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ABSTRACT

PTHR1/SOX9 AND IDH1/IDH2 RELATIVE EXPRESSION IN PRIMARY CHONDROCYTE
AND CHONDROSARCOMA CELLS UNDER THE SYNERGISTIC INFLUENCE OF
INDUCIBLE HYPOXIA AND EXTRACELLULAR ACIDOSIS

Kostika Vangjeli
Old Dominion University, 2020
Director: Dr. Christopher Osgood

Cartilage cells (Chondrocytes) grow in rather unique environmental conditions in the
human body. Cartilage is avascular tissue and lacks innervation. Its main source of nutrients is
derived from the synovial fluid and/or perichondrium. Consequently, these cells must survive
and thrive under hypoxic and acidic stressors. Published data suggests that there are a multitude
of genes affected from either one of these two stressors or both. However, these factors are
frequently overlooked in cartilage research, and results are reported in either normoxia/pH=7.0
conditions, or they only account for one of the conditions. The scope of this study is to examine
how these stressors affect gene expression in primary chondrocytes and chondrosarcomas. In this
study, one primary chondrocyte cell line (CONS5) and two chondrosarcoma grade II cell lines,
JJ012-IDH1 mutant and SW1353- IDH?2 mutant, were grown in four experimental conditions:
hypoxia (5% O.), acidosis (pH=5.5), hypoxia and acidosis, and normoxia/(pH=7). Four genes of
interest were analyzed via RT-qPCR relative to the ACTB housekeeping gene: parathyroid
hormone receptor-1 (PTHR1), SRY-box transcription factor 9 (S§OX9), and isocitrate
dehydrogenase 1 and 2 (IDHI1/IDH?2). PTHRI and SOX9 keep chondrocytes in a proliferative
state and delay their hypertrophy. On the other hand, /DHI and IDH?2 are metabolic enzymes
that convert isocitrate to a-ketoglutarate (a-KG). Their mutant counterparts further convert a-KG
into a competitive oncometabolite D-2-Hydroxygluterate (D-2-HG). Our colorimetric assay data
suggest that D-2-HG concentration levels are 10.5-fold and 6-fold more elevated in
JJ012/SW1353 respectively than in the /DH wild type CONS. Our gene expression data indicates
that both inducible hypoxia and extracellular acidosis alter gene expression not only separately
but also when combined. This study further highlights the importance of these stressors in

cartilage biology research.
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This thesis is dedicated to those patients who have been affected by cartilage-related diseases and
especially from chondrosarcoma.

v



ACKNOWLEDGEMENTS

My success as a master’s student was due to a core group of professors and peers who
guided, inspired and challenged me to persevere and grow as a scientist. I would like to
acknowledge key faculty members who have been instrumental in my academic and professional
career in my time at ODU. My advisor Dr. Chris Osgood has been a pillar of constant support
and academic guidance. Dr. Emilia Oleszak (committee member) has taught me more about
histology that I could have ever imagined. And finally, I wanted to thank my mentor Dr. Michael
Stacey for being patient, responding to my endless queries, and allowing me to venture into the

world of research.

Additionally, I want to acknowledge Dr. Clayton Wright for allowing me to be a
Teacher’s Assistant in his Microbiology Lab, Supreet Khanal for his expertise in Prism, Joshua
Bush for training me in basic lab techniques, and Xavier Palmer for his scientific feedback and

passion for science.

Thank you.



vi

TABLE OF CONTENTS

Page
LIST OF TABLES ..ottt ettt s st et e sn e ens viii
LIST OF FIGURES ....c.oiiiiiitei ettt st s st e e ix
Chapter
1. INTRODUCTION ...ttt ettt ettt et esane e 1
1.1 EFFECTS OF INDUCIBLE HYPOXIA AND EXTRACELLULAR
ACIDOSIS IN CHONDROCYTES......coiiiiiiiiiiiteieeeeseeeeeeeeeeee e 1
1.2 THH-PTHrP LOOP — PTHRI GENE ....ccccuttiiiiiiiiiiiiie et 1
1.3 SOX9 GENE ..ottt 3
1.4 IDHI AND IDH2 GENES ......ciiiiiiiiiiiieeeee ettt 3
1.5 CHONDROSARCOMA GRADE CHARACTERIZATION ......ccccccoviiiieniiennnnn. 4
1.6 SIGNIFICANCE AND HYPOTHESES. ..ottt 8
2. MATERIALS & METHODS ......cooiiiiiiiiiiiieee ettt 9
2.1 CELL CULTURINGL.......coiitiiitiitieieeteeete ettt s 9
2.2 RNA EXTRACTION AND CDNA SYNTHESIS ..o 9
2.3 RT-QPCR ..ottt e 10
2.4 DATA ANALYSIS ..o 10
2.5 CELL PROLIFERATION ASSAY ..ottt 11
2.6 D-2-HYDROXYGLUTERATE ASSAY (COLORIMETRIC) .......cccocuveeninenne 11
2.7 PUROMYCIN SELECTION AND LENTIVIRAL TRANSFECTION.......... 11
3. RESULTS ettt et e 15
3.1 RT-QPCR CYCLES, MELT CURVES AND MELT PEAKS .......ccccecviininens 15
3.2 AGGRESSIVE GROWTH OF JJ012 VS SW1353 AND CONS .....ccccvvvevinenne 16
3.3 HYPOXIA/ACIDOSIS PTHRI UPREGULATION IN CONS .......cooviviiinenne 18
3.4 ACIDOSIS DEPENDENT UPREGULATION OF SOX9 IN CONS................. 19
3.5 IDHI UNAFFECTED BY HYPOXIA/ACIDOSIS IN SW1353/CON5
AND SENSITIVE TO BOTH HYPOXIA AND ACIDOSIS IN JJ012 ............ 20
3.6 ACIDOSIS DRIVEN /DH2 EXPRESSION IN SW1353/CONS AND
UPREGULATED SYNERGISTIC EFFECT IN JJO12 ...oooiiiiiiiiiiiiiieeeene 21
3.7 D-2-HYDROXYGLUTERATE ELEVATED CONCENTRATION
LEVELS IN CHONDROSARCOMA .....ccootiiiiiieiiieeieeeeeeee e 22
3.8 STATISTICAL ANALYSIS ..ot 23
4. DISCUSSION ..ottt ettt e et 29
5. CONCLUSION ..ottt ettt ettt ettt ettt et e s 34

REFERENCES ...t 35



vil



Table

AN

viii

LIST OF TABLES
Page
PTHRI two-way ANOV A ..ottt e e e e e e e 23
SOX9 tWo-WaY ANOVA ...ttt 24
IDHT two-Way ANOVA .. . 25
IDH2 two-Way ANOVA .. .o 26
One-way ANOVA (nonparametric) and Tukey’s comparison test...........cccceeervvreeennnnne. 27

Basic statistics 0N ENE EXPIESSION ...ccuuriiieeririieeeriiieeeeaiteeeeeserteeeessraeeeesnssaeeesssnseeeannns 28



1X

LIST OF FIGURES

Figure Page
1. Cartilage zones in epiphysial plate of long bone with oxygen permeation
levels and (IHH/PTHIP 100D)......cciiiiiiiieiiiiiee ettt et 2
2. The role of IDH in cancer metabolism of gliomas and AML ............cccccvvieiniiieeennnee. 5
3. Chondrosarcoma grade classifiCation ............ccceeeviiieieiiiiiiieiiiiie e 6
4. Grade II chondrosarcoma in tissue (H&E staining) ...........cccccevviiieienniiieeeiniiieeeeee, 7
5. Puromycin selection for JJ012 (row A/C) and SW1353 (row B/D)......ccoeevvvvveeannnnn. 14
6. RT-qPCR amplification (CONS).....ccoiiiiiiiiiiiiiieeeiiiee ettt e e e e 15
7. RT-qPCR Melt Curve and Melt Peak (CONS) ...ccooviiiiiiiiiiieeeiiieeeeieee e 16
8. Cell proliferation linear and 10g graph............ccooveiiiiiiiiiiiiiiiiie e 16
9. SWI1353/CON5/JJ012 phenotypical profile ..........cccceeeeeiiiiiieiiiiiiieiiieeeeieee e, 17
10. Chondrosarcoma-CAG-GFP lentivirus clone transfection .........c.cccceveueeeniieeniieennne. 17
11. PTHRI relative SeNe EXPIeSSION. ....eeeeruriieeeririeeeerireeeeeniraeeeennreeesennsseeesansseeeeeennnees 18
12. SOX9 relative Zene eXPIeSSION .....uuvieeruriieeeriiieeeesiieeeeeaiteeeeennreeesessaeeeesnsseeeeesnnnees 19
13. IDH] relative SeNe EXPIeSSION .......eeeeruriieeeriiieeeerirteeeeaiteeeesnsreeesensseeeeansseeeessnnnees 20
14. IDH?2 relative Sene EXPIESSION .......eeeeruriieeeriiieeeeririeeeestreeeeennsreeesennsseeeesnsseeeeesnnnees 21
15. D-2-Hydroxygluterate concentration levels...........cccceeevriiiiiiiiiiiieiiiiiieceiieeee 22



CHAPTER 1
INTRODUCTION

1.1 Effects of Inducible Hypoxia and Extracellular Acidosis in Chondrocytes

Cartilage cells are unique compared to “traditional” cells in the human body in that they
have no direct access to a vascular bed and therefore rely on metabolic pathways to survive. As a
result, they operate in a hypoxic environment (<5% O;) marked by the expression of hypoxia
inducible factors (HIFs.) These transcriptional factors help chondrocytes adapt to hypoxia and
are known to induce parathyroid hormone-related protein (PTHrP) expression and its main
receptor and mediator parathyroid hormone receptor-1 (PTHR1) (Manisterski, 2010). Primary
chondrocytes have tightly regulated cycles of proliferation, differentiation, and hypertrophy. This
process is governed by a negative feedback loop between PTHrP and Indian hedgehog proteins
(IHH) (Fig. 1). However, when this loop is thrown off balance, it can result in an overexpression
of PTHrP, which is a hallmark of many bone cancers (Mak [.W., 2013; Johnson, 2011).

As a result of lack of oxygen, chondrocytes metabolize glucose via glycolysis. One of the
by-products of this reaction is lactate, leading to acidosis. Cancerous cells also share a similar
acidosis environment. They not only operate in hypoxic microenvironments, but often rely on
glycolytic instead of oxidative metabolism. In the 1920s, Otto Heinrich Warburg and his
colleagues observed that cancer cells uptake significantly more glucose than normal cells and

they do so anaerobically even when oxygen is present (Warburg, 1927).

1.2 IHH-PTHrP Loop — PTHRI Gene

Parathyroid hormone (PTH) plays a crucial role in bone formation by maintaining Ca*"
homeostasis. PTH is largely produced by chief cells in response to low Ca*" in blood, which
triggers a sequence of signals that lead to bone resorption. Parathyroid Hormone-related proteins
(PTHrP) are comparable to PTH in that they bind to similar receptors, mainly PTHR1. These
peptides are key regulators in the proliferation, differentiation, and death of many cell types. In
the case of chondrocytes, they prevent their differentiation, keeping them in a proliferative state
which results in delayed hypertrophy. The IHH-PTHrP is a negative feedback loop that keeps the
rate of chondrocyte differentiation tightly regulated (Vortkamp, 1996). The IHH proteins are
produced by chondrocytes in the postmitotic pre-hypertrophic zone (Iwasaki M, 1997). PTHrP,



on the other hand, are produced by chondrocytes in the resting and proliferating zones. A drop in
the PTHrP levels signals the chondrocytes in the pre-hypertrophic zone to diffuse IHH in the
resting zone and produce PTHrP. However, as the PTHrP levels increase, they downregulate the

IHH, explaining their polarized expression and localization (Fig. 1).
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Fig. 1. Cartilage zones in epiphysial plate of long bone with oxygen permeation levels and
(IHH/PTHrP loop). IHH protein secreting chondrocytes are found in the postmitotic pre-
hypertrophic region. They induce PTHrP production in the Resting Zone (RZ) in response to a
reduced level of PTHrP in the pre-hypertrophic zone. PTHrP secreting chondrocytes are in the
RZ and as their levels increase, they gradually downregulate IHH expression in the RZ. In the
proliferating zone (PZ), chondrocytes develop a very distinct columnar shape and arrangement in
the direction of the bone growth. On the right, Gradient decrease of oxygen levels from the
perichondrium (5%) to the hypertrophic zone approximately (1%). Resorption/Ossification Zone,
oxygen levels gradually increase as the cartilage is calcified and replaced with bone matrix and
blood vessels penetrate the haversian system along with innervation.

PTHrP and their associated receptors are also known to be induced under hypoxic

conditions via HIF-1o0 and HIF-2o genes (Zhao H. L.-L., 2009; Manisterski, 2010).



The following is the cellular cascade on the effects of PTHrP on delaying chondrocyte
differentiation. This process is regulated by the phosphorylation of SOX9:

—2>PTHrP | >PTHRI |

—->cAMP & Protein Kinase A production |

—>Phosphorylation of SOX9 transcriptional factor

—>Inhibition of p57 (apoptotic gene) |

- Expression of anti-apoptotic G/i3, Bcl-2 |

= Runx2 and Runx3 (crucial genes in differentiation.) |

1.3 SOX9 gene

SOX 9 is a multi-functional transcriptional factor, and a chief regulator in sex
determination (Jakob, 2011). What is of interest to our study is that SOX9 is involved in
chondrogenesis and is highly expressed in chondrocytes (Asou, et al., 2006). However, this
expression is not uniform throughout the chondrogenic process. SOX9 expression is initially
required to commit undifferentiated mesenchymal stem cells to the osteochondrogenic process. It
is further required to transition those cells to condensed mesenchymal cells. At this stage, SOX9
activates SOX5 and SOX6 and their co-expression is required to commit these cells to
differentiate into chondrocytes. During the proliferation phase, SOX9 prevents the conversion of
chondrocytes into hypertrophy. As expected, SOX9 expression is nonexistent past the
hypertrophic zone (Zhao, et al., 1997).

Extensive studies in mice embryos have shown that deletion of SOXY results in drastic
skeletal chondroplasia, where the cells did not go past the condensation phase (Akiyama, et al.,
2002). Moreover, SOXY is part of the cascade that blocks apoptotic gene p53 and halts
chondrocytes from undergoing hypertrophy (Ikegami, et al., 2011). The rationale for picking this
gene is that PTHrP/PTHR1 is known to positively regulate SOX9 and persistent elevated levels
would keep chondrocytes in a proliferative state (Huang, et al., 2000).

1.4 IDHI and IDH? genes

Two metabolic genes of interest that have been reported to undergo mutations in many
cancer cells are IDHI and IDH?2. In healthy cells, isocitrate dehydrogenase (IDH) is an enzyme
involved in the conversion of isocitrate into a-ketoglutarate (a-KG) (Fig. 2). One of the

byproducts of this reaction is the conversion of NAD+ to NADPH, which among a multitude of



other functions also plays a role in producing reactive oxygen species (ROS) in neutrophils and
reducing oxidative stress. This is a bidirectional reaction which depending on cellular needs can
result in a-KG production or consumption (Metallo, 2011). There are three known forms of IDH.
One is located strictly in mitochondria (IDH3) and is not known to undergo any clinically
relevant mutations (Bhagavan, 2011). Different from /DHI and IDH?2, IDH3 is involved in the
conversion of NAD" to NADH.

Mutant IDH are observed in many clinical conditions. They are present in 85% of
enchondromatosis [multiple enchondromas (ENC) which are benign tumors], in 52-59% of
conventional CS, and 57% of dedifferentiated CS (Amary, et al., 2011). In the case of mutated
IDH1 and IDH2, the reaction does not end with the production of CO; and a-KG but the latter is
further converted into D-2-hydoxygluterate (D-2-HG), which is an oncometabolite and
considered to be an a-KG antagonist (Yang, 2012).

D-2-HG has a variety of pathways that can lead to oncogenesis, but one that is of interest
is that it induces the HIF-1a by blocking the prolyl hydroxylase (PHDs) from marking HIF-1a
for degradation by the von Hippel-Lindau (VHL) proteins. PHDs are oxygen-sensing enzymes
that under normoxia can hydroxylate both HIF-10/2a (Yong, 2018).

1.5 Chondrosarcoma Grade Characterization

Primary bone cancers are the rarest (<1%) of all bone cancers. Different from the
(secondary) metastatic bone tumors that spread from elsewhere from the body to the bones, the
primary cancers originate in the cartilage and bones themselves. Despite its rarity, as of 2019 it
was estimated that there were 3,500 new diagnoses of primary bone cancer in United States.
Nearly half (approximately 1660) of the above-stated number are expected to result in death
(American Cancer Society, 2019). Chondrosarcomas (CS) are the second most common form of
primary bone cancer with osteosarcomas topping the list (Siegel, 2018). This high-grade CS
exhibits an aggressive nature marked by resistance to radiation and chemotherapy. As a result,
the best treatment option is via surgical resection. However, low-grade CS have been
successfully treated by clearing the tumor via curettage, followed by liquid nitrogen cryotherapy,
slow thawing, and final bone grafting and fixation (Gelderbloma, 2008). CS are categorized into

three grades, which consider multiple factors (Fig. 3; Fig. 4).
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Fig. 2. The role of IDH in cancer metabolism of gliomas and AML.

Enzymes of the TCA cycle in the mitochondria and mutated IDH in the cytosol are represented.
The hypothesis of how 2HG produced by mutated IDH might act through the accumulation of
HIF 1o via PHD inhibition leading to cancer development is shown schematically.
Abbreviations: FH-fumarate hydratase; SDH-succinate dehydrogenase; PHD-prolyl hydroxylase;
GLS-glutaminase; GDH-glutamate dehydrogenase; G6P- glucose 6-phosphate. The
IDH1/IDH2/IDH3 is a bidirectional synthesis of a-KG and isocitrate (not shown in picture).
IDH1 mutant pathway plays a pivotal role in further converting a-KG into D-2-HG. Notice the
difference in structure between the two compounds is the sole replacement of a single oxygen in
a-KG on the second carbon with a hydroxyl group which gives rise to D-2-HG.

*The above picture has been properly cited and re-printed with the author’s written permission.
(Dang, 2010)

*Enchondroma — (ENC) benign cartilage forming tumor
*Chondrosarcoma — (CS) malignant cartilage forming tumors tumor
*Primary or Conventional Chondrosarcoma — (CCS) arise in pre-existing normal bone and are common

*Non-Conventional Chondrosarcoma — include dedifferentiated CS, clear cell CS and Mesenchymal CS: less common



Cellularity
Chondroid matrix
Myuni:l 'C|'liill[l.1.'
Muclear atypia

Cellular spindling

Mitosis, necrosis

Fig. 3. Chondrosarcoma grade classification. Multiple criteria are taken in consideration when
determining the grade classification of chondrosarcoma. Cellularity increases from lower grade
to higher ones. Chondroid matrix decreases. Myxoid matrix becomes present in grade 11
chondrosarcoma and more pronounced in grade III but is missing in grade I. Nuclear atypia is
increasingly more observable as we move from grade I-II1. Cellular spindling, mitosis and
necrosis are observable mostly in grade II and III and absent in grade I.

Copyright © 2010 Kim, Cho, Ayala, and Ro. This is an open access article (picture) distributed
under the Creative Commons Attribution License, which permits unrestricted use, distribution,
and reproduction in any medium, provided the original work is properly cited. * (Kim et al.,
2010)

Note the degree of cellularity with the tumor grade progression (Fig. 3). Hyaline cartilage
is hypocellular exhibiting low cellularity. Chondroid matrix is abundantly being secreted. As the
tumor progresses from grade I-III the amount of chondroid matrix decreases while cellularity
increases. The nature of ECM changes with the grade progression. In grade II and higher, it
consists of part-hyaline chondroid cartilage, part-myxoid. Myxoid cartilage is defined as when
the chondrocytes no longer reside in lacunae spaces and develop cytoplasmic processes. In
addition, mitotic activity is mainly absent in ENC and low-grade CS. It progressively becomes

more present and hypercellular in grades II and III. Nuclear atypia strictly refers to the size of



cell nucleus. Grade I chondrosarcoma cells have nuclei that are 2-3 times larger than those of
normal chondrocytes. With grade progression those differences become even more pronounced.
In grade II and I1I, cells take a stellate shape like extensions, and irregular contours are also

present as we progress to higher grade levels.

%"

Fig. 4. Grade II chondrosarcoma in tissue (H&E staining). Several features of chondrosarcoma
are present that set them apart from enchondromas. Increased cellularity; myxoid change in the
matrix; and most importantly the invasive nature of cartilage growth around pre-existing
trabecular bone.

Copyright © 2010 Kim et al. This is an open access article (picture) distributed under the
Creative Commons Attribution License, which permits unrestricted use, distribution, and
reproduction in any medium, provided the original work is properly cited. (Kim, et al., 2010)

One can observe the degree of cartilage infiltration (blue) into pre-existing bone
trabeculae (red) in Fig. 4. This is one of the most distinct characteristics that differentiates any
grade CS from ENC. In aggressive tumors, the rate of tumor growth is faster than the rate of
osteoclasts being able to form and resorb bone. Thus, one can observe the infiltration pattern as
depicted in Fig. 4. Benign slow growing tumors, such as ENC grow in nodules that are well
contoured and delineated by bone tissue. In such cases the tumor growth is slower than the rate
of osteoclasts being able to absorb bone. Cartilage growth will be well defined and lack

infiltration characteristics, hence explaining the growth pattern.



Lastly cartilage tumors have the ability to “scallop” (not shown in picture). Cartilage
nodules will impinge the inner layer of the circumferential lamellae of the bone cortex. This
results in osteoclast resorption. Once the cortex has been pierced, the tumor can metastasize

elsewhere in the body.

1.6 Significance and Hypotheses

Since the cartilage milieu is one of hypoxia and acidosis, it stands to reason you should
minimize confounding factors that can significantly alter data interpretation and conclusions.
This can be achieved by using hypoxic/acidic fixed media that mimics the chondrocyte’s
naturally occurring environment. However, there is a paucity of research analyzing the
synergistic effect that both these stressors have on relative gene expression or cell-to-cell
communication. Often, results are reported under normoxia/pH=7.0 media conditions.
Considering the significance of hypoxia and acidosis in cartilage biology, any study that analyzes
the HIF group of proteins and its effect on downstream targets (PTHRrP/PTHR 1/SOX9 among
them), must take in account the above stated facts in experimental design. Of note, in ambient
conditions of 21% O, the half-life of HIF-1a is less than 5 minutes and it is marked for rapid
degradation (Elkins, 2002).

IDH1/IDH?2 mutants in CS are the most likely contributors to further induce HIF-10 and
prevent them from being marked for proteasomal degradation. Consequently, PTHR and SOX9
will also be upregulated, keeping cells in a proliferative state and delaying their eventual
hypertrophy. In order to elucidate the above-mentioned relationships, we analyze the relative
gene expression of four genes of interest: PTHR 1, SOXY9, IDHI, and IDH? in reference to the
actin beta (4CTB) housekeeping gene in all four conditions: hypoxia/acidosis, hypoxia only,
acidosis only, and normoxia/pH=7.0. Both /8S¥rRNA and GAPDH were excluded as possible
housekeeping candidates due to their active role in hypoxia. We hypothesize that IDH1/IDH?2
will be more upregulated in CS, specifically IDH1 in JJ012 and IDH2 in SW1353 in
comparison to IDH expression in primary chondrocyte (CONS). Moreover, combined
hypoxia/acidosis positively upregulates expression of PTHR1 compared to both stressors
alone in primary chondrocytes (CONS), and expression is further exacerbated in

chondrosarcoma grade I1: JJ012 (/DH1 mutant) and SW1353 (/DH2 mutant).



CHAPTER 2
MATERIALS AND METHODS

Work undertaken for this thesis was approved by ODU Institutional Biosafety Committee #1182126.4.

2.1 Cell Culturing

JJO12 cells were kindly donated by Dr. J Block (Rush University Medical Center,
Chicago, IL USA).

Newly thawed SW1353 and JJ012 cells were plated in T75 flasks with Dulbecco’s
modified eagle medium (DMEM); 10% chondrocyte growth supplement and 1% streptomycin.
Once the cells reached 80-90% confluency, they were trypsinized, resuspended in
normoxia/pH=7 DMEM, and 0.5ml of the cell suspension (approximately 1x10° cells) was
plated in 4.5ml of normoxia/pH=7 DMEM in a T25 flask. The same process was repeated for
three additional experimental conditions: normoxia/pH=5.5 (acidosis); hypoxia/pH=7 and
hypoxia/pH=5.5. The normoxia-treated flasks were incubated at 37°C in humidified 5% CO- and
20% O for 48 hours. The hypoxic-treated flasks were incubated at 37°C in humidified 5% CO-
and 5% O» (balanced with 90% N>) for 48 hours. In order to equilibrate the oxygen tension, all
media used for hypoxic treatments were de-gassed 48 hours prior to plating by keeping the
media in the hypoxic induced chamber. Moreover, the T25 empty flasks were de-gassed one
hour before plating the cells. The media was adjusted to acidic level of pH=5.5 by adding 1M
HCI solution in the DMEM and measured by the AB15 pH meter probe (Thermo Fisher

Scientific).

2.2 RNA Extraction and cDNA Synthesis

After 48 hours, the JJ012 cells were lysed inside the flasks by adding 350uL Trizol and
left at room temperature for 10 minutes. An equal volume of 99.5% ethanol was added to the
lysate. The RNA extraction for SW1353 was completed using ISOLATE II RNA MiniKit
(Bioline, Swedesboro, New Jersey. Cat No. BIO-52071) following the manufacturer’s
guidelines. The RNA concentration for both cell lines was measured using Nanovue Plus
Nanodrop (GE Healthcare, Little Chalfont, UK). cDNA synthesis was achieved using
SensiFAST™ ¢DNA Synthesis Kit (Bioline, Swedesboro, New Jersey. cat. No.BIO-65053)
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following the manufacturer’s recommended steps. cDNA concentration was measured using the

Nanovue Plus Nanodrop.

2.3 RT-qPCR

RT-qPCR was performed to measure the relative fold expression of each gene for each
cell line. The PCR Mastermix (PM) was prepared first by adding 12.5uL. SYBR Green
Mastermix multiplied by the number of wells needed. Next, 10.5uL nuclease-free grade water
was added multiplied by the number of wells needed. Each well contained the following
components: 23l of PM; 1ul of the appropriate primer and 1ul of cDNA for each of the
assigned conditions. In total, each well contained 25ul of solution and was run in triplicates for
each treatment. Additionally, each primer had its own quality control (QC) well that received
23ul PM; 1ul primer and 1pl nuclease-free water for a total of 25pl.
Primers used:
RT2 PCR Primer Set for Human PTHIR (NM_000316). RT? qPCR Primer Assay (Qiagen,
PPH00740A-200)
RT? qPCR Primer Assay for Human SOX9 (NM_000346). RT? qPCR Primer Assay (Qiagen,
PPHO02125A-200)
RT? gPCR Primer Assay for Human IDH1 (NM_005896). RT?> qPCR Primer Assay (Qiagen,
PPH06067A-200)
RT? gPCR Primer Assay for Human IDH2 (NM_002168). RT?> qPCR Primer Assay (Qiagen,
PPHO07326A-200)
RT? qPCR Primer Assay for Human ACTB (NM_001101). RT? qPCR Primer Assay (Qiagen,
PPH00073G-200)

2.4 Data Analysis

Relative gene expression for PTHR 1, SOX9, IDHI and IDH?2 were measured relative to
the ACTB housekeeping gene expression. Cq values were generated in the RT-qPCR for each
gene for all four treatments: hypoxia/acidosis, hypoxia only, acidosis only, and normoxia/pH=7.
Since there were a minimum of three data points for each experiment, the standard error of mean
was calculated for each Cq value, which was negligible. Next, AACq values were calculated for

each gene of interest in relation to ACTB. The fold expression values were normalized in log2 in
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relation to their respective gene expression in normoxia/pH=7 to determine which genes were
up- and down-regulated.

A two-way analysis of variance ANOVA (nonparametric) was conducted for each gene
followed up by Bonferroni post-test to pinpoint the source of variance between the treatments
within each cell line. For D-2-Hydoxygluterate data, a one-way ANOVA (nonparametric) was
applied followed by Tukey’s test. The significance value was set at p<0.05. GraphPad Prism

software was used to generate the graphs with built-in mean and standard error of mean (SEM).

2.5 Cell Proliferation Assay

In order to further elucidate the differences between the JJ012/SW1353 and the primary
chondrocyte CONS5, 10* cells were initially plated for each cell line in every individual well of a
6-well plate on three different plates. Each well was assigned a specific day 1-5. The wells
labeled as “day 1” were washed with PBS and trypsinized after 24 hours. The cells were
centrifuged, resuspended in 1ml of DMEM, and counted using a hemocytometer for each cell
line. After 48 hours the wells labeled as “day 2 underwent the same process. This procedure
was repeated up to day 5. Data for the growth curve was plugged in Prism to generate a graph

with all three cell lines including their doubling rate.

2.6 D-2-Hydroxyglutarate Assay (Colorimetric)

D-2-hydroxygluterate concentration levels in SW1353, JJ012, and CONS cell lysate were
measured by using a colorimetric assay kit (ab211070) according to manufacturer’s
recommendations (Abclonal). The IDH1/IDH?2 mutants in JJ012 and SW1353 were indirectly
confirmed due to elevated D-2-HG elevated concentration levels when compared to the IDH
wild type CONS. In primary chondrocytes, D-2HG levels are minimal. The cell lysates were

derived by cultures that were grown in normoxia/pH=7.

2.7 Puromycin Selection and Lentiviral Transfection

The lentiviral clone, CAG-GFP lentivirus, was used to transfect JJ012 and SW1353 cells.
One of the genes included in the vector is PuroR, which confers puromycin resistance to the cells
once they have been successfully transfected. The minimum puromycin level needed to kill each

cell line was determined prior to transfection. Cancer cells respond differently to puromycin
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selection, with reports from 200-400ng/ml in fibrosarcoma (Zhong, 2007) to as high as
5000ng/ml in human breast cancer cells (Johnstone, 2008). To our knowledge, no published
report exists on the puromycin concentration needed for chondrosarcoma cells (Thermo Fisher
Scientific, 2019). Following manufacturer’s recommendations, serial dilutions were performed to
determine the optimal puromycin concentration for JJ012 and SW1353 chondrosarcoma cells. In
each well, 160,000 cells were plated in a 96-well plate in triplicates for each dilution and each
separate chondrosarcoma cell line. Then, 120ul of Dulbecco’s modified eagle medium (DMEM)
with 10% chondrocyte growth supplement and no antibiotic were added to each well. The plate
was incubated overnight at 37°C at 5% COz and 20% O.. The puromycin stock, 10mg/ml in
distilled water, sterile filtered (alfa aesar by Thermo Fisher Scientific, J67236) was serially
diluted in increments of 1000ng/ml from 10,000ng/ml to 1000ng/ml. The following day, the
media was aspirated and replaced with 120ul per well of the puromycin-rich DMEM at the
appropriate concentrations. The plate was incubated at 37°C at 5% COz and 20% O>. Results
were observed and photographs captured using BX-51 phase contrast microscope at the two-day
mark and at the four-day mark with the media replenished on the second day (data not included).
In the end of the fourth day, cell death was observed in all concentrations except the control cells
with no puromycin. This was an indicator that the minimum puromycin concentration needed
was at sub 1000ng/ml. In order to obtain precise results, the titration was repeated with finer
increments of 100ng/ml ranging from 1000ng/ml to 100ng/ml and control cells with no antibiotic
added. Pictures were taken using phase contrast BX-51 microscope at the two- and four-day
marks. Based on those results, it was determined that the minimum concentrations of puromycin
that result in complete cell death for JJ012 and SW1353 are 400ng/ml and 500ng/ml respectively
(Fig. 5).

Once the minimum puromycin concentration was determined for SW1353 and JJ012, the
cells were transfected with the lentiviral clone, CAG-GFP (Cellomics Technology, Halethorpe,
MD). On day 1, 10 cells per well were plated on DMEM with 10% growth factors and 1%
penicillin/streptomycin in a 24-well plate. Four rows (2 wells per row) were plated representing
four distinct multiplicities of infection (MOI=10,5,1 and 0). On day 2, the transduction media
was prepared at the right dilution for each MOI. Polybrene was used to increase the efficacy of

the viral infection. However, since it can be toxic for the cells, it was diluted from its original
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concentration of 10mg/ml (10pg/ul) to 5.0pg/pl in up to Sml of growth media (0.5ml/well x 10
wells.) The formula used to calculate the amount of lentivirus needed/MOI was:

Total transducing unit (TU) needed = number cells/well x desired MOI

Total volume of lentivirus = TU/ (108 TU/ml constant value)

MOI=10; (2 wells x 10* cells x 10)/10%= 0.002ml (2.0pl) lentivirus/well (4 pl lentivirus in

Iml polybrene media for 2 wells)
MOI= 5; (2 wells x 10* cells x 5)/10%= 0.001ml (1.0ul) lentivirus/well (2 ul lentivirus in
Iml polybrene media for 2 wells)

MOI=1; (2 wells x 10* cells x 1)/10%= 0.0002ml (0.2pl) lentivirus/well (0.4 ul lentivirus

in 1 ml polybrene media for 2 wells)

The plate was centrifuged at 800g for 30 minutes and incubated at 37°C at 5% CO». On
day 3, the media was aspired from the wells and new media with no antibiotic was added to
allow enough time for the expression of the puromycin-resistant gene. On day 5, the media was
aspirated, and puromycin-rich media was introduced at the appropriate determined
concentrations for JJ012 and SW1353. Then the cells were checked for survivability. All cells
under MOI 10, 5 and 1 survived and expressed GFP, indicating a successful transfection, while
the control cells without the antibiotic-resistant gene died after the second round of treatment
with the puromycin-rich media. Images of the successful transfection of the cells were captured
using a BX-51 phase contrast microscope in Fig. 10. Cells from MOI 10, 5, and 1 were pooled
together and plated in a T-25 flask for each cell line. Cells were kept under puromycin selection
for approximately one month, then they were frozen at -80°C for 24 hours in DMSO, followed
by further freezing and storage in liquid nitrogen at -196°C.
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Fig. 5. Puromycin selection for JJO12 (row A/C) and SW1353 (row B/D).

Cells were evaluated every two days and the minimum puromycin concentration that resulted in
complete cell death after 4 days was the concentration used for the lentiviral experiment. Based
on the phase contrast images at 10X magnification, complete cell death for JJO12 was observed
at 400ng/ml (0.4pg/ml). This is marked with distinctly darker and shrinking cells as opposed to
healthy-looking ones, which appear bright from the inside. See higher concentrations for a
comparison basis. Using the same parameter, for SW1353 the lowest concentration under which
complete cell death was observed was at 500ng/ml (0.5pg/ml).
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CHAPTER 3
RESULTS

3.1 RT-gqPCR Cycles, Melt Curves and Melt Peaks

Denaturation is the first step in the PCR reaction. The thermocycler in the CFX Connect
Real-Time System (BIO-RAD; Hercules, CA) reaches approximately 95°C, which causes the
double stranded DNA helix to unwind into two, single stranded (ssDNA) chains. This phase lasts
for 10 minutes. During the annealing phase, the temperature drops to 60°C which allows the
primers to attach to the appropriate end of the target sequence for the next minute. At the onset
of the extension phase (5 seconds), the temperature slightly increases from 60°C to 65°C. DNA
polymerase attaches to the primers and allows the addition of nucleotides which are
complementary to the DNA template. This results in extended double stranded DNA (dsDNA).
SYBR Green binds to the newly synthesized DNA and fluoresces as the reaction progresses. The
fluorescence accumulates and is measured after each cycle. The Cq value measured represents
the intensity of the fluorescence above the background level. The above steps were repeated for
40 cycles, followed by melt curve analysis from 65°C to 95°C in 0.2°C increments to ensure melt

point temperature consistency in each primer set (Fig. 6; Fig. 7).

Amplification
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Fig. 6. RT-qPCR amplification (CONS5). SYBR green value amplification in Relative
fluorescence units (RFU) in relation to how many cycles are needed for each primer set to

generate a signal in primary chondrocyte cells (CONS5) The same steps were followed for the two
CS: 1J012 and SW1353 to generate Cq values.
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Fig. 7. RT-qPCR Melt Curve and Melt Peak (CONS). Each prominent spike represents melting
peaks of a given gene: To ensure that the primers melting peak was consistent the temperature
range was determined along with the standard deviation (SD) and Standard error of mean (SEM):
SOX9 — 85.6°- 85.8° (SD=0.1/ SEM = 0.029); ACTB — 84.8° - 85.0° (SD=0.16 / SEM =0.04),
PTHR1 - 82.6° - 83° (SD=0.13 / SEM=0.04); IDH1- 77.2°- 77.8° (SD=0.21 / SEM=0.06); IDH2
—82.0° - 82.2° (SD=0.09 / SEM=0.028)
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Cq values were generated at the end of each RT-qPCR experiment.

Relative fold expression AACq = 2-(Gene ofinterest Cq-ACTE Ca) \yqg calculated for all 4 experimental
conditions: hypoxia/acidosis; hypoxia/pH=7; normoxia/pH=5.5; normoxia/pH=7.

The ratio value was calculated in relation to our experimental control normoxia/pH=7 and the

value normalized on 10g21 AACq (experimental condition) / AACq (Control normoxia/pH=7)

3.2 Aggressive Growth of JJ012 vs SW1353 and CONS
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Fig. 8. Cell proliferation linear and log graph. JJ012 grade II chondrosarcoma cell line displays a
rather aggressive growth pattern (exponential). Doubling time was approximately 23-24 hours (1
day). In contrast, the same grade chondrosarcoma SW1353 is comparatively identical to the
primary chondrocyte CONS cell line. For both cell lines, the doubling time is approximately 46-
48 hours (2 days).
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SW1353 and JJO12 are both classified as primary human chondrosarcoma grade II even
though they exhibit distinct morphological features. Not to be confused with tumor stage, the
tumor grade takes into consideration the cell’s abnormality and its pleomorphic qualities under a
microscope. Stage tumor defines the metastatic ability of these tumors to spread elsewhere in the
body. In our case, the grade of these cell lines was easily traceable, but not the stage due to

confidential patient information and IRB guidelines.
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Fig. 9. SW1353/CON5/1J012 phenotypical profile. The enlarged nuclei can be observed in JJ012
and SW1353. In addition, there are mitotic figures present in both cell lines. Due to their
aggressive nature, JJO12 can be more closely associated with dedifferentiated chondrosarcoma
than conventional grade II CS. As a reference point, CONS provides distinct morphological
differences with hypo chromatic nuclei that are 2-3 times smaller than those of CS.

SW1353"

Fig. 10. Chondrosarcoma-CAG-GFP lentivirus clone transfection. Successful viral transfection
was confirmed by the survival of SW1353/JJ012 under puromycin selection as well as
expression of GFP under BX-51 phase contrast microscope FITC setting. JJO12 showing clear
distinct atypia and increased nucleus size. SW1353 phenotypically are closer to primary
chondrocytes.
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The JJ012 cell line was obtained from a 39-year-old male. Its aggressive nature can be
highlighted by the fact that it has a doubling time of approximately 24 hours (Fig. 8). They are
mainly polyhedral in shape, contain enlarged hyperchromatic nuclei, and are often binucleated.
Mitotic figures are common, and there is distinct cell atypia and pleomorphism (Fig. 9). They
have developed eosinophilic cytoplasmic extensions since most of their metabolism is directed
not at producing extra cellular matrix (ECM), but multiplying (Fig. 9; Fig. 10). This has led some
researchers to treat this cell line as more closely related to dedifferentiated chondrosarcoma
(Nakagawa, et al., 2019). On the other hand, SW1353 originated from the right humerus of a 72-
year-old female in 1977. In appearance and doubling time, they resemble CONS5 cells. Unlike
CONS, SW1353 exhibit moderate cell atypia and pleomorphic characteristics. Lastly, the CONS
primary cells were isolated from a healthy 25-year-old female. Size of the cell nuclei are
considerably smaller than those of SW1353 and JJ012, and there is a lack of mitotic activity and

cellular atypia.

3.3 Hypoxia/acidosis PTHR1 upregulation in CONS

PTHRI/ACTB

p<0.001 p<0.05 E3 SWI1353

p<0.001 E3 Jol2

E3 CON5

Relative Fold Change (Log2)

Fig. 11. PTHRI relative gene expression. The log2 fold change in PTHR expression is shown
for each cell line in all three conditions: hypoxia/acidosis, hypoxia, and acidosis. Since the
relative fold change was normalized in log2, positive values represent upregulation from the
control condition in normoxia/pH=7, while negative values show downregulation from the
control. Due to that data transformation, gene expression values between 0-1 in either direction
are described as marginally/slightly downregulated or upregulated depending on the direction.
Whereas, expression values greater or smaller than 1 are described as significantly upregulated
or downregulated from the control.
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There is a difference in PTHRI expression between the cell lines in each condition: In
hypoxia /acidosis, CON5 and SW1353 are significantly upregulated (2.10 + 0.835 SEM and 1.77
+ 0.37 SEM respectively). JJ012 is slightly downregulated (-0.33 = 0.08 SEM). This expression
is significantly different: JJ012 versus CONS5 p<0.001 and JJO12 versus SW1353 p<0.01).

In hypoxia only, SW1353 is slightly downregulated (-0.18 + 0.2533 SEM); JJ012
upregulated (+1.85 £ 0.31) and CONS is upregulated (1.29 + 0.04). This expression between cell
lines is significant: JJO12 versus SW1353 (p<0.001) and CONS versus SW1353 (p<0.05). (Table
1).

Lastly, when acidosis is the only stressor, CONS and SW1353 are slightly upregulated
(0.8440.03 SEM and 1.00+0.31 SEM respectively) while JJ012 is downregulated (-1.04+0.12
SEM). The difference in expression is significant (p<0.01 for both cell lines) when compared to
JJ012 (Table 1). Overall, PTHR1 was upregulated in all conditions in the primary chondrocyte,
with the largest expression in the combined conditions. Hypoxia had an upregulating effect on
JJ012, while acidosis induced downregulation. Their synergistic effect was one of marginal
downregulation. These stressors had opposite effects on SW1353 and resulted in significant

upregulation in combined conditions in Fig. 11.

3.4 Acidosis dependent upregulation of SOX9 in CONS
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Fig. 12. SOX9Y relative gene expression. The log2 relative fold change in SOX9 expression is
shown for each cell line in all three conditions: Hypoxia/acidosis, hypoxia, and acidosis. The
most notably significant difference is the acidosis dependent (>2.0 log fold change) upregulation
of SOX9 expression in CONS cells, and largely independent relationship from hypoxia condition.
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There is a difference of SOXY9 expression between the cell lines in each condition: In
hypoxia /acidosis, primary chondrocyte is significantly upregulated (2.36 + 0.085 SEM) and that
expression is significant when compared to JJ012 and SW1353 (p<0.001 for both) (Table 2).
Moreover, SW1353 shows negligible difference from normoxia/pH=7 with (0.05+0.16 SEM) log
fold upregulation, while JJ012 is downregulated (-0.84+0.06 SEM) (Fig. 2).

Hypoxia alone, induces marginal SOX9 expression in JJ012 (0.44+0.20 SEM) and
downregulates it in the other two cell lines: (-0.75+0.19 SEM) in SW1353 and (-0.74+0.0889
SEM) in CON5. Moreover, the difference in expression between cells is significant (JJO12 vs
SW1353 p<0.01; JJ012 vs CONS5 p<0.001) (Table 2).

In acidosis only, SOX9 expression in primary chondrocyte is similarly over expressed
(2.60 = 0.90 SEM) log fold change just like in the combined condition. In the other two
chondrosarcomas that expression shows marginal variation from the base. In JJ012, SOX9
expression is slightly downregulated (-0.114+0.39 SEM) and in SW1353 slightly upregulated
(0.55 £0.035 SEM). The expression is significantly different between cells: (CONS vs JJ012
p<0.001; CONS5 vs SW1353 p<0.001) (Table 12).

3.5 IDH1 unaffected by hypoxia/acidosis in SW1353/CONS and sensitive to both hypoxia
and acidosis in JJ012

IDHI1/ACTB
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Fig. 13. IDH| relative gene expression. The log2 fold change in IDH1 expression is shown for
each cell line in all three conditions: Hypoxia/acidosis, hypoxia, and acidosis. Notice the
negligible change of expression in SW1353 and CONS5 from the control in all conditions. JJ012
is an /DH] mutant, while CONS is an /DH wild type.
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In the combined conditions of hypoxia/acidosis, IDH1 expression in SW1353 was
slightly downregulated (-0.15 + 0.2025 SEM); in JJ012 it was upregulated (1.19 = 0.31 SEM)
and in CONS it showed slight upregulation (0.14 + 0.2255). This expression was significantly
different between JJ012 and SW1353 (p<0.001) as well as between JJ012 and CONS5 (p<0.01).

Under the effects of hypoxia alone, IDHI expression in SW1353 was marginally
upregulated from the control (0.04 + 0.1015 SEM); in JJ012, it was slightly more upregulated
(0.50 £0.18 SEM) and in CONS, it was slightly downregulated (-0.15 = 0.0441 SEM). There was
no statistically significant difference of IDHI expression between the cells in hypoxia alone.

Lastly, when acidosis is the only stressor, IDHI expression in SW1353 was slightly
upregulated (0.37 £ 0.1572 SEM); in JJ012, it was downregulated (-0.83 = 0.29 SEM) and in
CONS, it was minimally downregulated (-0.07 + 0.0808 SEM). There is a significant difference
in expression between JJ012 since it was downregulated more than the other cell lines. JJ012
versus SW133 (p<0.001) and JJ012 versus CONS5 (p<0.05).

Overall, in SW1353 and CONS there was a minimal up/down regulation of /DH1

expression across all three experimental conditions from the control (normoxia/pH=7).

3.6 Acidosis driven IDH?2 expression in SW1353/CONS and upregulated synergistic effect
in JJ012
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Fig. 14. IDH? relative gene expression. The log2 fold change in IDH?2 expression is shown for
each cell line in all three conditions: Hypoxia/acidosis, hypoxia, acidosis. Notice the consistent
and significant upregulation of all three cell lines under acidosis alone.
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IDH? expression in all three cell lines is upregulated under the combined conditions:
SW1353 (0.85+0.1530 SEM); JJ012 (1.54 + 0.19 SEM) and CONS (2.10 + 0.835 SEM). There
is no statistically significant difference in /DH?2 expression between the cells.

Hypoxia alone, upregulates /DH?2 expression in JJ012 (1.36 + 0.42) while it
downregulates it in CONS (-0.46 + 0.0781 SEM) and slightly upregulates it in SW1353 (0.22 +
0.1172 SEM). The expression is significantly different between JJ012 and SW1353 (p<0.01) as
well as between JJ012 and CONS (p<0.001).

Lastly, when acidosis is the only stressor, the IDH2 expression is upregulated in all cells :
SW1353 (1.58 £ 0.1495 SEM); JJ012 (1.47 £ 0.28 SEM) and CONS (2.02 £+ 0.0984 SEM). The
upregulation was similar in all three cell lines therefore there was no statistically significant

difference in /DH?2 expression.

3.7 D-2-Hydroxygluterate elevated concentration levels in Chondrosarcoma
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Fig. 15. D-2-Hydroxygluterate concentration levels. There is a significant increased
concentration of D-2-HG in JJ012 (621.9 nmol/pl) and SW1353 (361.6 nmol/pl) in comparison
to CONS (59.6 nmol/ul). The cell lysate from where the D-2-HG concentration was measured
was harvested in cultures grown in normoxia/pH=7.

D-2-HG is an oncometabolite and is highly produced in cells that harbor IDHI/IDH?2
mutations. /DH wildtype will convert isocitrate into a-ketoglutarate, therefore D-2-HG levels

should be minimal. The difference between a-ketoglutarate and D-2-HG consist of a single
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replacement of an oxygen atom with a hydroxyl group. D-2-HG was the most elevated in JJ012,
followed by SW1353 and lowest in CONS (Fig. 15). There is a significant difference in
concentration level between the cell lines: (JJO12 vs CONS5 p<0.001); SW1353 vs CONS5 p<0.01
and JJO12 vs SW1353 p<0.01) (Table 5).

3.8 Statistical Analysis

Table 1
PTHRI1 two-way ANOVA. Statistical analysis of PTHRI expression followed by Bonferroni
post-test to compare replicate means by row (the source of variance of ANOVA between cell

lines compared to each other). The (p) value interpretation: ns (not significant); * (p<0.05);
** (p<0.01); *** (p<0.001).

Two-way ANOWVA Tzblz Analyzad: PTHRIACTE

Source of Variation % of total varistion P vilus

Interaction 63.46 < 0.0001

Column Factor 0.8 00018

Row Factor 12.15 0.0127

Sovrce of Variation P value summary Significant?

Interaction A Taz

Column Factor i N

Row Factor # Y=

Source of Varistion Df Sum-ofequarss Nlzzn zquers F

Intsraction 4 16.41 4.102 16.26

Column Factor i 337 1.688 10.66

Row Factor ] 3.141 1.571 6.226

Fezidnal 13 328 0.2523

Bonforond posttssts

5W1333 ws JT012

Fow Factor 5W1353 JI012 Diferzncs ©3% CI of diff
Hypomia' Acidosis L77 -40.3333 -1.103 -3.624 to -0.5822
Hypoxiz 01767 1.85 2.027 0.6661 to 3.387
Aridosiz 08047 -1.03% -1.032 -3.553 to -0.5105
Fow Factor Diference t B valus Summary
Hypomia Acidosiz -1.103 4.387 BD01 i

Hypoxia 2.027 4043 B0 001 ki

Aridosiz -1.032 4.431 B0.01 i

%1353 ws CONS

Row Factor 5W1353 CON3 Difersnce 05% CI of diff
Hypoxia'Acidosis 1.77 2.005 0.325 -1.341 t0 1.901
Hypoxiz 01767 122 1.467 -0.05440 to 2.988
Aridosiz 08047 0.84 -0.1567 -1.678 1o 1.364
Fow Factor Diference t B valus Summary
Hrpomia Acidosiz 0325 0.6471 B> 0.035 e

Hyponia 1.467 ERiey B<0.05 *

Aridosiz -0.1567 0.3417 B> 0.03 g

JI012 ws CONS

Row Factor JI012 CON3 Diference 05% CI of diff
Hrpomia Acidosiz -0.3333 2.005 1.428 0.8071 10 5.940
Hypoxia 1.85 1.22 .36 -2.081 to 0.9612
Aridosis -1.035 .84 1.875 0.2087 to 3.541
Fow Factor Diferenca t B valus Summary
Hypomia' Acidosis 1.428 5.206 B<.001 b

Hypoxia .36 1.221 B> 0.05 s

Aridosis 1.B75 3.733 B-20.01 i




For PTHR1 expression, Bonferroni posttest shows a significant row factor relationship
between SW1353 and JJ012 in the combined conditions (p<0.01), in hypoxia (p<0.001), in
acidosis (p<0.01). Between SW1353 and CONS there is no significant difference in the
combined conditions (p>0.05) and acidosis (p>0.05). However, in hypoxia the difference is
significant (p<0.05). Between JJ012 and CONS, there is a significant difference in PTHR ]
expression in the combined conditions (p<0.001), and in acidosis only (p<0.01). While no

difference was observed due to hypoxia alone (p>0.05).

Table 2
SOX9 two-way ANOVA. Statistical analysis of SOX9 expression followed by Bonferroni post-
test to compare replicate means by row (the source of variance of ANOVA between cell lines

compared to each other). The (p) value interpretation: ns (not significant); * (p<0.05);
** (p<0.01); *** (p<0.001).

Two-way ANOWA Tabla Anslyzad: SOX0ACTE

Source of Varistion % of total varistion B valos

Interaction 43 68 < 0.0001

Column Factor 33351 < 0.0001

Row Factor 18.44 < 00001

Source of Varistion P value summary Significant?

Interaction A Taz

Column Factor A Yes

Row Factor A Yes

Source of Variation Df Svm-ofsquarss hizzn sgquars F
Interaction 4 17.33 4.331 45.04
Caolumn Factor 2 13.22 6.608 687
Fuow Factor 2 7316 3.858 38.03
Fesidual 15 1.443 0.0881%

BonEmond postiests

SW1353 vs JT012

Fuow Factor SW1353 JI012 Diference 25% CT of diff
Hypoxia'Acidosiz 0.045 -0.24 -0.BB3 -1.201 to 0.03080
Hyponia -0.73 0.4433 1.123 0.2775 to 2.100
Aridosis 0.545 -0.1133 06583 -1.574 to 0.2575
Row Factor Diferencs t P value SUMEy
Hypoxia'Acidosis -0 8BS 3.126 P05 *

Hypoxiz 1.183 41215 B<0.01 b

Acidoziz -0.8583 2.325 B> 0.03 nE

SW13533 wg CONI

Row Factor 5W1353 CONS Diferenca ©3% CI of diff
Hypoxia'Acidosis 0.045 2386 23515 1.390 10 3.231
Hypoxis -0.75 -0.74 0.01 -0.8058 000258
Aridosiz 0.545 26 2.055 1.139 10 2.671
Row Factor Diffrance it B valus Summary
Hypoxia'Acidosis 2315 8177 P00 001 i

Hypoxis 0.01 0.03532 B>0.05 ns

Aridosis 2055 7158 P00 001 i

JI012 ws CONS

Row Factor J1012 CON3 Diferenca 03% CI of diff
Hypoxia'Acidosis -0.84 1386 3.2 1.38] to 4.010
Hypomia 0.4433 0.74 -1.183 -2.002 to 03642
Aridosis 40.1133 28 2.713 1.894 10 3.532
Fuow Factor Diference t B valus Summaeny
Hypoxia'Acidosis 31 12.64 D<20.001 b

Hypoxia -1.183 4.673 D=00.001 i

Aridosis 2.713 10.71 B (01 b

24
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For SOX9 expression, Bonferroni posttest shows a row factor relationship between
SW1353 and JJO12 in the combined conditions (p<0.05) and hypoxia (p<0.01). While no
significant difference is observed under acidosis (p>0.05). Between SW1353 and CONS there is
no significant difference of SOX9 expression in hypoxia. However, in combined conditions and
acidosis the difference is significant (p<<0.001). Between JJ012 and CONS, there is a significant
difference in all three conditions (p<0.001).

Table 3

IDH] two-way ANOVA. Statistical analysis of IDH1 expression followed by Bonferroni post-
test to compare replicate means by row (the source of variance of ANOVA between cell lines
compared to each other).

Two-way ANOVA Table Analyzad: IDHIACTE

Source of Viaristion % of total waristion P valuz

Interaction 63.03 < 0.0001

Column Factor 5.31 0.1558

Fuow Factor 17.28 0.0069

Source of Variation P vzlue summany Significant?

Interaction b Yes

Column Factor nz Mo

Fow Factor b ez

Source of Variation Df Sum-ofsquarss Nlzzn sguers F

Interaction 4 4.843 1.136 1233

Column Factor pr 0.4166 0.2083 2070

Fuow Factor 2 1.355 0.6776 6.761

Fzsidual 17 1.704 0.1002

BonErmond  posttests

SW1353 ws JJ012

Foow Factor §W1333 JI012 DifErenca 05% CI of diff
Hypoxia'Acidosiz 01533 112 1.343 0.4262 to 2.260
Hypoxiz 0.04 0.5 046 -0.3603 w0 1.280
Acidosiz 0.37 083 -1.2 -2.020 to 0.3787
Fow Factor Diference t Pvalus Summary
Hypoxia'Acidoziz 1.343 4648 B<D.001 s

Hypoxia 0.46 1.78 B>0.03 nz

Acidosiz -1.2 4642 B<0.001 e

SW1333 wz CONS

Fuow Factor 8W1353 CON3 Diffrenca 05% CI of diff
Hypomia'Acidoziz 01533 0.14 0.2833 05270 w1114
Hypoxia 0.04 -0.1533 -0.1933 -1.014 to 0.6270
Arcidosiz 0.37 0.07 -0.44 -1.260 to 0.3803
Row Factor Diference t P value Summary
Hypomia'Acidosiz 0.2833 1.135 B> 0.03 ns

Hypoxiz 01833 0.748 B=0.03 nx

Acidosiz 044 1.702 B=0.03 nx

JI012 ws CON3

Fow Factor JI012 CONS Diffrance D05% (I of diff
Hypoxia'Acidoziz 112 0.14 -1.03 -1.867 o 0,132
Hypoxia 0.5 -0.1533 -0.6333 -1.474 to 0.1670
Arcidosiz 083 -0.07 0.76 -0.06029 to 1.580
Fow Factor Driference t B valus Summary
Hypoxia'Acidosiz -1.03 3.633 B<0.01 w*

Hypoxia -0.6333 2538 B>0.03 nz

Acidosiz 0.76 284 P<0.05 *
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For IDH1 expression, Bonferroni posttest shows a row factor relationship between
SW1353 and JJ012 in the combined conditions (p<0.001) and acidosis (p<0.001). While no
significant difference is observed under hypoxia (p>0.05). Between SW1353 and CONS there is
no significant difference of IDH1 expression in any of the conditions (p>0.05). Between JJ012
and CONS, there is a significant difference in the combined conditions (p<0.01) and acidosis

(p<0.05). While no significant expression was observed under hypoxia (p>0.05).

Table 4

IDH? two-way ANOVA. Statistical analysis of IDH?2 expression followed by Bonferroni post-
test to compare replicate means by row (the source of variance of ANOVA between cell lines
compared to each other).

Two-way ANOVA Tablz Anslyzad: IDHACTE

Source of Varistion % of total varistion D valua

Interaction 26.35 0.0005

Column Factor 11.87 0.004

Fow Factor 47.75 < 0.0001

Souwrce of Varistion P value summeny Sienificant?

Interaction b ez

Column Factor w* Yes

Fow Factor b ez

Source of Variztion Df Sum-ofFequarss Nzzn squers F
Interaction 4 4354 1.088 8.437
Column Factor pr 1.861 0.0804 T.618
Fow Factor 2 T.RED 3045 30.65
Fzzidual 18 1317 0.1287

Bonfmoni posttests

SWI13353 vs 1012

Fow Factor 8§W1333 JI012 Diference 05% CT of diff
Hypoxia'Acidosiz 0.8457 1.537 o.ge -0.2313 to 1.612
Hypoxia 0.2233 1.363 1.14 0.2177 to 2.062
Aridoziz 1.583 1.473 011 -1.052 1o 0.8123
Fow Factor Difersnce t B valus Summary
Hypomia'Acidosiz (X 2356 B> 0.05 ns

Hypoxiz 1.14 3.802 BD01 b

Aridosiz 0.11 0.3755 B>0.03 s

SW1353 ws CONS

Bow Factor SW13i3 CON3 DifErencs 05% CTof diff
Hypoxia' Acidosiz 0.B467 1.107 0.26 -0.6623 to1.182
Hypoxiz 0.2233 -0.48 -0.6833 -1.606 to 0.2350
Aridosiz 1.583 2.017 0.4333 -0.4880 10 1.356
Fuaow Factor Diference t B value Summany
Hypomia'Acidosiz 026 0.8876 B> 0.05 ns

Hypoxiz -0.6833 1333 B>0.03 n:

Aridosiz 0.4333 1.47% B>0.03 ns

JI012 ws CONS

Fow Factor JI012 CON3 DifErencs D05% CIof diff
Hypoxia'Acidosiz 1.337 1.107 .43 -1.352 to 0.4923
Hypoxiz 1.363 -0.48 -1.823 -1.746 1o 0.2010
Aridosiz 1.473 2.017 0.5433 03780 to 1.466
Fuaow Factor Diference t B value Summany
Hypomia'Acidosiz -0.43 1.468 B> 003 s

Hypoxia -1.833 6.225 B0.001 i

Aridosiz 0.3433 1.835 P> 0.05 n:
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For IDH?2 expression, Bonferroni posttest shows a row factor relationship between
SW1353 and JJ012 in hypoxia (p<0.01). While no significant difference is observed under
combined conditions and acidosis only (p>0.05). Between SW1353 and CONS there is no
significant difference of IDH2 expression in any of the conditions (p>0.05). Between JJ012 and
CONS, there is a significant difference in hypoxia (p<0.001) but not in acidosis and combined
conditions (p<0.05).

Table 5

One-way ANOVA (nonparametric) and Tukey’s comparison test. The one-way ANOVA and
Tukey’s Multiple Comparison Test established the statistical difference between D-2-HG
concentration levels between each cell line.

One Way ANOVA ofData 1

One-way analysis of variance

P value < 0.0001

P value summary A

Are means signif. different? (P < 0.05) Yes

Number of groups 3

F 62.41

R squared 0.9541

ANOVA Table SS df MS

Treatment (between columns) 475200 2 237600

Residual (within columns) 22840 6 3807

Total 498000 8

Tukey's Multiple Comparison Test Mean Diff. q Significant? P < 0.05? Summary  95% CI of diff
SW1353 vs JJ012 -260.4 7.309 Yes *E -414.9 t0 -105.8
SW1353 vs CONS 302 8.476 Yes ox 147.4 to 456.5
JI012 vs CONS 562.3 15.79 Yes ook 407.7 t0 716.9

One-way ANOVA and Tukey’s posttest established a significant difference in D-2-HG
concentration levels between JJ012 and SW1353 (p<0.01). The difference between SW1353 and
CONS was also significant (p<0.01). The most pronounced significance was observed between
JJ012 and CONS (p<0.001). Indeed, the D-2-HG level in JJ012 was 10.5-fold higher than that in
CONS.
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Table 6
Basic statistics on gene expression. The Mean and Standard Error of Mean (SEM) was calculated
for each gene and cell line under combined conditions, hypoxia only and acidosis only.

SW1353 11012 CONS
Gene Experimental Conditions Mean SEM |\I Mean SEM N Mean SEM N
PTHRI Hypoxia/Acidosis 177 0.3700001 2 -0.3333333 0.08412952 3 2.095 0.835 2
Hypoxia -0.1766667 0.2533333 3 1.85 0.3080584 3 129 0.04000002 2
Acidosis 0.9966667 031168 3 -1.035 0.115 2 0.84 0.03 2
SOX9 Hypoxia/Acidosis 0.045 0.165 2 -0.84 0.05773502 3 236 0.085049 3
Hypoxia -0.75 0.19 2 0.4433333 0.2034153 3 -0.74 0.08888195 3
Acidosis 0.545 0.035 2 -0.1133333 0.3886015 3 26 0.09 3
IDH1 Hypoxia/Acidosis -0.1533333 0.202512 3 119 0.31 2 0.14 0.2254625 3
Hypoxia 0.04 0.1014889 3 0.5 0.1769181 3 -0.1533333 0.04409586 3
Acidosis 037 0.1571623 3 -0.83 02920616 3 -0.07 0.08082904 3
IDH2 Hypoxia/Acidosis 0.8466667 0.1530069 3 1.536667 0.1946222 3 1.106667 0.1225198 3
Hypoxia 0.2233333 0.1172367 3 1.363333 0.4248268 3 -0.46 0.07810249 3
Acidosis 1.583333 0.1494806 3 1473333 02783483 3 2.016667 0.09837571 3
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CHAPTER 4
DISCUSSION

To interpret which stressor has the most significant influence on gene expression for a
given cell line, they are first evaluated separately. If one downregulates expression while the
other upregulates it, the stressor that has the most significant effect is the one that matches with

the direction of the combined effect.

PTHRI — The two main objectives of analyzing PTHR I were to observe whether the
PTHrP-IHH pathway is involved or disrupted in any way to the point where it creates a cascade
of effects leading to carcinogenesis. If PTHRI is significantly upregulated in chondrosarcoma
and downregulated in the primary chondrocyte, that would be an indicator that cells are
remaining in a proliferative state rather undergoing hypertrophy. The second objective was to
establish that hypoxia does induce PTHR expression and can become a confounding factor if
overlooked. Our results indicate that in the combined condition, PTHR is most upregulated in
CONS when compared to JJ012 (p<0.001) and SW1353 (Table 1). Not only that, but PTHR
expression remains upregulated in all three experimental conditions in the primary chondrocyte:
hypoxia/acidosis (2.10+ 0.835 SEM); hypoxia (1.29 + 0.04) and acidosis (0.84 = 0.03).

In JJO12, PTHR1 upregulated expression is sensitive to hypoxia since it is the only
condition under which it is significantly upregulated by (1.85 + 0.31 SEM) log fold change.
Under acidic conditions, it was downregulated (-1.04 + 0.12). Their cumulative effect resulted in
marginal downregulation from control (-0.33 + 0.08).

In SW1353, the PTHR1 upregulation was mainly driven by acidosis (1 + 0.3117 SEM)
since in hypoxia it was marginally downregulated (-0.18 + 0.2533 SEM) and their combined
effects resulted in upregulation (1.77 £ 0.37 SEM).

Our results show that the relative gene expression was not as elevated in chondrosarcoma
as in the primary chondrocyte. However, the PTHrP-IHH loop pathway should not be ruled out.
We have taken in consideration only half of the loop. Indeed, there is evidence that points to
Indian hedgehog proteins as the culprit. Tiet, et al. (2006) suggests that in enchondromas and
chondrosarcomas, the PTHrP-IHH pathway is largely missing. After treating normal growth

plates with PTHrP, the IHH levels were downregulated as expected. However, when the same
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treatment was applied to enchondroma and chondrosarcoma cultures, the IHH remained
unchanged at large. [HH can be a good candidate gene to be taken in consideration for future
studies. Additionally, the process of chondrocyte differentiation and maturation is a complex one
that involves many pathways that often intertwine with each another, not limited to: wingless-int
family members (wnts), fibroblast growth factors (FGFs), insulin-like growth factors (IGFs) and

hormone molecules such as: androgen, estrogen and glucocorticoids.

SOX9 — In the primary (CON5) chondrocyte, the narrative that merged from our relative
gene expression results indicate that SOXY is mainly sensitive to acidosis and independent from
hypoxia. The synergistic effect of hypoxia and acidosis is mainly driven by acidosis alone since
hypoxia by itself induced slight downregulation (-0.74 + 0.0889 SEM), acidosis had the most
profound effect (2.60 + 0.09 SEM) and the combined stressors induced upregulation (2.36 +
0.085 SEM) (Fig. 12). This is consistent with published data from other sources (Das, et al.,
2009). However, there are conflicting reports in the published literature on SOX9 expression in
cartilage. Some report downregulation (Gebauer, et al., 2005) some report both up- and
downregulation dependent on exposure time to acidosis (Das, et al., 2009). SOX9 plays a crucial
role in chondrogenesis and has direct control on a multitude of genes involved in ECM secretion,
not limited to COL2A1, COL10A1, and ACAN. The latter ones establish a predominant
hypocellular homeostatic environment with ample matrix secretion. In addition, SOX9 induces
mesenchymal stem cells to differentiate into chondrocytes, and once they have differentiated it
delays their eventual hypertrophy (Akiyama, Chaboissier, Martin, Schedl, & de Crombrugghe,
2002).

In chondrosarcoma cells, SOX9 expression was at large either downregulated in most
conditions or experienced no significant difference from the control (Table 6). This is in line
with published research. For example, Tang, et al. (2010) showed that SW1353 display low
SOX9 and Col2A41 expression, and those levels are reversed in dedifferentiated chondrosarcoma.
It might seem counterintuitive considering that SOX9 delays chondrocyte hypertrophy, but this
points to the direction that the carcinogenesis of these chondrosarcoma does not lie with SOX9
mutation but with some other genes. In our case, IDHI/IDH?2 are potential frontrunners. From a
scientific standpoint this is supported due to the increased hypercellularity, especially in JJO12.

Chondrosarcoma cells, particularly grade II and III direct much of their metabolic energy not at
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producing ECM but rather multiplying, so SOX9 expression is not as essential to their expansion
and evasive nature. A question that stands is: What causes SOXY to be significantly
downregulated in chondrosarcoma (p<0.001) in comparison to healthy cartilage in combined

conditions? This leads us to IDH1/IDH? analysis.

IDHI1/IDH? - Nakagawa, et al. (2019) showed that once the /DHI mutant was inhibited
by DS-1001b inhibitor in grade III chondrosarcoma, the SOX9 expression went back up. This can
elucidate why SOX9Y levels were depressed in the chondrosarcomas. However, the mechanism by
which it does so needs further investigation and is a good direction for future studies. JJ012
heterozygous /DH] mutation is somatic in origin in the R132G allele region via (CGT>GGT)
missense mutation while SW1353 harbor /DH?2 gene mutation in the R172S region (Suijker,
2015). Indeed, our results showed that IDHI was upregulated in the combined condition in JJ012
(1.19 £ 0.31 SEM). (Fig. 13). The expression was significant compared to SW1353 (p<0.001)
and to CONS5 (p<0.01) (Table 3). This further highlights the conclusion that JJ012 is sensitive to
both these stressors due to the /DHI mutation that it harbors. Interestingly, acidosis and hypoxia
on their own had opposite effects, with the former downregulating it (-0.83 = 0.29 SEM) and the
later upregulating it (0.50 = 0.18 SEM). Additionally, D-2-HG concentration levels in JJ012 cell
lysate were significantly more elevated (p<0.001) or 10.5-fold higher when compared to that of
CONS (Table 5). Lastly, SW1353 and CONS5 expressed no meaningful difference in any of the
conditions compared to the control since they are not /DH] mutants.

Our expectation for /DH?2 expression was that it was going to be significantly more
upregulated in SW1353 when compared with the other two cell lines. Our results indicate that
IDH? is heavily driven by acidosis and that is observable in all three cell lines (Fig. 14). The key
data that helped to elucidate the acidosis dependent relationship was derived by the gene
expression in CONS. Hypoxia slightly downregulated the expression (-0.46 + 0.0781 SEM);
acidosis significantly upregulated it (2.02 = 0.0984 SEM) and their combined effect resulted in
upregulation (1.58 + 0.1495 SEM). In some ways it was irrelevant whether a cell line was an
IDH?2 mutant or a wild type because they were all induced by acidosis.

IDH1/IDH?2 expression were expected to be elevated in JJO12 and SW1353 but the
question that emerged from our gene expression data is: why does /DH wild type CONS5 show

elevated expression of /DH2 expression in acidosis? Especially since the D-2-HG concentration
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levels in CONS were 10.5-fold and 6-fold lower than those of JJ012 and SW1353 respectively.
As described in the procedure, the cell lysate used to measure the D-2-HG were obtained from
cells that were grown in normoxia/pH=7. The D-2-HG concentration levels produced in hypoxia
and acidosis were not measured. This would be an excellent direction and quantifiable data point
to further support the gene expression data. Indeed, there is some evidence that indirectly
supports the idea that acidosis induces decreased levels of a-KG. Intlekofer, et al. (2017) showed
that in response to acidosis (pH=6.0, similar to what hypoxic cells experience), L-2-HG was
elevated, and a-KG was reduced by about four-fold. To my knowledge, D-2-HG has not been
tested under acidic condition. However, D/L-2-HG are chiral (enantiomer) molecules with
similar function to inhibit a-KG. One would expect elevated D-2-HG and downregulated a-KG

levels in acidosis just like the ones recorded for L-2-HG.

Hypoxia/Acidosis — From our gene data, we can conclude that inducible hypoxia and
extracellular acidosis play a significant role in altering gene expression in all three cell lines
under investigation whether individually or combined. Our experiment design included two
chondrosarcoma grade II and one primary chondrocyte cell line grown in four experimental
conditions: hypoxia (5% oxygen), acidosis(pH=5.5), normoxia/pH=7.0 and hypoxia/acidosis.
For future experiment designs, I would suggest that instead of having one fixed pH of acidosis to
incorporate a pH range. For example, pH from 6.0-7.0 divided into increments of 0.2. Moreover,
to develop a better understanding of the effects of hypoxia, cells can be grown in 1% oxygen in
addition to the 5% and 21% oxygen levels. As previously discussed, chondrocytes are exposed to
an oxygen gradient that changes in deeper layers of cartilage. 5% oxygen inducible hypoxia used
in our study can be applicable more to the resting chondrocytes but not mirror the oxygen
exposure in cells found in deeper cartilage layers such as in the proliferating and hypertrophic
zones. This would provide further data to build a comprehensive comparison between
experimental conditions, cells, and genes of interest.

In our study, the three samples represent three distinct age groups. CONS5 —female, mid
20s; JJO12 — male, late 30s; and SW1353 — female, early 70s. We know that age plays an
important role in chondrosarcoma. The predominant number of cases are reported between the
ages of 30 and 60 at a 1:1,000,000 incidence. However, the age of the third group (70+) are even
more susceptible to develop it (Hogendoorn, et al., 2010). Chondrogenesis is a highly regulated
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process by many sex hormones not limited to PTHrP, the female hormones of estrogen and
progesterone, and the male hormone androgen. As we age, these hormone steroid levels can
deplete or be imbalanced for a multitude of reasons, exposing cartilage to many possible diseases
including chondrosarcoma and osteoarthritis (Wolff, et al., 2012). Such steroids can affect SOX9
levels which are crucial at birth for normal cartilage development (Mork, 2010). But as we stop
growing and continue to age, those levels can be at risk of being downregulated and induce
cartilage frailties. Since SW1353 was isolated from a 72-year-old woman, that can possibly
introduce a new confounding factor. However, a larger pool sample of cells from a variety of age

groups would be required to elucidate that relationship.
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CHAPTER 5
CONCLUSION

Inducible hypoxia and extracellular acidosis play a significant role in gene expression in
cartilage biology. This is true due to the hypoxic (5%-1% oxygen) and slightly acidic
environment in which chondrocytes reside. Four genes of interest were analyzed. On one side,
PTHR1 and SOX9 were considered. They are known to delay chondrocyte differentiation while
delaying their hypertrophy. PTHR] is involved in the PTHrP-IHH loop and is induced by HIF-
1a. On the other side, /IDHI and IDH?2 were chosen for relative gene analysis since they are
crucial metabolic enzymes that convert isocitrate into a-ketoglutarate in the TCA cycle. Since
IDH1/IDH?2 have been reported to mutate in cancer cells, two chondrosarcoma grade II cell lines
JJ012 and SW1353 were chosen in addition to one /DH wildtype primary chondrocyte — CONS.
The grade characterization was described for each cell line and morphological differences
defined. The presence of IDH1/IDH?2 mutations in the chondrosarcomas was further supported
by measuring the D-2- Hydroxyglutarate concentration levels in all three cells lines. D-2-HG
levels were 10.5-fold (JJ012) and 6-fold (SW1353) higher than in CONS. The effects of acidosis
on D-2-HG should be further investigated since our colorimetric assay was conducted in
normoxia/pH=7. Our results indicate that IDH? is sensitive to acidosis in all three cell lines
analyzed. Similarly, SOX9Y is acidosis dependent and it is most upregulated in primary
chondrocyte (2.60 £ 0.09 SEM). Our data showed that the only cell line under which PTHRI was
consistently upregulated in all three conditions was in primary chondrocyte: hypoxia/acidosis
(2.10£ 0.835 SEM); hypoxia (1.29 + 0.04) and acidosis (0.84 = 0.03). The PTHRI expression
was not as elevated in chondrosarcoma as we expected it to be. This indicates that PTHR] is
largely missing and other aspects of PTHrP -IHH loop or other signaling pathway need to be

analyzed.

These results show that these stressors alternate gene expression when individually
applied as well as combined, re-emphasizing the importance of including them in cartilage
research. Their synergistic effect can be further elucidated by incorporating a wider range of pH

and oxygen levels.
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