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Abstract 

 

 

Osteoarthritis (OA) is a common degenerative and painful disorder affecting more than 

22% of adults who are older than 40. According to Centre for Disease Control (CDC) 

2020, more than 32.5 million US adults have OA. OA is a disease of the whole joint, 

including the cartilage, subchondral bone, synovium and skeletal muscle, and 

inflammatory processes contribute to the pathogenesis of the diseased joint tissues. 

Since lncRNAs have emerged as central regulators of the inflammatory response they 

may play a key role in mediating OA pathogenesis. For example, the Metastasis 

Associated Lung Adenocarcinoma Transcript 1 (MALAT1) lncRNA, has been 

implicated in contributing to the pathogenesis of many diseases by controlling the 

epigenetic transcriptional modulation of inflammatory genes in chronic inflammatory 

diseases. The aim of this thesis was therefore to investigate the role of lncRNAs, and 

in particular the lncRNA MALAT1, in OA pathogenesis by examining their association 

with the inflammatory response in OA and their expression in diseased OA joint tissues 

and OA joint tissue derived cells including synovial fibroblasts, articular chondrocytes 

and subchondral osteoblasts. In this thesis, I report for the first time the functional role 

of the lncRNA MALAT1 in OA mature osteoblasts, and the relationship between 

MALAT1 joint tissue expression and parameters of inflammation.  A total of 16 tissues 

were utilized for the analysis of MALAT1 expression from different BMI cohorts of OA 

joints including 3 synovial membrane, 8 articular cartilage and 5 subchondral bone and 
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a total of 17 OA patient’s demographic data were used, for articular cartilage and 

subchondral bone tissues, blood was collected from a total of 17 patients with end-

stage OA and 6 non-OA patients from neck of femur fracture (NOF). The results of this 

thesis project showed that MALAT1 was expressed in all the primary cells obtained 

from OA joint tissues, and all primary cells induced IL-6 production upon stimulation 

with human protein recombinant IL-1β (1ng/mL) and TNF-α (10ng/mL). Notably, obese 

and over-weight OA patient cohorts induced more IL-6, compared to joint cells isolated 

from normal-weight OA patients. In OA articular cartilage tissues, MALAT1 expression 

was significantly associated with OA severity parameters in hip and knee joints, and 

with the levels of circulatory chemokines Dickkopf WNT signaling pathway inhibitor 1 

(DKK1), Eotaxin and the levels of MIP3a chemotactic locally. In OA bone tissues 

MALAT1 expression showed a significant correlation with circulatory DKKI, Galectin1 

and TNF-. MALAT1 depletion effects on the functional phenotype of OA osteoblasts, 

was shown by modulating both PTGS2 expression and PGE2 prostaglandin 

production. However, the chronic effect of MALAT1-KD showed no noticeable effects 

on osteogenic differentiation activity, measured either by OPG production, ALP activity 

or the innate ability of osteoblasts to mineralise. In conclusion, the results of this thesis 

provide evidence that the lncRNA MALAT1 is associated with the inflammatory 

response in multiple cells of the OA joint, is highly expressed in both cartilage and 

subchondral bone tissue and in OA osteoblasts regulates inflammation by modulation 

of COX-2 prostaglandin production.  

 

 



 VI 

 

In The Name of God The Most Gracious, The Most Merciful 

Peace be Upon Prophet Mohammad and His Progeny 

And All the Prophets and Messengers of God 

 

Dedication 

“As also in your own selves: Will ye not then, see?” [Holy Quran, Chapter 26, No. 51, 

verse 21]. This is an invitation from the Almighty God to see and think about the 

creation of ourselves. Bone was mentioned 12 times in the Holly Quran, ten times in 

occasions regarding recreation and two times in occasions of bone development. In 

the ten times the main topic was about starting life again from dead and porous bones, 

“What! – when we shall have become rotten (eroded) bones [Holy Quran, Chapter 30, 

No. 79, verse 21]. This is a clear indication of the effect of age on bone. Furthermore, 

bone development was mentioned twice, once at the early embryonic development 

and the other during recreation from dead bone. In the early development, human 

bones were created first and at nearly the same time it was covered with muscles 

“Then we made the sperm into a clot of congealed blood; then of that clot we made 

lump (foetus); then we made out of that lump bones and clothes the bones with flesh; 

then we developed out of it another creature. So blessed be Allah, the best to create!” 
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[Holy Quran, Chapter 18, No. 23, verse 14]. This confirms the current scientific 

knowledge about the embryology of bone and muscle which happens to be 

synchronous. However, when dead bone pieces are recreated, the bone is formed first 

and then after some time it will be coated with muscles, “Look further at the bones, 

how we bring them together and clothe them with flesh.” [Holy Quran, Chapter 2, No. 

2, part of verse 259]. This discrepancy in the timing may indicate a cross talk between 

bone and muscle during development which is worth investigating. 

This is an inspiration to the scientists who spend day and night thinking about solutions 

to lessen the suffer of others. May this little work motivate you to find remedy for bigger 

problems. 

 

 

“Does man think that we cannot assemble his bones” 

[Holly Quran, Chapter 29, No. 75, verse 3] 

    This image shows primary osteoblasts growing from a piece of bone in a culture 

flask. 
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1.1 Osteoarthritis as A Disease 

Once regarded as a disease of the cartilage only, accumulating evidence now indicates 

that osteoarthritis (OA) is a multifactorial disease affecting many tissues forming the 

diarthrodial joints including the synovium, articular cartilage, subchondral bone, 

meniscus and the skeletal muscles surrounding joints [1]. This new way of looking at 

the pathogenicity of OA has advanced in recent years with increased understanding of 

the molecular mechanisms that drive cartilage degradation and bone remodelling [2], 

the establishment of OA animal models and improvement in genetic analysis including 

Next Generation RNA sequencing (NGS) and accompanied rapid advances in the 

bioinformatic analysis.  

OA is a common form of degenerative arthritis causing, stiffness, pain, swelling, and 

motion disability in the affected joints. It is a major cause of disability in patients aged 

over 65 years and results in a decrease in both the physical quality of life [3] and the 

mental life of OA patients [4]. World-wide, it is a progressive disease that affects over 

300 million people and exerts economic burden, according to the Global Burden of 

Disease (GBD) analysis study of 2017 [5]. According to the National Public Health 

Agenda for OA in 2020, OA was declared as a chronic disease affecting 1 in 7 adults 

in the USA, accounting for more than 32.5 million adults having OA [6].  Other statistics 

stated that 62% of people with OA are of the female gender [7] and world-wide 22% of 

adults aged over 40 have knee OA. [8] Furthermore, the prevalence of OA in England, 

according to Public Health UK / arthritis research UK, is such that approximately 1 in 

5 adults aged over 45 and more have knee OA, and 1 in 9 have hip OA [9].  
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Looking at the natural history of OA and the risk factors contributing to the 

pathogenicity of the disease, it can be divided into two categories.  The first category 

are those patients with OA who have modifiable risk factors such as a high body weight 

[Body Mass Index (BMI)] affecting specially weight-bearing joints, daily practice of 

overusing the joints, physical inactivity, and joint injury. The second category are OA 

patients with risk factors that can’t be modified, such as age, gender, genetics, and 

race [6], (Figure 1.1). 

 

 

 

 

 

Figure 1.1 OA risk factors. BMI = Body Mass Index. Information obtained from [6] 
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Ageing is one of the major risk factors of OA. Age-related increase in inflammation 

(inflammageing) creates a chronic pro-inflammatory environment, with promotes 

degeneration of the joints [10]. Age related changes will be discussed in detail in the 

OA pathogenesis section. Gender is another risk factor that was recently related to 

OA. OA in particular joints, such as hand, foot and knee OA are more common in 

women than in men [11-12]. Low levels of sex hormones were associated with knee 

OA in women with OA [13]. Looking at the race risk factor, it was shown that African 

American have more hand and knee OA than other races [14].  In addition, one review 

indicated that the severity of pain and the incidence of disability due to OA is more 

common in African Americans, compared to Non-Hispanic White/Caucasian 

population [15].  

The role of genetics in the predisposition of OA was studied by the genome-wide 

associated scan (GWAS), which identified 21 loci susceptible for OA [16]. Other 

studies reported that there is a 30%- 65% genetic risk for the development of OA 

[11,17]. Although there is no single gene responsible for OA, some studies indicated 

an association between mitochondrial DNA and knee OA progression and joint space 

width and hip O [16]. Other GWAS have shown that there are genetic differences 

among OA patients regarding the OA severity, patients’ gender, and the joint 

anatomical site. To date, TGFA were recognised as a gene for hand, knee, and hip 

OA, SOX5 and EPHA5 for the weight bearing joints only including hip, knee, and spine 

[18]. Some data showed that a decreased risk of OA was associated with the SNP 

rs11688000 in the neurokinin 1 receptor gene (TACR1) [19]. In addition, other studies 

have shown the association of genes of the inflammatory pathway like IL-1β and its 
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receptors with hip and knee OA. Genetic variations were found in the genes affecting 

the inflammatory pathway and related to the severity of the disease [20-23].  

A recent GWAS on 77,052 of knee, hip, knee and/or hip and any OA cases and 

378,169 controls were analysed. The putative effector genes in this analysis were 

identified by integrating expression quantitative trait loci (eQTL) colocalization of data 

from human rare diseases, animal-model, and OA tissue expression. This analysis 

showed an enrichment of effector genes involved in the bone, collagen, and ECM 

development pathways including transforming growth factor 1 (TGF1), fibroblast 

growth factor 18 (FGF18), cathepsin K (CTSK), and interleukin 11 (IL-11). In addition, 

these eQTLs were therapeutically approved too [24].  

From the study of Cindy G Boer, et al Cell,2021 [20], a GWAS was done across 

826,690 individuals from which 177,517 had OA, using functional genomic data from 

primary tissues including articular cartilage, subchondral bone and osteophytic 

cartilage, they were able to clearly demonstrate the genetic effects in OA. Among most, 

the phenotypes related to pain in OA were identified, and identified key molecular 

effectors in the pathogenesis of OA and proposed therapeutic intervention for these 

targets. From this analysis 11 OA phenotypes were identified in the weight bearing 

knee, hip and spine, and non-weight bearing such as hand joints. Furthermore, from 

the 637 genes identified, 77 OA high-confidence effector genes were located related 

to skeletal development, neuronal function and development, joint degeneration, 

immune response and inflammation, muscle function and adipogenesis. These genes 

were based on three different lines of evidence obtained from combining different data 

obtained from fine-mapping, eQTL colocalization, animal model, human 
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musculoskeletal and neuronal phenotype, functional genomics, and causal inference 

data analysis.  

Important effector genes obtained from this analysis include genes important in 

immunity and inflammation such as Toll like receptor 4 (TLR4) which encodes a protein 

that is important in immune cascades activation and is related to different 

musculoskeletal pathologies. TLR4 was related to RA and OA pathogenesis along with 

other genes expressed in different OA tissues derived cells including chondrocytes, 

synoviocytes and osteoblasts. TLR4, tumor necrosis factor ligand superfamily member 

11 (TNFSF11) which encodes for the receptor activator of nuclear factor kappa-β 

ligand (RANKL). This cytokine was linked to inflammatory bone remodeling in RA and 

increased TNFSF11 was related to osteoclastogenesis [20]. Other genes important for 

bone growth included collagen type II alpha 1 chain (COL2A1), which encodes 

important proteins in cartilage and bone development. Some cartilage and bone 

diseases were found to be associated with COL2A1 such as spondyloepimetaphyseal 

dysplasia and early OA. Furthermore, Fibrillin 2 (FBN2) is one of the genes that 

encodes fibrillin glycoprotein important in ECM morphogenesis and bone remodeling. 

Wnt family member gene 10B (WNT10B) is one of the genes important in Wnt1 

pathway, was found to be one of the important effector genes related to OA 

pathogenesis and its mutation leads to limb defects [25]. In addition, other important 

effector genes were found to be form the endochondral pathway specifically for the 

TGF-β signaling access such as TGFB1 which controls downstream genes via the 

SMAD3-signaling in cartilage including carbohydrate sulfotransferase 3 (CHST3) [26]. 

The study also showed other genes related to cartilage and bone phenotypes in OA 
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including FGF-signaling cascade such as FGFR3, FGF18 and PIK3R1. The PIK3R1 

encodes the p85a, p55a and p50a which are important for adipogenesis in OA. These 

GWAS provided a link between genetic involvement in the pathogenesis of OA and a 

possible therapeutic target in controlling this complex disease. 

Arguably, the effects of the modifiable risk factors on the development of OA such as 

BMI, was shown in some studies indicating a higher susceptibility to hand OA in obese 

patients [27]. However, other studies showed an independency of the development of 

hip OA on obesity [28-29] and hand OA [30]. Recent research indicated that knee OA 

is directly associated with obesity, and they recommended that knee OA treatment 

should differ according to the severity of the patient’s obesity [31,32]. Indeed, losing 

weight was associated with a lower cartilage degeneration in knee OA [33-34]. As it is 

clear there are different contradictory arguable findings on the obesity risk factor effect 

on OA and needs to be confirmed with further investigations. Daily joint usage in 

certain occupations, such as construction workers, fire fighters, military individuals and 

athletics who use there joints repetitively on a daily basis, were found to have more 

risk in developing OA [11,17, 34]. This also led us to the risk factor of joint injury which 

may be predicted to be more with the repetitive usage of joints especially in the 

previously mentioned occupations. The most common injury, especially in athletes, is 

meniscal tear (MT), which is associated with subsequent damage to the cartilage and 

development of knee OA [11,17], in some cases within a year [35]. Furthermore, it was 

reported that articular joint injury increases the risk of OA development by 20-folds 

[36]. Studies on the cross-sectional measurements of the high thigh muscle and OA 

incidence provides evidence that high muscle mass is protective effect against OA 

development [37]. Thus, individuals with physical inactivity resulting with reduced 
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strength of muscles surrounding the joint, may be predisposed to developing OA. 

Indeed, weakness in other muscles due to physical inactivity such as higher total 

extensor and vastus medialis were associated with an increase in the loss of the 

patellofemoral cartilage [38]. The aforementioned modifiable risk factors are under the 

individuals control by changing their daily lifestyle in order to minimize the risk of OA. 

Before discussing the pathogenesis of OA in different joints of the body, it’s important 

to know how the joints were formed in the body in the early embryonic stages and the 

general anatomical and physiological characteristics. 

 

 

1.2 Embryology, Anatomy and Physiology of Joints 

Briefly, most of the joint tissues including cartilage, bone and connective tissues are 

formed from the mesenchyme.  Joints of a limb are formed together with the bone of 

that limb. At the end of the fourth week of development a small limb bud containing 

mesenchyme will appear on the sides of the embryo. During the sixth week as theses 

buds grow, the mesenchyme within the buds will differentiate into hyaline cartilage and 

through the process of endochondral ossification, the hyaline cartilage with time will be 

transformed into future bones.  Synovial joints forms within adjacent two cartilages 

from the interzone area forming the future joints [39]. The cells in the centre of this 

area will die forming the joint cavity, and the joints capsule and ligaments will be formed 

from the transformation of the surrounding mesenchymal cells. The joint capsule 

contains proprioceptors or mechanoreceptors, surrounded by sensory nerve endings 



 9 

that sense the body position and balance positions (which are found also in the joint 

ligaments, muscles and tendons) [40].  

 

 

1.2.1 Synovial Joints 

The synovial joint is surrounded by a fibrous capsule which is lined at the intimal site 

by the synovium tissue. The synovium is formed from two layers, the lining and the 

sublining layers. The cellular content of the synovium layers is composed of 

synoviocytes of two types, the types of synoviocytes recognized include one which is 

located on the lining layer of the synovium and represents a tissue macrophage 

originating from blood-borne mononuclear cells and possess antigen presenting 

abilities in addition to fibroblasts. The other type represents a fibroblasts-like cell 

located at the sublining layer of the synovium together with other cells like 

macrophage, blood cells, adipose cells and some lymphocytes. The synovium secrets 

the synovial fluid providing lubrication and nourishment to the joint through vasculature 

and nerves within the synovium. The secreted synovial fluid is made up of specialized 

constituents such as hyaluronan, collagens, fibronectin [41] and lubricin. Hyaluronan 

and lubricin provide essential lubrication that protects against inflammatory cytokines 

and protects from cartilage degradation during OA [42-43]. The rest of the structures 

within the joint space include the articular cartilage, the subchondral bone, the menisci 

and the ligaments.   
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1.2.2 Articular Cartilage 

The articular cartilage covers the ends of the subchondral bone, and it is formed from 

specialized connective tissue [44,45], the hyaline or articular cartilage [46]. This layer 

is composed of four zones the superficial, transitional and deep zone and the tidemark 

zone, which contains the calcified cartilage [47], Table 1.1.  

The cellular component of the cartilage is composed of chondrocytes embedded in a 

specialized media, the Extracellular Matrix (ECM). The different layers of the cartilage 

are composed of differently oriented collagen fibres and varying proportions of cellular 

component in relation to the percentage of the collagen fibres in the matrix. This 

arrangement provides the maximum strength and resistance in the joint to assure a 

smooth and frictionless movement. The ECM is formed from different elements 

including collagen which lies at different orientations in a large amount of water 

accounting for 80% of the tissue, proteoglycans, structural proteins such as fibrillin and 

elastin and glycosaminoglycan (GAG) made up of chondroitin sulfate and keratin 

sulfate [44,47-48]. Most of the collagen in ECM is of type II and the remaining is of type 

I, IV, V, VI, IX, and XI collagen [39]. 
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Table 1.1 Zones of Articular cartilage 

Zone Content Orientation Chondrocytes Proteoglycans 

Superficial Type II 
collagen 
(highest conc*) 

Parallel to 
joint 

Flat  Lowest conc* 

Intermediate Type II 
collagen 

Oblique to 
joint 

Round Abundant 

Deep Type II 
collagen 

Perpendicular 
to joint  

Round, 
arranged in 
columns 

Highest conc* 

Tidemark Remnant of 
endochondral 
ossification 

Made up of 2 
layers 

Superficial 
uncalcified, 
deep calcified 

None 

 

conc*= concentration 

 

 

The articular cartilage is avascular, and it is not innervated, it gets its nourishments 

from the synovial fluid surrounding it. Being avascular means the articular cartilage has 

a reduced regenerative capability if damaged [49]. The process of chondrogenesis, 

which starts from the mesenchymal stem cells (MSCs) to a mature chondrocyte, is 

controlled by different signaling pathways. To mention some, fibroblast growth factors 

(FGFs), transforming growth factor β (TGF- β), wingless-related integration site / β-

catenin (Wnt/ β-catenin), notch signaling and Sonic Hedgehog signaling (Shh) [50]. In 

addition to transcriptional and epigenetic control, where the most important 

transcriptional factor controlling the expression of chondrocyte phenotypes in 

chondrogenesis is SRY-box9 transcription factor9 (SOX9) [51].  The epigenetic control 

of chondrogenesis is performed by Histone deacetylase superfamily, which inhibits the 
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transcription of prochondrogenic genes [52], and noncoding microRNAs (miRNAs) 

which are important during pre-and post-natal chondrogenesis such as miRs-26b, -28, 

-130b [53].  The function of the articular cartilage is to act as a cushion protecting the 

subchondral bone by absorbing heavy loads, providing minimal friction with other parts 

of the joint [44] and ensuring smooth movement of the joint [48]. Physiologically, the 

chondrocyte functions are controlled by different factors such as growth factors, stress 

signals and cytokines [44]. The crosstalk between mature chondrocytes and the ECM 

occurs through integrins which are expressed on the adult chondrocytes, such as 

α1β1, α3β1, α5β1, αVβ1 and others. These receptors enable the chondrocytes to bind 

to collagen types II and VI in the ECM.  By this interaction chondrocytes control the 

rate of cellular proliferation, differentiation and ECM remodelling [54].  

 

1.2.3 Subchondral Bone 

Immediately underneath the articular cartilage is the subchondral bone tissue. This 

tissue is composed of a superficial cortical bone and a deep cancellous bone. The 

cellular element of this tissue is formed from osteoblasts, osteocytes and osteoclasts. 

The osteoblasts are derived from the MSCs, which produce bone matrix and the 

osteoclasts are produced from hematopoietic stem cells (HSCs) and function in bone 

resorption. Osteocytes are derived from the osteoblasts and lie in lacunae surrounded 

by bone matrix. A balance between these three cells regulates bone remodelling under 

different physio-pathological conditions. The subchondral bone is controlled by 

different stimuli leading to bone remodelling, pain perception and angiogenesis. Bone 

remodelling is under control of different anabolic factors including insulin, insulin-like 
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growth factor-I (IGF-I) [55-56], bone morphogenetic factors (BMPs) [57], proteins in the 

Wnt signaling pathway [58] and serine-threonine kinase AKT [59]. Osteoblasts 

differentiate into osteocytes, which stays in lacunae in the matrix [60].  During this 

process osteoblasts express tissue non-specific Alkaline phosphatase (TNAP), which 

has a role in osteoblast mineralization in providing phosphatases to the ECM [48] and 

also expresses receptor activator of NF-kB ligand (RANKL), which controls osteoclast 

differentiation. The process of osteoclastogenesis starts with the interaction of RANKL 

expressing osteoblasts with pre-osteoclasts expressing RANK receptors leading to 

osteoclast differentiation [61]. This process is further controlled by osteoprotegerin 

(OPG), which competes for RANKL on osteoblasts [62-65]. The crosstalk between 

articular cartilage and the subchondral bone occurs by channels running through the 

two layers of the subchondral bone and connecting them to the articular cartilage. 

Nerves and blood vessels run through these channels carrying nourishments and 

stimulatory and/or inhibitory signals. Physiologically, the subchondral bone tissue 

gives the support to the joint by absorbing mechanical shock during movement and 

providing nourishments to the articular cartilage. 

 

 

1.2.4 Articular Fat Pads 

The role of the articular fat pads (AFPs) is generally understudied in the pathogenesis 

of OA. AFPs are composed of adipocytes that secretes adipokines and growth factors 

[66]. AFPs function as a source of progenitor cells, maintain stem cell niche, regulates 

immune responses [67], and regulates cell and ECM growth and repair. It has been 
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suggested that AFPs have a mechanical role as a cushion for the joints [66]. The role 

of AFPs in maintaining joint homeostasis is still under investigation. 

 

 

1.2.5 Menisci 

The other structure that also provides shock absorbance includes the menisci. This 

fibroelastic cartilaginous structure is crescent-shaped and in the knee, joint is located 

on the tibial plateau. It develops from the interzone. It is composed of 

fibrochondrocytes [68] and it is partially innervated and vascularized on only the outer 

one third of it, and the non-innervated parts absorb the mechanical shocks and 

decrease the load on the bones. It is composed of endostatin/collagen XVIII in the 

inner two-third part in adults [69]. The menisci are an important structure in the joint for 

maintaining joint integrity and loading, and if subjected to tear can initiate degeneration 

of the articular cartilage. Similarly, to the articular cartilage they have a limited 

regeneration capability [68]. The menisci are also controlled by different signaling 

stimuli and receive nourishments from the surrounding synovial fluid.  The menisci 

functions in transferring weight across the joint together with the articular cartilage and 

its unique concave shape contributes to joint stability through accommodating the 

femoral condyles.  [70].  
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1.2.6 Ligaments 

The intra-articular and the extra-articular ligaments are structure that provide stability 

and prevent abnormal movement of the joints. These structures are made of 

connective tissues consisting of strong and long collagen fibres (fibrocartilage). These 

ligaments are covered with a superficial layer of epiligament containing nerves and 

blood vessels ending at the entheses. The ligaments provide the vasomotor control 

and the proprioception for a safe and a coordinated joint movement [44]. Altogether, 

knowing the normal anatomy of the different tissues forming joints, the crosstalk 

between different tissues and the physiological control under normal conditions will 

allow for a better understanding of the factors that contribute to the disturbances that 

may occur in these tissues leading to the development of OA. Also, it helps in predicting 

therapeutic interventions that may correct malfunctions close to the normal situation 

 

 

1.3 OA Pathogenesis 

OA was related for a long time only to articular cartilage degeneration caused by 

advancement in age. Today, it is regarded as a multifactorial disease of the whole joint 

in which a number of pathological processes contribute to its development including 

inflammation of the synovial membrane (Synovitis), osteophyte formation and 

subchondral bone sclerosis, in addition to cartilage degeneration [66]. Some 

researchers, [71] indicated that OA development may be regarded as a 

mechanobiological process, in which an injury to the cartilage may disturb the 
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mechanical loading on the joints, eliciting molecular factors that ignite certain 

mechanosensitive signaling pathways. This cascade of events leads either to 

functional alterations through inflammatory pathways (mechano-inflammation), or 

through pro-degenerative pathways driving repair and regeneration leading to 

chondroprotection. The balance between these two processes derives the fate of the 

functional status of the joint [71], (Figure 1.2). Importantly, accumulating evidence 

indicate a role for inflammation in the development of OA. Learning how the 

inflammatory processes elicit changes that may end in cartilage degeneration, 

synovitis or/and bone remodelling will increase our understanding of the pathogenesis 

of OA and contribute to reaching to effective therapeutic intervention targets within this 

complex process.  Adding to this, the role of ncRNAs, the new players recently 

introduced in the pathogenesis of many diseases including OA, particularly lncRNAs 

and the epigenetic control exerted in the development of OA will be discussed in detail. 

Finally, the role of senescence and ageing will be introduced too. 
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Figure 1.2 A possible scenario for OA taking the articular cartilage as an example.  

Information [71]. 

 

 

 

1.3.1 Role of Inflammation in The Pathogenesis of OA 

One of the obvious symptoms of OA is inflammation and fluid collection in the joints in 

addition to stiffening, pain, bone deformities and movement restrictions [72-75]. Many 

factors may contribute to the etiology of OA including the risk factors mentioned earlier 

in this introduction, with higher age, female sex and obesity being more reported as 

the higher risk factors leading to OA [76]. Factors contributing to the pathogenesis of 
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OA such as altered catabolic and anabolic processes occur together after an injury to 

any tissue in the joint as shown in Fig 1.2, with the balance between these processes 

driving the outcome of joint tissue responses to injury.  It is not known what initiates 

the release of certain modulators between these processes, but due to the presence 

of inflammation after tissue injury, some major pro-inflammatory cytokines such as 

Interleukin-1 β (IL-1β), Tumor necrotic factor-α (TNF-α), and Interleukin-6 (IL-6) 

cytokines were reported by many researchers to contribute to the pathogenesis of OA. 

The level of these pro-inflammatory mediators was increased in different joint tissues 

including the subchondral bone, the cartilage, the synovial membrane and the synovial 

fluid. [74, 77-79].  In addition, other pro-inflammatory cytokines were detected in the 

synovial fluid and chondrocytes of OA patients such as IL-15, IL-17, IL-18, IL-21 and 

IL-22, leukemia inhibitory factor (LIF), chemokines (IL-8, CCL2, CCL3, CCL4, CCL5), 

leukotrienes, [74,80], and adipokines (leptin, visfatin, adiponectin, resistin) [74,81]. It 

is worth mentioning here, the anti-inflammatory cytokines present including IL-4, IL-10, 

which affects the anabolic processes after tissue injury [79]. The proinflammatory 

cytokines mediate the release of other inflammatory cytokines including matrix 

metalloproteinases (MMPs), a disintegrin-like and metalloproteinase with 

thrombospondin motif (ADAMTS), cyclooxygenase-2 (COX-2), prostaglandin E2 

(PGE-2) and nitric oxide (NO) [79]. These inflammatory cytokines, chemokines and 

adipokines trigger inflammatory signaling pathways which finally contribute to cartilage 

degeneration, synovitis and bone remodelling. In this introduction the major pro-

inflammatory mediators of OA including IL-1 β, TNF- α and IL-6 will be introduced in 

detail. 
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1.3.1.1 IL-1β 

IL-1 β is a pro-inflammatory cytokine from the IL-1 superfamily, produced by different 

cells forming the joint tissues like chondrocytes, osteoblasts, synovial fibroblasts, in 

addition to macrophages [81]. Other research indicated that IL-1β is produced by the 

NACT, LRR, and PYD domain containing protein 3 (NLRP3) intracellular sensing 

inflammasome protein and blood cells including monocytes, macrophages, and 

neutrophils. Both IL-1 β and IL-1α were found in the precursor form and the active 

precursor for IL-1α induces IL-1β [82]. An inflammatory response includes attracted 

blood cells that produce IL-1β, which is one in a family containing 11 cytokines 

including IL-18 and IL-1α. Some members of this family such as recombinant IL-1Ra 

have an anti-inflammatory function and were used for the treatment of inflammatory 

diseases [83-84]. It was found that the extracellular domains of the receptors for these 

cytokines supress inflammation. To mention some, IL1-R2 which is a receptor for IL-

1β was shown to inhibit IL-1β [85].  

The mechanism of IL-1β production with the NLRP3 inflammasome starts with a tissue 

injury that produces damage associated molecular patterns (DAMPs), such as reactive 

oxygen species (ROS) and IL-1α precursor. These precursors ignite the first signal to 

activate IL1 receptor type 1 (IL-1R1) and extracellular ATP (eATP), which causes the 

translocation of NF-kB into the nucleus and ends in the transcription and translation of 

the precursors for proinflammatory cytokines including IL-1β and IL-18. The second 

signal is initiated by eATP or DAMPs which cause K+ efflux and NLRP3 activation. This 

activation leads to the cleavage of procaspase-1 into caspase 1, which in turn, cleaves 

pro IL-1β and pro-IL-18 into the mature IL-1β and IL-18 and will be released in the 
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extracellular space. Inflammatory processes start with the binding of IL-1β to its 

receptors (IL-1R1 and IL-1R3) forming a complex.  IL-1β receptors IL-1R1 and IL-1R3 

have an intracellular domain which contains Toll-IL-1-receptor domain (TIR), when 

these domains get in touch the inflammatory functions of IL-1β acts. The inflammatory 

functions of IL-1β are balanced and controlled by other anti-inflammatory members of 

IL-1β family [86]. 

Furthermore, IL-1β was reported to be elevated in many diseases including OA. The 

elevated levels in the tissues of OA patient’s joints indicate an important role for this 

cytokine in the initiation and progression of the disease.  IL-1β exerts its effect through 

binding to its cell surface receptor type I (IL-1RI), type II (IL-1RII) which was found to 

be increased in joint tissues of OA patients, and an antagonist IL-1 receptor antagonist 

(IL-1Ra). The antagonist has an ant-inflammatory effect, it is found at the same time in 

OA patients too, and it competes for binding to the same receptor for IL-1β in order to 

stop the inflammatory effects of IL-1β [87].  IL-1β binds to the receptor molecule 

forming a complex that initiates a signal to activate different molecules in Necrotic 

Factor- Kappa-light chain enhancer of activated B cells (NF-kB ), and mitogen-

activated protein kinase (MAPK) signaling pathways including three MAPK members 

p38, extracellular signal-regulated kinases (ERKs) and c-Jun N-terminal kinases 

(JNKs) [78]. In addition, IL-1β was found to regulate the expression of p50-associated 

COX-2 extragenic lncRNA (PACER) via the arachidonic acid pathway upregulating the 

synthesis of the prostaglandin-endoperoxide synthase 2 (PTGS-2) which has an anti-

inflammatory effect on the joints [88]. Through the three members of MAPK family IL-

1β induce the secretion of IL-6 and LIF as pro-inflammatory mediators [89]. 
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1.3.1.2 TNF- α 

TNF- α is another pro-inflammatory cytokine which was known due to its necrotic 

actions on certain cancers [79]. It is a member of the tumor necrotic super family (TNF). 

TNF-α exerts its biological effect by binding to the two-cell membrane-bound receptors 

tumor necrosis factor I, and II (TNFRI, TNFRII) that are found in all cells except red 

blood cells and unstimulated T-cells [90].  Binding to these receptors initiates signaling 

pathways related to cell proliferation, expression of pro-inflammatory genes and 

apoptosis such as NF-kB, MAPK (p38, ERK and JNK) [90]. These receptors were 

found to be upregulated in OA chondrocytes and synovial fibroblasts. TNF- α is shown 

in many studies to be elevated in OA and produced by synovial fibroblasts, 

chondrocytes, osteoblasts, and adipocytes May studies indicated that TNF- α plays a 

major role in OA together with IL-1β [74,87]. 

 

 

 

1.3.1.3 IL-6 

The pro-inflammatory cytokine IL-6, known previously as B-cell differentiation factor 

[79-80]. It is a member of the IL-6 family, and it is produced by many cells including 

hematopoietic cells, immune cells, muscle cells and many other cells. In OA joints it is 

produced by chondrocytes, fibroblasts and osteoblasts [94-95]. It has been reported 

by many researchers to be detected in the synovial fluid of OA patients, which was 

correlated with OA joint pain [96-97], and elevated in the serum of OA patients, 

compared to healthy controls.  It has a pro-inflammatory and an anti-inflammatory 



 22 

action exerted through different pathways like: MIL-6R, sIL-6R, Janus-kinase/signal 

transduction and activator of transcription (JAK/STAT), MAPK, ERK and 

phosphoinositide 3-kinases (PI3K) [98-99]. Like IL β, IL-6 binds to a receptor IL-6R and 

this complex binds to a common protein (gp130), which then stimulates 

aforementioned signaling pathways [100-101].  IL-6 was reported to have a predictive 

value together with TNF- α of increased cartilage loss [102], and its reduced levels 

protects against OA development [103]. Furthermore, its expression in synovial 

fibroblasts was found to be associated with obese OA patients [104]. 

 

 

 

1.3.1.4 Other Cytokines  

Other proinflammatory cytokines related to OA such as IL-15, IL-17, IL-18, IL-21 and 

IL-22 are summarized in (Table 1.2) and anti-inflammatory cytokines such as IL-4 and 

IL-10 (Table 1.3). 
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Table 1.2 Pro-inflammatory cytokines under investigation in OA 

Cyto- 
kine 

Family Receptors Cellular 
Source 

In OA Related To 

IL-15 Pro- 
Inflamm-
atory 

Y-chain Synovial 
fibroblasts, 
inflammatory 
cells, skeletal 
muscle cells 

Concentration 
in synovial 
fluid of knee 
Oa correlates 
with MMPs 

Early OA,  

IL-17 IL-17 IL17Ra, 
IL17RC 
Found on 
chondrocytes, 
synovial 
fibroblasts 

Th171, NK2,  
γ δ-T cells 

Not Known in 
human 

Under 
investigation, 
pathogenic, 
protective  

IL-18 IL-1,  
IFN- γ3 

 

IL-18R α, 
IL-18R β, 
Expressed on 
chondrocytes 
 

Chondrocytes, 
osteoblasts, 
synoviocytes, 
others 

Found in 
plasma, 
synovial fluid, 
cartilage, 
upregulates 
COX-2, PGE-
2, NO, MMPs 

Radiographic 
OA severity, 
post-
traumatic OA 
severity, 
cartilage 
degradation, 
IL-6 and 
TNF- α 
synthesis 

IL-21 Pleiotropic 
cytokine4 

IL-21R, Y-
chain 

NK, Th17, 
follicular T-
cells 

Found in 
synovial fluid 

OA severity 

IL-22 IL-10 IL-22R 
Increased in 
Chondrocytes 

Th17, NK, 
Mac6, Neut7, 
fibroblasts 

Found in 
Synovial fluid, 
synovial 
fibroblasts, 
Promote 
MMP-1 

Synovial 
Inflammation 

 
1.Th17= subtype of T helper cells 2. NK = Natural Killer cells 3. IFN- γ= Interferon – γ 4. Pleiotropic 
cytokine= of multiple cell types 5. Mac= Macrophages 6. Neut= Neutrophils [79]. 
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Table 1.3 Anti-inflammatory cytokines under investigation in OA 

Cyto- 
kine 

Family Receptors Cellular 
Source 

In OA Related To 

IL-4 Immune 
regulatory 
cytokine 

Complex1(IL-
4R α and IL-
2Rγc), 
Complex 
2(IL-4R α and 
IL13R α1) 

Synovial 
fibroblasts, 
inflammatory 
cells, skeletal 
muscle cells 

Decreases 
IL-1β, TNF- 
α, IL-6, 
COX-2, 
PGE-2, 
iNOS, 

Chondro-
protection 

IL-10 Interferons IL10Ra: 
IL10R1, 
IL10R2  
 

Immune cells, 
chondrocytes 

Stimulates 
IL-1β 
antagonist 
synthesis 

Chondro-
protection, 
antiapoptotic, 
anti-
inflammatory 

  

Data from [79]. 

 

 

1.3.1.5 Adipokines 

Adipose tissues secreting cytokines (termed adipokines) are now regarded as key 

metabolic inflammatory factors that contribute to the pathogenesis of metabolic 

syndrome and chronic inflammatory disorders including OA [105] by acting on distal 

tissues, including the tissues of the joint. For example, the adipokines leptin, visfatin, 

adiponectin and resistin, chemerin, vaspin and omentin-1 have been implicated in type 

II diabetes, chronic heart disease and osteoarthritis.  Some adipokines were found to 

be expressed in OA joints secreted by AFP [106] or/and from different tissues in the 

synovial joint including cartilage, synovium, osteophytes and meniscus. Leptin was 

found to be high in the synovial fluid of obese OA patients [107] and it was associated 

with the severity of OA in females [108]. In addition, leptin was reported to act as a pro-

inflammatory mediator cooperating with other pro-inflammatory cytokines such as IL-
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1 β and TNF- α, this was shown in a study by increase in the expression of these 

cytokines after stimulation with leptin [109-110]. Leptin was reported to induce 

inflammatory mediators IL-8 and IL-6 in synovial fibroblasts via JAK/STAT and PI3K 

signaling pathways respectively [111-112]. Furthermore, leptin contribute to cartilage 

degradation through positive association with MMP-1, MMP-3 [113], iNOS, COX-2 and 

PGE-2 via NF-kB and JNK pathway [109,114,115]. 

Visfatin, is another adipokine found in many diseases including OA [116,100]. It is 

released by adipocytes, inflammatory cells, synovium, chondrocytes, osteophytes and 

AFP [117]. In OA it was shown to be associated with K & L grade of the joint i.e the 

severity of OA joint damage), cartilage degradation biomarkers CTXII [118] and 

catabolic effects of inflammatory mediators on cartilage degeneration such as IL-1 β 

[119]. On the other hand, it also protects the cartilage from apoptosis and differentiation 

by activating sirtuin type 1 (SIRT1) histone deacetylase [120]. Its effect on the OA 

osteoblast was shown to increase the expression of IL-6 and monocytes 

chemoattractant protein 1(MCP-1) contributing to the pathogenesis of OA [121]. 

Adiponectin is an adipokine with an anti-diabetic and anti-atherogenic effects by 

binding to adiponectin receptor subtypes AdipoR1 and AdipoR2 receptors [109]. In OA, 

the serum levels of adiponectin were correlated with pain in joints of female patients 

[123] and the synovial fluid levels of adiponectin was positively correlated with the 

markers of cartilage degradation [124-125]. Adiponectin, like visfatin have a dual effect 

on OA cartilage a protective effect by downregulating IL-1β-induced MMP-13 [126] and 

a destructive effect by stimulating the catabolic action of IL-6, MMP-3 and MMP-13 

[127]. 
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Resistin adipokine plays a significant role affecting inflammation, obesity and OA. 

Plasma levels of resistin showed an association with radiographic knee OA in male 

overweight (OW)/obese (OB) patients [128-130], a pro-inflammatory role by correlating 

to IL-6 [131] and the synovial levels of resistin were associated with cartilage 

destruction [132]. 

Chemerin is an adipokine secreted by adipocytes, OA chondrocytes and synovial 

fibroblasts [133-134] and it may have a role in the initiation and progression of OA by 

controlling the pro-inflammatory processes in OA [135]. The Omentin-1 is an adipokine 

found in the extracellular fluid [136] recently identified and it is reported to be 

associated with sever radiographic OA cases [137]. Vaspin, adipokine was also 

recently identified which is expressed by OA cartilage, synovium, osteophyte, AFP and 

meniscus. In contrast to the previously mentioned adipokines, vaspin serum levels 

were found to be low in OA patients. This was indicated an anti-inflammatory, and anti-

catabolic effects which was due to lowering IL-1β-mediated production of MMPs, COX-

2, PGE2 and iNOS in chondrocytes [138]. In summation, many adipokines have been 

implicated in the pathogenesis of OA. However, the contradictory effects of these 

different adipokines across different tissues with the joint and the heterogeneity 

observed across different OA patient cohorts in expression and secretion of adipokines 

casts doubt on the true role of these factors in initiating and progressing OA disease. 
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1.3.1.6 Chemokines 

Chemokines/chemotactic cytokines are a group of small proteins grouped according 

to the position of the cysteine residues of the N-terminal into C, CC, CXC and CX3C. 

Members of the CC group, where the two cysteine groups are next to each other 

include CCL2, CCL3, CCL4, CCL5. These cytokines were found to be upregulated in 

inflammation related to OA [74,79]. These chemokines guide immune cells to the site 

of inflammation acting in different cellular processes such as proliferation and 

differentiation (T-helper). CCL2 was reported to increase MMP-3 expression leading 

to degrading proteoglycans and cartilage degeneration by combining to Toll-like 

receptor-4 (TLR-4) [139]. Increased plasma levels of CCL3 were associated with the 

radiographic severity of OA [140], CCL3, CCL4 and CCL5 were upregulated in IL-1β 

treated chondrocytes [141]. In addition, CCL5 was upregulated in the synovial fluid of 

OA patients [97].  

 

 

1.3.2 Non-coding RNAs, Role in Inflammation and OA Development  

Non-coding RNAs (ncRNAs) are coded in the DNA, transcribed to RNA, but as their 

name suggests they do not code for any protein. ncRNAs are one of the major 

epigenetic regulatory mechanisms in mediating cellular processes, together with DNA 

methylation and histone modification [142]. ncRNAs are classified according to the 

length of the nucleotides into three main groups including short ncRNAs, long ncRNAs 

(lncRNAs) circular ncRNAs (circRNAs). Short ncRNAs nucleotide length is less than 
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30 nucleotides, and it includes different types such as small nucleolar RNAs 

(snoRNAs), small nuclear RNAs, Piwi-RNAs (piRNAS), small interfering RNAs 

(siRNAs) and miRNAs (miRNAs) having a length of 18-24 nucleotides. LncRNAs have 

nucleotide length of more than 200 and circRNAs are made up of 1-5 introns or exons 

in a loop like structure [143]. The mode of action of these ncRNAs is to regulate 

targeting gene expression at the post-transcriptional levels in the cytoplasm through 

binding to a specific messenger RNA (mRNA) ending in repressing or blocking it [144]. 

The other mode of action that was reported in many studies for lncRNAs and circRNAs 

is by sponging miRNAs in a competing endogenous way in order to reduce miRNAs 

that target mRNAs {competing endogenous RNA (ceRNA) hypothesis} [145-147]. 

Dysregulation in the epigenetic control on the signaling pathways and the cellular 

processes ends in different diseases including OA [148]. Many studies reported a role 

for ncRNAs in the pathogenesis of OA and the possibility of the use of these regulators 

in finding possible treatment for OA.  

 

 

1.3.2.1 miRNAs in The Pathogenesis of OA 

miRNAs were reported to regulate different cellular processes leading to the 

development of different diseases including OA by modulating inflammation [149-151], 

cellular differentiation [152], apoptosis [153-155] and ECM dysregulation [156-157]. 

miRNA’s role in chondrocyte’s differentiation and inflammation, will be introduced in 

this section.  The regulatory roles of miRNAs in chondrogenesis, osteogenesis and 

osteoclastogenesis in OA, were shown to be related to the early stages of these 
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cellular processes from bone marrow-derived mesenchymal cells (BMSCs) [158-159]. 

miR-145 depresses the expression of a transcription factor related to chondrogenesis 

SOX9 leading to an increase in the levels of cartilage catabolic enzymes MMP13, and 

the loss of chondrocytes differentiation phenotype [160]. miR-125a-5p was reported to 

regulate osteoclast differentiation by targeting and supressing the TNF receptor 

superfamily member 1B gene (TNFRSF1B) [161]. In addition, miRNAs mediate the 

inflammatory processes in OA through signaling pathways such as NF-kB and through 

regulating pro-inflammatory cytokines such as IL-1β, TNF- α and IL-6. It was reported 

that miR-382-3p decreased NF-kB phosphorylation in IL-1β-treated OA chondrocytes 

[162], and miR-146a was shown to reduce NF-kB phosphorylation and inhibit the 

production of the pro-inflammatory cytokines [163]. Furthermore, miRNAs were 

reported to exert their epigenetic regulations through other signaling pathways 

including Wnt- β-catenin affecting chondrocytes as in the case with miR-145-5p [164-

165] and synovial fibroblasts [166].  In addition, other miRNAs regulate cellular death 

by stimulating apoptosis in OA chondrocytes, through the Phosphoinositide 3-kinase 

(PI3K-AKT) signaling pathway, such as miR-486-5p, miR-363-3p and miR-455-3p 

[167-169].  

 

 

1.3.2.2 LncRNAs in The Pathogenesis of OA 

LncRNAs are a major group of ncRNAs which exerts epigenetic control on cellular 

processes in normal situations by maintaining homeostasis and in pathological 

conditions by producing tissue damage. Many studies reported a role for different 
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lncRNAs in the pathogenesis of many diseases [Appendix Table 9.3] and several of 

these lncRNAs have been identified as candidates for mediating inflammation in OA 

pathogenesis [170] including lncRNAs that are differentially expressed in human OA 

cartilage and lncRNAs associated with inflammatory obese OA synovial tissue [171].  

The mode of action of lncRNAs in regulating the epigenetic control on gene expression 

in OA pathogenesis is mediated through a multitude of signaling pathways, dependent 

on the specific lncRNA. The three main inflammatory pathways in which lncRNAs exert 

its effect include the MAPK, JAK-STAT, and the NF-kB pathways. [172] LncRNA can 

regulate inflammatory pathways by initiating signaling cascades that modulates the 

release of pro-inflammatory cytokines [173-174]. Disturbances in the path of these 

signals contribute to the development of many mutations in some cytokines 

(interferons) involved in the activation of the JAK-STAT pathways [175]. Another 

mechanism in which lncRNA exert its genetic control, is by acting as a decoy to inhibit 

gene transcription [176], or it may act as a guide leading some genes to directly bind 

to its target [177]. Furthermore, some lncRNAs regulate the activities of genes by 

recruiting proteins in a complex manner by scaffolding in a “temporospatial” way 

inhibiting or activating functional genes [178-179]. The previously mentioned method 

for mode of action of ncRNAs in the genetic regulation: ceRNAs, was also reported as 

mechanism used by lncRNAs in regulating the activities of proteins of different 

inflammatory pathways by binding to the enhancer portion of the gene leading to its 

activation [180].  

Some LncRNAs were reported to different roles in the pathogenicity of OA such as 

regulating cellular functions of chondrocytes, osteoblasts and synovial fibroblasts, 

including proliferation and apoptosis and ECM dysregulation [181]. LncRNA C-terminal 
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binding protein1 Antisense RNA2 (CTBP1-AS2) was shown to control cellular 

proliferation of OA chondrocytes. It was upregulated in synovial fluid of OA patients 

together with miR-130a [182]. LncRNA Growth arrest-special transcript 5a (GAS5a), 

which has a role in apoptosis, was found to be upregulated in OA chondrocytes, and 

its modulation of inflammatory responses was shown by decreasing pro-inflammatory 

cytokines TNF-α and IL-6 when the lncRNA was silenced [183]. In addition, some 

studies reported that upregulated lncRNA Human 19 (H19) promoted the apoptosis of 

chondrocyte treated with IL-1β and lipopolysaccharide (LPS) [181]. On the other hand, 

NF-KappaB Interacting LncRNA (NKILA) was shown to inhibit apoptosis of OA 

chondrocytes via miR-145/SP1/NF-kB axis [181]. Other lncRNA such as Prostate-

Specific Transcript1 (PCGEM1), were found to regulate the survival of the 

synoviocytes, and GAS5a controlled its apoptosis [184]. Synovial fibroblasts 

proliferation was also controlled by the upregulation of the lncRNA: Antisense non-

coding RNA in the INK4 locus (ANRIL) [185]. A number of lncRNAs were reported to 

control osteoblast proliferation through controlling osteogenesis, such as H19, 

Differentiation Antagonizing Non-Protein Coding RNA (DANCR), Metastasis 

Associated Lung Adenocarcinoma Transcript 1 (MALAT1), Maternally Expressed 3 

(MEG3) and HOX Transcript Antisense RNA (HOTAIR) through regulating different 

signaling pathways related to osteogenic differentiation [186].   

LncRNAs regulating the cartilage degradation and the ECM in OA tissues includes 

TM1P3 which promotes ECM of OA cartilage through miR-22/TGF- β/MMP13 axis 

[187]. HOTAIR which was shown to regulate MMPs responsible for cartilage 

degradation through miR-17-5p/Wnt/ β-catenin axis [188]. However, MEG3 lncRNA 

was shown to protect ECM degradation through miR-93/TGF-receptor B2 
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(TGFBR2)/TGF-β axis [189] and miR-361-5p/FOXO1 axis [190]. The epigenetic 

regulation of the lncRNA MALAT1 on OA joint will be introduced further in the next 

section. 

 

 

1.3.3 MALAT1 in OA 

 

MALAT1, also known as non-coding nuclear enriched abundant transcript 2 (NEAT2) 

was first identified in non-small lung cancer (NSCLC) and is the first lncRNA found to 

be associated with human diseases. It was found to be highly conserved in many 

mammalian species, playing different physiological and pathological rolls in cellular 

processes. The molecular functions of MALAT1 include alternative splicing, 

transcriptional regulation and post transcriptional regulation of genes including 

epigenetic regulation of gene expression by DNA methylation, histone modifications, 

chromatin modulation and ceRNA mechanisms [191]. 

MALAT1 is one of the most dysregulated lncRNAs in many diseases, but the 

mechanism of its action is not fully understood [192, Appendix 9.6]. Recently much 

evidence was published in research indicating its role in inflammatory processes. Like 

the rest of the lncRNAs, MALAT1 exerts its regulation on the three inflammatory 

pathways mentioned earlier. MALAT1 lncRNA was found to be one of the regulators 

of the inflammatory pathways MAPK by regulating the kinases like p38, JNK, and ERK. 

One of the possible modes of action of MALAT1 in its epigenetic regulation on different 

cellular processes was shown to be by sponging miRNAs and act as ceRNA (as 
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mentioned earlier in the mode of action of non-coding RNAs) [192]. It was shown that 

MALAT1 acts as a ceRNA for miR-150-5p competing with AKT3, which is important 

for proliferation and regulates apoptosis [193-196]. This led to suggesting MALAT1 as 

regulator of cellular proliferation, apoptosis and ECM dysregulation in OA 

chondrocytes by miR-150-5p/AKT3 axis [192]. MALAT1 has also been reported to 

regulate cellular proliferation through another signaling pathway ERK/p38/MAPK axis 

in skin fibroblasts. [197]. In addition, other studies showed that MALAT1 regulates 

senescence of photosensitive aged skin fibroblasts by controlling the ERK/MAPK 

pathway [198]. Many studies showed a roll for MALAT1 in the migration, and 

metastasis of malignant cells such as bladder cancer through MALAT1/SUZ/TGF-β-

12 axis [199], lung [200], and colon cancer [201-202].  

MALAT1 modulates inflammatory processes in many diseases including OA. 

Researchers indicated a possible role for MALAT1 in SLE, in which it inhibited the 

stimuli to NF-КB pathway reducing inflammatory cytokines leading to immunological 

diseases [203]. MALAT1 was shown to regulate inflammation also by regulating the 

production of hyperglycaemia induced pro-inflammatory mediators Il-6 and TNF in 

endothelial cells by activating p38 in MAPK pathway [198,204] and regulating the 

lipopolysaccharide- induced inflammatory responses through controlling the NF-kB 

pathway [205]. 

Due to its localization in nuclear speckles, where many pre-mRNA splicing factors are 

found, MALAT1 functions in physiological roles including direct and indirect 

transcription and pre-mRNAs splicing of genes by binding to and recruiting splicing 

factors such as SRSF1-SRSF3 [206-208]. Although MALAT1 has a role in many 

physiological cellular functions including differentiation, migration and tumor growth 



 34 

and pathological functions including inflammation, diabetes, atherosclerosis, hypoxia, 

and angiogenesis [209], when knocked out (KO MALAT1) in mice models it didn’t affect 

the normal physiological or developmental functions of the mouse. However, it was 

found that some other genes surrounding MALAT1 gene was affected, indicating a cis-

like action for MALAT1 [210-212]. In cancer, MALAT1 was upregulated in many 

cancers and related to progression and metastasis such as, in lung, breast and liver 

tumors affecting many genes in a pathway [213]. In KO MALAT1 mouse models, 

cancer growth and metastasis were reduced in many types of cancer including 

esophageal and gallbladder cancers [214-215]. In addition, MALAT1 showed a 

differential expression under stress responses such as serum starvation and hypoxia 

which are important for angiogenesis and metastasis of tumors in a KO MALAT1 mice 

models [216-218]. It was reported that MALAT1 during hypoxic conditions was 

regulated by HIF1α transcription factor [219-220]. 

Furthermore, MALAT1 was shown in different studies to be dysregulated in 

pathological conditions related to diabetes including retinopathy, artherosclerosis, and 

renal disorders. This was found to be due to elevated levels of proinflammatory 

cytokines such as TNF- α, and IL-6 in cells with upregulated MALAT1 in the previously 

mentioned conditions [221]. The atherosclerotic lesions were reduced by MALAT1 

reduction in KO MALAT1 mice models, and they related these atherosclerotic lesions 

to inflammatory responses [222-223]. Another example for MALAT1 modulation of 

inflammation and apoptosis was evident in preventing ischemic stroke in a mouse brain 

microvasculature. MALAT1 was shown to function as an anti-inflammatory and anti-

apoptotic role in the by controlling the pro-inflammatory cytokines IL-6 and E-Selectin 

and the proapoptotic factor Bim in a NO MALAT1 mice model. This was found to be 
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due to direct binding of MALAT1 to Bim or E-Selectin preventing cell death and 

inflammation respectively. By this protecting the endothelial cells in the brain 

microvasculature from damage and preventing ischemia [224-225]. 

In addition to its role in cancer and inflammation, some studies showed the negative 

role of MALAT1 in immunity of mammalian cells against infection by using a NO 

MALAT1 mice model. It was found that in a NO MALAT1 mouse model, the levels of 

the immunosuppressive anti-inflammatory cytokine IL-10 were reduced in CD4+ T 

cells which affected the levels of malaria and visceral leishmania pathogen 

clearance. This was attributed to MALAT1 correlation with the proto-oncogene c-Maf 

transcription factor which regulates IL-10 in Th1 and TH2 cells [226]. 

Intriguingly, the role of MALAT1 in modulating inflammation in OA was shown by our 

group recently in the association of MALAT1 with inflammatory synovial fibroblast 

phenotypes in obese OA patients [171]. Other roles for MALAT1 in OA, were reported 

in regulating cellular processes in human OA joint cells such as chondrocytes and 

synovial fibroblasts. The role of MALAT1 in ECM dysregulation will be introduced at 

the end of this section. A study showed that MALAT1 downregulation reduced OA 

chondrocytes proliferation controlled by the P13K/Akt pathway, which is an important 

cell cycle regulating pathway [227]. Another study showed that MALAT1 was 

upregulated in OA chondrocytes, and it was associated with OA severity [191] This 

was further evident in the work of Liang et all on OA chondrocytes, who revealed that 

MALAT1 silencing of miR-127-5p promotes OA chondrocyte proliferation through 

controlling the levels of Osteopontin [228]. Furthermore, our group previously have 

shown that MALAT1 regulated the proliferation of synovial fibroblasts of the obese OA 
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cohort and that synovial fibroblast depleted MALAT1 showed a reduced rate of 

proliferation [171]. 

Furthermore, MALAT1 regulates cellular death by apoptosis in OA, through activating 

a number of pro-apoptotic mediators (caspase3, Bim, and Bax) through activation of 

p38 MAPK and nuclear factor k B (NFkB) pathways as in other diseases regulated by 

MALAT1 [229].  A study showed that MALAT1 knockdown (MALAT1-KD) inhibited OA 

chondrocytes proliferation and induced apoptosis in IL1-β-treated OA chondrocytes 

[191].  

ECM is regulated by catabolic processes exerted by MMP gene family members and 

the anabolic effects of cartilage forming type II collagen and aggrecans. A study on the 

role of MALAT1 in regulating ECM degradation in Intervertebral disc degeneration 

(IDD) showed that MALAT1 reduced the effect of the proinflammatory cytokines IL-1β 

and TNF- α on inducing ECM degradation [230] In OA, other studies indicated a role 

for MALAT1 in regulating ECM pathogenesis by controlling members of the MMP and 

ADAMTS genes and demonstrated that MALAT1 depletion increased the expression 

of ECM degradation genes such as MMP-13 and ADAMTS-5 and decreased genes 

responsible for cartilage tissue formation such as type II collagen and aggrecan [192].  

In summation, MALAT1 regulates cellular proliferation, apoptosis and ECM 

degradation by modulating inflammatory processes with different epigenetic regulation 

through different signaling pathways in OA joint tissue cells including chondrocytes 

and synovial fibroblasts. However, there is a gap in research on the role of MALAT1 in 

modulating the inflammatory processes and controlling bone remodelling in mature OA 

osteoblasts (Fig 1.3). 



 37 

 

 

 

 

 

 

Figure 1.3 Reported MALAT1 modulation of epigenetic regulations in OA processes. MALAT1 
was shown to modulate different cellular processes in human OA joint tissues extracted cells including 
synovial fibroblasts, articular chondrocytes and subchondral bone. Cellular processes are controlled 
with signaling pathways for example, Synovial fibroblasts and articular chondrocytes proliferation was 
shown to be regulated through p38/ERK/MAPK axis, articular chondrocytes ECM degradation was 
shown to be regulated vis PI3K/AKT, miR-146a/MTOR and miR-145/ADAMTS-5 axes and articular 
chondrocytes apoptosis was shown to be regulated through different miRNAs/PI3K/AKT3. What’s 
missing is MALAT1 modulation of mature subchondral osteoblasts, which I’m trying to answer in this 
thesis project. The photo of the knees is by unknown author and licensed under CC BY-SA-NC. 
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1.3.4 Cartilage Degeneration in OA 

This process was mentioned under different previous sections in this introduction, 

further information will be introduced here.  One of the major changes in OA is cartilage 

degradation, which results from disturbances in the balance between anabolic and 

catabolic processes that disrupt homeostasis of the ECM in the cartilage. Under 

inflammatory conditions in OA these processes are controlled by signaling pathways, 

transcription growth factors, MMPs enzymes and inflammatory mediators including IL-

1β, TNF- α and IL-6.  IL-1β plays an important role in the pathophysiology of OA, by 

controlling the activities of chondrocytes in building the extracellular matrix by inducing 

ECM catabolic processes via MAPK signaling pathway.  IL-1β reduces the expression 

of type II collagen and aggrecan proteoglycan genes via ERK/MAPK axis [231] and 

inhibits collagen synthesis via JNK/SOX9 axis [232]. IL-1β also induces ECM 

degradation enzymes including MMP-1, -3 and -13 and the aggrecanases ADAMTS-4 

and ADAMTS 5 via ERK/p38/JNK axis [233]. At the same time IL-1β induces IL-6 and 

LIF secretion through the previously mentioned signaling pathways, promoting 

inflammation and thus further inducing the catabolic processes in OA cartilage ECM.  

In addition, TNF- α and IL-6 were reported to be induced under the effect of IL-1β via 

NF-kB signaling pathway, which activates the secretion of ECM catabolic enzymes as 

mentioned previously in addition to other inflammatory mediators such as PGE-2, 

COX-2 and iNOS [234] and chemokines of the CCL family and IL8 [235] leading finally 

to the degradation of ECM.  

The role of lncRNAs in regulating the articular chondrocytes in OA was shown in a 

pervious study where, the expression of two lncRNAs in particular PACER and 

HOTAIR, were reported to be downregulated and upregulated, respectively in OA.  The 
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change in the expression of these lncRNAs induced chondrocytes apoptosis leading 

to cartilage destruction [236].  

Collectively, IL-1 β TNF- α and IL-6, as pro-inflammatory mediators play a major role 

in cartilage degradation by reducing the expression of cartilage anabolic factors such 

as  type II collagen and increasing cartilage catabolic factors  such as promoting the 

release of aggrecanases such as ADAMTS-4 and ADAMTS-5, and the collagenases 

MMPs-1, MMP3 and MMP13, as well as the chemokines IL8 and CCL2 and 5, 

inflammatory mediators PGE-2, COX-2 and iNOS which act  together to degrade 

cartilage thus promoting OA severity.  

 

 

1.3.5 Bone Remodelling   

Bone remodelling is also a balance between two cellular processes, bone formation 

and bone resorption, which are coupled together [237]. The balance of bone formation 

and bone resorption is important in adult life for maintaining homeostasis of the skeletal 

system.  A key component of bone formation is osteoblastogenesis (the increase in 

osteoblast bone forming cells), whilst bone resorption is mediated by osteoclast cells, 

and thus the process of osteoclastogenesis. Osteoblastogenesis and 

osteoclastogenesis are controlled by multiple physiological factors such as hormones, 

Insulin and multiple growth factors, as well as a multitude of cytokines, chemokines, 

transcription factors such as TGF-β and signaling pathways such as TNF, PI3K/AKT 

and MAPK. Critically, this balance is disturbed in OA, with evidence of the thinking of 
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subchondral bone skeletal architecture and the formation of osteophytes (bony spurs) 

in the OA joint being characteristic features of OA [238].  

In the recent years, increased understanding of the coupling between osteoblast and 

osteoclast activity has helped to better understand the process of bone homeostasis 

and the pathological remodelling of bone in disorders such as OA. Bone remodelling 

starts in areas of bone loss, and bone formation starts only after osteoprogenitor cells 

expand. This expansion is initiated by osteoclasts which trigger the osteoprogenitor 

reservoir to the proximity of the bone formation sites. These processes are regulated 

by many molecular events which are beyond the aim of this thesis. In brief, after 

osteoclasts resorb existing bone, a monolayer of progenitor reversal cells covers the 

area, the cells close to osteoclasts will have a phenotype that produce MMPs and 

RANKL (pro-resorptive cells). When the osteoclasts develop into a pro-osteogenic 

phenotype, it losses this phenotype and converts into a phenotype close to osteoblasts 

carrying the osteoblast lineage RUNX family Transcription Factor 2 (Runx2), alkaline 

phosphatase and type 3 collagen [239]. This shift between the two phenotypes, the 

pro-resorptive to a pro-osteogenic phenotype prepare for bone formation and 

expansion of the pro-osteogenic phenotype. This process continues until a certain 

density is reached, after that osteoblast differentiation starts and bone formation 

continues [240].   

Under inflammatory condition such as OA, the subchondral bone will be regulated by 

damaged cartilage and the released catabolic enzymes. As a result, the different layers 

of the subchondral bone including the plate, the trabecular and the subarticular bone 

are affected, and bone remodelling starts leading to osteophyte formation and sclerosis 

[241].  Bone remodelling will be shifted towards bone resorption under the influence of 
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inflammatory mediators IL-1β, TNF- α, IL-6, glucocorticoids, histamine, and PGE-2 IL-

1β, TNF- α, which stimulate osteoblasts to secret macrophage colony stimulating 

factor(M-CSF) and MCP-1 that attracts the recruitment of pre-osteoclasts to the 

remodelling area. OPG protein will control this process by binding RANKL competing 

with RANK on the pre-osteoclasts, and by this inhibiting maturation of the osteoclasts. 

This process is coupled by osteoblast recruitment to the area for differentiation and 

bone formation under the control TGF-β1 secreted by osteoclasts [242].  Furthermore, 

another study indicated a role for AKT1/FOXO3a/Bim axis in controlling bone 

remodelling by promoting osteoblast bone formation.  This study showed that 

decreased AKT1 regulates increased osteoblasts mitochondrial apoptosis mediated 

by caspase 9, Bad and forkhead box class O (FOXOs) and decreased osteoblasts 

differentiation, by decreasing RANKL expression on osteoblasts leading to a decrease 

in osteoblast-mediated osteoclast maturation. [243-244].   

 

 

1.3.6 Synovitis and Synovial Chondrocyte Cross Talk 

Inflammation of the synovium (Synovitis) is one of the major causes of OA of the 

synovial joints. Synovitis was related to the severity of OA [245], and the concentration 

of the lubrican and the hyaluronic acid in the synovial fluid was affected by 

inflammation. Synovitis in early OA was evident histologically by the cellular 

proliferation and lymphocyte aggregation, it leads to the progression of OA [246] and 

modulates the release of pro-inflammatory mediators such as IL-1 β and TNF- α which 

affect other tissues nearby including articular cartilage and the subchondral bone. 
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Recently a study indicated the existence of a cross talk between the OA cartilage and 

the synovium. This study indicated that the pro-inflammatory cytokines present in the 

synovial fluid such as IL-1 β, TNF- α, IL-15 and IL-18 control the production of MMPs 

modulating cartilage degeneration. Using single cell sequencing a group of 12 

upstream regulators of cytokines and growth factors that were expressed by 

synoviocytes and found in the synovial fluid were found to regulate OA cartilage 

phenotype changes. The study suggests that synovial cells regulate cartilage 

degradation in OA [247].  Furthermore, the extent of synovitis was shown to be 

reflected on the degree of pain in the joints of different OA patients [248].  This was 

suggested to be related to the high number of macrophages in the OA synovium [249].  

Macrophages in the OA synovium were of two types M1 and M2, M1 exerts a catabolic 

effect on the cartilage by down regulating collagen type II and aggrecan synthesis and 

upregulating MMPs-1,3 and 9 [250], while M2 was found to have a protective effect 

modulating the release of anti-inflammatory cytokines IL-4 and IL-10. [251].  These 

differences at the single cell level were previously mentioned under the crosstalk 

between OA synovium and articular chondrocytes [252]. Anti-inflammatory drugs 

evaluated in clinical trials such as anti-TNF mAbs and IL-1 β antagonists have been 

found to be largely ineffective in OA compared to RA [248]. This may be related to the 

heterogenicity of the inflammatory cellular players in initiating synovitis in OA patients. 

Better understanding of the cellular and molecular changes leading to synovitis will 

lead to improvement of pharmacological therapies for the treatment of OA.  
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1.3.7 Signaling Pathways and Effective Genes 

Accumulating evidence indicate the role for the following signaling pathways in the 

pathogenesis of OA Wnt/β-catenin, Hedgehog, TNF family of signaling pathways, 

MAPK-ERK and JNK [172], PI3K/AKT, JAK/STAT [175] and HIF-1 signalling [253].  In 

addition to growth factors such as TGF- β, Wnt3 α, Indian Hedgehog, and signaling 

mol Smad3, β-catenin, HIF-2 α and Runx2 [254]. VEGFA, MYC and CXCL12 were 

amongst the upregulated genes in relation to knee OA [253]. The non-coding RNAs 

including miRNAs and lncRNAs related to OA include those related to knee OA such 

as miR-101, miR-181a, miR-29, miR-9 and miR-221 [253]. Other miRNAs were 

reported in OA joints include, miR-150-5p [191], miR-486-5p [168], miR-363-3p [153], 

miR-455-3p [169], miR-145, miR-146a [93] and many others. The following lncRNAs 

were found to be related to OA including H19, DANCR, MEG3, MALAT1 and HOTAIR 

[186]. Better understanding of the molecular events underlying the pathogenesis of OA 

including the signalling pathways and genes related to these pathways may contribute 

to an in-depth recognition of the pathological processes leading to OA. In addition, this 

knowledge will lead to the identification of different OA phenotypes enabling the 

development of specialised therapeutics.  

 

 

1.3.8 Thesis Hypothesis 

To further investigate the role of lncRNAs and in particular MALAT1 lncRNA in OA, the 

hypothesis for this thesis project was that lncRNAs are key regulators in mediating joint 
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inflammation by impacting on the inflammatory phenotype of the cells in the OA joint, 

namely chondrocytes from the articular cartilage, osteoblasts from the subchondral 

bone and synovial fibroblasts from the synovial membrane. For this purpose, the 

lncRNA MALAT1, will be further studied in areas including the tissues of the OA joint 

in different patient cohorts including bone, synovium, adipose and cartilage expression 

in patients with knee, hip, and hand OA of varying BMI and gender, correlation of the 

expression of MALAT1 to inflammatory cytokines in synovial fluid and serum. In 

addition, determining the functional role of MALAT1 in the cells of the OA joint including 

chondrocytes, fibroblasts and osteoblasts and the expression and secretion of 

inflammatory genes in the three OA cellular elements. 
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CHAPTER 2 

 Material and Methods 
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2.1 Ethical Approval and Patient’s Recruitment 

UK National Research Ethics Committee (NRES 16/SS/0172) at the University of 

Birmingham approved ethical guidelines to be followed in collecting samples recruited 

for this study.  Participants for this project were patients with OA undergoing elective 

joint replacement surgery for OA in different joints including both weightbearing joints 

such as hip, knee and toe joints and the non-weight bearing joints including hand, wrist, 

and shoulder joints. Normal (non-OA diseased) controls were patients undergoing total 

joint replacement for a fracture to the neck-of-femur (NOF) undergoing arthroplasty. 

Patients were recruited from two hospitals in the UK: The Royal Orthopaedic Hospital 

at Birmingham, and The Russell’s Hall Hospital at Dudley. Participating volunteers 

were informed about the study’s regulation and signed a written consent upon approval 

before sample collection. Prior to surgery and sample collection, patient’s history was 

thoroughly documented. OA confirmation, osteophytes formation, hand OA, and the 

exitance of any exclusion criteria that may be a secondary cause of OA was confirmed 

with X-ray.  Presence of certain diseases, joint injuries, and or any recent (2 weeks 

prior to surgery) anti-inflammatory medications such as NSAIDS or corticosteroid 

injections were exclusion criteria. Excluded diseases included diseases of the 

congenital stage and childhood like congenital hip dislocation, irregularities in the blood 

supply causing avascular necrosis in Perthes disease of childhood. Conditions of the 

growing stage of the bone at teens or before like, Slipped capital femoral epiphysis, 

old bone fractures like NOF and acetabular fractures. Ligament injuries such as 

Malalignment syndrome affecting both femoral and tibial ligaments, or Patella 

malalignment syndrome affecting the patellofemoral articulation. Cancer cases or 

patients with inflammatory diseases using immunosuppressive or steroidal drugs were 
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excluded from this study too. Demographic patient’s characteristics (age and gender), 

blood pressure, presence of pain, other diseases, and medication used, were 

collected. Anthropometric parameters included weight in kg, height in cm, BMI kg/m2 

[weight/height]2, waist to hip ratio [W:H], and the percentage of body fat, were 

measured. OA severity was assessed radiographically using the Kellgren Lawrence 

scale (KL), and joint space width measurement by joint space narrowing scores (JSN).  

 

 

 

2.2 Sample Collection 

All samples were collected following a standard procedure to insure consistency.  

OA patients between 26 to 84 years old, of different cohorts and from different joints in 

the body were recruited for this study. Samples were collected from normal weight 

(NW) with BMI 18-24.9 kg, obese (OB) with BMI 25-29.9 kg, and overweight (OW) 

patients having BMI of 30+ kg.  

 

 

2.2.1 Blood and Synovial Fluid 

Prior to joint sample collection, blood samples (10 mL) were collected via 

venepuncture, and pre-operatively synovial fluid (0.5 mL – 2 mL) was aspirated from 

the joint. The blood samples were centrifuged at 3000 rpm for 10 min, serum was 
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separated and was aliquoted into 1mL cryovials.  Serum and synovial fluid were snap-

frozen in liquid nitrogen and stored at -80 oC for further use. 

 

 

2.2.2 Tissue Biopsies 

86 tissue biopsies were collected from different parts of joints (Table 2.1, 9.1) including 

whole femoral head in case of hip OA patients and synovium. The synovium was 

divided into two parts, one part was snap frozen to generate primary synovial fibroblast, 

and the other part was used to seed a culture flask and cultivate synovial fibroblasts. 

The articular cartilage on the femoral head was divided into two parts, one part was 

snap frozen and the other part was used to prepare a homogenised solution in a 

process for generating primary chondrocytes. From knee OA patients the synovium, 

the tibial-plateau, the femoral- condyle and the fossa were collected for generating 

fibroblasts and osteoblasts. From the hand, foot, toe and spine tiny pieces of bone, 

and synovium were collected.   
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A.                                 B.                            C. 
 

                  
 

 
 

Figure. 2.1 Cartilage and bone biopsies. Three different biopsies from an OA Knee with the femoral 
condylum showing a clear cartilage degradation on the left side (A). Bone biopsy from a hand OA joint 
(B), head of femur Joint showing the degraded cartilage (C). 

 

 

Table 2.1 Total number of samples obtained of OA joints from different 

anatomical sites, used in this thesis project 

Joint Synovium Cartilage Bone TOTAL 

Hip 

Knee 

12 

4 

7 

14 

22 

10 

41 

28 

Hand 3 - 3 6 

Wrist 1 - 2 3 

Toe - - 1 1 

Foot - - 6 6 

Spine - - 1 1 

TOTAL 20 21 45 86 
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2.3 Human Primary Cell Culture 

Human primary cell culture was prepared from fresh joint tissue samples from archival 

cryopreserved primary cells from Dr. Simon W Jones cell bank, University of 

Birmingham, UK. Growth media specific to the particular cell type (fibroblasts, 

chondrocytes, or osteoblasts) were prepared and optimised for culturing of human 

primary cells depending on the cell type of the culture, and the purpose for the media 

whether growth, differentiation, or stimulation.  All cell culture techniques were done in 

a class II safety cabinet under sterile conditions. 

 

 

2.3.1 Media for Human Primary Cell Culture 

2.3.1.1 Synovial Fibroblast Growth Media 

Synovial fibroblast growth media contains optimal supplements for the growth of the 

fibroblasts. Roswell Park Memorial Institute- 1640 media (RPMI 1640, Sigma Life 

Sciences UK) basal media was supplemented with 10 % Fetal Bovine Serum (FBS) 

(LOT 42F4487K Gibco, UK) 100 U/mL Penicillin, 100 ug/mL Streptomycin, 1 % MEM 

Non-essential amino acids, 1 % Sodium Pyruvate (Sigma, UK), L-glutamine (2 mM) 

(Gibco Life Technologies).  
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2.3.1.2 Chondrocyte Growth Media 

Chondrocyte growth media was prepared by supplementing Dulbecco’s Modified 

Eagle Medium – High Glucose (DMEM) (Sigma Life Sciences UK) basal media with 

10 % FBS, 100U/mL Penicillin, 100 ug/mL Streptomycin, 1 % MEM Non-essential 

amino acids, 1 % Sodium Pyruvate (Sigma, UK), L-glutamine (2 mM Gibco Life 

Technologies).  

 

 

2.3.1.3 Osteoblast Differentiation Media 

Osteoblast differentiation media contains, Dulbecco’s Modified Eagle Medium – High 

Glucose (DMEM) (Sigma, UK) supplemented with 10 % FBS, 100 U/mL Penicillin, 100 

ug/mL Streptomycin, 1 % MEM Non-essential amino acids, 1 % Sodium Pyruvate 

(Sigma, UK), L-glutamine (2 mM Gibco Life Technologies), 2 mM β-glycerophosphate 

disodium salt hydrate (G5422 Sigma, USA), 50 ug/mL L-Ascorbic acid (A8960 Sigma, 

Japan) and 10 nM Dexamethasone (D-2915 Sigma, USA). 

 

 

2.3.1.4 Primary Cells Stimulation Media 

When stimulating cells with different cytokines all the primary cells, (i.e., synovial 

fibroblasts, chondrocytes, and osteoblasts) the same growth media specific for the 
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specific type of the cell was used except for the 10 % FBS which was replaced with 

0.1 % FBS.  

 

 

2.3.2 Primary Cell culture techniques 

2.3.2.1 Isolation and Culture of Primary Cells from Fresh Tissues 

Fresh tissues of synovium, bone and cartilage biopsies were collected from patients 

undergoing surgery. 

 

 

2.3.2.1.1 Synovial Fibroblasts  

The synovial tissue biopsy was divided into portions, one portion weighing 

approximately 10 gm was wrapped in sliver foil sheet and snap-frozen in liquid nitrogen 

and stored either at either -80 oC or under liquid nitrogen if for long-term storage. 

Another portion of the synovial tissue biopsy was minced (using a sterile scalpel) into 

small pieces measuring approximately 1 mm3.  Approximately 8 small pieces were 

placed into a T25 tissue culture flask containing 6 mL fresh synovial fibroblast growth 

media (section 2.3.1.1). Flasks were incubated at 37 oC in a humidified atmosphere 

containing 5 % CO2.  
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A.     B.     C. 

 

 

 

Figure 2.2 Primary Synovial fibroblast growth in a T25 culture flask containing fibroblast growth 
media. 1 week after seeding (A), 3 weeks after seeding (B) and more than 85% confluency (C). Images 
taken with 10X objective. 

 

 

2.3.2.1.2 Chondrocytes  

Primary human chondrocytes are isolated from the fresh full-thickness articular 

cartilage, which was excised from the subchondral bone tissue using a scalpel. The 

excised cartilage was then cut into small pieces measuring 1mm3. The cartilage pieces 

were then digested in 2 mg/mL collagenase type 1A enzyme from Clostridium 

Histolyticum bacteria (Sigma Life Sciences UK) for 4 hr at 37 oC on a rotator until it 

was fully homogenised. The homogenate was strained with a 70 µm cell strainer and 

centrifuged for 5 min at 400 xg to pellet the isolated chondrocytes. The chondrocyte 
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pellet was washed in chondrocytes growth media (section 2.3.1.2), placed in a T25 

tissue culture flask containing 6mL fresh chondrocytes growth media, and incubated 

at 37 oC in a humidified atmosphere containing 5 % CO2. Primary human chondrocytes 

were prepared also from retrieved cryopreserved cells that have been thawed (section 

2.3.4). 

 

 

 

Figure 2.3 Primary chondrocytes growth from articular cartilage in a T25 culture flask containing 
chondrocytes growth media, 2 weeks after seeding, 10x objective. 

 

 

2.3.2.1.3 Osteoblasts  

Primary cell osteoblasts were obtained from subchondral bone tissue. The bone tissue 

was cut with a bone Friedman Rongeur tool (Integra Life Sciences, USA) into small 

chips sized approximately 3 mm3. The chips were placed in a universal falcon tube 

containing osteoblast growth media (section 2.3.1.3) and washed for three times in  
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order to remove attached debris like blood and fat. Between 3-5 chips were placed in 

a T75 culture flask, containing 12 mL osteoblast differentiation media, and were 

incubated at 37 oC in a humidified atmosphere containing 5 % CO2.  

 

 

 

         A.        B. 

 

 

Figure 2.4 Primary Osteoblasts growth from subchondral bone in a T75 culture flask containing 
osteoblast differentiation media, after 2 weeks, showing early osteoblasts emerging from a bone chip 
and (A) and at more than 85% confluency (B), 10x objective. 
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2.3.3 Feeding, Splitting and Preserving cells 

According to the Standard Operating Procedure Guidelines for synovial fibroblast Cell 

Culture (SOP) (Rheumatology Group Version 4 Nov 2006), cultured primary cells were 

feed every week or when the color of the media changed. Primary chondrocytes and 

osteoblasts were left for 5 days after seeding without changing the media, then the 

media was changed every 4 days. Generally, for all the cell lines flasks reaching cell 

confluency of 70-80 % were trypsinised with [2X] Trypsin-EDTA solution diluted 1:4 in 

Phosphate Buffered Saline (PBS) (Sigma, UK). At (P0) cells were cryo-preserved in 

freezing medium containing complete growth medium with 10 % Dimethyl Sulfoxide 

(DMSO) (Sigma UK) and split for expansion at (P2) at a rat of 1:3 depending on the 

growth rate of the cell line. At (P2-3) cells were used for experiments. 

 

 

2.3.4 Retrieving Cryopreserved Primary Cells 

All cell lines were recovered from liquid nitrogen by a fast-defrosting technique. Human 

primary fibroblasts and osteoblasts were cryopreserved at (P0).  De-differentiated 

chondrocytes were cryopreserved at (P2) taking in consideration that de-differentiated 

chondrocytes lose the expression of collagen type II during prolonged cultivation.  
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2.4 Cytokine and Adipokine Simulation of Primary Cells 

In order to mimic the in-vivo inflammatory processes, recombinant proteins including 

proinflammatory cytokines/adipokines IL-1β, & TNF-α, visfatin, and leptin were used 

to induce an inflammatory condition in-vitro (Table 2.2). Cultured primary cells 

(fibroblasts, chondrocytes, and osteoblasts) reaching 70-80 % confluent, were used 

for cytokine/adipokine stimulation.    

 

 

Table 2.2 Recombinant Proteins  

Rec. 
Protein 

Source Concentration Sequence Catalogue 
No./Company 

 

L1β 

 

E. Coli 

 

1ng/mL 

 

Unknown (153 aa 
residues) 

 

19401-5UG/Sigma 

TNF-α E. Coli 10ng/mL 115 (aa N-terminal 
methionine) 

GFH111/Cambridge 
Bioscience 

Leptin E. Coli 100ng/mL Full length (aa 1-
146) 

GFH37-1000/ 
Cambridge 
Bioscience 

Visfatin E. Coli 500ng/mL Full length (aa 1-
491) and N-terminal 
His-Tag 

4907-50/ Cambridge 
Bioscience 

Rec. Protein = Recombinant protein. 
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2.4.1 Cytokine and Adipokine Optimization  

60 x 103 trypsinised cells were seeded into each well of a 48 well plate (CLS3370 

Corning® Merck, UK) in the relevant growth media (depending on the type of the cell) 

and incubated at 37o C in an atmosphere of 5 % CO2
 for 24 hr prior to stimulation with 

cytokine or adipokine to allow for cell adherence. After 24 hr the media was removed 

and the cells were washed with PBS, and the media was replaced with stimulation 

media. Recombinant proteins of different concentration were diluted with the relevant 

primary cells’ stimulation media and added to the cells (Table 2.3.) Plates were 

incubated at 37o C in 5 % CO2
 atmosphere for different time slots of 2,4,6, and 24 hr. 

After each time slot, cell supernatant was collected and stored at -80 oC for further 

analysis, and the cells lysed for RNA extraction. According to the outcome of the 

different time slots examined, stimulation at 6 and 24 hr was selected for all the 

stimulation studies needed for this study. 

 

 

2.5 Gene Expression Analysis 

2.5.1 RNA Extraction  

Cell lysis and RNA extraction was performed under standardized cell culture Class II 

cabinet and continued under laboratory fume cupboard. In order to ensure a pure RNA 

extraction without any contamination and to reduce the risk of RNA degradation 

specific procedures were followed each time. All surfaces on which RNA extraction to 

be carried on must be cleaned with a nuclease free reagent (RNaseZap®, Sigma, 
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USA), a set of calibrated pipettes was used only for RNA extraction procedures, and 

Eppendorf DNase or RNase microcentrifuge tubes (Eppendorf LoBind® tubes, UK) 

were used.  RNA was extracted from frozen joint tissues and cells according to different 

experiments. The different techniques for tissue or cell’s preparation for RNA extraction 

is detailed in the following sections. 

 

 

2.5.1.1 Tissue RNA extraction 

Tissues were prepared for total RNA extraction from snap-frozen OA subchondral 

bone by pulverising the frozen tissues into a fine powder and then using the standard 

TRizol® (Invitrogen-ThermoFisher, UK) RNA extraction method (Table 2.3).  
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Table 2.3. RNA Extraction using TRizol® 

 
Steps 

 

 
Reagents 

 
Company 

 

Homogenization 

 

1mLTRizo® / 100mg tissue 

 

Ambion Life 

Technologies 

Phase- Separation Phase- Separation Sigma Life Science, USA 

Precipitation 1.500µL Isopropanol 
/1mL TRizol® 
 
2. 2 µL Blue glycogen 
 

1.Sigma Life 
Science, USA 
 
2. Invitrogen 
ThermoFisher 

Washing 1mL 75% ethanol/1mL TRizol® VWR, BDH Chemicals, 

France 

Resuspension 30-50 µL RNA’se-free water Qiagen, UK 

  

 

 

In this project 17 frozen subchondral bone tissues were collected from different joints 

including 8 knee, and 9 hip OA patients undergoing joint replacement surgery and were 

snap-frozen in liquid nitrogen and stored at -80 oC. For pulverisation, a Freezer Mill 

(Spex Sample Prep 6770 freezer mill, Stanmore, UK) was used. Briefly, the tank of the 

mill was filled to the label with liquid nitrogen and the frozen OA bone tissue pieces 

were placed in the cryotubes (Cryo Tubes® Merck, UK) and loaded into the mill. The 

tissue was pulverised into a fine powder after a 1 min pre-cooling and a 50sec cycle of 

15 counts per second. Following the manufacturer’s TRizol® RNA extraction protocol, 

for each 100 mg of powder, 1 mL of TRizol® was added into a 1.5 mL Eppendorf tube. 

Homogenization was facilitated by pipetting up and down for several times. The 



 61 

general steps and reagents used for RNA extraction with TRizol® is detailed in Table 

4. For the homogenization stage 100 mg of OA tissue powder was incubated with 1 

mL TRizol® for 5 min at room temperature (RT), Chloroform was then added to the 

homogenate and centrifuged at10, 000 xg for 30 min at 4 oC. The aqueous phase was 

placed in a new tube and total RNA precipitated by adding 100 % isopropanol in 

addition to 2 µl of glycogen (15 mg/mL) in order to aid visualize of the RNA pellet upon 

subsequent steps. After overnight incubation at -20 oC in order to maximize RNA 

precipitation, the tube with the isopropanol suspended RNA was centrifuged at 10,000 

xg for 10 min. at 4 0 C. The supernatant was carefully discarded, and the RNA pellet 

was washed with 1 mL of 75 % Ethanol. The RNA samples were centrifuged again at 

8000 xg for 5 min. at 4 0C, and the supernatant was discarded. RNA pellets were dried 

in a vacuum desiccator jar (DN150 DURAN, DWK Life Sciences) for approximately 20 

min, and then re-suspended in 30-50 µl nuclease-free water.  

 

 

2.5.1.2 RNA Extraction from Primary Cells 

RNA was extracted from primary cells (fibroblasts, chondrocytes, and osteoblasts) 

using Rneasy mini columns kit (Qiagen, UK). To lyse the primary cultured cells a 70-

80 % confluent primary cell culture flask was prepared for RNA extraction by removing 

the culture media and freezing it at -20 oC or at -80 oC for long term storage and 

subsequent protein analysis of secreted proteins. 350 µL/ well RLT buffer (Qiagen, 

UK) was added to each well in a 48 well plate, left for 5-10 min for the cells to lyse. 

The wells were scraped with a pipette tip to encourage cell lysis, and the cell lysates 
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were harvested in RNase free microcentrifuge tubes and RNA was extracted according 

to the manufacturer’s protocol. Extracted RNA was suspended in 30-50 µL nuclease-

free water.  

 

 

2.5.1.3 RNA Quantification 

Total RNA extracted was quantified by using Nano-Drop 2000 Spectrophotometer 

(ThermoFisher Scientific, USA). RNA concentration was measured at two different 

absorbance: 260 nm and 280 nm. 260/280 Ratios of 1.7 - 2 were regarded suitable for 

further gene analysis.  

 

 

2.5.2 qRT-PCR 

The relative expression of selected novel lncRNAs and specific mRNA were measured 

by Quantitative reverse transcriptase polymerase chain reaction (qRT-PCR) 

technique. Total RNA extracted from tissues or cells was further purified from any 

traces of DNA contamination using RNase-Free DNase kit (CAT No. 79254 Qiagen), 

In brief, and following the manufacturer’s protocol any remining DNA was digested 

during the RNA extraction with reagents optimised for on-column DNA digestion 

including DNase 1 enzyme (1500 Kunits units) and RDD buffer, which were used for 

15 min at 20-30 0C. A negative control, template free RNA was run for each primer 
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(Table 2.4) and primers were normalised to a housekeeping gene 18S (human, 

ThermoFisher Live Technologies). All the reactions were run separately in triplicates 

to ensure a statistically reliable result. The qRT-PCR reactions were performed using 

two detection chemistry SYBR Green qRT-PCR reagents (Bio-Rad), and TaqMan 

(ThermoFisher, UK). For the SYBR green chemistry, iTaq universal SYBR green one-

step kit was used (Bio-Rad, UK).  
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Table 2.4 qRT-PCR Primer Sequence Details 

Gene 
Symbol 

Primer Sequences: 5`-3` Amplicon 
Length (bp) 

TM 

(oC) 

GC% 

LRCH3 F. GCAGCTCTAACTGACGGTGT 

R. AGAAATGTCTGTCCACTGTGCT 

164 F.60 

R.59 

F.55 

R.45 

LINC02289 F. GAAGCATTTCCCCTTCCCCT 

R. GCTGTACTCAGTCGAAGCGT 

164 F.59 

R.60 

F.55 

R.55 

PI4KB F. GGCCGGAGCAAGTTTTGAAG 

R. CCCTCTTGTCCCATGCCAAT 

225 F.60 

R.60 

F.55 

R.55 

PRPF8 F. AAAGCGGCCTCTTGTGTGAG 

R. TGCTGCCATTTTCGAGCTTTC 

157 F.60 

R.60 

F.55 

R.47 

PTGS2 F. GGCCATGGGGTGGACTTAAA 

R. ACCGTAGATGCTCAGGGACT 

181 F.59 

R.60 

F.55 

R.55 

NAIF1 F. ACCCTGACACAGATCCCCACA 

R. TGAGAGCAATGCGGCTCTTG 

175 F.62 

R.61 

F.57 

R.55 

RP9 F. GGGAGAAAGCAACTTGATGGA 

R. GCACCTACTTTGGGAAAACACT 

140 F.58 

R.59 

F.47 

R.45 

TNFSF12 F. AGCAGTGGTGGTATGGATGAAA 

R. ATGCCTGCTTCTCCCAAAGAAT 

202 F.60 

R.62 

F.55 

R.52 

 (F = Forward, R = Reverse) 

 

Briefly, using a thermal cycler (C1000 Touch Thermal Cycler, Bio-Rad) and a 384 well 

plate (Bio-Rad, UK) 5 µL per well of a mixture of reagents was used, containing 1 µL 

template RNA (5 ng/µL), 2.5 µL master mix (containing DNA polymerase, buffers and 
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normalization dyes), 0.1 µL each of forward and reverse primers (customized primers 

Merck Life Science UK Limited) 0.06 µL reverse transcriptase enzyme, and 1.24 µL 

RNA free water. For the TaqMan detection reagents, the 5 µL mixture per well contains 

1 µL template RNA (5 ng/µL), 2.5 µL master mix, 0.1 µL each of forward and reverse 

primers, 0.05 µL probe (validated probes ThermoFisher, UK), 0.06 µL reverse 

transcriptase enzyme, and 1.24 µL RNA free water. The run protocol included the 

following steps: in the first step Reverse Transcription run for one cycle of 10 min. at 

50 0C, the second step Polymerase Activation run for one cycle for 1 min. at 95 0C, 

and the third step included 40 cycles of denaturation and annealing, denaturation for 

10 sec. at 95 0C, and annealing for 30 sec. at 60 0C. All the relative expressions of 

genes were measured using the threshold cycles (CT), ∆CT formula:  

 

∆CT= CT (template gene)- CT (housekeeping gene) 

, and the relative fold gene expression was measured using the Livak-Scmittgen 

equation of 2-∆∆CT.  

∆∆CT = highest ∆CT (template)- ∆CT (template) 

 

 

2.5.3 LncRNA Primer Design 

Integrative Genomics Viewer (IGV) software (©2013-2018 Broad Institute University of 

California, USA) was used to assess the mapping quality of transcripts of the following 
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long non-coding RNA (lncRNA): RP11-367F23.2, RP11-863P13.3, LINC01616, RP11-

79H23.3, RP11-147L13.15, RP11-631N16.2, LINC01123, AF131217.1, MIR155HG, 

CARMN, LINC01021, MALAT1, RP11-362F19.1, AC068282.3, LINC01503, 

LINC01705, RP11-392O17.1, LINC00511, RP5-1086K13.1, MEG3. The sequencing 

mapping data from RNA sequences were analysed in reference to the human genome 

HG38, according to RNASeq: IGV Analysis Protocol v1, 2018, Mark J Pearson. (Figure 

2.5).  

 

 

 

Figure 2.5 IGV software mapping of Transcriptomic Sequences relative to Human   

 Genome HG38. 

 

 

The sequence of the whole transcript was first defined, including individual exons. 

Then by looking at the ncRNA, the nearest coding gene was defined. Finally, specific 

regions for the primer design were defined; the prices chromosomal location for the 

selected exon was taken.  Using the UCSC Table Browser 
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(http://genome.ucsc.edu/cgi-bin/hgTables), the specific sequence for the selected 

location was downloaded and primers for specific lncRNA were designed using Primer 

Express 3.0 software, (Applied Biosystems, ThermoFisher Scientific, UK). Designed 

primers were ordered from ThermoFisher, UK. For the customized primers, the Ref 

Seq for each primer was searched in the National Centre for Biotechnology Information 

(http://ncbi.nlm.nih.gov), a blast search was performed using the 

(blast.ncbi.nlm.nih.gov) site and primers were picked according to the location of the 

desired primer ensuring that it crossed an exon boundary. Selected primers were 

checked in the UCSC browser. Forward and reverse sequences were sent to (Merck 

Life Science UK Limited) to be synthesised.  

 

 

2.6 Enzyme-Linked Immunosorbent Assay 

Solid Phase Sandwich Enzyme-Linked Immunosorbent Assays (ELISA) of pre-

validated kits (DuoSet ELISA Development system R&D systems, USA) were used to 

measure the concentration of human target proteins in different primary cell 

supernatants (fibroblasts, chondrocytes, osteoblasts) stimulated with or without 

cytokines.  All antibodies used are tabulated in Table 2.5.  

 

 

 

http://genome.ucsc.edu/cgi-bin/hgTables
http://ncbi.nlm.nih.gov/
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Table 2.5 Antibodies used to Detect Human Target Proteins 

Target Full name Antibodies Company 

IL-6 Interleukin -6 Mouse anti-human 
IL-6 capture 
antibody, 
Biotinylated Goat 
Anti-Human IL-6 
detection antibody 

R&D systems USA 

OPG Osteoprotegerin Mouse anti-human 
OPG capture 
antibody, 
Biotinylated Goat 
Anti-Human OPG 
detection antibody 

R&D systems USA 

TRANCE/RANKL Tumor Necrosis 
Factor -related 
activation-induced 
cytokines/ 

Receptor activator 
of nuclear factor 
kappa-B Ligand 

Mouse anti-human 
TRANCE capture 
antibody, 
Biotinylated Goat 
Anti-Human 
TRANCE detection 
antibody 

R&D systems USA 

 

 

In brief, following the manufacturer’s protocol briefly, a 48 well microplate was coated 

with a capture (target specific) antibody overnight. Background antigens were blocked 

by adding 300 µL of Reagent Diluent (1 % Bovine Serum Albumin (BSA) in Phosphate 

Buffer Saline (PBS) to each well and incubating for 1 hr at RT. Diluted standards or 

samples were added to the wells, and this was sandwiched with incubation with 100 

µL of diluted secondary (detection) antibody horseradish-peroxidase (Streptavidin 

HRP) labelled for 2 hrs at RT. 100 µL of the substrate solution was added and 
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incubated away from direct light for 20 min. 50 µL of stop solution was added, and the 

microplate was read immediately, using a microplate reader (Synergy-2 Bio-Tek, 

Bedfordshire, UK)   set to OD450 nm and readings were corrected at OD550 nm . 

Unknown sample concentrations were extrapolated from a standard curve using 

GraphPad Prism Software v9 (GraphPad software, La Jolla, USA). 

 

 

2.7 Western Immunoblotting 

 Proteins in cell lysates were analysed by western blotting technique. In General, total 

proteins were isolated from cell lysates, and the concentration of the proteins in the 

cell lysates were determined. The samples and gels were prepared, and proteins were 

blotted in a Sodium dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-PAGE). 

Next, proteins on the gel were transferred onto a supporting membrane, the membrane 

was incubated with primary and secondary antibodies. The bands on the membrane 

were detected on the site of antigen antibody complex formation. Finally, the bands 

were visualized imaged, and analysed compared to an internal control. 

 

 

2.7.1 Protein Extraction from primary cells 

Protein extraction should be as quick as possible and performed on ice and using 

buffer containing a protease inhibitor cocktail to reduce the risk of protein degradation 
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during extraction.  Total proteins were isolated from cultured primary cells using 1 mL 

for (0.5-5 x 107) cells of RIPA (Merch Life Scientific UK, Limited) cell lysing buffer 

containing (50mM Tris-HCl, 150mM Sodium chloride, 1.0 % Igepal CA-630 (NP-40), 

0.5 % sodium deoxycholate, and 0.1 % sodium dodecyl sulfate), after 10 min cells 

were scraped and harvested in a microcentrifuge tube which was frozen at -80 oC for 

future use. 

 

 

2.7.2 Quantification of Total Protein Concentration in Cell Lysates  

Total proteins concentration in cell lysates prepared in RIPA (section 2.6.1) were 

calculated using a BCA protein assay (CAT No.23225 PierceTM BCA Protein Assay Kit 

ThermoFisher, UK) containing a detergent of   bicinchoninic acid (BCA) for a 

colorimetric total protein detection. Following the manufacturers protocol, total proteins 

were quantified against a serial dilution of standards of known protein concentration. 

 

 

2.7.3 Electrophoresis and Immunoblotting 

SDS-PAGE gel plates were prepared according to the amount of proteins available 

and were cast in a loading cassettes (Novex Mini Cell Electrophoresis Champers 

Invitrogen, UK) with 10 % separating gel containing: 10.0 mL Protogel, 12.5 mL ddH2O, 

7.5 mL (1.5M Tris HCL pH 8.8), 150 µL 10 % APS, 150 µL 20 % SDS, and 30 µL 
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Temed.  5 % of stacking gel was added on top of the set separating gel, containing: 

2.6 mL Protogel, 12.2 mL ddH2O, 5.0 mL (0.5M Tris HCL pH 6.5), 100 µL 10 % APS, 

100 µL 20 % SDS, and 20 µL Temed. 15 µg total proteins of known concentrations 

were equally prepared in a ratio of 3:1 by mixing with 4x Laemmli sample buffer (Bio-

Rad, USA) and was boiled at 100 0C for 10 min. The protein samples were loaded 

against a molecular weight marker (PageRulerTM Ladder, Thermo Scientific, Lithuania). 

Current of (150 V 50 mA) was applied to the electrophoresis cell for 1 hr. Proteins were 

then transferred to a methanol pre-activated polyvinylidene difluoride (PVDF Bio-Rad, 

UK) membrane for 1.5 hr. Total proteins were validated PVDF membranes were 

incubated in 25 mL blocking solution of 3-5% BSA in Tris-buffered saline (TBS-T) and 

0.1 % tween 20 (Sigma, USA) on a shaker for 1 hr at RT. The membrane next was 

incubated with optimized concentration of Rabbit primary antibody with a dilution of 

1:1000 overnight at 4 oC on a shaker. After washing in TBS-T, the membrane was 

incubated in the anti-rabbit secondary antibody linked to horseradish peroxidase of 1: 

5000 dilutions for 1 hr at RT on a shaker. Total proteins in the bands were detected 

using a sensitive enhanced chemiluminescent detection reagent ECL (AmershamTM 

ECL Prime Western Blotting Detection Reagent GE Healthcare UK, Limited), at a ratio 

of 1:1 for 3 min (section 2.6.2). Luminescence produced by the reaction was visualised 

and imaged by the ChemiDocTM MP imaging System (Bio-Rad, UK). Images were 

analysed and bands were quantified using the Image Lab software (Life Science 

Research Bio-Rad, UK). For accurate western plotting, the results obtained were 

normalized to β-Actin as an internal control (Invitrogen, UK).  
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2.8 Proliferation Assay 

To measure fibroblast cell proliferation rate, a colorimetric Di-Methazole Tetrazolium 

(3-(4,5dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)-2-(4-sulfophenyl)-2H-

tetrazolium) (MTS) reagent kit was used (CellTiter 96® Aqueous One Solution kit 

Promega, USA). In this method metabolically active viable cells reduces the 

tetrazolium reagent by the NAD(P)H- dependent dehydrogenase enzymes located in 

the mitochondria of viable cells, generating a fluorescent product (formazan) in the 

supernatant. Following the manufacturer’s protocol, cells were incubated with 20 µL of 

MTS reagent kit for 2 and 4 hr at 37 oC in 5 % CO2 atmosphere. Next, the optical 

absorbance was measured at 490 nm using a plate reader (Synergy HT bio-teck, 

NorthStar Scientific LTD).  

3-(4,5dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)-2-(4-sulfophenyl)-2H-

tetrazolium                            

                                     Reduction            

          NDPH        

                                                                  Coloured Formazan                                                                                            

Unknown concentrations were extrapolated from the MTS standard curve using Graph-

pad Prism v9 (GraphPad software, La Jolla, USA).  
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2.9 MALAT1 Knockdown 

To study the function of MALAT1 in the regulation of the genes responsible for protein 

expressions during inflammatory processes in OA, loss of function (LOF) approach 

was used. Small interfering RNA (siRNA) was used to transfect cells using a lipid 

delivering system to knockdown MALAT1. DNA-lipid complexes were prepared 

according to the manufacturer’s instructions using lipids Lipofectamine 2000, 3000, 

and TransIT-X2® in a serum-free medium Opti-MEM (Gibco ThermoFisher, UK), Small 

interfering RNA (siRNA) were diluted in Opti-MEM. siRNA used for this project included 

non-targeted negative control (NTC) antisense LNA GapmeR standard negative 

control (LG00195873-DDA GeneGlobe Qiagen, UK), Human MALAT1 antisense 

Locked Nucleic Acid (LNA) GapmeR invitro premium (catalogue Design ID: 313359-9 

GeneGlobe Qiagen, UK).  DNA lipid complexes were added to the cells according to 

the lipid used, and the plate was incubated at 37 0C in a humidified atmosphere 

containing 5 % CO2 for 24 hr. After the 24-hr transfection some cells were stimulated 

with IL-1β (1ng/ml) and incubated for an additional 4 hr at 37 0C in a humidified 

atmosphere containing 5 % CO2, and some cells were left unstimulated. The 

percentage of MALAT1-KD gene expression was calculated from the following two 

formulas: 

 

1- % MALAT1-KD relative to NTC = (100/ RE NTC) x RE MALAT1 

Relative Expression (RE) 2^-∆CT  

 

2- % MALAT1-KD = 100 – (% MALAT1-KD relative to NTC) 
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2.10 RNA Sequencing 

The transcriptomes quality was checked using Lexogen QuantSeq (Lexogen GmbH, 

Vienna Austria). RNA integrity was determined using Agilent Bioanalyser (California, 

USA) and   RIN of  7 were selected to run the QuantSeq FWD kit protocol. 3` mRNA-

Seq Illumina compatible libraries of sequences at the 3`polyadenylated reflecting the 

mRNA sequence were prepared. Using the next-generation sequencing (NGS) high-

throughput, single reads of 76bp long were prepared. DeSeq2 bioinformatic software 

(Bioconductor, Open-source Software for Bioinformatics 2003-2021) was used to 

analyse the differential expression of different genes.  

 

 

2.11 IPA Analysis 

RNASeq were interpreted using Ingenuity Pathway Analysis software (IPA Qiagen, 

UK). Different pathways that were impacted by MALAT1-KD were analysed and 

upstream regulators and downstream effecters were predicted. Important control 

targets that may lead to therapeutic intervention were identified. The most common 

cellular processes and functions were highlighted and the pathological diseases in 

which these processes may contribute to were listed. Networks connecting important 

proteins in this study were determined. The connection between these networks and 

the pathological networks were established looking for possible causes related to OA 

initiation and progression. Differential expressed genes (fold change of ± >1.5, p < 

0.05) were amended for further analysis. 
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2.12 Osteoblast Functional Studies 

OA osteoblasts formation and differentiation were studied by analysing the 

metabolomics of the cultured osteoblasts. Mineralization i.e., calcium deposits in 

osteoblasts was detected by staining with Alizarin Red stain (AZR) (C14H7NAO7S) 

(CAT 130-22-3 Sigma, UK) and matrix maturation analysed by Alkaline Phosphatase 

Activity Assay (ALP). ALP is a liquid substrate containing p-Nitrophenyl phosphate (p-

NPP) obtained from (Phosphatase, Alkaline, human placenta - CAT 524604 EMD 

Millipore Corp, USA) catalysis the following reaction: 

p-NPP (C6H4NNa2O6P) + H2O                                    p-nitrophenol (C6H5NO3) + Pi 

 producing a colourful product which can be measured. The expression of proteins 

secreted during matrix proliferation including OPG, RANK/RANKL, were detected 

using ELISA of the supernatant of the MALAT1-KD osteoblasts. Primary osteoblasts 

used for these experiments were obtained from three OA osteoblasts including an OB 

hand, OB wrist and OB foot. All experiments were run independently and repeated 

three times. 

 

 

2.12.1    Osteoblasts Mineralization Alizarin Red Staining  

6 x104 per well OA osteoblasts were seeded in a 24 well plate in an osteoblast 

differentiation media (section 2.3.1.3) and cultured at 37 oC in 5 % CO2 atmosphere for 

21 days. The media was changed twice a week, and cell supernatants were collected 
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and frozen at -80 oC for different protein analysis in future. Osteoblasts were 

transfected with MALAT1 LNAs (section 2.9.2) twice a week, RNA extracted and 

MALAT1-KD was validated with qRT-PCR (section 2.8.1, 2.8.2). At day 21 osteoblast’s 

differentiation was studied by the degree of mineralization produced at different nodes 

formed. The mineralized nodes were stained using alizarin red solution (0.5% AZR in 

1% ammonia hydroxide at pH 4.5). Plates were incubated for 10 min at RT, and cells 

were washed with PBS. The reaction was stopped by incubating the osteoblasts in 

10% cetyl pyridinium chloride (C21H38CIN *H2O) (CAT 204-593-9 Merck Life sciences 

UK Limited) for 10 min. In order to quantify the osteoblast mineralization, the 

supernatant was collected, diluted 1:10 with 10% cetyl pyridinium chloride and 

absorbance was read at OD550 nm on a microplate reader. (Synergy-2 Bio-Tek, 

Bedfordshire, UK). Unknown sample concentrations were extrapolated from a 

standard curve using GraphPad Prism Software v9.0 (GraphPad software, La Jolla, 

USA). 

 

 

2.12.2     Alkaline Phosphatase Activity Assay 

ALP activity in MALAT1-KD primary osteoblasts were assayed at day 21 by lysing the 

osteoblasts in RIPA buffer diluted (1:5 with 1mM MgCl2 and H2O). Osteoblast lysates 

were diluted (1:5 in 1mM MgCl2) and combined with diluted ALP to (100Units/mL in 

1mM MgCl2) and incubated at 37 oC in 5 % CO2 atmosphere for 15 min.  20µL of 0.1N 

NAOH was added to each well in the plate to stop the reaction. Standards with known 

ALP concentration of 0.3Units/mL in 1mM MgCl2 were serially diluted 1:2 or serial 
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dilution 1:2 of RIPA (+ 1mM MgCl2) were used to detect unknown ALP sample’s 

concentration. The absorbance was read at OD405 nm on a microplate reader 

(Synergy-2 Bio-Tek, Bedfordshire, UK). The unknown sample concentrations were 

extrapolated from a standard curve using GraphPad Prism Software v9.0 (GraphPad 

software, La Jolla, USA). 

 

 

2.12.3     OPG, RANK/RANKL Detection 

6 x104 per well OA osteoblasts were seeded in a 24 well plate in an osteoblast 

differentiation media (section 2.3.1.3) and cultured at 37 oC in 5 % CO2 atmosphere for 

21 days. The media was changed twice a week, and cell supernatants that were 

secreted during primary osteoblast differentiation, were collected to detect OPG 

(Human OPG/TNFRSF11B CAT No. DY805 R&D Systems, USA), RANK/RANKL 

(Human TRANCE/RANKL/TNFSF11 CAT No. DY626 R&D Systems, USA) proteins 

using ELISA approach (section 2.5). The activity of MALAT1KD in osteoblasts 

expressing OPG was analysed by collecting cell supernatant after a short period of 24 

hr of osteoblast MALAT1-KD and at longer periods of 4,7,10,14,17, and 22 days. Anti- 

human OPG was incubated with osteoblast’s cell culture supernatant in a sandwich 

ELISA according to the manufacturers protocol. A seven-point standard curve was 

generated from recombinant human OPG standard starting from 4000 pg/mL. 

Unknown sample OPG concentrations were extrapolated from the standard curve 

using GraphPad Prism v9.0 software (GraphPad software, La Jolla, USA). 
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2.13 Data Handling and Statistical Analysis 

All data in this study were analysed by GraphPad Prism Software v9.0 (GraphPad 

software, La Jolla, USA). The protocol through which I followed in analysing the data 

was as follows: Data sets were first checked for normal Gaussian distribution using 

one of the following normality tests D’Agostino-Pearson omnibus, Shapiro-Wilk, and 

Kolmogorov-Smirnov normality test with Dallal-Wilkinson-Lilliefor P value. Descriptive 

data analysis was done by calculating the mean, standard deviation, and standard 

error of mean (SEM). All data in this study were tabulated as ± SEM. For comparing 

two parametric data unpaired t test was used, and Mann-Witney U test for comparing 

the non-parametric data. For data sets containing more than two groups an ordinary 

one-way analysis of variance (ANOVA) was used to analyse the difference between 

the groups and for comparing the means of preselected pairs, a post hock Bonferroni 

test was used. A two-way ANOVA was used for analysing data sets having more than 

one independent categorical variables, and Bonferroni post hock test was used to rule 

out type one error when comparing groups. To study the correlation of two variables 

simple linear regression Person correlation was used. The confidence level for all the 

statistics used in this study was >95 %, with statistically significance test having p value 

of <0.05. 
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CHAPTER 3 

 LncRNA Profile in OA Synovial Fibroblasts 
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3. Expression Analysis of LncRNAs in OA Patient Synovial Fibroblasts  

3.1 Background 

The fast-growing knowledge in the area of ncRNA has led to the implication of their 

role in the initiation and/ or progression of OA. Many researchers have shown a role 

for lncRNA in the epigenetic regulation of different genes that contribute to the 

pathogenesis of many diseases including OA. Given the role of inflammation in OA, 

understanding the functional role of lncRNAs and epigenetic regulation of the cellular 

inflammatory responses have become an important area of research. Currently, it is 

established that both factors: inflammation and ncRNA epigenetic regulation of gene 

expression contribute to the development of OA [255,256].  In general, both types of 

the regulatory ncRNAs: small and long ncRNAs were found to regulate inflammatory 

responses in cartilage [257,258].  Molecular mechanisms such as epigenetic 

regulations of gene expression by lncRNA of chondrocytes and inflammatory 

mediators, has been intensely studied over the last 15 years [255,256].  

Inflammatory mediators released as a consequence to cartilage degradation may be 

regulated by lncRNA. Examples of some lncRNAs that drive the production of 

cytokines during the inflammatory reactions in OA cartilage include PACER, CILinc01, 

CILinc02 [257], HOTAIR, GAS5, PMS2L2, RP11-445H22.4, H19, AND CTD-

2574D22.4 [256]. However, the mechanism of action of these lncRNAs in the initiation 

or progression of OA is not clear yet. To investigate the potential role of lncRNAs in 

mediating OA joint inflammation in this study we examined the expression of a panel 

of 20 lncRNAs that our group had previously identified by RNASeq in synovial 

fibroblasts in a cohort of patients with hip OA [198].  
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The expression of the lncRNAs were evaluated by examining their genomic location 

and FPKM (Fragments Per Kilobase of transcript per Million mapped reads) using 

Integrated Genome Viewer, and by confirming their expression by qRT-PCR in 

synovial fibroblasts from hip OA patients who were either OB (inflammatory) or of NW 

(less inflammatory). The 20 lncRNAs selected were:  AC068282.3, MALAT1, RP11-

362F19.1, LINC01123, AF131217.1, CARMN, MIR155HG, LINC01503, LINC01705, 

RP11-392O17.1, LINC00511, RP5-1086K13.1, MEG3, LINC01021, RP11-631N16.2, 

RP11-367F23.2, RP11-863P13.3, LINC01616, RP11-79H23.3, RP11-147L13.15.  

 

 

3.2 Methods 

The mapping quality of the novel lncRNA was analysed using the FPKM for each 

lncRNA and the genomic location was used to determine the nearest upstream and 

downstream protein coding genes in order to predict a possible regulatory mechanism 

of the lncRNA under investigation. In an attempt to study the regulation exerted by 

lncRNAs on OA primary cells from different parts of the joints in the body, the 

expression of selected lncRNAs in OA synovial fibroblasts was quantified by qRT-PCR 

using RNA extracted from 6 OA hip samples consisting of 3 NW and 3 OB OA synovial 

fibroblasts. The mean age in males was 73.50 ± 4.5 and 76.67 ± 6.84 in females. The 

mean W:H ratio in males was 1.004 ± 0.023 and 0.79 ± 0.009 in females. Table 3.1 

shows the demographic (gender and age) and anthropometrics (WHR) data for the 

samples used. IGV software was used for analysing the transcriptomic sequence 

obtained from OA fibroblasts, locating the nearest coding gene to the lncRNA 
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sequence under study, and identifying exon sequences within the target lncRNA 

suitable for qRT-PCR primer design.  

 

Table 3.1 Demographic data for patient samples used in LncRNA Analysis.  

Sample BMI Joint Gender Age WHR1 

MFX194 

MFX157 

NW2 

NW 

Hip 

Hip 

M4 

F5 

78 

84 

1.026 

0.813 

MFX182 NW Hip F 63 0.783 

MFX176 OB3 Hip M 69 0.981 

MFX137 OB Hip F 83 0.766 

MFX149 OW Hip F 63 0.796 

1WHR=Ratio of waist to hip circumference,2NW=Normal weight,3OB= obese, 4M= male,5F= female. 

Data are represented as ±SEM. 

 

 

3.3 Results 

3.3.1 IGV Data of Mapping Genomic Location of different LncRNA in OB and NW 

Cohorts.  

In total, 20 lncRNAs were significantly expressed (>1.5-fold change, P<0.05) in 

RNASeq obtained from 3 OB OA compared to 3 NW OA synovial fibroblasts. The 

selected lncRNAs were mapped by IGV with fold change ranging from 3.01 to -3.06, 

and primers were designed for further validation. For chromosomal location see 

Appendix (Table 9.2). Amongst the upregulated lncRNAs, two showed the highest 
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FPKM (Table 3.2) including: Maternally expressed 3 (MEG3) a nuclear gene with 

FPKM 57.289, fold change 1.514, p<0.024 (Figure 3.1.A). The closest upstream gene 

is Delta Like Non-Canonical Notch Ligand 1 (DKL1) and many miRNAs downstream. 

The second highest FPKM lncRNA is MALAT1 with FPKM 41.399, fold change 2.111, 

p<0.0035 (Figure 3.1.B).  

The top three upregulated lncRNAs with highest fold change include: RP11-79H23.3, 

Rp11-362F19.1 and CARMN.  RP11-79H23.3 with a FPKM 1.229, fold change 3.01 

and p< 0.0002 (Figure 3.1.C). Two lncRNA lies close to RP-1179H23.3, PKIA lies 

downstream and IL7 upstream [259].  Rp11-362F19.1 (LINC02432) shows FPKM 1.18, 

fold change 2.24 and p<0.01 (Figure 3.1D), CARMN shows FPKM 1.57, fold change 

1.97 and p<0.00005 (Figure 3.1.E). It trans-regulates IL7b which lies upstream and on 

the opposite strand of CARMN and downstream lies the gene networks regulating 

cardiac mesodermal functions [260].  

The three most downregulated lncRNAs include: AC068282.3, lincRNA 01705 

(LINC01705) and AF131217.1. AC068282.3, a novel transcript trans-regulates 

MAPK3K2 as an antisense, FPKM -0.568, fold change log2 -3.46 and p<0.007 (Figure 

3.1.F). It Cis-regulates closest upstream gene MAP3K2 and 18kb downstream Protein 

C Inactivator of Coagulation Factors Va and VIIIa (PROC). LINC01705 (RP11-

400N13.3) FPKM -1.43, fold change -2.59 and p<0.01(Figure 3.1.G).  It Cis-regulates 

the closest upstream gene LINC02474 and downstream AL356108.1. AF131217.1… 

FPKM -9.364, fold change log2 -2.261 and p<0.00005 (Figure 3.1.H). 
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Table 3.2 FPKM and Fold change of selected LncRNAs differentially expressed in 
OB compared to NW OA synovial fibroblasts. 

 

 

 

 

 

 

 

 

 

 

  

 

 

 

 

 

 

Gene Name Fold 
Change Log2 

P-value FPKM 

 

RP11-79H23.3 3.01 0.0002 1.229 

RP11-362F19.1 2.24 0.01 1.18 

CARMN 1.97 0.00005 1.57 

RP5-1086K13.1 1.877 0.013 0.28 

RP11-863P13.3 1.76 0.01 1.926 

LINC01123 1.64 0.02 0.48 

MIR155HG 1.58 0.0005 5.86 

LINC01616 1.41 0.04 0.569 

MALAT1 1.08 0.0035 41.3993 

RP11-631N16.2 0.86 0.004 1.965 

LINC01503 0.76 0.03 0.03 

MEG3 0.59 0.024 57.298 

LINC00511 -0.77 0.036 -2.11 

LINC01021 -1.43 0.01 -1.845 

RP11-147L13.15 -1.49 0.025 -0.514 

RP11-392O17.1 -1.67 0.04 -1.24 

RP11-367F2.32 -1.76 0.01 -1.207 

AF131217.1 -2.26 0.00005 -9.364 

LINC01705 -2.59 0.01 -1.43 

AC068282.3 -3.46 0.007 -0.56 
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A.    B. 

                                                                                                                                

C.      D.            

                                                          

E.     F.  

                      

G.     H. 

                                                                                                                                       

 

Figure 3.1 IGV analysis of lncRNAs in patient synovial fibroblasts. Highly expressed lncRNA in 

OB OA compared to NW OA: 1- Upregulated lncRNA: MALAT1 (A), MEG3 (B), RP11-79H23.3 (C), 
RP11-362F19 (D), CARMN Exon4 (E).  2- Down-regulated lncRNA: AC068282.3 (F), LINC01705 and 

(G), AF131217.1 Exon 4 (H). 
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3.3.2 qPCR Validation of Differentially Expressed LncRNA in OB and NW 

Fibroblasts. 

The next step was to validate the expression of selected lncRNAs with qRT-PCR 

mRNA including: LINC01123, CARMN, RP11-79H23.3, RP11-631N16, AC068282.3, 

RP11-86P13P.13, MALAT1, AF131217.1 and LINC01705 (Table 3.3).  

 

Table 3.3 mRNA Expression of selected lncRNAs in OB compared to and NW OA 
synovial fibroblasts, obtained by qRT-PCR. 

 

 

 

 

 

 

 

 

 

 

 

Gene Name Fold 
Change Log2 

P-value 

LINC01123 2.563 0.04 

CARMN 2.318 0.03 

RP11-79H23.3 2.235 0.16 

RP11-631N16 1.498 0.6 

AC068282.3 1.269 0.8 

RP11-86P13P.13 1.21 0.4 

MALAT1 1.118 0.99 

AF131217.1 0.287 0.19 

LINC01705 0.215 0.3 
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A significant relative expression was seen in two lncRNAs in OB compared to NW OA 

synovial fibroblasts in addition to showing the highest fold change of mRNA including 

LINC01123, P < 0.04, fold change 2.563 (Figure 3.2.I.A) and CARMN P <0.03, fold 

change 2.318 (Figure 3.2.I.B). LncRNA RP11-79H23.3 (Figure 3.2.I.C) showed fold 

change > 2, but the relative expression was not statistically significant in OB compared 

to NW OA synovial fibroblasts. The upregulated lncRNAs RP11-631N16 (Figure 

3.2.I.D), RP11-86P13.3 (Figure 3.2.I.E), and MALAT1 (Figure 3.2.I.F) showed fold 

changes >1. On the other hand, the downregulated lncRNAs AC068282.3 (Figure 

3.2.II.A), AF131217.1 (Figure 3.2.II.B) and LINC01705 (Figure 3.2.II.C) showed low 

fold change expression.    
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Figure 3.2.I Selected upregulated lncRNAs showing relative expression in OB compared to NW 
OA synovial fibroblasts measured by qRT-PCR. Two of the lncRNAs only showed significant 
difference in expression between NW and OB synovial fibroblasts including: LINC01123 EXON 2 
P<0.04 (A), CARMN Exon 4 P<0.03 (B), while the rest of the upregulated lncRNAs expression were 
not significantly different in NW compared to OB synovial fibroblasts, RP11-79H23.3 (C), RP11-
86P13P.13 (E), MALAT1 (F). 
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A.                B. 

                  

C. 

                                                       

 

 

Figure 3.2.II Selected downregulated lncRNAs showing expression in OB compared to NW OA 
synovial fibroblasts, measured by qRT-PCR. AC068282.3 (A), AF131217.1 Exon 1 (B), LINC01705 
(C). None of the down-regulated lncRNAs showed any significant difference in expression between 
NW and OB synovial fibroblasts from OA patients. 
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In order to confirm the compatibility of the data extracted from the two approaches 

qRT-PCR and RA-Seq, next the correlation between the fold changes in lncRNAs 

relative expression obtained was analysed. A significant correlation was seen between 

the two approaches with P < 0.02. Although the correlation coefficient was not perfect 

R2 = 0.55, but it was a positive correlation (Figure 3.3).    

 

  

 

 

Fig. 3.3 Significant correlation between fold changes obtained from two methods: qRT-PCR 
(Relative expression FC) and relative expression measured by FPKM using RNA-Seq. The y-axis 
represents the relative expression FC of lncRNAs, and the X-axis represents RNA-Seq FC P <0.02 and 
R2 = 0.47, of the lncRNAs between the NW and the OB synovial fibroblasts.  
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3.4 Discussion 

Several lncRNAs have been identified as candidates for mediating OA inflammatory 

pathology, including lncRNAs that were published by our group and found to be 

differentially expressed in human OA cartilage including lncRNA PACER, CILinc01 and 

CILinc02. [257] Exploring the expression of lncRNAs in OA synovial fibroblasts across 

different patient cohorts will increase our understanding of its role in OA pathology. In 

this study, 20 novel lncRNAs were differentially expressed in NW and OB OA synovial 

fibroblasts and were selected based on FPKM mapping quality including:  RP11-

79H23.3, RP11-362F19.1, RP5-1086K13.1, RP11-863P13.3, CARMN, LINC01123, 

MIR155HG, LINC01616, MALAT1, RP11-631N16.2, LINC01503, MEG3, LINC00511, 

LINC01021, RP11-147L13.15, RP11-392O17.1, RP11-367F23.2, AF131217.1, 

LINC01705, AC068282.3.  

12 lncRNAs were upregulated and 8 were downregulated in OB compared to NW OA 

synovial fibroblasts. Amongst the upregulated lncRNAs, MEG3 and MALAT1 were 

massively expressed in both NW and OB OA fibroblasts, indicated by showing the 

highest FPKM amongst the 20 lncRNAs. MEG3 is a nuclear gene which regulates p53 

target gene and it is a lncRNA tumor suppressor. Its close proximity to DKL1 protein 

coding gene may suggest a role for MEG3 in regulating calcium ion binding and a role 

in Notch signaling pathway.  DKL1 is a protein coding gene which was found to control 

calcium ion binding and negatively regulates Notch signaling pathway [261].  

MALAT1 is a nuclear gene which is identified in many physiological processes and 

was found to be upregulated in many pathological diseases. MALAT1 is associated 
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with the miscRNA small noncoding RNA of 61 nucleotides which is produced during 

MALAT1 biogenesis by tRNA and transferred to the cytoplasm [262].  

The top three upregulated lncRNAs include: RP11-79H23.3, Rp11-362F19.1 and 

CARMN.  RP11-79H23.3, which is also known as LINC02605 or IL7 antisense, 

promotes inflammatory gene transcription via regulating IL-6 expression [263] and 

regulates PTEN expression in bladder cancer development [263]. There is not much 

information about lncRNA Rp11-362F19.1 in the literature, however many researchers 

indicated scientific evidence on the role of the Cardiac Mesoderm Enhancer-

Associated Non-Coding RNA (CARMN) previously known as (miR-143HG),  in 

regulating different biological and pathological processes including: regulating cardiac 

cell differentiation and homeostasis [259], being upregulated in Hirschsprung disease 

of the colon [264], and its expression was  found to be related to heart hypertrophy 

[265].  

The three most downregulated lncRNAs include: AC068282.3, LINC01705 and 

AF131217.1. AC068282.3, a novel transcript with close proximity to MAP3K2 which is 

regulated by Wnt signaling pathway [266]. Previous reports indicate that, LINC01705 

which is also known as RP11-400N13.3 was related to collogen fibril organization and 

found to have a role in gastric cancer [267]. AF131217.1 lncRNA is a novel lncRNA 

that plays a role in developing atherosclerosis together with miR-128 axis [268]. The 

expression of selected lncRNAs were further validated by qRT-PCR in a total of 6 NW 

and OB OA synovial fibroblasts. Notably, two of the lncRNAs which were significantly 

expressed in RNASeq data including LINC01123 and CARMN also showed a 

significant differential expression of mRNA in OB compared to NW OA synovial 
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fibroblasts and were showing high fold change in the two BMI’s. LINC01123 was found 

to facilitate cell proliferation and promote glycolysis in lung cancer [269]. The 

upregulated lncRNAs in the RNA-Seq analysis data including RP11-79H23.3, RP11-

631N16, RP11-86P13P.13 and MALAT1 showed higher mRNA expression in OB 

compared to NW OA synovial fibroblasts.  However, the downregulated lncRNAs 

including: AC068282.3, AF131217.1 and LINC01705 from RNA-Seq showed lower 

mRNA expression in OB compared to NW OA synovial fibroblasts. A significant 

positive correlation was seen between the expression fold change of lncRNAs in data 

obtained from RNA-Seq analysis and the mRNA obtained from qRT-PCR approach, 

confirming the reliability of the data obtained at this stage of the project.   

Although, it was confirmed that these lncRNAs were expressed in synovial fibroblasts 

the expression of many of these transcripts was very low.  An exception to this was 

lncRNA MALAT1, which was found to be abundantly expressed in both NW and OB 

OA synovial fibroblasts, in accordance with previous research that showed a similar 

result in chondrocytes. They found that MALAT1 induces chondrocyte proliferation 

through regulating metabolites in the PI3K/Akt pathway, which may also be true for 

synovial fibroblasts [270].  

One of the drawbacks from lncRNAs lie in its low expression and poor conservation in 

different mammalian species. MALAT1 is widely investigated recently in many 

diseases including cancer due to its conserved nature in many species and the high 

rate of its expression in many pathological conditions [271,272]. Of interest in this 

project, the high differential expression of MALAT1 in obese OA synovial fibroblasts 

and (the relatively low expression of the other lncRNAs), prioritized its selection as a 
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guide in the next approach. Focusing on determining the expression of MALAT1 in OA 

synovial fibroblasts from different joints and in different OA patient cohorts may work 

as a road map in reaching to the understanding of the etiological factors that may 

contribute to the pathogenesis of OA.    

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 95 

 

CHAPTER 4.  

MALAT1 and The Inflammatory Response  
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4.1 Background 

The cross talk between inflammatory responses and the regulatory epigenetic control 

of gene expression by lncRNAs were highlighted in a recent review by Pearson and 

Jones [170]. They highlighted four inflammatory pathways that were epigenetically 

regulated by lncRNAs including NF-κB, Arachidonic acid pathway, MAPK signaling 

pathway, and TLR signaling pathway. For the purpose of this chapter, no further details 

will be given here, a detailed review was given in the introduction. The focus of this 

chapter will be on the regulatory role played by MALAT1 on the pro-inflammatory 

mediators of OA in different cell types from the joints.  

Previously, it was reported that MALAT1 was involved in mediating activity of the p38 

MAPK pathway, controlling the production of a number of pro-inflammatory cytokines 

that have been implicated in OA pathogenesis [273]. Furthermore, Jones group [171] 

showed an association between MALAT1 and the inflammatory joint tissues from OB 

OA patient cohort. This association between inflammatory responses and the lncRNAs 

epigenetic regulation of the genes are involved in the pathogenesis of OA is evident. 

However, the mechanism by which this is achieved, and the functions and mode of 

actions of the many lncRNA found in OA joint tissues (including MALAT1) are still not 

clear [273-275]. Although, some of the lncRNAs were found to have different 

pathological contribution to the development of the OA disease, there are not enough 

information on the role of one of the thousands of lncRNAs in relation to OA [273-276-

277). In the previous chapter, it was indicated that the lncRNA MALAT1 was highly 

expressed in NW and OB OA. Therefore, the next step and the aim of this part of the 

study, was to determine the expression of MALAT1 in OA and non-OA synovial 

fibroblasts isolated from different joints from OA patients of varying adiposity (obese, 



 97 

normal-weight, overweight) when subjected to inflammatory challenge including IL-1β 

and TNF-α.   

 

 

 

4.2 MALAT1 and The Inflammatory Response in OA Synovial Fibroblasts 

4.2.1 Methods  

Primary cells obtained from the synovial tissue of 11 OA hip and knee joints with 

different BMI’s were used for this study (Table 2.1). An in-vitro model of an 

inflammatory cell was established, and the primary cells were stimulated with two pro-

inflammatory cytokines IL-1β and TNF-α. Briefly, the recombinant proteins were used 

at a final concentration of 1ng/mL, and 10ng/mL respectively, it was diluted with 

complete culture media and added to the cells for 6 and 24 h. Total RNA was extracted, 

qRT-PCR was used to examine the expression of IL-6 and MALAT1 mRNA and IL-6 

protein secretion was quantified by ELISA. For this purpose, synovial fibroblasts from 

n=11 OA patients, passages 0-3 were utilised, including 3NW OA patients (1 hand and 

2 hip) and 5 OB OA patients (1 hand and 4 hip), 3OW OA patients (1 hip and 2 knee), 

primary cells were used. One way ANOVA was performed to compare between the 

mean of all the groups, and Sidak’s multiple comparison test was used to compare 

between pairs of groups. 
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4.2.2 Results 

The effect of cytokine stimulation of OA primary human cells on the production 

of IL-6  

4.2.2.1 IL-6 induction in IL-1β Stimulated synovial fibroblasts 

All but one of the 11 patient synovial fibroblast cells were found to be responsive to 

stimulation with IL-1β, with significant induction in the expression of IL-6 mRNA 

observed at either 6 h or 24 h (Figure 4.1A, 4.1B). The exception was the obese hand 

OA synovial fibroblasts, which did not show any induction at IL-6 mRNA at either 6h or 

24 h of IL-1β stimulation. Comparing IL-1β stimulated NW fibroblasts from different 

joints, IL-6 induction was seen more in hand joints than hip joints at 6 h and 24 h 

compared to OB fibroblasts which showed significant difference in IL-6 induction 

between hip and hand joints at 24 h (P < 0.006), showing a robust induction in OB hip 

joints than hand joints, with the obese hand OA fibroblasts being low-responsive at 6 

and 24 h. Interestingly, IL-1β stimulated OW  fibroblasts from different joints showed a 

significant difference in IL-6 induction between hip and knee joints at 6 h (P < 0.0001), 

(Figure 4.1C, 4.3.1.D). Looking at the fold change difference between IL-1β stimulated 

and non-stimulated fibroblasts, IL-6 induction was significantly different in the two 

groups in different BMI cohorts and joint locations.  At 6 h, IL-6 induction was 

significantly different in IL-1β stimulated and non-stimulated fibroblasts from NW hip 

(P < 0.01), and hand joints (P < 0.0001), and fibroblasts from OW knee joints (P < 

0.0001), (Figure 4.1.E). At 24 h, only fibroblasts from OW knee joints showed a 

significant difference in the fold change of IL-6 induction between IL-1β stimulated and 

non-stimulated fibroblasts (P < 0.0001), (Figure 4.1.F). 
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A.                                                              B.  

              

C.                                                                     D. 

                                             

E. F.                            

              

 

 

Figure 4.1 IL-6 induction in IL-1β stimulated synovial fibroblasts. Expression of IL-6 mRNA in 
stimulated and non-stimulated fibroblasts from different BMI and different joints at 6 h (A) at 24 h (B). 
Comparison between the expression of IL-6 induction in stimulated NW compared to OB and OW 
synovial fibroblasts at 6 h (C), at 24 h (D). Comparison between fold change expression of IL-6 mRNA 
of IL-1β stimulated and non-stimulated synovial fibroblasts at 6 h (E), at 24 h (F). Bars represent mean 
expression ± SEM n=3 biological replicates. In total n=11 OA patients, (n=2) NW.H = NW Hip, (n=1) NW. HD 
= NW Hand, (n=4) OB.H = OB Hip, (n=1) OB. HD = OB Hand, (n=1) OW.H = OW Hip, (n=2) OW. K = OW 
Knee.         
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4.2.2.2 IL-6 induction in TNF-α Stimulated synovial fibroblasts 

IL-6 mRNA was significantly expressed in TNF-α stimulated synovial fibroblasts 

compared to non-stimulated synovial fibroblasts from hip joints of NW patients (P < 

0.0001) and OB patients (P < 0.0001), while OB hand and OW hip and knee were not 

responsive to TNF-α stimulation at 6 h. At 24 h the opposite was seen, in which a 

significant induction in IL-6 was seen in TNF-α stimulated synovial fibroblasts 

compared to non-stimulated synovial fibroblasts in OB hand (P < 0.0004) and OW hip 

and knee joints (P < 0.0001) and (P < 0.0001), respectively, (Figure 4.2.A & B).  

Comparing TNF-α stimulated NW synovial fibroblasts in different joints, a significant 

difference in IL-6 induction was seen between hip and hand joints at 6 and 24 h (P < 

0.0001) both, and in OW synovial fibroblasts from hip and knee joints at 6 and 24 h (P 

< 0.0001) both. There was no significant difference in IL-6 mRNA expression in TNF-

α stimulated OB synovial fibroblasts between hip and hand joints. Noticeably, OB hand 

synovial fibroblasts showed a similar response to stimulation with TNF-α as to IL1 β 

stimulation at 6 and 24 h (Figure 4.2.C & D). 

Looking at the fold change in IL-6 induction between TNF-α stimulated compared to 

non-stimulated synovial fibroblasts at 6 h, all hip with different BMI cohorts NW, OB 

and OW showed a significant difference in IL-6 mRNA fold change expression between 

the two groups (P < 0.001), (P < 0.0005), (P < 0.001) respectively, and OW knee (P < 

0.0001), with the OB hand showing a non- significant difference in IL-6 mRNA 

expression fold change between TNF-α stimulated compared to non-stimulated 

synovial fibroblasts. At 24 h, a significant difference in the IL-6 mRNA expression fold 
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change was seen between TNF-α stimulated compared to non-stimulated synovial 

fibroblasts in OB hip joint (P <0.0001), and OW hip joint (P <0.01), (Figure 4.2.E & F). 
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A.                                                                     B.

          

C.                                                                     D.  

                                 

 

E. F. 

                                     

 

 

Figure 4.2 IL-6 induction in TNF- α stimulated synovial fibroblasts. Expression of IL-6 in stimulated 
and non-stimulated fibroblasts from different BMI and different joints at 6 h (A), at 24 h (B). Comparison 
between the expression of IL-6 induction in stimulated NW compared to OB and OW synovial fibroblasts 
at 6 h (C), at 24 h (D). Comparison between fold change expression of IL-6 mRNA of TNF- α stimulated 
and non-stimulated synovial fibroblasts at 6 H (E) and 24 H (F).  Bars represent mean expression ± SEM 
n=3 biological replicates. In total n=7 OA patients, (n=1) NW.H = NW Hip, (n=2) OB.H = OB Hip, (n=1) OB. 
HD = OB Hand, (n=1) OW.H = OW Hip, (n=2) OW. K = OW Knee.         
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4.2.2.3 MALAT1 Expression in IL-1β stimulated synovial fibroblasts 

The next step was to look into the expression of MALAT1 in IL-1β stimulated synovial 

fibroblasts obtained from 2 BMI cohorts NW and OB in different OA joints including 

hand, hip and knee. For this analysis two NW hand and hip, and one OB hip, were 

used. At 6 h all the groups expressed MALAT1 except OB hip and MALAT1 was 

expressed significantly in IL-1β stimulated synovial fibroblasts from NW hand 

compared to non-stimulated (P <0.0001). At 24 h of IL-1β stimulation only NW hip 

synovial fibroblasts showed MALAT1 expression, but it was not significant. (Figure 

4.3.A & B).  

Comparing IL-1β stimulated synovial fibroblasts between different BMI cohorts, there 

was a significant difference in MALAT1 expression in NW compared to OB groups (P 

<0.01) (Figure 4.3.C & B). Analysing the fold change difference in MALAT1 expression 

between IL-1β stimulated and non-stimulated synovial fibroblasts of different groups, 

at 6 h a significant difference in the fold change expression of MALAT1 was seen in 

NW hand (P <0.0001) and NW hip (P <0.001) (Figure 4.3.E & F). 
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C. D.  

                                             
 
 
E.  F. 
 

               
 
 

 

Figure 4.3 MALAT1 expression in IL-1β stimulated synovial fibroblasts. Expression of MALAT1 in 
stimulated and non-stimulated fibroblasts from different BMI and different joints at 6 h (A), at 24 h (B). 
Comparison between the expression of IL-6 induction in stimulated NW compared to OB and OW 
synovial fibroblasts at 6 h (C), at 24 h (D). Comparison between fold change expression of IL-6 mRNA 
of TNF- α stimulated and non-stimulated synovial fibroblasts at 6 H (E) and 24 H (F).  Bars represent 
mean expression ± SEM n=3 biological replicates. In total n=7 OA patients, (n=1) NW.H = NW Hip, (n=2) 
OB.H = OB Hip, (n=1) OB. HD = OB Hand, (n=1) OW.H = OW Hip, (n=2) OW. K = OW Knee.         
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4.3 MALAT1 and The Inflammatory Response in OA Chondrocytes 

4.3.1 Methods 

4.3.1.1 IL-1β Stimulation of Articular Chondrocytes 

Articular cartilage from 8 OA biopsies obtained from hip and knee joints with different 

BMI (Table 2.1), including 5 NW hip, 1 OB hip and 2 OB knee were used. The primary 

chondrocytes were stimulated with two pro-inflammatory cytokines IL-1β and TNF-α. 

Briefly, the recombinant proteins were used at a final concentration of 1ng/mL, and 

10ng/mL respectively, it was diluted with complete culture media and added to the cells 

for 6 and 24 h. Total RNA was extracted, qRT-PCR was used to examine the 

expression of IL-6 and MALAT1 mRNA and IL-6 protein secretion was quantified by 

ELISA. One way ANOVA was performed to compare between the mean of all the 

groups, and Sidak’s multiple comparison test was used to compare between pairs of 

groups. Primary chondrocytes of passages 0-2 were used in this experiment. 

 

 

4.3.2 Results 

4.3.2.1 IL-6 induction in IL-1β Stimulated Chondrocytes 

Chondrocytes from OB hip showed a significant IL-6 induction at 6 h in response to IL-

1β stimulation compared to non-stimulated chondrocytes (P <0.0001), and only one 

out of the 5 NW hip joints showed response to IL-1β stimulation (P <0.002). At 24 h, 

chondrocytes from 2 of the 5 NW hip joints were responsive to IL-1β stimulation, but 
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this did not reach a significant level. In the OB cohort, hip and one of the knee joints 

were significantly responsive to IL-1β stimulation compared to non-stimulated 

chondrocytes (P <0.0001), (Figure 4.4.A & B). 

Comparing IL-1β stimulated chondrocytes from different BMI cohorts and joints, at 6 h 

chondrocytes from OB hip showed a significant high level of IL-6 induction compared 

to chondrocytes from both NW hip and OB knee joints (P <0.0001). The same was 

seen at 24 h in addition to a significant difference in IL-6 induction in IL-1β stimulated 

chondrocytes from NW hip joints compared to OB knee joints (P <0.002), (Figure 4.4.C 

& D).  

The fold change difference in IL-6 mRNA expression between IL-1β stimulated and 

non-stimulated chondrocytes at 6 h was significant in one of the 5 NW hip joints (P 

<0.0002), OB hip (P <0.0001) and OB knee (P <0.04). At 24 h, a significant difference 

in IL-6 mRNA expression was seen between IL-1β stimulated and non-stimulated 

chondrocytes from one NW hip joint (P <0.0001) and in 2 OB knee joints (P <0.0001), 

(Figure 4.4.E & F). 
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C.                        D. 

                                                       

E. F.           

                  

 

 

Figure 4.4 IL-6 induction in IL-1β stimulated chondrocytes. Expression of IL-6 mRNA in stimulated 
and non-stimulated chondrocytes from different BMI and different joints (A) at 6 h (B) at 24 h. 
Comparison between the IL-6 induction in stimulated NW compared to OB chondrocytes (C) at 6 h, (D) 
at 24 h. Comparison between fold change expression of IL-6 mRNA of IL-1β stimulated and non-
stimulated chondrocytes in all the groups, at 6 H (E) and 24 H (F). Bars represent mean expression ± 
SEM n=3 biological replicates. In total n=8 OA patients, (n=5) NW.H = NW Hip, (n=1) OB.H = OB Hip, (n=2) 
OB.K = OB knee.         
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4.3.2.2 IL-6 Quantification 

In order to confirm that IL-1β stimulation of the osteoblasts has provoked an 

inflammatory response, we examined whether the induction of IL-6 gene expression 

observed after recombinant cytokine stimulation was also accompanied by an increase 

in the secretion of IL-6 protein. To this end, IL-6 protein was quantified in cell 

supernatants of IL-1β stimulated and unstimulated cells using ELISA. A total of 7 

chondrocytes were utilized for this purpose of the NW (n=4) and OB (n=3) cohort from 

OA hip joint, after stimulation with IL-1β for 6 and 24 h and compared to non-stimulated 

controls. IL-6 protein was detected in all of the samples and its expression in response 

to chondrocytes stimulation validated IL-6 gene expression in stimulated chondrocytes 

detected by qRT-PCR (Figure 4.5 A & B). 

IL-6 protein in the NW mean ± SEM (223 ± 68.57) cohort was more responsive to 

stimulation than the OB mean ± SEM (92.57 ± 83.56) cohort at 6 h, while at 24 h the 

opposite was seen, IL-6 protein in the NW mean ± SEM (260 ± 46.39) and in OB mean 

± SEM (301.9 ± 61) (Figure 4.5 C). 
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A.                                                            B. 
 

     

C.  

 

 

 

Figure 4.5 IL-6 validation in IL-1β stimulated chondrocytes using ELISA. Comparison between IL-
6 concentration in IL-1β stimulated to non-stimulated chondrocytes at 6 h (A) and at 24 h (B). IL-6 
induction in NW and OB stimulated at 6 and 24 h (C).  Bars represent ±SEM (n=3) biological replicates 
in (n=7) OA patients, C = control, St. = stimulated. 
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4.3.2.3 MALAT1 Expression in IL-1β Stimulated Chondrocytes 

Next, the expression of MALAT1 was analysed in IL-1β stimulated chondrocytes 

obtained from 2 BMI cohorts NW and OB in different OA joints including hip and knee. 

For this analysis 4 NW hip and 1 OB hip and 3 OB knee, were used. At 6 h MALAT1 

was expressed more in response to IL-1β stimulation in NW. hip1, OB hip and all OB 

knee, but this expression was not statistically significant except in OB knee1 (P 

<0.0001) (Figure 4.6.A & B). At 24 h, all BMI cohorts were responsive to IL-1β 

stimulation and significant MALAT1 expression was seen in NW hip3 (P <0.0001) and 

OB knee3 (P <0.02), (Figure 4.6.A & B). 

Comparing MALAT1 expression within groups of stimulated chondrocytes at 6 h, a 

significant difference was seen between NW hip (P <0.0001) and between hip and 

knee joints of the OB cohort (P <0.0002).  At 24 h, a significant difference of MALAT1 

expression was seen between the same groups as in at 6 h IL-1β stimulation (P <0.04) 

and (P <0.01) respectively (Figure 4.6.C & D). 

Analysing the fold change difference in MALAT1 expression in response to IL-1β 

stimulation and non-stimulated chondrocytes, at 6 h NW hip1 and OB hip joints showed 

a significant difference in MALAT1 fold change between the two groups (P <0.003) and 

(P <0.001) respectively. While at 24 h, none of the different cohorts showed a 

significant difference in MALAT1 expression fold change in response to IL-1β 

stimulation (Figure 4.6.E & F). 
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C. D. 

                                              

E. F.  

                   

 

 

Figure 4.6 MALAT1 expression in IL-1β stimulated chondrocytes. Expression of MALAT1 in 
stimulated and non-stimulated chondrocytes from different BMI and different joints at 6 h (A), at 24 h 
(B.  Comparison between the expression of MALAT1 in stimulated NW compared to OB chondrocytes 
at 6 h (C), at 24 h (D). Comparison between fold change expression of MALAT1mRNA of IL-1β 
stimulated and non-stimulated chondrocytes in different groups at 6 H (E) and 24 H (F). Bars represent 
mean expression ± SEM n=3 biological replicates. In total n=8 OA patients, (n=5) NW.H = NW Hip, (n=1) 
OB.H = OB Hip, (n=2) OB. K= OB knee.    
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4.4 IL-1β Stimulation of OA Osteoblasts 

4.4.1 Results 

4.4.1.1 IL-6 induction in IL-1β Stimulated OA Osteoblasts 

Primary osteoblasts from subchondral bone of 8 OA patients (from different BMI 

cohorts and different OA anatomical joints including knee, toe, hip, wrist, and hand) 

were stimulated with IL-1β for 6 and 24 h or left unstimulated. At 6 h 7/8 osteoblasts 

were responsive to IL-1β stimulation except for one of the NW knee osteoblast 

samples. OW foot osteoblasts showed a significant response to IL-1β stimulation at 6 

and 24h (P < 0.0001). A second NW patient (NW hip2) osteoblasts showed a slight 

response to stimulation at 6 h and showed a significant IL-6 induction in stimulated 

osteoblasts at 24 h (P < 0.006) (Figure 4.7.I. A & B).  

Comparing the fold change of IL-6 mRNA in IL-1β stimulated compared to non-

stimulated, at 6 h the following groups showed significant difference NW hip1 (P < 

0.004), OB hand (P < 0.0001), OB wrist (P < 0.01), OW toe and foot (P < 0.0001). At 

24 h NW hip1 and hip2 showed significant difference in IL-6 mRNA expression (P < 

0.0001) and OW foot (P < 0.0002) (Figure 4.7.I. C & D).   

Next, the differences of IL-6 induction in stimulated osteoblasts within different groups, 

was examined. At 6 h, osteoblasts from OW foot joints showed a profound IL-6 

induction and a significant difference in IL-6 mRNA was seen between osteoblasts 

from OW toe and foot joints (P < 0.0001). At 24 h, the degree of IL-1β mediated IL-6 

induction across the different osteoblast patient samples was more variable, with 

significant differences in IL-6 mRNA in osteoblasts obtained from NW hip compared to 
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NW knee (P < 0.0001), OB knee compared to OB hand (P < 0.0007), OB hand 

compared to OB wrist (P < 0.004), and OW toe compared to OW foot (P < 0.0001) 

(Figure 4.7.II.A & B). 

IL-6 mRNA expression in stimulated osteoblasts also showed significant difference 

between different BMI including NW to OB BMI cohorts and between NW to OW at 6 

h (P < 0.0001). At 24 h, IL-6 mRNA of OB stimulated osteoblasts was significantly 

different to OW osteoblasts only (P < 0.01) (Figure 4.7.II.C&D).  
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C.   D.  

  

 

 

Figure 4.7.I IL-6 induction in IL-1β stimulated osteoblasts. Expression of IL-6 mRNA in stimulated 
and non-stimulated osteoblasts from different BMI and different joints at 6 h (A), at 24 h (B). Comparison 
between the fold change of IL-6 mRNA expression in stimulated and non-stimulated osteoblasts at 6 h 
(C), at 24 h (D). Bars represent mean expression ± SEM n=3 biological replicates. In total n=8 OA patients, 
(n=1) NW. K = NW knee, (n=2) NW. H= NW hip. (n=1) OB. K = OB Knee, (n=1) OB. HD = OB hand, (n=1) 
OB. W = OB wrist, (n=1) OW. T = OW toe and (n=1) OW. F = OB foot.       
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Figure 4.7.II IL-6 induction in IL-1β Osteoblasts Comparison between IL-6 induction in response to 
IL-1β stimulation within groups at 6 h (A), and at 24 h (B). Comparison between IL-6 induction in 
response to IL-1β stimulation in different BMI’s at 6 h (C), and at 24 h (D). Bars represent mean 
expression ± SEM n=3 biological replicates. In total n=8 OA patients, (n=1) NW. K = NW knee, (n=2) NW. 
H= NW hip. (n=1) OB. K = OB Knee, (n=1) OB. HD = OB hand, (n=1) OB. W = OB wrist, (n=1) OW. T = OW 
toe and (n=1) OW. F = OB foot.    
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4.4.1.2 MALAT1 Expression in IL-1β Stimulated OA Osteoblasts 

The next step after IL-6 induction was to analyse MALAT1 expression in IL-1β 

stimulated and non-stimulated osteoblasts.  At 6 h, MALAT1 expression was increased 

in response to IL-1β stimulation in osteoblasts from patients with different BMI and in 

osteoblasts from different joints. An exception to this was the non-weight bearing joints 

OB hand and wrist, where MALAT1 expression was not statistically increased 

compared to non-stimulated. In contrast, a significant MALAT1 expression was seen 

in osteoblasts from weight-bearing hip and foot joints at 6 h (P <0.0001). At 24 h 

MALAT1 was slightly expressed in osteoblasts from the non-weight bearing joints of 

hands and wrist, but in general was more highly expressed in osteoblasts from the 

weight- bearing NW hip (P <0.0002) and OW foot (P <0.0001) joints. (Figure 4.8.I.A & 

B).  

Comparing the fold change of MALAT1 expression between the stimulated and non-

stimulated osteoblasts, at 6 h all the weight-bearing joints of different BMI including 

NW hip, OB knee, and OW foot showed an increase in the fold change of MALAT1 

expression in stimulated osteoblasts compared to non-stimulated, with a significant 

difference shown in OW foot (P <0.0001) and none of the OB hand or wrist.  At 24 h 

MALAT1 expression fold change was more in stimulated compared to non-stimulated 

osteoblasts in all the groups except for OB knee. A significant difference in the fold 

change expression of MALAT1 between stimulated and non-stimulated osteoblasts 

was seen in NW hip (P <0.0001), OB knee = (P <0.0001), OB wrist and OW foot (P 

<0.0001) (Figure 4.8.I.C & D). 
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Comparing within the groups of different BMI and stimulated osteoblasts from different 

OA joints, at 6 h MALAT1 expression in osteoblasts from NW hip were significantly 

different to osteoblasts from OB knee, OB hand and OB w (P <0.0001), and to OW 

foot (P <0.0004).  MALAT1 expression in osteoblasts from OW foot, were significantly 

different to osteoblasts from OB knee, hand, and wrist (P <0.0001). At 24 h MALAT1 

expression in osteoblasts from NW hip were significantly different to osteoblasts from 

OB knee, hand, wrist and OW foot (P <0.0001) and osteoblasts from OW foot to OB 

knee, hand, wrist (P <0.0001) (Figure 4.8.II.A & B).  

Comparing MALAT1 expression in stimulated osteoblasts from different BMI of NW, 

OB and OW, at 6h a significant difference was seen in osteoblasts from NW BMI 

compared to both OB BMI (P <0.0001) and OW BMI (P <0.0008). MALAT1 expression 

in stimulated osteoblasts were significantly different in osteoblasts from OB BMI 

compared to OW BMI (P <0.0001).  At 24 h the same differences in MALAT1 

expression were seen in stimulated osteoblasts from NW compared to both OB (P 

<0.0002) and OW BMI (P <0.0001), and osteoblasts from OB compared to OW BMI 

(P <0.0001) (Figure 4.8.II.C & D).  
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Figure 4.8.I MALAT1 expression in IL-1β stimulated osteoblasts. Expression of MALAT1 in 
stimulated and non-stimulated osteoblasts from different BMI and different joints at 6 h (A), at 24 h (B). 
Comparison between fold change expression of MALAT1 in stimulated NW compared to OB osteoblasts 
at 6 h (C), at 24 h (D). Bars represent mean expression ± SEM n=3 biological replicates. In total n=5 OA 
patients, (n=1) NW.H = NW hip, (n=1) OB. K = OB knee, (n=1) OB. HD = OB hand, (n=1) OB. W = OB wrist, 
(n=1) and (n=1) OW. F = OB foot.                          
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Figure 4.8.II MALAT1 expression in IL-1β stimulated osteoblasts. Comparison between 
MALAT1mRNA expression in IL-1β stimulated osteoblasts of different OA cohort from different joints, at 
6 h (8), at 24 h (B). Comparison between MALAT1mRNA expression in stimulated osteoblasts different 
BMI’s, at 6 h (C), at 24 h (D). Bars represent mean expression ± SEM n=3 biological replicates. In total n=5 
OA patients, (n=1) NW.H = NW hip, (n=1) OB. K = OB knee, (n=1) OB. HD = OB hand, (n=1) OB. W = OB 
wrist, (n=1) and (n=1) OW. F = OB foot.                          

 

 



 120 

4.5 Discussion 

The aim of this chapter was to investigate MALAT1 long non-coding RNA in the in vitro 

inflammatory models of primary cells from different cohorts of OA joints. Human protein 

recombinant IL-1β and TNF- α were used to stimulate synovial fibroblasts, articular 

chondrocytes and osteoblasts from cartilage and subchondral bone of OA joints for 6 

and 24 h. To date, this is the first project to study the expression of MALAT1 upon 

inflammatory challenge in different human joint cells from patients with OA, including 

osteoblasts, chondrocytes, and fibroblasts, as well as the first to compare cells from 

different anatomical joints. Primary cells were cultured from OA non-weight bearing 

joints including hand and wrist and the weight-bearing joints including hip, knee, foot, 

and toe.  

The pathological process behind the initiation and progression of OA is still not fully 

understood. Depending on the fact that OA pathology involves the whole joint indicated 

by the general features of OA including synovitis, articular cartilage degeneration and 

remodelling of the subchondral bone, this project was designed to utilize the main 

primary cells forming joints in the experimental analysis including synovial fibroblasts, 

chondrocytes, and osteoblasts.  

Inflammation is reported to contribute to the pathogenesis of many diseases including 

rheumatoid arthritis (RA), and cancer [279]. Increasing evidence indicate a role for 

inflammation in the pathogenesis of OA [280]. It was reported in literature that the pro-

inflammatory cytokines including IL-1β and TNF-α and IL-6 were elevated in synovial 

fibroblasts, articular cartilage and subchondral bone [275]. Moreover, researchers 

indicated that the main two inflammatory mediators IL-1β and TNF-α exert a crucial 
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role in the pathological disturbances of the synovial membrane causing (synovitis) and 

synovitis was proven to play a role in the initiation of OA [279]. Interestingly, our group 

demonstrated previously that the proinflammatory cytokines Adipokine and leptin in 

obese OA patients resulted in an increased level of IL-6 mediated by crosstalk between 

synovial fibroblasts and chondrocytes [78]. 

Furthermore, these pro-inflammatory cytokines play a role in cartilage and extracellular 

matrix degradation by influencing the production of other proinflammatory cytokines 

with a pivotal role in the development of these pathological process including matrix 

metalloproteinases (MMPS) MMP-1,3 and 13 and prostaglandins [275], [281]. IL-1β 

were elevated in the subchondral bone layer of OA patients [248]. In another study, IL-

1β and TNF-α were shown to modulate osteoblast resorption by inhibiting alkaline-

phosphatase expression and the production of osteocalcin [283-284].  

Taking these findings in account, an in vitro inflammatory model was designed to apply 

to primary cells cultured from different tissues of OA joints in order to mimic the in vivo 

inflammatory environment. For this purpose, primary synovial fibroblasts, articular 

chondrocytes, and osteoblasts were stimulated with IL-1β and TNF-α and IL-6 

induction was analysed. In accordance with the previously published research [275, 

281-284], all the primary cells were responsive to IL-1β stimulation in the production of 

IL-6 cytokine with varying degrees. In this project the synovial fibroblasts obtained from 

OW knee showed greater response after one day stimulation compared to synovial 

fibroblasts obtained from NW or OB joints. A similar behaviour was noticed in 

stimulation with TNF-α. IL-1β stimulated articular chondrocytes, rather showed more 

IL-6 induction in the OB compared to the NW OA joints. IL-1β stimulated osteoblasts 
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also showed an increase in IL-6 mRNA in the OB cohorts compared to the OW and 

NW joints after one day stimulation. This was validated with the detection of higher 

levels of IL-6 secretion in a one day stimulated chondrocytes from OB joints compared 

to non-stimulated. This coincides with our group’s previous findings in OA OB synovial 

fibroblasts secreting more IL-6 compared to NW synovial fibroblasts from OA joints 

[171]. 

lncRNA have been recently taking the attention of many researchers, and its role in 

many diseases were investigated and confirmed. LncRNA contribute to the 

pathogenesis of many diseases including OA but still the mechanism of their action is 

not fully understood. Several lncRNAs have been identified as candidates for 

mediating OA inflammatory pathology [170], including lncRNAs that are differentially 

expressed in human OA cartilage, lncRNAs associated with the IL-1β inflammatory 

response [170] and lncRNAs associated with inflammatory obese OA synovial tissue. 

HOTAIR regulating MMP levels [285] and with Small nucleolar RNA host gene 5 

(SNHG5) [286], HOTTIP, RP11-445H22.4, lncRNA-CIR [287], and HoxA13 [288] 

cause cartilage degradation. Other lncRNA related to OA pathology mentioned in 

research include Maternally expressed gene 3 (MEG3) [289], Prostate specific gene 

(PCGEMI), Growth arrest specific 5 (GAS5) [290], and Small nucleolar host gene 1 

(SNHG1) [291]. MALAT1 epigenetic regulation was reported in many diseases 

including cancer, immunological, and inflammatory diseases.  However, the role of 

MALAT1 in cells originating from different tissues of joints affected with OA has not 

been fully investigated. Since inflammatory changes were suggested to have a role in 

the pathogenesis of OA [290]. Since MALAT1 like other lncRNAs was expressed in 

immune cells [170,292], this indicates a role in the immune cell functions. This raises 
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the question whether MALAT1 might have a role in regulating inflammatory pathways 

and may have a possible role in the pathogenesis of OA. 

Recently, evidence has emerged from our group [170] and others on the role of 

lncRNAs epigenetically mediating cellular inflammation. In particular, several lncRNAs 

have been identified that exhibit differential expression in OA diseased cartilage or are 

associated with inflammatory OA tissues. Using bioinformatics software to analyse 

RNAseq data of the synovial fibroblast transcriptome and have validated by qRT-PCR 

the differential expression of a number of lncRNAs, including MALAT1, in obese OA 

synovial fibroblasts.  

MALAT1 is one of the most dysregulated lncRNA in many diseases, and recently much 

evidence was published in research indicating its role in inflammatory processes. Like 

the rest of the lncRNA, MALAT1 exerts its regulation on the three inflammatory 

pathways mentioned earlier. MALAT1 lncRNA was found to be one of the regulators 

of the inflammatory pathway MAPK by regulating the kinases like p38, JNK, and ERK. 

This kind of regulation was seen in many conditions like in glioma metastasis [293], 

and diabetes related dysfunction in rodents [294,295]. Researchers also, indicated a 

possible role for MALAT1 in SLE. This lncRNA worked by inhibiting the stimuli to NF-

КB pathway reducing inflammatory cytokines leading to immunological diseases [296].  

Determining the expression of these lncRNAs (in particular MALAT1) in OA joint 

tissues across different patient cohorts, and determining their functional role in isolated 

OA, synovial fibroblasts, chondrocytes and osteoblasts will increase our understanding 

of the cellular molecular mechanisms that drive OA disease. Furthermore, it may 

identify candidate targets for the development of novel therapeutics that can modify 

disease progression.   
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My hypothesis for this part of the project is that MALAT1 lncRNA has a regulatory role 

in mediating joint inflammation by impacting on the inflammatory phenotype of the cells 

in the OA joint, namely chondrocytes from the articular cartilage, osteoblasts from the 

subchondral bone and synovial fibroblasts from the synovial membrane. For this 

purpose, a total of 16 tissues were utilized for the analysis of MALAT1 expression from 

different BMI cohorts of OA joints including 3 synovial membrane, 8 articular cartilage 

and 5 subchondral bone.  

In this project it was shown for the first time that MALAT1 expression was increased in 

primary human OA chondrocytes and primary human OA osteoblasts during a 

cytokine-induced inflammatory response. This data provides further support for the role 

of MALAT1 in mediating inflammatory responses in the OA joint. All cohorts expressed 

MALAT1 under in vitro inflammatory challenges with varying degrees. The synovial 

fibroblasts showed more MALAT1 expression in NW compared to OB joints. This 

finding is in contrast to our group’s previous finding [171], which may be due to the 

limited number of samples included in this project. The articular chondrocytes 

expressed more MALAT1 in OB compared to NW OA joints. This association between 

MALAT1 expression and IL-6 secretion being higher in OB compared to NW articular 

chondrocytes, may indicate a regulatory role for MALAT1 in articular chondrocytes 

from OA joints. In addition, in this project MALAT1 expression in osteoblasts was more 

in OW compared to OB or NW OA joints. This may suggest a role for MALAT1 

expression in OB osteoblasts cultured from OA subchondral bone. More samples are 

needed in order to prove this finding statistically.  
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The limitation of this study was in the shortage of patient replicates of a similar BMI 

from same OA joints, which limited the comparative analysis between tissues from 

certain joints like hand, wrist, and toe. However, results from this project showed a 

general overview on the expression of MALAT1 under inflammatory conditions in 

tissues from different BMI cohorts of weight-bearing and non-weight bearing OA joints.  

In conclusion all primary cells including synovial fibroblasts, articular chondrocytes and 

osteoblasts cultured from OA joints of different BMI cohorts showed IL-6 induction 

upon stimulation with pro-inflammatory cytokines and this was associated with the 

expression of MALAT1 long non-coding RNA. This finding leads to the next stage of 

the project which is to explore MALAT1 profiling in OA cohorts of bone and cartilage 

tissues and look into its possible correlation with BMI, age, gender, and OA severity. 
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CHAPTER 5    

MALAT1 Profile in Bone and Cartilage 
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5.1 Background 

Despite initially considered to be a disease solely of the articular cartilage, it is now 

widely accepted that OA is a disease that encompasses the whole joint, including 

underlying subchondral bone tissue [297,298]. Pathological changes to OA 

subchondral bone tissue, characterized by trabecular thickening [299], abnormal type 

I Collagen production [300-301] and the formation of osteophytes, occurs early in the 

disease course of OA [302] and involves changes to the osteoblast phenotype [303]. 

Furthermore, in animals that are prone to developing OA trabecular thickening occurs 

prior to cartilage degeneration [304] and thus it has been suggested that this alteration 

to the bone architecture may pathologically alter the loading biomechanics, thus 

promoting cartilage degeneration [297,305].  

Recently, long non-coding RNAs (lncRNAs) have emerged as novel epigenetic 

regulators of gene transcription [306-307] and of mediating several cellular processes 

including cellular proliferation, cell cycle control, apoptosis, and the innate 

inflammatory response [308-309]. As such, lncRNAs have now been implicated in the 

pathology of a number of chronic inflammatory diseases [310-311], including OA [312]. 

Indeed, lncRNAs have been identified that are differentially expressed in OA diseased 

cartilage and which mediate the IL-1β inflammatory response in OA chondrocytes 

[170,257].  In addition, lncRNA’s were found to regulate chondrogenesis, [313], and 

increase chondrogenic differentiation leading to cartilage formation [314]. The process 

of cartilage degeneration leading to diseases like OA was proven to be regulated with 

a number of LncRNAs including MALAT1 [315].   
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The role of MALAT1 in regulating chondrogenesis and cartilage development was 

proven to act through different pathways. It was shown that MALAT1 regulates 

chondrocytes through PI3K/Akt pathway [270,316]. 

In bone tissues and osteoblasts, the expression of MALAT1 was reported to be greater 

in the bone tissue of patients who exhibit aseptic loosening following a hip replacement 

[317] and its upregulation has been implicated in lumber intervertebral disc 

degeneration [318]. In vitro, knockdown of MALAT1 has been demonstrated to inhibit 

the proliferation of the human osteoblast cell line hFOB 1.19 [316], and MALAT1 

sponging of the microRNA miR-30 has been shown to promote the osteoblast 

differentiation of mesenchymal stem cells by inducing RUNX2 expression [319]. 

Furthermore, MALAT1 is associated with abnormal osteogenic and adipogenic 

differentiation of BMSCs in the patients with osteonecrosis of the femoral head [320]. 

Furthermore, we recently reported that MALAT1 lncRNA modulates the inflammatory 

phenotype of synovial fibroblasts in the OA synovial joint lining by mediating the 

production of CXCL8 [171]. However, importantly, MALAT1 lncRNA has now emerged 

as a central mediator of osteoblast function and bone homeostasis.   

The aim of this chapter is to profile MALAT1 expression in cartilage and bone tissues 

of normal weight and obese OA patients, and correlate the findings with 

Anthropometrics (age, BMI, waist/ hip ratio), joint health parameters (osteophyte 

formation, joint severity KL scale and joint space narrowing scores), and serum / 

synovial cytokine concentration (Chemokines, chemotactic, proinflammatory 

cytokines). 
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5.2 Methods 

Ethical approvals (UK NRES 16/SS/0172 & NRES 14/ES/1044) were obtained for this 

study. An informed consent was obtained from all subjects involved in the study. A total 

of 17 OA patient’s demographic data were used for the articular cartilage tissues, 

including 10 males and 7 females. In addition, subchondral bone tissue and blood was 

collected from a total of 17 patients (9 males, 8 females) with end-stage OA and from 

neck of femur fracture (NOF) (n = 6) from non-OA patients, who were undergoing 

surgery at Russell’s Hall Hospital (Dudley, UK) or the Royal Orthopaedic Hospital 

(Birmingham, UK). Exclusion criteria includes patients with secondary causes with OA, 

such as avascular necrosis, Perthes disease, developmental dysplasia, previous 

acetabular or femoral neck fractures and slipped upper femoral epiphysis.  Presence 

of OA in different body joints including end-stage knee and /or hip OA, was confirmed 

by radiographic assessment and the severity of OA was determined by Kellgren 

Lawrence scale (KL), and joint space narrowing scores. A detailed patient history was 

documented for each patient including age, gender, weight, height, BMI, central 

adiposity measured by waist/hip ratio (W:H) and body fat %, presence of hand OA, 

surgery, and medications used.  The serum concentration of 24 cytokines were 

obtained using Luminex multiplex platform (Luminex R&D systems Minnesota, USA), 

diluted to 1:2 in assay buffer according to the manufacturer’s protocol.  
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5.3 Results 

5.3.1 MALAT1 Expression in Articular Cartilage Tissues 

5.3.1.1 Patients Demographics  

The OA patient characteristics used in the chapter are detailed in Table 5.1, and in 

total involved 17 patients including articular cartilage tissues from 6 hip (4 NW, 2 OB) 

and 11 knee joints (5 NW, 6 OB).  

 

Table 5.1 OA patient characteristics in articular cartilage 

            All OA Knee OA Hip OA 

Age 

Gender (M/F) 

68.59 ± 2.07 

10:7 

64.91 ± 2.39 

4:7 

75.33 ± 1.98 

6:0 

Height (cm) 166.2 ± 1.9 168.9 ± 1.9 169.3 ± 3.4 

Weight (Kg) 82.4 ± 5.8 94.5 ± 6.2 60.1 ± 3.5 

BMI (kg/m2) 28.9 ± 1.7 30.2 ± 2.4 26.5 ± 2 

% Fat 35.4 ± 3.1 39.6 ± 2.4 25.4 ± 4 

WHR1 0.89 ± 0.02 0.9 ± 0.03 0.89 ± 0.001 

KL Grade 4 (3.5-4) 4 (3.25-4) 4 (3.5-4) 

1 WHR= Ratio of waist to hip circumference. All values represent mean ± SEM, except KL  
grade which is shown as median (25th-75th percentile). 
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5.3.1.2 Correlation between patient anthropometrics in articular cartilage 

Looking at the patient’s characteristics, a significant correlation was seen between age 

and BMI in knee joints (R2 = 0.65, P = 0.002) (Figure 5.1.A), but not in hip joints (R2 = 

0.01, P = 0.5) (Figure 5.1.B).  

 

 

A.                                                                    B. 

             

 

Figure 5.1 Association between age and BMI in articular cartilage in OA knee joints, n=11 patients 
(A) in OA hip, n=6 patients (B). There was no significant correlation between age and BMI in the hip or 
knee OA joints. 

 

 

 

 

0 10 20 30 40 50

0

20

40

60

80

100

BMI (Kg/m2)  Cartilage Knee OA

R2= 0.65

P = 0.002

A
g

e
 (

Y
rs

)

20 25 30 35

50

60

70

80

90

100

BMI (Kg/m2)  Cartilage Hip OA

R2= 0.01

P = 0.5

A
g

e
 (

Y
rs

)



 132 

5.3.1.3 Correlation of MALAT1 expression in articular cartilage with 
anthropometrics  

 

MALAT1 expression was studied in 10 male and 7 female cartilage tissues from knee 

and hip joints of NW and OB OA patients. There was no significant difference in 

MALAT1 expression between cartilage obtained from NW and OB OA joints (Figure 

5.2.A). However, a significant difference was observed in MALAT1 expression 

between cartilage from OA OB hip compared to OB knee joints and in cartilage from 

NW knee compared to OB knee (P < 0.04), (Figure 5.2.B).  On average, MALAT1 

expression in articular cartilage was higher in male compared to female OA patients 

but this difference was not statistically significant (Figure 5.2.C).  
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A.              B.      

 

               

C. 

 

 

Figure 5.2 MALAT1 expression in articular cartilage of different OA and cohorts. NW vs OB joints, 
(A) Hip and knee joints (B). NW.H = normal weight hip, OB.H = Obese hip, NW. K = NW knee, OB. K = 
OB knee. n = 17 patients, MALAT1 expression in cartilage of different gender (C). Female n=7patients 
and male n=10 patients. 

 

MALAT1 expression in articular cartilage was not correlated with any other 

anthropometric measures including age, weight, hight, waist:hip ratio (W:H) in male 

and female and/or NW and OB OA joints and fat % (Figure 5.3.I A-F) and (Figure 5.3.I 
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A.                                                              B. 

                     

 

C.                                                              D. 

                      

E.                                                                    F. 

                     

 

Figure 5.3.I MALAT1 expression in articular cartilage, correlation with different anthropometric 
measures including age n=17 patients (A), weight n=17 patients (B), height n=17 patients (C), W:H 
ratio n=14 (D), W:H ratio in female n=7 patients (F). 
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A.             B. 

                   

C.          

 

 

Figure 5.3.II MALAT1 expression in articular cartilage, correlation with different anthropometric 
measures including age n=17 patients (A), weight n=17 patients (B), height n=17 patients (C), W:H 
ratio n=14 (D), W:H ratio in female n=7 patients (F). 
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analysed next. None of the joint health parameters including osteophyte formation, 
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A. B.   

               

C.                                                                    D.  

                           

E.   F.  

                                 

G.  

 

Figure 5.4 MALAT1 expression in articular cartilage joint health parameters including presence of 
hand OA [HDOA (+)] n = 3 patients, [HDOA (-)] n = 13 patients (A),  presence of osteophytes, 
[osteophytes (+)] n = 10 patients, [osteophytes (-)]   n = 4 patients (B), [KL=3] n = 3 patients, [KL=4] n = 
11 patients (C), joint spaces [>1 n] = 3, patients [<=1] n = 10 patients (D), joint spaces <=1 with gender 
[male] n = 5 patients, [female] n = 6, patients (E), joint spaces in NW OA n = 6 patients (F), joint spaces 
in OB OA n = 8 patients (G). 
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5.3.2 MALAT1 expression in Subchondral Bone Tissues 

5.3.2.1 Patients Demographics 

17 OA patient characteristics detailed in Table 5.2, including subchondral bone tissues 

from 9 hip (5 NW, 4 OB) and 8 knee joints (3 NW, 5 OB).  

 

Table 5.2 OA patient characteristics in subchondral bone 

 All OA  Knee OA  Hip OA  

Age (years) 

Gender (M/F) 

65.00 ± 2.22 

9:8 

66.56 ± 2.75 

4:4 

62.00 ± 4.5 

5:4 

Height (cm) 167.2 ± 3.2 164.8 ± 5.4 169.4 ± 3.8 

Weight (Kg) 82.4 ± 4.2 84.2 ± 7.9 80.8 ± 4.3 

BMI (kg/m2) 29.7 ± 1.6 31.1 ± 2.7 28.4 ± 1.9 

% Fat 34.8 ± 2.4 35.0 ± 5.1 34.8 ± 2.3 

WHR1 0.92 ± 0.02 0.93 ± 0.03 0.91 ± 0.03 

KL Grade 4 (3.5-4) 4 (3.25-4) 4 (3.5-4) 

1 WHR= Ratio of waist to hip circumference. All values represent mean ± SEM, except KL  
grade which is shown as median (25th-75th percentile). 
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5.3.2.2 Correlation between patient anthropometrics in OA bone 

Looking at the patient’s characteristics, no significant correlation was seen between 

age and BMI in OA bone from knee or hip joints. (Figure 5.5.A & B).  

 

 

A. B. 

                         

 

Figure 5.5 Association between age and BMI in OA bone tissues from knee joints, n=8 patients (A), 
hip joints, n=9 patients (B). There was no significant correlation between age and BMI in bone tissues 
from OA knee or hip joint. 
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5.3.2.3 Correlation of MALAT1 expression in OA bone tissues with anthro-
pometrics 

 

MALAT1 expression was studied in 9 male and 8 female subchondral bone tissues 

from knee and hip joints of NW and OB OA patients. There was no significant 

difference in MALAT1 expression between bone obtained from NW and OB OA joints 

(Figure 5.6.A), or between different joints (Figure 5.6.B). However, a significant 

difference was seen in MALAT1 expression and gender (P < 0.04), were OA bone 

tissues from male showed significantly more MALAT1 expression compared to female 

gender (Figure 5.7.A).  2-way ANOVA analysis of MALAT1 expression in different 

gender comparing knee verses hip joints showed a significant difference between the 

groups (P = 0.0002), significant difference in MALAT1 expression between gender (P 

< 0.0001) and between different joints in males and female (P <0.0001) (Figure 5.7.B). 

MALAT1 expression was significantly correlated with waist:hip ratio (W:H) in females 

(R2 = 0.99, P = 0.004) (Figure 5.7.E) and was not correlated with any other 

anthropometric measures including age, weight, hight, waist:hip ratio (W:H) in male 

and/or NW and OB OA joints and fat % (Figure 5.8.I A-F) and (Figure 5.8.II A-C). 
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A.               B. 

                                                                                      

Figure 5.6 MALAT1 expression in in subchondral bone of different OA BMI cohorts including NW 
vs OB joints, n=8 and n= 9 patients respectively (A). 2-way ANOVA: MALAT1 BMI (Hip vs knee) joints, 
NW.H = normal weight hip n=5 patients, OB.H = Obese hip n=4 patients, NW. K = NW knee n=3 patients, 
OB. K = OB knee n=5 patients (B). 

 

A.                         B. 

                                         

 

Figure 5.7 MALAT1 expression in OA bone of different gender. Female n=8 patients, male n=9 
patients. A significant difference was seen in MALAT1experession, and gender of the OA bone tissues 
P=0.04 (A). 2-way ANOVA: MALAT1 (Hip vs knee) joints in male verses female, NW.H = normal weight 
hip n=5 patients, OB.H = Obese hip n=4 patients, NW. K = NW knee n=3 patients, OB. K = OB knee 
n=5 patients (B).                 
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A. B. 

              

 

C. D. 

              

E. F. 

                     

 

Figure 5.8.I MALAT1 expression in subchondral bone correlation with different anthropometric 
measures including age n=17 patients (A), weight n=17 patients (B), height n=17 patients (C), W:H 
ratio n=16 patients (D), W:H ratio in female n=7 patients (E) and W:H ratio in male n=9 patients (F). 
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A. B. 

                

C. 

 

 

Figure 5.8.II MALAT1 expression in subchondral bone correlation with different anthropometric 
measures including W:H ratio in NW, n=7 patients (A), W:H ratio in OB n=9 patients, (B) and fat % 
n=12 patients (C).  
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A.                                                              B.     

              

C.         D. 

              

 

 

Figure 5.9 MALAT1 expression in subchondral bone and joint health parameters including 
presence of hand OA, HDOA (+) n = 2 patients, no HDOA (-) n = 15 patients (A), presence of 
osteophytes, osteophytes (+) n = 12 patients, without osteophytes (-)   n = 5 patients (B), KL=3 n = 4 
patients, KL=4 n = 13 patients (C), joint spaces >1 male, female n=2 patients, <=1 male, female n=6 
patients (D).  
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5.3.3 The relationship between MALAT1 expression in articular cartilage and 
subchondral bone tissues with the concentration of inflammatory cytokines in 
serum and synovial in OA hip and knee joints 

 

5.3.3.1 The relationship between MALAT1 expression in articular cartilage with 
serum and synovial inflammatory cytokines 

 

The next step was to measure a panel of serum and synovial pro-inflammatory 

cytokines and chemokines by Luminex multiplex assay in 17 OA patients, in order to 

determine the relationship between local and circulatory levels of pre-inflammatory 

factors with the expression of MALAT1 in the articular cartilage. A total of 5 adipokines 

(visfatin, resistin, leptin, adiponectin and chemerin), 4 chemotactics (MIP1a, MIP1b, 

MIP3a, and MCP1), 8 chemokines (Dkk1, galectin1, Eotaxin, amphiregulin, aggrecan, 

FABP4, serpin E1, and Ip10), and 6 pro-inflammatory cytokines (ILI. IL-6, IL7, IL10, 

IL15, and TNF), (Tables 5.3.I, 5.3.II and 5.4) were measured. 

None of the five tested adipokines in the serum or the synovial fluid showed any 

correlation with MALAT1 expression in the OA cartilage (Figure 5.10 & 11). The same 

was true for the four chemotactics in serum (Figure 5.12) and the synovial fluid except 

for one chemotactic MIP3a (R2 = 0.75, P = 0.006), which was significantly correlated 

with MALAT1 expression in the synovial fluid (Figure 5.13). Two only of the 8 

chemokines tested in serum were significantly correlated with MALAT1 expression in 

OA cartilage, including DKK1 (R2 = 0.528, P = 0.027) (Figure 5.14.I.A) and Eotaxin (R2 

= 0.646, P = 0.009) (Figure 5.14.I.C), but none in the synovial fluid of the OA cartilage 

(Figures 5.15.I and 5.15.II).  
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In addition, none of the 6 pro-inflammatory cytokines in the serum or the synovial fluid 

showed any correlation with MALAT1 expression in cartilage from OA joints (Figure 

5.16.I – 5.17.II).  
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Table 5.3.I Correlation of MALAT1 expression in articular cartilage with serum 
inflammatory cytokines, in 17 OA patients including 6 hip and 11 knee OA patients 

(pg/mL) P(two-tailed) R2 

 

Visfatin 

Resistin 

Leptin 

Adiponectin 

Chemerin 

Dkk1 

Galectin1 

Eotaxin 

Amphiregulin 

Aggrecan 

FABP4 

Serpin E1 

IP10 

 

 

0.066 

0.278 

0.338 

0.913 

0.284 

0.027 

0.244 

0.009 

0.775 

0.304 

0.987 

0.271 

0.959 

 

 

 

0.299 

0.145 

0.092 

0.001 

0.114 

0.528 

0.103 

0.646 

0.006 

0.081 

1.956e-005 

0.099 

0.0002 

 

Cytokines measured by Luminex multiplex and expressed as pg/mL 
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Table 5.3.II Correlation of MALAT1 expression in articular cartilage with serum 
inflammatory cytokines, in 17 OA patients including 6 hip and 11 knee OA patients 

 

(pg/mL) P(two-tailed) R2 

MIP1a 

MIP1 

MCP1 

MIP3a 

IL1 

IL-6 

IL7 

IL10 

IL15 

TNF-α 

Gp130 

 

0.289 

0.685 

0.209 

0.219 

0.542 

0.498 

0.441 

0.112 

0.857 

0.263 

0.263 

 

 

0.111 

0.017 

0.189 

0.146 

0.065 

0.121 

0.076 

0.285 

0.005 

0.123 

0.202 

 

 

Cytokines measured by Luminex multiplex and expressed as pg/mL 

 

 

 

 

 



 148 

Table 5.4 Correlation of MALAT1 expression in articular cartilage with synovial 
inflammatory cytokines in 17 OA patients including 6 hip and 11 knee OA patients 

 

(pg/mL) 
 

 

P(two-tailed) 

 

R2 

 

Resistin 

 

0.469 

 

0.137 

Leptin 0.118 0.496 

Adiponectin 0.388 0.189 

Chemerin 0.723 0.019 

Dkk1 0.768 0.528 

Galectin1 0.677 0.038 

Eotaxin 0.283 0.577 

Amphiregulin 0.382 0.155 

Aggrecan 0.603 0.058 

FABP4 0.382 0.155 

Serpin E1 0.623 0.052 

IP10 0.255 0.248 

MIP1a 0.492 0.125 

MIP1b 0.145 0.562 

MCP1 0.186 0.271 

MIP3a 0.006 0.746 

IL1b 0.206 0.362 

IL-6 0.818 0.011 

IL7 0.277 0.229 

IL10 0.060 0.539 

IL15 0.803 NA* 

TNF-α 0.585 0.111 

Gp130 0.603 0.073 

 

*NA = Non-Available, Cytokines measured by Luminex multiplex and expressed as pg/mL. 
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A. B. 

                   

C. D.         

                   

E.                              

 

 

Figure 5.10 MALAT1 expression in articular cartilage correlation with serum adipokines in hip 
and knee OA joints including visfatin n = 16 patients (A), resistin n = 14 patients (B), leptin n = 16 
patients (C), adiponectin n = 16 patients (D), chemerin n = 16 patients (E).  
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A. B. 

 

                            

 

C.                         D. 

 

                        

 

 

 

Figure 5.11 MALAT1 expression in articular cartilage correlation with synovial adipokines in hip 
and knee OA joints including resistin (A), leptin (B), adiponectin (C), chemerin n = 8 patients (D).  
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A. B. 

 

                 

 

C. D. 

 

                    

 

 

Figure 5.12 MALAT1 expression in articular cartilage correlation with serum chemotactics in OA 
patients including MIP1-a n = 16 patients (A), MIP1-b n = 16 patients (B), MCP1 n = 15 patients (C) 
MIP3-a n = 16 patients (D).  
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A. B. 

 

                 

 

 

B. D. 

 

                 

 

 

Figure 5.13 MALAT1 expression in articular cartilage correlation with synovial chemotactics in 
hip and knee OA joints including MIP1-a n = 7 patients (A), MIP1-b n = 5 patients (B), MCP1 n = 8 
patients (C), MIP3-a n = 8 patients (D).  
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A. B. 

 

                        

 

C. D. 

 

                    

 

 

 

Figure 5.14.I MALAT1 expression in articular cartilage correlation with serum chemokines in hip 
and knee OA joints including DKK1 (A), Galectin1 (B), Eotaxin (C), amphiregulin (D). 
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A. B. 

 

                       

 

C. D. 

 

               

 

 

Figure 5.14.II MALAT1 expression in articular cartilage correlation with serum chemokines in hip 
and knee OA joints including Aggrecan (A), FABP4 (B), Serpin E1 (C), IP10 n = 15 patients (D).  
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A. B. 

                   

 

C. D. 

                  

 

 

 

Figure 5.15.I MALAT1 expression in articular cartilage correlation with synovial chemokines in 
hip and knee OA joints including DKK1 n = 8 patients (A), Galectin1 n = 8 patients (B), Eotaxin n = 6 
patients (C), Amphiregulin n = 8 patients (D),  
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A. B. 

 

                     

C. D. 

 

                      

 

 

 

Figure 5.15.II MALAT1 expression in articular cartilage correlation with synovial chemokines in 
hip and knee OA joints including Aggrecan n = 8 patients (A), FABP4 n = 8 patients (B), Serpin E1 n 
= 8 patients (C), IP10, n = 8 patients (D).  
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A. B. 

 

                            

 

C. D. 

                            

 

 

Figure 5.16.I MALAT1 expression in articular cartilage correlation with serum cytokines in OA 

patients including IL1 n = 15 patients (A), IL-6 n = 12 patients (B), IL7 n = 15 patients (C), IL10 n = 15 
patients (D).  
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A. B. 

 

                   

 

C.  

 

  

 

Figure 5.16.II MALAT1 expression in articular cartilage correlation with serum cytokines in OA 

patients including IL15 n = 15 patients (A), TNF n = 15 patients (B), gp130 n = 15 patients (C). 
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A. B. 

                        

 

C. D. 

                        

 

 

Figure 5.17.I MALAT1 expression in articular cartilage correlation with synovial cytokines in hip 

and knee OA joints including) IL1 n = 15 patients (A), IL-6 n = 12 patients (B), IL7 n = 15 patients (C), 
IL10 n = 15 patients (D).  
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A. B. 

 

                    

 

 

C.  

 

 

 

Figure 5.17.II MALAT1 expression in articular cartilage correlation with synovial cytokines in hip 

and knee OA joints including IL15 n = 15 patients (A), TNF n = 15 patients (B), gp130 n = 15 patients 
(C).  
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5.3.3.2 Correlation of MALAT1 expression in subchondral bone with serum and 
synovial inflammatory cytokines  

 

The analysis was taken further on to measure all the serum and synovial inflammatory 

cytokines by Luminex multiplex assay. A total of 5 adipokines (visfatin, resistin, leptin, 

adiponectin and chemerin), 4 chemotactics (MIP1a, MIP1b, MIP3a, and MCP1), 8 

chemokines (DKK1, galectin1, Eotaxin, amphiregulin, aggrecan, FABP4, serpin E1, 

and Ip10), and 6 pro-inflammatory cytokines (ILI. IL-6, IL7, IL10, IL15, and TNF), 

(Tables 5.5 and 5.6) were measured. One of the five tested serum adipokines 

chemerin, showed a significant correlation with MALAT1 expression in the OA bone (P 

<0.0001) (Figure 5.18.E). The same was true for the four chemotactics in serum and 

synovial fluid (Figure 5.19 & 20). Two only of the 8 chemokines tested in serum were 

significantly correlated with MALAT1 expression in OA subchondral bone, including 

DKK1 (R2 = 0.415, P = 0.033) (Figure 5.22.I.A) and galectin1 (R2 = 0.413, P = 0.045) 

(Figure 5.22.I.B), but none in the synovial fluid of the OA subchondral bone (Figure 

5.23.I – 5.23.II).  

In addition, one of the 6 pro-inflammatory cytokines in the serum, TNF-α showed a 

significant correlation with MALAT1 expression (R2 = 0.559, P = 0.013) (Figure 

5.24.II.B), and none of the synovial fluid showed any correlation with MALAT1 

expression in the OA subchondral bone tissues (Figure 5.25.I – 5.25.II).  
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Table 5.5 Correlation of MALAT1 expression with serum inflammatory 
cytokines  
 
 

 
(pg/mL) 

 

 
P(two-tailed) 

 
R2 

 

Visfatin 

 

0.973 

 

0.000 

Resistin 0.339 0.131 

Leptin 0.569 0.037 

Adiponectin 0.721 0.015 

Chemerin 0.723 0.823 

Dkk1 0.033 0.415 

Galectin1 0.045 0.413 

Eotaxin 0.205 0.172 

Amphiregulin 0.376 0.088 

Aggrecan 0.743 0.013 

FABP4 0.608 0.030 

Serpin E1 0.861 0.004 

IP10 0.995 0.000 

MIP1a 0.532 0.040 

MIP1b 0.636 0.026 

MCP1 0.531 0.040 

MIP3a 0.882 0.002 

IL1b 0.655 0.019 

IL-6 0.595 0.060 

IL7 0.427 0.092 

IL10 0.481 0.064 

IL15 0.441 0.076 

TNF-α 0.013 0.559 

Gp130 0.769 0.011 

 
Cytokines measured by Luminex multiplex and expressed as pg/mL  
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Table 5.6 Correlation of MALAT1 expression with synovial inflammatory 
cytokines  
 
 

 
(pg/mL) 

 

 
P(two-tailed) 

 
R2 

 

Resistin 

 

0.591 

 

0.062 

Leptin 0.905 0.004 

Adiponectin 0.382 0.155 

Chemerin 0.250 0.253 

Dkk1 0.527 0.085 

Galectin1 0.603 0.058 

Eotaxin 0.616 0.069 

Amphiregulin 0.389 0.151 

Aggrecan 0.686 0.035 

FABP4 0.545 0.078 

Serpin E1 0.553 0.075 

IP10 0.226 0.276 

MIP1a 0.817 0.015 

MIP1b 0.995 0.00 

MCP1 0.325 0.161 

MIP3a 0.224 0.438 

IL1b 0.219 0.346 

IL-6 0.467 0.139 

IL7 0.520 0.110 

IL10 0.502 0.119 

IL15 0.132 0.471 

TNF-α 0.305 0.257 

Gp130 0.865 0.008 

 
Cytokines measured by Luminex multiplex and expressed as pg/mL. 
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A.                                                              B. 

                    

C.                                                    D. 

                   

E. 

 

 

Figure 5.18 MALAT1 expression in subchondral bone correlation with serum adipokines including 
visfatin n = 16 patients (A), resistin n = 14 patients (B), leptin n = 15 patients (C), adiponectin n = 16 
patients (D), chemerin n = 16 patients. MALAT1 expression showed a significant association with serum 
chemerin P < 0.0001 (E). 
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A.                                                              B. 
 
 

                   
          
 
 
C.                                           D. 

 

                       

 

 

Figure 5.19 MALAT1 expression in subchondral bone correlation with synovial adipokines 
including) resistin (A), leptin (B), adiponectin (C), chemerin n = 8 patients (D).  
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A. B. 

 

                         

 

C. D. 

 

                             

 

 

Figure 5.20 MALAT1 expression in subchondral bone correlation with serum chemotactics 
including MIP1-a n = 16 patients (A), MIP1-b n = 16 patients (B), MCP1 n = 15 patients (C) MIP3-a n = 
16 patients (D).  
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Figure 5.21 MALAT1 expression in subchondral bone correlation with synovial chemotactics 
including MIP1-a n = 7 patients (A), MIP1-b n = 5 patients (B), MCP1 n = 9 patients (C), MIP3-a n = 8 
patients (D).  
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Figure 5.22.I MALAT1 expression in subchondral bone correlation with serum chemokines 
including Aggrecan (A), FABP4 (B), Serpin E1 (C), IP10, n = 16 patients (D).  

 

 

 

 

 

0 50 100 150 200 250
0

500

1000

1500

Serum Aggrecan pg/mL

R2 = 0.01

       P = 074

M
A

L
A

T
-1

 m
R

N
A

 

(R
e
la

ti
v
e
 E

x
p

re
s
s
io

n
)

0 50000 100000 150000 200000 250000
0

500

1000

1500

Serum FABP4 pg/mL 

R2= 0.03

           P = 0.61

M
A

L
A

T
-1

 m
R

N
A

 

(R
e
la

ti
v
e
 E

x
p

re
s
s
io

n
)

0 100000 200000 300000
0

500

1000

1500

R2= 0.00 

           P = 0.86

Serum Serpin E1 pg/mL 

M
A

L
A

T
-1

 m
R

N
A

 

(R
e
la

ti
v
e
 E

x
p

re
s
s
io

n
)

0 50 100 150
0

500

1000

1500

Serum IP10 pg/mL

R2= 0.00 

            P = 0.99

M
A

L
A

T
-1

 m
R

N
A

 

(R
e
la

ti
v
e
 E

x
p

re
s
s
io

n
)



 169 

A. B. 

 

 

                             

 

C. D. 

 

                                                                                                       

 

 

Figure 5.22.II MALAT1 expression in subchondral bone correlation with synovial chemokines 
including DKK1 n = 8 patients (A), Galectin1 n = 8 patients (B), Eotaxin n = 7 patients (C), Amphiregulin 
n = 8 patients (D). 
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Figure 5.23 MALAT1 expression in subchondral bone correlation with synovial chemokines 
including Aggrecan n = 8 patients (A), FABP4 n = 8 patients (B), Serpin E1 n = 8 patients (C), IP10 n = 
8 patients (D). 
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Figure 5.24.I MALAT1 expression in subchondral bone correlation with serum cytokines including 

IL1 n=16 patients (A), IL-6 n=10 patients (B), IL7 n=16 patients (C), IL10 n=16 patients (D).  
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Figure 5.24.II MALAT1 expression in subchondral bone correlation with serum cytokines 

including IL15 n=16 patients (A), TNF, P < 0.01 n=16 patients (B), gp130 n=16 patients (C). 
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Figure 5.25.I MALAT1 expression in subchondral bone correlation with synovial cytokines 

including) IL1 (A), IL-6 (B), IL7 (C), IL10 (D).  

 

 

 

0 10 20 30 40 50
0

100

200

300

400

Synovial IL-1b (pg/ml)

M
A

L
A

T
-1

 m
R

N
A

 

(R
e
la

ti
v
e
 E

x
p

re
s
s
io

n
)

R2 = 0.01

 P  =  0.22

0 100 200 300 400 500
0

100

200

300

400

Synovial IL6 (pg/ml)

M
A

L
A

T
-1

 m
R

N
A

 

(R
e
la

ti
v
e
 E

x
p

re
s
s
io

n
)

R2 = 0.14 
P  =  0.47

0 1 2 3 4 5
0

100

200

300

400

Synovial IL7 (pg/ml)

M
A

L
A

T
-1

 m
R

N
A

 

(R
e
la

ti
v
e
 E

x
p

re
s
s
io

n
)

R2 = 0.11

P  =  0.52

0 10 20 30
0

100

200

300

400

Synovial IL10 (pg/ml)

M
A

L
A

T
-1

 m
R

N
A

 

(R
e
la

ti
v
e
 E

x
p

re
s
s
io

n
)

R2 =  0.12

 P  =  0.50



 174 

 

A. B. 

                       

D. 

 

 

 

Figure 5.25.II MALAT1 expression in subchondral bone correlation with synovial cytokines 

including IL15 (A), TNF (B), gp130 n = 8 patients (C). 
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5.4 Discussion  

The expression of lncRNA MALAT1 in OA patients was profiled in cartilage and 

subchondral bone of NW or OB patient’s hip and knee joints. For this purpose, the 

association of MALAT1 expression to different joint damage severity parameters and 

inflammation was analysed in a number of ways. Examining the correlation between 

MALAT1 expression in the joint with the concentration of cytokines in both the systemic 

circulation (serum) and locally in the synovial fluid, joint health parameters including 

osteophyte formation, KL scale, hand OA, joint space narrowing scores and 

demographic parameters including gender, age, weight, height, BMI, W:H, body fat.  

Looking at the articular cartilage tissues of OA joints in this study, a significant 

correlation was seen between age and BMI in knee OA, indicating a role of obesity in 

and OA prevalence in the ageing population. This is further supported by the reported 

fact that body adiposity increases with age reflected on BMI in knee OA [321]. 

Furthermore, MALAT1 expression was correlated with the severity of OA in hip and 

knee joints indicated by high KL scale and a lower JSN scores (<=1mm), indicating a 

possible role for MALAT1 in end -stage joint OA.  

The next interesting finding was in the measured serum and synovial inflammatory 

parameters, were chemokines Dkk1 and Eotaxin showed a significant correlation with 

MALAT1 expression in the serum of OA patient’s cartilage.  Whereas MIP3a 

chemotactic was significantly correlated with MALAT1 expression in the synovial fluid 

of the joints of OA patient’s cartilage. This pattern of elevated inflammatory mediators 

and its significant association with MALAT1 expression in end-stage OA cartilage 

again re-enforces the suggestion of the possible involvement of MALAT1 as an 
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inflammatory mediator in the pathogenesis of OA or the possibility of MALAT1 

association with cartilage breakdown which is one of the features of OA. A similar 

finding of increased levels of proinflammatory mediators including proinflammatory 

chemokines were reported previously in human OA cartilage [322].   

Serum Dkk1 is an inhibitor of canonical Wnt pathway, and it was reported in another 

study to be associated with hip OA [323] Eotaxin is a chemokine indicating matrix 

protein breakdown due to cartilage degradation which is one of the main OA features. 

[324]. This chemokine was reported to induce MMP-3 gene expression in human 

chondrocytes. [325] This regulation was reported to be induced by IL1 which is 

produced by the chondrocytes of the OA joints [326-327]. Based on the previously 

mentioned published reports, it is possible that MALAT1 lncRNA may have a regulatory 

role in controlling chondrocytes during the inflammatory process in OA. MIP3a stands 

for Macrophage inflammatory protein 3 alpha active protein or CCL20. It is a strong 

chemoattractant to lymphocytes and is induced by inflammatory cytokines like TNF. 

The presence of this protein indicates the state of inflammation in the joint and its 

significant correlation with MALAT1 expression may confirm the suggestion of the role 

that this lncRNA may play as a mediator of the inflammatory changes affecting the 

cartilage tissues of the OA joints [328].  

17 OA patient’s subchondral bone from different joints were used, in which the 

population’s demographics, anthropometrics, joint health and inflammatory cytokines 

were examined. The findings showed a significant correlation in BMI with gender in 

which more MALAT1 was expressed in the subchondral bone from joints of male OA 
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patients compared to female and there was a significant difference in MALAT1 

expression between the different joints in males and females. 

Although there were some limitations in the analysis because of missing data for W:H 

ratio for 2 patients, and body fat % was not recorded for 5 patients, a significant 

correlation was seen between MALAT1 expression and the degree of adiposity of 

patients in the female group. W:H ratio is a measure of adiposity in patients, and 

previous studies indicated that obese individuals are more prone of having OA in their 

joints [329]. The most interesting finding was in the significant association between 

MALAT1 expression and height. An increase in height indicates more bone mass, 

which increased the risk of developing radiographic knee OA [330]. It was also proved 

that some patients with knee OA show a specific phenotype for increased bone mass 

[331]. These reports are in accordance with the findings of the current study. The 

correlation of MALAT1 and height indicates a possibility for MALAT1 regulation on 

bone in OA joints. 

In this study, the proinflammatory cytokines showed a similar finding like in cartilage, 

in which Dkk1 chemokine in the serum was significantly correlated with MALAT1 

expression. However, galectin1 instead of Eotaxin showed significant correlation with 

MALAT1 expression in serum. This finding was supported with a study done on knee 

OA in which Dkk1 expression was increased [332]. Dkk1 which is a chemokine, and 

one of the inflammatory cytokines investigated in this study, functions in inhibiting the 

Wnt/-catenin signaling acting on skeletal tissues [333] and regulates bone 

regeneration via parathyroid hormone [334]. MALAT1 significant correlation with 

increased Dkk1 expression in bone from OA joints, may indicate an epigenetic 
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regulation of MALAT1 on inflammatory cytokines associated with OA pathogenesis. 

Importantly, MALAT1 correlation with height and increased Dkk1 expression in bone 

may support the previous assumption perfectly as it was shown that high levels of Dkk-

2 were seen in subchondral bone cell culture [335]. It is worth to mention her that, Dkk-

1 and Dkk-2 are from the same DICKKOPF related proteins known to regulate bone 

functions.  

Galectin1 is a chemokine from lectin family, more specifically galectins which was 

found to regulate adhesion and growth of mammalian tissues in many cancers. It was 

increased in expression in bone from OA joints in this study, which is in accordance 

with a previous study that showed an increase in galectin expression in subchondral 

bone of OA joints [336]. MALAT1 expression significant correlation with galectin in 

bone may indicate a common initiator that triggers the activation of both regulators. 

This may be true, as galectin-1 exerts its effects on different cells in OA joints through 

inflammatory mediators like NFB [337]. It is possible that inflammatory chemokine 

galectin-1 which binds to cell surface may activates certain signaling pathways 

together with MALAT1 contributing to OA pathogenesis. Future work on a larger 

population is required to prove this. Indeed, in this study a third serum chemokine 

which may be related to the NFB pathway, TNF-α, showed a significant correlation 

with MALAT1 expression in the subchondral bone from OA joints. TNF-α was reported 

to in one study that it stimulates Nucleosomal high mobility group box-1 (HMGB-1) 

which was suggested to have a role in the thickening of the subchondral bone in OA 

patients. [338] Furthermore, TNF-α was reported to be one of the main pro-

inflammatory cytokines related to the pathogenesis of OA by stimulating MMPs and 

angiogenic substances [339]. It’s worth mentioning her that in this project, Eotaxin 
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significant correlation to MALAT1 expression in the articular cartilage together with 

TNF-α significant correlation with MALAT1 in the subchondral bone, may strongly 

suggest a possible role for MALAT1 in modulating MMPs which were proven to 

contribute to the cartilage degradation in OA. This suggestion is built on the reported 

findings that Eotaxin expresses MMP-3 gene in human chondrocytes [325] and the 

reported finding that TNF-α stimulates MMPs-1,3 and 13 in OA patients [339]. Further 

analysis with more samples is needed to validate these suggestions. 

In the next chapter, MALAT1 knockdown and the effect of this knockdown on a number 

of functional aspects of OA osteoblasts will be studied in detail.  
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CHAPTER 6  

The Expression and Functional Role of MALAT1 in OA 

Primary Osteoblasts 

 

 

 

 

 

 

 

 

 

 

 



 181 

6.1 Background 

LncRNA regulation of gene’s expression has been implicated in the initiation and 

progression of several chronic diseases including OA, but the mechanism on how this 

is achieved is not clear and many lncRNAs remain understudied with regard to their 

functional role and mechanisms of action [340]. The lncRNA MALAT1 has been 

implicated in a number of physiological and pathological processes including the 

epigenetic regulation of inflammatory pathways. Furthermore, it is one of the first 

lncRNAs that was reported in different studies to be associated with diseases in human 

including cancer development and progression [341]. Similar to other lncRNAs,  

MALAT1 exerts its regulation on three main inflammatory pathways including the 

Mitogen activated protein kinase (MAPK), Janus Kinase and Signal Transducer and 

activator of Transcription (JAK-STAT), and the Nuclear factor kB (NF- КB) pathways 

[342]. This regulation is accomplished   by specific mechanisms including initiating 

signalling cascades that activates protein receptors downstream in the NF- КB 

pathway [343-344]. MALAT1 lncRNA regulates the inflammatory pathway MAPK by 

regulating the kinases like protein 38 (p38), C-jun N-terminal kinases (JNK), and 

extracellular signal-regulated kinases (ERK). Activation of these kinases by pro-

inflammatory stimuli produces a signal in the MAPK pathway leading to the 

development of inflammatory changes in the cells. This mode of regulation was seen 

in many conditions such as in glioma metastasis [345], and diabetes related 

dysfunction in rodents [276,346-348]. Researchers indicated a possible role for 

MALAT1 in Systemic lupus erythematosus (SLE) by inhibiting the stimulation of the 
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NF-КB pathway, thus reducing inflammatory cytokines leading to immunological 

diseases [348].  

With regards to the potential role of MALAT1 in OA pathology, MALAT1 has been 

implicated in modulating both bone and cartilage remodelling [192]. For example. 

MALAT1 regulation of osteoblasts were shown in some studies indicating that this 

lncRNA plays a vital role in the initiation of osteolysis [349], promotion of osteogenesis 

differentiation of osteoblasts [350], and mediation of osteogenesis in adipose-derived 

mesenchymal stem cells [351]. In bone disease, MALAT1 together with other lncRNAs 

regulated abnormal osteogenesis of human bone marrow stromal cells [352]. On the 

other hand, osteoblast proliferation was inhibited in vitro by binding of receptor 

activator of nuclear factor-B (RANK) receptor to its legend receptor activator of 

nuclear factor-B ligand (RANKL) regulated by increased MALAT1 expression [353]. 

In addition, since MALAT1 like other lncRNAs is highly expressed in immune cells 

[354-355], this could indicate that, it plays an important role in immune cell functions, 

and therefore in the development of different immune related diseases such as RA. 

This raises the question that MALAT1 might have a role in regulating inflammatory 

pathways and may have a possible role in the pathogenesis of OA. Furthermore, 

advancements in RNA high-throughput sequencing technologies, and the new 

approaches in detecting the functional role of lncRNAs like loss and gain of function 

approaches may help in the detection of the functional role of MALAT1 in the initiation 

or progression of OA. 

In the previous chapter, MALAT1 expression was profiled in articular cartilage and 

subchondral bone of OA joints and its association with the parameters of joint damage. 
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It was expressed more in joints with sever OA having high KL scale of 4 and lower JSN 

scores <= 1.  Given these findings, the next step was to determine the expression of 

this lncRNA under inflammatory conditions and the functional role of MALAT1 

expression in both primary osteoblasts and chondrocytes. However, restrictions 

applied to UK universities, the reduction in the laboratory working hours due to COVID-

19 pandemic and the delay in the availability of laboratory reagents resulted in 

shortening my project and therefore this chapter will focus on the expression and 

function of MALAT1 in OA osteoblasts only.  

 

 

6.2 Methods 

First MALAT1 expression was studied in primary cells incubated with the pro-

inflammatory cytokine IL-1β (1ng/mL) for 6 and 24 h.  In order to study the function of 

MALAT1 in the regulation of the genes responsible for protein expressions during 

inflammatory processes in OA, the next step was to use loss of function (LOF) 

approach. Locked nucleic acids (LNA1 or LNA2) was used to target the knockdown of 

MALAT1 expression via using a lipid delivering system to transfect the primary cells. 

A non-targeted control LNA (NTC) was used for comparison.  In a 96 well plate, 10,000 

primary osteoblasts or chondrocytes per well, were cultured and the next day DNA-

lipid complexes Lipofectamine 2000, 3000, or TransIT-X2® in a serum-free medium 

Opti-MEM were added to the cells according to the lipid used and left for 24 hours. 

After one day transfection some cells were stimulated with IL-1β for 4 h and some cells 

were left unstimulated. After optimizing MALAT1-KD in OA chondrocytes and 
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osteoblasts, the effects of MALAT1-KD were studied on the transcriptomics of primary 

osteoblasts and next, the effect of this knockdown was further investigated to evaluate 

any modulation on the innate metabolic functions of osteoblasts as bone forming cells. 

 

 

6.3 Results 

6.3.1 Inflammatory Response in IL-1β-stimulated Osteoblasts 

Primary osteoblasts (n=3 OA patients) were stimulated with IL-1β (1ng/mL) for 6 or 24 

h.  A significant IL6 expression was noticed after 24 h treatment with IL-1β compared 

to non-treated osteoblasts (P = 0.03). Comparing IL-6 induction in IL-1β treated cells 

for 6 h to cells treated for 24 h, there was a 10-fold more IL-6 induced in cells treated 

for 24 h compared to cells treated for 6 h. Comparing treated cells with those non-

treated for 24 h, IL-6 induction was 23-fold more induced in treated cells compared to 

nontreated. (Figure 6.1.A).     

 

 

6.3.2 MALAT1 Expression in OA Osteoblasts Under in vitro Inflammatory 

Conditions 

MALAT1 expression in IL-1β stimulated osteoblasts was determined by qRT-PCR. A 

significant MALAT1 expression was noticed after 24 h treatment with IL-1β compared 
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to non-treated osteoblasts (P = 0.02) (Figure 6.1.B). Comparing MALAT1 expression 

between the treated osteoblasts at 6 h and 24 h, MALAT1 was expressed 52-fold more 

in treated osteoblasts for 24 h compared to osteoblasts treated for 6 h. Comparing 

MALAT1 expression between IL-1β treated and non-treated for 24 h, MALAT1 was 

expressed 40-fold more in treated osteoblasts compared to non-treated osteoblasts. 

It's noteworthy, to mention that OA chondrocytes were also responsive to IL-1β 

stimulation and IL6 was induced in treated cells. Also, LNA’s induced MALAT1-KD in 

OA chondrocytes. (Appendix Fig 9.5) In this chapter only the results of primary 

osteoblasts will be shown. 

 

 

A.                                                              B. 

 

 

               

Figure 6.1 IL-6 pro-inflammatory cytokine and MALAT1 expression in IL-1β stimulated and non-
stimulated primary osteoblasts IL-6 expression (A), MALAT1expression for 6 and 24 h in (-) non-
stimulated and (+) IL-1β stimulated osteoblasts (B). 
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6.3.3 MALAT1 knockdown in OA osteoblasts 

Next, MALAT1-KD was performed in OA primary osteoblasts obtained from the 

subchondral bone of different BMI cohort and different joints including hip, hand, wrist 

and foot. 24 h MALAT1-KD in primary osteoblasts from OW foot showed 97% 

knockdown in LNA-2 and 46.45% knockdown in LNA-1 (Figure 6.2.A) and 24 h 

MALAT1-KD in primary osteoblasts from NW hip showed 90% knockdown in LNA-2 

and 80% knockdown in LNA-1 (Figure 6.2.B).   

We then examined if the LNAs could also deplete the expression of MALAT1 in 

osteoblasts stimulated with IL-1β. To this end, osteoblasts from OB hand and obese 

wrist OA patients were transfected with MALAT1 LNAs or NTC control for 24h and then 

stimulated +/- IL-1β. Despite stimulation with IL-1β, expression of MALAT1 was 

significantly depleted in both OB hand OA osteoblasts (Figure 6.2.C & D) and OB wrist 

OA joints (Figure 6.2.E & F) by >90% with either MALAT1 LNA1 or LNA2 compared to 

the control LNA.  
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A.                                                             B. 

                                       
C.                                          D. 

                                             
E.                                                    F. 

                                           
 

 

Figure 6.2 MALAT1-KD in OA primary osteoblasts. 24 h MALAT1-KD in OA primary osteoblasts from 
OW foot using Lipofectamine 3000 (A), 24 h MALAT1-KD in OA primary osteoblasts from NW hip using 
Lipofectamine 3000 (B), MALAT1-KD in non-stimulated (C) and IL-1β stimulated primary osteoblasts 
from OA OB hand (D), MALAT1-KD in non-stimulated (E) and IL-1β stimulated primary osteoblasts from 
OA OB Wrist (F) using Lipofectamine 3000. NTC = Non target control, LNA1= Locked nucleic acid for 
MALAT1-1 and LNA2 = Locked nucleic acid for MALAT1-2. 
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6.3.4 MALAT1-KD modulation of OA osteoblast transcriptome   

6.3.4.1 RNA Sequencing  

 

Successful MALAT1-KD in primary osteoblasts from different BMI cohort and different 

OA joint location led to the next step in this project which was to investigate the possible 

effects of the lncRNA MALAT1-KD on the transcriptomic sequences of primary OA 

osteoblasts. MALAT1 loss-of-function using the aforementioned LNAs, was performed 

in n=3 OA patient osteoblasts (including primary OA osteoblasts form 2 OB joints (hand 

and wrist) and 1 NW hip joint). Following transfection, total RNA was extracted by 

Qiagen mini columns and RNA quality evaluated using the Agilent Bioanalyser. All 

RNA samples were of high quality, with RIN values from 8.2-10 (Figure 6.3A, 6.4B) 

and were therefore deemed of sufficient quality (RIN > 7) to be selected for RNA 

sequencing analysis using the Lexogen, QuantSeq 3` kit. Star Aligner version 2.5.2b 

was used to prepare sequenced reads libraries which were mapped to the hg38 

reference human genome. DESeq2 version software was used to determine the 

differential gene expression analysis and to compute the log2 fold changes.   
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A. 

 

B. 

 

 

Figure 6.3 Quality Analysis of RNA obtained from MALAT1-KD OA primary 
osteoblasts. MALAT1-KD primary osteoblasts were obtained from three OA joints 
including OB hand, OB wrist and NW hip, with RIN ranged from 8.2 – 10. RIN = RNA 
integrity number (A-B). 
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From DESeq2 analysis, a total of more than 60,000 transcripts were detected in the 

RNA extracted from OA primary osteoblasts transfected with LNA1 or LNA2. The total 

number of significantly differentially expressed transcripts were 489 in MALAT1 LNA1 

compared to NTC (>1.5-fold change, P ≤ 0.05) and 343 transcripts in MALAT1 LNA2 

compared to NTC. A total of 155 transcripts were significantly differential expressed 

transcripts (>1.5-fold change, P ≤ 0.05) common between MALAT1 LNA’s 1 & 2 (Table 

6.1). The transcripts were of different types including protein coding mRNA, 

miscellaneous RNA (miscRNA), small nucleolar RNA (snoRNA), processed 

transcripts, pseudogenes, lincRNA, antisense lncRNA, sense lncRNA, sense novel 

lncRNA, and bidirectional RNA. Table 6.1 shows the number of each group in 

MALAT1-LNA1 compared to NTC and in MALAT1-LNA2 compared to NTC. Table 6.2 

shows a list of significant novel lincRNA, sense and antisense transcripts and table 6.3 

shows a list of significant lincRNA expressed in MALAT1-LNA1 and LNA2 compared 

to NTC.  
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Table 6.1 The number of significant differentially expressed transcript groups in 
MALAT1-LNA1, MALAT1-LNA2 Compared to NTC and common between both LNA’s 

Transcript Group MALAT1-LNA1/NTC MALAT1-LNA2/NTC Common 

Protein coding mRNA 453 303 146 
Pseudogenes 3 0 1 
miscRNA  2 1 0 

snoRNA 0 0 0 
miRNA 0 0 0 
Processed transcripts 1 2 1 
LincRNA 17 18 2 

Antisense 10 14 4 
Sense 1 1 1 
Sense novel lncRNA 2 4 0 

Bidirectional lncRNA 0 0 0 
Total 489 343 155 
  

 

Table 6.2 List of significant novel lincRNA, sense and antisense genes expressed 
in OA MALAT1 KD osteoblasts (LNA1 & 2 Compared to NTC) 

Gene Name F Change P-value Gene Type NTC/LNA 

AC026356.2  8.737 0.002 Sense-intronic 2 
AL022311.1 -8.343 0.018 Sense overlapping 1&2 
AC087721.1 -22.300 1.756E-09 Sense-intronic 1&2 

AC037198.1 -10.752 0.001 Sense-intronic 1&2 
AC099778.1 -9.273 0.004 Antisense to PTPN23 1&2 
AL138921.1 -7.636 0.040 Antisense 1&2 
AC079298.3  9.674 0.003 Antisense to DCHS2 2 

AC008443.6 -6.732 0.044 Antisense 2 
AC008764.6 -9.824 0.002 LincRNA 1&2 
AC092747.4 -9.734 0.003 LincRNA 1&2 

AL158152.1  9.481 0.004 LincRNA 1 
AL1391056.1  10.505 0.000 LincRNA 2 
AC245060.5 -10.969 0.000 LincRNA 2 

AC010618.3  9.900 0.002 LincRNA 2 
AP002784.1  8.971 0.005 LincRNA 2 
AC116667.1  8.250 0.006 LincRNA 2 
AC107068.1 -7.994 0.018 LincRNA 2 

AL160396.2 -7.283 0.048 LincRNA 2 
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Table 6.3 List of significant lincRNA expressed in OA MALAT1- KD osteoblasts 
(LNA1 & 2 compared to NTC) 

Gene Name F Change P-value Gene Description NTC/LNA 

LINC00662 9.388 0.000 Non-protein coding RNA 662 1 
MIR1938HG 10.668 0.001 Host gene 1 
PPP4RI-ASI 9.730 0.001 Antisense RNA1 1 

LINC00467 8.230 0.003 Non-protein coding RNA 467 1 
FAM225A 9.459 0.004 Family with sequence similarity 

225 member A 
1&2 

LINC02289 -8.080 0.004 Non-protein coding RNA 2289 1&2 
ZNF582-AS1 9.244 0.005 Antisense RNA1 1 

ILF3-DT -7.820 0.005 Divergent transcript 1 
MIR29B2CHG 8.989 0.006 Host gene 1 
LINC02511 8.275 0.007 Non-protein coding RNA 2511 1 
MIR155HG 8.275 0.017 Host gene 1&2 

LINC01963 -7.035 0.032 Non-protein coding RNA1963 1 
CARMN -6407 0.033 Cardiac mesoderm enhancer-

associated non-coding RNA 
1 

LINC02405 -7.210 0.033 Non-protein coding RNA 2405 1 
LINC00886 -9.110 0.000 Non-protein coding RNA 886 2 

LINC0294 10.182 0.002 Non-protein coding RNA 294 2 
MIRLET7BHG 9.772 0.002 Host gene 2 
LINC00607 8.699 0.005 Non-protein coding RNA 607 2 

LINC00968 8.811 0.007 Non-protein coding RNA 968 2 

  

 

 

6.3.4.2 Analysis of Differentially Expressed Genes in Common to Both LNA1 and 

LNA2 

Given that any RNA approach is as to infer off-target effects (i.e., modulation of genes 

that are not specific to the function of MALAT1) we focused on the analysis of genes 

that were differentially expressed with both the LNA1 and LNA2 MALAT1 LNAs. In 

total, 155 transcripts were significant differentially expressed in RNA extracted from 
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MALAT1 depleted primary OA osteoblasts transfected with MALAT1-LNA1 or 

MALAT1-LNA2. 

Of these transcripts, 82 transcripts were upregulated and 73 were downregulated. 

These transcripts were significantly differentially expressed (>1.5-fold change, P ≤ 

0.05) in MALAT1-KD OA primary osteoblasts transfected with either LNA1 or LNA2 

compared to NTC control LNA (Table 6.4). In addition, a comparison between the 

upregulated and downregulated genes in MALAT1-KD LNA1, LNA2 and NTC is 

presented in the heat map showing the (Figure 6.4.A) and the Venn diagram (Figure 

6.4.B). 
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A.                                                              B. 
 
 
 
 

         

 

 

Figure 6.4 Significant differentially expressed upregulated and downregulated genes obtained 
from RNASeq analysis of MALAT1-KD primary osteoblasts. (A) Heatmap showing upregulated positive 
Z scores (red) and downregulated negative Z scores (Green) in M1(1) = LNA1, M1(2) = LNA2 compared 
to NC = NTC. (B) Venn diagram showing common upregulated (orange) and downregulated (green) 
genes between the LNAs 1 & 2.  
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Table 6.4 Significant differentially expressed most upregulated and 
downregulated genes in RNA sequence from primary OA MALAT1-KD osteoblasts 
common between MALAT1-LNA1 and LNA2 compared to NTC 

Gene Gene Name Log2 Fold 
Change 

p-value 

 
Most 
Upregulated 
 
TNFSF12 

 
 
 
 
TNF Superfamily member 12 

 
 
 
 

11.4 

 
 
 
 

0.00 
DTX3 Deltex E3 ubiquitin ligase 3 11.1 0.00  
POLR2M RNA polymerase II subunit M 10.9 0.00  

PIK4B Phosphatidylinositol 4-kinase beta 10.8 0.02  
CKS1B CDC28 protein kinase regulatory 

subunit 1B 
10.7 0.00 

PTGS2 Prostaglandin-endoperoxide synthase 2 10.6 0.00 
NR1D2 Nuclear receptor subfamily 1 group D 

member 2 
10.6 0.00 

KLHL36 Kelch like family member 10.5 0.00 

RCOR1 REST corepressor 1 10.5 0.00 
GRIPAP1 GRIP associated protein 1 10.5 0.00 
 
Most 
Downregulated 
 
NAIF1 

 
 
 
 
Nuclear apoptosis inducing factor 1 

 
 
 
 

-10.8 

 
 
 
 

0.00 

INCENP Inner centromere protein -10.7 0.00 
C9orf64 Chromosome 9 open reading frame 64 -10.6 0.01 
HECW1 HECT, C2 and WW domain containing 

E3 ubiquitin protein ligase 1 
-10.6 0.10 

FGF5 Fibroblast growth factor 5 -10.5 0.00 

WHAMM WASP homolog associated with actin, 
Golgi membranes and microtubules 

-10.4 0.01 

LRFN3 Leucine rich repeat and fibronectin type 
III domain containing 3 

-10.4 0.00 

ZSCAN32 Zinc finger and SCAN domain-
containing protein 32 

-10.3 0.00 

PYROXD2 Pyridine nucleotide-disulphide 
oxidoreductase domain 2 

-10.3 0.01 

NINJ2 Ninjurin 2 -10.2 0.02 
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6.3.4.3 Pathway Analysis 

To further understand the implications of these MALAT1 depleted osteoblasts 

transcriptomes, we next conducted pathway analysis using Ingenuity Pathway 

Analysis software (IPA). IPA was used to further examine the MALAT1 depleted 

differentially expressed genes by aligning them to canonical pathways and cellular 

processes. Transcriptomes were generally evaluated by using the pathway analysis 

tool to predict the most significant canonical pathways that are changing based on 

gene expression, top upstream regulators, downstream regulators, disease and 

functions altered, regulator effects and networks affected due to gene expression in 

RNA from primary osteoblasts due to MALAT1-LNA1 and MALAT1-LNA2 transfection 

compared to NTC. The first step was to evaluate the general transcriptomes in the 

RNA extracted from osteoblasts transfected with either LNAs and the second step was 

then dedicated to the analysis of the common genes in transfection with LNA1 and 

LNA2. 

The pathway analysis tool was used to analyse a list of canonical pathways that were 

predicted to be stimulated by significantly associated with the differentially expressed 

genes following MALAT1-KD. Predicted pathways, the -logP values of the association 

between pathway and gene dataset and the molecules related to these pathways is 

shown in Table 6.5.I – 6.5.III.  The most significant canonical pathways affected in the 

RNASeq transcripts included phosphatidylcholine biosynthesis, fMLP signaling in 

neutrophils, NAD biosynthesis, eicosanoid biosynthesis and prostanoid biosynthesis 

(Figure 6.5.A). Cellular processes significantly affected included cell to cell signaling, 
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DNA replication, cellular growth and proliferation and cellular development (Figure 

6.5.B). 

 

Table 6.5.I List of canonical pathways related to OA pathogenesis 

Pathway -log 
(p-value) 

Molecules 

PI3K/AKT Signaling 1.0 
 

IL17RD, ITGA2, PTGS2 

IL-8 Signaling 
 

0.87 
 

GNB5, NOX4, PTGS2 
 

Osteoarthritis Pathway 
 

0.41 
 

ITGA2, PTGS2 
 

AMPK Signaling 
 

0.41 
 

ADRA1B, HMGCR 
 

Adipogenesis pathway 
 

0.68 
 

HDAC6, NR1D2 

eNOS Signaling 
 

0.57 
 

HSPA14, ITPR2 

Actin Cytoskeleton Signaling 
 

0.39  
 

FGF5, ITGA2 
 

NF-κB Activation by Viruses 
 

0.39   
 

 ITGA2 
 

IL-1 Signaling 0.35          
 

GNB5 
 

IL-17 Signaling 
 

0.39 
 

PTGS2 
 

Cyclins and Cell Cycle Regulation 0.39 HDAC6 
 

Protein Kinase A Signaling 
 

0.60 
 

ANAPC4, GNB5, ITPR2, 
PTGS2 
 

Prostanoid Biosynthesis 
 

2.75 
 

PTGIS, PTGS2 

Eicosanoid Signaling 
 

2.06 
 

PLA2R1, PTGIS, PTGS2 
 

fMLP Signaling in Neutrophils 
 

1.42 
 

GNB5, ITPR2, NOX4 
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Table 6.5.II List of canonical pathways related to OA pathogenesis 

Pathway -log 
(p-value) 

Molecules 

   

Cell Cycle Control of Chromosomal 
Replication 

1.3 
 

CDK19, DBF4 
 

   
Signaling by Rho Family GTPases 
 

1.15 
 

CDH8, GNB5, ITGA2, 
NOX4 
 

   
Phospholipase C Signaling 
 

1.08 
 

GNB5, HDAC6, ITGA2, 
ITPR2 
 

   

Tec Kinase Signaling 
 

1.06 
 

GNB5, ITGA2, TNFSF12 
 

   
Protein Ubiquitination Pathway 1.01 

 
ANAPC4, DNAJC13, 
HSPA14, USP38 
 

Acyl-CoA Hydrolysis 
 

1.1 
 

PPT1 
 

Death Receptor Signaling 
 

0.35 
 

TNFSF12 
 

D-myo-inositol (1,4,5)-
Trisphosphate Biosynthesis 
 

0.83 
 

PI4KB 
 

G Protein Signaling Mediated by 
Tubby 
 

0.74 
 

GNB5 
 

Antiproliferative Role of 
Somatostatin Receptor 2 
 

0.41 
 

GNB5 
 

Notch Signaling 
 

0.68 
 

DTX3 
 

Role of IL-17A in Arthritis 
 

0.53 
 

PTGS2 
 

Regulation of Cellular Mechanics by 
Calpain Protease 
 

0.47 
 

ITGA2 
 

Cell Cycle: G2/M DNA Damage  
 

0.57 
 

CKS1B 
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Table 6.5.III List of canonical pathways related to OA pathogenesis 

Pathway -log 
(p-value) 

Molecules 

   

Cell Cycle: G1/S Checkpoint 
Regulation 
 

0.48 
 

HDAC6 
 

Calcium-induced T Lymphocyte 
Apoptosis 
 

0.47 
 

ITPR2 
 

Role of CHK Proteins in Cell Cycle  
Checkpoint Control 
 

0.51 
 

TLK2 
 

Role of NFAT in Regulation of the 
Immune Response 
 

0.49 
 

GNB5, ITPR2 
 

HOTAIR Regulatory Pathway 
 

0.57 
 

AGO1, RCOR1 
 
 

Inhibition of ARE-Mediated mRNA 
Degradation Pathway 
 

0.74 
 
 

AGO1, TNFSF12 
 

CCR3 Signaling in Eosinophils 
Calcium Signaling 

0.74 
 

GNB5, ITPR2 
 

Regulation of Actin-based Motility 
by Rho 
 

0.42 
 

HDAC6, ITPR2 
 

CCR5 Signaling in Macrophages 
 

0.34 
 

ITGA2 
 

PAK Signaling 
 

0.34 
 

GNB5 
 

Senescence Pathway 
 

0.33 
 

ITGA2 
 

CD28 Signaling in T Helper Cells 
 

0.28 
 

ANAPC4, ITPR2 
 

Telomerase Signaling 
 

0.27 
 

ITPR2 
 

Neuroinflammation Signaling 
Pathway 
 

0.30 
 

HDAC6 
 

PI3K Signaling in B Lymphocytes 
 

0.24 
 

NOX4, PTGS2 
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A. 

      

 

 
 
 
 
B. 
 

 
 

 

Figure 6.5 Top canonical pathways (A) and top cellular processes (B) determined by IPA analysis of 
differentially expressed genes (>1.5-fold change, P ≤ 0.05) in OA osteoblasts devoid MALAT. (Red) 
representing logP = values of significant difference between pathway/process and the gene dataset and 
(blue) represents n = numbers of genes within the dataset aligned to the pathway/process. 

 

 

6.3.4.3.1 Regulator Effects Analysis 

Next, IPA was used to predicate the top upstream regulators including transcription 

regulators, peptidase, kinase, transporter, G-protein coupled complexes, cytokines 

receptors and others (Table 6.6). 
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Table 6.6 Top upstream regulators showing the genes, its type and the target  
molecules in the dataset 

 

 

Gene 
Name 

P-
Value 

Molecule Type Target Molecules in Dataset  

MED13 0.004 Transcription 
regulator 

HMGCR, KITLG, PHKA1 

HNF4A 0.004 Transcription 
regulator 

AP3M1, BRIP1, C9orf64, CRYZL1, 
CTDSPL2, DHX8, DNAL1, FAHD2A, 
HDAC6, INCENP, IVNS1ABP, 
LIN7C, MRPL49, NOC3L, NOX4, 
PI4KB, PPP6C, RNF44, SGSH, 
TBC1D17, TEAD3, TRIM4, UPF3B, 
ZKSCAN5, ZNF317. 

APOA1 0.004 Transporter HMGCR, PTGIS, PTGS2 

MTORC1 0.005 Complex HMGCR, NOX4, PTGS2 

F2RL1 0.008 G-protein coupled 
receptor 

FGF5, KITLG, PTGS2 

CST5 0.011 Other AGO1, NOC3L, OTUD4, PRPF8, 
RRS1, WDR36 

TCF7L2 0.023 Transcription 
regulator 

CCNYL1, CDK19, MOSPD2, NINJ2, 
PI4KB, REEP3 

NFAT5 0.023 Transcription 
regulator 

NOX4, PTGIS, SEMA4C 

miR-155-
5p 

0.024 Mature microRNA MOSPD2, MSH2, PTGS2, RCOR1 

SATB1 0.026 Transcription 
regulator 

CDK19, KITLG, PTGS2, TNFSF12 

Nfat 
(family) 

0.032 Group ITPR2, NOX4, PTGS2 

NFATC1 0.033 Transcription 
regulator 

HMGCR, NOX4, PTGS2 

KLF2 0.034 Transcription 
regulator 

FGF5, KITLG, PTGIS, PTGS2 

MMP3 0.034 Peptidase CACTIN, DHX8, PTGS2 

MET 0.035 Kinase NOX4, PTGS2, TCHP 

SPP1 0.035 Cytokine HMGCR, ITGA2, NDUFA9, PTGS2 

TGFBR2 0.045 Kinase FGF5, MAN2B2, PTGIS, PTGS2 

miR-16-5p 0.048 Mature microRNA ITGA2, KITLG, MSH2, PTGS2 
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6.3.4.3.2 Regulator Analysis 

The next step was to analyse the top 20 significant upregulated genes (Table 6.7) and 

the top 20 significant downregulated genes (Table 6.8) obtained from datasets of 

RNASeq from MALAT1-KD OA osteoblasts transfected with LNA1 and LNA2, and then 

identifying candidate upstream regulators (either as upstream activators or inhibitors), 

which could explain the differentially expressed gene output in primary osteoblasts 

depleted of MALAT1.  

Table 6.7 List of top 20 significant upregulated protein-coding genes analysed 
from RNASeq of MALAT1-KD OA osteoblasts transfected with LNA1 and LNA2 

Gene Name F 
Change 

P-value Gene Description 

PI4KB 12.3 0.01 Phosphatidylinositol 4-kinase beta 

CARD6 11.8 0.01 Caspase recruitment domain family member 
FNDC3A 11.8 0.01 Fibronectin type III domain containing 3A 
GNPDA2 11.7 0.01 Glucosamine-6-phosphate deaminase 2 

PR/SET domain 4 
SLAIN2 11.6 0.01 SLAIN motif family member 2 

TPMT 11.5 0.01 Thiopurine S-methyltransferase 
TNFSF12 11.4 0.00 TNF superfamily member 
EDEM1 11.4 0.02 ER degradation enhancing alpha-

mannosidase like protein 
DTX3 11.1 0.00 Deltex E3 ubiquitin ligase 3 

KLHL36 11.0 0.02 Kelch like family member 
FAM167A 10.9 0.01 Family with sequence similarity 167 

member A 
PRDM4 10.9 0.01 PR/SET domain 4 
MPST 10.9 0.02 Mercaptopyruvate sulfur transferase 

POLR2M 10.9 0.00 RNA polymerase II subunit M 
CKS1B 10.7 0.00 CDC28 protein kinase regulatory subunit 1B 
KIAA2026 10.7 0.01 KIAA2026 protein coding gene 

SCFD2 10.6 0.02 Sec.1 family domain containing 
PTGS2 10.6 0.00 Prostaglandin-endoperoxide synthase 2 
NR1D2 10.6 0.00 Nuclear receptor subfamily 1 group D 

member 2 
KLHL36 10.5 0.00 Kelch like family member 36 
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Table 6.8 List of top 20 significant downregulated protein-coding genes analysed 
from RNASeq of MALAT1-KD OA osteoblasts transfected with LNA1 and LNA2 

 

Gene Name Fold 
Change 

P-value Gene Description 

PYCARD -11.4 0.02 PYD and CARD domain containing 

CYB5R2 -11.2 0.02 Cytochrome b5 reductase 
SLC37A3 -10.9 0.02 Solute carrier family 37 member 
NAIF1 -10.8 0.00 Nuclear apoptosis inducing factor 1 

INCENP -10.7 0.00 Inner centromere protein 
TWNK -10.7 0.01 Twinkle mtDNA helicase 
RBMX2 -10.7 0.01 RNA binding motif protein X-linked 

ZNF445 -10.7 0.02 Zinc finger protein 445 
C9ORF64 -10.6 0.01 Chromosome 9 open reading frame 64 
HECW1 -10.6 0.01 HECT, C2 and WW domain containing E3 

ubiquitin protein liqase 1 
PSD3 -10.6 0.01 Pleckstrin and Sec7 domain containing 

FGF5 -10.5 0.00 Fibroblast growth factor 5 
SMYD4 -10.5 0.02 SET and MYND domain containing 
CCDC47 -10.5 0.03 Coiled-coil domain containing 
WHAMM -10.4 0.01 WASP homolog-associated protein with actin 

membranes and microtubules 

LRFN3 -10.4 0.00 Leucine rich repeat and fibronectin type III 
domain containing 3 

MRGPRF -10.4 0.02 MAS related GPR family member F 
CACTIN -10.3 0.02 Cactin, spliceosome C complex subunit 
ZSCAN32 -10.3 0.00 Zinc finger and SCAN domain containing 32 

PYROXD2 -10.3 0.01 Pyridine nucleotide-disulphide oxidoreductase 
domain 2 

  

 

 

6.3.4.3.3 Upstream Regulator Analysis 

The regulator effects analysis in IPA was applied on the datasets to predict the 

upstream and downstream regulators that caused changes in gene expression 

affecting pathway interactions to study the effect of these genes on target molecules 
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that may play an important role in the pathogenesis of OA. In total 30 genes were predicted 

as significant upstream regulators, from which 15 were the most significant upstream 

activated genes including HNF4A, Nfat and MMP3, (Table 6.9). Interestingly, one or 

the common target molecules for these regulators is PTGS2. 15 other genes were the 

most significant upstream inhibited genes including B4GALT3, KANK1 and MANBA 

(Table 6.10). 
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Table 6.9 List of the most significant activated upstream regulator genes 

Gene Name Gene name / 
Molecule type 

P 
Value 

Target Genes 

    

Genistein 
 

Isoflavone / 
Chemical drug 

0.01 
 

GRK6, HMGCR, LGMN, MANBA, 
PPT1, PTGS2, SGSH 

CST5 
 

Cystatin D / Other 
 

0.01 
 

AGO1, NOC3L, OTUD4, PRPF8, 
RRS1, WDR36 
 

TCF7L2 
 

Transcription factor 
7 like 2 / 
Transcription 
regulator 
 

0.02 
 

CCNYL1, CDK19, MOSPD2, NINJ2, 
PI4KB, REEP3 
 

miR-155-5p 
 

Mature microRNA 
 

0.02 
 

MOSPD2, MSH2, PTGS2, RCOR1 
 

KLF2 
 

Kruppel like factor 2 
/ host transcription 
factor 

0.02 
 

CDK19, KITLG, PTGS2, TNFSF12 
 

MET MET proto-
oncogene / receptor 
tyrosine kinase  

0.03 
 

FGF5, KITLG, PTGIS, PTGS2 
 

SPP1 
 
 

 Secreted 
phosphoprotein 1 / 
chemical drug 
 

0.03 
 

ITGA2, MSH2, PTGS2, RCBTB2 
 

NFATC1 
 

Nuclear factor of 
activated T cells 1 / 
Transcription 
regulator 
 

0.03 
 

ITPR2, NOX4, PTGS2 
 

Nfat  Nuclear factor of 
activated T cells / 
Group 
 

0.03 
 

ITPR2, NOX4, PTGS2 
 

MMP3 
 

Matrix 
metallopeptidase 3 / 
Peptidase 
 

0.03 CACTIN, DHX8, PTGS2 
 

miR-16-5p 
 

Mature microRNA 0.04 
 

ITGA2, KITLG, MSH2, PTGS2 
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Table 6.10 List of the most significant inhibited upstream regulator genes 

Gene Name Gene name / Molecule 
type 

P- Value Target Genes 

B4GALT3 Beta-1,4-
galactosyltransferase 3 / 
Enzyme 

0.00 Activated HRAS 

KANK1 KN motif and ankyrin 
repeat domains 1 / 
Transcription regulator 

0.00 Activated SOX2 

MANBA Mannosidase beta / 
Enzyme 

0.00 Activated 
Genistein 

HSPA14 Heat shock protein 
family A (Hsp 70) 
member 14 / Peptidase 

0.00 Activated MYC 

NADSYN1 NAD synthetase 1 / 
Enzyme 

0.00 Activated 
SMARCA4 

CEP250 Centrosomal protein 
250 / Other 

0.00 Inhibited ESR 

LGMN Legumain / Peptidase 0.00 Inhibited MYC 

AGO1 Argonaute RISC 
component 1 / 
Translation Regulator 

0.00 Activated Estrogen 
receptor 

IVNS1ABP Influenza virus NS1A 
binding protein / Others 

0.00 Activated EGFR 

MSH2 MutS homolog 2 / 
Enzyme 

0.00 Inhibited JUN 

NOC3L NOC3 like DNA 
replication regulator / 
Others 

0.00 Inhibited TGFB1 

AFMID Arylformamidase / 
Enzyme 

0.00 Activated MYC 

FAM167A Family with sequence 
similarity 167 member A 
/ Other 

0.00 Activated 
SMARCA4 

DPY30 Dpy-30 histone 
methyltransferase 
complex regulatory sub 
Deltex E3 ubiquitin 
ligase 3 / Other 

0.00 Activated SOX2 

HMGCR 3-hydroxy-3-
methylglutaryl-CoA 
reductase / Enzyme 

0.00 Inhibited FBXW7 
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6.3.4.3.4 Diseases and Functions Analysis 

In this analysis, the relationship of mRNA transcripts in certain diseases and the effects 

on the pathogenesis of diseases and functional aspects were predicted. mRNA for 

different groups were predicted to contribute to the pathogenesis of osteoarthritis 

including growth factors, cytokines, transcription factors, transmembrane receptors 

and enzymes. Upregulation, expression and down-regulation of mRNA in different 

tissues of a joint was related to OA in human (Figure 6.6) and (Table 6.11). 

 

 

                                                                         

Figure 6.6 Using the disease and functions analysis, a relationship was built between OA disease 
and molecules with possible contribution to the pathogenesis of OA according to data from research 
gathered by the software. CK and growth factors (blue), enzymes (green), transmembrane receptors 

(yellow), transcription regulators (pink) and growth factors (orange). All rights reserved. © 2000-2020 

QIAGEN. 
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Table 6.11 mRNA expression relationship with human OA in MALAT1-KD primary 
osteoblasts extracted from IPA data 

 

mRNA-
code 

mRNA-name Type Tissue/Cells Expression 

PTGS2 Prostaglandin-
Endoperoxide synthase 2 

Enzyme Articular 
cartilage 

Upregulated 

PTGDS Prostaglandin D2 synthase  Enzyme Articular 
cartilage 

Upregulated 

TIMP1 TIMP1 Metallopeptidase 
inhibitor 1 

Cytokine Articular 
cartilage 

Upregulated 

TNF Tumor necrotic factor Cytokine Articular 
cartilage 
(Knee) 

Upregulated 

VEGFA Vascular endothelial 
growth factor A 

Growth 
factor 

Articular 
cartilage 

Upregulated 

IL7 Interleukin 7 Cytokine Chondrocytes Upregulated 
RELA RELA Proto-Oncogene, 

NF-KB subunit 
Transcrip
tion 
regulator 

Synovial 
membrane 

Upregulated 

PDGFD Platelet derived growth 
factor D 

Growth 
factor 

Synovial 
membrane 

Upregulated 

TNFRS
F10A 

TNF receptor superfamily 
member 10a 

Transme
mbrane 
receptor 

Synovial 
membrane 

Upregulated 

SOD2 Superoxide Dismutase 2 Enzyme Synovial 
fibroblasts 

Upregulated 

HMGB1 High mobility group box 1 Transcrip
tion 
regulator 

Synovial 
fibroblasts 

Upregulated 

TGFB1 Tumor growth factor beta 1 Growth 
factor 

Subchondral 
bone 

Upregulated 

PTGS 1 Prostaglandin-
Endoperoxide synthase 1 

Enzyme Synovium 
tissue 

Expression 

NF-KB1 Nuclear factor kappa B 1 Transcrip
tion 
regulator 

Synovium 
tissue 

Expression 

TNFRS
F6B 

TNF receptor superfamily 
member 6b 

Transme
mbrane 
receptor 

Synovial 
fibroblasts 

Expression 

SPP1 Secreted phosphoprotein 1 Cytokine Synovial 
fibroblasts 

Expression 

IL6 Interleukin 6 Cytokine Synovial 
membrane 

Downregulated 
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6.3.4.3.5 Networks Analysis 

Next, an analysis was performed to examine important key networks that could be 

related to the inflammatory processes and the identified differentially expressed genes 

related to MALAT1-KD in primary OA osteoblasts datasets from this thesis project 

including genes associated with NF-kB network (Figure 6.6) and PTGS2 (Figure 6.7) 

as an example. 

 

 

Figure 6.7 NF-kB network (grey), indicating that it was not upregulated, nor downregulated. It also 
shows its relationship with other nodes through a direct relation (un-dashed line) to RNA polymerase II, 
and indirectly (dashed line) related to Interferon alpha, estrogen receptor, and upregulated (red) DTX3. 
Different predicted upregulated (red) molecules including AGO1 (which is directly related to TNRC6C 
(un-dashed line), indirectly regulates NF-kB complex. The predicted down regulated (green) molecules 
like BCR, (which is directly affected by the downregulation of ANAPC4) for example. © 2000-2020 
QIAGEN. 
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Figure 6.8 PTGS2 network designed by Fawzeyah A. Alnajjar using ingenuity IPA 2000-2020 Qiagen 
tools. Showing the relationship between the upregulated mRNA for PTGS2 with other genes in different 
cellular compartments. The following genes are related positively to PTGS2 (relationship shown in 
dashed lines ended with an arrow) including C-X-C Motif chemokines ligand 8 (CXCL8) in the 
extracellular space, Prostaglandin E receptor 2 (PTGER2) transmembrane receptors and Ezrin (EZR) 
protein, JNK2A1 or MAPK9 variant 1 (JNK2A1), P21 activated kinase 1 (PAK1), Inorganic 
pyrophosphatase 1 (PPA1) in the cytoplasm and Iroquois homeobox 2 (IRX2), Marker of proliferation 
Ki-67 (MKI67), Cyclin E1 (CCNE1), Nibrin coding gene (NBN), Cyclin dependent kinase 5 (CDK5), c-
FOS proto-oncogene 1 (C-FOS1) and Snail family transcriptional repressor 1 (SNAI1) in the nuclease. 
Only 2 genes show a negative relationship (shown in dashed lines ended with a line) with PTGS2 
including leptin (LEP) in the extracellular space and BCL2 binding component 3 (BBC3) in the 
cytoplasm. With the red color indicating an upregulated gene, while the green indicates a downregulated 
gene. The pink and the light green indicating a lower degree of upregulation and downregulation 
respectively. 
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6.3.5   qPCR Validation of Genes from RNASeq Data 

In order to validate the presence of some of the upregulated or downregulated genes 

from the RNASeq analysis a number of genes were selected in order to predict a 

possible association with OA pathogenesis based on the following criteria: IPA 

predicted roles in important pathways related to OA, high reads in the eRNAs, fold 

change and P values and according to previously published reports. 19 genes were 

selected and designed according to gene design protocol put together by our group. 

These primers were tested in MALAT1-KD OA osteoblasts including upregulated 

genes Prostaglandin-Endoperoxide Synthase-2 (PTGS2), Argonaute RISC 

component1 (AGO), Phosphatidylinositol 4-kinase Beta (PI4KB), and Leucine Rich 

Repeats and Calponin Homology Domain Containing-3 (LRCH3), and downregulated 

genes including Nuclear Apoptosis Inducing Factor1 (NAIF1), Aminopeptidase 

Puromycin Sensitive (NPEPPS), G protein Subunit Beta5 (GNB5), Calcium Regulated 

Heat Stable Protein-1 (CARHSP1), Chloride Voltage-Gated Channel-7 (CLCN7), Long 

Intergenic Non-coding-02289 (LINC02289), Spondin-2 (SPON2), Alsin Rho Guanine 

Nucleotide Exchange Factor-2 (ALS2), NEDD4 E3 Ubiquitin Protein Ligase  (NEDD4) 

, SPX domain-containing proteins (XPRI), Exocyst Complex Component -5 (EXOC5), 

(Transcriptional Elongated Factor AI-8 (TCEAI8)  and Hepatocyte Nuclear Factor-4 

(HNF4)  (Table 6.13). 
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Table 6.12 Designed primers for gene qRT-PCR validation in OA MALAT1-KD OA 
osteoblasts. 

 

 

 

 

 

 

 

No. Primer Log2 Fold 
Change 

P adj. 

 
 
 
1 

Upregulated 
 
 

PTGS2 

 
 
 

10.6 

 
 
 

0.03 

2 AGO1 10.2 0.04 

3 RP9 9.5 0.03 
4 PI4KB 9.4 0.05 
5 LRCH3 9.2 0.02 

 
 
 
6 

Downregulated 
 
 

NAIF1 

 
 
 

-10.8 

 
 
 

0.04 
7 PRPF8 -9.6 0.05 

8 NPEPPS -9.3 0.02 
9 GNB5 -8.6 0.04 

10 CARHSP1 -8.2 0.02 
11 CLCN7 -8.2 0.03 

12 LINC02289 -8.1 0.05 
13 SPON2 -7.7 0.03 
14 ALS2 -7.6 0.03 

15 NEDD4 -7.6 0.35 
16 XPRI -7.6 0.04 
17 EXOC5 -7.5 0.03 

18 TCEAI8 -7.4 0.03 
19 HNF4 -1.6 0.04 
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Among the upregulated genes LRCH3 showed a significant expression in MALAT1-

KD OA osteoblasts in LNA2 compared to NTC control LNA (P < 0.02) (Figure 6.10.I.A). 

From the downregulated genes NPEPPS was significantly expressed in LNA2 

compared to NTC control LNA (P < 0.0001) (Figure 6.10.I.B), ALS2 was significantly 

expressed in LNA1 compared to NTC (P < 0.0002) and LNA2 compared to NTC (P < 

0.01) (Figure 6.10.I.C) and EXOC5 showed significant expression in LNA2 compared 

to NTC control LNA (P < 0.001) (Figure 6.10.II.B). Other genes were expressed in 

LNA1 or LNA2, but this expression didn’t reach a statistically significant level including 

PI4KB, PRPF8 and NEDD4. Some of the top upregulated like PTGS2 or 

downregulated like NAIF1 genes were not expressed in qRT-PCR but it was possible 

to detect COX-2 (encoded by PTGS2 gene) protein by Western blotting in MALAT1-

KD osteoblasts (Figure 6.11) which was in consistence with the upregulated levels of 

PTGS2 in MALAT1 depleted osteoblasts by qRT-PCR.  
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A.                                                             B.  

 

                                                 

C. D.  

                                                           

 

 

Figure 6.10.I qRT-PCR Gene validation of a panel of selected upregulated and downregulated 
genes. Significantly expressed upregulated genes include LRCH3 gene (P < 0.02) in LNA2 compared 
to NTC (A) and the downregulated genes including NPEPPS gene (P < 0.02) (B), ALS2 (P < 0.0002) in 
LNA1 compared to NTC and (P < 0.01) in LNA2 compared to NTC (C) and EXOC5 (P < 0.001) in LNA2 
compared to NTC (D). 
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A. B.  

 

                                             

C. 

 

           

 

 

Figure 6.10.II qRT-PCR Gene validation of a panel of selected upregulated and downregulated 
genes. Upregulated genes include PI4KB gene (A) and the downregulated genes including NEDD4 
(B) and PRPF8 (C). None of these genes showed a significant expression in LNA or LNA2 compared 
to NTC. 
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Figure 6.11 Western blotting measuring the protein levels of COX-2. COX-2 protein levels were 
detected by western blotting in MALAt1-KD NW osteoblast from OA hip joint in LNA2 compared to B-
actin control. This protein is encoded by PTGS2 gene, which was upregulated by MALAT1-KD. 

 

 

6.3.6 MALAT 1 Expression Modulation of Metabolic Functions of Primary 

Osteoblasts 

The last step in this project was to study whether MALAT1-KD modulates the metabolic 

functions of OA primary osteoblasts with regards to their innate role in bone formation.  

To this end, the metabolic functions of primary osteoblasts during bone remodelling 

was tested in vitro by measuring the levels of OPG production in the supernatants of 

prolonged MALAT1-KD, performed twice a week on cultured osteoblasts for a period 

of 3 weeks with either LNA1 or 2 or NTC LNA. RNASeq analysis reviled that MALAT1-

KD induced the expression of PTGS2 gene, for this fact the next step was to measure 

PGE2 production by ELISA, from the collected supernatants of IL-1β stimulated and 



 217 

non-stimulated primary osteoblasts. ALP activity was measured next by using the cell 

lysates and at the end of the 3 weeks mineralisation was measured and quantified by 

staining the cells with Alizarin red stain. 

 

 

6.3.6.1    Osteoblast OPG, and PGE2 production 

MALAT1-KD was maintained for 3 weeks by transfecting the osteoblasts twice a week.  

A sustained MALAT1 expression knockdown was achieved ranging between 65-85% 

(Figure 6.12.I.A). OPG production determined by ELISA, was increased throughout the 

3 weeks in both the control (NTC) and MALAT1-LNA transfected OA osteoblasts, with 

similar rate of production and the total amount of OPG production (Figure 6.12.I.B). 

Next, the effect of MALAT1-KD on the basal and the 24 h IL-1β mediated production 

of PGE2 in OA osteoblasts was determined using ELISA. A significant difference in the 

levels of PGE2 was seen in IL-1β stimulated compared to non-stimulated osteoblasts 

(2-fold, P < 0.05) (Figure 6.12. I.C & D).  
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A.                                                              B. 

 

            

 

C.                                                              D. 

 

                                      

 

 

Figure 6.12.I MALAT1-KD modulation of metabolic functions of OA osteoblasts. Sustained 
MALAT1-KD expression for 21 days in OA osteoblasts (n = 6), following LNA1 (Black) targeting MALAT1 
compared to NTC (white) LNA control (A) OPG production (pg/mL) determined by ELISA for over 21 
days in LNA1 (black) and NTC (White) control LNA in OA osteoblasts (n = 6) (B), MALAT1-KD 
modulation of PGE2 production, significantly difference seen in non-stimulated osteoblasts (C) 
compared to, IL-1β stimulated OA osteoblasts (P < 0.01) (n = 6) (D).  

 

 

1 4 7 21
0

30

60

90

120

* ***
***

***

Time (Days)

M
A

L
A

T
1

(R
e
la

ti
v
e
 E

x
p

re
s
s
io

n
) NTC

LNA1

N
TC

LN
A
1

LN
A
2

0

1

2

3

Unstimulated

P
G

E
2
 (

R
e
la

ti
v
e
 t

o
 C

o
n

tr
o

l) **

N
TC

LN
A
1

LN
A
2

0.0

0.5

1.0

1.5

2.0

2.5

P
G

E
2
 (

R
e
la

ti
v
e
 t

o
 C

o
n

tr
o

l)

*

**

IL-1b Stimulated



 219 

 

 

A.             B. 

 

              

 

C. D.  

                                            

 

Figure 6.12.II MALAT1-KD modulation of metabolic functions of OA osteoblasts. ALP activity in 
NTC (white) compared to MALAT1 LNA transfected OA osteoblasts (n = 6) for more than 21 days (A), 
Relative amount of OA osteoblast mineralization quantification of absorbance after 21 days of 
transfection with NTC (white) or MALAT1 LNA (Black), after staining with Alizarin red (B), light 
microscopic images (x 40 magnification) showing Alizarin red stained mineralised bone nodules in both 
NTC (C) and MALAT1 LNA targeted OA osteoblasts (D). 
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6.3.6.2   Osteoblast ALP activity and mineralisation  

ALP activity was measured in NTC and MALAT1 targeted LNA of 6 transfected OA 

osteoblast’s lysates, after more than 21 days. No significant difference in the ALP 

activity was seen during this time between the OA osteoblast’s transfected MALAT1 

LNA and the NTC LNA control (Figure 6.12.II.A). Next, the ability of MALAT1-KD OA 

osteoblasts in nodule formation was studied. There was no noticeable difference in 

nodule formation between osteoblast’s transfected MALAT1 LNA and the NTC LNA 

control for more than 21 days (Figure 6.12.II.B). After staining with Alizarin red 

mineralization was quantified. No significant difference was seen in the mineralisation 

between osteoblast’s transfected MALAT1 LNA and the NTC LNA control (Figure 

6.12.II.C & D). 
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6.4 Discussion  

The aim of this stage of the project was to knockdown MALAT1 in primary OA 

osteoblasts from subchondral bone and to detect its expression under in vitro 

inflammatory challenges. MALAT1 loss of function in primary osteoblasts paved the 

way for investigating the possible role of this lncRNA in modulating the functional 

phenotype of these cells aiming at identifying novel OA therapeutic intervention points 

that target the bone. In this thesis project, MALAT1 was knocked down in OA 

osteoblasts and its expression was induced in IL-1β stimulated osteoblasts.  

Upon depletion of MALAT1 in OA osteoblasts, the most significantly activated 

pathways were related to the production of Inflammatory prostacyclins and eicosanoids 

indicating a modulatory role for the lncRNA MALAT1 in the transcriptomic inflammatory 

phenotype of OA osteoblasts. This finding was associated to the differential expression 

of the top upregulated gene, TNFSF12 (>11-fold upregulated), in MALAT1 depleted 

osteoblasts. This is in agreement with the previously published reports which indicates 

that, TNFSF12 is a TNF superfamily member that encodes TNF-related weak inducer 

of apoptosis (TWEAK) cytokine acting as a mediator of inflammatory bone remodelling 

[356]. Indeed, a therapeutic protocol was proposed by Du Y Y et all. in which they 

reduced bone resorption in rheumatoid arthritis by inhibiting the signalling pathway for 

TWEAK/fibroblast growth factor inducible 14 (FnF14) [357]. It was also reported that, 

TWEAK/FnF14 together stimulated the inflammatory cascades in NF-kB classical and 

alternative pathways [358].  

The other important finding of this project was the significant upregulated expression 

of PTGS2 gene in MALAT1-KD osteoblasts (>10-fold upregulation). This was further 
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validated with the detection of COX-2 protein by western blotting in MALAT1 depleted 

OA osteoblasts. The whole picture was completed with the significant secretion of 

PGE2 in the basal and the in vitro inflammatory induced cells, which is detected more 

in induced MALAT1-KD OA osteoblasts compared to the control osteoblasts. This is 

in-accordance with the reported finding which indicates that PTGS2 gene encodes for 

COX-2 enzyme that mediates the production of inflammatory prostaglandins including 

the putative OA pain mediator PGE2 [359-360]. The TWEAK/FnF14 axis was used in 

inhibiting downstream cellular proteins that may contribute to the initiation of many 

diseases including cardiovascular diseases and cancer. From the findings of this 

project this axis may contribute to pain initiation in OA of the joints. It is well known that 

pain in OA patients radiate from the subchondral bone because of the innervation of 

the bone with sensory neurons [361]. In addition, bone marrow lesions (identified as 

hyper-intense regions on T1-weighted MRI scans) and bone shape in OA patients were 

associated with bone pain [362]. Li X, et al, have reported a scenario in reducing the 

pain and inflammation in OA patients, through the possible action of PGE2 on the E 

prostanoid receptors EP2 and EP4 that sensitizes nociceptors, acting synergistically 

with IL-1β to induce IL-6 and iNOS expression [363] in addition to selective COX-2 

inhibitors such as celecoxib [364] This takes us to the results of this project, that 

MALAT1 expression in OA osteoblasts regulates COX-2 expression as well as both 

basal and IL-1β induced PGE2 production, indicating a possible role for MALAT1 in 

regulating inflammatory pain in the bone. 

Looking at the effect of chronic MALAT1-KD on the metabolic functions of primary OA 

osteoblasts, a sustained MALAT1 knockdown during a time period of 3 weeks, didn’t 

induced any significant difference in the secretion of OPG or in the activity of ALP and 
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ability of the osteoblast to form mineralised bone nodules. This disagrees with previous 

publications which have implicated that MALAT1 mediates both OPG production in 

osteoblasts [365] as well as ALP activity and mineralization during osteoblast 

differentiation [366]. This may be explained by the complexity of the underlining 

molecular mechanisms by which lncRNAs mediate their functions. It has been 

proposed that one of the pro-osteogenic functions exerted by a number of lncRNAs, 

including MALAT1 is by acting as miRNA sponges [367]. This was proved by different  

reports which indicate a role for MALAT1 in mediating osteoblast differentiation by 

sponging of a number of  miRNAs including miR-204 [365], miR-30 [366] and miR-143 

[368]. It’s worth mentioning here that, in this thesis project no miRNAs were identified 

from the analysis of the OA osteoblast transcriptome following MALAT1 depletion. This 

may be explained by the fact that in this project, total RNA was isolated using mini 

columns which would likely have excluded many miRNAs from the RNA collected. 

To conclude, MALTA1 was expressed in OA subchondral bone, and it was induced in 

osteoblasts under inflammatory conditions. MALAT1-KD in OA osteoblasts modulated 

the production of PGE2 prostaglandin which may suggest an important possible role 

for MALAT1 in the development of OA bone pain and inflammation. 
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7.1 General Discussion 

98% of the transcribed RNAs in the human genome belong to the non-coding genes 

[369] It is now nearly more than 60 years since the discovery of the first ncRNA, 

transfer RNA and ribosomal RNA in the 1950s, since then many ncRNAs were 

identified due to advances in genomic technologies including microarrays, RNA 

sequencing and bioinformatics analysis. Three main groups of noncoding RNAs 

including miRNA, lncRNA and circRNAs which were regarded as junk for a period of 

time, were reported lately to be involved in many important biological and 

pathophysiological functions [370-371] in many diseases including cancer, 

cardiovascular diseases, inflammatory and autoimmune diseases [372-376].  

Accumulating evidence shows that ncRNAs play important roles in the epigenetic 

regulation of gene expression leading to changes to expression without causing any 

changes in the DNA sequence [377]. ncRNAs were reported to contribute to different 

epigenetic gene expression mechanisms including histone modification, DNA 

methylation, heterochromatin formation and gene silencing [369,372,378-379]. 

LncRNAs represent an important group of ncRNAs, which were recently reported to 

have important roles at the level of transcriptional and post-transcriptional [380-381] 

gene regulation in many diseases including roles in the transcription, chromatin 

remodelling, activation and transport of transcription factors, oligomerization of 

activator proteins, alternative splicing, inactivation of transcriptional promoter and 

repression of gene clusters epigenetically [382-384]. In addition, lncRNAs were 

reported to contribute to both physiological and pathological processes including 

cellular proliferation, migration, apoptosis, gene imprinting [385]. The role of lncRNAs 
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in inflammatory joint diseases including RA and OA has also been reported [349], 

including by our group in 2016 and 2020 [170, 311].  Based on the recent report of our 

group [171] and other research groups world-wide inflammatory processes contribute 

to the pathogenesis of OA [386-388] and lncRNAs were reported to contribute to OA 

pathogenesis [389-390]. LncRNA MALAT1 was extensively studied as a lncRNA that 

contributes to the pathogenesis of many diseases by controlling the epigenetic 

transcriptional modulation of inflammatory genes in chronic inflammatory diseases.  

To-date, OA is regarded as a disease of the whole joint, affecting all the tissues of the 

joint including the main tissues forming any diarthrodial joints articular cartilage, 

synovium and synovial fluid, and subchondral bones. In addition to other tissues in the 

joint including the skeletal muscle, meniscus, and ligaments [392-394]. In order to 

investigate the effect of particular lncRNAs in the pathogenesis of OA, it is therefore 

important that its expression and functional role are considered across multiple tissue 

types. The most recent reports from our group indicated a role of MALAT1 in regulating 

the inflammatory phenotype of the synovial fibroblasts of OB OA patients [171], and its 

role in regulating P38 in MAPK inflammatory signalling pathway [170]. In addition, it 

was reported that in articular chondrocytes MALAT1 regulates chondrocytes 

proliferation through modulating metabolites of the PI3K/Akt signalling pathway [395] 

and promotes cell proliferation, apoptosis and ECM degradation of OA chondrocytes 

by controlling miR-150-5p/AKT pathway [192]. However, the role of MALAT1 in mature 

osteoblasts of OA patients has not yet been studied, although some studies have been 

reported on the role of MALAT1 in human fetal osteoblastic cell line (hFOB) cell lines 

[396-397].  
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The aim of this thesis was therefore to investigate the expression of lncRNAs that were 

associated with the inflammatory response in OA, and in particular to examine both 

the expression and functional role of the lncRNA MALAT1 in OA joint tissues and 

derived primary cells. [Diagram 7.1].  

 

 

 

 

Diagram 7.1 Sketch for the steps applied in this thesis 
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For this purpose, Bioinformatic analysis and qRT-PCR was used to explore the 

expression of a panel of 20 lncRNA in synovial fibroblasts of OB and NW OA joints. 

IGV analysis and qRT-PCR reviled an abundant expression of MALAT1 in NW and OB 

OA fibroblasts. Further, to examine the association between the expression of 

MALAT1 during the inflammatory response across different primary cells isolated from 

of OA joint tissues, namely synovial fibroblasts (from synovial tissues), chondrocytes 

(from articular cartilage) and osteoblasts (from subchondral bone). To my knowledge 

this is the first study to look into MALAT1 expression upon inflammatory challenges in 

all three of these major primary cells from different OA joints.  

All the primary cells were responsive to IL-1β and TNF-α stimulation, in terms of the 

induction of the cytokine IL-6 and this was consistent in cells from different OA patient 

cohort and anatomical joints.  This finding is in agreement with previous reports 

indicating a key role for IL-1β and TNF-α pro-inflammatory cytokines in the 

pathogenesis of OA from early stages producing pathological changes affecting all the 

primary cells in all tissues forming the joint including chondrocytes and osteoblasts 

[394]. However, of interest, overall, when challenged with pro-inflammatory cytokines 

joint cells from obese and over-weight OA patient cohorts induced more IL-6, 

compared to joint cells isolated from normal-weight OA patients.  

Since X. Yang et al, indicated a role for MALAT1 in the onset of osteolysis [397], based 

on this finding, the next step of this project was to explore the expression of MALAT1 

and its association with IL-6 induction under in vitro inflammatory conditions, in primary 

OA cells. Importantly, MALAT1 was expressed in association with IL-6 induction in 

chondrocytes and osteoblasts from OW/OB OA cohorts compared to NW OA, 
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suggesting it plays an important role in the inflammatory response.  This finding agrees 

with the previous report from our group on the expression of MALAT1 being 

upregulated in more inflammatory synovial fibroblasts [171]. Furthermore, it was 

reported that MALAT1 expression was related to inflammatory chondrocytes which 

were induced by IL-1β pro-inflammatory cytokine [398]. Another study indicated that 

MALAT1, TNF- α1, IL-6, MMP13 and caspse-3 were increased in in vitro and in vivo 

OA models [399].   

Before looking at the functional role of MALAT1 in OA osteoblasts, the expression of 

MALAT1 was profiled in OA bone and cartilage tissues and this expression was further 

analysed in correlation with different anthropometric measures, joint damage severity 

parameters and the systemic and local concentration of a panel of cytokines and 

chemokines. Notably, MALAT1 expression in cartilage tissues from different cohorts 

was associated with the severity of the OA disease (based on x-ray radiographic 

analysis of cartilage damage and joint space narrowing). Indeed, a previous study 

indicated the role of MALAT1 on articular cartilage in the progression of OA disease 

by controlling miR-146a-PI3K/Akt/mTOR axis in an OA model with lipopolysaccharide 

(LPS) induced articular cartilage [400]. However, MALAT1 expression in subchondral 

bone tissues showed a significant correlation with gender being expressed more in 

male OA than female. This may be explained by the finding of a previous study that 

MALAT1 has a role in the pathological changes in organs that are under the effect of 

sex hormones and cancers of the reproductive system including prostate cancer [401], 

cervical cancer [402]. Interestingly, MALAT1 was also more highly expressed more in 

taller OA patients and in females with higher central adiposity. This finding may be 

explained by the report from previous studies that MALAT1 regulates pathways 
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controlling energy homeostasis and this is further supported by the work of Ebrahimi 

et al. who pointed out in their study that MALAT1 has a role in obesity pathogenesis 

by controlling lipogenic and adipogenic genes [403]. 

Comparing the joint tissue expression of MALAT1 with biomarkers of inflammation in 

the circulation provided further evidence for the association between MALAT1 and 

inflammation. The circulatory levels of the pro-inflammatory chemokines DKK1 and 

Eotaxin were significantly associated with MALAT1 expression OA cartilage tissues, 

indicating a potential role of MALAT1 in the modulation in the Wnt/ß catenin signaling 

pathway by inhibiting it due to increased DKK1 levels, leading to OA cartilage 

destruction which is one of the main features of OA. This finding was supported by the 

work of Jian Tian et al, and other researchers, in which they showed that Wnt/ ß catenin 

signaling pathway is important in maintaining the homeostats of human OA cartilage 

[404-406]. In addition, locally, circulatory levels of MIP3a pro-inflammatory chemotactic 

were significantly correlated with MALAT1 expression in OA cartilage. It is known that 

chemokines have a catabolic effect on OA articular cartilage [407] through a pathway 

which is triggered by the combination of chemokines and its receptors on chondrocytes 

leading to the release of matrix-degrading proteinases ending in a catabolic effect on 

the cartilage [408]. Consequently, from the significant correlation of MALAT1 with 

MIP3a chemokine and its modulation of OA cartilage, this chemokine could be 

regarded as a therapeutic target by inhibiting its interaction with its receptor on 

chondrocytes leading to a reduction in the catabolic effect of this chemokine on OA 

cartilage.  
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Comparing the association with MALAT1 expression in OA subchondral bone tissue, 

the circulatory levels of the pro-inflammatory chemokines DKK1, galectin1,TNF- 

cytokine, and Chemerin adipokine were found to be significantly correlated with 

MALAT1 expression.  In accordance with the findings of this project, previous research 

has indicated that DKK1 is a kee endogenous inhibitor of the Wnt signaling pathway, 

acting to regulate osteoblastogenesis by modulating the balance between bone 

resorption and bone formation [409-410]. However, the previous research [409] also 

indicated an elevation of the OPG in the serum from OA patients which contrasts with 

the finding of this project. OPG in this project was not correlated with MALAT1 

expression, which maybe is due to the heterogenic nature of OA, given the relatively 

small OA patient cohort examined in this thesis. 

The relatively high concentration of galectin1 detected in the circulation and its 

significant association with MALAT1 expression in OA bone is notable. Previous 

research indicates a role for galectin 1 in inflammation [411], this may support the 

findings of the current project. Other research pointed out another role for galectin 1, 

which is in regulating the immune processes in RA [412-413]. It is conceivable 

therefore that the findings in this thesis are indicative of MALAT1 mediating immune 

processes in OA bone via galectin1. However, clearly further research is required to 

discover whether MALAT1/galectin1 act together to modulate subchondral bone during 

the progression of OA.  

The thesis provided clear evidence to show that MALAT1 was induced under 

inflammatory challenges in OA primary osteoblasts and its knockdown modulated the 

functional phenotype of OA osteoblasts by modulating both PTGS2 expression and 
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PGE2 prostaglandin production. However, the chronic effect of MALAT1-KD had no 

noticeable effects on osteogenic differentiation activity measured either by OPG 

production, ALP activity or the innate ability of osteoblasts to mineralise. Importantly, 

PGE2 is known to mediate inflammation and pain and is a putative mediator of OA 

pain, being produced in cyclooxygenase 2 (COX-2) pathway by converting Arachidonic 

acid to Prostaglandin H2 using PTGS2 and converting Prostaglandin H2 to PGE2 

using PTGE2 [414]. It can be inferred from the data of this thesis that, MALAT1 may 

have a possible role in triggering inflammatory processes contributing to the 

pathogenesis of OA and in pain production by controlling PTGS2 expression and 

PGE2 production. This conclusion was also supported in previous research that 

indicated a role for PGE2 in regulating bone remodelling in addition to its effects on 

inflammation and its production is dependent on COX-1 and COX-2 [414-415]. 

The absence of evidence on the effect of chronic MALAT1-KD on osteogenic 

differentiation in this project could be indicative of the limited functional effect of 

MALAT1-KD on mature osteoblast cells. Previous research has indicated a role for 

MALAT1 in regulating the molecular events in human osteoblast differentiation from 

MSCSs [416], through regulating certain miRNAs [417] including miR-30 and miR-214 

[418-420]. Furthermore, MALAT1 was previously reported to inhibit osteogenic 

differentiation of MSCSs in rats [421]. The afro-mentioned evidence indicating the role 

of lncRNA MALAT1 in controlling the osteogenic copiabilities of MSCSs may explain 

the missed effect of chronic MALAT1-KD on metabolic osteogenic effects in this thesis. 
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7.2 MALAT1 in Other Arthritic Joint Diseases 
 
 
In this part of the discussion, I will discuss my results in the context of the role of 

MALAT1 lncRNA in other joint diseases. One of the findings regarding lncRNAs is their 

utility as diagnostic and prognostic biomarkers, particularly because many lncRNAs 

have been reported to play a role in regulating the immunity and inflammatory based 

process in certain diseases. LncRNA were found to modulate immune cells including 

T, B and NK immune cells and regulate inflammatory signaling pathways contributing 

to the pathogenesis of auto-immune diseases including RA, SLE, Autoimmune thyroid 

diseases (AITD) and Sjogren’s syndrome (SS) [422] and inflammatory diseases like 

Psoriasis of the skin [423]. Researchers attributed the modulation of inflammatory and 

immune-based processes to the crosstalk between lncRNA, immune cells and 

inflammatory signaling pathways like TNF-. MALAT1 lncRNA was shown to control 

inflammation in systemic lupus erythematosus (SLE) by modulating the levels of IL-21 

and SIRT1 in monocytes of SLE patients [424]. In addition, a number of lncRNA 

including MALAT1, MEG3 and NEAT1 were found to be dysregulated in RA 

autoimmune disease. MALAT1 amongst other lncRNAs were found to be a good 

predictor marker for RA disease were found to be increased in the peripheral blood 

mono-nuclear cells (PBMCs) and the plasma of RA patients [425].  Furthermore, 

previous reports indicated that in RA, MALAT1 contributes to the pathogenesis of RA 

by controlling the fibroblast-like synoviocytes growth and apoptosis by increasing the 

expression of caspase-3 and 9 [426]. The aforementioned evidence agrees with the 

current project, in which it was shown that MALAT1 is associated with the inflammatory 

response in cells from the OA joint.  
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The role of MALAT1 in the development of immune cells was shown in some 

autoimmune diseases like SLA [424] and recently, some evidence was published 

showing a high expression of lncRNA MALAT1 in the skin and serum of patients with 

skin Psoriasis, modulating the immune cell function and contributing to the 

inflammatory process during disease via the TNF- signaling pathway [427]. Psoriatic 

arthritis (PSA) is a disease of the skin and joints with an autoimmune basis and recently 

published evidence for inflammatory processes contributing to its pathogenesis. 

Inflammatory mediators such as cytokines, type-I interferon, and TNF- were found to 

be contributing to enthesitis and synovitis, features of PSA, in addition to other factors 

like autoimmune disorders (T cell infiltration), environmental and genetic factors 

contributing to disease initiation and progression [428]. All of these findings are in 

agreement with the findings of this thesis project, regarding association of MALAT1 

expression with the inflammatory response, and the correlation between the joint tissue 

expression of MALAT1 in cartilage and subchondral bone with circulatory level of pro-

inflammatory cytokines including DKK1, galectin1 and TNF- [429]. 

MALAT1 has also been implicated in the pathogenesis of Gouty arthritis (GA), which 

is a form of inflammatory arthritis with a metabolic pathway disorder and genetic 

factors. This disease is caused by purine disturbances leading to hyperuricemia and 

increase in uric acid excretion by the kidneys [430], together with monosodium urate 

(MSU) crystals deposition on joints provoking inflammatory reactions [431]. Recently 

noncoding RNAs including lncRNAs were found to contribute to the pathogenesis of 

this disease. Before going into the lncRNAs contributing to gouty arthritis disease, it is 

worth mentioning that research indicated a role for pro-inflammatory mediators IL-1, 

IL-6 and TNF- in the pathogenesis of GA [432]. Many different ncRNAs were found 
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to contribute to the pathogenesis of GA, which will be discussed in detail in the next 

part of this discussion. A recent publication indicated a role for MALAT1 lncRNA in 

regulating GA via controlling the inflammation produced by macrophages due to the 

disposition of MSU in the joints. They showed that MALAT1 sponges miR-876-5p and 

by this upregulates the expression of another lncRNA, termed NLR family pyrin domain 

containing 3 (NLRP3). Inflammation in GA was modulated through MALAT1/miR-876-

5p/NLRP3 axis which was through downstream TNF-kB signaling pathway [431]. 

Indeed, this role for MALAT1 in controlling macrophages during inflammatory 

processes were proved with another research which indicated this role for MALAT1 

too [433].  

Taking all together, the key finding of this thesis and the role of MALAT1 in different 

other arthritic diseases including RA, PSA, AS, and GA, indicates that MALAT1 may 

be a kee regulator of inflammatory processes in multiple arthritic joint diseases through 

TNF signaling pathway, and it may also contribute to the regulation of immune-based 

processes in the pathogenesis of these diseases. This seems to be achieved 

according to the competing endogenous RNA (ceRNA) hypothesis [434], in which 

MALAT1 competes for binding with a miRNA with another coding RNA to exert its 

effect on a downstream gene through multiple mechanisms including silencing and/or 

posttranscriptional modifications. Thus, MALAT1 could be as a therapeutic target in 

the treatment of such diseases. 
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7.3 MALAT1 Modulation of Other Non-coding in OA 

 

Accumulating evidence indicate a role for MALAT1 lncRNA in the pathogenesis of OA 

by modulating other members of noncoding RNAs including miRNAs. MALTA1 was 

proven to work as a sponge for several miRNAs including miR-150-5p, miR-127-5p, 

miR-145, and miR-146a, to control some pathophysiological processes in the 

progression of OA through gene-coding proteins, by direct targeting of miRNAs which 

leads to inhibition of the expression of the miRNAs. MiR-150-5p was negatively 

controlled by overexpressed MALAT1 in IL-1ß stimulated chondrocytes, leading to an 

increase in AKT Serine/Threonine Kinase 3 gene- coding protein (AKT3), an important 

protein for cellular growth and proliferation. MALAT1 regulated these functions by 

sponging miR-150-5p leading to promoting proliferation, inhibiting apoptosis and 

increasing degradation of the extracellular matrix, through the axis of miR-150-

5p/AKT3/MALAT1 and predicting OA progression [192,435]. Another miRNA, miR-

127-5p was modulated by MALAT1 control and found to inhibit human chondrocytes 

proliferation through Osteopontin (OPN). OPN contributes to the pathogenesis of OA 

by promoting the proliferation of chondrocytes in addition to other cytokines through 

PI3K/Akt signaling pathway [192-436]. MALAT1 directly targets miR-127-5p to inhibit 

its expression which will rescue OPN proliferation of OA chondrocytes through PI3K 

/Akt pathway downstream [395]. Furthermore, MALAT1/miR-145 was reported to 

modulate   IL-1ß induced chondrocyte viability and cartilage matrix degradation by 

regulating MMPs such as ADAMTS5 in human OA [437]. It was reported to be 

upregulated in IL-1ß induced chondrocytes and positively related to articular cartilage 

degradation [438]. In addition, miR-145 was reported to modulate cartilage 
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homeostasis [439] and promoted OA cartilage degradation through TNF- pathway 

[440]. It was found that MALAT1 modulates the expression of miR-145 by directly 

targeting miR-145 in OA articular cartilage and at the same time modulating the miR-

145 target ADAMTS5. Together, these data suggest that MALAT1 controls OA articular 

cartilage ECM degradation which is induced by IL-1 ß through a miR-145/ADAMTS5 

axis [255,265,441]. Other reports also indicated MALAT1 regulation of the proliferation 

of LPS treated articular chondrocytes via the control of miR-146a through PI3K/Akt/ 

mTOR signaling pathway axis [442] MALAT1 regulates OA progression through 

targeting the PI3K/Akt/mTOR axis which controls the apoptosis of LPS-treated 

chondrocytes OA cell model, ECM catabolism and inflammation. As mentioned earlier 

in this chapter, in articular cartilage MALAT1 regulates chondrocyte proliferation 

through modulating metabolites of the PI3K/Akt signalling pathway [395] and as with 

the previously mentioned miRNAs, MALAT1 was reported to reduce the expression of 

miR-146a leading to the modulation of LPS-treated chondrocytes proliferation. At the 

same time miR-146a targets PI3K gene and modulates downstream Akt and mTOR 

genes. These findings indicate a role for MALAT1 in regulating LPS-treated OA 

chondrocyte’s ECM by sponging miR-146a through downstream signaling pathway 

PI3K/Akt/mTOR axis [359]. 
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7.4 PGE2, Bone Pain and MALAT1 in Osteoporosis   

 

It has previously been reported that PGE2 regulates bone homeostasis and 

regeneration as well as pain sensation through its action on sensory nerves. Bone 

tissue is highly innervated by sensory and sympathetic nerves [441]. Catabolic 

activities in bone, such as regulating the levels of calcium, minerals, glucose [442] and 

fatty acids are induced by sympathetic innervation through signaling in the 

hypothalamus [443-445]. Furthermore, it has been shown that osteoblasts secrete 

greater PGE2 in pathological bone remodelling conditions such as osteoporosis. PGE2 

activates the PGE2 receptor 4 (EP4) in sensory nerves and PGE2 was found to 

regulate bone formation by inhibiting sympathetic activity through central nervous 

system (CNS) [446]. PGE2 results in pain sensation through its signaling axis 

PGE2/EP4 and by activating different pain channels via inducing different ions like 

calcium and sodium through transient receptor ion channels [447]. This was shown by 

the presence of high levels of PGE2 in vertebral endplates that activated sensory 

nerves ending in spinal pain through PGE2/EP4 signaling axis, which when blocked, 

spinal pain was ameliorated [448]. Furthermore, it was reported that cyclooxygenase 

(COX) and prostaglandin enzymes such as COX-2, controls the production of PGE2 

[449-450] and inhibitors of COX-2 (NSAIDs) are widely used in medications to treat 

musculoskeletal pain [451].  

In osteoporosis, bone density decreases and the mechanical load on the surface of 

the bone changes leading to inducing osteoblasts on the bone surface to produce more 

PGE2, to modulate bone remodelling and maintain bone mass via sympathetic nerves 

[452].  
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Looking at the regulation of osteogenesis in osteoporosis, recent research indicated a 

role for MALAT1 in the osteogenic capabilities of hBMSCs. MALAT1 modulated the 

hBMSCs differentiation in osteoporosis by directly targeting miR-96 [453] and miR143 

via downstream osteoblast-specific transcription factor gene, Osterix (Osx). However, 

another group indicated that MALAT1 inhibits BMSCs osteogenesis in osteoporosis 

via MAPK signaling pathway in rats, in which they found that p38 MAPK and ERK1/2 

were higher in the MALAT1 devoid BMSCs [454-455]. This differences in reporting 

MALAT1 modulation of osteogenesis may be attributed to the fact that MALAT1 is 

widely expressed in different cell types and controls multiple downstream genes in 

many different signalling pathways.  

 Recently, a group of researchers investigated whether there is specific miRNA/ceRNA 

networks different from miRNA/ceRNA networks that regulated OA. They reported two 

miRNA/ceRNA networks related to lncRNAs MALAT1 and NEAT1 competing for 

miRNA hsa-miR-32-3p with down-stream genes SP1 transcription factor  (SP1) / 

Frizzled Class Receptor 6 (FZD6) and targeting miRNA has-miR-22-3p to control 

PTEN, ESR1, Erb-B2 Receptor Tyrosine Kinase 3 (ERBB3), Colony Stimulating Factor 

1 Receptor (CSF1R) and Cyclin Dependent Kinase 6 (CDK6) modulating osteoporosis 

and not OA [456-457]. Looking at more evidence for the role of MALAT1 in 

osteoporosis, Xucheng Yang, et al. looked at the exosomes containing MALAT1 from 

BMSCs in osteoporosis in mice, they proved that MALAT1 in exosomes from BMSCs 

targeted miR-34c and by this it promoted the expression of the protein- coding Special 

AT-rich sequence-binding protein 2 Homeobox 2 (SATB2), that encodes a DNA-

binding protein involved in regulating gene transcription [458]. Altogether, PGE2 and 

MALAT1 modulate bone homeostasis by different mechanisms. PGE2 modulates 
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bone homeostasis by controlling bone metabolic activities and produces pain via 

sensory and sympathetic innervation, which may be a protective mechanism reflecting 

bone health. On the other hand, LncRNA MALAT1 via ceRNA’s modulate 

osteogenesis as in the osteoporosis model. In the current project, we were able to 

show that MALAT1 modulates PTGS2 expression and PGE2 production in OA 

osteoblasts. One of the limitations of this project was the extraction and purification of 

RNA, which excluded several miRNAs from analysis in the studies where the effect of 

MALA1-KD was investigated in osteoblasts. Importantly, it may be useful to use 

MALAT1 lncRNA as a therapeutic intervention plan to control bone homeostasis and 

to reduce pain perception in OA and osteoporosis. This will be discussed further at the 

end of this chapter. 

 

 

 

7.5 MALAT1 Regulation of Inflammation in other Fibrotic-based Diseases 

 

Fibrosis, a pathological process which is caused by the disposition of ECM elements 

occurs in the multiple tissue types and driven by factors including inflammation and 

infection [459]. Although it is also a tissue repair mechanism in response to injury, 

uncontrolled it can lead to tissue damage and functional disturbances. It is a very 

serious problem causing a heavy burden on health system providers world-wide. 

Accumulating evidence indicates a role for the lncRNA MALAT1 in the pathogenesis 

of fibrosis in different organs including the heart, kidney, lung and liver by regulating 

different genes that contribute to the process of fibrosis. MALAT1 causes fibrosis 
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through different mechanisms including regulating the expression of ECM elements 

and inflammatory mediators via miRNAs that in-turn activate or inhibit genes in key 

fibrotic signaling pathways including transforming growth factor-ß1 (TGF- ß1) / SMAD 

transcription factors (SMAD) and the Wnt/ß-catenin signaling pathways [460-461]. 

MALAT1 is expressed widely in the body which makes its detection in body fluids and 

secreted exosomes a potential diagnostic biomarker of fibrosis in different organs. 

The general pathological processes by which MALAT1 contributes to the formation of 

fibrosis in different organs of the body include the maintenance of ECM homeostasis 

by stimulating the proliferation of fibroblasts via regulation of the cell cycle [462], and 

the transformation of cells into myofibroblasts, which are capable of secreting ECM 

elements including Fibrin and collagen. Furthermore, MALAT1 regulates ECM 

degradation by inhibiting MMP enzymes [463] and mediates epithelial-mesenchymal 

transformation (EMT) to facilitate the transfer of mediators of the development of 

fibrosis by controlling several pathways via targeting miRNAs such as, miR126-5p 

[464], miR-145 [465] and miR-22 [466] which in-turn affect downstream genes in 

signaling pathways related to EMT.  

Given the data in this thesis, and that of other authors, it appears likely that one 

mechanism by which MALAT1 contributes to fibrosis is through mediating 

inflammation, through promoting the secretion of proinflammatory factors such as 

cytokines including TNF-, IFN-y and TGF-ß, chemokines and trigger immune-

inflammatory responses, resulting in the modulation of the phenotype of 

fibroblasts/myofibroblasts [467].  

 Myocardial infarction (MI) is one of the major pathologies of the heart leading to death. 

One of the consequences of MI is activation of cardiac fibroblasts and proliferation of 
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ECM elements, i.e fibrosis [468]. MALAT1 expression was reported to be upregulated 

in MI [469]. As mentioned earlier MALAT1 sponges miRNAS and control protein coding 

genes, here in MI MALAT1 was found to sponge miR-145, activating TGF- ß1 and a 

pr-protein converting enzyme Furin that is important for myocardial fibrosis process 

[470]. In the liver, fibrosis is developed from different liver diseases including chronic 

hepatitis and cancer [471]. Hepatic stellate cells (HSC) get activated due to 

inflammatory injury and initiates the ECM disposition resulting in fibrosis [472]. 

MALAT1 was found to activate HSC through (SIRT1) which is a deacetylase that 

inhibits TGF- ß signaling pathway resulting in promoting fibrosis [473-474]. In the 

lungs, the alveolar epithelial cells play an important role in fibrosis resulting from 

different pulmonary diseases such as silicosis [475] caused long exposure to silica or 

bleomycin [476]. Silica stimulates inflammatory reactions in the pulmonary epithelial 

cells and macrophages secret huge amount of proinflammatory factors activating 

fibroblasts which initiate EMT process [477]. MALAT1 induces fibrosis in Silicosis by 

targeting miR-503 which activates the PI3K/AKT/mTOR/Snail signaling pathway 

inducing EMT leading to fibrosis [478]. In the kidney, renal fibrosis is the end stage of 

chronic renal diseases. Inflammatory challenges results in the release of inflammatory 

mediators affecting the renal interstitial fibroblasts through the TGF- ß1 and ends in 

accumulating ECM elements initiating fibrosis [479]. MALAT1 induces renal fibrosis 

through targeting miR-145 which lead to the activation of focal adhesion kinase (FAK) 

pathway which induces TGF- ß1 related renal fibrosis [480]. Taken together, these 

data support a central role for MALAT1 in the pathogenesis of fibrosis by different 

mechanisms including inflammation and ceRNA hypothesis, which may be dependent 

on the organ and its cellular composition.  
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7.6 Potential Therapeutic Targeting of lncRNAs 

 

Nucleic acid-based therapeutics are a rapidly growing new class of therapeutic, which 

are quick to develop due to their relatively benign safety profiles. Furthermore, the 

ability to target a non-coding RNA has the potential advantage of preventing a 

multitude of pathogenic processes, rather than trying to neutralize a single functional 

pathogenic protein. Recently, RNA-based therapeutics have been approved in both 

cancer and infectious diseases [481-482]. Furthermore, the first miRNA-targeting 

therapeutic is now in advance stages for the treatment of hepatitis C virus infection 

providing first clinical proof-of-concept studies for miRNA targeting in therapy, and 

several oligonucleotide-based therapeutics have evaluated in preclinical models of 

arthritis [483]. 

Data obtained from this thesis project and emerging data on lncRNAs provides the 

possibility of therapeutically targeting lncRNAs, including MALAT1, to regulate the 

pathological inflammatory response in the joint for the treatment of OA. These axes 

originate from the proven modulation of the lncRNA MALAT1 of certain cellular 

functions through biological molecules including MALAT1/DKK1, MALAT1/MIP3a, 

MALAT1/Galectin1/TNF, PGE2/EP4 and TWEAK/FnF14. MALAT1/DKK1 and the 

inhibition of the Wnt/ ß-catenin signaling pathway, may influence cellular processes 

controlled by this axis. In addition, to MALAT1/MIP3a axis that regulates the catabolic 

processes in OA cartilage. The other axis may be MALAT1/Galectin1/TNF in regulating 

inflammation in OA. These recommendations need to be further investigated in the 

hope for looking for a new treatment that cures OA at the molecular levels.  
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7.7 Final Conclusion 

 

The results of this thesis revealed an abundant expression of MALAT1 in NW and OB 

OA fibroblasts. Its expression was associated with in vitro inflammatory responses to 

IL-1β and TNF-α across the different primary cells isolated from OA joint tissues from 

different patient cohort and anatomical joints. Notably, MALAT1 was shown to play an 

important role in the inflammatory responses in chondrocytes and osteoblasts from OA 

joints from OA OB/OW cohort compared to NW OA patients. MALAT1 expression in 

cartilage tissues from different cohorts, was associated with the severity of the OA 

disease and was significantly associated with the circulatory DKK1, Eotaxin and MIP3a 

indicating a possible role for MALAT1 in modulating the Wnt/ ß-catenin signaling 

pathway, and the degradation of OA cartilage. 

Interestingly, in bone tissues from different OA cohorts, MALAT1 expression showed 

a significant correlation with gender being expressed more in male OA than female, 

and it was highly expressed in taller OA patients and in females with higher central 

adiposity. Importantly, MALAT1 expression was significantly correlated with the 

circulatory DKKI, galectin1 and TNF- indicating a role for MALAT1 mediating immune 

processes in OA bone via galectin1. 

The effects of MALAT1 depletion on the functional phenotype of OA osteoblasts, was 

shown in this thesis by modulating both PTGS2 expression and PGE2 prostaglandin 

production. However, the chronic effect of MALAT1-KD showed no noticeable effects 

on osteogenic differentiation activity, measured either by OPG production, ALP activity 

or the innate ability of osteoblasts to mineralise. The results of this thesis provide 
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evidence that the lncRNA MALAT1 is associated with the inflammatory response in 

multiple cells of the OA joint, is highly expressed in both cartilage and subchondral 

bone tissue and in OA osteoblasts regulates inflammation and pain by modulation of 

COX-2 prostaglandin production and regulating PGE2 secretion. 

 

 

 

 

 

 

 

 

 

 

 

 

 



 246 

 

CHAPTER 8 

References 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 247 

1. Johanne Martel-Pelletier, Andrew J Barr, Flavia M Cicuttini, et al. Osteo-
arthritis. Nat Rev Dis Primers 2016; 2:16072. doi.org/10.1038/ nrdp. 2016.72. 

 
2. Tonia L Vincent. 2021: The year we rewrite the osteoarthritis textbooks? 

Function 2021; 2(1):zqaa043. doi.org/1093/ function/zqaa043. 
 
3. Ana M Valdes, Joanne Stocks. Osteoarthritis and ageing. E M J Rheumatol 

2018; 3(1):116-123. ISSN 2056-6395. 
 
4. Veronese N, Stubbs B, Solmi M, et al. Association between lower limb 

osteoarthritis and incidence of depressive symptoms: data from the 
osteoarthritis initiative. Age Ageing 2016 May; 46(3):470-476. doi.org:10. 
1093/ ageing/afw216. 

 
5. GBD 2017 Risk Factor Collaborators. Global, regional, and national 

comparative risk assessment of 84 behavioural, environmental and 
occupational, and metabolic risks of clusters of risks for 195 countries and 
territories, 1990-2017: a systematic analysis for the Global Burden of 
Disease Study 2017. Lancet 2018 Nov; 392(10159):1923-1994. doi.org/ 
10.1016/ S0140-6736(18)32225-6. 

 
6. Arthritis Foundation. A national public health agenda for osteoarthritis: 2020 

update. [cited 2020]. Available from: http://www.arthritis.org.  
 
7. The University of South Carolina at Chapel Hill. OA action alliance 2021. 

[cited 2021].  Available from http://www.oaaction.unc.edu. 
 

8. The LANCET. EClinicalMedicine [2020]. 
 
9. Versus Arthritis, About arthritis, Osteoarthritis. [cited 2021]. Available from: 

https://www.versusarthritis.org. 
 
10. Melissa SO’Brien, Jason J McDougall. Age and frailty as risk factors for the 

development of osteoarthritis. Mech Ageing Dev 2019 Jun; 180:21-28.doi. 
org:10.1016/j.mad.2019.03.003. 

 
11. Victoria L Johnson, David J Hunter. The epidemiology of osteoarthritis. Best 

Pract Res Clin Rheumatol 2014 Feb; 28(1):5-15. doi.org/ 10.1016/ jberh. 2014. 
01.004. 

 
12. Williams VF, Clark L, Oh GT. Update: Osteoarthritis and spondylosis, active 

component, U S Armed Forces, 2010-2015.Msmr 2016; 23:14-22.  
PIMD:27682629. 
 

13. X Jin, BH Wang, X Wang, et al. Association between endogenous sex 
hormones and MRI structural changes in patients with symptomatic knee 
osteoarthritis. Osteoarthritis Cartil 2017 July; 25(7):1100-1106. doi.org/ 10. 
1016/ j.joca.2017.01.015. 

http://www.arthritis.org/
http://www.oaaction.unc.edu/


 248 

 
14. Kelli D Allen, Yvonne M Golightly. Epidemiology of osteoarthritis: state of the 

evidence. Curr Opin Rheumatol 2015 May; 27(3):276-283. doi. org/ 10.1097 / 
BOR.0000000000000161. 

 
15. Ivan A Vaughn, Ellen L Terry, Emily J Bartley, et al. Racial-Ethnic Differences 

in osteoarthritis pain and disability: A meta-analysis. J Pain 2019 Jun; 20(6): 
629-644. doi.org/10.1016/j.jpain.2018.11.012. 

 
16. Sophie C Warner, Ana M Valdes. Genetic association studies in osteo-

arthritis: is it fairytale? Curr Opin Rheumatol 2017 Jan; 29(1):103-109. doi. 
org/10.1097/ BOR0000000000000352. 

 
17. Tuhina Neogi, Yuqing Zhang. Epidemiology of osteoarthritis. Rheum Dis Clin 

North Am 2013 Feb; 39(1):1-19. doi.org/10.1016/jrdc.2012.10.004. 
 
18. Rogers EL, Reynard LN, Loughlin J. The role of inflammation-related genes 

in osteoarthritis. Osteoarthritis Cartilage 2015. Nov; 23(11):1933-8. doi.org/ 
10.1016/j.joca.2015.01.003. 

 
19. Warner SC, Walsh DA, Laslett LL, et al. Pain in knee osteoarthritis is associ-

ated with variation in the neurokinin 1/substance P receptor (TACR1) gene. 
Eur J Pain 2017 Aug; 21(7):1277-1284. doi.org/10.1002/ejp.1027. 

20.  Boer CG, Hatzikotoulas K, Southam L, et al. Deciphering osteoarthritis 
genetics   across 826,690 individuals from 9 populations. Cell 2021 
September; 2(184): 4784-4818.doi.org/10.1016/j.cell.2021.07.038.  

21.  Wu X, Kondragunta V, Kornman KS, et al. IL-1 receptor antagonist gene as a 
predictive biomarker of progression of knee osteoarthritis in a population 
cohort. Osteoarthr Cartil 2013 July; 21(7):930 – 938. 

22.  Attur M, Wang H-Y, Kraus VB, et al. Radiographic severity of knee 
osteoarthritis is conditional on interleukin 1 receptor antagonist gene 
variations. Ann Rheum Dis 2010 May; 69(5):856 – 861. 

23.  Kerkhof H, Doherty M, Arden N, et al. Large-scale meta-analysis of interleukin- 
1 beta and interleukin-1 receptor antagonist polymorphisms on risk of radio- 
graphic hip and knee osteoarthritis and severity of knee osteoarthritis. 
Osteoarthritis Cartilage 2011 March; 19(3):265 – 271.  

 

 

 

 



 249 

24.   Tachmazidou I, Hatzikotoulas K, Southam L, et al. Identification of new 
therapeutic targets for osteoarthritis through genome-wide analyses of UK    
Biobank data. Nat Genet 2019 Feb; 51(2):230-236. doi.org/10.1038/s41588-
018-0327-1.  

25.  Kantaputra PN, Hutsadaloi A, Kaewgahya M, et al. WNT 10B mutations 
associated with isolated dental anomalies. Clin Genet 2018 May; 93(5):992-
999.doi:10.1111/cge.13218. 

26.    Zhou Y, Little PJ, Cao Y, et al. Lysophosphatidic acid receptor 5 transactivation 
of TGFBR1 stimulates the mRNA expression of proteoglycan synthesizing 
genes XYLT1 and CHST3. Biochim Biophys Acta Mol Cell Res 2020 Dec; 
1867(12):118848. doi.org/10.1016/j.bbamcr.2020.118848. 

27.   Liying Jiang, Xiaohua Xie, Yidan Wang, et al. Body mass index and hand    
osteoarthritis susceptibility: an updated meta-analysis. Int J Rheum Dis 2016 
Dec; 19(12):1244-1254. doi.org/10.1111/1756-185X.12895. 

28.   Satoko Ohfuji, Seiya Jingushi, Kyoko Kondo, et al. Factors associated with 
diagnostic stage of hip osteoarthritis due to acetabular dysplasia among 
Japanese female patients: a cross-sectional study. BMC Musculoskelet 
Disord 2016 Aug; 17:320. doi.org/10.1186/s12891-016-1179-4. 

29.   Reyes C, Leyland KM, Peat G, et al. Association between overweight and 
obesity and risk of clinically diagnosed knee, hip, and hand osteoarthritis: A 
population-based cohort study. Arthritis Rheumatol 2016 Aug; 68(8):1869-75. 
doi.org/10.1002/art.39707. 

 
30.   N Frey, T Hugle, SS Jick, et al. Hyperlipidaemia and incident osteoarthritis of 

the hand: a population-based case-control study. Osteoarthritis Cartilage 
2017 July; 25(7):1040-1045. doi.org/10.1016/j.joca.2017.01.014. 

 
31.   Benjamine Raud, Chloe Gay, Candy Guiguet, et al. Level of obesity is directly 

associated with the clinical and functional consequences of knee osteo-
arthritis. Scientific Reports 2020 Feb; 10:3601. doi.org/10.1038/s41598-020-
60587-1. 

 
32.   Inoshi Atukorala, Joanna Makovey, Luke Lawler, et al. Is there a dose-

response relationship between weight loss and symptom improvement in 
persons with knee osteoarthritis? Arthritis Care Res (Hoboken) 2016 Aug; 
68(8):1106-14. doi.org/10.1002/acr.22805. 

 
33.   Alexandra S Gersing, Benedikt J Schwaiger, Michael C Nevitt, et al. Is weight 

loss associated with less progression of changes in knee articular cartilage 
among obese and overweight patients as assessed with MR Imaging over 48 
months? Data from the osteoarthritis initiative. Radiology 2017 Aug; 284(2): 508-
520. doi.org/10.1148/radiol.2017161005. 



 250 

34.  Kenneth L Cameron, Jeffery B Driban, Steven J Svoboda. Osteoarthritis and 
the tactical athlete: A systematic review. J Athl Train 2016 Nov; 51(11):952-
961. doi.org/10.4085/1062-6050-51.5.03. 

35.  Frank W Roemer, C Kent Kwoh, Michael J Hannon, et al. Partial 
meniscectomy is associated with increased risk of incident radiographic 
osteoarthritis and worsening cartilage damage in the following year. Eur 
Radiol 2017 Jan; 27 (1): 404-413. doi.org/10.1007/s00330-016-4361-z. 

36.  Donald D Anderson, Susan Chubinskaya, Farshid Guilak, et al. post-
traumatic osteoarthritis: improved understanding and opportunities for early 
intervention. J Orthop Res 2011 Jun; 29(6):802-9. doi.org/10.1002/jor.21359. 

37.  Pia M Jungmann, Thomas Baum, Michael C Nevitt, et al. Degeneration in 
ACL injured knees with and without reconstruction in relation to muscle size 
and fat content-data from the osteoarthritis initiative. PloS One 2016 Dec; 11 
(12): e0166865. doi.org/10.1371/journal.pone.0166865.eCollection 2016. 

 
38.  LH Goldman, K Tang, L Facchetti, et al. Role of thigh muscle cross-sectional 

area and strength in progression of knee cartilage degeneration over 48 
months-data from the osteoarthritis initiative. Osteoarthritis Cartilage 2016 
Dec; 24(12):2082-2091. doi.org/10.1016/j.joca.2016.07.004. 

39.  Charles W Archer, Gary P Dowthwaite, Philippa Francis-West. Development 
of synovial joints. Birth Defects Res C Embryo Today 2003 May; 69(2):144-
55. doi.org/10.1002/bdrc.10015. 

 
40.  Fernando Ribeiro, Jose Oliveira. Aging effects on joint proprioception: the 

role of physical activity in proprioception preservation. European Review of 
Aging and physical activity 2007; 4:71-76. doi.org/10.1007/s11556-007-0026-
x. 

41.  T Iwanaga, M Shikichi, H Kitamura, et al. Morphology and functional roles of 
synoviocytes in the joint. Arch Histol Cytol 2002 May; 63(1):17-31. doi.org/ 
10.1679/ aochc.63.17. 

42.  GD Jay, JR Torres, ML Warman, et al. The role of lubricin in the mechanical 
behaviour of synovial fluid. Proc Natl Acad Sci USA 2007 Apr; 104;(15):6194-
9. doi.org/10.1073/pnas.0608558104. 

 
43.  Bridgette T Peal, Rachel Gagliardi, Jin Su, et al. Synovial fluid lubricin and 

hyaluronan are altered in equine osteochondral fragmentation, cartilage 
impact injury and full-thickness cartilage defect models. J Orthop Res 2020 
Aug; 38(8):1826-1835. doi.org/10.1002/jor.24597. 

44.  Lindsay M Biga, Sierra Dawson, Amy Harwell, et al. Anatomy & Physiology. 
[cited 2021]. Available from: https://openstax.org/detalis/books/anatomy-and-
physiology. 

 

https://openstax.org/detalis/books/anatomy-and-physiology
https://openstax.org/detalis/books/anatomy-and-physiology


 251 

45.  Alice J Sophia Fox, Asheesh Bedi, Scott A Rodeo.  The basic science of 
articular cartilage. Sports Health 2009 Nov; 1(6):461-468.doi.org/10.1177/ 
1941738109350438. 

46.  Tao Chen, Weidong Weng, Yang Liu, et al. Update on novel non-operative 
treatment for osteoarthritis: current status and future trends. Front Pharmacol 
2021 Sep; 12:755230. doi.org/10.3389/fphar.2021.755230. 

47.  Kai Qiao, Qi Chen, Yiguo Cao, et al. Diagnostic and therapeutic role of 
extracellular vesicles in articular cartilage lesions and degenerative joint 
diseases. Front Bioeng Biotechnol 2021; 9:698614. doi.org/ 10.3389/ fbioe. 
2021.698614. 

 

48.  Charlotte Wennberg, Lovisa Hessle, Pernilla Lundberg, et al. Functional 
characterization of osteoblasts and osteoclasts from Alkaline Phosphatase 
knockout mice. JBMR 2000 Dec; 15(10):1879-1888.doi.org/10. 1359/jbmr. 
2000.15.10.1879. 

49.  Xiuyu Wang, Yan Lu, Wan Wang, et al. Effect of different aged cartilage 
ECM on chondrogenesis of BMSCs in vitro and in vivo. Regen Biomater 
2020 Dec; 7(6):583-595. doi.org/ 10.1093/ rb/ rbaa028. 

 
50.  Q Wu, Y Zhang, Q Chen. Indian hedgehog is an essential component of 

mechanotransduction complex to stimulate chondrocyte proliferation. J Biol 
Chem 2001 Sep; 276(38):35290-6. doi.org/ 10.1074/ jbc. M101055200. 

51.  Q Zhao, H Eberspaecher, V Lefebvre, et al. Parallel expression of Sox9 and 
Col2a1 in cells undergoing chondrogenesis. Dev Dyn1997 Aug; 209(4):377-
86. doi.org/10.1002/(SICI)1097-0177(199708). 

 
52.  Sohee Hong, Assia Derfoul, Lucilia Pereira-Mouries, et al. A novel domain in 

histone deacetylase 1 and 2 mediates repression of cartilage-specific genes 
in human chondrocytes. FASEB J 2009 Oct; 23(10):3539-52. doi.org/10. 
1096/ fj09-133215. 

53.  Specific microRNA expression during chondrogenesis of human mesen-
chymal stem cells. Int J Mol Med 2010 Mar; 25(3):377-84. doi.org/1 0.3892/ 
ijmm.00000355.  

 
54.  Richard F Leser. Integrins and chondrocytes-matrix interactions in articular 

cartilage. Matrix Biol 2014 Oct; 39:11-6. doi.org/10.1016/ jmatbio. 2014. 
08.007. 

55.  Niu T, Rosen CJ. The insulin-like growth factor-I gene and osteoporosis: a 
critical appraisal. Gene 2005; 361:38-56. doi.org/10.1016/jgene.2005.07.016. 

 
56.  Ghosh-Choudhury N, Abboud SL, Nishimura R, et al. Requirement of BMP-

2-induced phosphatidylinositol 3-kinase and Akt serine/threonine kinase in 



 252 

osteoblast differentiation and Smad-dependent PMP-2 gene transcription. J 
Biol Chem 2002; 277:33361-33368. doi.org/10.1074/jbc.M205053200. 

 
57.  Krishnan V, Bryant HU, Macdougald OA. Regulation of bone mass by Wnt 

signaling. J Clin Invest 2006; 116:1202-1209. doi.org/10.1172/jci28551. 
 
58.  Almeida M, Han L, Bellido T, et al. Wnt proteins prevent apoptosis of both 

uncommitted osteoblast progenitors and differentiated osteoblasts by beta-
catenin-dependent and-independent signaling cascades involving Src/ERK 
and phosphatidylinositol 3-kinase/AKT. J Biol Chem 2005; 280:41342-41351. 
doi.org/10.1074/jbc.M502168200. 

 
59.  Ching-Heng Chou, Vaibhav Jain, Janson Gibson, et al. Synovial cell 

crosstalk with cartilage plays a major role in the pathogenesis of osteo-
arthritis. Sci Rep 2020 Jul; 10:10868. doi.org10.1038/s41598-020-67730-y. 

60.  Harry C Blair, Quitterie C Larrouture, Yanan Li, et al. Osteoblast differentia-
tion and bone matrix formation in vivo and in vitro. Tissue Eng Part B Rev 
2017 Jun; 23(3):268-280. doi.org/10.1089/ten.teb.2016.0454. 

 
61.  T Katagiri, N Takahashi. Regulatory mechanisms of osteoblast and osteo-

clast differentiation. Oral Diseases 2002 May; 01:829. 
doi.org/10.1034/j.1601-0825. 2002.01829.x. 

62.  H Yasuda, N Shima, N Nakagawa, et al. Osteoclast differentiation factor is a 
ligand for osteoprotegerin/osteoclastogenesis-inhibitory factor and is identical 
to TRANCE/RANKL. Proc Natl Acad Sci USA 1998 Mar; 95:3597-3602. 
doi.org/ 10.1073/pnas.95.7.3597. 

 
63.  WS Simonet, DL Lacey, C R Dunstan, et al. Osteoprotegerin: a novel 

secreted protein involved in the regulation of bone density. Cell 1997 Apr; 
89(2):309-319. doi.org10.1016/s0092-8674(00)80209-3. 

64.  E Tsuda, M Goto, S Mochizuki, et al. Isolation of a noval cytokine from 
human fibroblasts that specially inhibits osteoclastogenesis. Biochemical and 
Biophysical Research Communications 1997 May; 234(1):137-42. doi.org/10. 
1006/bbrc.1997.6603. 

 
65.  Thrailkill KM, Lumpkin CK, Bunn RC, et al. Is insulin an anabolic agent in 

bone? Dissecting the diabetic bone for clues. Am J Physiol Endocrinol Metab 
2005 289:E735-745. doi.org/10.1152/ajpendo.00159.2005. 

66.  Luminita Labusca, Florin Zugun-Eloae. The unexplored role of intra-articular 
adipose tissue in the homeostasis and pathology of articular joints. Front Vet 
Sci 2018; 5:35. doi.org/10.389/fvets.2018.00035. 

 
67.  Yong-Gon Koh, Yun-Jin Choi. Infrapatellar fat pad-derived mesenchymal 

stem cell therapy for knee osteoarthritis. Knee 2012 Dec; 19(6):902-7. doi. 
org/10. 1016/jknee.2012.04.001. 



 253 

 
68.  Song chen, Peiliang Fu, Haishan Wu, et al. Meniscus, articular cartilage, and 

nucleus pulposus: a comparative review of cartilage-like tissues in anatomy, 
development, and function. Cell Tissue Res 2017 Oct; 370(1):53-70. doi.org/ 
10.1007/s00441-017-2613-0. 

 
69.  Thomas Pufe, Wolf J Petersen, Nicolai Miosge, et al. Endostatin/collagen 

XVIII- an inhibitor of angiogenesis is expressed in cartilage and fibrocartilage. 
Matrix Biol 2004 Aug; 23(5):267-76. doi.org/10.1016/jmatbio.2004.06.003.  

 
70.  Warren R, Arnoczky SP, Wickiewicz TL, et al. Anatomy of the knee. In: 

Nicholas J A, Hershman E B, editors. The Lower Extremity and Spine in 
Sports Medicine. St Louis, MO: Mosby UK distributors: Blackwell Scientific 
Publications, Oxford ISBN 0-8016-3616-7;1986: 657-694. 

 
71.  Tonia L Vincent. Mechanoflammation in osteoarthritis pathogenesis. Semin 

arthritis Rheum 2019 Dec; 49(3S):S36-S38. doi.org/10.1016/ jsemarthrit. 
2019. 09.018. 

 
72.  Shi-de Jiang, Jian Lu, Zhen-han Deng, Yu-sheng Li, Guang-hua Lei. Long 

noncoding RNAs in osteoarthritis. Joint Bone Spine. 2017 Oct; 84(5):553-
556. doi.org/10.1016/j.jbspin.2016.09.006. 

 
73.  Yutaka Kondo, Keiko Shinjo, Keisuke Katsushima. Long non-coding RNAs 

as an epigenetic regulator in human cancers. Cancer Science. 2017 Oct; 
108(10):1927-1933. doi.org/10.1111/cas.13342. 

 
74.  Mohit Kapoor, Johanne Martel-Pelletier, Daniel Lajeunesse, Jean-Pierre 

Pelletier and Hassan Fahmi. Role of proinflammatory cytokines in the patho-
physiology of osteoarthritis. Nat Rev, Rheumatol. 2011 Jan; 7(1):33-42. 
doi.org/10.1038/nrrheum.2010.196. 

 
75.  GS Man, G Mologhianu. Osteoarthritis pathogenesis- a complex process that 

involves the entire joint. J Med Life 2014 Mar 15; 7(1):37-41. PMCID: PMC 
3956093. 

 
76.  Calvin Yip, Elizabeth M Badley, Mayilee Canizares, et al. Risk factor profiles 

for individuals with diagnosed OA and with symptoms indicative of OA: 
Findings from the Canadian longitudinal study on aging. ACR Open 
Rheumatol 2020 Mar; 2(3):174-179. doi.org/10.1002/acr2.11120. 

 
77.  Tiantian W, Chengqi H. Pro-inflammatory cytokine: The link between obesity 

and osteoarthritis. Cytokine and Growth Factors Rev. 2018; 10:1-13. doi.org/ 
10.1016/jcytogfr.2018.10.002. 

 
78.  Pearson MJ, Herndler-Brandstetter D, Tariq MA, Nicholson TA, Philp AM, 

Smith HL, Davis ET, Jones SW, Lord JM. IL-6 secretion in osteoarthritis 



 254 

patients is mediated by chondrocyte-synovial fibroblast crosstalk and is 
enhanced by obesity. Sci Rep. 2017; doi.org/10.1038/s41598-017-03759-w. 

 
79.  Vilim Molnar, Vid Matisic, Ivan Kodvanj, et al. Cytokines and chemokines 

involved in Osteoarthritis pathogenesis. Int J Mol Sci 2021; 22:9208. doi.org/ 
10.3390/ijms22179208. 

 
80.  Wen-Kang Chen, Xiao-HuaYu, Wei Yang, et al. lncRNAs: novel players in 

intervertebral disc degeneration and osteoarthritis. Cell Prolif.  2017 Nov; 50 
(1):1-12. doi.org/10.1111/cpr.12313. 

 
81.  Diana Boraschi, Paola Italiani, Sabrina Weil, et al. The family of the 

interleukin-1 receptors. Immunol Rev 2017 Dec; 281:197-232. doi.org/ 
10.1111/imr.12606. 

 
82.  Kim B, Lee Y, Kim E, et al. The interleukin-1a precursor is biologically active 

and is likely at key Alarmin in the IL-1 family of cytokines. Front Immunol 
2013 Nov; 20(4):391. doi.org/10.3389/fimmu.2013.00391. 

 
83.  Van Tassell BW, Toldo S, Mezzaroma E, et al. Targeting interleukin-1 in 

heart disease. Circulation 2013 Oct; 22. 128(17):1910-23.doi.org/ 10.1161. 
circulationaha.113.003199. 

 
84.  Buckley LF, Abbate A. Interleukin-1 blockade in cardiovascular diseases: a 

clinical update. Eur Heart J 2018 Jun; 7,39(22):2063-2069. doi.org/ 10. 
1093/eurheartj.ehy128. 

 
85.  Abbate A, Toldo S, Marchetti C, et al. Interleukin-1 and the inflammasome as 

therapeutic targets in cardiovascular disease. Circulation Res 2020 Apr; 23, 
126(9):1260-1280. doi.org/10.1161/circresaha.120.315937. 

 
86.  Colotta F, Re F, Muzio M, et al. Interleukin-1 type II receptor: a decoy target 

for IL-1 that is regulated by IL-4. Science 1993 Jul; 23,261(5120):472-5. doi. 
org/10.1126/science.8332913. 

 
87.  Attur M, Statnikov A, Samuels J, et al. Plasma levels of interleukin-1 receptor 

antagonist (IL1Ra) predict radiographic progression of symptomatic knee 
osteoarthritis. Osteoarthritis Cartil 2015; 23:1915-1924. doi.org/10.1016/ 
j.joca. 2015.08.006. 

 
88.  Mingcai Zhang, Jinxi Wang. Epigenetic regulation of gene expression in 

osteoarthritis. Genes & Diseases. 2015; 2:69-75. doi.org/ 10.1016/ jgendis. 
2014.12.005. 

 
89.  Jenei-Lanzl Z, Meurer A, Zaucke F. Interleukin-1β signaling in osteoarthritis-

chondrocytes in focus. Cell signal 2019; 53:212-223. doi.org/10.1016/ 
jcellsig. 2018.10.005. 

 



 255 

90.  Westacott C I, Barakat A F, Wood L, et al. Tumor necrosis factor alpha can 
contribute to focal loss of cartilage in osteoarthritis. Osteoarthritis Cartil 2008; 
8:213-221. doi.org/10.1053/joca.1999.0292. 

 
91.  Zelova H, Hosek J. TNF- α signaling and inflammation: Interactions between 

and acquaintances. Inflamm Res 2013; 62:641-651. doi.org/10.1007/s00011-
013-0633-0. 

 
92.  Abul K, Abbas M, Lichtman A H, et al. (E-book) Cellular and Molecular 

Immunology; Elsevier: Philadelphia, PA, USA [2021]. 
 
93.  Murphy KM, Weaver C. Janeway’s Immunology: Ninth International Student 

Edition; Garland Science, Taylor & Francis Group, LLC: New York, NY, USA 
[2017]. 

 
94.  Akdis M, Burgler S, Crameri R, et al. Interleukins, from 1 to 37, and 

interferon- γ: Receptors, functions, and roles in disease. J Allergy Clin 
Immunol 2011; 127:701-721.e70. doi.org/10.1016/j.jaci.2010.11.050. 

 
95.  Sanchez C, Gabay O, Salvat C, Mechanical loading highly increases IL-6 

production and decreases OPG expression by osteoblasts. Osteoarthr Cartil 
2009; 17:473-481. doi.org/10.12998/wjcc.v8.i11.2280. 

 
96.  Beekhuizen M, Gierman LMM, van Spil WEE, et al. An explorative study 

comparing levels of soluble mediators in control and osteoarthritic synovial 
fluid. Osteoarthr Cartil 2013; 21:918-922. doi.org/10.1016/j.joca.2013.04.002. 

 
97.  Li L, Li Z, Li Y, et al. Profiling of inflammatory mediators in the synovial fluid 

related to pain in knee osteoarthritis. BMC Musculoskelet Disord 2020; 
21:99. doi.org/10.1186/s12891-020-3120-0. 

 
98.  Rose-John S. Interleukin-6 family cytokines. Cold Spring Harb Perspect Biol 

2018; 10:a028415. doi.org/10.1101/cshperspect.a028415. 
 
99.  Baran P, Hansen S, Waetzig GH. The balance of interleukin (IL)-6, IL-6 

receptor (sIL-6R), and IL-6sIL-6R sgp130 complexes allows simultaneous 
classic and trans-signaling. J Biol Chem 2018; 293:6762-6775. doi.org/ 10. 
1074/jbc.RA117.001163. 

 
100. Savio, AS, Diaz ACM, Capote AC, et al. Differential expression of pro-

inflammatory cytokines IL-15Ralpha, IL-15, IL-6 and TNF alpha in synovial 
fluid from rheumatoid arthritis patients. BMC Musculoskelet Disord 2015 Mar; 
16:51. doi.org/10.1186/s12891-015-0516-3. 

 
101. Mimpen JY, Baldwin MJ, Cribbs AP, et al. Interleukin-17A causes 

osteoarthritis-like transcriptional changes in human osteoarthritis-derived 
chondrocytes and synovial fibroblasts in vitro. bioRxiv 2021 May; 12:676173. 
doi.org/10.3389/fimmu.2021.676173. 



 256 

 
102. Stannus O, Jones G, Cicuttini, et al. Circulating levels of IL-6 and TNF- α are 

associated with knee radiographic osteoarthritis and knee cartilage loss in 
older adults. Osteoarthritis Cartilage 2010 Nov; 18(11):1441-7. doi.org/ 
10.1016/ j. joca.2010.08.016. 

 
103. Goekoop RJ, Kloppenburg M, Kroon HM, et al. Low innate production of 

interleukin-1β and interleukin-6 is associated with the absence of osteo-
arthritis in old age. Osteoarthr Cartil 2020; 18:942-947. doi.org/1 0.1016/ 
j.joca. 2010.03.016. 

 
104. Eymard F, Pigenet A, Citadelle D, et al. Induction of an inflammatory and pro-

degradative phenotype in autologous fibroblast-like synoviocytes by the 
infrapatellar fat pad from patients with knee osteoarthritis. Arthritis Rheumatol 
2014; 66:2165-2174. doi.org/10.1002/art.38657. 

 
105. Chao Tu, Jieyu He, Bei Wu, et al. An extensive review regarding the 

adipokines in the pathogenesis and progression of osteoarthritis. Cytokine 
2019; 113:1-12. doi.org/10.1016/jcyto.2018.06.019. 

 
106. Loan-Facsinay A, Kloppenburg M. An emerging player in knee osteoarthritis: 

the infrapatellar fat pad. Arthrit Res Ther 2013; 15(6):225. doi.org/ 10.1186 / 
ar4422. 

 
107. Charlier E, Malaise O, Zeddou M, et al. Restriction of spontaneous and 

prednisolone-induced leptin production to dedifferentiated state in human hip 
Oa chondrocytes: role of Smad1 and beta-catenin activation. Osteoarthr 
Cartilage 2016; 24(2):315-324. doi.org/10.1016/j.joca.2015.08.002. 

 
108. Zhang P, Zhong ZH, Yu HT, et al. Significance of increased leptin expression 

in osteoarthritis patients. PloS One 2015; 10(4):e0123224. doi.org/10.1371/ 
journal.pone. 0123224. 

 
109. Simopoulou T, Malizos KN, Iliopoulos D, et al. Differential expression of leptin 

and leptin’s receptor isoform (OB-Rb) mRNA between advanced and 
minimally affected osteo -arthritic cartilage; effect on cartilage metabolism. 
Osteoarthr Cartilage 2007; 15(8):872-883. doi.org/10.1016/ j.joca. 2007. 
01.018. 

 
110. Scotece M, Mobasheri A. Leptin in osteoarthritis: focus on articular cartilage 

and chondrocytes. Life Sci 2015; 140:75-78. doi.org/10.1016/ jlfs. 2015. 05. 
025. 

 
111. KM Tong, DC Shieh, CP Chen, et al. Leptin induces IL-8 expression via leptin 

receptor, \IRS-1, PI3K, Akt cascade and promotion of NF-kB /p300 binding in 
human synovial Fibroblasts. Cell Signal 2008; 20(8):1478-1488. doi.org/10. 
1016/ jcellsig. 2008. 04.003. 

 



 257 

112. WH Yang, SC Liu, CH Tsai, et al. Leptin induces IL-6 expression through 
OBRI receptor signaling pathway in human synovial fibroblasts. PloS One 
2013; 8(9): e75551. 

 
113. A Koskinen, K Vuolteenaho, R Nieminen, et al. Leptin enhances MMP-1, 

MMP-3 and MMP-13 production in human osteoarthritic cartilage and 
correlates with MMP-1 and MMP- 3 in synovial fluid from OA patients. Clin 
Exp Rheumatol 2011; 29(1):57-64. doi.org/10.1155/2009/345838. 

 
114. K Vuolteenaho, A Koskinen, M Kukkonen, et al. Leptin enhances synthesis of 

proinflammatory mediators in human osteoarthritic cartilage-mediator role of 
NO in leptin-induced PGE2, IL-6, and IL-8 production. Mediat Inflamm 
2009;345838. doi.org/ 10.1155/ 2009/345838. 

 
115. Daniel L Simmons, Regina M Botting, Timothy Hla. Cyclooxygenase 

isozymes: the biology of prostaglandin synthesis and inhibition. Pharmacol 
Rev 2004 Sep; 56(3):387-437. doi.org/10.1124/pr.56.3.3. 

 
116. H Jieyu, Tu Chao, Li Mengjun, et al. Nampt/Visfatin/PBEF: a functionally 

multi-faceted protein with a   pivotal role in malignant tumors. Curr Pharm 
Des 2012; 18(37):6123-6132. doi.org/10.2174/138161212803582531. 

 
117. BA Egan, JC Mentes. Benefits of physical activity for knee osteoarthritis: a 

brief review. J Gerontol Nurs 2010; 36(9):9-14. doi.org/10.3928/00989134-
20100730-03. 

 
118. Y Duan, Dongsheng Hao, Ming Li, et al. Increased synovial fluid visfatin is 

positively linked to cartilage degradation biomarkers in osteoarthritis. Rheum-
atol Int 2012 Apr; 32(4):985-990. doi.org/10.1007/s00296-010-1731-8. 

119. KS Santangelo GJ Nuovo AL Bertone. In vivo reduction or blockade of 
interleukin-1beta in primary osteoarthritis influences expression of mediators 
implicated in pathogenesis. Osteoarthritis Cartilage 2012 Dec; 20(12):1610-
1618. doi.org/10.1016/j.joca.2012.08.011. 

120. J Tonkin, Francesc Villarroya, Pier Lorenzo Puri, et al. SIRT1 signaling as 
potential modulator of skeletal muscle diseases. Curr Opin Pharmacol 2012; 
12(3):372-376. doi.org/10.1016/jcoph.2012.02.010. 

121. MC Laiguillon et al. Expression and function of visfatin (Nampt), an adipokine 
enzyme involved in inflammatory pathways of osteoarthritis. Arthrit Res Ther 
2014 Jan; 16(1):R38. 

122. Thi Mong Diep Nguyen. Adiponectin: Role in physiology and pathophysio-
logy. Int J Prev Med 2020; 11:136. doi.org/ 10.4103/ ijpvm. IJPVM. 193.20. 

123. Anthony V Perruccio, Nizar N Mahomed, Vinod Chandran, et al. Plasma 
Adipokine levels and their association with overall burden of painful joints 
among individuals with hip and knee osteoarthritis. J Rheumatol 2014; 
41(2):334-337. doi.org/10.3899/jrheum.130709. 



 258 

124. Nihan Cuzdan Coskun, Saime Ay, Fatma Deniz Evick, et al. Adiponectin: is it 
a biomarker for assessing the diseases severity in knee osteoarthritis 
patients? Int J Rheumatic Dis 2015 Nov 06; 20(12):1942-1949. doi.org/ 10. 
1111/1756-185X.12790. 

125. SM Ibrahim, MS Hamdy, N Amer. Plasma and synovial fluid adipocytokines in 
patients with rheumatoid arthritis and osteoarthritis. Egypt J Immunol 2008; 
15(1):159-170.PMID:20306680. 

126. TH Chen, L Chen, L Chen, Evidence for a protective role for adiponectin in 
osteoarthritis. Biochem Biophys Acta 2006 Aug; 1762(8):711-8. doi.org/ 10. 
1016/jbbadis.2006.06.008.  

127. A Koskinen, Katriina Vuolteenaho, Riina Nieminen, et al.  et al. Leptin 
enhances MMP-1, MMP-3 and MMP-13 production in human osteoarthritic 
cartilage and correlates with MMP-1 and MMP-3 in synovial fluid from OA 
patients. Clin Exp Rheumatol 2011 Jan-Feb; 29(1):57-64. PMID:21345293. 

128. SN Lambova, T Batsalova, D Moten. Serum Leptin and Resistin levels in 
knee osteoarthritis-clinical and radiological links: towards precise definition of 
metabolic type knee osteoarthritis. Biomedicine 2021 Aug; 9(8):1019. doi. org 
/10.3390/biomedicines9081019.  

129. N Presle, DP Pottie, DH Dumond, et al. Differential distribution of adipokines 
between serum and synovial fluid in patients with osteoarthritis. Contribution 
of joint tissues to their articular production. Osteoarthr and Cartil 2006 Jul; 
14(7):690-5. doi.org/10.1016/j.joca.2006.01.009. 

130. XC Li, F Tian, F Wang. Clinical significance of resistin expression in osteo- 
arthritis: a meta-analysis. Biomed Res Int 2014; 2014:208016. doi.org/ 10. 
1155/2014/208016. 

131. CW Zhao, YH Gao, WX Song, et al. An update on the emerging role of 
resistin on the pathogenesis of osteoarthritis. Mediators Inflamm 2019 Jan 
28; 2019:1532164. doi.org10.1155/2019/1532164. 

132. YZ Song, J Guan, HJ Wang, et al. Possible involvement of serum and 
synovial fluid resistin in knee osteoarthritis: cartilage damage, clinical, and 
radiological links. J Clin Lab Anal 2016 Sep; 30(5):437-443. doi.org/ 10. 
1002/jcla.21876. 

133. Lannone F, Lapadula G, Chemerin/ChemR23 pathway: a system beyond 
chemokines. Arthritis Res Ther 2011; 13:104. doi.org/10.1186/ar3273. 

134. Kaneko K, Miyabe Y, Takayasu A, et al. Chemerin activates fibroblast-like 
synoviocytes in patients with rheumatoid arthritis. Arthritis Res Ther 2011; 13 
R158. doi.org/10.1186/ar3475. 

135. Bondue B, Wittamer V, Parmentier M. Chemerin and its receptors in 
leukocyte trafficking, inflammation and metabolism. Cytokine Growth Factor 
Rev 2011 Oct-Dec; 22(5-6):331-8. doi.org/10.1016/jcytogfr.2011.11.004. 



 259 

136. Pijun Yan, Ling Li, Mengliu Yang, et al. Effects of the long-acting human 
glucagon-like peptide-1 analog liraglutide on plasma omentin-1 levels in 
patients with type 2 diabetes mellitus. Diabetes Res Clin Pract 2011 Jun; 
92(3):368-74. doi.org/10.1016/jdiabres.2011.02.030. 

137. I Xu, GB Zhu, L Wang, et al. Synovial fluid omentin-1 levels are inversely 
correlated with radiographic severity of knee osteoarthritis. J Invest Med 
2012; 60(3):583-586. doi.org/10.2310/JIM.0b013e31824443cb. 

138. Jia-Peng Bao, Li-Feng Jiang, Jing Li, et al. Visceral adipose tissue-derived 
serine protease inhibitor inhibits interleukin-1beta-induced catabolic and 
inflammatory responses in murine chondrocytes. Mol Med Rep 2014 Oct; 
10(4):2191-7. doi.org/10.3892/mmr.2014.2478. 

139. Borzi RM, Mazzetti I, Cattini L, et al. Human chondrocytes express functional 
chemokine receptors and release matrix-degrading enzymes in response to 
C-X-C and C-C chemokines. Arthritis & Rheumatism 2001 Mar 26; 
43(8):1734-1741. doi. org/10.1002/1529-0131. 

140. XY Zhao, ZB Yang, ZJ Zhang, et al. CCL3 serves as a potential plasma 
biomarker in knee degeneration (osteoarthritis). Osteoarthr and Cartil 2015 
Aug 01; 23(8):1405-1411. doi.org/10.1016/j.joca.2015.04.002. 

141. LJ Sandell, X Xing, C Franz, et al. Exuberant expression of chemokine gene 
by adult human articular chondrocytes in response to IL-1beta. Osteoarthr & 
Cartil 2008 Dec; 16(12):1560-71. doi.org/10.1016/j.joca.2008.04.027.  

142. Shabana A Ali, Mandy J Peffers, Michelle J Ormseth, et al. The non-coding 
RNA interactome in joint health and disease. Nature Rheumatol 2021 Nov; 
17:692-705. doi.org/10.1038/s41584.021.00687-y. 

143. John S Mattick, Igor V Makunin. Non-coding RNA. Hum Mol Genet 2006 Apr; 
15:1:R17-29. doi.org/ 10. 1093/hmg/ddl046. 

144. Mingcai Zhang, Jinxi Wang. Epigenetic regulation of gene expression in 
osteoarthritis. Genes Dis 2015 Mar; 2(1):69-75. doi.org/10.1016/ jgendis. 
2014.12.005. 

145. Zhang P, Wu W, Chen Q, et al. Non-coding RNAs and their integrated 
networks. J Integr Bioinform 2019; 16:20190027. doi.org/10.1515/jib-2019-
0027. 

146. Ren S, Lin P, Wang J, et al. Circular RNAs: promising molecular biomarkers 
of human aging-related diseases via functioning as a miRNA sponge. Mol 
Ther Methods Clin Dev 2020; 18:215-229. doi.org/10.1016/ jomtm. 2020. 
05.027.      

147. Salmena L, Poliseno L, Tay Y, et al. A ceRNA hypothesis: The Rosetta stone 
of a hidden RNA language? Cell 2011 Jul; 146(3):353-358. doi. org/ 10.1016/ 
jcell.2011.07.014. 



 260 

148. Reynard LN, Barter MJ. Osteoarthritis year in review 2019: genetics, 
genomics and epigenetics. Osteoarthritis Cartilage 2020 Mar; 28(3): 275–
284.doi.org/1016/j.joca.2019.11.010.  

149. Cao J, Liu Z, Zhang, L and Li J. miR-940 regulates the inflammatory 
response of chondrocytes by targeting MyD88 in osteoarthritis. Mol. Cell 
Biochem 2019 Nov; 461(1-2):183–193.doi.org/10.1007/s11010-019-03601.  

150. Najm A, Masson FM, Preuss P, et al. MicroRNA-17-5p reduces inflammation 
and bone erosions in mice with collagen-induced arthritis and directly targets 
the JAK/STAT pathway in rheumatoid arthritis fibroblast-like synoviocytes. 
Arthritis Rheumatol 2020 Dec; 72(12): 2030–2039. doi.org/ 10.1002/ art. 
41441.  

151. Wu S, Wang J, Li J, et al. microRNA-21 aggravates lipopolysaccharide-
induced inflammation in MH7A cells through targeting SNF5. Inflammation 
2020 Apr; 43(2):441–454.doi.org/10.1007/s10753-019-01117-8.  

152. Liu H, Luo J. miR-211-5p contributes to chondrocyte differentiation by supp-
ressing fibulin-4 expression to play a role in osteoarthritis. J. Biochem 2019 
Dec 1; 166(6):495–502.doi.org/10.1093/jb/mvz065.  

153. Zhang M, Wang Z, Li B, et al. Identification of microRNA-363-3p as an 
essential regulator of chondrocyte apoptosis in osteoarthritis by targeting 
NRF1 through the p53-signaling pathway. Mol Med Rep 2020 Mar, 21(3): 
1077–1088.doi.org/10.3892/mmr.2020.10940.  

154. Wang Y, Jiao T, Fu W, et al. miR-410-3p regulates proliferation and 
apoptosis of fibroblast-like synoviocytes by targeting YY1 in rheumatoid 
arthritis. Biomed. Pharmacother 2019 Nov; 119:109426. doi.org/10.1016/ 
jbiopha.2019.109426. 

155. Wang X, Gong S, Pu D, et al. Up-regulation of miR-365 promotes the 
apoptosis and restrains proliferation of synoviocytes through downregulation 
of IGF1 and the inactivation of the PI3K/AKT/mTOR pathway in mice with 
rheumatoid arthritis. Int Immunopharmacol 2020 Feb; 79:106067. doi.org/ 
10.1016/ jintimp.2019.106067. 

156. Zhang Y, Wang G, Ma L, et al. miR-137 suppresses cell growth and 
extracellular matrix degradation through regulating ADAMTS-5 in chondro-
cytes. Am J Transl Res 2019 Nov 15; 11(11):7027–7034. PMID: 31814906.  

157. Bai Y, Chen K, Zhan J, et al. miR-122/SIRT1 axis regulates chondrocyte 
extracellular matrix degradation in osteoarthritis. Biosci Rep 2020 Jun 26; 
40(6):BSR20191908. doi.org/10.1042/BSR20191908.  



 261 

158. Wang J, Liu S, Shi J, et al. The role of lncRNAs in osteogenic differentiation 
of bone marrow mesenchymal stem cells. Curr. Stem Cell Res Ther 2020; 
15(3): 243–249. doi.org/10.2174/1574888x15666191227113742.  

159. Bella ED, Menzel U, Basoli V, et al. Differential regulation of circRNA, 
miRNA, and piRNA during early osteogenic and chondrogenic differentiation 
of human mesenchymal stromal cells. Cells 2020 Feb 9; 9(2):398. doi.org/ 
10. 3390/ cells9020398.  

160. Martinez-Sanchez A, Dudek KA, Murphy CL. Regulation of human chondro- 
cytes function through direct inhibition of cartilage master regulator SOX9 by 
microRNA-145 (miRNA-145). J Biol Chem 2012 Jan; 287(2):916-24. doi.org/ 
10.1074/jbc.M111.302430. 

161. Liang Sun, Jun Xiang Lian, Shu Meng. Mir-125-5p promotes osteoclasto- 
genesis by targeting TNFRSF1B. Cell Mol Biol Lett 2019 Mar; 24:23. doi. 
org/10.1186/s11658-019-0146-0. 

162. Lei J, Fu Y, Zhuang Y, et al. miR-382-3p suppressed IL-1β induced inflamm-
atory response of chondrocytes via the TLR4/MyD88/NF-kB signaling 
pathway by directly targeting CX43. J Cell Physiol 2019; 234: 23160-23168. 
doi.org/10.1002/jcp.28882. 

163. Papathanasiou I, Balis C, Trachana V, et al. The synergistic function of miR-
140-5p and miR-146a on TLR4-mediated cytokine secretion in osteoarthritic 
chondrocytes. Biochem Biophys Res Commun 2020 Feb 12; 522(3):783-791. 
doi/org/10.1016/jbbrc.2019.11.168. 

164. Shi FL, Ren LX. Up-regulated miR-374a-3p relieves lipopolysaccharides 
induced injury in CHON-001 cells via regulating Wingless-type MMTV 
integration site family member 5B. Mol. Cell Probes 2020 Jun; 51:101541. 
doi.org/10.1016/ jmcp. 2020.101541. 

165. Dinesh P, Kalaiselvan S, Sujitha S, et al. MiR-145-5p mitigates dysregulated 
Wnt1/β-catenin signaling pathway in rheumatoid arthritis. Int Immunopharma- 
col 2020 Feb 20; 82:106328. doi.org/10.1016/ jintimp. 2020.106328. 

166. Wang J, Wang Y, Zhang H, et al. Forkhead box C1 promotes the pathology 
of osteoarthritis by upregulating β-catenin in synovial fibroblasts. FEBS J 
2020 Jul; 287(14):3065–3087. doi.org/10.1111/febs.15178.  

167. Cai C, Min S, Yan B, et al. MiR-27a promotes the autophagy and apoptosis of 
IL-1beta treated-articular chondrocytes in osteoarthritis through PI3K/AKT/ 
mTOR signaling. Aging (Albany NY) 2019 Aug 27; 11(16):6371-6384. doi. 
org/10.18632/ aging.102194. 

168. Chang Q, Ji M, Li C, et al. Downregulation of miR4865p alleviates LPS-
induced inflammatory injury, oxidative stress and apoptosis in chondrogenic 



 262 

cell ATDC5 by targeting NRF1. Mol Med Rep 2020 Sep; 22(3): 2123–2131. 
doi.org/10.3892/mmr. 2020.11289. 

169. Cheng F, Hu H, Sun K, et al. miR-455-3p enhances chondrocytes apoptosis 
and inflammation by targeting COL2A1 in the in vitro osteoarthritis model. 
Biosci Biotechnol Biochem 2020 Apr; 84(4):695–702. doi.org/10.1080/0916 
8451.2019.1690974. 

170. Pearson MJ, Jones SW. Long noncoding RNAs in the regulation of 
inflammatory pathways in rheumatoid arthritis and osteoarthritis. Arthritis 
Rheumatol 2016 Nov; 68 (11):2575-2583. doi.org/10.1002/art.39759. 

171. Nanus DE, Wijesinghe SN, Pearson MJ, et al. Regulation of the inflammatory 
synovial fibroblast phenotype by metastasis-Associated lung denocarcinoma 
transcript 1 Long noncoding RNA in obese patients with osteoarthritis. 
Arthritis Rheumatol 2020 Apr; 72(4):609-619. doi.org/ 10.1002/ art. 41158. 

172. Jun L, Li X, Feng z, et al. MALAT1/miR-127-5p regulates osteopontin (OPN)-
mediated proliferation of human chondrocytes through P13K/Akt pathway. J 
C Bioch 2018 Jan; 119(1):431-439. doi.org/10.1002/jcb.26200. 

173. Correa RG, Matsui T, Tergaonkar V, et al. Zebrafish I kappa B kinase 1 
negatively regulates NF-kappa B activity. Curr Biol 2005 Jul 26; 15(14):1291-
1295. doi.org/10.1016/jcub.2005.06.023. 

174. Tong L, Tergaonkar V. Rho protein GTPases and their interactions with NF- 
КB: crossroads of inflammation and matrix biology. Biosci Rep 2014 Jun 25; 
34(3): e0011 564. doi.org/10.1042/BSR20140021. 

175. Aaronson DS, Horvath C M. A road map for those who don’t know JAK-
STAT. Science 2002 May 31; 296(5573):1653-1655. doi.org/10.1126/ 
science.1071545. 

176. Kallen AN, Zhou XB, Xu J, et al. The imprinted H19 lncRNA antagonizes let-7 

miRNAs. Mol Cell 2013Oct 10; 52(1):101-112. doi.org/10.1016/ jmolcel. 

2013.08.027. 

177. Grote P, Wittler L, Hendrix D, et al. The tissue-specific lncRNA Fendrr is an 

essential regulator of heart and body wall development in the mouse. Dev 

Cell 2013 Jan 28; 24(2):206-214. doi.org/10.1016/jdevcel.2012.12.012. 

178. Yang L, Froberg JE, Lee JT. Long noncoding RNAs: fresh perspectives into 
the RNA world. Trends Bioch Sci 2014 Jan; 39(1):35-43. doi.10.1016/ jtibs. 
2013.10.002. 

179. Kotake Y, Nakagawa T, Kitagawa K, et al. Long noncoding RNA ANRIL is 

required for the PRC2 recruitment to and silencing of p15 (INK4B) tumor 

suppressor gene. Oncogene 2011 Apr 21; 30(16):1956-1962. doi.org/10. 

1038/onc.2010.568. 



 263 

180. Li x, Wu Z, Fu X, et al. lncRNA: insights into their function and mechanics in 

underlying disorders. Mutat Res Rev 2014; 762:1-21. doi.org/10.1016/ 

jmrrev.2014. 04.002. 

181. He CP, Jiang XC, Chen C, et al. The function of lncRNAs in the pathogenesis 

of osteoarthritis. Bone Joint Res 2021Feb;10(2):122-133. doi.org/ 10.1302/ 

2046-3758.102.BJR-2020-0228.R1 

182. Zhang H., Li, J., Shao, W. & Shen, N. LncRNA CTBP1-AS2 is upregulated in 
osteoarthritis and increases the methylation of miR-130a gene to inhibit 
chondrocyte proliferation. Clin Rheumatol 2020 Nov; 39(11):3473–3478. doi. 
org/10.1007/s10067-020-05113-4.  

183. JI Q, Qiao X, Liu Y, et al. silencing of long-chain non-coding RNA GAS5 in 
osteoarthritic chondrocytes is mediated by targeting the miR-34a/Bcl-2 axis. 
Mol Med Rep 2020 Mar; 21(3):1310-1319. doi.org/10.3892/mmr.2019.10900. 

184. Xiao C, Xin-qi H, Wen-Tian S, et al. Long noncoding RNAs: a new regulatory 

code in osteoarthritis. Am J Transl Res 2017 Nov; 9(11):4747-4755. PMCID: 

PMC5714763. 

185. LncRNA ANRIL impacts the progress of osteoarthritis via regulating 

proliferation and apoptosis of osteoarthritis synoviocytes. Eur Rev Med 

Pharmacol Sci 2019 Nov; 23(22):9729-9737. doi.org/10.26355/eurrev. 

201911.19535. 

186. J Zhang, X Hao, M Yin, et al. Long non-coding RNA in osteogenesis. Bone 

Joint Res 2019 Feb; 8(2):73-80. doi.org10.1302/2046-3758.82.BJR-2018-

0074.R1. 

187. Yufei Li, Zuowei Li, Chunyun Li, et al. Long noncoding RNA TM1P3 is 

involved in osteoarthritis by mediating chondrocyte extracellular matrix 

degradation. J Cell Biochem 2019 Aug; 20(8):120702-12712. doi.org/10. 

1002/jcb.28539. 

188. Zhang YM, Zhang YY, Bulbul A, et al. Baicalin promotes embryo adhesion 

and implantation by upregulating fucosyltransferase IV (FUT4) via Wnt/beta-

catenin signaling pathway. FEBS Lett 2015 May 8; 589(11):1225-33. doi.org/ 

10.1016/ jfebslet.2015.04.011. 

189. Chen K, Zhu H, Zheng MQ, et al. LncRNA MEG3 inhibits the degradation of 

the extracellular matrix of chondrocytes in osteoarthritis via targeting miR-

93/TGFBR2 Axis. Cartilage 2019 Jun 28; 1947603519855759. doi.org/10. 

1177/194760351985 5759. 

190. Wang A, Hu N, Zhang Y, et al. MEG3 promotes proliferation and inhibits 

apoptosis in osteoarthritis chondrocytes by miR-361-5p/FOXO1 axis. BMC 

Med Genomics 2019 Dec 30; 12(1):201. doi.org/10.1186/s12920-019-06496. 



 264 

191. Zhang X, Hamblin MH, Yin KJ. The long noncoding MALAT1: Its physiologi-
cal and pathological functions. RNA Biol 2017; 14(12):1705-1714. doi.org/ 
10.1080/1547 6286.2017.1358347. 

192. Zhang Y, Wang F, Chen G, et al. LncRNA MALAT1 promotes osteoarthritis 
by modulating miR-150-5p/AKT axis. Cell & Bioscience 2019; 9(54). doi.org/ 
10.1186/ s13578-019-0302-2. 

193. Dong Y, Liang G, Yuan B, et al. MALAT1 promotes the proliferation and 
metastasis of osteosarcoma cells by activating the PI3K/Akt pathway. 
Tumour Biol 2015 Mar; 36(3):1477-86. doi.org/10.1007/s13277-014-2631-4. 

194. Hu X, Wang J, He W, et al. MicroRNA-433 targets AKT3 and inhibits cell 
proliferation and viability in breast cancer. Oncol Lett 2018 Mar; 15(3):3998-
4004. doi.org/10.3892/ol.2018.7803. 

195. Liu Q, Qu X, Xie X, et al. Repression of Akt3 gene transcription by the tumor 
suppressor RIZ1. Sci Rep 2018 Jan 24; 8(1):1528. doi.org/10.1038/s41598-
018-19943-5. 

196. Wang L, Huang D, Jiang Z, et al. Akt3 is responsible for the survival and 
proliferation of embryonic stem cells. Bio Open 2017 Jun 15; 6(6):850-861. 
doi. org/ 10.1242/bio.024505. 

197. Li L, Qinghai Z, Jianyun L, Shu D, Fang X, Jian K, Lina T, Lihua G, Liyang K, 

Ke C, Jianda Z, Rong X, Jing C and Jinhua H. MALAT1 participates in 

ultraviolet B-induced photo-aging via regulation of the ERK/MAPK signalling 

pathway. Mol Med Rep. 2017 Jun; 15(6):3977-3982. doi.org/ 10.3892/ mmr. 

2017.6532. 

198. Bradley JD, Brandt KD, Katz BP, Kalasinski LA, Rayan SI. Comparison of an 

anti-inflammatory dose of ibuprofen, an analgesic dose of ibuprofen, and 

acetaminophen in the treatment of patients with osteoarthritis of the knee. N 

Engl J Med 1991 Jul 11; 325(2):87-91. doi.org/10.1056/ NEJM199107113250 

203. 

199. Badger AM, Griswold DE, Kapadia R, et al. Disease-modifying activity of SB 

242235, a selective inhibitor of p38 mitogen-activated protein kinase, in rat 

adjuvant-induced arthritis. Arthritis Rheum 2000 Jan; 43(1):175-183. doi.org/ 

10.1002/1529-0131(200001). 

200. Lawrence T, Fong C. The resolution of inflammation: anti-inflammatory roles 

for NF-KB. Int J Bioch C Biol 2010 Apr; 42(4):519-523. doi.org/10.1016/ jbio 

cel.2009.12.016. 

201. Rapicavoli NA, Qu K, Zhang J, Mikhail M, Laberge RM, Chang HY. A mam-

malian pseudogene lncRNA at the interface of inflammation and anti-

inflammatory therapeutics. Elife 2013 Jul 23; 2;e00762. doi.org/ 10.7554/ 

eLife.00762. 



 265 

202. Tonge DP, Pearson MJ, Jones SW. The hallmarks of osteoarthritis and the 

potential to develop personalised disease-modifying pharmacological 

therapeutics. Osteoarthritis Cartilage 2014 Mar 12; 22(5):609-621. doi.org/ 

10.1016/j.joca.2014.03.004. 

203. Zhao G, Su Z, Song D, et al. The long noncoding RNA MALAT-1 regulates 

the lipopolysaccharide-induced inflammatory response through its interaction 

with NF- КB. FEBS Lett 2016 Sep; 590(17):2884-2895. doi.org/10.1002/1873 

-3468.12315. 

204. Lyer MK, Niknafs YS, Malik R, et al. The landscape of long noncoding RNAs 

in the human transcriptome. Nat Genet 2015 Mar; 47(3):199-208. doi.org/10. 

1038/ng.3192. 

205. Ashleigh M Philp, Edward T Davis, Simon W jones. Developing anti-

inflammatory therapeutics for patients with osteoarthritis. Rheumatology 

(Oxford) 2017 Jun 1; 56(6):869-88. doi.org/10.1093/rheumatology/kew278. 

206. Hutchinson JN, Ensminger AW, Clemson CM, et al. A screen for nuclear 

transcripts identifies two linked noncoding RNAs associated with SC35 

splicing domains. BMC Genomics 2007 Feb; 1,8:39. doi.org/10.1186.1471-

2164-8-39. 

207. Bernard D, Prasanth KV, Tripathi V, et al. A long nuclear-retained noncoding 

RNA regulates synaptogenesis by modulating gene expression. EMBO J 

2010 Sep; 15,29(18):3082-93. doi.org/10.1038/emboj.2010.199. 

208. Tripathi V, Ellis JD, Shen Z, et al. The unclear-retained noncoding RNA 

MALAT1 regulates alternative splicing by modulating SR splicing factor 

phosphorylation. Mol Cell 2010; 39:925-938. doi.org/10.1016 /j.molcel. 

2010.08.011. 

209. Arun G, Aggarwal D, Spector DI. MALAT1 long noncoding RNA: Functional 

implications. Noncoding RNA 2020 Jun; 3,6(2):22. doi.org/10.3390/ncrna. 

6020022. 

210. Zhang B, Arun G, Mao YS, et al. The lncRNA MALAT1 is dispensable for 

mouse development but its transcription plays a cis-regulatory role in the 

adult. Cell Rep 2012; 2:111-123. doi.org/10.1016/j.celrep.2012.06.003. 

211. Eibmann M, Gutschner T, Hammerle M, et al. Loss of the abundant nuclear 

noncoding RNA MALAT1 is compatible with life and development. RNA Biol 

2019; 9:1076-1087. doi.org/10.4161/rna.21089. 

212. Nakagawa S, IP JY, Shioi G, et al. MALAT1 is not an essential component of 

nuclear speckles in mice. RNA 2012; 18:1487-1499. doi.org/10.1261/rna. 

033217.112. 



 266 

213. Ji P, Diederichs S, Wang W, et al. MALAT1, a novel noncoding RNA, and 

thymosin β4 predict metastasis and survival in early-stage non-small cell lung 

cancer. Oncogene 2003;22:8031-8041. doi.org/10.1038/sj.onc.1206928. 

214. Wei L, Li J, Han Z, et. al. Silencing of lncRNA MALAT1 prevents inflammatory 

injury after lung transplant ischemia-reperfusion by downregulation of IL-8 via 

p300. Mol Ther Nucleic Acids 2019; 18:285-297. doi.org/10.1016/ j.omtn. 

2019. 05.009. 

215. Guo F, Liu Y, Li Y, et al. Inhibition of ADP-ribosylation factor-like 6 interacting 

protein 1 suppresses proliferation and reduces tumor cell invasion in CaSki 

human cervical cancer cells. Mol Biol Rep 2010; 37:3819-3825. doi.org/10. 

1007/s11033-010-0037-y. 

216. Yang L, Lin C, Liu W, et al. ncRNA-and Pc2 Methylation-Dependent gene 

relocation between nuclear structures mediates gene activation programs. 

Cell 2011; 147:773-788. doi.org/10.1016/j.cell.2011.08.054. 

217. Malakar P, Shilo A, Mogilevsky A, et al. Long noncoding RNA MALAT1 

promotes hepatocellular carcinoma development by SRSF1 upregulation and 

mTOR activation. Cancer Res 2017; 77:1155-1167. doi.org/10.1158/0008-

5472.CAN-16-1508. 

218. Stone JK, Kim JH, Vukadin L, et al. Hypoxia induces cancer cell-specific 

chromatin interactions and increases MALAT1. doi.org/10.1074/jbc.RA118. 

006889. 

219. Choudhry H, Scho’del J, Oikonomopoulos S, et al. Extensive regulation of the 

noncoding transcriptome by hypoxia: Role of HIF in releasing paused 

RNApol2. EMBO Rep 2014;15:70-76. doi.org/10.1002/embr.201337642. 

220. Salle’-Lefort S, Miard S, Nolin MA, et al. Hypoxia upregulates MALAT1 

expression through a CaMKK/AMPK/HIF-1a axis. Int J Oncol 2016;49:1731-

1736. doi.org/10.3892/ijo.2016.3630. 

221. Biswas S, Thomas AA, Chen S, et al. MALAT1: An epigenetic regulator of 

inflammation in diabetic retinopathy. Sci Rep 2018; 8:1-15. doi.org/10.1038/ 

s41598-018-24907-w. 

222- Cremer S, Michalik KM, Fischer A, et al. Hematopoietic deficiency of the long 

noncoding RNA MALAT1 promotes atherosclerosis and plaque inflammation. 

Circulation 2019; 139:1320-1334. doi.org/10.116/circulationaha.117.029015. 

223. Qingjuan Chen, Chenjing Zhu, Yingying Jin. The oncogenenic and tumor 

suppressive functions of the long noncoding RNA MALAT1: An emerging 

controversy. Front Genet 2020; Feb.27; 11(93). doi.org/10.3389/ fgene. 

2020.00093. 

224. Xuejing Zhang, Xuelian Tang, Kai Liu, et al. Long noncoding RNA MALAT1 

regulates cerebrovascular pathologies in ischemic stroke. The Journal of 



 267 

Neuroscience 2017; Feb 15,37(7):1797-1806. doi.org/ 101523/ jneurosci. 

3389-16.2017. 

225. James P, Hewitson, Katie A. MALAT1 suppresses immunity to infection 

through promoting expression of Maf and IL-10 in Th Cells. J Immunol 2020; 

Jun 22,204(11):2949-2960. doi.org/10.4049/jimmunol.1900940. 

226. Ho IC, Lo D, Glimcher LH. c-maf promotes T helper cell type 2 (Th2) and 

attenuates Th1 differentiation by both interleukin 4-dependent and 

independent mechanisms. J Exp Med 1998 Nov; 16,188(10):1859-1866. 

doi.org/10.1084/jem.188.10.1859. 

227.  Xie W, Jiang L, Huang X, et al. LncRNA MEG8 is downregulated in 

osteoarthritis and regulates chondrocyte cell proliferation, apoptosis and 

inflammation. Exp Therap Med 2021 Aug 10; 1153. doi.org/ 10.3892/ etm. 

2021.10587. 

228. Liang J, Xu L, Zhou F, et al. MALAT1/miR-127-5p regulates osteopontin 

(OPN)-mediated proliferation of human chondrocytes through P13K/AKT 

pathway. J C Bioch 2018 Jan; 119(1):431-439. doi.org/10.1002/jcb.26200. 

229. Zhao G, Su Z, Song D, et al. The long noncoding RNA MALAT-1 regulates 

the lipopolysaccharide-induced inflammatory response through its interaction 

with NF- КB. FEBS Lett. 2016;590,17:2884-2895. 

230.  Hongyu Zheng, Tingting Wang, Xiangmin Li, et al. LncRNA MALAT1 exhibits 

positive effects on nucleus pulposus cell biology in vivo and in vitro by 

sponging miR-503. BMC Mol Cell Biol 2020 Mar; 21:22. doi.org/ 10.1186/s 

12860-020-00265-2 

231. Wang X, Li F, Fan C. Effects and relationship of ERK1 and ERK2 in 

interleukin 1 beta-induced alterations in MMP3, MMP13, type II collagen and 

aggrecan expression in human chondrocytes. Int J Mol Med 2011 Apr; 27(4): 

583-539. doi. org/ 10.3892/ijmm.2011.611. 

232. Hwang SG, Yu SS, Poo H, et al. c-Jun/Activator protein-1 mediates inter-

leukin-1beta-induced dedifferentiation but not cyclooxygenase-2 expression 

in articular chondrocytes. 2005 Aug; 280(33):29780-29787. doi. org/10.1074/ 

jbc.M411793200. 

233. Jenei-Lanzi Z, Meurer A, Zaucke F. Interleukin-1beta signaling in osteo-

arthritis chondrocytes in focus. Cellular Signalling 2019 Jan; 53:212-223. 

doi.org/ 10.1016/ jcellsig.2018.10.005. 

234. Choi MC, Jo J, Park J, et al. NF-kB signaling pathway in osteoarthritic 

cartilage destruction. Cells 2019July 17; 8(7):734. doi.org/10.3390/ cells 

8070734. 

235. Susan Carpenter, Katherine A Fitzgerald. Cytokines and long noncoding 
RNAs. Cold Spring Harb Perspect Biol 2018 Jun 1; 10(6):a028589.  



 268 

 

236. Mingwei Jiang, Jie Liu, Tao Luo, et al. LncRNA PACER is downregulated in 
osteoarthritis and regulates chondrocyte apoptosis and lncRNA HOTAIR 
expression. Biosci Rep 2019 Jun; 39(6): BSR20190404. doi.org/ 10.1042/ 
BSR20190404.  

 
237. Riggs L, Parfitt AM. Drugs used to trat osteoporosis: the critical need for a 

uniform nomenclature based on their action on bone remodeling.  J Bone 
2005; 20:177-184. doi.org/10.1359/jbmr.041114. 

238. Harry C, Blair, Quitterie C Larrouture, Yanan Li, et al. Osteoblast differentia-
tion and bone matrix formation in vivo and in vitro. Tissue Eng Part B Rev 
2017 Jun; 23 (3):268-280. doi.org/10.1089/ten.teb.2016.0454. 

239. Lassen NE, Andersen TL, Ploen GG, et al. Coupling of bone resorption and 
formation in real time: new knowledge gained from human Haversian BMUs. 
J Bone 2017 Jul; 23:1395-1405. doi.org/10.1002/jbmr.3091. 

240. Abdelgawad ME, Delaisse JM, Hinge M, et al. Early reversal cells in adult 
human bone remodeling: osteoblastic nature, catabolic functions and 
interactions with osteoclasts.  Histochem Cell Biol 2016; 145:603-615. doi. 
org/10.1007/s00418-016-1414-y.   

241. Jean-Marie Delaisse, Thomas Levin Andersen, Helene Bjoerg Kristensen, et 
al. Re-thinking the bone remodeling cycle mechanism and the origin of bone 
loss. Bone 2020 Dec; 115628. doi.org/10.1016 /jbone. 2020.115628. 

242. Amanda Thomson, Catharien MU Hilkens. Synovial macrophages in osteo-
arthritis: The key to understanding pathogenesis? Front Immunol 2021 Jun 
15; 12:678757. doi.org/10.3389/fimm.2021.678757. 

243. Scott Epsley, Samuel Tadros, Alexander Farid, et al. The effect of inflamma-
tion on bone. Front Physiol 2021 Jan 5; 11:511799. doi.org/10.3389/fphys. 
2020.511799. 

244. Aditi Mukherjee, Peter Rotwein. Selective signaling by AKT1 controls osteo-
blast differentiation and osteoblast-mediated osteoclast development. Molec 
Cellu Biol 2012 Jan; 32(2):490-500. doi.org/10.1128/ MCB.06361-11. 

245. Naohiro Kawamura, Fumitaka Kugimiya, Yasushi Oshima, et al. AKT1 in 
osteoblasts and osteoclasts controls bone remodeling. PloS One 2007 Oct 
24; 2(10):e1058. doi.org/10.1371/journal.pone.0001058. 

 
246. Jamie E Collins, Elena Losina, Michael C Nevitt, et al. Semiquantitative 

imaging biomarkers of knee osteoarthritis progression: Data from the 
foundation for the national institute of health osteoarthritis biomarkers 
consortium. Arthritis Rheumatol 2016 Oct; 68(10):2422-31. doi.org/10.1002/ 
art.39731.  



 269 

247.  Alexander Mathiessen, Philip G Conaghan. Synovitis in osteoarthritis: current 
understanding with therapeutic implications. Arthritis Res Ther 2017 Feb; 19 
(1):18. doi.org/10.1186/s13075-017-1229-9. 

248. Ching-Heng Chou, Vaibhav Jain, Jason Gibson, et al. Synovial cell crosstalk 
with cartilage plays a major role in the pathogenesis of osteoarthritis. Sci Rep 
2020 Jul 2; 10.1038/s41598-020-67730-y. doi.org/10.1038/s41598-020-
67730-y. 

249. K Baker, A Grainger, J Niu, et al. Relation of synovitis to knee pain using 
contrast enhanced MIRs. Ann Rheum Dis 2010 Oct; 69(10):1779-83. doi. 
org/10.1136/ard.2009.121426. 

250. V B Kraus, G McDaniel, J L Huebner, et al. Direct in vivo evidence of 
activated macrophages in human osteoarthritis. Osteoarth Cartil 2016 Sep; 
24(9):1613-1621. doi.org/ 10.1016/ j.joca.2016.04.010.  

251. N Fahy, M L de Vries-van Melle, J Lehmann, et al. Human osteoarthritic 
synovium impacts chondrogenic differentiation of mesenchymal stem cells 
via macrophage polarisation state. Osteoarth Cartil 2014 Aug; 22(8):1167-
1175. doi.org/10.1016/j.joca.2014.05.021.  

252. Paola Castrogiovanni, Michelino Di Rosa, Silvia Ravalli, et al. Moderate 
physical activity as a prevention method for knee osteoarthritis and the role 
of synoviocytes as biological key. Int J Mol Sci 2019; 20(3):511. doi.org/10. 
3390/ ijms20030511.  

253.  Liang Chang, Hao Yao, Zhi Yao, et al. Comprehensive analysis of key 
genes, signaling pathways and miRNAs in human knee osteoarthritis: Based 
on bioinformatics. Front Pharmacol 2021 August 23; 12:730587. doi.org/ 
10.3389/fphar.2021.730587. 

254. Di Chen, Jie Shen, Weiwei Zhao, et al. Osteoarthritis: toward a compre-
hensive understanding of pathological mechanism. Bone Res 2017 Jan; 
5:16044. doi.org/10.1038/ boneres. 2016.44. 

255. Jie Shen, Yousef Abu-Amer, Regis J. O’keefe, and Audrey McAlinden. 

Inflammation and epigenetic regulation in osteoarthritis. Connect Tissue Res 

2017 Jan; 58(1):49-63. doi.org/10.1080/03008207.2016.1208655. 

256. Wen-Kang Chen, Xiao-HuaYu, Wei Yang, et al. lncRNAs: novel players in 

intervertebral disc degeneration and osteoarthritis. Cell Prolif 2017 Feb; 50 

(1):1-12. doi.org/10.1111/cpr.12313. 

257. Mark J. Pearson, Ashleigh M. Philp, James A. Heward, et al. Long intergenic 
noncoding RNAs mediate the human chondrocyte inflammatory response 
and are differentially expressed in osteoarthritis cartilage. Arthritis Rheumatol 
2016 Apr; 68 (4):845-856. doi.org/10.1002/art.39520. 



 270 

258. Alessandro La Ferlita, Rosalia Battaglia, Francesca Andronico, Salvatore 
Caruso, Antonio Cianci, Michele Purrello and Cinzia Di Pietro. Non-coding 
RNAs in Endometrial Physiopathology. Int J Mol Sci 2018 July; 19:2120-
2145. doi.org/10.3390/ijms19072120. 

259. Mengg Huang, Zhenyu Zhong, Mengxin Lv, et al. Comprehensive analysis of 
differentially expressed profiles of lncRNA and circRNAs with associated co-
expression and ceRNA networks in bladder carcinoma. Oncotarget. 2016 
Feb; 7(30):47186-47200. doi.org/10.18632/Oncotarget.9706. 

260. Samir Ounzain, Rudi Micheletti, Carme Arnan, et al. CARMEN, a human 
super enhancer-associated long noncoding RNA controlling cardiac 
specification, differentiation and homeostasis. J Mol Cell Cardiol 2015 Dec; 
89(Pt A):98-112. doi. org/10.1016/j.yjmcc.2015.09.016.  

261. Xu Liu, Yajing Lu, Jie Zhu, Mingjia Liu, et al. A Long Noncoding RNA, 
Antisense IL-7, Promotes Inflammatory Gene Transcription through Facilitating 
Histone Acetylation and Switch/Sucrose Nonfermentable Chromatin Remodelling. 
J Immunol. 2019 Sep; 203 (6):1548-1559. doi.10.4949/ jimmunol.1900256. 

262. Nicola Amodio, Lavinia Raimondi, Giada Juli, et al. MALAT1: a druggable 

long non-coding RNA for targeted anti-cancer approaches. J Hematol Oncol. 

2018 11, 63. doi.org/10.1186/s130-018-0606-4. 

 

263. Hong Chi, Rui Yang, Xiaying Zheng, et al. LncRNA RP11-79H23.3 functions 
as a competing endogenous RNA to regulate PTEN expression through 
sponging hsc-miR-107 in the development of bladder cancer. Int J Mol 
Sci.2018 Aug 26;19(9):2531. Doi:10.3390/ijms19092531. 

 
264. Chunxia Du, Ziyang Shen, Rujin Zang, et al. Negative feedback circuity 

between MIR143HG and RBM24 in Hirschsprung disease. Biochim Biophys 
Acta. 2016 Nov; 1862(11):2127-2136. doi:10.1016/j.bbadis.2016.08017. 

 
265. Jonna E Kontaraki, Maria E Marketou, George E Kochiadakis, et al. The long 

non-coding RNAs MHRT, FENDRR AND CARMEN, their expression levels 
in peripheral blood mononuclear cells in patients with essential hypertension 
and their relation to heart hypertrophy. Clin Exp Pharmacol Physiol. 2018 
Nov; 45(11):1213-1217. doi:10.1111/1440-1681.12997. 

 
266. Ningbo Wu, Hongxiang Sun, Xiaoyun Zhao, et al. MAP3K2-regulayted 

intestinal stromal cells define a distinct stem cell niche. Nature 2021 Apr; 
592(7855):606-610. doi.10.1038/s41586-021-03283-y. 

267. Yiyi Wang, Jue Zhang. Identification of differential expression lncRNA in 
gastric cancer using transcriptome sequencing and bioinformatics analyses. 
Molec Med Rep. 2018 July; (17):8189-8195. doi.10.3892/mmr.2018.8889. 



 271 

268. Lu Qing, Meng Qingyu, Qi Mingran, et al. Shear-sensitive lncRNA AF131217. 
1 inhibits inflammation in HUVECs via regulation of KLF4. Hypertension 2019 
May; 73(5):e25-e34. doi:10.116/HYPERTENSIONAHA.118.12476. 

 
269. Qian Hua, Mingming Jin, Baoming Mi, et al. LINC01123, a c-Myc-activated 

long non-coding RNA, promotes proliferation and aerobic glycolysis of non-
small cell lung cancer through miR-199a-5p/c-Myc axis. J Hemaltol & Oncol. 
2019 Sep 5; 12(1):91. doi.10.1186/s13045-019-0773-y. 

 
270. Jun L, Li X, Feng z, et al. MALAT1/miR-127-5p regulates Osteopontin (OPN)-

mediated proliferation of human chondrocytes through P13K/Akt pathway. J 

C Bioch 2018; Jan; 119 (1):431-439. doi.org/10.1002/jcb.26200. 

 

271. Zhouhua Hou, Xuwen Xu, Ledu Zhou, Xiaoyu Fu, Shuhui Tao, Jiebin Zhou, 

Deming Tan and Shuiping Liu. The long non-coding RNA MALAT1 promotes 

the migration and invasion of hepatocellular carcinoma by sponging miR-204 

and releasing SIRT1. Tumor Biol 2017 Jul; 39(7): 1010428317718135. doi. 

org/10.1177/1010428317718135. 

 

272. Wu Y, Huang C, Meng X, et al. Long non-coding RNA MALAT1: insight into 

its Biogenesis and implications in human disease. Curr Pharm Des. 2015; 21 

(34):5017-5028. doi.org/10.2174/1381612821666150724115625. 

 

273. Kolodziejczyk AA, et al. The technology and biology of single-cell RNA 

sequencing. Mol. Cell 2015 May 21; 58(4):610-620. doi.org/ 10.1016/ jmolcel. 

2015.04.005. 

 

274. Nicholas WM, Xian-Ming C. Long noncoding RNA (lncRNA) and their 

transcriptional control of inflammatory responses. J Biol Chem 2017 Jul 28; 

292(30):12375-12382. doi.org/10.1074/jbc.R116.760884. 

 

275. Tiantian Wang, Chenggi He. Pro-inflammatory cytokines: The link between 

obesity and osteoarthritis. Cytokine Growth Factor Rev 2018 Dec; 44:38-50. 

doi.org.10.1016/j.cytogfr.2018.10.002.   

 

276. Xiao QL, Li-Shuang D, Yong-Quan C, et al. LncRNA MALAT-1accelerates 

wound healing of diabetic mice transfused with modified autologous blood via 

the HIF-1a signaling pathway. Mol Ther Nucleic Acids 2019 Sep 6; 17:504-

515. doi.org/10.1016/j.omtn.2019.05.020. 

 

277. Gambardella G, et al. The impact of microRNA on transcriptional hetero-

geneity and gene co-expression across single embryonic stem cells. Nat. 

Commun 2017 Jan 19; 8:14126. doi.org/10.1038/ncomms14126. 

 



 272 

278. Chen LC, Stephanie AC, Bilal U, et al. Noncoding RNAs: Master regulators of 

inflammatory signaling. Trends Mol Med 2018; 24,1. doi.org/10.1016/ j.molm 

med. 2017.11.003. 

 

279. Xiao C, Xin-Qi H, Wen-Tian S, et al. Long noncoding RNA: a new regulatory 

code in osteoarthritis. Am. J. Transl. Res. 2017; 9(11):4747-4755. 

 

280. Smith MD, Triantafillou S, Parker A, et al. Synovial membrane inflammation 

and cytokine production in patients with early osteoarthritis. J Rheumatol 

1997 Feb; 24(2):365-71. PMID:9034998. 

 

281. Fernandes, Julio C. Martel-Pelletier, Johanne, Pelletier, Jean-Pierre. The role 

of cytokines in osteoarthritis pathophysiology. Biorheology 2002; 39(1-2):237 

-246. PMID:12082286. 

 

282. Wojdasiewicz P, Poniatowski LA, Szukiewicz D. The role of inflammatory and 

anti-inflammatory cytokines in the pathogenesis of osteoarthritis. Mediators 

Inflamm 2014 Apr; 2014:561459. doi.org/10.1155/2014/561459. 

 

283. I K Campbell, D S Piccoli, M J Roberts, et al. Effects of tumor necrosis factor 

alpha and beta on resorption of human articular cartilage and production of 

plasminogen activator by human articular chondrocytes. Arthritis Rheum 

1990 Apr; 33(4):542-552. doi.org.10.1002/art.1780330412. 

 

284. G Lisignoli, S Toneguzzi, C Pozzi, et al. Proinflammatory cytokines and 

chemokines production and expression by human osteoblasts isolated from 

patients with rheumatoid arthritis and osteoarthritis. J Rheumatol 1999. Apr; 

26(4):791-799. PMID:10229398. 

 

285. Zhang C, Wang P, Jiang P, et al. Upregulation of lncRNA HOTAIR 

contributes to IL1-β-induced MMP overexpression and chondrocytes 

apoptosis in temporomandibular joint osteoarthritis. Gene 2016; Jul 25; 586 

(2):248-253. doi.org/10.1016/j.gene.2016.04.016. 

 

286. Shen H, Wang Y, Shi W, et al. LncRNA SNHG5/miR-26a/SOX2 signal axis 

enhances proliferation of chondrocytes in osteoarthritis. Acta Biochim 

Biophys Sin (Shanghai) 2018 Feb 1; 50(2):191-198. doi.org/ 10.1093/ abbs/ 

gmx141. 

 

287. Yu-Fei Li, Shu-Hua Li, Yong Liu, et al. Long noncoding RNA CIR promotes 

chondrocyte extracellular matrix degradation in osteoarthritis by acting as a 

sponge for Mir-27b. Cell Physiol Biochem 2012; 43(2):602610. doi.10.1159/ 

000480532. 

 



 273 

288. Zu JK, He TD, Wei ZX, et al. LncRNA FAS-AS 1 promotes the degradation of 

extracellular matrix of cartilage in osteoarthritis. Europ Rev Med Pharm Sci 

2018 May; 22:2966-2972. doi.org/10.26355/eurrev.201805.15051. 

 

289. Xu J, Xu Y. The lncRNA MEG3 downregulation leads to osteoarthritis 

progression via miR-16/SMAD7 axis. Cell Biosci 2017 Dec 13; 7:69. doi.org/ 

10.1186/s13578-017-0195-x. 

 

290. Xiao C, Xin-Qi H, Wen-Tian S, et al. Long noncoding RNA: a new regulatory 

code in osteoarthritis. Am J Transl Res 2017 Nov 15; 9(11):4747-4755. 

eCollection 2017. 

 

291. Jinlai L, Yahui F, Yan Z, et al. LncRNA SNHG 1 alleviates IL-1β-induced 

osteoarthritis by inhibiting miR-16-5p-mediated p38 MAPK and NF-КB 

signaling pathways. Bio Sci Reo 2019 Sep 6; 39(9):BSR20191523. doi. org/ 

10.1042/BSR.2019.1523. 

 

292. Jones SW, Watkins G, Le Good N, Roberts S, Murphy CL, Brockbank SM, et 

al. The identification of differentially expressed microRNA in osteoarthritic 

tissue that modulate the production of TNF-α and MMP13. Osteoarthritis 

Cartilage 2009 Apr; 17(4):464-472. doi.org/10.1016/j.joca.2008.09.012. 

 

293. Han Y, Wu Z, Wu T, et al. Tumor-suppressive function of long noncoding 

RNA MALAT-1 in glioma cells by downregulation of MMPP2 and inactivation 

of ERK/MAPK signaling. Cell Death Dis 2016 Mar 3; 7(3): e2123. doi.org/ 

10.1038/cddis. 2015.407. 

 

294. Liu JY, Yao J, Li XM, et al. Pathogenic role of lncRNA MALAT-1 in endo-

thelial cell dysfunction in diabetes mellitus. Cell Death Dis 2014 Oct 30; 

5(10):e1506. doi.org/10.1039/cddis.2014.466. 

 

 

295. Fei Gao, Yuan Tan, Hong Luo. MALAT1 is involved in type I IFNs-mediated 

systemic lupus erythematosus by up-regulating OAS2, OAS3, and OASL. 

Braz J Med Biol Res 2020 Apr 17; 53(5):e9292. doi.org/10.1590/1414-

431X20209292. 

 

296. Zhao G, Su Z, Song D, et al. The long noncoding RNA MALAT-1 regulates 

the lipopolysaccharide-induced inflammatory response through its interaction 

with NF- КB. FEBS Lett. 2016 Sep; 590(17):2884-2895. doi.org/10.1002/ 

1873-3468.12315. 

297. Fawzeyah A Alnajjar, Archana Sharma-Oates, Susanne N Wijesinghe, et al. 
The expression and function of Metastasis associated Lung Adenocarcin-
oma transcript-1 long non-coding RNA in Subchondral bone and osteoblasts 



 274 

from patients with osteoarthritis. Cells 2021 Apr 1; 10;4:786. doi.org/ 10.3390 
/ceels10040786. 

 
298. Teirlinck CH, Dorleijn DMJ, Bos PK, et al. Prognostic factors for prognossion 

of osteoarthritis of the hip: a systemic review. Arthritis Res Ther 2019 Aug 
23; 21(1):192. doi.org/10.1186/s13075-019-1969-9. 

 
299. Dibonaventura, M, Gupta S, McDonald M, et al. Evaluating the health and 

economic impact of osteoarthritis pain in the workforce: results from the 
National Health and Wellness Survey. BMC Musculoskelet Disord 2011 Apr 
28; 12:83. doi:10.1186/1471-2474-12-83. 

 
300. Hunter DJ,  Gerstenfeld L,  Bishop G, et al.  Bone marrow lesions from 

osteoarthritis knees are characterized by sclerotic bone that is less well 
mineralized. Arthritis Res Ther 2009; 11(1):R11. doi:10.1186/ar2601. 

 
301. Philp AM,  Collier RL, Grover LM, et al. Resistin promotes the abnormal Type 

I collagen phenotype of subchondral bone in obese patients with end stage 
hip osteoarthritis. Sci Rep 2017; 7:4042. doi:10.1038/s41598-017-04119-4. 

 
302. Baley AJ, Sims TJ, Knott L. Phenotypic expression of osteoblast collagen in 

osteoarthritic bone: production of type I homotrimer. Int J Biochem Cell Biol 
2002; 34:176-182. doi:10.1016/s1357-2725(01)00107-8. 

 
303. Burr DB, Gallant MA. Bone remodelling in osteoarthritis. Nat Rev Rheumatol 

2012 Nov; 8(11):665-673. doi:10.1038/nrrheum.2012.130. 
 
304. Chang J, Jackson SG, Wardale J, et al. Hypoxia modulates the phenotype of 

osteoblasts isolated from knee osteoarthritis patients, leading to under-
mineralized bone nodule formation. Arthritis Rheumatol 2014 Jul; 66(7):1789-
1799. doi:10.1002/art.38403. 

 
305. Quasnichka HL, Anderson-MacKenzie JM,  Bailey AJ. Subchondral bone and 

ligament changes precede cartilage degradation in guinea pig osteo-arthritis. 
Biorheology 2006; 43(3,4):389-397. PMID: 16912411. 

 
306. Radin EL, Rose RM. Role of subchondral bone in the initiation and prog-

ression of cartilage damage. Clin Orthop Relat Res 1986 Dec; (213): 34-40. 
PMID: 3780104. 

 
307. Khalil AM,  Guttman M,  Huarte M, et al. Many human large intergenic 

noncoding RNAs associate with chromatin-modifying complexes and affect 
gene expression. Proc Natl Acad Sci U S A 2009 Jul 14; 106(28):11667-
11672. doi:10.1073/pnas.0904715106. 

 
308. Wang KC, Chang HY. Molecular mechanisms of long noncoding RNAs. Mol 

Cell 2011 Sep 16; 43(6):904-914. doi:10.1016/j.molcel.2011.08.018. 
 



 275 

309. Llott NE, Heward JA, Roux B,  et al. Corrigendum: Long non-coding RNAs 
and enhancer RNAs regulate the lipopolysaccharide-induced inflammatory 
response in human monocytes. Nat Commun 2015 Apr 9; 6:6814. doi.org/ 
10.1038/ncomms7814. 

 
310. Roux BT,  Heward JA,  Donnelly LE, et al. Catalog of Differentially Expressed 

Long Non-Coding RNA following Activation of Human and Mouse Innate 
Immune Response. Front Immunol 2017 Aug 29; 8:1038. doi:10.3389 /fimmu 
.2017.01038. 

 
311. Wijesinghe SN, Nicholson T, Tsintzas K, et al. Involvements of long non-

coding RNAs in obesity-associated inflammatory diseases. Obes Rev 2021 
Apr; 22(4):e13156. doi.org/10.1111/obr.13156.  

 
312.  Hamann PD, Roux BT, Heward JA, et al. Transcriptional profiling identifies 

differential expression of long non-coding RNAs in Jo-1 associated and 
inclusion body myositis. Sci Rep 2017 Aug 14; 7(1):8024. doi:10.1038/s 
41598-017-08603-9. 

 
313. Ehsan Razmara, Amirreza Bitaraf, Hassan Yousefi, et al. Non-coding RNAs  

in cartilage development: An updated review. Intl J Mol Sci 2019 Sep 11; 
20(18):4475. doi:10.3390/ijms20184475. 

 
314. Haoqing Yang, Yangyang Cao, Jianpeng Zhang, et al. DLX5 and HOXC8 

enhance the chondrogenic differentiation potential of stem cells from apical 
papilla via LINC01013. Stem Cell Res Ther 2020 Jul 6;11(1):271. doi: 10. 
1186/s13287-020-01791-8. 

 
315. Jian Ahu, Wei Yu, Yitian Wang, et al. LncRNAs: function and mechanism in 

cartilage development, degeneration, and regeneration. Stem Cell Res Ther 
2019 Nov 21; 10(1):344. doi.org/10.1186/s13287-019-1458-8. 

 
316. Lin Pan, Deheng Liu, Lei Zhao, et al. Long noncoding RNA MALAT1 

alleviates lipopolysaccharide-induced inflammatory injury by upregulating 
microRNA-19b in murine chondrogenic ATDC5 cells. J Cell Biochem 2018 
Dec; 119(12):10165-10175. doi.org/10.1002/jcb.27357. 

 
317. Yang X, Zhang Y, Li Y, et al.  MALAT1 enhanced the proliferation of human 

osteoblasts treated with ultrahigh molecular weight polyethylene by targeting 
VEGF via miR225p. Int J Mol Med 2018 Mar; 41(3):1536-1546. doi:10.3892/ 
i.jmm.2018.3363. 

 
318. Zhu J,  Zhang X, Gao W, et al. LncRNA/circRNA-miRNA-mRNA ceRNA 

network in lumbar intervertebral disc degeneration. Mol Med Rep 2019 Oct; 
20(4):3160-3174. doi:10.3892/mmr.2019.10569. 

 
319. Yii J,  Liu, D Xiao J. LncRNA MALAT1 sponges miR-30 to promote osteoblast 

differentiation of adipose-derived mesenchymal stem cells by promotion of 



 276 

Runx2 expression. Cell Tissue Res 2019 Apr; 376(1):113-121. doi:10.1007/ 
s00441-018-2963-2. 

 
320. Wang Q, Yang Q, Chen G, et al. LncRNA expression profiling of BMSCs in 

osteonecrosis of the femoral head associated with increased adipogenic and 
decreased osteogenic differentiation. Sci Rep 2018 Jun 14; 8(1):9127. 
doi:10. 1038/s41598-018-27501-2. 

321. Jia Q, Jiang W, Ni L. Down-regulated non-coding RNA (lncRNA-ANCR) 
promotes osteogenic differentiation of periodontal ligament stem cells. Arch 
Oral Biol 2015 Feb; 60(2):234-241. 
doi.org/10.1016/j.archoralbio.2014.10.007. 

 
322. Ashok R Amin, Abul BMMK. Islam. Genomic analysis and differential 

expression of HMG and S100A family on human arthritis: upregulated 
expression of chemokines, IL-8 and Nitric Oxide by HMGB1. DNA and Cell 
Biology 2014 Aug; ,33(8):550-565. doi.org/10.1089/dna.2013.2198.   

323. N Voorznger-Rousselot, N Charni Ben-Tabassi, P Garnero. Opposite 
relationships between circulating Dkk-1 and cartilage breakdown in patients 
with rheumatoid arthritis and knee osteoarthritis. Ann Rheumatic Diseases 
2008 Sep; 68(9):1513-1514. doi.org/10.1136/ard.2008.102350. 

324. Hsu YH, Hsieh MS, Liang YC, et al. Production of the chemokine eotaxin-1 in 
osteoarthritis and its role in cartilage degradation. Journal of Cellular Bio-
chemistry 2004 Nov 15; 93(5):929-939. doi.org/10.1002/jcb.20239.  

325. Pin-Zhir Chao, Ming-Shium Hsieh, Chao-Wen Cheng, et al. Regulation of 
MMP-3 expression and secretion by the chemokine Eotaxin-1 in human 
chondrocytes. J Biomed Sci  2011 Nov 25;18(1):86. doi:10.1186/1423-0127-
18-86. 

 
326. Moos V, Fickert S, Muller B, Weber U, Sieper J.  Immunohistological analysis 

of cytokine expression in human osteoarthritic and healthy cartilage. J 
Rheumatol 1999 Apr; 26(4):870-879. PMID: 10229409. 

 
327. Attur MG, Dave M, Cipolletta C,et al. Rever sal of autocrine and paracrine 

effects of interleukin 1 (IL-1) in human arthritis by type II IL-1 decoy receptor. 
Potential for pharmacological intervention. J Biol Chem 2000 Dec 22; 
275(51) :40307-40315. doi.org/10.1074/jbc.M002721200. 

 
328. Nada Alaaeddine, John Antoniou, Mayssam Moussa, et al. The chemokine 

CCL20 induces proinflammatory and matrix degradative responses in 
cartilage. Inflamm Res 2015 Sep; 64(9):721-731. doi:10.1007/s00011-015-
0854-5. 

 



 277 

329. Backesio CM, Li Y, Lindgren U, et al. Activation of Sirt1 decreases adipocyte 
formation during osteoblast differentiation of mesenchymal stem cells. Cells 
Tissues Organs 2009; 189(1-4):93-7. doi.org/10.1159/000151744. 

 
330. Cohen-Kfir E, Artsi H, Levin A, et al. Sirt1 is a regulator of bone mass and a 

repressor of Sost encoding for sclerostin, a bone formation inhibitor. 
Endocrinology, 2011 Dec; 152(12):4514-4524. doi.org/10.1210/en.2011-
1128. 

 
331. Pen S, Cao L, He S et al. An overview of long noncoding RNAs involved in 

bone regeneration from mesenchymal stem cells. Stem Cells Int 2018 Jan 
28; 2018:8273648. doi:10.1155/2018/8273648. 

 
332. Zhang X, Milton H, Yin K. The long noncoding RNA MALAT1: Its physiolo-

gical and pathophysiological functions. RNA Biology 2017 Dec; 14(12):1705-
1714.doi.org/10.1080/15476286.2017.1358347. 

 
333. Chen J, Ke S, Zhong L, et al. Long noncoding RNA MALAT1 regulates 

generation of reactive oxygen species and the insulin responses in male 
mice. Biochem Pharmacol 2018 Jun; 152:94–103.doi.org/10.1016/j.bcp. 
2018.03.019.  

 
334. Yao M-Y, Zhang W-H, Ma W-T, et al. Long non-coding RNA MALAT1 

exacerbates acute respiratory distress syndrome by upregulating ICAM-1 
expression via microRNA-150-5p. Aging, 2020 Apr 21;12(8):2570-85. doi: 
10.1093/ bfgp/elaa026/6109732.  

 
335. Huang M, Wang H, Hu X et al. LncRNA MALAT1 binds chromatin remode-

lling subunit BRG1 to epigenetically promote stress response 1 
1inflammation-related hepatocellular carcinoma progression. OncoImmunol 
2018 Oct 16; 8(1):e1518628. doi:10.1080/2162402x.2018.1518628. 

 
336. Wang Q, Lu G, Chen Z. MALAT1 promoted cell proliferation and migration via 

MALAT1/miR-155/MEF2A pathway in hypoxia of cardiac stem cells. J Cell 
Biochem, 2019 Apr; 120(4):6384-6394. doi:10.1002/jcb.27925.  

 
337. T Heinola, VP Kouri, P Clarijs, et al. High mobility group box-1 (HMGB-1) in  
   osteoarthritic cartilage. Clin Exp Rheumatol 2010 Jul-Aug; 28(4):511-8. 

PMID: 20659415. 
 
338. Yiyun Wang, Jiajia Xu, Xudong Zhang, et al. TNF-α induced LRG1 promotes   

  angiogenesis and mesenchymal stem cell migration in the subchondral bone 
during osteoarthritis. Cell Death and Disease 2017 Mar 30; 8(3):e2715. doi. 
org/10.1038/cddis.2017.129.  

 
339. B Ajekigbe, K Cheung, Y Xu, et al. Identification of long non-coding RNAs 

expressed in knee and hip osteoarthritic cartilage. Osteoarthritis & Cartilage. 
2019 Apr; 27(4):694-702. doi.org/10.1016/j.joca.2018.12.015. 



 278 

 
340. Xuejing Zhang, Milton H. Hamblin, Ke-Jie Yin. The long noncoding RNA 

MALAT1: Its physiological and pathophysiological functions. RNA Biology 
2017 Dec 2; 14(12):1705-1714. doi.org/10.1080/15476286.2017.1358347. 

 
341. Chen LC, Stephanie AC, Bilal U, et al. Noncoding RNAs: Master regulators of 

inflammatory signalling. Trends Mol Med 2018 Jan; 24(1):66-84. doi.org/10. 

1016/j.molmed.2017.11.003. 

 

342. Correa RG, Matsui T, Tergaonkar V, et al. Zebrafish I kappa B kinase 1 
negatively regulates NF-kappa B activity. Curr Biol 2005 Jul 26;15(14):1291-
1295. doi.org/10.1016/j.cub.2005.06.023. 

 
343. Tong L, Tergaonkar V. Rho protein GTPases and their interactions with NF- 

КB: crossroads of inflammation and matrix biology. Biosci Rep 2014 Jun 25; 
34(3):e00115. doi.org/10.1042/BSR20140021. 

 
344. Han Y, Wu Z, Wu T, et al. Tumor-suppressive function of long noncoding 

RNA MALAT-1 in glioma cells by downregulation of MMPP2 and inactivation 
of ERK/MAPK signalling. Cell Death Dis 2016 Mar 3; 7(3): e2123. doi.org/ 
10.1038/cddis.2015.407. 

 
345. Shaoqing Shi, Jing Yang, Wenxing Fan, et al. Effects of lncRNA MALAT1 on 

microangiopathy and diabetic kidney disease in diabetic rats by regulating 

ERK/MAPK signaling pathway. Minerva Med 2020 Apr; 111(2):184-186. doi. 

org/10.23736/S0026-4806.19.06015-4. 

 

346. Liu J Y, Yao J, Li XM, et al. Pathogenic role of lncRNA MALAT-1 in endo-
thelial cell dysfunction in diabetes mellitus. Cell Death Dis 2014 Oct 30; 
5(10):e1506. doi.org/10.1038/cddis.2014.466. 

 
347. Zhao G, Su Z, Song D, et al. The long noncoding RNA MALAT-1 regulates 

the lipopolysaccharide-induced inflammatory response through its interaction 

with NF- КB. FEBS Lett. 2016 Sep; 590(17):2884-2895. doi.org/10.1002/ 

1873-3468.12315. 

 

348. Xucheng Yang, Yingying Zhang, Yusheng Li, et al. MALAT1 enhanched the 
proliferation of human osteoblasts treated with ultra-high molecular weight 
polyethylene by targeting VEGF via miR-22-5p. Intl J Mol Med 2018 Mar; 41 
(3):1536-1546. doi.org/10.3892/ijmm.2018.3363. 

 

349. Xian-Zhe Hung, Jun Hung, Wen-Zhao Li, et al. LncRNA-MALAT1promotes 
osteogenic differentiation through regulating ATF4 by sponging miR-214: 
Implication of steroid-induced avascular necrosis of the femoral head. J 
Steroids 2020 Feb; 154:10853. doi:10.1016/j.steroids.219.108533.  

 
 



 279 

350. Jiayong Yi, Dong Liu, Jian Xiao. LncRNA MALAT1sponges miR-30 to 
promote osteoblast differentiation of adipose-derived mesenchymal stem 
cells by promotion of Runx2 expression. Cell Tissue Res 2019 Apr; 376 
(1):113-121. doi.org/10.1007/s00441-018-2963-2. 

 
 351. Qingyu Wang, Qiwei Yang, Gaoyang Chen, et al. LncRNA expression 

profiling of BMSCs in osteonecrosis of the femoral head associated with 
increased adipogenic and decreased osteogenic differentiation. Sci Rep 
2018 Jun 14; 8(1):9127. doi.org/10.1038/s41598-018-27501-21. 

 
352. W Che, Y Dong, H-B Quan. RANKL inhibits cell proliferation by regulating 

MALAT1 expression in a human osteoblastic cell line hFOB 1.19. Cell Mol 
Biol (Noisy-le-grand) 2015 Feb 28; 61(1):7-14. PMID: 25817340.  

 
353. Kaili L, Jiasheng X, Weiming Yang, et al. The research progress of LncRNA 

involved in the regulation of inflammatory diseases. Mol Immu 2018 Sep; 

101:182-188. doi.org/10.1016/j.molimm.2018.05.030. 

 

354. Huaxia Y, Niaxin L, Min W, et al. Long noncoding MLAT-1 is a novel 
inflammatory mediator in systemic lupus erythematosus. Oncotarg. 2017 Aug 
24; 8(44):77400-77406. doi.org/10.18632/Oncotarget.20490. 

 

355. Cristina Vincent , David M Findlay, Katie J Welldon, et al. Pro-inflammatory 
cytokines TNF-related weak inducer of apoptosis (TWEAK) and TNFalpha 
induce the mitogen-activated protein kinase (MAPK)-dependent expression 
of sclerostin in human osteoblasts. J Bone Miner Res 2009 Aug; 24(8):1434-
49. doi.org/10.1359/jbmr.090305. 

 
356. Yan-Ying Du, Yan-Xia Zhao, Yu-Ping Liu, et al., Regulatory Tweak/Fn14 

signalling pathway as a potent target for controlling bone loss. Biomed 
Pharmacother 2015 Mar; 70:170-173. doi.org/10.1016/j.biopha.2015.01.005. 

 
357. Emily Cheng, Cheryl L Armstrong, Rebeca Galisteo, et al. TWEAK/Fn14 axis-

targeted therapeutics: moving basic science discoveries to the clinic.   
  Front Immunol 2013 Dec 23; 4:473. doi.org/10.3389/fimmu.2013.00473. 

 
358. Chengcan Yao, Shuh Narumiya. Prostaglandin-cytokine crosstalk in chronic 

inflammation. Br J Pharmacol 2019 Feb; 176(3):337-354. doi.org/10.1111/ 
bph.14530. 

 
359. Andrew S Lee, Michael B Ellman, Dongyao Yan, et al. A current review of 

molecular mechanisms regarding osteoarthritis and pain. Gene 2013 Sep;  
527(2):440-7. doi.org/10.1016/j.gene.2013.05.069. 

 
360. Andrew J Barr, T Mark Campbell, Devan Hopkinson, et al. A systematic 

review of the relationship between subchondral bone features, pain and 



 280 

structural pathology in peripheral joint osteoarthritis. Arthritis Res Ther 2015 
Aug 25; 17(1):228. doi.org/10.1186/s13075-015-0735-x. 

 
361. Sunita Suri, Sarah E Gill, Sally Massena de Camin, et al, Neurovascular 

invasion at the osteochondral junction and in osteophytes in osteoarthritis. 
Ann Rheum Dis 2007 Nov; 66(11):1423-8. doi.org/10.1136/ard.2006.063354. 

 
362. Xin Li, Michael Ellman, Prasuna Muddasani,  et al., Prostaglandin E2 and its 

cognate EP receptors control human adult articular cartilage homeostasis 
and are linked to the pathophysiology of osteoarthritis. Arthritis Rheum 2009 
Feb; 60(2):513-23. doi.org/10.1002/art.24258. 

 
363.  Livia Puljak, Ana Marin, Davorka Vrdoljak, et al., Celecoxib for osteoarthritis. 

Cochrane Database Syst Rev 2017 May 22; 5(5):CD009865. doi.org/10. 
1002/14651858.CD009865.pub2. 

 
364. Gerlinde Layh-Schmitt, Shajia Lu, Fatemeh Navid, et al. Generation and 

differentiation of induced pluripotent stem cells reveal ankylosing spondylitis 
risk gene expression in bone progenitors. Clinical Rheumatology 2017 Jan; 
36(1):143-154. doi.org/10.1007/s10067-016-3469-5. 

 
365. Fiona M. Menzies, Raphael Hourez, Sara Imarisio, et al. Puromycin-sensitive 

aminopeptidase protects against aggregation-prone proteins via autophagy. 
Hum Mol Genet 2010 Dec 1; 19(23):4573-3586.doi.org/10.1093/hmg/ddq 

  385. 
 
366. Cristian A. Droppelmann, Danae Campos-Melo, Kathryn Volkening, et al. The 

emerging role of guanine nucleotide exchange factors in ALS and other 
neurodegenerative diseases. Front Cell Neurisci 2014 Sep 10; 8:282. doi. 
org/10.3389/fncel.2014.00282. 

 
367. Mengrui Wu, Lianfu Deng, Guochun Zhu, et al. G protein and its signalling 

pathway in bone development and disease. Front  Biosci(Landmark Ed) 2010 
June 1; 15:957-985. doi.org/10.2741/3656. 

 
368. Manolis Kellis, Barbara Wold, Michael P. Snyder, et al. Defining functional 

DNA elements in the human genome. Proc Natl Acad Sci USA 2014 Apr; 111 
(17):6131-6138. doi.org/10.107/pnas.1318948111. 

 
369. Alexander F. Palazzo and Aliza S. Lee. Non-coding RNA: what is functional 

and what is junk. Front Genet 2015 Jan 26; 6:2. doi.org/ 10.3389/ fgene. 
2015.00002. 

 
370. Jinghua Wang, Shushan Yan, Jinghan Yang, et al. Non-coding RNAs in 

Rheumatoid Arthritis: From bench to bedside. Front in Immunol 2020 Jan 28; 
10:3129. doi.org/10.3389/fimmu.2019.03129. 



 281 

371. Feiya Li, Burton B Yang. Non-coding RNAs in Invadopodia: New insight into 
cancer metastasis. Front Oncol 2021 Jul 5; 11:681576. doi.org/10.3389/ 
fonc.2021.681576. 

 
372. Leimena C, Qiu H. Non-coding RNA in the pathogenesis, progression and 

treatment of hypertension. Int J Mol Sci 2018 Mar; 19(4):e927. doi.org/10. 
3390 /ijms19040927. 

 
373. Wang B, Yao Q, Xu D, et al. MicroRNA-22-3p as a novel regulator and 

therapeutic target for autoimmune diseases. Int Rev Immunol 2017 May 4; 
36(3):176-81. doi.org/10.1080/08830185.2017.1281272. 

 
374. Yangang Wang, Donghua Xu, Bin Wang, et al. Could microRNAs be 

regulators of gout pathogenesis? Cell Physiol Biochem 2015; 36(6):2085-92. 
doi.org/10.1159/000430176. 

 
375. Ramon YCS, Segura MF, Hummer S. Interplay between ncRNAs and cellular 

communication: a proposal for understanding cell-specific signalling 
pathways. Front Genet 2019; 10:281. doi.org/10.3389/fgene.2019.00281. 

 
376. Jian-Wei Wei, Kai Huang, Chao Yang, et al. Non-coding RNAs as regulators 

in epigenetics. Oncol Rep 2016 Nov; 37(1):3-9. doi.org/ 10.3892/ or.2016. 
5236. 

 
377. Yuangang Wu, Xiaoxi Lu, Bin Shen, et al. The therapeutic potential and role 

of miRNA, lncRNA and circRNA in osteoarthritis. Curr Gene Ther 2019; 19(4) 
:255-263. doi.org/10.2174/1566523219666190716092203.  

 
378. Ioanna Papathanasiou, Varvara Trachana, Evanthia Mourmoura, et al. DNA 

methylation regulates miR-140-5p and mir-146a expression in osteoarthritis. 
Life Sci 2019 Jul 1; 228:274-284. doi.org/10.1016/jifs.2019. 05.018. 

 
379. Holoch D, Moazed D. RNA-mediated epigenetic regulation of gene 

expression. Nat Rev Gent 2015 Feb; 16:71-84. doi.org/10.1038/nrg3863. 
 
380. Je-Hyun Yoon, Kotb Abdelmohsen, Myriam Gorospe. Posttranscriptional 

gene regulation by long noncoding RNA. J Mol Biol 2013 Oct 9; 425(19): 
3723-3730. doi.org/10.1016/j.jmb.2012.11.024.  

 
381. Junyu Liang, Weiqian Chen, Jin Lin. LcnRNA: An all-rounder in rheumatoid 

arthritis. J Transl Intern Med 2019 Mar 29; 7(1):3-9. doi.org/ 10.2478/ jtim. 
2019. 0002. 

 
382. Ponting C. P., Oliver P. L. Reik W. Evolution and functions of long noncoding 

RNAs. Cell 2009 Feb 20; 136(4):629-641. doi.org/10.1016/j.cell.2009.02.006.  
 



 282 

383. Xuejing Zhang, Milton H. Hamblin, Ke-Jie Yin. The long noncoding RNA 
MALAT1: Its physiological and pathophysiological functions. RNA Biol 2017 
Dec 2; 14(12):1705-1714. doi.org/10.1080/15476286.2017.1358347. 

 
384. Chandrasekhar Kanduri. Long noncoding RNAs: lessons from genomic 

imprinting.  Biochem Biophys Acta 2016 Jan; 1859(1):102-111. doi.org/10.16/ 
j. bbagrm. 2015. 05.006. 

 
385. Dhanashri Ingale, Priya Kulkarni, Ali Electricwala, et al. Synovium-Synovial 

fluid axis in osteoarthritis pathology: a key regulator of the cartilage 
degradation process. Genes (Basel) 2021 Jun 29; 12(7):989. doi.org/10. 
3390/genes.12070989. 

 
386. Van den Bosch MHJ. Inflammation in osteoarthritis: is it time to dampen the 

alarm in this debilitating disease? Clinical & Experimental Immunol 2019 
Nov; 195(2):153-166. doi.org/10.1111/cei.13237. 

 
387. Meenakshi Sachdeva, Aditya Aggarwal, Ravi Sharma, et al. Chronic 

inflammation during osteoarthritis is associated with an increased expression 
of CD161 during advanced stage. Human Immunol 2019 Apr; 90(1):e12770. 
doi.org/10.1111/sji.12770. 

 
388. Tian F, Wang J, Zhang Z, Yang J. LncRNA SNHG7/miR-34a-5p/SYVN1 axis 

plays a vital role in proliferation, apoptosis and autophagy in osteoarthritis. 
Biol Res 2020 Feb 17; 35(1):9. doi.org/10.1186/s40659-020-00275-6. 

 
389. Mitra Abbasifard, Zahra Kamiab, Zahra Bagheri-Hosseinabadi, et al. The role 

and function of long non-coding RNAs in osteoarthritis. Exp and Molec Pathol 
2020 Jun; 114:104407. doi.org/10.1016/jyexmp.2020.104407. 

 
390. D Xing, Jin-qian Liang, Yan Li, et al. Identification of long noncoding RNA 

associated with osteoarthritis in humans. Orthop Surg 2014 Nov; 6(4):288-
293. doi.org/10.1111/os.12147. 

 
391. Hunter DJ, Bierma-Zeinstra S. Osteoarthritis. Lancet 2019 Ap 27; 393 (1018 

2):1745-59. doi.org/10/1016/S0140-6736(19)30417-9. 
 
392. William H. Robinson, Christin M. Lepus, Qian Wan, et al. Low-grade 

inflammation as a key mediator of the pathogenesis of osteoarthritis. Nat Rev 
Rheumatol 2016 Oct;12(10):580-592. doi.org/10.1038/nrrheum.2016.136.  

 
393. Piotr Wodjdasiewicz, Tukasz A. Poniatowski, Dariusz Szukiewicz. The role of 

inflammatory and anti-inflammatory cytokines in the pathogenesis of osteo-
arthritis. Mediators of Inflamm 2014 Mar; 2014:561459. doi.org/10. 
1155/2014. 561459. 

 
394. Jun Liang, Li Xu, Feng Zhou, et al. MALAT1/miR-127-5p regulates 

Osteopontin (OPN)-mediated proliferation of human chondrocytes through 



 283 

PI3K/Akt pathway. J of Cellul Bioch 2018 Jan; 119:431-439. doi.org/10. 
1002/jcb. 26200. 

 
395. W Che, Y Dong, H-B Quan. RANKL inhibits cell proliferation by regulating 

MALAT1 expression in a human osteoblastic cell line hFOB 1.19. Cell Mol 
Biol 2015 Feb 28; 61(1):7-14. PMID: 25817340. 

 
396. Xucheng Yang, Yingying Zhang, Yusheng Li, et al.  MALAT1 enhanced the 

proliferation of human osteoblasts treated with ultra-high molecular weight 
polyethylene by targeting VEGF via miR-22-5p. Int J Mol Med 2018 Mar; 41 
(3):1536-1546. doi.org/10.3892/ijmm.2018.3363. 

 
397. Gui-Cheng Gao, Xi-Gao Cheng, Qiang-Qiang Wei, et al. Long noncoding 

RNA MALAT1 inhibits apoptosis and matrix metabolism disorder in 
interleukin-1β-induced inflammation in articular chondrocytes via the JNK 
signalling pathway.  J Cell Biochem 2019 Oct; 120(10):17167-17179.  doi. 
org/10. 1002/jcb. 28977. 

 
398. Guopeng Zhang, Hua Zhang, Wulin You. Therapeutic effect of Resveratrol in 

the treatment of osteoarthritis via the MALAT1/miR-9/NF-kB signalling 
pathway. Exp Ther Med 2020 Mar; 19(3):2343-2352. doi.org/10.3892/etm. 
2020.8471. 

 
399. Hongxi Li, Shujuan Xie, Huazhe Li, et al. LncRNA MALAT1 mediates 

proliferation of LPS treated-articular chondrocytes by targeting the miR-146a-
PI3K/Akt/mTOR axis. Life Sci 2020 Aug 1; 254:116801. doi.org/10.1016/j.lfs. 
2019.116801. 

 
400. Shancheng Ren, Yawei Liu, Weidong Xu, et al. Long noncoding RNA 

MALAT-1 is a new potential therapeutic target for castration resistant 
prostate cancer. J Urol 2013 Dec; 190(6):2278-87. doi.org/10.1016 /j.juro. 
2013.07.001. 

 
401. Miaomiao Zhao, Songpo Wang, Qi Li, et al. MALAT1: A long non-coding RNA 

highly associated with human cancers. Oncol Lett 2018 Jul; 16(1):19-26. 
doi.org/10.3892/ol.2018.8613. 

 
402. Reyhane Ebrahimi, Karamollah Toolabi, Naghmeh Jannat Ali Pour, et al. 

Adipose tissue gene expression of long non-coding RNAs; MALAT1, TUG1 
in obesity: is it associated with metabolic profile and lipid homeostasis-
related genes expression? Diabetol Metab Syndr 2020 Apr 29; 12:36. doi.org 
/10.1186/s13098-020-00544-0. 

 
403. Vasiliki Zarkou, Alexandros Galaras, Antonis Giakountis, et al. Crosstalk 

mechanisms between the Wnt signaling pathway and long non-coding RNAs. 
Non-coding RNA Research 2018 Apr 12; 3(2):42-53. doi.org /1016/ j.ncrna. 
2018. 04.001. 

 



 284 

404. Jian Tian, Shu-Guang Gao, Yu-sheng Li, et al. The ß-catenin/ TCF-4 pathway 
regulates the expression of OPN in human osteoarthritic chondrocytes. J 
Orthop Surg Res 2020 Aug 20; 15(1):344. doi.org/10.1186/s13018-020-
01881-6. 

 
405. Thomas Theologis, Nikolaos Efstathopoulos, Vasileios Nikolaou, et al. 

Association between serum and synovial fluid Dickkopf-1 levels with radio-
graphic severity in primary knee osteoarthritis patients. Clin Rheumalto 2017 
April; 36:1865-1872. doi.org/10.1007/s10067-017-3640-7. 

 
406. Nada Alaaeddine, John Antoniou, Mayssam Moussa, et al. The chemokine 

CCL20 induces proinflammatory and matrix degradative responses in 
cartilage. Inflamm Res 2015 Sep; 64(9):721-31. doi.org/10/1007/s00011-015-
0854-5. 

 
407. Guo-Hua Yuan, Kayo Masuko-Hongo and Kusuki Nishioka. Role of chemo-

kines/chemokine receptor system in cartilage degradation. Drug News 
Perspect 2001 Dec; 14(10):591-600. PMID: 12806425. 

 
408. Sicong Min, Chao Wang, Wanli Lu, et al. Serum levels of the bone turnover 

markers Dickkopf-1, osteoprotegerin, and TNF- in knee osteoarthritis 
patients. Clin Rheumatol 2017 Oct; 36(10):2351-2358. doi.org/ 10.1007/s 
10067-017-3690-x. 

 
409. Eva Klingberg, Merja Nurkkala, Hans Carlsten, et al. Biomarkers of bone 

metabolism in ankylosing spondylitis in relation to osteoproliferation and 
osteoporosis. J Rheumatol 2014 Jul; 41(7):1349-56. doi.org/10.3899/ jrheum. 
131199. 

 
410. Daniela Weinmann, Michael Kenn, Sebastian Schmidt, et al. Galectin-8 

induces functional disease markers in human osteoarthritis and cooperates 
with galectins-1 and -3. Cellular and Molecular Life Sci 2018 Nov; 75(22): 
4187-4205. doi.org/10.1007/s00018-018-2856-2. 

 
411.  D Weinmann, S. Andre, S. M. Walzer, et al. Galectin-1 induces inflammation 

and cartilage degeneration in osteoarthritis through NF-kB-signaling. 
Osteoarth Cart 2016 Apr; 24(Suppl1):S139-S140. doi.org/ 10.1016/j.joca. 
2016.01.247. 

 
412. Santiago P. Mendez-Huergo, Pablo F. Hocki, Juan C. Stupieski, et al. Clinical 

relevance of Galectin-1 and Galectin-3 in rheumatoid arthritis patients: 
Differential regulation and correlation with disease activity. Frontiers Immunol 
2019 Jan 9; 9:3057. doi.org/10.3389/fimmu.2018.03057. 

 
413. A Rodrigues-Barbero, F. Dorado, S. Velasco, et al. TGF-ß1 induces COX-2 

expression and PGE2 synthesis through MAPK and PI3K pathways in 
human mesangial cells. Kidney International 2006 Sep; 70(5):901-909. doi. 
org/10.1038/sj.ki.5001626.  



 285 

 
414. David M Evans, Chris C A Spencer, Jennifer J Pointon, et al. Interaction 

between ERAP1 and HLA-B27 in ankylosing spondylitis implicates peptide 
handling in the mechanism for HLA-B27 in disease susceptibility. Nat Genet 
2011 Jul10; 43(8):761-7. doi.org/10.1038/ng.873. 

 
415. Joy Y. Wu, Henry M. Kronenberg. Bone marrow hematopoietic niches. 

Osteoimmunology Interactions of the immune and skeletal systems (Second 
Edition) 2016. Available from: https://www.researchgate.net>publication> 
301245964. 

 
416. Shuping Peng, Lihua Cao, Shiwei He, et al. An overview of long noncoding 

RNAs involved in bone regeneration from mesenchymal stem cells. Stem 
Cells Int 2018 Jan 28; 2018:8273648. doi.org/ 10.1155.2018.8273648. 

 
417. Yang Zhang, Hai Guo, Li Ma, et al. Study on adsorption of microRNA-124 by 

long chain non-coding RNA MALAT1 regulates osteogenic differentiation of 
mesenchymal stem cells. Zhongguo Xiu Fu Chong Jian Wai Ke Za Zhi 2020 
Feb 15; 34(2):240-245. doi.org/10.7507/1002-1892.201906 025. 

418. Soudeh Ghafouri-Fard, Atefe Abak, Shiva Tavakkoli Avval, et al. Contribution 
of miRNA and lncRNAs in osteogenesis and related disorders. Biomed 
Pharmacother 2021 Oct; 142:111942. doi.org/10.1016/j.biopha. 2021 
.111942. 

 
419. Xian-Zhe Huang, Jun Huang, Wen-Zhao Li, et al. LncRNA-MALAT1 promotes 

osteogenic differentiation through regulating ATF4 by sponging miR-214: 
Implication of steroid-induced avascular necrosis of the femoral head. 
Steroids 2020 Feb; 154:108533. doi.org/10.1016/j.steroids.2019.108533. 

 
420. S Zheng, Y-B Wang, Y-L Yang, et al. LncRNA MALAT1 inhibits osteogenic 

differentiation of mesenchymal stem cells in osteoporosis rats through MAPK 
signaling pathway. Eur Rev Med Pharmacol Sci 2019 Jun; 23(11):4609-
4617. doi.org/10.26355/eurrev.201906.18038. 

 
421. Keshav Raj Sigdel, Ao Cheng, Yin Wang, et al. The emerging functions of 

long noncoding RNA in immune cells: Autoimmune diseases. Systemic 
Autoimmune Diseases 2015; 2015:848790. doi.org/10.1155/2015/848790. 

 
422. E Sonkoly Z, Bata-Csorgo, A Pivarcsi, et al. Identification and character-

ization of a novel, psoriasis susceptibility-related non-coding RNA gene, 
PRINS.  J Biol Chem 2005 Jun 24; 280(25):24159-24167. doi.org/ 10.1074/ 
jbc.M501704200. 

 
423. Huaxia Yang, Naixin Liang, Min Wang, et al. Long noncoding MALAT1 is a 

novel inflammatory regulator in human systemic lupus erythematosus.  
  Oncotarget 2017 Aug 24; 8(44):77400-77406. doi. or/10.18632/Oncotarget. 
20490. 



 286 

 
424. Sudipta Chatterjee, Dipanjan Bhattcharjee, Sanchaita Misra, et al. Increase in 

MEG3, MALAT1, NEAT1 significantly predicts the clinical parameters in 
patients with rheumatoid arthritis. Per Med 2020 Nov; 17(6):445-457. doi.org/ 
10.2217/pme-2020-0009. 

 
425. Fang Pan, Lihua Zhu, Haozhe Lv, et al. Quercetin promotes the apoptosis of 

fibroblast-like synoviocytes in rheumatoid arthritis by upregulating lncRNA 
MALAT1. Int J Mol Med 2016 Nov; 38(5):1507-1514. doi.org/10.3892/ ijmm. 
2016.2755. 

 
426. Charles F Spurlock, John T Tossberg, Brittany K Matlock, et al. Methotrexate 

inhibits NF-kB activity via long intergenic (noncoding) RNA-p21 induction. 
Arthritis Reheumatol 2014 Nov; 66(11):2947-2957. doi.org/10.1002/are. 
38805. 

 
427. Azza M Elamir, Olfat G Shaker, Mohamed Hm El-Komy, et al. The role of 

lncRNA MALAT1 and miRNA-9 in psoriasis. Biochem Biophys Rep 2021 May 
25; 26:101030. doi.org/10.1016/j.bbrep.2021.101030. 

 
428. Marzia Dolcino, Andrea Pelosi, Piera Filomena Fiore, et al. Long non-coding 

RNAs play a role in the pathogenesis of psoriatic arthritis by regulating 
microRNAs and genes involved in inflammation and metabolic syndrome. 
Front Immunol 2018 Jul 16; 9:1533. doi.org/10.3389/fimmu.2018.01533.e 
Collection 2018.  

 
429. Xue Li, Yunyan Pan, Wei Li, et al. The role of noncoding RNAs in Gout.  

  Endocrinology 2020 Nov 1; 161(11):bqaa165. doi.org/10.1210/endocr/bq 
aa165. 

 
430. Qingliang Meng, Wanting Meng, Hua Bian, et al. Total glucosides of paeony 

protects THP-1 macrophages against monosodium urate-induced inflamma-
tion via MALAT1/miR-876-5p/NLRP3 signaling cascade in gouty arthritis. 
Biomed Pharmacother 2021 Jun;1 38:111413. doi.org/10.1016/ 
j.biopha.2021.111413. 

 
431. Paola Galozzi, Sara Bindoli, Andrea Doria, et al. Autoinflammatory features in 

Gouty Arthritis. J Clin Med 2021 Apr 26; 10(9):1880. doi.org/10.3390/jcm100 
91880. 

 
432.  Cui H, Banerjee S, Guo S, Xie N, et al. Long noncoding RNA MALAT1 

regulates differential activation of macrophages and response to lung injury. 
JCI Insight 2019 Feb 21; 4(4):e124522. doi.org/10.1172/jci.insight.124522. 

 
433. Ugo Ala. Competing endogenous RNAs, noncoding RNAs, and diseases: An 

Intertwined story. Cells 2020 June 28; 9(7):1574. doii.org/10.3390/ceels 907 
1574. 

 



 287 

434. Leonardo Salmena, Laura Poliseno, Yvonne Tay, et al. A ceRNA hypothesis: 
The Rosetta stone of a hide RNA language. Cell 2011 Aug 5; 146(3):353-
358. doi.org/10.1016/j.cell.2011.07.014. 

435. Mai Xu, Lu Zhang, Lei Zhao, et al. Phosphorylation of osteopontin in 
osteoarthritis degenerative cartilage and its effect on matrix metalloprotease 
13. Rheumatol Int 2013 May; 33(5):1313-1319. doi.org/10.1007/s00296-012-
2548-4. 

 
436. Tu M, Li Y, Zeng C, et al. MicroRNA-127-5p regulates osteopontin expression 

and osteopontin-mediated proliferation of human chondrocytes. Sci Rep 
2016 Apr 29; 6:25032. doi.org/10.1038/srep25032. 

 
437. CLiu, S Ren, S Zhao, et al. LncRNA MALAT1/MIR-145 adjusts IL-1ß-induced 

chondrocytes viability and cartilage matrix degradation by regulating 
ADAMTS5 in human osteoarthritis. Yonsei Med J 2019 Nov; 60(11):1081-
1092. doi.org/10.3349/ymj.2019.60.11.1081. 

 
438. Aura Tio, Johanne Martel-Pelletier, Jean-Pierre Pelletier, et al. Character-

ization of opticin digestion by proteases involved in osteoarthritis develop-
ment. Joint Bone Spine 2014 Mar; 81(2):137-141. doi.org/ 10.1016/ j.jbspine. 
2013.05.007. 

 
439. Quanbo Ji, Xiaojie Xu, Qiang Zhang, et al. The IL-1ß/AP-1/miR-30a/ 

ADAMTS-5 axis regulates cartilage matrix degradation in human osteo-
arthritis. J Mol Med 2016 Jul; 94(7):771-785. doi.org/10.1007/s00109-016-
1418-z. 

 
440. Bo Yang, Xia Kang, Yan Xing, et al. Effect of microRNA-145 on IL-1ß-

induced cartilage degradation in human chondrocytes. FEBS Lett 2014 Jun 
27; 588(14):2344-2352. doi.org/10.1016/jfebslet.2014.05.033. 

 
441. Guoli Hu, Xiaoying Zhao, Chuandong Wang, et al. MicroRNA-145 attenuates 

TNF--driven cartilage matrix degradation in osteoarthritis via direct supp-
ression of MKK4. Cell Death Dis 2017 Oct 26; 8(10):e3140. doi.org/10. 
1038/cddis.2017.522. 

 
442. Hngxi Li, Shujuan Xie, Huazhe Li, et al. LncRNA MALAT1 mediates prolifera-

tion of LPS treated-articular chondrocytes by targeting the miR-146a-PI3K/ 
AKT/mTOR axis. Life Sci 2020 Aug 1; 254:116801. doi.org/ 10.1016/j.ifs. 
2019.116801.  

 
443. Chenu C. Role of innervation in the control of bone remodelling. J Musculo-

skelet Neuron Interact 2004 Jun; 4(2):132-134. PMID: 15615111. 
 
444. Oury F, et al. CREB mediates brain serotonin regulation of bone mass 

through its expression in ventromedial hypothalamic neurons. Genes Dev 
2010 Oct 15; 24(20):2330-2342. doi.org/10.1101/gad.1977210. 



 288 

 
445. Xiao Lv, Feng Gao, Tuo Peter Li, et al. Skeleton interoception regulates bone 

and fat metabolism through hypothalamic neuroendocrine NPY. E life 2021 
Sep 1; 10:e70324. doi.org.10.7554/ elife.70324. 

 
446. Yoneda Toneda, Masahiro Hiasa, Tatsuo Okui, et al. Sensory nerves: A 

driver of the vicious cycle in bone metastasis? J Bone Oncol 2021 Aug 25; 
30:100387. doi.org/10.1016/jbon2021.100387.  

 
447. Hao Chen, Bo Hu, Xiao Lv, et al. Prostaglandin E2 mediates sensory nerve 

regulation of bone homeostasis. Nat Commun 2019 Jan 14; 10(1):181. doi. 
org/10.1038/s41467-018-08097-7.  

 
448. Ma W, Li L, Xing S. PGE2/ PGE2 receptor 4 (EP4) receptor and TRPV1 

channel are involved in repeated restraint stress-induced prolongation of 
sensitization pain evoked by subsequent PGE2 challenge. Brain Res 2019 
Oct 15; 1721:146335. doi.org/10.1016/jbrainres.2019.146335. 

 
449. Shuangfei Ni, Zemin Ling, Xiao Wang, et al. Sensory innervation in porous 

endplates by Netrin-1 from osteoblasts mediates PGE2-induced spinal 
hypersensitivity in mice. Nat Commun 2019 Dec 10; 10(1):5643. doi.org/10. 
1038/s41467-019-13476-9.  

 
450. Katherine A Blackwell, Lawrence G Raisz, Carol C Pilbeam. Prostaglandins 

in bone: bad cop, good cop? Trends Endocrinol Metab 2010 May; 21(5):294-
301. doi.org/10/1016/ jtem. 2009. 12.004. 

 
451. O’Connor JP, Lysz T. Celecoxib, NSAIDs and the skeleton. Drugs Today 

(Barc) 2008 Sep; 44(9):693-709. doi.org/10.1358/dot.2008.44.9.1251573. 

452. Vance J, Galley S, Liu DF, et al. Mechanical stimulation of MC3T3 osteo-
blastic cells in a bone tissue-engineering bioreactor enhances prosta-glandin 
E2 release. Tissue Eng 2005; 11(11-12):1832-1839. doi. org/101089/ 
ten.2005.11.1832. 

 
453. Hisataka Kondo, Akira Nifuji, Shu Takeda, et al. Unloading induces osteo-

blastic cell suppression and osteoclastic cell activation to lead to bone loss 
via sympathetic nervous system. J Biol Chem 2005 Aug 26; 280:30192-
30200. doi.org/10.1074/jbc.M504179200. 

 
454. Lu-Yang Zang, Xiao-Lin Yang, Wei-Juan Li, et al. Long noncoding RNA 

Metastasis- Associated Lung Adenocarcinoma Transcript 1 promotes the 
osteoblast differentiation of human bone marrow-derived mesenchymal stem 
cells by targeting the microRNA-96/Osterix axis. J Craniofac Surg 2021 Aug 
27. doi.org/10.1097/SCS.0000000000000080092. 

 
455. Yuan Gao, Fei Xiao, Chenglong Wang, et al. Long noncoding RNA MALAT1 

promotes osteoerix expression to regulate osteogenic differentiation by 



 289 

targeting miRNA-143 in human bone marrow-derived mesenchymal stem 
cells. J Cell Biochem 2018 Aug; 119(8):6986-6996. doi.org/10.1002/jcb. 
26907. 

 
456. S Zheng, Y-B Wang, Y-L Yang. LncRNA MALAT1 inhibits osteogenic 

differentiation of mesenchymal stem cells in osteoporosis rats through MAPK 
signaling pathway. Eur Rev Med Pharmacol Sci 2019 Jun; 23(11):4609-
4617. doi.org/10.26355/eurrev.201906.18038. 

 
457. Junyi Hong, Fusheng Ye, Binjia Yu, et al. Identification of the specific 

microRNAs and competitive endogenous RNA mechanisms in osteoporosis. 
J Int Med Res 2020 Oct; 48(10):300060520954722. doi.org/10.1177/03000 
60520954722. 

 
458. Xucheng Yang, Junxiao Yang, Pengfei Lei, et al. LncRNA MALAT1 shuttled 

by bone marrow-derived mesenchymal stem cells-secreted exosomes 
alleviates osteoporosis through mediating microRNA-34/SATB2 axis. Aging 
(Albany NY) 2019 Oct; 11(20):8777-8791. doi.org/10.18632/aging.102264. 

 
459.  Herrera J, Henke C A, Bitterman P B, et al. Extracellular matrix as a driver of 

progressive fibrosis. J Clin Investig 2018 Jan 2; 128:45-53. doi.org/10.1172/ 
jci.93557.  

 
460.  Meng, X M, Nikolic-Paterson D J, Lan H Y, et al. TGF-beta: the mater 

regulator of fibrosis. Nat Rev Nephrol 2016 Jun; 12:325-338. doi.org/ 10. 
1038/nrneph.2016.48. 

 
461.  Dan-Qian Chen, Gang Cao, Hua Chen, et al. Gene and protein expressions 

and metabolomics exhibit activated redox signaling and Wnt/beta-catenin 
pathway are associated with metabolite dysfunction in patients with chronic 
kidney disease. Redox Biol 2017 Aug; 12:505-521. doi.org/10.1016/j.redox. 
2017.03.017. 

 
462.  Vidisha Tripathi, Zhen Shen, Arindam Chakraborty, et al. Long noncoding 

RNA MALAT1 controls cell cycle progression by regulating the expression of 
oncogenic transcription factor B-MYB. PloS Genet 2013 Mar; 9(3):e1003368. 
doi.org/10.1371/journal.pgen.1003368. 

 
 
463.  Zhenqiang Sun, Chunlin Ou, Jinbo Liu, et al. YAPI-induced MALAT1 

promotes epithelial-mesenchymal transition and angiogenesis by sponging 
miR-126-5p in colorectal cancer. Oncogene 2019 Apr; 38:2627- 2644. doi. 
org/10.1038/s41388-018-0628-y. 

 
464.  Yin Xiang, Yachen Zhang, Yong Tang, et al. MALAT1 modulates TGF-beta-

induced endothelial-to-mesenchymal transition through downregulation of 
miR-145. Cell Physiol Biochem 2017; 42(1):357-372. doi.org/10.101159/000 
477479. 



 290 

 
465. Xiao-Ming Meng, David J Nikolic-Paterson, Hui Yao Lan. Inflammatory 

processes in renal fibrosis. Nat Rev Nephrol 2014 Sep; 10(9):493-503. doi. 
org/10.1038/ nrneph.2014.114. 

 
466. James J Tomasek, Giulio Cabbiani, Boris Hinz, et al. Myofibroblasts and 

mechano-regulation of connective tissue remodelling. Nat Revi Mol Cell Biol 
2002 May; 3(5):349-363. doi.org/10.1038/nrm809. 

 
467. Joshua G Travers, Fadia A Kamal, Jeffrey Robbins, et al. Cardiac fibrosis: 

The fibroblast awakens. Circ Res 2016 Mar 18; 118(6):1021-1040. doi.org/ 
10.1161/ circresaha.115.306565. 

 
468.  Andrew Leask. Getting to the heart of the matter: new insights into cardiac 

fibrosis. Circ Res 2015 Mar 27; 116(7):1269-76. doi.org/10.1161/ circresaha. 
116.305381. 

 
469. Songqun Huang, Liang Zhang, Jingwen Song, et al. Long noncoding RNA 

MALAT1 mediates cardiac fibrosis in experimental postinfarct myocardium 
mice model. J Cell Physiol 2019 Mar; 234(3):2997-3006. doi.org/10.1002/ 
jcp.27117. 

 
470. Jue Wang, Weicong Huang, Ruixia Xu R, et al. MicroRNA-24 regulates 

cardiac fibrosis after myocardial infarction. J Cell Mol Med 2012 Sep; 
16(9):2150-2160. doi.org/10.111/j.1528-4934.2012.01523.x. 

 
471. Keiko Iwaisako, David A Brenner, Tatiana Kisseleva, et al. What’s news in 

liver fibrosis? The origin of myofibroblasts in liver fibrosis. J Gasteroenterol 
Hepatol 2012 Mar; 27(Suppl.2):65-68. doi.org/10.1111/j.1440-1746.2011. 
07002. 

 
472. Teresa Ramirez, Yong-Mei Li, Shi Yin, et al. Aging aggravates alcoholic liver 

injury and fibrosis in mice by downregulating sirtuin1 expression. J Hepatol 
2017 Mar; 66(3):601-609. doi.org/10.1016/j.jhep.2016.11004. 

 
473. Lian Sun, Zhiwen Fan, Junliang Chen, et al. Transcriptional repression of 

SIRT1 by protein inhibitor of activated STAT 4 (PIAS4) in hepatic stellate 
cells contributes to liver fibrosis. Sci Rep 2016 Jun 21; 6:28432. 
doi.org/10.1038/srep28432. 

 
474. Norihiko Sakai, Andrew M Tager. Fibrosis of two: Epithelial cell-fibroblast 

interactions in pulmonary fibrosis. Biochem Biophys Acta 2013 Jul; 1832 
(7):911-921. doi.org/10.1016/j.bbadis.2013.03.001. 

 
475. Aswin Sundarakrishnan, Ying Chen, Lauren D Black, et al. Engineered cell 

and tissue models of pulmonary fibrosis. Adv Drug Deliv Rev 2018 Apr; 129: 
78-94. doi. org/ 10.1016/j.addr.2017.12.013. 

 



 291 

476. Thomas A Wynn. Integration mechanisms of pulmonary fibrosis. J Exp Med 
2011 Jul 4; 208(7):1339-1350. doi.org/10.1084/jem.20110551. 

 
477. Weiwen Yan, Qiuyun Wu, Wenxi Yao, el al. MiR-503 modulates epithelial-

mesenchymal transition in silica-induced pulmonary fibrosis by targeting 
PI3K p85 and is sponged by lncRNA MALAT1. Sci Rep 2017 Sep 12; 7(1) 
:11313. doi.org/10.1038/s41598-017-11904-8. 

 
478. Youhua Liu. Cellular and molecular mechanisms of renal fibrosis. Nat Rev 

Nephrol 2011 Oct 18; 7(12):684-96. doi.org/10.138/nrneph.2011.149. 
 
479. Peihua Liu, Bo Zhang, Zhi Chen, et al. m6 A-induced lncRNA MALAT1 

aggravates renal fibrogenesis in obstructive nephropathy through the miR-
145/FAK pathway. Aging (Albany NY) 2020 Mar 23; 12(6):5280-5299. doi. 
org/10.18632/aging.102950.  

 
480. Min-Xi Lao, Han-Shi Xu. Involvement of long noncoding RNAs in the patho-

genesis of rheumatoid arthritis. Chin Med J (Engl) 2020 Apr 20; 133(8): 941-
950. doi.org/10.1097/cm9.0000000000000755. 

 
481. Fang Pan, Lihua Zhu, Haozhe Lv, et al. Quercetin promotes the apoptosis of 

fibroblast-like synoviocytes in rheumatoid arthritis by upregulating lncRNA 
MALAT1. Int J Mol Med 2016 Nov; 38(5):1507-1514. doi.org/10.3892/ 
ijmm.2016.2755. 

 
482. Xiao Zhou, Xiaorui Han, Ann Wittfeldt, et al. Long noncoding RNA ANRIL 

regulates inflammatory responses as a novel component of NF-kB pathway. 
RNA Biol 2016; 13(1):98-108. doi.org/10.1080/15476286.2015.1122164. 

 
483. Elana J Bernstein, R Graham Barr, John H M Austin, et al. Rheumatoid 

arthritis-associated autoantibodies and subclinical interstitial lung disease: 
the Multi-Ethnic study of atherosclerosis. Thorax 2016 Dec; 71(12):1082-
1090. doi.org/10.1136/thoraxjnl-2016-208932. 

 

 

 

 

 



 292 

 

CHAPTER 9 

Appendix 

 

 

 

 

 

 

 

 

 

 

 

 

 



 293 

9.1 Appendix to Chapter 2 

 

Table 9.1 Detailed types of samples obtained from different joints.  

Joint Synovium Cartilage Bone Blood Synovial 

Fluid 

Hip      

No. Sample      

1 MFX007 ✔    ✔  ✔  

2 MFX044 ✔    ✔  ✔  

3 MFX087 ✔    ✔  ✔  

4 MFX098 ✔    ✔  ✔  

5 MFX116 ✔    ✔  ✔  

6 MFX148 ✔    ✔  ✔  

7 MFX153 ✔    ✔  ✔  

8 MFX184 ✔    ✔  ✔  

9 MFX185 ✔    ✔  ✔  

10 MFX191 ✔    ✔  ✔  

11 MFX195 ✔    ✔  ✔  

12 MFX205 ✔    ✔  ✔  

13 MFX212 ✔    ✔  ✔  

14 MFX213 ✔    ✔  ✔  

15 MFX216 ✔    ✔  ✔  

16 MFX235 ✔    ✔  ✔  

17 MFX237 ✔    ✔  ✔  

18 ADI131 ✔    ✔  ✔  
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19 ADI133 ✔    ✔  ✔  

20 MFX062 ✔  ✔   ✔  ✔  

21 RHH021  ✔   ✔  ✔  

22 RHH063  ✔   ✔  ✔  

23 RHH065  ✔   ✔  ✔  

24 RHH094  ✔   ✔  ✔  

25 RHH143  ✔   ✔  ✔  

26 ADI004  ✔   ✔  ✔  

27 ADI029  ✔   ✔  ✔  

28 ADI069  ✔   ✔  ✔  

29 ADI105  ✔   ✔  ✔  

30 ADI141  ✔  ✔  ✔  ✔  

31 RHH009   ✔  ✔  ✔  

32 RHH194   ✔  ✔  ✔  

33 JP23   ✔  ✔  ✔  

34 MFX230   ✔  ✔  ✔  

35 MFX232   ✔  ✔  ✔  

36 MFX238   ✔  ✔  ✔  

37 MFX299   ✔  ✔  ✔  

38 MFX329   ✔  ✔  ✔  

Knee      

No. Sample      

1 RHH003 ✔    ✔  ✔  

2 RHH051 ✔    ✔  ✔  

3 MFX167 ✔    ✔  ✔  

4 MFX227 ✔    ✔  ✔  
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5 MFX219   ✔  ✔  ✔  

6 MFX220   ✔  ✔  ✔  

7 MFX236   ✔  ✔  ✔  

8 MFX237   ✔  ✔  ✔  

9 MFX303   ✔  ✔  ✔  

10 RHH008  ✔   ✔  ✔  

11 RHH057  ✔   ✔  ✔  

12 RHH060  ✔   ✔  ✔  

13 RHH062  ✔   ✔  ✔  

14 RHH066  ✔   ✔  ✔  

15 RHH070  ✔   ✔  ✔  

16 RHH077  ✔   ✔  ✔  

17 RHH098  ✔   ✔  ✔  

18 RHH212  ✔   ✔  ✔  

19 RHH197  ✔  ✔  ✔  ✔  

20 RHH194  ✔  ✔  ✔  ✔  

21 MFX229  ✔  ✔  ✔  ✔  

22 MFX306  ✔  ✔  ✔  ✔  

23 MFX329  ✔  ✔  ✔  ✔  

Hand      

No. Sample      

1 RHH001 ✔    ✔  ✔  

2 RHH002 ✔    ✔  ✔  

3 MFX224 ✔   ✔  ✔  ✔  

4 MFX327   ✔  ✔  ✔  

5 MFX230   ✔  ✔  ✔  
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Wrist      

No. Sample      

1 MFX225 ✔  ✔ ✔ ✔ 

2 MFX291   ✔ ✔ ✔ 

Foot      

No. Sample      

1 MFX218   ✔ ✔ ✔ 

2 MFX223   ✔ ✔ ✔ 

3 MFX228   ✔ ✔ ✔ 

4 MFX267   ✔ ✔ ✔ 

5 MFX291   ✔ ✔ ✔ 

6 MFX379   ✔ ✔ ✔ 

Toe      

No. Sample      

1 MFX221   ✔ ✔ ✔ 

Spine      

No. Sample      

1 RHH081   ✔ ✔ ✔ 
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A.                                                          B.  
 

                 

C.                                                                D.  

               

E.                                                                       F. 

             

 

Fig 9.1.I IGV LncRNAs in OA synovial fibroblasts(A) RP11-79H23.3 highly expressed lncRNA fold 

change 3.01, P< 0.0002. (B) RP11-362F19.1 highly expressed lncRNA fold change 2.24, P< 0.01. 
(C)RP5-1086K13.1 highly expressed lncRNA fold change 1.87, p<0.013. (D) RP11-863P13.3 highly 

expressed lncRNA fold change 1.76, p< 0.013. (E) MIR155HG highly expressed lncRNA fold change 
1.64, p<0.02. (F) LINC01616 highly expressed lncRNA fold change 1.64, p<0.02. 
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A.                                                                      B.  

              

C.                                                                      D.  

                         

E.                                                                       F.  
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G. 

 

 

 

Fig 9.1.II IGV LncRNAs in OA synovial fibroblasts (A) RP1-631N16.2 highly expressed lncRNA fold 
change 0.86, p< 0.004. (B) LINC01503 highly expressed lncRNA fold change 0.76, p<0.03. (C) MEG3 

highly expressed lncRNA fold change 0.59, p<0.024. (D) LINC00511 highly expressed lncRNA fold 
change - 0.77, p<0.036. (E) LINC01021 highly expressed lncRNA fold change - 1.43, p<0.01. (F) 
RP11-392O17.1 highly expressed lncRNA fold change - 1.67, p<0.04. (G) AC068282. 3 highly 

expressed lncRNA fold change – 3.46, p<0.007. 
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Table 9.2 Significant LncRNA Details. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Gene Name Chromosome Locus 

RP11-79H23.3 chr8:7974976479752757 

RP11-362F19.1 chr4:141319449-141332618 

CARMN chr5:149406688-149432835 

RP5-1086K13.1 chr1:116493015-116499212 

RP11-863P13.3 chr16:8817729888186929 

LINC01123 chr2:109,986,938-109,996,140 

MIR155HG chr21:25561908-25575168 

LINC01616 chr11:2998011329982392 

MALAT1 chr11:65497761-65506516 

RP11-631N16.2 chr12:6260275262622213 

LINC01503 chr9:129332299-129359538 

MEG3 chr14:100779409-101027415 

LINC00511 chr17:72323122-72640472 

LINC01021 chr5:27472291-27496401 

RP11-147L13.15 chr17:6820548968207493 

RP11-392O17.1 chr1:219409522-219459369 

RP11-367F2.32 chr9:9099694991002198 

AF131217.1 chr21:28439345-28674848 

LINC01705 chr1:222041704-222064763 

AC068282.3 chr2:127389129-127400580 
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Table 9.3 LncRNAs Role in Different Diseases (Article Review) (A-C) 

A.  
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B. 
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C. 

 

 

 

 



 304 

Table 9.4 MALAT1 (Article Review) (A-D) 

A. 
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B.  
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C. 
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D. 
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9.2 Appendix to Chapter 4  

9.2.1 Optimisation of Synovial Fibroblast Proliferation 

It was decided to determine optimal seeding density and time course using MTS 

reagents to assess cellular metabolic activity as a marker of cell number. We first 

established a standard curve for synovial fibroblasts using MTS reagent. Synovial 

fibroblasts were seeded as 500, 1000, 2000, 4000, 8000 cells/well in a 96-well plate.  

After 24 hr absorbance was read at 490 nm on a plate-reader.  The standard curve 

was generated and found to be cell number = (Absorbance x 24998) + 3000. Following 

the standard curve, fibroblasts were seeded at 1000, 5000, 10000, 150000, and 20000 

cells/well and cultured for 1, 2 or 3 days in serum free fibroblast media.  At each time-

point absorbance was read at 490 nm on a plate-reader as before. For each seeding 

density and time-point, n=3 replicate wells were seeded, as well as a negative control 

containing media and the MTS reagent only. Analysis of the cell viability test was done 

by calculating the actual absorbance by subtracting the absorbance of the sample from 

the absorbance of the control.  

 

 

9.2.2 Comparison of Cellular Proliferation in Different BMI of OA Synovial 

Fibroblast in MTS Analysis 

We then investigated whether synovial fibroblasts isolated from OA patients of varying 

BMI exhibited different proliferative rates.  To this end, five patient synovial fibroblast 

primary cell cultures were utilised, including one NW, two OB, and 2 OW were selected 
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for the MTS analysis. Cultured cells reaching 70-80 % confluency was trypsinised and 

seeded into a 96 well plate with two different concentrations of cells: 5000, and 10000 

cells per well, in fresh fibroblast growth media and incubated at 37 0C, and 5 % CO2 

overnight. The next day cells attachment to the surface of the plate, 20 µl of the pre-

warmed MTS reagent was diluted with serum free fibroblast media, added to each well 

and the plate was returned to the incubator. After 2, and 4 hr the reading was taken at 

490 nm absorbance from the plates by a plate reader. Demographic data for these cell 

lines is presented in (Table 9.5). 

 

 

Table 9.5 Demographic data for OA patient’s synovial fibroblast samples. 

Sample BMI Joint Gender Age (years) WHR 

NW-1 RHH002 NW Hand M 53 0.915 

OW-1 MFX098 OW Knee F 79 0.893 

OW-2 MFX185 OW Hip M 78 0.97 

OB-1 MFX062 OB Hip M 82 0.992 

OB-2 MFX212 OB Hip F 72 0.902 

  NW = Normal weight, OB = Obese, M = Male, F = Female, WHR = Waist/ hip ratio. 
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9.2.3 Optimisation of MTS Experimental Conditions 

Cellular proliferation at density of 1000 cells/well increased by approximately three 

folds in day 2 in comparison to day one and decreased by approximately four folds on 

the third day (Figure 9.3A). On the other hand, cellular proliferation continued to 

increase at different incubation times from 1-3 days at the rest of the concentrations 

used in this study (5000, 10000, 15000, and 20000) cells/well (Figure 9.3). Comparing 

between the different time of incubation, cell concentrations of 5000 and 10000 

showed a distinctive increasing rate in cell proliferation from 1-3 days (Figure 9.3.B,C). 

These 2 cell concentrations were used as standards to run an MTS cell viability test in 

comparing NW, OB, and OW OA synovial fibroblast cell lines. 

 

 

 

A.                                                                          B. 
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C.         D.      

                                  

                                  

 

  E. 

 

 

 

Fig. 9.3 (A-E) Optimisation of experimental of MTS conditions. The effect of obese OA synovial 
fibroblast, seeding densities on the time-course of proliferation. Bars represent mean ± SEM.  
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9.3.4 Comparison of cellular proliferation in Different BMI of OA Synovial 

Fibroblast  

A significant difference between the mean of OA synovial fibroblast proliferation for 10 

days was seen in different BMI, p<0.0001 seeded with different cell numbers 5000 and 

10000 cells/well. All synovial fibroblasts cohort showed significant difference in the 

mean of cellular proliferation at the third and sixth days, p<0.0001 in all conditions 

except 10000 cell/well density of NW hand and OB hip synovial fibroblasts, p<0.01, 

and p<0.05 respectively. Table 9.6 shows the details of synovial fibroblasts 

proliferation for 10 days for the different cohorts.  

 

Table App.9.6 Significant difference of mean OA synovial fibroblasts cohort’s 
proliferation after 4 hours for 10 days 

 

Cell 
Viability 

5000 Cells/well 10000 Cells/Well 

 NW OW OB NW OW OB 

 1 1 2 1 2 1 1 2 1 2 

All groups 0.000

1 

0.00

03 

0.00

04 

0.00

01 

0.00

4 

0.00

2 

0.00

2 

0.0001 0.00

01 

0.00

8 

Days:1&3 0.01 NS NS NS NS NS NS 0.01 NS NS 

Days:1&6 0.000
1 

0.00
07 

0.00
1 

0.00
001 

NS 0.00
2 

0.00
2 

0.0001 0.00
01 

0.00
9 

Days:3&6 0.000

2 

0.00

06 

0.00

06 

0.00

001 

0.00

1 

0.03 0.01 0.0001 0.00

02 

0.04 

NW = Normal weight, OW = Overweight, OB = Obese. 
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OA Synovial fibroblasts seeded at 10000 cell/well showed a significant rate of 

proliferation for 6 days in different cohorts. Figure App.4.2 shows details of the 

proliferation of synovial fibroblasts seeded at 5000 and 10000 cells/well in NW (Figure 

9.4.A,B), OW (Figure 9.4.C-F) and OB (Figure .9.4.G-J).  
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9.3 Appendix to Chapter 6 

9.3.1 MALAT1 knockdown in OA chondrocytes 

MALAT1-KD was optimized first using different lipid delivering systems, LNA 

concentration and incubation timing. A concentration of 30uM of LNA was best used 

with Lipofectamine 3000 and incubated for 24 h for the maximum knockdown. Primary 

chondrocytes from OA OB knee joints showed more knock down than in primary 

chondrocytes from OA NW hip joints (Figure 9.5.A&B).  

 

A.                                                              B. 

 

                               

 

                                

Figure App.9.5 MALAT1-KD in OA primary chondrocytes. (A) MALAT1-KD in chondrocytes from 
OA OB knee using Lipofectamine 3000, (B) MALAT1-KD in chondrocytes from OA NW hip using 

Lipofectamine 3000. NTC1 & NTC2 = Non target control 1 & 2, LNA1= siRNA-LNA1 and LNA2 = 
siRNA-LNA2. 
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9.4 Future planes 

For future planes, I would like to complete a review article which I have started already 

on OA therapeutics and would like to write an article on MALAT1 Modulation of DKK1 

in OA. In addition, if I get the opportunity, I would like to investigate the rest of the top 

upregulated and down regulated genes in MALAT1-KD OA osteoblasts, which we 

could not finish due to limitation of time for this thesis project and the delays due to 

COVID-19 in reagents and PCR plates.  
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