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Chordomas are an aggressive rare type of malignant bone tumors arising from the remnant of the notochord.
Chordomas occur mainly in vertebral bones and account for 1-4% of malignant bone tumors. Management and
treatment of chordomas are difficult as they are resistant to conventional chemotherapy; therefore, they are mainly
treated with surgery and radiation therapy. In this study, we performed DNA methylation profiling of 26 chordomas and
normal nucleus pulposus samples plus UCH-1 chordoma cell line using the lllumina Infinium HumanMethylation450
BeadChips. Combined bisulfite restriction analysis and bisulfite sequencing was used to confirm the methylation data.
Gene expression was analyzed using RT-PCR before and after 5-aza-2'-deoxycytidine (5-azaDC) treatment of chordoma
cell lines. Analysis of the HumanMethylation450 BeadChip data led to the identification of 8,819 loci (2.9%) that were
significantly differentially methylated (>0.2 average B-value difference) between chordomas and nucleus pulposus
samples (adjusted P < 0.05). Among these, 5,868 probes (66.5%) were hypomethylated, compared to 2,951 (33.5%) loci
that were hypermethylated in chordomas compared to controls. From the 2,951 differentially hypermethylated probes,
33.3% were localized in the promoter region (982 probes) and, among these, 104 probes showed cancer-specific
hypermethylation. Ingenuity Pathway Analysis indicates that the cancer-specific differentially methylated loci are
involved in various networks including cancer disease, nervous system development and function, cell death and
survival, cellular growth, cellular development, and proliferation. Furthermore, we identified a subset of probes that
were differentially methylated between recurrent and non-recurrent chordomas. BeadChip methylation data was
confirmed for these genes and gene expression was shown to be upregulated in methylated chordoma cell lines after
treatment with 5-azaDC. Understanding epigenetic changes in chordomas may provide insights into chordoma
tumorigenesis and development of epigenetic biomarkers.

Introduction

Chordomas are rare, slow growing and locally aggressive
notochordal tumors of adults arising from the clivus, sacrum,
and coccyx. They account for 1-4% of all primary malignant
bone tumors and show dual epithelial-mesenchymal differentia-
tion. Chordomas are divided into three subtypes, conventional,
chondroid and dedifferentiated. Conventional chordomas are the
most common type and have distinct clinical and pathological
features. These tumors primarily spread by local invasion but
have the potential to spread to lungs, bone, and liver. Local recur-
rence rate is high and 5 y survival rate is approximately 60%."*
Due to the rarity of the samples and difficulty in obtaining
appropriate control tissues, there is a paucity of genetic and, even
more, epigenetic studies reported in the literature (reviewed in
Yakkioui et al.” and references within). Expression of brachyury
(T) has been proposed as a diagnostic marker for chordomas and
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plays a critical role in chordoma biology.* Only a limited num-
ber of chordoma cell lines have thus far been established; lack of
in vitro and in vivo models has hindered the practical translation
of the molecular findings.

DNA methylation is now a well-documented aspect of cancer
development and hyper- or hypo-methylation of specific gene
loci has been shown to be strongly associated with malignancy.
For example, the hypermethylation of CpG islands in the pro-
moter region of specific tumor suppressor genes, such as
RASSFIA, in a wide range of cancers leads to silencing of the
gene.®” Gene expression can be restored by treatment with DNA
methyltransferase inhibitors such as decitabine (5-aza-2’-deoxy-
cytidine). Decitabine use has been approved by the U.S. Food
and Drug Administration for the treatment of myelodysplastic
syndromes.

Genome-wide DNA methylation profiles using high-through-
put platforms, such as methylation arrays, MeDIP, MIRA, and
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functional epigenomic approaches have been used for epigenetic
profiling of many common cancers, including lung, breast, and
colorectal cancer. While large scale epigenomic sequencing equiv-
alent to whole genome sequencing is still too expensive to be used
in the majority of laboratories for high-throughput analysis,
DNA methylation arrays, such as those developed by Illumina,
can be used for larger sample sets at a more reasonable cost.®

In this report, we have used the Infinium HumanMethyla-
tion450 BeadChips to compare the DNA methylation profile of
chordomas and control tissues and between chordomas that
undergo recurrence and those that do not recur, in order to deci-
pher DNA methylation events associated with chordoma devel-
opment and aggressiveness.

Results

HumanMethylation450 BeadChip array analysis

In order to explore genome-wide DNA methylation profiles of
chordomas, we analyzed 26 chordomas plus UCH-1 chordoma
cell line and 3 nucleus pulposus samples as controls using the
Infinium HumanMethylation450 BeadChips. After array nor-
malization, further criteria were used to remove certain probes,
including probes located on X and Y chromosomes, polymorphic
probes, and recently described cross-reactive probes (Figure S1).
This resulted in retention of 301,576 probes for downstream
analysis.

Unsupervised hierarchical clustering of the 1,000 most vari-
able probes clearly split the samples into 2 major clusters, major
cluster 1, containing all but one of the chordoma samples and
showing higher level of methylation, and major cluster 2, consist-
ing of the 3 control samples and one chordoma sample (Fig. 1).

In order to analyze DNA methylation differences between
chordomas and controls, we examined the average [-values
between both groups for individual CpGs in the retained probe
dataset. Probes with adjusted P-value of <0 .05 after FDR cor-
rection and >0.2 average 3 value difference (AB-value) between
chordomas and controls were considered as differentially methyl-
ated loci. A total of 8,819 probes (2.9%) were significantly differ-
entially methylated between chordomas and control samples

Figure 1. Unsupervised hierarchical cluster analysis of the 1000 most
variable probes between chordoma samples and nucleus pulposus
samples.
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(Table S1 and S2). Of these 8,819 differentially methylated loci,
5,868 (66.5%) were hypomethylated and 2,951 (33.5%) were
hypermethylated (Supplementary Figure S2). We analyzed distri-
bution of the differentially methylated probes based on their
genomic context and the location of CpGs (Figs. 2A and 2B).
From the 2,951 differentially hypermethylated probes, 33.3%
(982 probes) were located in the promoter region (1SS200,
TSS1500, 5’UTR, and 1* Exon), followed by 33% located in
gene body, and 31% not linked to genes (Fig. 2C). In relation to
CGI, 70% were in islands, shores or shelves, and the remaining
(30%) were located in open seas (Fig. 2D). In contrast, the
majority of hypomethylated loci were located in gene bodies
(36.7%) and intragenic regions (36.5%), and 23% of the probes
localized to promoter regions (Figure S3). In relation to CGI,
the majority (66%) was located in open seas.

Cancer-specific methylation profiles

In order to evaluate tumor specific methylation, probes were
considered as hypermethylated if the average B-value was >0.5
in chordomas vs. average B-value <0.25 in control samples. This
led to the identification of 364 cancer-specific hypermethylated
probes (Table S3). Among these cancer-specific hypermethylated
probes, 104 were located within the promoter region, and among
these, 74 probes were located within CpG islands and adjacent
regions (shore and shelves). The reverse criteria were applied to
determine hypomethylated probes in chordoma vs. controls, 29
probes were found to be hypomethylated in chordoma
(Table S4). Figure S2 illustrates the stepwise analysis for the
Methylation450 BeadChip array to identify cancer-specific
hypo- and hyper-methylated loci.

Recurrent vs. non-recurrent chordoma methylation

Interestingly, among our series of chordomas, 13 recurred,
while the remaining (n=13) did not. Hypermethylation of gene
promoter region CpG island loci is often associated with loss of
gene expression and, therefore, likely to be biologically relevant.
Hence, we decided to undertake the above analysis using only
the 982 probes that were differentially hypermethylated (vs. con-
trols) and were located in the promoter region. This led to the
identification of 9 probes corresponding to 8 genes with >0.2
average [-value difference between the 2 groups of chordomas
(recurrent vs. non-recurrent) and adjusted P-value of <0 .05
(FAM181B, KANK2, NPR3, PON3, RAB32, RAIl, SLC16A5
and ZNF3970S). These genes have higher average B-value in
recurrent chordoma samples compared with non-recurrent sam-

ples (> 0.2 average B-value difference) (Table 1).

Treatment of chordoma cell lines with 5-aza-2’-
deoxycytidine and gene expression analysis

Chordoma cell lines (UCH-1 and MUG-Chorl) were
obtained from the Chordoma Foundation and grown according
to the recommended protocols and treated with 5-aza-2’-deoxy-
cytidine (5-azaDC) as described previously (see Materials and
Methods). A total of 18 genes were selected in order to analyze
the expression of these genes in UCH-1 and MUG-Chorl chor-
doma cell lines before and after treatment with the demethylating
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Figure 2. Genomic context of CpG methylation. (A) Differentially methylated probes in relation to gene. (B) Differentially methylated probes in relation to
CGl context. (C) Sub-location of differentially hypermethylated probes in relation to gene. (D) Functional distribution of hypermethylated probes in rela-

agent 5-azaDC using RT-PCR. Among these genes, 7 genes
(COL11A2, NEFM, SCT, FOXP4, FAIM2, IFNGR2, and
TUBBG) were from the differentially hypermethylated promoter
region probe list, 3 genes were from the cancer-specific differen-
tially methylated gene list, and 8 genes (FAM181B, KANK2,
NPR3, PON3, RAB32, RAIl, SLC16A5, and ZNF3970S) were
differentially methylated between recurrent and non-recurrent
chordoma samples. RT-PCR analysis showed a good correlation
with the array methylation results as these genes showed a high
B-value (>0.6) for the UCH-1 cell line from the HumanMethy-
lation450 BeadChips and they were upregulated or re-expressed
after 5-azaDC treatment in UCH-1 cell line (Fig. 3A and
Figure S4). Methylation status of the MUG-Chorl cell line was
determined using combined bisulfite analysis
(COBRA), since this cell line was not included in the Human-
Methlation450 BeadChip array hybridization. The above results
demonstrate that the hypermethylation of these genes is associ-

restriction

ated with loss of (or reduced) expression and the expression can
be restored (or upregulated) after 5-azaDC treatment.

Validation of the HumanMethylation450 BeadChip array

Confirmation of the HumanMethylation450 BeadChip data
was carried out in chordoma cell lines and samples using
COBRA. A total of 7 genes (FAM181B, NPR3, PON3, RAB32,
RAIL, SLC16A5, and ZNF3970S) from the differentially meth-
ylated gene list between recurrent and non-recurrent chordoma
samples were analyzed (Figs. 3B and 4A). In addition, 8 other
genes from our 982 genes list of differentially hypermethylated
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probes in the promoter region were analyzed in chordoma sam-
ples and 4 of these genes were from the cancer-specific probe list
(Figs. 4B and 4C). Our in house methylation analysis confirms
that high B-values correspond to methylation and low 3-values
correspond to low or no methylation (Fig. 4). The methylation
status was further confirmed by clone sequencing of bisulfite

modified DNA for specific loci (Figure S5).

Ingenuity Pathway Analysis

Ingenuity Pathway Analysis (IPA) was conducted for the 104
hypermethylated cancer-specific probes within the promoter
region to identify the networks and interactions between hyper-
methylated genes in chordomas. IPA revealed 9 significant net-
works (Table S5). Network 1 contains 13 genes from the cancer-
specific hypermethylated probes involved in cell-to-cell signaling
and interaction, cellular function and maintenance, and tissue
development. Network 2 contains 13 focus molecules from our
list involved in cancer disease, nervous system development and
function, cell death, and survival. Moreover, Network 3 has 12
genes that are hypermethylated in chordoma and this network is
responsible for different functions, including cellular growth, cel-
lular development, and proliferation. The fourth network con-
tains 11 molcules from our list; these are associated with DNA
replication, repair and recombination, cell cycle, cellular assem-
bly, and organization (Figure S6). Each network from Networks
5-9 contains only one molecule from our hypermethylated list
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Figure 3. Expression and methylation analysis in ES cell lines. Expression and methylation results for 3 selected
genes in chordoma cell lines (PON3, SLC16A5, and NPR3; GAPDH as control). (A) Expression analysis using RT-
PCR in 2 chordoma cell lines are shown for each gene with (-) indicating the samples without 5-azaDC treat-
ment and (+) indicating the samples after 5-azaDC treatment. (B) COBRA results for the selected genes in cell
lines. Undigested (U) samples were loaded next to the BstUT digested samples (D). Two chordoma cell lines
are shown for each gene and the positive control (Positive C) is in vitro methylated DNA. (*) indicates that the
cell line is methylated. B-values from the HumanMethylation450 BeadChip array for UCH-1 cell line is also

hypermethylation of CpG rich
regions in the promoter region
of tumor suppressor genes has been established as an alternative
mechanism for silencing of tumor suppressor genes in many can-
cer types. RASSFIA and HICI tumor suppressor genes are among
the most significantly hypermethylated genes in human can-
cer.'” 18 In the present report, our aim was to determine methyla-
tion profiles of chordomas in relation to control tissue and to
identify tumor specific hypermethylated gene loci in locally
aggressive and non-aggressive chordomas.

We report one of the first major genome-wide DNA methyla-
tion analyses of chordomas, a rare bone tumor, in relation to
nucleus pulposus control samples using the latest lllumina Infin-
ium HumanMethylation450 BeadChips. We also provide a com-
parison between chordomas that undergo local recurrence and,
hence, are more difficult to manage clinically and chordomas
that do not recur. Chordomas are postulated to arise from the
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‘notochordal remnant’ cells, which are derived from the embry-
onic notochord. Recent studies in mice have shown that embry-
onic notochord directly give rise to all cell types present in the
nucleus pulposus.'” In the present study, we decided to use
nucleus pulposus as the control tissue, since it is very difficult to
get embryonic notochord cells.

We demonstrated that a large set of gene loci show differential
methylation between chordomas and controls. In addition, a sub-
set shows cancer-specific hypermethylation in chordomas and,
hence, may be developed into diagnostic markers for early detec-
tion and early intervention for disease management. A recent
study by Rinner et al.”® identified 20 genes (15 hyper- and 5
hypo-methylated) that showed significant differential methyla-
tion between chordomas and blood from healthy individuals.
Four of the hypermethylated genes (RASSF1, IRF4, DLEC]I, and
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Figure 4. COBRA analysis for selected genes in chordoma samples. (A) Results of COBRA analysis for 5 genes (RAB32, FAM181B, SLC16A5, NPR3, and PON3)
selected from differentially methylated gene list between recurrent and non-recurrent chordoma samples. (B) Results of COBRA analysis for 2 genes
(COL11A2 and TUBB6) from differentially methylated probe list. (C) Results of COBRA analysis for 2 genes (FGR and PSKH2) selected from cancer-specific
hypermethylated probe list. COBRA results are shown for chordoma samples with in vitro methylated DNA as positive control (Positive C). The digested
samples (D) are loaded next to the undigested samples (U). (*) indicates methylated samples. B-value from the HumanMethylation450 BeadChip array

HSD17B4) were also found in our significantly differentially
hypermethylated gene set when comparing chordomas vs.
nucleus pulposus samples, but were not among our cancer-spe-
cific hypermethylated gene set.

IPA analysis revealed that the cancer-specific hypermethy-
lated gene loci fell into 9 significant networks, many of which
are relevant to cancer development. Examples of genes associ-
ated with cancer include NF; mutations in this gene cause
neurofibromatosis type 1 disease associated with benign neurofi-
bromas and malignant tumors of the central and peripheral ner-
vous system. The protein product of NF1 gene, neurofibromin,
is a multifunctional protein involved in many cellular signaling
pathways, including RAS/MAPK and mTOR pathways, both of
which are dysregulated in many cancer types.”’ CTNNBI,
Wnt/B-catenin, is a highly complex pathway and plays a vital
role in bone development and homeostasis and is dysregulated
in many human malignancies, including bone cancers and, espe-
cially, osteosarcomas.*>

Although on a small sample set, we were able to identify a pre-
liminary set of 9 probes (8 gene loci: FAM181B, KANK2, NPR3,
PON3, RAB32, RAI1, SLC16A5, and ZNF3970S) that were dif-
ferentially methylated between control samples and chordomas
that recurred and tumors that did not recur. Eight of the 9 probes
were unmethylated in the control samples (average B-value
<0.25) and all 9 showed higher average B-values in chordomas
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that recurred compared to chordomas that did not recur and con-
trols. Seven of the probes were located in gene promoter region
CpG islands and 2 were located in CGI shores and, hence, likely
to be associated with gene expression. Our data demonstrated
that these genes were re-expressed and/or upregulated in methyl-
ated chordoma cell lines after treatment with 5-azaDC. These
probes may represent markers for chordoma aggressiveness if
confirmed in a larger number of samples. Among these loci is
KANK?2, which belongs to a family of ankyrin-repeat domain
containing proteins (KANKI1-KANK4). KANKI, the first identi-
fied member of this gene family, is a candidate tumor suppressor
gene for kidney cancer and was shown to be involved in gene
fusion in a case of myeloproliferative neoplasm.*® Northcott
et al. have shown that immunohistochemistry analysis using a set
of 4 antibodies (DKK1, SFRP1, NPR3, and KCNA1) can reli-
ably divide medulloblastomas into 4 subgroups; furthermore,
progression-free and overall survival of patients with NPR3 posi-
tive tumors was significantly reduced.”* PON3 belongs to the
paraoxonase family of proteins (PON1, PON2, PON3). All 3
proteins prevent oxidative stress and have anti-inflammatory
properties and are implicated in pathogenesis of several inflam-
matory diseases including cancer.”

In summary, we have identified a preliminary set of differen-
tial and cancer-specific methylated loci in chordomas that may
be useful for future research into this rare cancer type.
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Materials and Methods

Patient DNA and RNA samples

Chordoma samples (n=26) DNA and RNA was isolated
as described previously by Gharani et al.”® The samples used
in the study were anonymized. The study was ethically
approved and followed institutional guidelines. The samples
were obtained from a National Research Ethics Committee-
approved tissue bank and patients gave informed consent.
The study was conducted according to the principles
expressed in the Helsinki Declaration of 1975. Among the
26 chordomas used in this study, 10 were from female and
16 were from male patients. The chordomas were conven-
tional type and were located in the sacrum/pelvis. The age at
diagnosis ranged from 37 to 74 y Thirteen patients developed
a chordoma recurrence during the follow-up period and 6
had died of the disease, 6 were alive with disease, 11 had no
evidence of disease and 2 had died of other causes. All were
positive for brachyury. Nucleus pulposus (NP) specimens
were collected from intervertebral disks harvested during dis-
cectomy of 3 patients affected by spine disorders, after
informed consent and Institutional Review Board approval of
Galeazzi orthopedic Institute, Milan, Italy.

Chordoma cell lines

Two chordoma cell lines (UCH-1 and MUG-Chor1)”'°
were kindly provided by the Chordoma Foundation. UCH-1
was maintained in IMDM (Invitrogen 12400)/RPMI 1,640
(Sigma R8758) medium (4 IMDM: 1 RPMI) with 10% FBS
and 1% PenStrep at 37°C, 5% CO,. MUG-Chorl was
maintained in IMDM/RPMI (4:1) with 2 mM L-Glutamine,
1% ITS and 1% PenStrep at 37°C, 5% CO,. The cell lines
were treated with 5-aza-2’-deoxycitidine (5-azaDC) over 5 d

as described in Alholle et al.?’

RT-PCR, bisulfite modification and COBRA

Superscript III ¢cDNA synthesis kit (Invitrogen) was used to
create cDNA from 1 pg RNA. RT-PCR was performed as
described previously.”” Bisulfite modification of chordoma sam-
ples and cell lines was performed using Qiagen EpiTect kit (Qia-
gen) according to the manufacturer’s instructions. COBRA
analysis was performed as described previously in Alholle et al.””
Expression and Methylation primers can be provided upon
request.

References

HumanMethylation450 BeadChips

High quality DNA (1 pg) from each sample was sent to
Cambridge Genomic Services (Cambridge, UK). DNA bisul-
fite conversion and experimental processing of HumanMethy-
lation450 BeadChips was carried out by Cambridge Genomic
Services. The “.idat” files generated by the iScan scanner were
processed using the RnBeads pipeline.”® The pipeline
includes pre-processing with QC of the data to remove poor
quality samples, normalization using the BMIQ normaliza-
tion,” and post filtering removing known problematic probes
(containing 2 SNPs, probe below the detection threshold,
etc.).

Statistical analysis and data processing

All the data processing and statistical analysis were conducted
using Microsoft Excel 2013. Student t-test with FDR correction
was performed to calculate the significance (P < 0.05 was consid-
ered significant).

Ingenuity Pathway Analysis

The Ingenuity Pathway Analysis (IPA) program was used to
identify pathways, networks, and functional categories for genes
of interest (http://www.ingenuity.com/products/ipa).
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