 

Software v. 7.2.0.21122 with the Bruker Bone Density Software Module. Briefly, the Bone 

Density Software Module estimates long-bone mineralisation by modelling a cylindrical 

symmetry to an X-ray image and extracting the relevant parameters (Vizard et al., 2010). 

Bone modelling assumes that the long bone has been X-rayed in the surrounding tissue. 

For 3-week aged femurs there was often insufficient tissue remaining after dissection to 

allow for reliable modelling, therefore only 3-month femurs were analysed. For bone density 

analysis, 3 standard size regions of interest (ROI) were generated in the middle of the femur 

(Figure 2.5) and mean values calculated. The chi-square value measures the quality of the 

cylindrical model fitting for each ROI. In line with the manufacturerôs recommendation only 

ROIs with chi-square values between 8 and 80 were used for bone density analysis. 

2.6 Statistical analysis 

Relative expression data from qRT-PCR experiments was analysed using the 2-ȹCT method 

(Livak et al., 2001) where CT is the threshold cycle and ȹCT = target gene CT - 18S rRNA 

(or U6 snRNA) CT. 

Statistical analyses were performed using Microsoft Excel 2016 and Graphpad Prism 9. 

Data are presented as mean ± standard error (SE) unless otherwise stated. Data were 

checked for normality and transformed respectively where necessary prior to t-tests and 

ANOVAs. Differences between groups were analysed using a two-tailed Studentôs t-test, 

1 2 3 

Figure 2.5. Representative 3-month aged femur x-ray. Femur length and width in 3-week aged and 3-month 
aged mice was measured in x-ray images. Femur length was measured from the greater trochanter to the 
medial condyle (yellow line) and femur width was measured at the distal metaphysis (red line). For 3-month 
aged mice, bone density was measured using the Bruker Bone Density Software Module for three regions of 
interest (blue boxes) in the middle of the femur. Scale bar, 2 mm. 
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one-way ANOVA with Tukeyôs post hoc test or two-way ANOVA with Sidakôs post hoc test 

(* p < 0.05, ** p < 0.01, *** p < 0.001, **** p < 0.0001). 
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Chapter 3 

Regulation of ADAMTS 

expression by microRNA-29 

 

 

 

 

 

 

 

 

 

 

 

3 Regulation of ADAMTS expression by microRNA-29 

3.1 Introduction 

MiRNAs are able to target a plethora of mRNAs, often targeting multiple genes involved 

with related pathways or disease processes. Indeed normal animal development is 

dependent on miRNAs with global abolition of the miRNA processing enzyme Dicer being 

embryonic lethal in mice (Bernstein et al., 2003). It is therefore not surprising that 

dysregulation of miRNA expression has been associated with a wide range of diseases 

including diabetes, heart disease, kidney disease and cancer (Paul et al., 2017). Although 

the majority of miRNAs act intracellularly, miRNAs are also recognised a playing a key role 

in intercellular signalling. With this in mind, miRNAs are also rapidly emerging as potential 

biomarkers for a host of human diseases (Condrat et al., 2020). 
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Dysregulation of miRNAs has been associated with OA (Iliopoulos et al., 2008; Jones et al., 

2009; Díaz-Prado et al., 2012; Balaskas et al., 2017). A key miRNA implicated in OA is miR-

140 which is reported to be down regulated in OA cartilage (Iliopoulos et al., 2008; Miyaki 

et al., 2009). MiR-140-5p has been shown to target several genes implicated in cartilage 

catabolism including MMP13, ADAMTS5 and IGFBP-5 (Tardif et al., 2009). Therefore, 

whilst miR-140 knockout resulted in a premature OA-like phenotype, mice overexpressing 

miR-140 were protected from cartilage degradation in an antigen-induced arthritis model 

(Miyaki et al., 2010).  

Previous work in our lab by Dr. Linh Le suggested a potential role for the miR-29 family in 

OA. In human OA and murine DMM cartilage miR-29 was upregulated in diseased tissue 

and downregulated genes in DMM cartilage were concomitantly enriched for predicted miR-

29 targets (Le et al., 2016). Further experiments supported a potential role for miR-29 in 

OA. SOX9, NF-əB and TGF-ɓ1 were found to negatively regulate the expression of miR-29 

whereas IL-1 treatment of SW1353 upregulated miR-29 expression. Moreover, miR-29 and 

TGF-ɓ appeared to act in a negative feedback loop with miR-29 repressing signalling, 

thereby inhibiting TGF-ɓ1 reporter induction (Le et al., 2016). Finally, several members of 

the ADAMTS family were shown to be directly targeted by miR-29, including ADAMTS6, 

ADAMTS10, ADAMTS14, ADAMTS17, ADAMTS19 by miR-29 whereas expression of 

these genes was induced by TGF-ɓ1 treatment (Le, 2015). 

MiR-29 has been strongly implicated in OA based on previous work in our group and many 

miR-29 targets are known to play a role in the disease. In this chapter, the role of miR-29, 

in conjunction with TGF-ɓ, in OA through the regulation the ADAMTS family will be further 

explored. 

 

Aims 

¶ Use existing datasets to identify ADAMTS genes potentially involved in OA. 

¶ Identify which members of the ADAMTS family are regulated by miR-29. 

¶ Investigate the effect of TGF-ɓ1 stimulation on ADAMTS expression in primary 

human chondrocytes and chondrocyte cell lines. 
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3.2 Results 

3.2.1 Bioinformatic analysis of existing datasets using SkeletalVis 

SkeletalVis (phenome.manchester.ac.uk) is an online data portal developed by Soul et al. 

(2019), allowing the exploration and comparison of gene expression across 300 skeletal 

transcriptomics datasets. SkeletalVis both brings these datasets together, but also analyses 

them using a consistent pipeline, allowing more accurate comparison. To identify members 

of the ADAMTS family which maybe dysregulated in human and surgically induced murine 

models of OA, datasets from studies using comparable experimental conditions were 

analysed using SkeletalVis. For characteristics of the studies included in these analyses 

see Table 3.1. 

For human OA analysis three studies were found which compared gene expression in joint-

matched knee OA and healthy cartilage using either microarray or RNA-sequencing (Klinger 

et al., 2013; Snelling et al., 2014; Dunn et al., 2016) (Figure 3.1). Studies utilising 

comparable tissues and methods were chosen to minimise variability in data. However, this 

approach does limit the number of studies analysed and the generalisability of results. 

http://phenome.manchester.ac.uk/
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Across all three studies ADAMTS1, ADAMTS2, and ADAMTS6 were consistently 

upregulated, whereas ADAMTS3, ADAMTS13 and ADAMTS20 were consistently 

downregulated. For ADAMTS2, ADAMTS5, ADAMTS6 and ADAMTS14, expression was 

significantly upregulated (q < 0.05) in one study whereas no ADAMTSs were significantly 

downregulated. Expression data for ADAMTS5 and ADAMTS17 was only available in two 

of the datasets however their expression was upregulated in both. Similarly, expression 

data for ADAMTS8 and ADAMTS19 was only available in two of the datasets however their 

expression was downregulated in both. 

For murine OA analysis three studies were found which compared gene expression in knee 

cartilage from DMM and sham surgery conditions after 2 weeks (Bateman et al., 2013; 

Loeser et al., 2013; Gardiner et al., 2015) (Figure 3.2A) and two of which also after 8 weeks 

(Loeser et al., 2013; Gardiner et al., 2015) (Figure 3.2B).  

Across all three studies at 2 weeks post-DMM ADAMTS1, ADAMTS3, ADAMTS7, 

ADAMTS8, ADAMTS12, ADAMTS15 and ADAMTS16 were consistently upregulated, 

whereas ADAMTS18 was consistently down regulated. Expression data for ADAMTS13 

was only available in two of the datasets however its expression was downregulated in both. 

Expression of ADAMTS5 and ADAMTS12 was significantly upregulated in one study, 

whereas expression of ADAMTS6 was significantly upregulated in two studies, and 

expression of ADAMTS10, ADAMTS14 and ADAMTS18 was significantly downregulated in 

one study. For the two studies with expression data at 8 weeks post-DMM ADAMTS2, 

ADAMTS6, ADAMTS15 and ADAMTS18 were consistently upregulated, whereas 

ADAMTS1 was consistently downregulated. No ADAMTSs were significantly dysregulated 

in 8-week datasets. 

Table 3.1. SkeletalVis study characteristics. 

Model Age (median) 
Sample size 

(male / female) 
Tissue Platform Study 

HAC 64 years 10 (6 / 4) 
Tibial 

plateau 
Microarray 

(Snelling et 
al., 2014) 

HAC Not available 15 (ns) 
Femoral 
condyle 

Microarray 
(Klinger et al., 

2013) 

HAC 69.5 years 8 (5 / 3) 
Femoral 
condyle 

RNA-seq 
(Dunn et al., 

2016) 

2-weeks 
post-DMM 

10-weeks 4 (4 / 0) 
Whole 
knee 

Microarray 
(Bateman et 

al., 2013) 

2-weeks 
post-DMM 

12-weeks 9 (9 / 0) 
Tibial 

plateau 
Microarray 

(Loeser et al., 
2013) 

2-weeks 
post-DMM 

12-weeks 24 (24/0) 
Tibial 

plateau 
Microarray 

(Gardiner et 
al., 2015) 
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8-weeks 
post-DMM 

12-weeks 9 (9 / 0) 
Tibial 

plateau 
Microarray 

(Loeser et al., 
2013) 

8-weeks 
post-DMM 

12-weeks 24 (24/0) 
Tibial 

plateau 
Microarray 

(Gardiner et 
al., 2015) 

ns (not stated) 

Figure 3.1. ADAMTS expression in human osteoarthritis. Expression data from 3 joint-matched knee OA 
datasets were analysed using SkeletalVis. Log2 fold change expression of ADAMTS genes in OA cartilage 
over healthy cartilage from the same knee was calculated. For data in blue adjusted p-value < 0.05. ADAMTS5, 
ADAMTS8, ADAMTS17 and ADAMTS19 n = 2, otherwise n = 3. Data presented as mean ± SEM. 



95 

 

 

3.2.2 Identification of putative ADAMTS microRNA-29 targets 

3.2.2.1 MicroRNA-29 target prediction 

MiR-29 has previously been shown to regulate the expression of several members of the 

ADAMTS family including ADAMTS7 (Du et al., 2012), ADAMTS6, ADAMTS10, 

ADAMTS14, ADAMTS17 and ADAMTS19 (Le et al., 2016). Given that dysregulation of miR-

29 and several ADAMTSs have been associated with OA, the effect of miR-29 on ADAMTS 

expression was further investigated. 

Figure 3.2. ADAMTS expression the DMM model of osteoarthritis. Expression data from 3 murine DMM 
datasets 2 weeks post-surgery (A) and 2 murine DMM studies 8 weeks post-surgery (B) were analysed using 
SkeletalVis. Fold change expression of ADAMTS genes in knee cartilage from DMM over sham operated 
mice was calculated. For data in blue adjusted p-value < 0.05. 2 weeks post-surgery n = 2 for ADAMTS13, n 
= 1 for ADAMTS17, otherwise n = 3. 8 weeks post-surgery n = 1 for ADAMTS17, otherwise n = 2. Data 
presented as mean ± SEM.  

A 

B 
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The miRabel miRNA target prediction tool (bioinfo.univ-rouen.fr/mirabel/) aims to improve 

the accuracy of miRNA target prediction by aggregating results from four prediction 

algorithms (miRanda, PITA, SVmicrO, and TargetScan) and generating a new miRabel 

score (Quillet et al., 2020). To identify putative interactions between miR-29 and members 

of the ADAMTS family, miRabel was used to predict which of the ADAMTSs might be 

regulated by miR-29a-3p, miR-29b-3p and miR-29c-3p (Table 3.2).  

For ADAMTS7, ADAMTS9, ADAMTS10, ADAMTS14, ADAMTS17, ADAMTS18 and 

ADAMTS19, at least one algorithm predicted an interaction with miR-29 with a significant 

miRabel score (< 0.05). Only ADAMTS4, ADAMTS8 and ADAMTS12 were not predicted by 

any of the algorithms to be targeted by miR-29. 

In addition to bioinformatic target prediction, the 3ô-UTRs of all ADAMTSs were analysed 

for the miR-29 6mer seed sites (GGTGCT) (Table 3.2). Whilst 3ô-UTRs of ADAMTS1, 

ADAMTS3, ADAMTS4, ADAMTS8 and ADAMTS13 contained no seed sites, the remaining 

ADAMTS all possessed at least one mir-29 6mer seed sites in their 3ô-UTRs. Notably, not 

all ADAMTSs possessing miR-29 seed sites in their UTRs were predicted miR-29 targets. 

http://bioinfo.univ-rouen.fr/mirabel/
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Table 3.2. ADAMTS miR-29 target prediction. 

Gene 

miR-29a-3p miR-29b-3p miR-29c-3p 6-mer 
seed 
sites 

miRabel 
score 

Algorithms 
miRabel 

score 
Algorithms 

miRabel 
score 

Algorithms 

ADAMTS1   0.964 M, S   0 

ADAMTS2 0.975 S, T 0.975 S, T 0.975 S, T 7 

ADAMTS3 0.967 M, S 0.968 M, S   0 

ADAMTS4       0 

ADAMTS5 0.086 P, M, S, T 0.1 P, M, S, T 0.116 P, M, S, T 2 

ADAMTS6 0.117 P, M, S 0.102 P, M, S 0.104 P, M, S 1 

ADAMTS7 0.001 P, M, S, T 0.001 P, M, S, T 0.001 P, M, S, T 1 

ADAMTS8       0 

ADAMTS9 0.001 P, M, S, T 0.001 P, M, S, T 0.001 P, M, S, T 3 

ADAMTS10 0.005 P, M, S, T 0.009 P, M, S, T 0.005 P, M, S, T 1 

ADAMTS12       5 

ADAMTS13 0.773 M, S, T 0.788 M, S, T 0.777 M, S, T 0 

ADAMTS14 0.033 P, M, S, T 0.059 P, M, S, T 0.043 P, M, S, T 4 

ADAMTS15 0.987 T 0.985 T 0.987 T 5 

ADAMTS16 0.446 P, M, S 0.878 P, M, S 0.867 P, M, S 2 

ADAMTS17 0.001 P, M, S, T 0.001 P, M, S, T 0.001 P, M, S, T 5 

ADAMTS18 0.009 P, M, S, T 0.008 P, M, S, T 0.006 P, M, S, T 1 

ADAMTS19 0.01 P, M, S, T 0.023 P, M, S, T 0.018 P, M, S, T 2 

ADAMTS20 0.964 T 0.963 T 0.963 T 2 

PITA (P), miRanda (M), SVmicrO (S), TargetScan (T). 
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3.2.3 Members of the ADAMTS family are targeted by microRNA-29 

3.2.3.1 MicroRNA-29 targets the 3ô-UTRs of ADAMTSs 

As previously mentioned, several members of the ADAMTS family have been shown to be 

regulated by miR-29. Multiple other ADAMTSs are predicted targets of miR-29 and/or 

contain one or more miR-29 seed sites in their 3ôUTRs. To investigate whether miR-29 

might directly regulate additional members of the ADAMTS family, the 3ôUTRs of ADAMTSs 

which were predicted miR-29 targets and/or possessed at least one miR-29 seed site were 

cloned into the pmiRGLO luciferase reporter and cotransfected with miR-29b-3p mimic or 

negative control miRNA mimic in to DF1 cells for 48 hours. A reduction in luciferase activity 

with overexpression of miR-29b-3p indicated targeting of the 3ô-UTR by miR-29. 

MiR-29a, miR-29b and miR-29c share the same seed sequence and are predicted to target 

many of the same genes. Moreover mutual targeting of multiple genes has been 

demonstrated by previous work in our group (Le, 2015). In line with this and to reduce costs, 

it was deemed sufficient just to overexpress miR-29b-3p in experiments as this represented 

both miR-29 genomic loci and was likely to behave similarly to miR-29a and c. 

The 3ôUTR regions containing miR-29 seed sites of ADAMTS2, ADAMTS5, ADAMTS7, 

ADAMTS9, ADAMTS12, ADAMTS15, ADAMTS16, ADAMTS18 and ADAMTS20 were 

cloned downstream of the firefly luciferase reporter in pmiRGLO. 3ô-UTR regions larger than 

1000 bp were cloned as two regions into separate constructs for example ADAMTS2.1 and 

ADAMTS2.2. Le (2015) previously verified ADAMTS6, ADAMTS10, ADAMTS14, 

ADAMTS17, ADAMTS19 as direct miR-29 targets, therefore luciferase assays for these 

were not repeated. 

DF1 cells were transfected with 100 nM ADAMTS-3ôUTR-pmiRGLO plasmid and either 50 

nM miR-29b-3p mimic or 50 nM negative control mimic for 48 hours according to Le (2015) 

and Le et al. (2016). Transfection of miR-29b-3p mimic was confirmed by repression of a 

previously validated luciferase reporter plasmid (data not shown). Cells were then harvested 

and luciferase assays performed. Overexpression of miR-29b-3p significantly reduced 

luciferase activity for ADAMTS2.1, ADAMTS2.2, ADAMTS9, ADAMTS15.2, ADAMTS16, 

ADAMTS18 and ADAMTS20 3ô-UTR reporters (Figure 3.3). Luciferase activity was also 

reduced by 0.59 and 0.77-fold for ADAMTS12.1 and ADAMTS12.2 3ô-UTR constructs 

respectively, however this did not reach statistical significance. 
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3.2.3.2 Mutant luciferase assays 

Overexpression of miR-29b-3p significantly reduced luciferase activity in multiple ADAMTS 

3ô-UTR-pmirGLO constructs. To verify that miR-29b was directly targeting the seed sites of 

respective 3ô-UTRs, these seed sites were removed through mutagenesis and the luciferase 

assays repeated. Seed sites were mutated to either EcoR1, SalI or XbaI restriction sites to 

allow for confirmation of mutagenesis by restriction digest and were verified with 

sequencing. 

Mutagenesis of miR-29 seed sites in ADAMTS2.1, ADAMTS2.2, ADAMTS9, ADAMTS12.1, 

ADAMTS12.2, ADAMTS15.2, ADAMTS16, ADAMTS18 and ADAMTS20 3ô-UTR reporters 

rescued miR-29b-3p repression of luciferase activity (Figure 3.4). This confirmed that miR-

29b was able to downregulate respective ADAMTS expression through direct binding to 

seed sites within the 3ô-UTR. However, not all 3ô-UTR reporters were completely rescued 

by seed site mutagenesis. Although to a far lesser extent, miR-29b-3p overexpression still 

significantly reduced luciferase activity in ADAMTS2.2 and ADAMTS16 reporters 

suggesting a degree of seed site-independent repression. 

 

Figure 3.3. ADAMTS wild-type luciferase assays. ADAMTS 3ô-UTR luciferase reporter plasmids were 
contransfected into DF1 cells with miR-29b-3p or negative control miRNA mimic for 48 hours and luciferase 
assays were performed. Relative luciferase activity was normalised to Renilla luciferase and is presented as 
miR-29b-3p fold change over negative control. Data presented as mean ± SEM, n = 3, two-tailed unpaired t-
test * p < 0.05, ** p < 0.01. 
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3.2.3.3 Identification of non-functional miR-29-3p mimic 

Subsequent experiments revealed that the batch of miR-29-3p miRCURY LNA mimic used 

for the mutant ADAMTS 3ô-UTR assays (section 3.2.3.2) was not fully functional, despite 

reassurance from the manufacturer (Qiagen) that a yellow colour seen in the lyophilised 

mimic would not affect performance. 

Repetition of the luciferase assay for the wild-type ADAMTS12.1 3ô-UTR reporter using a 

fresh batch of miR-29b-3p mimic alongside that used in mutant ADAMTS 3ô-UTR assays 

demonstrated that whilst the new batch repressed luciferase activity as in section 3.2.3.1, 

the older batch used in the mutant assays did not (Figure 3.5). This suggested that data 

from the mutated ADAMTS 3ô-UTR may not be valid as the miR-29b-3p mimic used was 

not fully functional. Both wild-type and mutant luciferase assays for ADAMTS2.2 were 

repeated using the fresh batch of miR-29b-3p mimic to investigate whether seed site 

mutagenesis was indeed able to rescue significant miR-29b-3p repression (Figure 3.5). 

Although seed site mutagenesis rescued miR-29b-3p luciferase repression in the 

ADAMTS2.2 3ô-UTR reporter, these assays would need to be repeated to confirm that seed 

mutagenesis was able to rescue miR-29b-3p repression in all ADAMTS 3ô-UTR reporters - 

unfortunately the schedule did not leave enough time for repetition of these experiments 

within the current project. 

Figure 3.4. ADAMTS mutant luciferase assays. Mutated ADAMTS 3ô-UTR luciferase reporter plasmids were 
cotransfected into DF1 cells with miR-29b-3p or negative control miRNA mimic for 48 hours and luciferase 
assays were performed. Relative luciferase activity was normalised to Renilla luciferase and is presented as 
miR-29b-3p fold change over negative control miRNA mimic (red dotted line). Data presented as mean ± SEM, 
n = 3, two-tailed unpaired t-test * p < 0.05. 
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3.2.3.4 ADAMTS expression is regulated by miR-29b in SW1353 cells 

Members of the ADAMTS family showed evidence of dysregulation in OA and the ability to 

be directly regulated by miR-29b-3p in 3ô-UTR luciferase reporter assays. To investigate the 

effect of miR-29 on the expression of ADAMTSs, SW1353 cells were transfected with 50 

nM miR-29b-3p mimic for 48 hours and RNA was extracted. Whilst this experiment was 

initially performed with n = 3, subsequent identification of the non-functional miR-29b-3p 

batch described in section 3.2.3.3 suggested these data may be unreliable. Therefore, 

overexpression of miR-29b in SW1353 cells was repeated with n = 1 using the new 

functional miR-29b-3p batch. 

In order to ensure that miRNA mimics were being effectively transfected into cells, miR-

29b-3p mimic was transfected into SW1353 cells, expression of mature miR-29b was 

measured using qRT-PCR. Expression of mature miR-29b-3p was > 600-fold higher in cells 

transfected with miR-29b-3p mimic compared to the negative control (Figure 3.6) confirming 

efficient transfection of miRNA into cells.  

Expression of all ADAMTS family members was also quantified using qRT-PCR in SW1353 

cells and HACs. In SW1353 cells, ADAMTS2, ADAMTS6, ADAMTS7, ADAMTS9, 

ADAMTS12, ADAMTS13, ADAMTS14 and ADAMTS15 were substantially downregulated 

(> 20%) by miR-29b-3p transfection whilst expression of ADAMTS1 and ADAMTS16 

appeared to be unregulated (Figure 3.6). Expression of ADAMTS20 appeared to be 

Figure 3.5. Non-functional miRNA-29b-3p mimic luciferase assays. Luciferase assays were performed 
to compare the effect of two batches of miR-29b-3p mimic (29b old and 29b new) on wild-type ADAMTS12.1 
3ô-UTR luciferase reporter activity (A) and a fresh batch of miR-29b-3p mimic (29b new) on wild-type and 
mutated ADAMTS2.2 3ô-UTR luciferase reporter activity (B). MiR-29b-3p mimic was compared to negative 
control miRNA mimic (ctr). Data presented as mean of 4 technical replicates ± SD, n = 1. 
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upregulated however standard deviation was high. ADAMTS3, ADAMTS4, ADAMTS5, 

ADAMTS8, ADAMTS10, ADAMTS17, ADAMTS18 and ADAMTS19 expression could not 

be reliably detected. 

 

Figure 3.6. Effect of miRNA-29b overexpression on ADAMTS expression in SW1353 cells. SW1353 cells 
were transfected with 50 nm miR-29b-3p mimic and negative control for 48 hours. Expression of mature miR-
29b-3p (A) and ADAMTS1 (B), ADAMTS2 (C), ADAMTS6 (D), ADAMTS7 (E), ADAMTS9 (F), ADAMTS12 (G), 
ADAMTS13 (H), ADAMTS14 (I), ADAMTS15 (J), ADAMTS16 (K) and ADAMTS20 (L) were measured using 
qRT-PCR and normalised to U6 snRNA and 18S rRNA respectively. Data presented as mean of 3 technical 
replicates ± SD, n = 1. 

A B C 

D E F 

G H I 

J K L 
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3.2.3.5 ADAMTS expression is regulated by miR-29b in primary chondrocytes 

To verify efficient transfection of miRNA mimics, HACs were transfected with 50 nM FAM-

tagged negative control miRCURY LNA miRNA mimic with increasing volumes of 

Lipofectamine 3000 reagent. Transfection efficiency was assessed by fluorescence 

microscopy with efficiency calculated as the proportion of cells showing fluorescein amidite 

(FAM) localisation. With all volumes of Lipofectamine FAM appeared to localise around the 

centre of cells (Figure 3.7A). Transfection efficiency increased from 61.6% with 0 µl 

Lipofectamine 3000 to 84.7% with 4 ul (Figure 3.7B). 

In order to investigate whether miR-29 regulated ADAMTSs in a primary cell model, HACs 

were transfected with miR-29b-3p mimic for 48 hours and ADAMTS expression was 

measured using qRT-PCR (Figure 3.8). ADAMTS12 was significantly downregulated by 

transfection with miR-29b-3p with ADAMTS3, ADAMTS7, and ADAMTS15 being 

substantially (but not significantly) downregulated (> 20%). On the other hand, ADAMTS1 

and ADAMTS4 were upregulated by 1.25-fold and 4.65-fold respectively however this failed 

to reach significance. 
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Figure 3.7. Transfection efficiency of miRNA mimics. (A) Representative fluorescence microscope images 
of HACs transfected with 50 nM FAM-tagged negative control miRNA mimic and varying volumes of 
Lipofectamine 3000 reagent. Scale bar, 100 ɛm. (B) Transfection efficiency was calculated from the proportion 
of cells showing localisation of FAM. Data presented as as mean of 3 fields of view per well ± SD, n = 1. 

B 

A 
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Figure 3.8. Effect of miRNA-29b overexpression on ADAMTS expression in human articular 
chondrocytes. HACs were transfected with 50 nm miR-29b-3p mimic and negative control for 48 hours. 
Expression of ADAMTS1 (A), ADAMTS3 (B), ADAMTS4 (C), ADAMTS5 (D), ADAMTS6 (E), ADAMTS7 (F), 
ADAMTS9 (G), ADAMTS10 (H), ADAMTS12 (I), ADAMTS13 (J), ADAMTS14 (K) and ADAMTS15 (L) was 
measured using qRT-PCR and normalised to 18S rRNA. Data presented as mean ± SEM, n = 3, two-tailed 
unpaired t-test *** p < 0.001. 
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3.2.3.6 Comparing miR-29b regulation of ADAMTS in primary and SW1353 cells 

SW1353 is a chondrosarcoma cell line which is commonly used as a model for HACs which 

rely on access to human cartilage samples and yield a relatively limited number of 

chondrocytes. Moreover, in vitro proliferation of HACs leads to dedifferentiation and a loss 

of chondrocytic phenotype (Gebauer et al., 2005). To assess how effectively SW1353 cells 

modelled ADAMTS expression in HACs, qRT-PCR data from both cell types transfected 

with miR-29b-3p were compared (Table 3.3). Expression of ADAMTS1, ADAMTS6, 

ADAMTS7, ADAMTS9, ADAMTS12, ADAMTS13, ADAMTS14 and ADAMTS15 was 

detectable in both SW1353 cells and HACs however expression of ADAMTS8, ADAMTS17, 

ADAMTS18 and ADAMTS19 could not be reliably detected in either cell type. On the other 

hand, ADAMTS2, ADAMTS16 and ADAMTS20 expression was only detected in SW1353 

cells whereas ADAMTS3, ADAMTS4, ADAMTS5 and ADAMTS10 expression was only 

detected HACs. 

In response to transfection with miR-29b-3p mimic, expression of ADAMTS6, ADAMTS7, 

ADAMTS12 and ADAMTS15 was downregulated and expression of ADAMTS1 upregulated 

in SW1353 cells and HACs. Expression of ADAMTS9 and ADAMTS13 was downregulated 

in SW1353 cells and unaffected in HACs whereas expression of ADAMTS14 was 

downregulated in SW1353 cells and upregulated in HACs. 
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3.2.4 TGF-ɓ1 regulation of ADAMTS 

TGF-ɓ signalling is known to play an important role in cartilage homeostasis. In line with 

this, dysregulation of TGF-ɓ signalling has been found in OA cartilage along with SNPs in 

multiple TGF-ɓ signalling components being associated with OA development (Verdier et 

al., 2005; Tachmazidou et al., 2019). Similarly to miR-29, TGF-ɓ signalling has also been 

implicated in the regulation of ADAMTS expression in articular cartilage (Shen et al., 2013).  

Significantly, previous studies have found miR-29 may regulate TGF-ɓ signalling and vice 

versa. Treatment of SW1353 cells and HACs with TGF-ɓ1 was shown to downregulate the 

expression of miR-29 whereas transfection of SW1353 cells with a miR-29 mimic 

suppressed TGF-ɓ induction of a TGF-ɓ/Smad luciferase reporter (Le et al., 2016). 

To investigate whether miR-29 and TGF-ɓ signalling may work together to regulate 

ADAMTS expression, the effect of TGF-ɓ treatment in SW1353 cells and HACs on 

ADAMTS expression was assessed. 

Table 3.3. Regulation of ADAMTSs by miR-29: predicted targets, luciferase 
reporter repression and foldchange expression in SW1353 cells and HACs with 
miR-29b-3p overexpression 

Gene 
miRabel score 

< 0.05 

3ô-UTR 
luciferase 
repression 

SW1353 cells HACs 

ADAMTS1 ṋ NA 1.2 1.3 

ADAMTS2 ṋ ṉ 0.4 ND 

ADAMTS3 ṋ ṋ ND 0.6 

ADAMTS4 ṋ NA ND 4.6 

ADAMTS5 ṋ ṋ ND 1.0 

ADAMTS6 ṋ ṉ* 0.8 0.9 

ADAMTS7 ṉ ṋ 0.3 0.5 

ADAMTS8 ṋ ṋ ND ND 

ADAMTS9 ṉ ṉ 0.3 1.0 

ADAMTS10 ṉ ṉ* ND 0.9 

ADAMTS12 ṋ ** 0.3 0.4*** 

ADAMTS13 ṋ NA 0.7 1.0 

ADAMTS14 ṉ ṉ* 0.7 1.1 

ADAMTS15 ṋ ṉ 0.2 0.5 

ADAMTS16 ṋ ṉ 0.9 ND 

ADAMTS17 ṉ ṉ* ND ND 

ADAMTS18 ṉ ṉ ND ND 

ADAMTS19 ṉ ṉ* ND ND 

ADAMTS20 ṋ ṉ 2.0 ND 

* Le 2015, ** p = 0.056, *** p < 0.001, NA (not assayed), ND (not detected) 
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3.2.4.1 TGF-ɓ1 stimulation of SW1353 

To investigate the effect of TGF-ɓ signalling on ADAMTS expression, SW1353 cells were 

treated with 5 ng/ml TGF-ɓ1 for 8 or 24 hours and qRT-PCR was used to measure gene 

expression according to Le (2015). To confirm that cells were responding to TGF-ɓ, 

expression of plasminogen activator inhibitor (PAI)-1, a well-known TGF-ɓ inducible gene 

(Keeton et al., 1991; Westerhausen et al., 1991; Riccio et al., 1992; Dennler et al., 1998), 

was measured in TGF-ɓ1 stimulated SW1353 cells. TGF-ɓ1 treatment significantly 

upregulated PAI-1 expression by 2.8 and 2.1-fold after 8 and 24 hours respectively (Figure 

3.9). 

The expression of ADAMTS family members was then measured in TGF-ɓ1 treated 

SW1353 cells using qRT-PCR (Figure 3.9). ADAMTS3, ADAMTS4, ADAMTS5, ADAMTS6, 

ADAMTS8, ADAMTS10, ADAMTS17, ADAMTS18, ADAMTS19, ADAMTS20 expression 

could not be reliably detected at the three time points across all three experiments and so 

the effect of TGF-ɓ1 treatment on these genes in SW1353 cells could not be assessed. 

Expression of ADAMTS9 in response to TGF-ɓ1 treatment was significantly downregulated 

after 8 hours with a lesser, non-significant reduction still apparent after 24 hours. On the 

other hand, expression of ADAMTS16 was significantly upregulated after 8 and 24 hours of 

TGF-ɓ1 treatment. ADAMTS15 expression was also upregulated after 8 and 24 hours 

however this did not reach statistical significance (p = 0.615 and p = 0.051 respectively). 
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Figure 3.9. Effect of TGF-ɓ1 stimulation on ADAMTS expression in SW1353 cells. SW1353 cells were 
serum starved for 24 hours prior to treatment with 5 ng/ml TGF-ɓ1 for 8 or 24 hours or vehicle control (4 mM 
HCl, 0.5% (w/v) BSA). PAI1 (A) and ADAMTS1 (B), ADAMTS2 (C), ADAMTS7 (D), ADAMTS9 (E), 
ADAMTS12 (F), ADAMTS13 (G), ADAMTS14 (H), ADAMTS15 (I) and ADAMTS16 (J) expression were 
measured using qRT-PCR and normalised 18S rRNA. Data presented as mean ± SEM, n = 3, one-way 
ANOVA with Dunnettôs post hoc test, * p < 0.05, ** p < 0.01, *** p < 0.001. 
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3.2.4.2 TGF-ɓ1 stimulation of human primary chondrocytes 

In order to investigate whether TGF-ɓ signalling regulated ADAMTSs in a primary cell 

model. Although SW1353 cells grow quickly and can be passaged many times, HACs grow 

comparatively slowly with multiple passages resulting in dedifferentiation (Darling et al., 

2005). SW1353 cells demonstrated greater stimulation of PAI1 expression by TGF-ɓ1 at 8 

hours compared to 24 hours, therefore due to a limited number of cells, TGF-ɓ1 treatment 

of HACs was performed for 8 hours. HACs were treated with 5 ng/ml TGF-ɓ1 for 8 hours 

and qRT-PCR was used to measure gene expression. In line observations in SW1353 cells, 

PAI-1 was significantly upregulated in HACs 8 hours after TGF-ɓ1 treatment (Figure 3.10). 

However, whereas TGF-ɓ1 treatment upregulated PAI-1 expression by 2.8-fold in SW1353 

cells, PAI-1 was upregulated by 18.8-fold in HACs after 8 hours indicating a more robust 

response to TGF-ɓ1 stimulation. 

Expression of ADAMTSs was regulated more dramatically in HACs when compared to 

SW1353 cells in response to TGF-ɓ1 treatment. ADAMTS1, ADAMTS3, ADAMTS5, 

ADAMTS9, ADAMTS12, ADAMTS13, ADAMTS15, ADAMTS19 and ADAMTS20 were 

significantly downregulated 8 hours after TGF-ɓ1 treatment whereas ADAMTS2, 

ADAMTS4, ADAMTS6, ADAMTS10 and ADAMTS14 were significantly upregulated. TGF-

ɓ1 treatment did not significantly augment the expression of ADAMTS7. 
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Figure 3.10. Effect of TGF-ɓ1 stimulation on ADAMTS expression in human articular chondrocytes. 
HACs were serum starved for 24 hours prior to treatment with 5 ng/ml TGF-ɓ1 for 8 or vehicle control (4 
mM HCl, 0.5% (w/v) BSA). PAI1 (A) and ADAMTS1 (B), ADAMTS2 (C), ADAMTS3 (D), ADAMTS4 (E), 
ADAMTS5 (F), ADAMTS6 (G), ADAMTS7 (H), ADAMTS9 (I), ADAMTS10 (J), ADAMTS12 (K), ADAMTS13 
(L), ADAMTS14 (M), ADAMTS15 (N), ADAMTS (O) and ADAMTS20 (P) expression were measured using 
qRT-PCR and normalised 18S rRNA. Data presented as mean ± SEM, n = 3, two-tailed unpaired t-test, * 
p < 0.05, ** p < 0.01, *** p < 0.001, **** p < 0.0001. 
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3.3 Discussion 

The aim of this project was to establish whether the miR-29 family plays an important role 

in cartilage development and the pathogenesis of OA. Specifically, this chapter sought to 

identify members of the ADAMTS family which are regulated by miR-29 and TGF-ɓ in cell 

lines and primary human chondrocytes. 

Many members of the ADAMTS family have been implicated in OA with their ability to 

degrade a wide range of extracellular matrix components. Expression of the miR-29 family 

is dysregulated in OA and miR-29a, miR-29b and miR-29c have previously been shown to 

target multiple ADAMTSs alluding to a potentially important regulatory network (Le et al., 

2016). Finally, dysregulation of TGF-ɓ signalling in OA is well documented (Blaney 

Davidson et al., 2007; Shen et al., 2014; Cherifi et al., 2021) with TGF-ɓ being known to 

regulate the expression of ADAMTS4 and ADAMTS5 (Moulharat et al., 2004; Shen et al., 

2013; Cilek et al., 2021) along with reciprocating negative regulation by miR-29 (Le et al., 

2016). 

Using SkeletalVis, ADAMTS expression was analysed in transcriptomic datasets from three 

human OA, three 2-week DMM studies and two 8-week DMM studies. Broadly, overlap 

between human and murine OA studies was poor. Only ADAMTS1 was consistently 

upregulated in human OA and 2-week DMM studies with ADAMTS5 and ADAMTS6 being 

significantly upregulated (q < 0.05) in at least one human and murine study. Whilst 

ADAMTS2 and ADAMTS6 were consistently upregulated in human and 8-week DMM 

studies, there was no overlap in ADAMTS downregulation between human OA and DMM 

studies. 

One explanation for the poor overlap between human OA and DMM studies may lie in the 

relative age differences of these models. In human OA studies, tissue was taken from 

patients in their 60ôs, consistent with OA being a disease of old age. In contrast, DMM 

surgery was performed on 10-12-week-old mice and with tissue being harvested 1-8 weeks 

later. Given that óoldô mice, equivalent to humans aged 40-50 years, are 18-24 months old 

(Castanheira et al., 2021), studies using much younger mice may not accurately model the 

disease process. Consistent with this, DMM-induced OA has been found to be more severe 

in mice aged 12-months compared with 12-weeks, accompanied by the DE of 493 genes 

(Loeser et al., 2012). 

Upregulation of ADAMTS5 in OA cartilage has been shown previously and analysis using 

SkeletalVis is consistent with this (Song et al., 2007). Analysis also showed upregulation of 

ADAMTS1, ADAMTS2, ADAMTS6, and ADAMTS17. Similarly to ADAMTS4 and 

ADAMTS5, ADAMTS1 is recognised as a proteoglycanase and thus upregulation in OA is 
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unsurprising, however not all studies corroborate this finding (Kevorkian et al., 2004). 

Expression of ADAMTS2 was upregulated across both human OA and murine DMM 

studies. ADAMTS2 is a procollagen N-proteinase and as such, upregulation in OA has been 

suggested as a repair response to cartilage damage (C. Y.-Y. Yang et al., 2017). On the 

other hand, expression of another procollagen N-proteinase, ADAMTS3 was 

downregulated in human OA studies potentially representing a failure of ECM repair. Along 

with confirming changes in ADAMTS expression in OA which have been shown previously, 

analysis of existing transcriptomics datasets with SkeletalVis suggested the regulation of 

other ADAMTSs in OA which are less well characterised but may merit further investigation.  

Bioinformatic analysis utilising the miRabel miRNA target prediction tool predicted miR-29 

targeting of all ADAMTS family members except ADAMTS4, ADAMTS8 and ADAMTS12. 

Moreover, significant miRabel scores (Ò 0.05) for ADAMTS7, ADAMTS9, ADAMTS10, 

ADAMTS14, ADAMTS17, ADAMTS18 and ADAMTS19 strongly suggested miR-29 

interactions. Interestingly, whilst the presence of a 3ô-UTR miR-29 seed site (6-mer) was 

necessary for a significant miRabel score, not all ADAMTS possessing 3ô-UTR seed sites 

were predicted targets. Indeed, whilst ADAMTS2 and ADAMTS12 have seven and five 3ô-

UTR miR-29 seed sites respectively, neither were predicted targets of miR-29 highlighting 

the importance of features outside of the seed sequence in these algorithms. 

Luciferase assays found downregulation of ADAMTS2, ADAMTS9, ADAMTS12 (p = 0.056) 

ADAMTS15, ADAMTS16, ADAMTS18 and ADAMTS20 by miR-29b-3p. Although mutation 

of 3ô-UTR seed sequences appeared to abolish miR-29 targeting, the subsequent 

identification of a non-functional mimic suggested these data may not be reliable. In light of 

this, repetition of these assays with a validated mimic will be needed to verify these data.  

Overexpression of miR-29b-3p in SW1353 cells downregulated expression of ADAMTS2, 

ADAMTS9, ADAMTS12 and ADAMTS15 however because of the non-functioning mimic, 

these experiments were only completed for n = 1 and require further repeats for validation. 

In HACs overexpressing miR-29b-3p, ADAMTS12 was significantly downregulated, in line 

with data from SW1353 experiments and luciferase assays. Therefore ADAMTS12 was the 

most promising miR-29 target based on these experiments. 

Adamts12 knockout mice are born healthy and have no overt phenotype (Hour et al., 2010), 

as is the case for the closely related Adamts7 (Bauer et al., 2015). However double 

knockout of Adamts12 and Adamts7 results in heterotopic ossification of the hindlimb 

tendon, ligament and meniscal tissues after 4 months suggesting functional overlap 

between these two COMP degrading enzymes (Mead et al., 2018). In fact, knockout of 

Adamts7 resulted in compensatory upregulation of Adamts12 in murine tendons and vice 

versa (Mead et al., 2018). Expression of ADAMTS12 has be shown to be upregulated in 
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OA and RA cartilage as well as RA synovium (Kevorkian et al., 2004; Davidson et al., 2006; 

Liu, 2009). ADAMTS12 is suggested to favour OA progression by degrading COMP. 

Fragments of the same size as those seen by in vitro ADAMTS12 COMP digestion were 

found in human OA cartilage and IL-1ɓ and TNF-Ŭ upregulated ADAMTS12 expression 

(Luan et al., 2008). On the other hand, inhibition of ADAMTS12 using antibodies, siRNA 

and the Ŭ2M competitive inhibitor reduced COMP degradation (Luan et al., 2008). 

In addition to COMP degradation, ADAMTS12 has also been implicated in inflammation in 

OA. In several models of inflammation including asthma, colitis, endotoxic sepsis, and 

pancreatitis, Adamts12 knockout mice demonstrated an elevated inflammatory response 

(Moncada-Pazos et al., 2012; Paulissen et al., 2012). Moreover, in the collagen-induced 

arthritis model, Adamts12 deficiency promoted inflammatory arthritis development with 

knockout mice showing increased paw swelling, cartilage loss, bone destruction and 

synovitis (Wei et al., 2018). On the other hand, overexpression of Adamts12 in vitro 

attenuated IL-1ɓ induction of inflammatory signalling pathways such as NF-əB, p38 and 

JNK via cleavage of CTGF (Wei et al., 2018), whereas in OA synovial fibroblasts, IL-1ɓ 

upregulated ADAMTS12 expression (Pérez-García et al., 2016). Therefore, ADAMTS12 not 

only contributes to OA development through degradation of COMP, but through its role as 

an inflammatory mediator.  

Expression of ADAMTS4 was also increased in HACs overexpressing miR-29b-3p by 4.6-

fold although this was not statistically significant. Upregulation of ADAMTS4 in OA has been 

associated with demethylation of specific CpG sites in the promoter region (Roach et al., 

2005; Cheung et al., 2008) and miR-29 is widely recognised for its role in regulating 

components of the DNA methylation machinery (Amodio et al., 2015; Memari et al., 2018). 

Considering this, upregulation of ADAMTS4 by miR-29 may be mediated through 

downregulation of DNMT3A and/or DNMT3B and subsequent hypomethylation of key CpGs 

within the ADAMTS4 promoter. Future experiments exploring the methylation status of the 

ADAMTS4 promoter with miR-29 overexpression would be needed to confirm this 

regulatory mechanism. 

Putting together the data discussed above, miR-29 may regulate the expression some 

ADAMTSs (Table 3.3), although further investigation is needed. ADAMTS9, ADAMTS10, 

ADAMTS14, ADAMTS17, ADAMTS18 and ADAMTS20 were predicted miR-29 targets 

(miRabel score < 0.05) and the 3-UTRs of these genes were directly targeted by miR-29b-

3p in this and previous studies in our group. In HACs overexpressing miR-29b, none of 

these genes were found to be significantly downregulated suggesting that targeting seen in 

luciferase assays may not be biologically significant. Whilst ADAMTS7 was a predicted miR-

29 target, luciferase assays found no evidence of a direct interaction. Conversely, 
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ADAMTS2, ADAMTS6, ADAMTS12, ADAMTS15 and ADAMTS16 were not predicted miR-

29 targets, but luciferase assays in this and previous studies have suggested direct 

targeting. ADAMTS12 showed evidence of direct targeting by miR-29 in luciferase assays 

(p = 0.056) although mutant assays would be needed to confirm this. Moreover, ADAMTS12 

was downregulated in SW1353 and HACs overexpressing miR-29b suggesting that miR-29 

may regulate ADAMTS12 in vivo. MiRNA target prediction tools can be helpful in suggesting 

potential interactions and guiding experimental design. However, the data presented here 

demonstrate that such tools should not be relied upon and that any predicted interactions 

require experimental validation. Equally, genes that are not predicted miRNA targets may 

indeed to be targeted in vivo. 

To investigate the effect of TGF-ɓ signalling on ADAMTS expression, SW1353 cells and 

HACs were treated TGF-ɓ1 (5 ng/ml). PAI-1, a well-known TGF-ɓ inducible gene (Keeton 

et al., 1991; Westerhausen et al., 1991; Riccio et al., 1992; Dennler et al., 1998) was 

significantly upregulated in SW1353 cells and HACs after 8 hours. However, whilst PAI-1 

was upregulated by 2.8-fold in SW1353 cells, it was upregulated by 18.8-fold in HACs 

suggesting more robust activation of TGF-ɓ signalling. 

In SW1353 cells, TGF-ɓ1 treatment significantly downregulated expression of ADAMTS9 

after 8 hours and significantly upregulated expression of ADAMTS16 after both 8 and 24 

hours. TGF-ɓ1 treatment of HACs for 8 hours elicited a more substantial response than in 

SW1353. Whilst expression of ADAMTS1, ADAMTS3, ADAMTS5, ADAMTS9, ADAMTS12, 

ADAMTS13, ADAMTS15, ADAMTS19 and ADAMTS20 was significantly downregulated, 

expression of ADAMTS2, ADAMTS4, ADAMTS6, ADAMTS10 and ADAMTS14 was 

upregulated. These data are consistent with previous work in our group which found 

significant upregulation of ADAMTS6, ADAMTS10 and ADAMTS14 in response to TGF-ɓ1 

treatment in HACs (Le, 2015). Moreover, ADAMTS10 and ADAMTS14 were validated as 

direct targets of miR-29b (Le, 2015). 

Interestingly, although TGF-ɓ1 did increase expression of the aggrecan degrading 

ADAMTS4, in HACs TGF-ɓ1 generally appeared to be chondroprotective. Expression of 

other proteoglycanase (ADAMTS1, 9, 15 and 20) and COMP-cleaving (ADAMTS12) 

enzymes was downregulated whereas expression of procollagen N-proteinases (ADAMTS2 

and ADAMTS14) was upregulated. Of note, ADAMTS14 expression was upregulated by 

30-fold, even more so than PAI-1. Upregulation of ADAMTS14 has been reported in OA 

(Kevorkian et al., 2004; Davidson et al., 2006; Swingler et al., 2009; Dunn et al., 2016) and 

SNPs have been associated with increased risk of OA (Rodriguez-Lopez et al., 2009; 

Poonpet et al., 2013; Ma et al., 2018). Whilst global knockout of ADAMTS14 had no obvious 

consequences, simultaneous knockout of ADAMTS2 resulted in skin lesions in aged mice 
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suggesting a collaborative function between these two procollagen N-proteinases (Dupont 

et al., 2018). Therefore, as has been suggested for ADAMTS2, upregulation of ADAMTS14 

may represent an attempt to repair damaged cartilage. 

An antagonistic relationship between miR-29 and TGF-ɓ has previously been shown. 

Expression of miR-29a, miR-29b and miR-29c was negatively regulated by TGF-ɓ1 in 

HACs, whereas overexpression of miR-29b-3p repressed a SMAD2/3/4 luciferase reporter 

along with TGF-ɓ1 induction of ADAMTS4 expression (Le et al., 2016). With this in mind, it 

would be interesting to see if TGF-ɓ1 represses miR-29 targeting of ADAMTS12 or given 

that ADAMTS12 was also negatively regulated by TGF-ɓ1 in HACs, whether they may 

cooperate in negatively regulating ADAMTS12. Vice versa, it would also be interesting see 

whether transfection with miR-29b-3p counteracts TGF-ɓ regulation of other ADAMTSs, for 

example the stark upregulation of ADAMTS14 seen in HACs. 

Analysis of existing datasets reenforced the importance of the ADAMTSs OA. MiR-29 was 

predicted, and subsequently demonstrated, to regulate the expression of several ADAMTSs 

in luciferase assays and cell models overexpressing miR-29b-3p with ADAMTS12 being the 

most compelling direct target. TGF-ɓ signalling was also found to regulate the expression 

several ADAMTS family members, broadly exerting a chondroprotective influence through 

the downregulation of ECM-degrading enzymes and upregulation of cartilage anabolic 

procollagen N-proteinases. Future experiments should seek to establish whether the 

regulation of ADAMTSs seen here is congruent with the reciprocal negative regulation 

between miR-29 and TGF-ɓ observed previously. Whilst further work is needed to fully 

understand the interaction between miR-29, TGF-ɓ and the ADAMTS family, therapies 

which augment miR-29 expression could target this regulatory network with the aim of 

preventing or even reversing OA progression. 
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4 The effect of microRNA-29 on DNA methylation 

4.1 Introduction 

DNA methylation involves the addition of a methyl group to a cytosine nucleotide forming 

5-mC and is generally associated with transcriptional repression (Greenberg et al., 2019). 

Dysregulation of DNA methylation is a well-known participant in many disease processes, 

most notably featuring in most types of cancer, however the role of DNA methylation in OA 

is less well studied. 

Differential methylation has been observed in the promoters of key genes involved in OA 

pathogenesis including ADAMTSs and MMPs (Reynard, 2017; Miranda-Duarte, 2018). 

Upregulation of ADAMTS4 in OA human chondrocytes was shown to be associated with 

demethylation of specific CpG sites within the promoter (Roach et al., 2005; Cheung et al., 

2008). On the other hand, increased promoter methylation has been associated with 

reduced expression of SOX9 in OA (Kim et al., 2013). Moreover, genome-wide analyses 

have revealed distinct patterns of DNA methylation not only in healthy and OA cartilage, but 

also in cartilage from knee and hip joints (den Hollander et al., 2014; Rushton et al., 2014; 

Li et al., 2018).  

Components of the DNA methylation machinery are known to be regulated by miR-29 

including DNMTs, TETs and TDG (Morita et al., 2013; Kremer et al., 2018). In lung cancer 

, expression of the miR-29 family was inversely correlated DNMT3A and DNMT3B. In the 

same study, miR-29 overexpression was shown to reduce global DNA methylation (Fabbri 

et al., 2007). Conversely, brain-specific knockout of miR-29 increased DNMT3A expression 

and non-CG (CH) methylation (Swahari et al., 2021). In fact, widespread recognition of the 

role miR-29 in regulating DNA methylation has led to miR-29 often being referred to as an 

óepi-miRNAô (Amodio et al., 2015; Memari et al., 2018). 

In the previous chapter, miR-29 was found to regulate the expression of members of the 

ADAMTS family in chondrocytes. ADAMTS2, ADAMTS9, ADAMTS12, ADAMTS15, 

ADAMTS16, ADAMTS18 and ADAMTS20 were downregulated in luciferase assays, 

ADAMTS2, ADAMTS9, ADAMTS12 and ADAMTS15 were downregulated in SW1353 cells 

transfected with miR-29b-3p mimic, and ADAMTS12 was downregulated in HACs 

transfected with miR-29b-3p mimic. Overall, ADAMTS12 was the most convincing miR-29 

target identified. In this chapter, the interplay between miR-29 and DNA methylation in 

chondrocytes will be explored. 
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Aims 

¶ Use existing datasets to identify if genes involved in DNA methylation are potentially 

implicated in OA. 

¶ Assess whether genes involved in DNA methylation are regulated by miR-29. 

¶ Investigate the effect of miR-29 overexpression on global DNA methylation. 
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4.2 Results 

4.2.1 Bioinformatic analysis 

4.2.1.1 Regulation of DNA methylation in OA 

To investigate whether genes associated with DNA methylation were regulated in existing 

OA datasets, SkeletalVis was used to assess the expression of DNMT1, DNMT3A, 

DNMT3B, TDG, TET1, TET2 and TET3 in the same human OA and murine OA studies as 

in section 3.2.1. 

For human OA, when comparing joint-matched knee OA and healthy cartilage across all 

three studies, expression of DNMT3A, DNMT3B, TDG, TET1 and TET2 was not 

consistently regulated. Expression data for DNMT1 and TET3 was only available in two of 

the datasets however TET3 was upregulated in both (Figure 4.1A).  

For murine OA studies, when comparing knee cartilage from DMM and sham surgery after 

2 weeks (Figure 4.1B), DNMT1, DNMT3A and DNMT3B were not consistently regulated 

across all three studies. Similarly, although data for TET1, TET2, TET3 and TDG was only 

available in two of the datasets, their expression was not consistently regulated. In studies 

looking at gene expression 8 weeks after DMM surgery (Figure 4.1C), DNMT1 was 

upregulated in both datasets whereas DNMT3A and DNMT3B appeared to be unregulated. 

Data for TET1, TET2, TET3 and TDG was only available from one of the studies and their 

expression appeared to be unregulated. Across all human and murine DMM studies, none 

of the aforementioned genes were significantly dysregulated. 



122 

 

 

D
N
M

T1

D
N
M

T3A

D
N
M

T3B

TE
T1

TE
T2

TE
T3

TD
G

0

1

2

F
o

ld
 c

h
a

n
g

e
 e

x
p

re
s

s
io

n

(D
M

M
 v

s
 s

h
a

m
)

D
N
M

T1

D
N
M

T3A

D
N
M

T3B

TE
T1

TE
T2

TE
T3

TD
G

0.5

1.0

1.5

F
o

ld
 c

h
a

n
g

e
 e

x
p

re
s

s
io

n

(D
M

M
 v

s
 s

h
a

m
)

Figure 4.1. Expression of DNA methylation genes in DMM osteoarthritis model. Expression data from 
3 joint-matched human knee OA studies (A), 3 murine 2 weeks post-DMM studies (B) and 2 murine 8 weeks 
post-DMM studies (C) were analysed using SkeletalVis. Fold change expression of DNMT1, DNMT3A, 
DNMT3B, TET1, TET2, TET3 and TDG in OA knee cartilage over healthy cartilage (A) and in knee cartilage 
from DMM over sham operated mice was calculated. Data presented as mean ± SEM. 
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4.2.1.2 Prediction of methylation gene targets of miR-29 

Targeting of genes involved in epigenetic regulation by miR-29 is well documented. To 

identify if miR-29 might directly target genes involved in DNA methylation miRabel was used 

to predict putative miR-29 targets (Table 4.1). 

For DNMT3A, DNMT3B, TDG, TET1 and TET2 PITA, miRanda, SVmicrO and TargetScan 

all predicted an interaction with miR-29 with a significant miRabel score (Ò 0.05). Despite 

containing 13 3ô-UTR 6-mer seed sites and miRanda, SVmicrO and TargetScan predicting 

interaction with miR-29, miRabel scores for miR-29a-3p, miR-29b-3p and miR-29c-3p were 

all greater than 0.05. On the other hand, PITA and SVmicrO both predicted an interaction 

between miR-29 and DNMT1 despite its 3ô-UTR not possessing a 6-mer seed site however 

miRabel scores for all three miR-29 family members were high. 

 

 

 

 

 

 

 

Table 4.1. Methylation gene miR-29 target prediction. 

Gene 

miR-29a-3p miR-29b-3p miR-29c-3p 6-mer 
seed 
sites miRabel 

score 
Algorithms 

miRabel 
score 

Algorithms 
miRabel 

score 
Algorithms 

DNMT1 0.99461 P, S 0.99189 P, S 0.99378 P, S 0 

DNMT3A 0.00386 P, M, S, T 0.00572 P, M, S, T 0.00348 P, M, S, T 15 

DNMT3B 0.00091 P, M, S, T 0.00101 P, M, S, T 0.00108 P, M, S, T 3 

TDG 0.00144 P, M, S, T 0.00072 P, M, S, T 0.00101 P, M, S, T 4 

TET1 0.00052 P, M, S, T 0.00105 P, M, S, T 0.00118 P, M, S, T 5 

TET2 0.00801 P, M, S, T 0.01152 P, M, S, T 0.00659 P, M, S, T 4 

TET3 0.14166 M, S, T 0.1559 M, S, T 0.06659 M, S, T 13 

PITA (P), miRanda (M), SVmicrO (S), TargetScan (T). 
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4.2.2 Effect of microRNA-29 overexpression on methylation expression 

4.2.2.1 Methylation expression in microRNA-29 treated SW1353 

Several genes involved in the regulation of DNA methylation were predicted to be direct 

targets of miR-29. To investigate whether miR-29 might regulate DNA methylation in 

chondrocytes, the expression of DNMT1, DNMT3A, DNMT3B, TET1, TET2, TET3 and TDG 

was measured using qRT-PCR in SW1353 cells and HACs transfected with miR-29b-3p 

mimic or negative control for 48 hours (as in section 3.2.3.4). 

In SW1353 cells, miR-29b-3p transfection downregulated the expression of DNMT3A, 

TET1, TET2, TET3 and TDG by 0.51, 0.23, 0.32, 0.29 and 0.55-fold respectively suggesting 

these genes maybe directly targeted by miR-29 (Figure 4.2). Expression of DNMT1 and 

DNMT3B did not appear to be regulated by miR-29b-3p transfection suggesting these may 

not be direct targets. As mentioned previously (section 3.2.3.4), these data only represent 

one biological repeat, therefore repeat experiments would be needed to validate these 

findings. 

Similarly to SW1353 cells, miR-29b-3p transfection of HACs significantly downregulated the 

expression of DNMT3A and TET2 (Figure 4.3). Expression of TDG was downregulated by 

0.59-fold however this did not reach statistical significance (p = 0.055). TET1 and TET3 

expression was reduced by 0.8 and 0.51-fold respectively however standard error was high, 

therefore these data may not be representative. Again, DNMT1 and DNMT3B did not 

appear to be regulated by miR-29b-3p transfection. 
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Figure 4.2. Effect of miRNA-29b overexpression on methylation gene expression in SW1353 cells. 
SW1353 cells were transfected with 50 nM miR-29b-3p mimic and negative control for 48 hours. Expression 
of TDG (A), DNMT1 (B), DNMT3A (C), DNMT3B (D), TET1 (E), TET2 (F) and TET3 was measured using qRT-

PCR and normalised to 18S rRNA. Data presented as mean of 3 technical replicates ± SD, n = 1. 
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Figure 4.3. Effect of miRNA-29b overexpression on methylation gene expression in human articular 
chondrocytes. HACs were transfected with 50 nm miR-29b-3p mimic and negative control for 48 hours. 
Expression of TDG (A), DNMT1 (B), DNMT3A (C), DNMT3B (D), TET1 (E), TET2 (F) and TET3 (G) was 
measured using qRT-PCR and normalised to 18S rRNA. Data presented as mean ± SEM, n  =3, two-tailed 
unpaired t-test * p < 0.05. 
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4.2.3 Effect of microRNA-29 on global DNA methylation 

4.2.3.1 Dot blot 

Overexpression of miR-29b-3p in SW1353 cells and HACs suggested that miR-29 may 

directly regulate several genes involved in DNA methylation. Specifically, DNMT3A is 

responsible for the de novo methylation of DNA whereas TET1, TET2, TET3 and TDG are 

involved in the active demethylation of DNA. MiR-29 is upregulated in human OA hip 

cartilage (Le et al., 2016), therefore, this may lead to the disruption of global DNA 

methylation in OA cartilage. 

To investigate whether upregulation of miR-29 may dysregulate DNA methylation, SW1353 

cells were transfected with 50 nM miR-29b-3p mimic or negative control, or treated with 5 

ɛM 5-Aza (a positive control for global demethylation) or vehicle control (0.5% v/v DMSO). 

GDNA was extracted, and a dot blot assay performed to assess global DNA methylation in 

treated cells. Briefly, gDNA was spotted on a polyvinylidene fluoride (PVDF) membrane and 

relative methylation quantified using a 5-mC antibody (Figure 4.4A). 

Treatment of SW1353 cells with 5-Aza significantly reduced global methylation by 0.25-fold 

relative to the vehicle control confirming that the assay was able to detect changes in 

methylation (Figure 4.4B). When compared a negative control mimic, overexpression of 

miR-29b-3p significantly reduced global methylation by 0.63-fold suggesting the 

upregulation of miR-29 may downregulate global DNA methylation in OA. 
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4.2.3.2 Methylation array 

MiR-29 was predicted to target several genes involved in the regulation of DNA methylation, 

with DNMT3A and TET2 being significantly downregulated in response to miR-29b-3p 

overexpression in HACs. Overexpression of miR-29b-3p in SW1353 cells also significantly 

reduced 5-mC in a dot blot assay. To further investigate the effect of miR-29 on methylation, 

a methylation array was performed on SW1353 cells overexpressing miR-29b-3p. 

SW1353 cells were transfected with miR-29b-3p mimic or negative control in quadruplicate 

and DNA and RNA extracted simultaneously. Expression of TDG, DNMT3A, DNMT3B, 

TET1, TET2 and TET3 was measured in the RNA using qRT-PCR. TDG, DNMT3A, TET1, 

TET2 and TET3 were downregulated by 0.7, 0.47, 0.37, 0.35 and 0.36-fold respectively 

(Figure 4.5), consistent with previous data. Looking at the data in Figure 4.5, sample 1 for 

control treated (C1) and sample 4 for miR-29b-3p treated (M4) cells appeared to show the 

most consistent response to respective treatments and were chosen for methylation array 

analysis. 

DNA from samples C1 and M4 were bisulfite treated and analysed using an Illumina Infinium 

MethylationEPIC BeadChip array for differentially methylated regions (DMR) in miR-29b-3p 

and control treated samples. Analysis of methylation array data found 125 CpG sites with 

greater than 10% differential methylation and seven CpG sites with greater than 20% 

differential methylation (Figure 4.6A). Overall, there were few notable DMRs with only 

DMRs within the tripartite motif containing 58 (TRIM58) and calcium voltage-gated channel 

auxiliary subunit beta 1 (CACNB1) genes differentially methylated by more than 10% 

(Figure 4.6B).  
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Figure 4.4. Dot blot analysis of 5-mC in miRNA-29 and 5-Aza in SW1353 cells. (A) Genomic DNA 
from SW1353 cells treated with negative control (Ctr), miR-29b-3p mimic (29b), Vehicle control (DMSO) 
or 5-Aza control (5-AzaC) was blotted onto a PVDF membrane before incubation with a 5-mC primary 
antibody and HRP-conjugated secondary antibody and imaging (representative image, n = 3). (B) DNA 
methylation was quantified by measuring the integrated density of each dot. Data presented as mean ± 

SEM, n = 3, two-tailed unpaired t-test * p < 0.05, ** p < 0.01. 
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Figure 4.6. DNA methylation array of miRNA-29 treated SW1353 cells. DNA methylation was measured 
in miR-29b1-3p and control mimic treated SW1353 cells using a Illumina Infinium MethylationEPIC 
BeadChip array. (A) Percentage methylation per CpG for the control treated sample was plotted against the 
miR-29b1-3p treated sample. CpGs with a difference of Ó 20% are green and CpGs with a difference of Ó 
10% are in red. (B) Average methylation difference per DMR was calculated. DMRs in CACNB1 and 
TRIM58 (red) were differential methylated by Ó 10%. 

A B 

Figure 4.5. Expression of methylation genes in array samples. Expression of TDG (A), DNMT3A (B), 
DNMT3B (C), TET1 (D), TET2 (E) and TET3 (F) was measured in RNA from miR-29b-3p (29b) and control 
mimic (Ctr) treated samples from the methylation array. Samples are labelled 1-4 for 29b and ctr. Expression 
measured using qRT-PCR and normalised to 18S rRNA. Data presented as mean of 4 technical replicates 
± SD (green), n = 1. 
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4.2.3.3 Bisulfite PCR confirmation of array targets 

Methylation array data from miR-29b-3p treated SW1353 cells found DMRs within the 

TRIM58 and CACNB1 genes. To verify whether the identified DMRs for TRIM58 and 

CACNB1 were indeed differentially methylated, gDNA from control samples C2, C3 and C4, 

and miR-29b-3p treated samples M1, M2 and M3 was analysed using bisulfite PCR 

pyrosequencing. 

For the DMRs within TRIM58 and CACNB1, DNA methylation was assessed at six and 11 

CpGs respectively. Although in the DNA methylation array differential methylation was 

10.4% and 10.7% for TRIM58 and CACNB1 respectively, bisulfite PCR pyrosequencing 

found differences of less than 2% (Figure 4.7). 

 

 

 

 

 

 

 

 

Figure 4.7. Bisulfite PCR pyrosequencing of miR-29 treated SW1353 cells. DNA methylation was 
measured in miR-29b-3p (29b) and control (Ctr) treated SW1353 cells using bisulfite PCR pyrosequencing. 
Data presented as percentage methylation across 6 or 11 sites for TRIM58 and CACNB1 respectively from 3 
technical replicates, mean ± SD, n = 1. 
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4.3 Discussion 

The importance of the miR-29 family in cartilage development and the pathogenesis of OA 

was further explored in this chapter. Specifically, the role of miR-29 in the regulation of DNA 

methylation in chondrocytes and OA was investigated by measuring the effect of miR-29b 

overexpression on the regulation of genes involved in the DNA methylation process. 

There is increasing evidence of the potential role of DNA methylation in OA. Whilst changes 

in the expression of genes involved in DNA methylation have been reported in OA (Shen et 

al., 2017), whether expression of these genes is a hallmark of OA remains to be seen. 

Evidence for specific patterns of global methylation and the potential significance of 

methylation at specific CpG sites is more widespread suggesting that the role of methylation 

in OA may be more subtle. 

As previously discussed, the miR-29 family are recognised as óepi-miRNAsô due to their 

widely reported roles in the regulation of multiple components of the DNA methylation 

machinery. Given that miR-29 and DNA methylation have both been implicated in OA, and 

that miR-29 is known to regulate DNA methylation in other disease contexts, the relationship 

between miR-29 and DNA methylation in chondrocytes, and more broadly OA was explored 

in this chapter. 

The expression of DNMT1, DNMT3A, DNMT3B, TDG, TET1, TET2 and TET3 was 

assessed in existing OA datasets and analysed using SkeletalVis (Soul et al., 2019). 

Broadly, no substantial differences were seen in the expression of these genes across joint-

matched knee OA and murine DMM studies, although slight upregulation of TET3 and 

DNMT1 was observed in two OA and DMM datasets respectively. Upregulation of DNMT1 

by IL-1ɓ has been reported (Akhtar et al., 2013) however other studies have found no 

evidence of DNMT1 upregulation in OA chondrocytes (Sesselmann et al., 2009). Whilst 

TET2 and TET3 expression appeared to be unregulated, TET1 was reported to be 

downregulated in OA chondrocytes (Taylor et al., 2014).  

The miR-29 family is already known to regulate the expression of genes involved in DNA 

methylation. Therefore, it is unsurprising that bioinformatic prediction of miR-29 targets 

identified putative interactions between all miR-29a-3p, miR-29b-3p and miR-29c-3p, and 

DNMT3A, DNMT3B, TDG, TET1 and TET2. In light of this, the effect of miR-29b-3p 

overexpression in SW1353 cells and HACs on the expression of the aforementioned genes 

was assessed. Expression of DNMT3A, TDG and TET2 was negatively regulated in 

response to miR-29b-3p overexpression in HACs. This is in line with previous studies 

showing direct targeting of DNMT3A and TET2 by miR-29b (Garzon et al., 2009; Takayama 

et al., 2015). Given that these were small scale exploratory experiments, only miR-29b-3p 
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mimic was used. Future experiments should use both miR-29b-3p mimic and antagomir to 

fully investigate regulation of methylation-related genes in chondrocytes. Notably, not all 

predicted targets of miR-29 were downregulated highlighting the importance of 

experimental validation of miRNA-target predictions. 

Given that miR-29b-3p appeared to regulate the expression of genes involved in DNA 

methylation, the effect of miR-29b on global methylation was assessed. Dot blot analysis of 

gDNA from miR-29b-3p overexpressing SW1353 cells suggested that upregulation of miR-

29 was associated with a significant decrease in global methylation. However, methylation 

array data failed to replicate these data with only seven CpG sites showing greater than 

20% differential methylation and only two DMRs being differentially methylated by more 

than 10% overall ï TRIM58 and CACNB1. TRIM58 is an E3 ubiquitin protein ligase 

implicated as a tumour suppressor with aberrant promoter methylation being associated 

with poor prognosis in liver and lung cancer (Qiu et al., 2016; Kajiura et al., 2017). CACNB1 

is a voltage dependent calcium channel associated with T cell function and excitation and 

contraction coupling in skeletal muscle (Rima et al., 2016; Erdogmus et al., 2022). Both 

TRIM58 and CACNB1 are significantly upregulated in human OA subchondral bone and 

downregulated in human OA cartilage in microarray data analysed using SkeletalVis 

however no major role for either gene in OA is known. Moreover, subsequent analysis of 

the DMRs located within TRIM58 and CACNB1 did not recapitulate the differences in 

methylation observed in the methylation array. 

There may be several explanations as to why regulation of DNMT3A and TET2, and the 

reduction in global methylation seen with miR-29b-3p overexpression were not corroborated 

by methylation array. Firstly, changes in the expression of DNMT3A are only likely to impact 

de novo methylation. Given that SW1353 is a terminally differentiated cell line, reducing the 

capacity for the de novo methylation may have little biological significance. Moreover, as a 

chondrosarcoma cell line, global DNA methylation patterns in SW1353 cells have likely 

already been drastically altered during oncogenic transformation. In addition, given that 

DNMT3A is associated DNA methylation whereas TET2 is associated demethylation, it is 

possible that downregulation of both simultaneously cancels out any effects on global DNA 

methylation. 

Recent work by Swahari et al. (2021) may suggest an alternative explanation. Brain-specific 

knockout of miR-29 in mice resulted in a concomitant increase in DNMT3A expression with 

miR-29 being shown to directly regulate DNMT3A. Interestingly, whilst global CG 

methylation was largely unaffected, a significant increase in CH methylation was observed. 

CH methylation is significantly less common than CG methylation with high resolution 

assays needed to distinguish CH methylation from CG methylation (Ziller et al., 2011; He 
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et al., 2015). Only CpG methylation was analysed in these data. Therefore, whilst global 

CpG methylation patterns were not altered by miR-29 overexpression in SW1353 cells, 

differences may be seen in CH methylation. Further analysis of the methylation array data 

from this project may clarify whether this is the case. 

Overall, the experiments in the chapter contribute to the importance of the miR-29b family 

in cartilage development and OA pathogenesis. The role of DNA methylation has become 

more apparent in recent years (Reynard, 2017; Miranda-Duarte, 2018) and miR-29 is 

already well known to regulate many genes associated with DNA methylation (Morita et al., 

2013; Kremer et al., 2018). In this chapter, miR-29 was shown to downregulate expression 

of DNMT3A, TDG and TET2 in HACs, and reduce global 5-mC levels in SW1353 cells 

suggesting a potentially important role in the regulation of DNA methylation in chondrocytes. 

Despite this, further investigation utilising a methylation array failed to corroborate these 

findings. 

Future experiments should aim to clarify the effect of miR-29b overexpression on DNA 

methylation in primary chondrocytes in order to overcome the aforementioned limitations of 

studies utilising SW1353 cells. Moreover, complimentary experiments utilising either a miR-

29b antagomir or knockout model should be implemented to further elucidate the biological 

significance of potential regulatory interactions. It will be important for therapies aimed at 

augmenting miR-29 to take account of the potential benefits or drawbacks of accompanying 

changes in DNA methylation. 
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5 Generation and analysis of a microRNA-29 knockout mouse model 

5.1 Introduction 

The miR-29 family has been implicated in OA through previous research in our lab as well 

as in this thesis (Le et al., 2016). Members of the ADAMTS family were found to be 

regulated by miR-29 as well as by TGF-ɓ signalling, which is negatively regulated by, and 

negatively regulates miR-29. Moreover, as the role of DNA methylation in OA is increasingly 

being recognised, the recognition of miR-29 as an epi-miRNA may be pertinent to its role in 

OA. 

Global knockout of the miR-29 family is lethal with mice deficient for both the miR-29ab1 

and miR-29b2c loci dying within 42 days. MiR-29 knockout mice are smaller, weigh less, 

develop kyphosis and display a severe neurological phenotype characterised by severe 

ataxia (Cushing et al., 2015; Dooley et al., 2016; Caravia et al., 2018; Swahari et al., 2021). 

Knockout of only the miR-29ab1 locus results in a similar, albeit less severe phenotype, 

characterised again by smaller size, reduced weight, kyphosis, ataxia and premature death 

by 28-30 weeks of age (Papadopoulou et al., 2015; Dooley et al., 2016; Caravia et al., 

2018). In contrast, mice lacking only the miR-29b2c cluster are generally healthy with slight 

reductions in body weight reported at most (Kauffman et al., 2015; Dooley et al., 2016; Sassi 

et al., 2017; Caravia et al., 2018). 

Development of OA generally occurs in later life and as such, experiments using mouse 

models to study OA in vivo typically use adult mice to better model the disease process 

(Samvelyan et al., 2020). The severely shortened lifespan conferred by global knockout of 

miR-29 would limit the age at which knockout animals could be studied for joint and potential 

OA development. Moreover, with a range of phenotypes reported in miR-29 knockout mice, 

delineating the effect of miR-29 knockout in the joint from coexisting and potentially 

confounding phenotypes may be difficult. For example, obesity is a widely recognised risk 

factor for OA (Blagojevic et al., 2010; Apold et al., 2014; Raud et al., 2020) and Dooley et 

al. (2016) report protection from diet-induced obesity and reduced overall body weight in 

miR-29 knockout mice. 

Cartilage-specific knockout of miR-29 may overcome the aforementioned complications 

associated with global knockout. Many cartilage-specific knockout mouse models exist and 

these have been used to study to the role of a wide range of genes in cartilage development, 

homeostasis and disease (Kanakis et al., 2021). In models utilising the Cre-loxP system, 

expression of Cre recombinase is under the control of a cartilage-specific promoter (e.g., 

COL2A1) and thus, loxP recombination and deletion of the intervening sequence occurs 

only where the promoter is expressed. Moreover, to avoid embryonic lethality brought about 
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by the deletion of genes critical during early development, inducible Cre-loxP systems have 

been developed which allow not only spatial, but temporal control of gene deletion. In the 

Cre-ERT system, administration of tamoxifen relieves cytoplasmic sequestration of Cre 

recombinase allowing nuclear localisation and subsequent recombination of loxP sites (Feil 

et al., 1996). 

To further explore the role the miR-29 family in cartilage and OA development, mice 

possessing a cartilage-specific knockout of the miR-29ab1 and miR-29b2c loci, both 

independently and simultaneously were generated. In this chapter, the effect of miR-29 

knockout in these mice will be investigated using molecular and histological analyses. 

Aims 

¶ Generate a mouse model possessing cartilage-specific knockout of miR-29ab1, 

miR-29b2c and both loci together. 

¶ Verify cartilage-specific knockout of miR-29 expression. 

¶ Assess the effect of miR-29 knockout on the expression of cartilage and OA-related 

genes using mRNA-seq. 

¶ Explore the effect of miR-29 knockout during cartilage development and in OA. 
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5.2 Results 

5.2.1 Generation of a cartilage-specific microRNA-29 knockout model 

Given that global knockout of miR-29 is lethal, to investigate the effect knockout in OA, a 

strategy to knockout miR-29 specifically in cartilage was pursued. The Cre-loxP system is 

a widely used tool enabling tissue-specific and inducible knockout of one or more genes 

with a high degree of precision. Therefore, to generate a cartilage-specific knockout of miR-

29, the aim was to cross a cartilage-specific Cre mouse to mice possessing floxed miR-

29ab1 and miR-29b2c loci. 

5.2.1.1 Acan-creERT2 mice 

Initially, the plan was to achieve cartilage-specific miR-29 knockout using the acan-creERT2 

inducible mouse generated by Cascio et al. (2014). In order to generate acan-creERT2 

mice, acan-creERT2+/0:CTGFfl/fl (Poulet et al., 2016) were crossed with C57BL/6 to generate 

acan-creERT2+/0:CTGFwt/fl mice. These mice were further crossed to C57BL/6 mice to 

produce acan-creERT2 mice. 

Subsequent to breeding of the acan-creERT2 mouse, communication from Prof. George 

Bou-Gharios indicated that not all chondrocytes in these mice were expressing the 

transgene leading to poor tissue-specific knockout (also discussed in Kanakis et al., 2021). 

Therefore, an alternative breeding strategy was pursued using a col2a1-cre mouse. 

5.2.1.2 MicroRNA-29 knockout breeding 

5.2.1.2.1 Col2a1-cre mice 

Given that cartilage-specific knockout of miR-29 was unlikely to be complete using the acan-

creERT2 mouse, the col2a1-cre mouse was chosen instead. Col2a1-cre mice possess a 

Cre recombinase under the control of a Col2a1 promoter (Sakai et al., 2001). Use of a 

col2a1-cre transgene to successfully drive cartilage-specific knockout is well reported (Staal 

et al., 2014; Dudek et al., 2016; Valverde-Franco et al., 2016; Almonte-Becerril et al., 2018). 

Although the col2a1-cre mouse lacked an inducible promoter, it appeared more likely to 

produce reliable cartilage-specific knockout of miR-29. 
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5.2.1.2.1.1 Optimisation of genotyping 

Genotyping of col2a1-cre was initially performed using a touchdown PCR protocol with 45 

(10 followed by 35 cycles) amplification cycles, however, as seen in Figure 5.1, this resulted 

in false positives in known wild-type mice, indicating non-specific amplification. Optimisation 

of the number of cycles for the second amplification step was undertaken to prevent false 

positives in col2a1-cre genotyping. Touch down PCR was performed with a second 

amplification of 25, 20, 15 and 10 cycles. At 20 cycles, a bright band at 450 bp could be 

seen with the known wild-type mouse showing no band (Figure 5.1). 

 

 

5.2.1.2.2 Breeding of single knockout mice 

As previously discussed, the miR-29 family are expressed from two separate loci; miR-29a 

and miR-29b1 are expressed from chromosome 7, whereas miR-29b2 and miR-29c are 

expressed from chromosome 1. The breeding scheme in Figure 5.2 was undertaken to 

generate a mouse in which either the miR-29ab1 or miR-29b2c is knocked out in the 

cartilage. MiR-29ab1fl/fl and miR-29b2cfl/fl mice were crossed with col2a1-cre mice to 

produce miR-29ab1fl/fl:col2a1-cre and miR-29b2cfl/fl:col2a1-cre mice respectively (referred 

to as AB1-KO and B2C-KO mice respectively). Offspring were genotyped by PCR for either 

the miR-29ab1 or miR-29b2c floxed locus and the col2a1-cre transgene as in Figure 5.3. 

 

 

Figure 5.1. Optimisation of col2a1-cre genotyping PCR. Touch down PCR was used to genotype known 
positive (+) and negative (wt) col2a1-cre mice initially with 35 cycles (35x) of the second amplification stage. 
At 35 cycles, known col2a1-cre negative mice showed a band at 450 bp indicating non-specific amplification. 
Optimisation was undertaken with the second amplification stage being performed for 25, 20, 15 and 10 cycles 
to improve the specificity of the assay. ntc = no template control. 
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Figure 5.2. MiRNA single knockout breeding scheme. To generate a cartilage-specific knockout of miR-
29ab1 (A) or miR-29b2c (B) individually, heterozygous floxed mice (wt/fl) were crossed to produce homozygous 
floxed (fl/fl) offspring. Homozygous floxed mice were crossed with heterozygous col2a1-cre mice (cre+/-) to 
produce wt/fl:cre+/- offspring. Finally, wt/fl:cre+/- mice were crossed with fl/fl:cre-/- mice to produce single 
knockout (fl/fl:cre+/-) and control (fl/fl:cre-/-) mice. Single knockout colonies were maintained by crossing male 
knockout with female control mice. Predicted mendelian ratios of offspring are given below each new 
generation. 

A B 
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Figure 5.3. Single knockout mouse example genotyping PCR. Offspring from the miR-29ab1 (A) and miR-
29b2c (B) knockout breeding scheme were genotyped for the miR-29ab1 and miR-29b2c floxed loci 
respectively along with col2a1-cre. Mice that possessed the homozygous floxed miR-29ab1 or miR-29b2c 
locus and hemizygous col2a1-cre are highlighted in red. Positive control mice (+) showed the homozygous 
floxed miR-29ab1 (581 bp) and miR-29b2c (447 bp) bands respectively along with the hemizygous col2a1-cre 
(450 bp) band. Wild-type mice (wt) showed the homozygous wild-type miR-29ab1 (419 bp) and miR-29b2c 
(354 bp) bands respectively along with no col2a1-cre band. ntc = no template control. 
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5.2.1.2.3 Breeding of double knockout mice 

Given that miR-29 is expressed from both the miR-29ab1 and miR-29b2c loci, knocking out 

either locus individually was unlikely to demonstrate the full effect of miR-29 knockout. 

Moreover, it was possible that the knocking out of one locus may cause upregulation of the 

other to compensate. Therefore, the breeding scheme in Figure 5.4 was undertaken to 

generate a mouse in which the miR-29ab1 and miR-29b2c loci were knocked out 

simultaneously in the cartilage. Initially, miR-29ab1fl/fl and miR-29b2cfl/fl were crossed to 

produce miR-29ab1fl/fl:miR-29b2cfl/fl in which both miR-29 loci were floxed. Following this, 

miR-29ab1fl/fl:miR-29b2cfl/fl mice were crossed with B2C-KO mice to produce offspring 

possessing both the miR-29ab1 and miR-29b2c floxed loci along with the col2a1-cre 

transgene (referred to as DKO mice). Offspring were genotyped by PCR for the miR-29ab1 

and miR-29b2c floxed locus, and the col2a1-cre transgene as in Figure 5.5. 
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Figure 5.4. MiRNA-29 double knockout breeding scheme. (A) To generate double floxed mice, 
homozygous miR-29ab1 (ab1fl/fl) and miR-29b2c (b2cfl/fl) floxed mice were crossed. Subsequent selection and 
crossing of offspring produced double floxed (ab1fl/fl:b2cfl/fl). (B) To generate a cartilage-specific knockout of 
miR-29ab1 and miR-29b2c simultaneously, ab1fl/fl:b2cfl/fl and b2cfl/fl:cre+/- knockout mice were crossed. 
Subsequent selection and crossing of offspring produced double knockout (ab1fl/fl:b2cfl/fl:cre+/-) and control 
(ab1fl/fl:b2cfl/fl:cre-/-) mice. Double knockout colonies were maintained by crossing knockout male and control 

female mice. Predicted mendelian ratios of offspring are given below each new generation. 
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Figure 5.5. Double knockout mouse example genotyping PCR. Offspring from the double knockout 
breeding scheme were genotyped for the miR-29ab1 and miR-29b2c floxed loci along with col2a1-cre. Mice 
that possessed the homozygous floxed miR-29ab1 and miR-29b2c locus, and hemizygous col2a1-cre are 
highlighted in red. Positive control mice (+) showed the homozygous floxed miR-29ab1 (581 bp) and miR-
29b2c (447 bp) bands along with the col2a1-cre (450 bp) band. Wild-type mice (wt) showed the homozygous 
wild-type miR-29ab1 (419 bp) and miR-29b2c (354 bp) bands along with no col2a1-cre band. ntc = no 
template control. 
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5.2.2 Confirmation of microRNA-29 knockout 

The breeding strategy to generate a cartilage-specific knockout of the miR-29ab1 and miR-

29b2c loci both independently and simultaneously was successful. To verify that knockout 

was indeed cartilage-specific, PCR of gDNA and qRT-PCR of RNA extracted from knockout 

mouse tissues was used to confirm cartilage-specific deletion of miR-29 genomic loci and 

reduction in miR-29 expression respectively. 

5.2.2.1 Confirming gDNA microRNA-29 knockout 

By using col2a1-cre, knockout of miR-29 should be achieved predominantly in cartilage - 

specifically in chondrocytes (Sakai et al., 2001). To verify this, gDNA was extracted from 

femoral head cartilage (hip), ear biopsies and liver tissue from P21 knockout and control 

mice. Primers were designed to flank the floxed miR-29 loci and PCR was used to look for 

genomic deletion of miR-29ab1 and miR-29b2c. 

For AB1-KO mice, liver samples had a single band at ~1350 bp representing the intact miR-

29ab1 locus whereas ear samples also showed a second band at ~650 bp representing 

loxP recombination and deletion of the miR-29ab1 locus (Figure 5.6A). Hip cartilage 

samples showed the same two bands (~1350 bp and ~650 bp) as ear samples, however 

the lower band was notably brighter relative to the larger one suggesting a greater level of 

knockout. Control mice showed a single band at 1350 bp for hip (PCR for Ctr1 failed), ear 

and liver samples representing the intact miR-29ab1 locus. 

Similarly, for B2C-KO mice, liver samples had a single band at ~2000 bp (PCR for KO3 

failed) representing the intact miR-29b2c locus whereas ear samples also showed a second 

band at ~700 bp representing the deletion of the miR-29b2c locus (Figure 5.6B). Hip 

cartilage samples only showed the lower band (PCR for KO3 failed) suggesting a greater 

level of knockout compared to ear samples. Control mice showed a single band at ~2000 

bp. 

DKO mice were assayed for the miR-29ab1 and miR-29b2c floxed loci. For all hip cartilage 

samples, miR-29ab1 and miR-29b2c PCRs failed - this was presumed to be because of a 

failed DNA extraction. For the miR-29ab1 PCR in DKO1, the liver sample showed one band 

at ~1350 bp whereas the ear sample showed a second band at ~650 bp. Control samples 

showed a single band at ~1350 bp. For the miR-29b2c PCR in DKO1, the liver sample 

showed one band at ~2000 bp whereas the ear sample showed a second band at 700 bp. 

Control samples showed a single band at ~2000 bp (Figure 5.6C). 
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For all PCR reactions across all samples, bands in liver gDNA appeared to be ~200 bp 

larger than in ear and hip samples. GDNA from all samples was extracted using the Phire 

Tissue Direct PCR kit which, while facilitating DNA extraction in approximately 10 minutes, 

does not produce purified and contaminant free DNA. To investigate whether DNA binding 

contaminants might explain this discrepancy, PCR was also performed on liver gDNA 

extracted using TRIzolÊ reagent. Bands from PCR performed on TRIzolÊ Reagent 

extracted samples appeared at the expected size in gel electrophoresis compared to Phire 

extracted samples suggesting that TRIzolÊ extraction may remove contaminants causing 

retardation of PCR bands. 

Finally, to verify that the higher and lower bands seen in miR-29ab1 and miR-29b2c PCRs 

(Figure 5.6) represented the intact and deleted loci respectively, these bands were purified 

and sequenced. Sequencing data showed that for miR-29ab1 and miR-29b2c loci, the 

larger bands seen in knockout PCRs represented the respective full loci flanked by loxP 

sites (Figure 5.7). For the smaller bands, sequencing of both loci showed the presence of 

just one loxP site confirming loxP recombination and deletion of the miR-29ab1 and miR-

29b2c loci. 
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Figure 5.6. Confirmation of miRNA-29 genomic knockout. Primers were designed to flank the loxP sites of 
the miR-29ab1 and miR-29b2c floxed loci. Genomic DNA was extracted from femoral head cartilage (H), ear 
biopsies (E) and liver (L) of P21 AB1-KO, B2C-KO, DKO and respective control (Ctr) mice. PCR was used to 
amplify the miR-29ab1 locus in AB1-KO mice (A), the miR-29b2c locus in B2C-KO mice (B) and both loci in 
DKO mice (C). For the miR-29ab1 locus wild-type band is ~1350 bp and knockout band is ~650 bp. For the 
miR-29b2c locus wild-type band is ~2000 bp and knockout band is ~700 bp. 
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5.2.2.2 Expression of microRNA-29 in knockout animals 

Tissue-specific knockout of miR-29 in AB1-KO, B2C-KO and DKO animals was confirmed 

by PCR and sequence analysis of gDNA from knockout animals. It was important to confirm 

that expression of miR-29 was also reduced in the cartilage of knockout animals. To 

investigate this, cartilage from the femoral heads of P21 knockout and control mice was 

harvested and RNA was extracted using the mirVanaÊ miRNA Isolation Kit which is 

designed to retain small RNAs during total RNA extraction. Femoral head cartilage was 

chosen because it was easy to harvest compared to knee cartilage, provided a relatively 

high RNA yield and could be harvested from legs being used for histological analysis 

thereby minimising the number of animals used for experiments. 

To assess the purity of hip cartilage harvested from knockout and control animals, and 

ensure cartilage was largely free of subchondral bone, the expression of cartilage and bone 

marker genes was measured in cartilage and femoral bone samples. For AB1-KO, B2C-KO 

and DKO hip cartilage, expression of tartrate-resistant acid phosphatase (Trap) was 

significantly lower when compared to femoral bone suggesting little contamination with 

subchondral bone (Figure 5.8). On the other hand, expression of Acan and Col2a1 was 

significantly higher in hip cartilage from AB1-KO, B2C-KO and DKO mice compared to 

femoral bone again suggesting little bone contamination and implying high cartilage purity. 

Figure 5.7. Sequencing of miRNA-29 knockout. Products from miR-29ab1 (A) and miR-29b2c (B) knockout 
PCRs were purified and sequenced. Sequencing data for the larger products of both miR-29ab1 and miR-
29b2c PCRs showed the intact loci flanked by loxP sites. For the smaller products of both, PCRs showed loxP 
recombination and deletion of the miR-29ab1 and miR-29b2c loci. Figure generated using SnapGene viewer 
version 5.0.6. 

A 

B 
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5.2.2.2.1 Quantification of mature microRNA-29 

To confirm miR-29 expression was reduced in the cartilage of knockout animals, expression 

of mature miR-29a, miR-29b and miR-29c transcripts was measured using TaqMan 

MicroRNA Assays (TMA). TMAs utilise a miRNA-specific reverse transcription primer and 

TaqMan probe and PCR primer set to quantify the expression of mature miRNA transcripts. 

TMAs also allow for the pooling of reverse transcription primers to facilitate the 

measurement of multiple mature miRNAs from a single reverse transcription reaction. 

RNA extracted from AB1-KO P21 hip cartilage was reverse transcribed using a primer pool 

containing miR-29a, miR-29b, miR-29c and U6 snRNA as an endogenous control. 

Expression of mature miR-29a, miR-29b and miR-29c was measured using qRT-PCR and 

normalised to U6 snRNA. 

Figure 5.8. Expression of cartilage and bone markers in knockout hip cartilage. Femoral head cartilage 
was harvested from P21 AB1-KO, B2C-KO and DKO mice and RNA was extracted. The expression of Trap 
(A), Acan (B) and Col2a1 (C) was measured in cartilage and wild-type femoral bone (femur) RNA using qRT-
PCR and normalised to 18S rRNA to assess cartilage purity. AB1-KO n = 14, B2C-KO n = 14, DKO n = 21, 
femoral bone n = 4. Data presented as mean ± SEM, two-tailed unpaired t-test **** p < 0.0001. CT values for 
samples in red were set to 40 as expression was not detected after 40 cycles. 
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Consistent with AB1-KO mice demonstrating genomic knockout of the miR-29ab1 locus, 

expression of mature miR-29a and miR-29b was significantly reduced in knockout hip 

cartilage compared to littermate controls (Figure 5.9A). However, although the miR-29b2c 

was intact in AB1-KO mice, expression of miR-29c also appeared to be significantly reduced 

in knockout cartilage. One explanation for this could be that due to the high sequence 

similarity of mature miR-29a, miR-29b and miR-29c, pooling of reverse transcription primers 

resulted in cross reactivity of these primers and loss of specificity in the PCR reaction. 

To investigate whether pooling of reverse transcription primers was leading to a loss of 

specificity in mature miR-29 qRT-PCR, separate reverse transcription reactions were 

performed for miR-29a, miR-29b and miR-29c. Similarly to the samples reverse transcribed 

using the primer pool, expression of miR-29a, miR-29b and miR-29c was significantly 

reduced in AB1-KO hip cartilage when compared to littermate controls (Figure 5.9B). 

Therefore, it was not the pooling of reverse transcription primers that was leading to cross 

reactivity between TMAs. 

In the cartilage of AB1-KO cartilage, expression of miR-29a and miR-29b should be reduced 

whereas expression of miR-29c should be unaffected. However, expression of miR-29a, 

miR-29b and miR-29c was reduced when measured with TMAs. TMAs are advertised as 

allowing for ñsingle-base discrimination of homologous family membersò however the data 

in Figure 5.9 suggested this may not be the case. To further troubleshoot this issue, data 

were shared with the manufacturer. Bioinformatic analysis of TMAs for miR-29a, miR-29b 

and miR-29c revealed significant cross reactivity between the assays for miR-29a and miR-

29c. This cross reactivity explained the apparent reduced expression of miR-29c in AB1-

KO cartilage. 
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Figure 5.9. Expression of mature miRNA-29 in AB1-KO cartilage. Expression of mature miR-29a, miR-29b 
and miR-29c was measured in RNA from P21 AB1-KO and control (Ctr) femoral head cartilage using TaqMan 
MicroRNA Assays. Reverse transcription was performed using a primer pool of miR-29a, miR-29b and miR-
29c primers (A) or a separate reaction for each primer (B) to assess primer cross reactivity. Expression was 
measured using qRT-PCR and normalised to U6 snRNA. Data presented as mean Ñ SEM, n Ó 7, two-tailed 
unpaired t-test ** p < 0.01, *** p < 0.001, **** p < 0.0001. 
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5.2.2.2.2 Quantification of microRNA-29 primary transcripts 

Given that TMAs were not able to effectively discriminate between mature miR-29a and 

miR-29c, an alternative strategy was required to verify respective reduced of expression of 

miR-29a, miR-29b and miR-29c in miR-29 knockout mice. Using the Universal Probe 

Library, qRT-PCR assays were designed to amplify the primary transcripts of miR-29a, miR-

29b1, miR-29b2 and miR-29c. 

Expression of miR-29a, miR-29b1, miR-29b2 and miR-29c was measured in RNA from 

AB1-KO, B2C-KO and DKO hip cartilage using the primary transcript qRT-PCR assays. In 

hip cartilage from AB1-KO mice expression of miR-29a and miR-29b1 primary transcripts 

was significantly reduced compared to littermate controls, whereas expression of miR-29b2 

and miR-29c primary transcripts was not significantly different (Figure 5.10A). On the other 

hand, in B2C-KO cartilage, expression of miR-29b2 and miR-29c primary transcripts was 

significantly reduced compared to littermate controls whereas expression of miR-29a and 

miR-29b1 was not significantly different (Figure 5.10B). Finally, in hip cartilage from DKO 

mice, expression of miR-29a, miR-29b1, miR-29b2 and miR-29c transcripts was 

significantly reduced compared to littermate controls (Figure 5.10C). 

Consistent with the respective genotypes of these mice, and with the data from genomic 

knockout PCRs, these data demonstrate knockout of the miR-29ab1 and miR-29b2c loci, 

independently and simultaneously in AB1-KO, B2C-KO and DKO mice respectively. 

Moreover, in contrast to TMAs, primary transcript qRT-PCR were able to discriminate 

between the expression of miR-29a, miR-29b1, miR-29b2 and miR-29c. 
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Figure 5.10. Expression of mature miRNA-29 in AB1-KO cartilage. Expression of miR-29a, miR-29b1, 
miR-29b2 and miR-29c primary transcripts was measured in RNA from P21 AB1-KO (A), B2C-KO (B), DKO 
(C) and respective control (Ctr) femoral head cartilage using primary transcript qRT-PCR assays and 
normalised to 18S rRNA. Data presented as mean ± SEM, for AB1-KO and B2C-KO n = 7, for DKO n Ó 10, 
two-tailed unpaired t-test * p < 0.05, ** p < 0.01, *** p < 0.001, **** p < 0.0001. 
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5.2.3 MicroRNA-29 double knockout mice mRNA-sequencing 

Identifying miRNA regulatory networks is complicated with miRNAs often targeting many 

mRNAs and mRNAs often possessing many miRNA binding sites. Global analysis of 

expression changes in response to miRNAs can be used to elucidate their function. To 

further investigate the role of miR-29 in articular cartilage, mRNA-seq was used assess the 

effect of miR-29 knockout on global gene expression.  

5.2.3.1 Sample quality 

Cartilage was harvested from the femoral heads of six DKO and six control 3-week-old male 

mice and total RNA was extracted. To assess the purity of harvested cartilage, expression 

of Trap, Acan and Col2a1 was measured by qRT-PCR as in section 5.2.2.2. Expression of 

Trap was significantly downregulated in RNA from DKO and littermate control cartilage 

compared to femur whereas expression of Acan and Col2a1 was significantly upregulated 

(Figure 5.11). Furthermore, there was no significant difference in Trap, Acan and Col2a1 

expression between DKO and littermate control mice suggesting samples were of equal 

purity. 

Sample quality was assessed prior to mRNA-seq. Following quality control by Novogene 

for RNA quantity and RIN (see Table 5.1), the following samples were selected for mRNA-

seq: Ctr-2, Ctr-3, Ctr-4, Ctr-5, DKO-2, DKO-4, DKO-5 and DKO-6. 

 

 

 

 

 

 

 

 

 

 

 

 

 

Table 5.1. Novogene mRNA-seq quality control 

Sample Total RNA (g) RIN 

DKO-1 0.297 3 

DKO-2 0.403 4.2 

DKO-3 0.442 6.7 

DKO-4 0.574 4.8 

DKO-5 0.338 3.8 

DKO-6 0.077 1 

Ctr-1 0.494 3.6 

Ctr-2 0.492 6.5 

Ctr-3 0.533 2.7 

Ctr-4 0.612 6.7 

Ctr-5 0.408 3.7 

Ctr-6 0.484 3.8 

Underlined samples selected for mRNA-seq 
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Figure 5.11. Expression of cartilage and bone markers in mRNA-seq samples. Femoral head cartilage 
was harvested from 3-week-old male DKO mice and RNA was extracted. The expression of Trap (A), Acan 
(B) and Col2a1 (C). was measured in DKO and littermate control (Ctr) cartilage, and wild-type femoral bone 
(femur) RNA using qRT-PCR and normalised to 18S rRNA to assess cartilage purity. DKO n = 6, Ctr n = 6, 
femur n = 4. Data presented as mean ± SEM, one-way ANOVA *** p < 0.001, **** p < 0.0001. CT values for 

samples in red were set to 40 as expression was not detected after 40 cycles. 
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5.2.3.2 Analysis of mRNA-sequencing data 

Analysis of the mRNA-seq data using principal component analysis (PCA) showed that 

control samples clustered together. Whilst two DKO samples clustered separately, the 

remaining two DKO samples clustered more closely with the controls (Figure 5.12A). When 

analysing the data including all four DKO samples there were 60 differentially expressed 

(DE) genes (34 upregulated, 26 downregulated, q Ò 0.05) (Figure 5.12B and Appendix table 

4). However, when the two DKO samples which clustered with the control samples were 

excluded from the analysis, there were 1324 DE genes (683 upregulated, 641 

downregulated, q Ò 0.05) (Figure 5.12C and Appendix table 5). In a similar study, Swahari 

et al. (2021) found DE of 2,823 genes with brain-specific knockout of miR-29 consistent with 

the DE of 1324 genes seen in here with the omission of the two DKO samples which 

clustered with controls. Of the genes 34 upregulated genes identified in the analysis of all 

four DKO samples, 30 overlapped with upregulated genes identified in the analysis omitting 

the two DKO samples which clustered with the controls.  

Gene ontology (GO) analysis of significantly upregulated genes in the two separately 

clustering DKO (compared to control) revealed enrichment for 845 terms across molecular 

functions (MF), biological processes (BP) and cellular components (CC) as well as being 

enriched for many Kyoto Encyclopaedia of Genes and Genomes (KEGG), Reactome 

(REAC), WikiPathways (WP), Transcription Factor Database (TF), Comprehensive 

Resource of Mammalian Protein Complexes (CORUM) and Human Phenotype Ontology 

(HP) terms (Figure 5.12C) (Raudvere et al., 2019). 

Among the enriched GO terms in DKO cartilage were extracellular matrix, extracellular 

matrix binding and collagen-containing extracellular matrix with significantly upregulated 

genes including Adamts2, Adamts4, Mmp9, Mmp13, Mmp15, Mmp16, Col1a1, Col1a2 and 

Col8a1 (Table 5.2). GO terms were also enriched for cellular response to TGF-ɓ stimulus 

and response to TGF-ɓ with Tgfbr1, Col1a1 and Col1a2 being amongst the significantly 

upregulated genes (Table 5.3). Finally, enriched human phenotype ontologies included 

endochondral bone-related terms including increased bone mineral density, osteopetrosis, 

abnormal diaphysis morphology, abnormality of bone mineral density and tibial bowing 

(Table 5.4). 

Further analysis of significantly upregulated genes enriched for extracellular matrix, 

extracellular matrix binding and collagen-containing extracellular matrix showed that Ctr and 

DKO samples grouped separately with hierarchical clustering across all three groups 

(Figure 5.13, Figure 5.14 and Figure 5.15). Within extracellular matrix and collagen-

containing extracellular matrix enriched genes Col1a1 and Col2a1 were highly differentially 

expressed and grouped closely with hierarchical clustering (Figure 5.13 and Figure 5.15). 
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On the other hand, expression of Adamts2 and Adamts4 was comparatively moderate and 

with distant clustering suggesting that DE may be mediated through different regulatory 

mechanisms. 
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Figure 5.12. Analysis of double knockout mRNA-seq data. (A) Principal component (PC) analysis of miR-
29 DKO mRNA-seq data showed that whilst two DKO samples clustered separately from Ctr samples, two DKO 
samples clustered more closely with control (Ctr) samples. (B) Volcano plot of mRNA-seq data showing log2 
fold change in expression plotted against -log10 q-value for analysis including (B) and excluding (C) DKO 
samples which grouped with Ctr samples. Significantly differentially expressed genes (q Ò 0.05) in red. (D) GO 
analysis of upregulated genes (q Ò 0.05) (excluding the DKO samples which clustered with Ctr) in Figure C 
showed enrichment for hundreds of gene ontologies (GO) as well as KEGG, REAC, WP, TF, CORIUM and HP 
ontologies. Analysis performed using g:Profiler (Raudvere et al., 2019). 

A 

B C 

D 



158 

 

 

 

 

Table 5.2. Significantly upregulated genes (q Ò 0.05) in miR-29 DKO cartilage with 
enrichment for extracellular matrix gene ontologies. 

Gene Ontology Gene 

Extracellular matrix 
GO: 0031012 

Cthrc1, Olfml2b, Dcn, Cpz, Angpt4, Mmp16, Ccbe1, Mmp15, Wnt4, 
Angpt2, Lox, Adamts2, Col8a1, Emid1, Gpc1, Lgals9, Fbln2, 
Lingo3, Adamts4, Atrnl1, Adam10, S100a11, Serpine2, Ptprz1, 
Col1a2, Spn, Timp1, Sema6d, Cstb, Ctsc, Col1a1, Ccn4, Mmp9, 
Mmp13, Tnc, Dmp1 

Extracellular matrix 
binding GO:0050840 

Olfml2b, Dcn, Plekha2, Gpc1, Fbln2, Spp1, Itgb3, Itga2, Dmp1 

Collagen-containing 
extracellular matrix 
GO: 0062023 

Dcn, Angpt4, Angpt2, Lox, Adamts2, Col8a1, Emid1, Gpc1, Lgals9, 
Fbln2, Adamts4, Atrnl1, Adam10, S100a11, Serpine2, Ptprz1, 
Col1a2, Spn, Timp1, Sema6d, Cstb, Ctsc, Col1a1, Mmp9, Tnc 

  
Table 5.3. Significantly upregulated genes (q Ò 0.05) in miR-29 DKO cartilage with 
enrichment for TGF-ɓ gene ontologies. 

Gene Ontology Gene 

Cellular response to 
TGF-ɓ stimulus 
GO: 0071560 

Cldn1, Cx3cr1, Lrg1, Wnt4, Lox, Tgfbr1, Hsp90ab1, Actr3, Zfp36l1, 
Cldn5, Cdh5, Pdgfa, Hpgd, Fyn, Ptprk, Col1a2, Col1a1, Zeb2 

Response to TGF-ɓ 
GO: 0071559 

Cldn1, Cx3cr1, Lrg1, Wnt4, Lox, Tgfbr1, Hsp90ab1, Actr3, Zfp36l1, 
Cldn5, Cdh5, Pdgfa, Hpgd, Fyn, Ptprk, Col1a2, Col1a1, Zeb2 

  
Table 5.4. Significantly upregulated genes (q Ò 0.05) in miR-29 DKO cartilage with 
enrichment for endochondral-related human phenotype ontologies. 

Human Phenotype 
Ontology 

Gene 

Increased bone 
mineral density 
HP: 0011001 

Car2, Fermt3, Ostm1, Ncf1, Fam111a, Sost, Dlx3, Cldn13, Csf1r, 
Tnfrsf11a, Gja1, Phex, Lrp4, Snx10, Ctsk, Acp5, Dmp1 

Osteopetrosis 
HP: 0011002 

Car2, Fermt3, Ostm1, Csf1r, Tnfrsf11a, Gja1, Snx10 

Abnormal diaphysis 
morphology 
HP: 0000940 

Car2, Satb2, Ncf1, Antxr2, Fam111a, Sost, Arsb, Ifih1, B2m, Glb1, 
Cldn13, Tnfrsf11a, Hpgd, Vdr, Lifr, Gja1, Col1a2, Sgms2, Phex, 
Col1a1, Sh3pxd2b, Lrp4, Snx10, Zeb2, Mmp9, Mmp13, Acp5, 
Dmp1 

Abnormality of bone 
mineral density 
HP: 0004348 

Il12a, Car2, Fermt3, Sp7, Ostm1, Satb2, Ncf1, Ctnnb1, Spib, Antxr2, 
Fam111a, Adamts2, Sost, Il12rb1, Ifih1, Dlx3, Glb1, Cldn13, Psat1, 
Csf1r, Cdkn1a, Tnfrsf11a, Hpgd, Pls3, Vdr, Runx1, Lifr, Ifitm5, Gja1, 
Col1a2, Sgms2, Phex, Col1a1, Tyrobp, Sh3pxd2b, Lrp4, Snx10, 
Syk, Ctsk, Dusp6, Mmp13, Acp5, Dmp1 

Tibial bowing 
HP: 0002982 

Satb2, Vdr, Lifr, Col1a2, Phex, Col1a1, Mmp13, Dmp1 
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Figure 5.13. Enrichment of extracellular matrix genes in mRNA-seq data. A hierarchical clustering heat 
map of significantly upregulated genes (q Ò 0.05) enriched for the extracellular matrix gene ontology (GO: 
0031012). Hierarchical clustering was performed using DESeq2. Log2 normalised count data is presented as 
low (0) to high (20) scaled from blue to red respectively. 
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Figure 5.14. Enrichment of extracellular matrix binding genes in mRNA-seq data. A hierarchical clustering 
heat map of significantly upregulated genes (q Ò 0.05) enriched for the extracellular matrix binding gene 
ontology (GO: 0050840). Hierarchical clustering was performed using DESeq2. Log2 normalised count data is 
presented as low (6) to high (16) scaled from blue to red respectively. 
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Figure 5.15. Enrichment of collagen-containing extracellular matrix genes in mRNA-seq data. A 
hierarchical clustering heat map of significantly upregulated genes (q Ò 0.05) enriched for the collagen-
containing extracellular matrix gene ontology (GO: 0062023). Hierarchical clustering was performed using 
DESeq2. Log2 normalised count data is presented as low (0) to high (20) scaled from blue to red respectively. 
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5.2.3.2.1 ADAMTS expression in microRNA-29 double knockout mice 

As discussed in chapter 3, members of the ADAMTS family showed evidence of being 

regulated by miR-29. Luciferase reporter assays suggested direct targeting of ADAMTS2, 

ADAMTS9, ADAMTS15, ADAMTS16, ADAMTS18 and ADAMTS20 by miR-29b-3p and 

transfection of HACs with miR-29b-3p downregulated expression of ADAMTS12.  

To further investigate whether miR-29 regulated members of the ADAMTS family in vivo, 

ADAMTS expression was analysed in DKO mRNA-seq data (Figure 5.16). In hip cartilage 

from 3-week aged DKO mice expression of Adamts2 and Adamts4 was significantly 

upregulated (q Ò 0.05) compared with littermate controls. On the other hand, expression of 

Adamts3, Adamts6 and Adamts10 was significantly downregulated (q Ò 0.05) in DKO 

cartilage compared with littermate controls. Expression of Adamts8, Adamts13 and 

Adamts19 was not reliably detected. 

 

 

Figure 5.16. ADAMTS expression in miRNA-29 double knockout hip cartilage. Heatmap of ADAMTS 
expression in hip cartilage from 3-week aged miR-29 DKO and littermate control mice. Log2 normalised count 
data is presented as low (0) to high (15) scaled from blue to red respectively. Wald test with multiple test 
correction was performed using DESeq2, * padj < 0.05, *** padj < 0.001. 
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5.2.3.2.2 Expression of DNA methylation genes microRNA-29 double knockout mice 

Several genes involved in the regulation of DNA methylation are predicted targets of miR-

29. As discussed in chapter 4, DNMT3A and TET2 were downregulated in SW1353 cells 

and HACs by miR-29b-3p. Moreover, transfection of SW1353 cells with a miR-29b-3p mimic 

significantly reduced global methylation. 

To assess whether DNA methylation was dysregulated in miR-29 DKO hip cartilage, 

expression of Tdg, Dnmt1, Dnmt3a, Dnmt3b, Tet1, Tet2 and Tet3 was analysed in DKO 

mRNA-seq data (Figure 5.17). No significant difference in expression of these genes was 

seen between DKO and littermate control hip cartilage. However, on average expression of 

Dnmt3b and Tet2 was downregulated by 0.51 and 0.7-fold respectively whereas expression 

of Tdg was upregulated by 1.26-fold. 
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Figure 5.17. Expression of DNA methylation genes in miRNA-29 double knockout hip cartilage. 
Expression of Tdg (A), Dnmt1 (B), Dnmt3a (C), Dnmt3b (D), Tet1 (E), Tet2 (F) and Tet3 (G) was analysed in 
mRNA-seq data for hip cartilage from 3-week aged miR-29 DKO and littermate control mice, n Ó 2. Data 
presented as mean ± SEM fold change of normalised counts. 
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5.2.3.2.3 Upregulation of a predicted lncRNA 

Analysis of significantly upregulated genes (q Ò 0.05) in DKO samples identified Gm27019 

as being upregulated by over 50-fold in DKO samples compared with controls (Figure 

5.18A). To verify upregulation of Gm27019 in miR-29 DKO cartilage, primers were designed 

to amplify the Gm27019 transcript and qRT-PCR was used to measure expression in hip 

cartilage samples from 3-week aged DKO and littermate controls (as in section 5.2.2.2). 

Expression of Gm27019 was significantly upregulated in DKO samples compared with 

littermate controls by 17.5-fold when measured using qRT-PCR (Figure 5.18B). 

Gm27019 is a predicted long non-coding RNA (lncRNA) located directly upstream of the 

miR-29b1 gene and overlapping by two base pairs. To investigate why Gm27019 was 

upregulated by miR-29 knockout, the genomic sequence for Gm27019 

(ENSMUST00000183056.2) was aligned with genomic sequencing data from DKO mice. 

Analysis of this aligned sequence showed that the loxP site upstream of the miR-29ab1 

locus was located within the 3ô end of Gm27019 (Figure 5.18C). Genomic sequencing data 

from DKO cartilage showed that loxP recombination of the loxP sites at the miR-29ab1 locus 

resulted 3ô deletion in the Gm27019 gene (Figure 5.18D). Therefore, Gm27019 upregulation 

as a result of miR-29 knockout may result from the deletion of a 3ô negative regulatory 

sequence. 

 

 

 

 

 

 

 

 

 

 

 

 

 



166 

 

 

5.2.4 Characterisation of micoRNA-29 knockout mice 

By crossing miR-29ab1 and miR-29b2c floxed mice with col2a1-cre mice, cartilage-specific 

AB1-KO, B2C-KO and DKO mice were generated. Knockout mice demonstrated no obvious 

developmental abnormalities at birth compared to littermates. Significantly, in contrast to 

global miR-29 knockout mice (Cushing et al., 2015; Swahari et al., 2021), cartilage-specific 

double knockout mice did not die by 6 weeks of age allowing investigation of the effect of 

miR-29 in the cartilage past this relatively young age. 

Although double knockout mice survived past 6 weeks of age, by 18 weeks of age (95% CI; 

14.4, 22.3), knockout mice demonstrated repetitive and excessive grooming behaviour, 

ultimately leading to self-inflicted ulcerative skin lesions that necessitated culling of the 

animal (n = 10). This phenotype was not seen in littermate controls. In light of this, ageing 

experiments past 12 weeks could not be performed and the number of animals available 

for DMM studies was extremely limited. 
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Figure 5.18. Upregulation of Gm27019 in miRNA-29 DKO hip cartilage. (A) Analysis of mRNA-seq data 
found that Gm27019 was significantly upregulated in hip cartilage from 3-week aged DKO mice compared to 
littermate controls (Ctr) (n Ò 2). (B) Upregulation of Gm27019 in DKO cartilage was confirmed using qRT-PCR 
(n Ó 9). (C) Genomic sequencing data from DKO mice showed that the loxP site upstream of the miR-29ab1 
locus was located within the Gm27019 gene. (D) Sequencing of gDNA from DKO cartilage showed that loxP 
recombination resulted in a deletion in Gm27019. (A and B) Data presented as mean ± SEM, two-tailed 
unpaired t-test **** p < 0.0001. 
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5.2.4.1 Litter ratios of knockout mice 

Although knockout mice were born phenotypically normal, it was possible that miR-29 

knockout may reduce prenatal survival. To assess whether cartilage-specific knockout of 

miR-29 had any influence on foetal viability the proportion of control and knockout animals 

per litter was compared. 

When comparing the proportion of wild-type and knockout animals per litter from AB1-KO 

breeding pairs, the proportion of knockout mice per litter was significantly lower than wild-

type littermates at 44% (Figure 5.19A). Similarly, in DKO breeding pairs, the proportion of 

knockout mice per litter was also significantly lower than wild-type littermates at 39% (Figure 

5.19C). In contrast, in B2C breeding pairs, the proportion of knockout mice per little was 

significantly higher than wild-type littermates at 59% (Figure 5.19B). These data suggest 

AB1 and DKO mice have may have reduced foetal viability whereas in B2C-KO mice, foetal 

viability may be increased. 
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Figure 5.19. Proportions of miRNA-29 knockout mice per litter. The percentage of knockout and wild-type 
(Ctr) mice born per litter for AB1-KO (A), B2C-KO (B), and DKO (C) breeding pairs was calculated. Data 
presented as mean ± SEM, AB1-KO n = 29, B2C-KO n = 16, DKO n = 22, two-tailed unpaired t-test ** p < 0.01. 
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5.2.4.2 Gross body weight of knockout mice 

Cartilage-specific knockout of miR-29ab1 with and without simultaneous knockout of miR-

29b2c significantly reduced foetal viability. To investigate whether knockout mice developed 

normally AB1-KO, B2C-KO and DKO mice were weighed at 3 weeks and 12 weeks of age 

and compared to littermate controls. 

At 3 weeks of age AB1-KO, B2C-KO and DKO mice were not significantly different in weight 

to littermate controls although, on average knockout weighed less than controls across all 

three strains (Figure 5.20A). At 12 weeks of age, both AB1-KO and DKO mice weighed 

significantly less than littermate controls whereas no significant difference was seen in B2C-

KO mice (Figure 5.20B). For AB1-KO, knockout mice weighed on average 4.4% less than 

control littermates whereas for DKO, this weight difference was more dramatic with 

knockout mice weighing 8.8% less than control littermates. 

Given that knockout of miR-29 in AB1-KO and DKO mice was cartilage-specific, a difference 

in weight may represent a delay in skeletal development, however this weight difference 

could also be explained by reduced food intake if animals are stressed or less able to 

compete for food due to miR-29 knockout. If the latter explanation was the case, knockout 

animals may have reduced body fat. To see if this was the case, inguinal fat IGFPs were 

harvested from 3-month AB1-KO and DKO mice and weighed. When IGFP weight was 

normalised to overall weight, ABI-KO and DKO mice were not significantly different to 

littermate controls (Figure 5.20C) suggesting body fat was unaffected by miR-29 knockout. 
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Figure 5.20. Weights of miRNA-29 knockout mice. AB1-KO, B2C-KO, DKO and littermate control mice 
were weighed at aged 3-weeks (A) and 12-weeks (B) and compared with littermate controls (Ctr). (C) Inguinal 
fat was harvested from 3-month AB1-KO and DKO mice, weighed, normalised to overall animal weight, and 
compared with littermate controls (Ctr). For body weight AB1-KO 3-weeks n Ó 24, AB1-KO 12-weeks n Ó 34, 
B2C-KO 3-weeks n Ó 20, B2C-KO 12-weeks n Ó 15, DKO 3-weeks n Ó 9 and DKO 12-weeks n Ó 17. For 
inguinal fat weight AB1-KO n Ó 5, DKO n Ó 7. Data presented as mean ± SEM, two-way ANOVA was used 
to control for sex differences, ** p < 0.01, **** p < 0.0001. 

A 

B 

C 

Ctr AB1-KO

0

2

4

6

8

10

12

W
e

ig
h

t 
(g

)

Ctr B2C-KO

0

2

4

6

8

10

12

W
e

ig
h

t 
(g

)

Ctr DKO

0

2

4

6

8

10

12

W
e

ig
h

t 
(g

)

Ctr AB1-KO

0

10

20

30

W
e

ig
h

t 
(g

)

ṦṦ

Ctr B2C-KO

0

10

20

30

W
e

ig
h

t 
(g

)

Ctr DKO

0

10

20

30

W
e

ig
h

t 
(g

)

ṦṦṦṦ

Ctr AB1-KO

0.00

0.25

0.50

0.75

1.00

1.25

In
g

u
in

a
l 
fa

t/
w

e
ig

h
t

Ctr DKO

0.00

0.25

0.50

0.75

1.00

1.25

In
g

u
in

a
l 
fa

t/
w

e
ig

h
t



170 

 

5.2.4.3 Femur length in knockout mice 

In AB1-KO and DKO mice, cartilage-specific knockout of miR-29 lead to a significant 

reduction in weight at 12 weeks of age. One hypothesis for this reduced weight could be 

delayed skeletal development. To investigate whether miR-29 knockout mice showed signs 

of delayed skeletal development, AB1-KO, B2C-KO and DKO legs were analysed using X-

ray and the length and width of femoral bones was measured. 

The length of femurs (greater trochanter to the medial condyle) was measured from X-ray 

images of legs from 3-week and 12-week aged mice. At 3 weeks of age mean femur length 

was shorter in AB1-KO, B2C-KO and DKO mice by 4%, 7.1% and 2.2% respectively 

however this difference only reached significance for B2C-KO (Figure 5.21A). At 12 weeks 

of age, femur length was significantly shorter in AB1-KO, B2C-KO and DKO mice at 3.8%, 

4.7% and 4.9% respectively (Figure 5.21B). 

In addition to measuring the length of femurs in knockout mice, the width of femurs was 

measured across the distal femoral growth plate. At 3 weeks of age there was no significant 

difference in the width of femurs in AB1-KO, B2C-KO and DKO mice compared to littermate 

controls (Figure 5.22A). Similarly, there was no significant difference in the width of femurs 

in AB1-KO, B2C-KO and DKO mice (Figure 5.22B). 

Ctr AB1-KO

0.0

2.5

5.0

7.5

10.0

12.5

F
e

m
u

r 
le

n
g

th
 (

m
m

)

Ctr B2C-KO

0.0

2.5

5.0

7.5

10.0

12.5

F
e

m
u

r 
le

n
g

th
 (

m
m

)

ṦṦ

Ctr DKO

0.0

2.5

5.0

7.5

10.0

12.5

F
e

m
u

r 
le

n
g

th
 (

m
m

)

Ctr AB1-KO

0

5

10

15

20

F
e

m
u

r 
le

n
g

th
 (

m
m

)

ṦṦṦṦ

Ctr B2C-KO

0

5

10

15

20

F
e

m
u

r 
le

n
g

th
 (

m
m

)

ṦṦṦṦ

Ctr DKO

0

5

10

15

20

F
e

m
u

r 
le

n
g

th
 (

m
m

)

ṦṦṦṦ

Figure 5.21. Femur length of miRNA-29 knockout mice. Femur length was measured in X-ray images of 
AB1-KO, B2C-KO, DKO and littermate control mice aged 3-weeks (A) and 12-weeks (B). AB1-KO 3-weeks n 
Ó 6, AB1-KO 12-weeks n Ó 15, B2C-KO 3-weeks n Ó 8, B2C-KO 12-weeks n Ó 12, DKO 3-weeks n Ó 9 and 
DKO 12-weeks n Ó 16. Data presented as mean Ñ SEM, two-way ANOVA was used to control for sex 
differences, ** p < 0.01, **** p < 0.0001. 
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5.2.4.4 Bone density in knockout mice 

X-ray images taken with the Bruker In-Vivo Xtreme imaging system can be analysed for 

bone density using the Bruker Bone Density Software Module. By modelling a cylindrical 

symmetry to long-bones, the Bone Density Software Module is able to estimate bone 

density from 2D X-ray images generating results reportedly comparable to dual-energy X-

ray absorptiometry (DEXA) and microCT methodologies (Vizard et al., 2010; Sasser et al., 

2012). 

Accurate bone density measurement of long-bones relies on sufficient surrounding tissue 

being present, however insufficient tissue remained after dissection of legs from 3-week 

aged mice. Bone density was measured in the femurs of 12-week aged AB1-KO, B2C-KO 

and DKO mice using the Bone Density Software Module from three ROIs in the middle of 

the bone. For AB1-KO, B2C-KO and DKO mice there was no significant difference in bone 

density compared with littermate controls (Figure 5.23A). Bone radius measurements are 

also generated from bone modelling. Similarly to bone density, there was no significant 

difference in femur radius for AB1-KO, B2C-KO and DKO mice compared with littermate 

controls (Figure 5.23B). 
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Figure 5.22. Femur width of miRNA-29 knockout mice. Femur width was measured in X-ray images of 
AB1-KO, B2C-KO, DKO and littermate control (Ctr) mice aged 3-weeks (A) and 12-weeks (B). AB1-KO 3-
weeks n Ó 7, AB1-KO 12-weeks n Ó 17, B2C-KO 3-weeks n Ó 8, B2C-KO 12-weeks n Ó 12, DKO 3-weeks n 
Ó 9 and DKO 12-weeks n Ó 16. Data presented as mean Ñ SEM. 
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5.2.5 Histological analysis of microRNA-29 knockout mice 

Legs from 3-week aged AB1-KO (19 in total), B2C-KO (13 in total) and DKO (17 in total) 

mice were harvested with the aim of sectioning in the sagittal plane and staining with 

Safranin O and Fast Green in order to assess growth plate development. Given that AB1-

KO, B2C-KO and DKO mice demonstrated significantly shorter femurs at 3-months of age, 

it was plausible that dysregulation within the growth plate during development was a 

contributing factor. 

Harvested legs were fixed in 10% NBF before being stored in 70% ethanol. Colleagues at 

Newcastle University had significant expertise and experience in histological processing of 

mouse legs in addition to having access to automated tissue processing and slide imaging 

facilities. In light of this, our collaborators kindly volunteered to perform histological analyses 

on AB1-KO (19 in total), B2C-KO (13 in total) and DKO (17 in total) 3-week aged mice in 

addition to DKO 3-month mice (20 in total). Unfortunately, a combination of difficulties 

associated with the COVID-19 pandemic and personal circumstances conspired to prevent 

the processing and analysis of these samples being completed by colleagues at Newcastle 

University. For DKO 3-month aged mice, one knockout and one control sample were 

processed at UEA and four slides from each analysed, however clearly any differences 

between these samples will require validation with more samples. 
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Figure 5.23. Bone density and radius of miRNA-29 knockout mice. Bone density (A) and radius (B) was 
measured in femurs from AB1-KO, B2C-KO, DKO and littermate control mice aged 12-weeks using the Bruker 
Bone Density Software Module. AB1-KO n Ó 14, B2C-KO n Ó 12, DKO n Ó 17. Data presented as mean Ñ SEM. 
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It is hoped that histological analysis of growth plates in 3-week aged AB1-KO, B2C-KO and 

DKO mice along with joint and growth plate structure in 3-month aged DKO mice will shed 

light on the processes contributing the reduced weight and femur length observed in miR-

29 knockout mice. Unfortunately, these analyses are now beyond the scope of this project, 

however the aim is to publish and disseminate the findings of these experiments once they 

are completed. 

5.2.5.1 Histological analysis of 3-month aged joints 

5.2.5.1.1 Optimisation of decalcification protocol 

Typically, mouse legs are decalcified using EDTA or formic acid (Glasson et al., 2010). 

Whilst EDTA decalcification is optimal for preserving antigenicity, decalcification with formic 

acid is vastly less time consuming with incubation times measured in hours compared to 

days and weeks for EDTA (H. Liu et al., 2017). 

Legs from 3-month aged mice were decalcified using 14% EDTA for 14 days or 10% formic 

acid for 48 hours before sectioning and staining for Safranin O and fast green. Compared 

to legs decalcified with formic acid, Safranin O staining in EDTA decalcified samples was 

less intense, less consistent and appeared washed out, particularly in the tibial growth plate 

(Figure 5.24). Given more consistent staining performance and significantly reduced 

incubation time, formic acid was selected as the decalcification method for 3-month aged 

joints. 

 

 

 

 

 

 

 

 

 

 

 

 



174 

 

 

5.2.5.1.2 Analysis of articular surfaces 

In order to investigate the effect of miR-29 knockout on osteoarthritis, the articular surfaces 

of 3-month aged AB1-KO, B2C-KO and DKO were compared. Sections at comparable 

locations within the knee joint - as judged by the appearance of the femoral condyles - were 

selected for analysis. Visibly, no overt differences were observable in the articular surface 

integrity, size or Safranin O staining intensity for AB1-KO and B2C-KO samples compared 

with controls whereas DKO samples appeared to show reduced Safranin O staining (Figure 

5.25). 

To further investigate potential differences between miR-29 knockout and control articular 

surfaces Safranin O staining intensity, articular surface area and articular cartilage depth 

were measured using QuPath. For AB1-KO and B2C-KO samples, no significant 

differences were measured in Safranin O staining, articular surface area or articular 

cartilage depth (Figure 5.26). For DKO samples, little difference was seen in articular 

EDTA 

Formic acid 

Figure 5.24. Decalcification of 3-month aged mouse legs. Legs were harvested from 3-month aged mice 
and fixed in 10% NBF for 24 hours prior decalcification using with 14% EDTA for 14 days or 10% formic acid 
for 48 hours. Legs were sectioned at 5 ɛm, stained with Safranin O and Fast Green, and imaged at 5x 
magnification. Representative images presented, n = 2. 
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surface area or cartilage depth. A reduction of 38% was seen in Safranin O staining intensity 

in DKO compared to control however standard deviation was high and more samples would 

need to be analysed to verify this difference. 

Clustering of chondrocytes is a hallmark of OA with increased numbers and sizes of clusters 

of chondrocytes present in OA cartilage (Lotz et al., 2010). With this in mind, cell number, 

size and organisation were assessed in the articular cartilage of 3-month aged AB1-KO, 

B2C-KO and DKO mice. No significant difference in cell number or average cell area was 

observed between AB1-KO, B2C-KO and DKO, and control articular cartilage (Figure 5.27A 

and Figure 5.27B). To assess whether cells were more likely to cluster, Delaunay cluster 

analysis was used to measure the average number of cells within 10 ɛm of each detected 

cell. No significant differences cell count, cell area or cell clustering were observed in any 

of the miR-29 knockout mice compared with controls (Figure 5.27C). 
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Figure 5.25. Histological analysis of miRNA-29 knockout articular cartilage. Knee joints from AB1-KO, 
B2C-KO, DKO and littermate control mice were decalcified in 10% (v/v) formic acid prior to tissue processing, 
embedding in paraffin wax and coronal sectioning at 5 ɛm. Sections were stained with Safranin O, Fast Green 
and haematoxylin and imaged at 15x magnification. Representative images of lateral femoral and tibial 
condyles. Scale bar, 100 ɛm. 




















































































































































