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ABSTRACT
Objectives  Osteoarthritis is a complex disease 
with a huge public health burden. Genome-wide 
association studies (GWAS) have identified hundreds 
of osteoarthritis-associated sequence variants, but the 
effector genes underpinning these signals remain largely 
elusive. Understanding chromosome organisation in 
three-dimensional (3D) space is essential for identifying 
long-range contacts between distant genomic features 
(e.g., between genes and regulatory elements), in a 
tissue-specific manner. Here, we generate the first whole 
genome chromosome conformation analysis (Hi-C) map 
of primary osteoarthritis chondrocytes and identify novel 
candidate effector genes for the disease.
Methods  Primary chondrocytes collected from 8 
patients with knee osteoarthritis underwent Hi-C analysis 
to link chromosomal structure to genomic sequence. The 
identified loops were then combined with osteoarthritis 
GWAS results and epigenomic data from primary knee 
osteoarthritis chondrocytes to identify variants involved 
in gene regulation via enhancer-promoter interactions.
Results  We identified 345 genetic variants residing 
within chromatin loop anchors that are associated 
with 77 osteoarthritis GWAS signals. Ten of these 
variants reside directly in enhancer regions of 10 newly 
described active enhancer-promoter loops, identified 
with multiomics analysis of publicly available chromatin 
immunoprecipitation sequencing (ChIP-seq) and assay 
for transposase-accessible chromatin using sequencing 
(ATAC-seq) data from primary knee chondrocyte cells, 
pointing to two new candidate effector genes SPRY4 and 
PAPPA (pregnancy-associated plasma protein A) as well 
as further support for the gene SLC44A2 known to be 
involved in osteoarthritis. For example, PAPPA is directly 
associated with the turnover of insulin-like growth factor 
1 (IGF-1) proteins, and IGF-1 is an important factor in the 
repair of damaged chondrocytes.
Conclusions  We have constructed the first Hi-C map of 
primary human chondrocytes and have made it available 
as a resource for the scientific community. By integrating 
3D genomics with large-scale genetic association 
and epigenetic data, we identify novel candidate 
effector genes for osteoarthritis, which enhance our 
understanding of disease and can serve as putative high-
value novel drug targets.

INTRODUCTION
Osteoarthritis is a highly complex disease that poses 
a significant burden on both individuals and society 

due to its high prevalence, which can reach up to 
40% in people over the age of 70 years, leading to 
pain, decreased mobility and associated secondary 
health problems.1 2 Current treatment approaches 
focus on pain relief, physiotherapy and joint 
replacement for end-stage disease, and causal treat-
ments are still limited. Recent genome-wide associa-
tion studies (GWAS) have made substantial progress 
in identifying disease risk loci, but uncovering the 
underlying mechanisms by which they cause disease 
and the translation of this knowledge into devel-
oping novel treatments remain challenging.3 One 
major hurdle in identifying the disease-causing 
genes associated with the identified risk loci lies in 
the fact that most risk variants are found in non-
protein-coding regions and are enriched in tissue-
specific regulatory elements, suggesting they affect 
the regulation of genes.4 Pinpointing the effector 
genes involved is a challenge for all complex 
diseases like osteoarthritis.

Gene expression in eukaryotes is known to be 
regulated in trans as well as in cis by enhancers that 
can be located over 1 Mb away from the gene they 

WHAT IS ALREADY KNOWN ON THIS TOPIC
	⇒ Osteoarthritis is a disease with a high public 
burden where no causal treatment exists.

	⇒ Several studies identified genetic disease risk 
loci, but their association to effector genes 
remains challenging.

WHAT THIS STUDY ADDS
	⇒ By analysing chromosome conformation 
capture data from primary chondrocyte tissue, 
we could identify new potential target genes 
for osteoarthritis-associated disease risk loci 
giving insights into the genetics of this complex 
disease.

HOW THIS STUDY MIGHT AFFECT RESEARCH, 
PRACTICE OR POLICY

	⇒ New targets for research were identified in 
our study and the provided dataset lay the 
foundation for several upcoming studies 
facilitating the insights into the genetics of 
osteoarthritis.

	⇒ These insights might serve valuable for a causal 
treatment of patients with osteoarthritis.
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regulate.5–8 The current model of transcriptional activation by 
enhancers includes binding of several transcription factors, chro-
matin remodelling proteins and coactivators, to form a medi-
ator complex, which further binds RNA polymerase II at the 
promoter of the regulated gene, initiating transcription.9 These 
contacts between enhancer and promoter sites can be quantified 
by chromatin conformation examination techniques like Hi-C, 
allowing us to link enhancers affected by disease-associated vari-
ants to their effector genes.10

In this study, we aimed to fill a gap in our understanding of 
osteoarthritis biology by generating the first chromosome confor-
mation map of primary osteoarthritis patient chondrocytes. 
We leverage the information to glean insights into disease aeti-
ology by linking Hi-C data with publicly available ATAC-seq,11 
ChIP-seq12 and the latest large-scale osteoarthritis GWAS meta-
analysis results.3 As gene regulation is tissue-specific,13 14 we 
focus on chondrocytes as the key cellular component of artic-
ular cartilage tissue, a major joint tissue that becomes degraded 
during the development of osteoarthritis.15

METHODS
Chondrocyte tissue isolation
Human cartilage samples (n=9, online supplemental table 1) 
were collected during routine joint replacement surgery. Healthy 
cartilage was defined according to the International Cartilage 
Repair Society macroscopic grading system (grade 0–1). Carti-
lage samples were cut into tiny pieces and transferred into a 
Falcon tube, washed with phosphate-buffered saline (PBS) twice 
and then digested in Dulbecco’s Modified Eagle Medium with 
3 mg/mL collagenase 1A (Sigma, #C9891) on a 37°C shaker 
overnight. Tissue suspensions were passed through a 70 µm 
cell strainer and single chondrocytes were collected. Cells were 
washed with PBS and split into aliquots. Approximately 2 million 
primary chondrocytes were crosslinked in 2% formaldehyde 

for 10 min at room temperature and the reaction was then 
quenched using a solution of 0.125 M glycine (Sigma, #50046) 
+ 3% bovine serum albumin (Sigma, #A9647). Samples were 
then washed in PBS, snap frozen on dry ice and transferred to 
−80°C for long-term storage.

Hi-C
One million chondrocyte cells were used for library prepara-
tion using the two-restriction enzyme Arima Hi-C kit (Arima 
Genomics) and the KAPA HyperPrep kit (Roche #KK8504) 
following manufacturer’s protocols and using Illumina TruSeq 
dual indexes.

Library size was checked by TapeStation 4200 (Agilent) and 
quality control (QC) was done by QuantStudio (Life Technolo-
gies) using the NEBNext Library Quant Kit for Illumina (NEB, 
#E7630). Sequencing was performed on the NovaSeq6000 plat-
form (Illumina) using NovaSeq S4 flow cells generating 150 bp 
paired-end reads. Samples were sequenced to an average target 
depth of 450 million reads per library.

Hi-C data processing and quality control
Hi-C reads were quality filtered, trimmed and adapters were 
removed using fastp V.0.20.116 with the default settings. Reads 
were processed and mapped to the GRCh38 genome with HiC-
pro V.3.0.0,17 using default settings. For further QCing, loop 
and topologically associated domain (TAD) identification as well 
as visualisation of Hi-C contact maps, we created cooler files 
for a bin size of 500 kb, 50 kb, 10 kb and 5 kb corrected with 
the Knight-Ruiz (KR) method implemented in juicer tools with 
cooler V.0.8.11.18 To assess reproducibility between samples, we 
analysed cooler files with a bin size of 10 kb with HicRep.19 20 
To identify potential outliers, we conducted principal compo-
nent analysis (PCA) of the different bin-sized cooler files of the 

Figure 1  Workflow for the analysis of putative effector genes Hi-C data from primary tissue chondrocytes with a 5 kb and 10 kb bin size were 
Knight-Ruiz (KR) normalised, merged and analysed separately with each of the four applied algorithms. Loop anchors were overlapped with CTCF 
binding sites as a quality control measure (table 1). Osteoarthritis genome-wide association studies (GWAS) single-nucleotide polymorphisms 
(SNPs)3 were overlapped with loop anchors and enhancer regions from ENCODE SCREEN30 (V.3). Activity screening for SNP-containing enhancers was 
performed with overlap of public ATAC-seq11 and ChIP-seq data12. Active promoters on loop anchors contacting active SNP-enhancer regions were 
identified with the same epigenetic datasets. Overlapping enhancer-promoter loops were merged and putative effector genes were annotated. Figure 
was created with BioRender.com.

P
rotected by copyright.

 on M
ay 7, 2024 at H

elm
holtz Z

entrum
 M

uenchen Z
entralbibliothek.

http://ard.bm
j.com

/
A

nn R
heum

 D
is: first published as 10.1136/ard-2023-224945 on 13 M

arch 2024. D
ow

nloaded from
 

https://dx.doi.org/10.1136/ard-2023-224945
http://ard.bmj.com/


3Bittner N, et al. Ann Rheum Dis 2024;0:1–12. doi:10.1136/ard-2023-224945

Osteoarthritis

single patient samples with the PCA function implemented in 
FAN-C V.0.9.2521 and removed one sample from the down-
stream analysis. For downstream analysis, single patient samples 
were merged into a single file comprising 3.520 billion reads. 
Hi-C juicebox files for visualisation and further analysis were 
generated using the ​hicpro2juicebox.​sh script using juicer tools 
V.1.22.01.22

Hi-C loops identification
For identification of chromatin loop interactions, we used the 
KR-corrected 5 kb and 10 kb bin-sized cooler files with four 
different tools.

Two tools based on scale-space representation:
1.	 Mustache V.1.3.1,23 with default settings which comprise a p 

value threshold of 0.1.
2.	 SIP V.1.6.224 calling juicer tools V.1.22.01,22 with default set-

tings and a false discovery rate (FDR) setting of ≤0.1 com-
parable to the other loop algorithms used.

Two tools based on the donut approach introduced by Rao 
et al25:
1.	 FAN-C V.0.9.2521 calculated loops were filtered with the –

rh-filter -d 5 -o 5 settings (FDR ≤0.1), merged with the -j 
–remove-singlets option and converted to the bed file for-
mat with the built in -b flag. Loop anchors which overlap 
after the merging step were removed prior to downstream 
analysis.

2.	 HiCExplorer V.3.7.226 was used with standard settings ex-
cept the --pValuePreselection and --pValue flag were set to 
0.1 as applied for the other loop callers in this study.

For each of the tools, 5 kb and 10 kb loops were merged sepa-
rately with the hicMergeLoops function from HiCExplorer.27

To assess the quality of the resulting loop datasets, we screened 
for CTCF binding sites based on the JASPAR 2022 database,28 
which was extracted as a bed file with the CTCF package in R.29

Topologically associated domain identification
TADs were calculated with the hicFindTADs function from 
HiCExplorer with cooler files of the bin size 50 kb, with a 
--minDepth setting of 3× the size of the bin and a --maxDepth 
setting of 10× the size of the bin. For multiple testing, FDR 
correction was set with a threshold of 0.01. Remaining optional 
settings were set to default values. Quality of TAD domain sites 
was assessed with overlaying of CTCF binding sites as described 
in the ‘Hi-C loops identification’ section.

Marker gene assessment
To assess the quality of the chondrocyte tissue samples, we 
screened if selected marker genes for chondrocytes (online 
supplemental tables 5 and 6) are in an active state based on the 
Hi-C loops and public epigenetic data. All loop anchor regions 
were overlapped with enhancer and promoter elements from 
the latest version of the ENCODE SCREEN database for cis-
regulatory elements (cCRE) (V.3).30 To assess which of these 

Figure 2  Hi-C contact matrix of primary chondrocyte tissue Hi-C contact matrix plot of all analysed chromosomes of primary chondrocyte tissue 
with a bin size of 500 kb. For visualisation, contact values were corrected with the Knight-Ruiz method and transformed to a log1p scale.
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enhancers and promoters are in an active state, we overlaid the 
identified regulatory regions with public ATAC-seq11 (n=8) 
and ChIP-seq12 (n=3) data from primary knee chondrocytes. 
ATAC-seq peaks used in our analysis were identified in six out 
of eight patient samples from the outer region of the lateral 
tibial plateau which was assigned as healthy chondrocyte tissue. 
Promoters located in open chromatin regions were designated 
active when overlapping with H3K4me3 and H3K27ac peaks 
and enhancers with H3K4me1 and H3K27ac peaks31 in two out 
of three replicates. Only loops with active enhancer-promoter 
contacts were analysed. To annotate active promoters to a target 
gene, we searched for genes 1500 bp upstream and 500 bp down-
stream of the promoter region in the ENSEMBL/GENCODE 
database32 (ENSEMBL Genes 110). As ChIP-seq data were based 
on genomic build GRCh37, we lifted genomic coordinates with 
the liftover tool from the University of California, Santa Cruz 
(UCSC) genome browser.33

Stratified LD score regression analysis
With stratified LD score regression (S-LDSC),34 we tested 
for heritability enrichment on all 11 osteoarthritis pheno-
types reported in the largest osteoarthritis GWAS to date3 for 
all enhancers from the ENCODE SCREEN cCRE database 
(n=9 61 227), or enhancers overlapping the loop anchors as 
generated in the current study. Since GWAS summary statis-
tics used GRCh37 reference assembly coordinates, whereas 
the Hi-C and enhancer regions used GRCh38, the enhancer 
genomic coordinates were lifted down to GRCh37 using the lift-
Over function from the rtracklayer package (V.1.52.1)35 and the 
appropriate UCSC chain files. The S-LDSC custom annotations, 
based on the enhancer definitions, were calculated using the 
1000 Genomes phase III genotypes, as provided by LDSC. The 
S-LDSC regression for each GWAS-custom annotation pair was 
performed using the HapMap3 single-nucleotide polymorphism 
(SNP) list and the precalculated regression weights provided by 
LDSC. The S-LDSC regression was performed on each GWAS 
and the custom annotations of all enhancer regions (not filtered 
for overlapping loop anchors) and enhancer regions overlapping 
loop anchors, in addition to the baselineLD model (V.2.2), which 
includes 53 general functional annotations.34 The full results for 
all 22 S-LDSC regressions (11 phenotypes×2 custom annota-
tions) are reported in the online supplemental table 7. Given 
the high correlation between the GWAS phenotypes tested, 
the enrichment p values were corrected for multiple testing by 

multiplying the nominal p values by the effective number of tests 
(Meff) (Meff=4.6565) as estimated in the original publication.

Linkage disequilibrium calculation
LD between the lead GWAS single nucleotide variant (SNV) 
and the credible set SNV, located in each loop enhancer, was 
calculated in plink36 using European individuals from the 1000 
Genomes phase III data (https://www.internationalgenome.org).

GWAS signal overlap and identification of active enhancer-
promoter loops
In order to identify potential effector genes for osteoarthritis, 
we investigated osteoarthritis-associated variants at established 
GWAS loci3 that had a high probability (95%) of being the causal 
variant for each of the GWAS signals. To do this, we selected 
variants residing in the 95% credible sets, with a posterior prob-
ability (PP) of causality >3% (n=570). The 95% credible set 
of variants for each of the GWAS signals contained between 1 
and 18 variants. GWAS signals containing a single variant in 
the 95% credible set indicate a high probability that this variant 
be the causal variant. Most GWAS signals contained more than 
one variant in the 95% credible set denoting more uncertainty 
surrounding which of these variants is likely to be causal. The 
GWAS summary statistics were generated for reference assembly 
GRCh37, whereas the Hi-C data were generated on GRCh38. 
To account for the differences in genome build, we lifted the vari-
ants in the 95% credible sets in the GWAS data from GRCh37 to 
GRCh38 using CrossMap37 (https://crossmap.sourceforge.net).

These variants were overlaid with the loop anchor positions 
that were identified in all four loop calling tools. We then inves-
tigated if variants residing in loop anchors overlapped with 
enhancer elements from the latest version of the ENCODE 
SCREEN cCRE database30 (V.3). Activity screening for these 
SNP harbouring enhancer elements was performed as in the 
marker gene assessment with ATAC-seq for open chromatin 
and ChIP-seq of H3K4me1 and H3K27ac signals. Contact 
anchor loops of these active enhancers were screened for active 
promoter regions to identify enhancer-promoter loops with 
osteoarthritis SNPs in the enhancer (figure  1). We include all 
genes in the vicinity of the genetic association signals as well as 
all identified enhancer-promoter loops resulting from our data. 
Overlapping loop anchors of active SNP-enhancer-promoter 
loops identified in one of the four algorithms were merged and 
used for further downstream analysis.

Enhancer-enhancer loop analysis
For loop anchors with variants residing in an active enhancer 
and looping to an anchor with only active enhancer elements 
and no promoters, we checked if these active enhancer loop 
anchors loop further to an active promoter as described above.

Loop anchors without any cCRE element
Loops without any overlap with cCRE elements in both loop 
anchors were screened for open chromatin and ChIP-seq signals 
for active enhancers to discover novel regulatory regions in 
chondrocytes. We further checked if these active regions show 
expression of enhancer-RNA in the FANTOM5 database for 
hg38.38

Overlap with osteoarthritis molecular quantitative trait loci 
and osteoarthritis transcriptomics data
To establish if any of the variants in the credible set were 
also chondrocyte molecular quantitative trait loci (QTLs), we 

Table 1  Overview of the results of the different loop algorithms 
used in this study to identify chromatin loops

Loop algorithm Loops
CTCF 
Fwd

CTCF 
Rev

EP 
loops AP AE SNP

SIP 32 520 0.76 0.75 4605 4247 3556 10

FanC 23 844 0.96 0.96 7713 7024 12 084 10

Mustache 35 806 0.77 0.77 4587 4492 3836 6

HiCExplorer 22 308 0.79 0.80 4590 4126 3375 7

Results of the loop algorithms used in this study. Loops is the total number of 
loops identified. CTCF Fwd and CTCF Rev is the ratio of loop anchors with CTCF 
binding motifs as derived from the JASPAR 2022 database.28 EP loops is the 
number of enhancer-promoter loops with active enhancers and promoters as 
identified by overlap with public ATAC-seq11 and ChIP-seq12 peaks (H3K4me1, 
H3K4me3, H3K27ac). SNP is the number of active enhancers with a SNP from 
the osteoarthritis-related variants from the 95% credible sets, with a posterior 
probability of causality >3% from Boer et al3 residing within the active enhancer 
region.
AE, active enhancers; AP, active promoters; SNP, single-nucleotide polymorphism.
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queried the largest available chondrocyte functional genomics 
datasets. We looked for expression QTLs (eQTLs), protein 
QTLs (pQTLs), differential protein abundance,39 differential 
expression40 and methylation QTLs (methQTLs).41 These func-
tional datasets were generated in chondrocytes from approxi-
mately 100 individuals with knee osteoarthritis undergoing joint 
replacement. Each of these datasets had been generated for low-
grade cartilage (macroscopically intact cartilage) and high-grade 
cartilage (macroscopically degraded cartilage).

Colocalisation
If the enhancer overlapping SNV was also a molecular QTL in 
high-grade or low-grade cartilage, we performed colocalisation 
analysis to establish if the GWAS signal and the molecular QTL 
signal shared the same causal variant. For the GWAS summary 
statistics, we included all variants 1 Mb either side of the lead 
variant and where multiple phenotypes were associated only the 
lead phenotype was used, that is, the phenotype with the most 
significant p value.3 For the QTL data, we included all SNVs 
present in the cis-QTL analysis.39 41 We analyzed all overlap-
ping SNVs, that is, only those present in both datasets, using ​
coloc.​fast (https://rdrr.io/github/tobyjohnson/gtx/man/coloc.​
fast.html) which implements the approximate Bayes factor 
method of Giambartolomei et al.42 The method produces five 
PP: PP.H0 indicating that neither trait has a genetic association 
in the region, PP.H1 indicating that only trait 1 has a genetic 
association in the region, PP.H2 indicating that only trait 2 has 
a genetic association in the region, PP.H3 indicating that both 
traits are associated, but with different causal variants and PP.H4 
indicating that both traits are associated and share a single causal 
variant. We considered PP.H4 >0.8 as a positive indication of 
colocalisation.

Transcription factor binding analysis
The variants residing in active enhancers of active enhancer-
promoter loops were screened for disruption of TF binding 
motifs between the alleles of each variant with the web-based 
version of HaploReg 4.2.43 44

Alpha missense
Predictions of the pathogenic effects of missense variants were 
performed with a web-based version of the AlphaMissense 
database.45

Computational tools for overlapping genomic regions
Computational analysis to overlap genomic regions throughout 
the several steps of analysis was performed with R V.4.146 with 
the tidyverse V.1.3.247 and fuzzyjoin V.0.1.6 (https://github.com/​
dgrtwo/fuzzyjoin) package.

Visualisation
Hi-C contact maps were generated from the 500 kb bin-sized 
KR-corrected cooler file with the hicPlotMatrix function from 
HiCExplorer.

Regional association plots for the GWAS signals from Boer et 
al3 were plotted using Locus Zoom.48 Linkage disequilibrium was 
calculated UK Biobank data, European ancestry. Chromosome 
and position are plotted according to GRCh37/hg19. Enhancer-
promoter loop regional plots were generated with pyGenome-
Tracks V.3.8.49 For visualisation of ATAC-seq and ChIP-seq signal 
tracks, replicate files were averaged with the mean function 
of Wiggletools50 and the unionbedg function from bedtools.51 

Regional association plots for the GWAS signals from Boer 
et al3 were plotted using Locus Zoom.48 Linkage disequilib-
rium was calculated UK Biobank data, European ancestry. 
Chromosome and position are plotted according to GRCh37/
hg19. Enhancer-promoter loop regional plots were generated 
with pyGenomeTracks V.3.8.49 For visualisation of ATAC-seq 
and ChIP-seq signal tracks, replicate files were averaged with 
the mean function of Wiggletools50 and the unionbedg function 
from bedtools.51

Regional association plots for the GWAS signals from Boer 
et al3 were plotted using Locus Zoom.48 Linkage disequilib-
rium was calculated UK Biobank data, European ancestry. 
Chromosome and position are plotted according to GRCh37/

Table 2  Osteoarthritis risk-associated variants in enhancer regions of Hi-C identified enhancer-promoter loops

Lead variant (rsID) rs2276749 rs8112559 rs143083812 rs12908498 rs10405617 rs10062749 rs1321917

Phenotype THR Hand OA
Finger OA

THR/Hip OA Hip OA/THR/TJR
Knee-Hip OA/All OA

All OA/Knee OA Hand OA/Thumb OA
Knee OA

THR/Hip OA/TJR

Variant position 3:11601991 19:45887197 7:129203569 15:67074150 19:10642292 5:142425523 9:116562650

Credible set variants rs2276749
rs6799718

rs8112559 rs143083812 rs1498506
rs1498507

rs10984 rs28538668
rs6861056

rs1895062

Annotated effector 
gene

VGLL4 APOE3 - SMAD3 ILF3
SMARCA4

NR3C1 -

Putative effector 
gene

- - - - SLC44A2* SPRY4 PAPPA

Methylation and 
gene targets (QTLs)

- - - cg09501821
eQTL (SMAD3)

cg01654627, 
cg17710535
eQTL (SLC44A2)

cg19514721 cg08189448

Transcription factor 
affected

- IRF, Stat Hic1, ATF3, ATF6
E2F, HEY1, Pax-4

AP-1, ATF3, E2F
INSM1, Jundm2

Foxd1 AP-1, GATA, Pou2

Risk-associated phenotypes and lead variants were identified in the study by Boer et al.3 Lead variants are defined as the most significantly associated SNV for each of the 
credible set variants, Credible set variants are variants residing in the 95% credible sets, with a posterior probability of causality >3%. Annotated effector genes were genes 
identified to be associated with the lead variant in the study by Boer et al. Putative effector genes were identified in this study. Methylation targets and its QTLs were identified 
in a study by Kreitmaier et al41 and gene targets and their eQTLs in a study by Steinberg et al.39 Transcription factors affected by the credible set variant were identified with 
HaploReg V.4.2.43 44

*Colocalisation has been previously observed in the study by Boer et al in Genotype-Tissue Expression data, here we add additional support for SLC44A2.
All OA, osteoarthritis at any joint site; eQTL, expression QTL; Finger OA, finger osteoarthritis; Hand OA, hand osteoarthritis; Hip OA, hip osteoarthritis; Knee-Hip OA, knee and/or 
hip osteoarthritis; Knee OA, knee osteoarthritis; QTL, quantitative trait loci; SNV, single nucleotide variant; THR, total hip replacement; TJR, total joint replacement.
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hg19. Enhancer-promoter loop regional plots were generated 
with pyGenomeTracks V.3.8.49 For visualisation of ATAC-seq 
and ChIP-seq signal tracks, replicate files were averaged with 
the mean function of Wiggletools50 and the unionbedg function 
from bedtools.51

Patient and public involvement statement
There was no involvement of patients and the public in the design, 
conduct, reporting or dissemination plans of this research.

RESULTS
Analyses of the chondrocyte Hi-C data resulted in 1.75 billion 
unique contacts (figure 2), of which 35%–46% are cis long-range 
contacts. The between-sample reproducibility was assessed with 
HiCRep19 20 and resulted in mean stratum-adjusted correlation 
coefficient scores >0.75, which suggests high reproducibility 
between samples (online supplemental table 2). We called loops 

with four different loop identification algorithms and identified 
between 22 308–35 806 loops (table 1, online supplemental table 
3). TAD identification at a resolution of 50 kb resulted in 3867 
TADs (online supplemental table 4). We checked the quality 
of identified loops and TADs by overlaying them with CTCF 
binding sites as CTCF proteins are enriched within loop anchors 
and TAD domain boundaries.25 52 We observed CTCF binding 
sites in 75%–96% of the forward and reverse loop anchors of 
the different loop algorithms (table 1) and CTCF binding sites in 
99.7% of the TAD domain boundaries.

We overlaid the identified loops with enhancers (n=961 227) 
and promoters (n=40 891) from the ENCODE SCREEN cCRE 
database30 (V.3) and in a further step screened if these cCRE 
signals are in an active state by overlapping these regulatory 
regions with public ATAC-seq and ChIP-seq data (H3K4me3, 
H3K4me1 and H3K27ac). We identified between 3375 and 
12 048 active enhancer regions, between 4126 and 7024 active 

Figure 3  Identification of enhancer-promoter loops linked with osteoarthritis-associated lead variant rs10405617 on chromosome 19. (A) Plot 
of the identified enhancer-promoter loop associated with lead variant rs10405617 with the credible set variant rs10948 residing in an active cis-
regulatory elements (cCRE) enhancer region. Horizontal red lines show the region of loop anchors with active promoter and enhancer regions 
throughout the plotting area. Hi-C matrix with topologically associated domains (TADs) show the log1p-transformed Hi-C contact matrix map 
showing the number of identified contacts between bins with a 10 kb bin size. Black lines show merged TADs calculated with a 50 kb bin size. Loop 
anchors show all identified loop anchors with the different loop calling algorithms used in this study as green bars at their respective location on the 
plotted chromosome region. The merged loop anchors show the region used for the final analysis after merging the several locally identified loop 
anchors. Putative identified loops are connected with a blue arc. Genes are the position of transcribed regions as identified in ENSEMBL genes V.110. 
Osteoarthritis-associated variants are variants from the 95% credible set of a study by Boer et al,3 with a posterior probability of >3% identified to 
reside in loop anchors called in this study. In addition, the position of the credible set variant residing in an enhancer region, rs10948, is shown in a 
separate track. Associated methylation QTL (methQTL) methylation sites and the respective positions of methQTLs in low-grade (lg) and high-grade 
(hg) degraded cartilage were identified by Kreitmaier et al.41 Positions of expression QTLs (eQTL) associated with the gene SLC44A2 were identified 
in a study by Steinberg et al.39 cCRE regulatory regions shows all cCRE as identified in V.3 from the ENCODE registry.30 ATAC-seq11 (n=8) and histone 
mark signal tracks for H3K4me1, H3K4me3 and H3K27ac12 (n=3) were averaged and merged into one track from the replicates of the public data 
repositories, genomic co-ordinates (GRCh38) are given below the plot. (B, C) Regional association plot with the enhancer variant rs10948 highlighted 
for the lead phenotype (osteoarthritis at any joint site) from Boer et al3 (top right) and the eQTL for SLC44A2 in (B) hg and (C) lg cartilage39 (bottom 
right). Comparison of p values between the genome-wide association studies (GWAS) and expression QTL are depicted on the left. Variants are 
annotated to the enhancer variant which is highlighted in purple. Linkage disequilibrium with the lead variant is depicted according to the colours 
in the legend. (D, E) Regional association plot with the enhancer variant rs10948 highlighted for the lead phenotype (osteoarthritis at any joint site) 
from Boer et al3 (top right) and the methQTL for (D) cg01654627 in hg and (E) cg01654627 in lg41 (bottom right). Comparison of p values between 
the GWAS and methQTL are depicted on the left. Variants are annotated to the enhancer variant which is highlighted in purple. Linkage disequilibrium 
with the lead variant is depicted according to the colours in the legend. QTL, quantitative trait loci.
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promoters and in total between 4587 and 7713 loops with both 
active enhancers and promoters (table 1).

To assess the quality of the chondrocytes, we screened for 
marker genes of chondrocytes within these active enhancer-
promoter loops and found promoters active in suitable marker 
genes like SOX9, COL2A1, GDF5 and TPPP3. We also checked 
for marker genes of prehypertrophic (IHH) and hypertrophic 
chondrocytes (COL10A1) but neither of these promoters was 
found active (online supplemental table 6).

To test whether the identified loops from chondrocytes are 
informative for the functional annotation of the osteoarthritis 
GWAS signals, we applied S-LDSC. S-LDSC, adjusted for general 
functional annotations,34 was applied to all 11 osteoarthritis 
phenotypes, as reported in the largest osteoarthritis GWAS meta-
analysis to date.3 The genetic heritability enrichment was esti-
mated for the custom annotations of all enhancers, and for the 
subset of enhancers overlapping loop anchors. Perhaps expect-
edly, after multiple testing correction, no significant enrich-
ment was identified when using all enhancers. The enhancers 
overlapping loop anchors, instead, showed a strong signifi-
cant enrichment in 8 out of 11 osteoarthritis phenotypes, with 
total hip replacement (THR) showing the largest enrichment 

(enrichment=8.5, adjusted p=1.2×10−7). Only finger, spine 
and thumb osteoarthritis did not show a significant enrichment, 
likely due to the small number of GWAS hits for these three 
osteoarthritis phenotypes (Nhits ≤10) (online supplemental 
table 7).

Given the genetic heritability enrichment identified by S-LDSC 
for enhancers-overlapping loop anchors, we then used the 
promoter-enhancer contact matrix to functionally annotate the 
GWAS signals from each of the 11 OA GWAS. Through integra-
tion of variants in the 95% credible set of fine-mapped signals, 
we identified 345 variants within 472 loop-anchor regions asso-
ciated with 77 GWAS signals. The number of variants present in 
loops varied from 1 to 14 for each of the 77 GWAS signals, and 
the loops spanned a range of 30 kb to 4.0 Mb (online supple-
mental table 8). 14 variants are found within active enhancers 
of 41 loop anchors, 6–10 of these enhancers were found in each 
of the different loop algorithms (table  1, online supplemental 
table 9). Among these, 10 variants were located within 17 active 
enhancer-promoter loops (online supplemental table 9), and 3 
variants not found in enhancer-promoter loops were present in 
an enhancer-enhancer loop. None of the contact loop anchors of 
these variants looped to an active promoter (online supplemental 

Figure 4  Identification of enhancer-promoter loops linked with osteoarthritis-associated lead variant rs10062749 on chromosome 5. (A) Plot 
of the identified enhancer-promoter loop associated with lead variant rs100062749 with the credible set variants rs28538668 and rs6861056 
residing in an active cis-regulatory elements (cCRE) enhancer region. Horizontal red lines show the region of loop anchors with active promoter 
and enhancer regions throughout the plotting area. Horizontal dotted black lines show other identified loop anchor regions without any active 
enhancer-promoter region. Hi-C matrix with topologically associated domains (TADs) show the log1p-transformed Hi-C contact matrix map showing 
the number of identified contacts between bins with a 10 kb bin size. Black lines show merged TADs calculated with a 50 kb bin size. Loop anchors 
show all identified loop anchors with the different loop calling algorithms used in this study as green bars at their respective location on the 
plotted chromosome region. The merged loop anchors show the region used for the final analysis after merging the several locally identified loop 
anchors. Putative identified loops are connected with a blue arc. Genes are the position of transcribed regions as identified in ENSEMBL genes V.110. 
Osteoarthritis-associated variants are variants from the 95% credible set of a study by Boer et al,3 with a posterior probability of >3% identified 
to reside in loop anchors called in this study. In addition, the position of the credible set variants residing in an enhancer region rs28538668 and 
rs6861056 are shown in a separate track. Associated methylation QTL (methQTL) methylation sites and the respective positions of methQTLs in 
low-grade (lg) degraded cartilage were identified by Kreitmaier et al.41 cCRE regulatory regions shows all cCRE as identified in V.3 from the ENCODE 
registry.30 ATAC-seq11 (n=8) and histone mark signal tracks for H3K4me1, H3K4me3 and H3K27ac12 (n=3) were averaged and merged into one track 
from the replicates of the public data repositories, genomic co-ordinates (GRCh38) are given below the plot. (B) Regional association plot with the 
enhancer variant rs28538668 highlighted for the lead phenotype (hand osteoarthritis) from Boer et al3 (top right) and the methQTL for cg19514721 in 
lg41 (bottom right). Comparison of p values between the genome-wide association studies (GWAS) and methQTL are depicted on the left. Variants are 
annotated to the enhancer variant which is highlighted in purple. Linkage disequilibrium with the lead variant is depicted according to the colours in 
the legend. QTL, quantitative trait loci.
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table 9). We additionally identified nine loop anchors which do 
not overlap with any cCRE element but show active epigen-
etic marks (online supplemental table 10). When checking for 
expression of enhancer RNA in the FANTOM5 database,53 we 
could not find any enhancer transcripts matching these regions. 
This may indicate novel, not yet identified enhancer elements 
specific to chondrocytes. This demonstrates that not all regula-
tory regions of chondrocytes are covered by cell culture models 
and that primary patient cell approaches are needed to complete 
the picture of the regulatory landscape of this cell type.

For four GWAS signals there was no clear resolution of the 
effector gene
On chromosome 3, lead variant rs2276749 was associated with 
THR and had been previously linked to the high confidence 
effector gene VGLL4 (vestigial like family member 4),3 which is 
known to be involved in osteoblast differentiation54 and a tran-
scriptional coactivator involved in development and disease.55 
Two variants (rs2276749, rs6799718) of six from the 95% 
credible set are each located in a different active enhancer. The 
other variants from the credible set reside in the loop anchor 
showing no overlap to any other cCRE regions. The enhancer 
loop anchor loops to two active promoters one upstream and 

one downstream of the enhancers (table 2, online supplemental 
figures 1 and 2). One of the promoters is annotated to VGLL4 
and the lead variant, rs2276749, is a missense mutation in 
VGLL4, which is the simplest explanation for the causal mecha-
nism for this signal, although the p.Ile32Met transition is likely 
benign and not directly pathogenic according to the AlphaMis-
sense database.56 57

Lead GWAS variant rs8112559 is associated with hand and 
also finger osteoarthritis. rs8112559 is the only variant in the 
credible set and is situated in an active enhancer. This signal 
has a single high confidence effector gene APOE3. In our Hi-C 
data, we see three different enhancer-promoter loops linking 
the variant to five different active promoters. None of these 
promoters show any association to a qTL signal. Close to the 
variant and the active enhancer is the gene SYMPK (Symplekin 
Scaffold Protein). The protein SYMPK was reported with 
increased abundancy in high-grade cartilage then in low-grade 
cartilage39 but no other supportive evidence was found in any 
of the additional functionally relevant datasets (table 2, online 
supplemental figures 3 and 4). Being active in regulation of gene 
expression is supported by the change of two motifs of transcrip-
tion factors.

Figure 5  Identification of enhancer-promoter loops linked with osteoarthritis associated lead variant rs1321917 on chromosome 9. (A) Plot of the 
identified enhancer-promoter loop associated with lead variant rs1321917 with the credible set variant rs1895062 residing in an active cis regulatory 
elements (cCRE) enhancer region. Horizontal red lines show the region of loop anchors with active promoter and enhancer regions throughout the 
plotting area. Horizontal dotted black lines show other identified loop anchor regions without any active enhancer/promoter region. Hi-C matrix with 
topologically associated domains (TADs) show the log1p-transformed Hi-C contact matrix map showing the number of identified contacts between 
bins with a 10 kb bin size. Black lines show merged TADs calculated with a 50 kb bin size. Loop anchors show all identified loop anchors with the 
different loop calling algorithms used in this study as green bars at their respective location on the plotted chromosome region. The merged loop 
anchors show the region used for the final analysis after merging the several locally identified loop anchors. Putative identified loops are connected 
with a blue arc. Genes are the position of transcribed regions as identified in ENSEMBL genes V.110. Osteoarthritis-associated variants are variants 
from the 95% credible set of a study by Boer et al,3 with a posterior probability of >3% identified to reside in loop anchors called in this study. In 
addition, the position of the credible set variant residing in an enhancer region, rs1895062, is shown in a separate track. Associated methylation 
QTL (mQTL) methylation sites and the respective positions of mQTLs in low-grade (lg) and high-grade (hg) degraded cartilage were identified by 
Kreitmaier et al.41 cCRE regulatory regions shows all cCRE as identified in V.3 from the ENCODE registry.30 ATAC-seq11 (n=8) and histone mark signal 
tracks for H3K4me1, H3K4me3 and H3K27ac12 (n=3) were averaged and merged into one track from the replicates of the public data repositories, 
genomic co-ordinates (GRCh38) are given below the plot. (B) Regional association plot with the enhancer variant rs1895062 highlighted for the lead 
phenotype (total hip replacement) from Boer et al3 (top right) and the mQTL for cg08189448 in lg41 (bottom right). Comparison of p values between 
the GWAS and mQTL are depicted on the left. Variants are annotated to the enhancer variant which is highlighted in purple. Linkage disequilibrium 
with the lead variant is depicted according to the colours in the legend. QTL, quantitative trait loci.
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The lead GWAS variant rs143083812 is associated with THR 
and also hip osteoarthritis with no high confidence effector 
gene assigned in the GWAS. rs143083812 is a rare missense 
variant situated in the SMO (smoothened) gene, with high PP 
of causality (89.6%). It also resides in an enhancer in a loop 
anchor connected to the promoter of TSPAN33 (tetraspanin 33) 
and the alleles of rs143083812 demonstrate differential binding 
of four different transcription factors (table  2, online supple-
mental figures 5 and 6). No other evidence links this variant to 
TSPAN33. SMO is involved in Hedgehog (HH) signalling, which 
is important in cell patterning and differentiation, including 
vertebrate limbs,58 is associated with tissue damage repair and 
is activated in osteoarthritis cartilage.59 The genetic effect of 
rs143083812 and the association with osteoarthritis could be 
due to direct perturbation of the cholesterol-binding region in 
SMO via the p.Arg173Cys substitution,56 which activates SMO 
and results in increased HH activity. The mutation caused by this 
substitution was also rated ambiguous in the recently published 
AlphaMissense56 57 database being not directly pathogenic but 
still affecting the protein’s function.

The signal with lead variant rs12908498 on chromosome 15 is 
associated with hip osteoarthritis and also total joint replacement 
(TJR), THR, hip and/or knee osteoarthritis, and osteoarthritis 
at any joint site. The 95% credible set included nine variants. 
Two variants in the 95% credible set (rs1498506, rs1498507) 
are located within an active enhancer-like signature and both 
disrupt binding of several transcription factors (table 2). All the 
other variants from the credible set are located in the enhancer 
loop but not in any cCRE (online supplemental figures 7 and 
8). The Hi-C data show one active loop from the enhancer loop 
anchor region pointing to the active promoters of ICQH and 
AAGAB. The gene identified as the putative effector gene of the 
GWAS variant in this region, SMAD3 (SMAD Family Member 
3) also has an active promoter but located within the loop 
anchor of the SNP-containing enhancer. Both rs1498506 and 
rs1498507 are methQTLs for the probe cg09501821 in low-
grade and high-grade cartilage. cg09501821 is not annotated to 
a gene but it resides inside the gene region of SMAD3 close to 
the transcriptional start as well as in the loop anchor with the 
active SNP-containing enhancer (online supplemental figures 
7–9). rs1498506 and rs1498507 are also eQTLs for SMAD3 
in low-grade and high-grade cartilage. Colocalisation analysis 
confirmed that the GWAS signal and the eQTLs for SMAD3 and 
the methQTL for cg09501821 colocalise (PP.H4 >0.8, online 
supplemental table 11) indicating that the signals are likely due 
to the same single causal variant. These results strongly support 
that the variants are correctly annotated to SMAD3 as already 
highlighted in the study by Boer et al, where SMAD3 showed the 
highest level of confidence of being involved in osteoarthritis.3 
Our Hi-C data do not add another layer of evidence for this 
gene.

For three GWAS signals the Hi-C data identify potential new 
effector genes
Lead GWAS variant rs10405617 located on chromosome 19 
is associated with osteoarthritis at any joint site and also knee 
osteoarthritis. There are two high confidence effector genes 
associated with this signal ILF3 and SMARCA4. Our Hi-C data 
show that one of the 14 variants in the credible set (rs10948) 
is in an active enhancer from which the loop anchor contacts 
the active promoters of three genes KRI1 (KRI1 homolog), 
CDKN2 (cyclin-dependent kinase inhibitor 2A) and SLC44A2 
(solute carrier family 44 member 2). SLC44A2 is the closest gene 

to rs10948 (figure  3A, online supplemental table 9). rs10948 
disrupts the binding motifs of five transcription factors (table 2). 
Little is known about KRI1 except being a nucleolar protein.60 
CDKN2 is significantly downregulated in blood from patients 
with osteoarthritis compared with controls and was discussed as 
a potential blood marker for osteoarthritis.61 In a study mapping 
osteoarthritis-related QTLs,39 rs1560707 was identified as an 
eQTL for SLC44A2 in both high-grade and low-grade cartilage, 
this variant is not in the GWAS credible set. The same variant 
was recently shown to have an influence in the expression of 
SLC44A2 due to allelic imbalance in cartilage and subchon-
dral bone.62 The variant rs10948 is also a methQTL for the 
methylation probes cg01654627 (in low-grade cartilage) and 
cg17710535 (in high-grade cartilage) and an eQTL for SLC44A2 
in high-grade and low-grade cartilage. Colocalisation analysis 
between the GWAS and the eQTLs and methQTLs indicate 
that the GWAS and the eQTL and methQTL for cg17710535 
are likely the same causal variant (PP.H4=0.94). The mech-
anistic effect of the methQTLs association with cg17710535 
remains unclear as it resides outside of the loop anchor regions 
(figure 3B–E).

Lead variant rs10062749 at chromosome 5 is associated with 
hand and also thumb and knee osteoarthritis and consists of four 
credible set variants of which two (rs28538668, rs6861056) are 
in an active enhancer. The other two variants can be found in 
the loop anchor but do not overlap with any identified cCRE. 
This GWAS signal had a single high-confidence effector gene 
associated with it—NR3C1 which encodes the glucocorticoid 
receptor. Endogenous glucocorticoids play a role in the disease 
progression of osteoarthritis.63 Our Hi-C data reveal a single 
loop connecting the active promoters of SPRY4 (sprouty RTK 
signalling antagonist 4) and/or the promoter of the SPRY4-
antisense RNA 1 (figure  4A, online supplemental table 9 and 
online supplemental figure 10), with active enhancers with the 
credible set variants identified. SPRY4 is an inhibitor of mitogen-
activated protein kinase and it has been shown that high levels 
of SPRY4 expression in human cartilage prevented hypertrophy 
of chondrocytes.64 In addition, rs28538668 is a methQTL asso-
ciated with cg19514721 which is located in the promoter loop 
anchor around 8 kb upstream of rs28538668 enhancer site and 
the alleles of rs28538668 are predicted to disrupt the motif for 
the binding of transcription factor Foxd1 (figure 4B, table 2). 
Colocalisation analysis showed that the GWAS signal and the 
methQTL signal for cg19514721 in low-grade cartilage colo-
calise (PP.H4 >0.8, online supplemental table 11).

Lead variant rs1321917 on chromosome 9 is associated with 
THR, hip osteoarthritis and TJR.3 There were no high confi-
dence effector genes identified for this signal in the GWAS 
publication. Four variants from the 95% credible set are located 
within one loop anchor and one of the four variants (rs1895062) 
is found within an active enhancer-like signature disrupting 
motifs of three different transcription factors (table 2). The loop 
links to the promoter of PAPPA (pregnancy-associated plasma 
protein A) (figure  5, online supplemental table 9 and online 
supplemental figure 11). In addition, rs1895062 is a methQTL in 
low-grade cartilage for cg08189448, a methylation site located 
in the promoter region of PAPPA (table  2). Furthermore, the 
osteoarthritis risk allele is associated with hypomethylation of 
cg08189448.41 Colocalisation analysis revealed that the GWAS 
signal and the methQTL signal for cg08189448 are likely driven 
by the same single causal variant (PP.H4 >0.8, online supple-
mental table 11). PAPPA was first identified as a plasma protein 
from the placenta but was later shown to be involved in several 
biological processes including regulation of insulin-like growth 
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factor (IGF) bioavailability in many tissues.65 In a gene expres-
sion study conducted in primary cartilage samples from patients 
undergoing joint replacement in hip and knee joints, it was shown 
that PAPPA was upregulated in osteoarthritis affected cartilage, 
specifically in hip osteoarthritis. This is in concordance with the 
GWAS THR, hip and TJR association for this signal.3 66 PAPPA 
cleaves the IGF-1 transporter proteins IGFBP4 and IGFBP5 
and releases IGF-1 to its receptor.67 Hypomethylation is gener-
ally related to increased activity of gene expression and high 
levels of PAPPA result in increased cleavage of IGFBP5. A study 
conducted in dogs treated with protease inhibitors showed that 
increased levels of intact IGFBP5 result in an improvement in 
joint architecture during development of osteoarthritis,68 indi-
cating a negative role of increased levels of PAPPA. In an in vitro 
model in which human chondrocytes cells were cultured and 
exposed to fibronectin fragments (FN-f) in order to mimic osteo-
arthritis, the expression of PAPPA was shown to be increased 
after FN-f exposure.69 In PAPPA-null mice, there was marked 
increase rate of bone formation70 and homozygous knockouts 
for PAPPA were 40% smaller than wild-type littermates at birth.

DISCUSSION
In this work, we have generated the first chromosome conforma-
tion map of primary osteoarthritis patient chondrocytes.

We demonstrate that integrating tissue-specific Hi-C data 
with genome-wide association findings and epigenetic data adds 
another layer of evidence and provides additional insights into 
the regulatory landscape of osteoarthritis. Several studies have 
provided insights into the aetiology of complex diseases such 
as type 2 diabetes,71 multiple sclerosis72 and different types of 
cancer73–75 by adding conformation capture data to identify 
causal genes for GWAS variants associated with these diseases. 
For osteoarthritis, a recent study identified a potential novel anti-
inflammatory gene by integrating Hi-C data from cultured chon-
drocyte cells with CUT&RUN and RNA-sequencing data from 
fibronectin-treated cells.76 Examining chromosomal conforma-
tion in primary tissue offers advantages, as it accurately captures 
the in vivo spatial organisation of chromosomes, closely resem-
bling the actual regulatory conditions in the disease-relevant cell 
types. To date, no Hi-C data of ex vivo primary chondrocyte cells 
have been available. With this work, we have filled this gap, and 
have made the first Hi-C map of primary osteoarthritis chondro-
cytes available to the wider scientific community (DSR798SDK 
at the Musculoskeletal Knowledge portal and GSE260760 at the 
NCBI GEO repository). By integrating these data with GWAS 
summary statistics, we could identify several as yet unknown 
targets of osteoarthritis-associated variants found in enhancer-
promoter loops. For example, we have identified PAPPA as a 
high-confidence effector gene. A study using Hi-C analysis in 
primary human haematopoietic cells also linked this lead variant 
to the promoter of PAPPA.77 PAPPA is directly involved in the 
cleavage of two IGF-1 transport proteins67 and activation of 
PAPPA results in an increase of bioactive IGF-1.78 IGF-1 is a 
crucial factor in the repair of damaged chondrocytes and may 
be a potential component for the treatment of osteoarthritis.79

From a technical perspective, we have shown that there 
remains a limitation in the computational capabilities of loop 
chromatin detection in Hi-C datasets reflected by different 
results in quantitative (table 1) as well as qualitative aspects with 
limited overlap of active enhancer-promoter loops between the 
different loop detection algorithms (online supplemental table 
9). Still, quality metrics of all loop callers except for a noticeable 
high rate of enrichment of CTCF binding sites in the FanC tool 

are within an established range as reported in the seminal publi-
cation by Rao et al.25 We have therefore chosen to add together 
the results of the different loop callers and integrate these before 
continuing with downstream analysis. Future improvements 
in loop detection algorithms will increase the number of reli-
able loops available for integrating GWAS data. Furthermore, 
a comprehensive regulatory map of chondrocytes is currently 
missing. Such a tissue-specific enhancer map will be able to 
contribute to additional insights into the genetic basis of osteo-
arthritis in combination with the Hi-C data presented here.

In conclusion, our study has provided insights into the 
complex nature of osteoarthritis and its genetic underpinning. 
By employing chromosome conformation capture analysis 
(Hi-C) in primary osteoarthritis chondrocytes, we have success-
fully identified genes that likely play a role in the development 
and progression of the disease. Through the integration of three-
dimensional (3D) genomics with genetic association and primary 
patient chondrocyte epigenetic data, we have pinpointed high-
confidence osteoarthritis effector genes, which hold potential as 
novel therapeutic targets. Generation of the first Hi-C map of 
primary human chondrocytes contributes to our understanding 
of chromosome organisation in 3D space and sheds light into 
the intricate interplay between genomic structure and disease 
susceptibility in osteoarthritis. By openly sharing this resource 
with the scientific community, we aim to encourage further 
studies leveraging these data and hope to further advance our 
understanding of osteoarthritis aetiopathogenesis.

Author affiliations
1Institute of Translational Genomics, Helmholtz Zentrum München Deutsches 
Forschungszentrum für Gesundheit und Umwelt, Neuherberg, Germany
2Centre for Genetics and Genomics Versus Arthritis, Division of Musculoskeletal and 
Dermatological Sciences, School of Biological Sciences, Faculty of Biology, Medicine 
and Health, The University of Manchester, Manchester, UK
3Department of Oncology and Metabolism, The University of Sheffield, Sheffield, UK
4Graduate School of Experimental Medicine, Technical University of Munich, 
München, Germany
5TUM School of Medicine and Health, Technical University of Munich and Klinikum 
Rechts der Isar, München, Germany
6UCL Faculty of Medical Sciences, London, UK
7Department of Oncology and Metabolism, University of Sheffield, Sheffield, UK
8NIHR Manchester Biomedical Research Centre, Manchester University NHS 
Foundation Trust, Manchester Academic Health Science Centre, Manchester, UK

Acknowledgements  We thank Iris Fischer for proofreading and helping in 
preparing the manuscript for submission.

Contributors  EZ, GO and JMW designed the study and planned the experiments. 
JMW and DS collected patient samples. CS, DZ, JD performed the experimental 
lab work with preparing the samples and performing Hi-C for data generation. CS 
performed Hi-C alignment and quality control. NB designed the analysis plan and 
performed computational analysis of Hi-C data and downstream analysis. LS and 
PK performed QTL analysis and colocalisation. MT contributed in S-LDSC analysis. 
OS, GK and JH contributed in database analysis and JTSC performed reproducibility 
analysis. NB, LS, GO and EZ revised the manuscript. All authors contributed to the 
article and approved the submitted version. NB serves as the guarantor of this study.

Funding  This work was funded by the Wellcome Trust (award references 
207491/Z/17/Z and 215207/Z/19/Z), Versus Arthritis (award reference 21754) and 
NIHR Manchester Biomedical Research Centre.

Competing interests  None declared.

Patient and public involvement  Patients and/or the public were not involved in 
the design, or conduct, or reporting, or dissemination plans of this research.

Patient consent for publication  Not applicable.

Ethics approval  This study was approved by ethics approvals: NRES 15/SC/0132 
29.04.2015 and NRES 20/SC/0144 12.06.2020. Participants gave informed consent 
to participate in the study before taking part.

Provenance and peer review  Not commissioned; externally peer reviewed.

Data availability statement  Data are available in a public, open access 
repository. Data used for this study are made available on the Musculoskeletal 

P
rotected by copyright.

 on M
ay 7, 2024 at H

elm
holtz Z

entrum
 M

uenchen Z
entralbibliothek.

http://ard.bm
j.com

/
A

nn R
heum

 D
is: first published as 10.1136/ard-2023-224945 on 13 M

arch 2024. D
ow

nloaded from
 

https://dx.doi.org/10.1136/ard-2023-224945
https://dx.doi.org/10.1136/ard-2023-224945
http://ard.bmj.com/


11Bittner N, et al. Ann Rheum Dis 2024;0:1–12. doi:10.1136/ard-2023-224945

Osteoarthritis

Knowledge portal under the accession DSR798SDK and at the NCBI GEO portal 
under accession number GSE260760.

Supplemental material  This content has been supplied by the author(s). 
It has not been vetted by BMJ Publishing Group Limited (BMJ) and may not 
have been peer-reviewed. Any opinions or recommendations discussed are 
solely those of the author(s) and are not endorsed by BMJ. BMJ disclaims all 
liability and responsibility arising from any reliance placed on the content. 
Where the content includes any translated material, BMJ does not warrant the 
accuracy and reliability of the translations (including but not limited to local 
regulations, clinical guidelines, terminology, drug names and drug dosages), and 
is not responsible for any error and/or omissions arising from translation and 
adaptation or otherwise.

Open access  This is an open access article distributed in accordance with the 
Creative Commons Attribution 4.0 Unported (CC BY 4.0) license, which permits 
others to copy, redistribute, remix, transform and build upon this work for any 
purpose, provided the original work is properly cited, a link to the licence is given, 
and indication of whether changes were made. See: https://creativecommons.org/​
licenses/by/4.0/.

ORCID iDs
Norbert Bittner http://orcid.org/0000-0002-8588-185X
Eleftheria Zeggini http://orcid.org/0000-0003-4238-659X

REFERENCES
	 1	 Vos T, Flaxman AD, Naghavi M, et al. Years lived with disability (Ylds) for 1160 

sequelae of 289 diseases and injuries 1990-2010: a systematic analysis for the global 
burden of disease study 2010. Lancet 2012;380:2163–96. 

	 2	 Musich S, Wang SS, Ruiz J, et al. The impact of mobility limitations on health outcomes 
among older adults. Geriatric Nursing 2018;39:162–9. 

	 3	 Boer CG, Hatzikotoulas K, Southam L, et al. Deciphering osteoarthritis genetics across 
826,690 individuals from 9 populations. Cell 2021;184:4784–818. 

	 4	 Cano-Gamez E, Trynka G. From GWAS to function: using functional genomics to 
identify the mechanisms underlying complex diseases. Front Genet 2020;11:424. 

	 5	 Panigrahi A, O’Malley BW. Mechanisms of enhancer action: the known and the 
unknown. Genome Biol 2021;22:108. 

	 6	 Lettice LA, Heaney SJH, Purdie LA, et al. A long-range Shh enhancer regulates 
expression in the developing limb and fin and is associated with preaxial polydactyly. 
Hum Mol Genet 2003;12:1725–35. 

	 7	 Gasperini M, Tome JM, Shendure J. Towards a comprehensive catalogue of validated 
and target-linked human enhancers. Nat Rev Genet 2020;21:292–310. 

	 8	 Signor SA, Nuzhdin SV. The evolution of gene expression in cis and Trans. Trends 
Genet 2018;34:532–44. 

	 9	 Cosma MP. Ordered recruitment: gene-specific mechanism of transcription activation. 
Mol Cell 2002;10:227–36. 

	10	 Orozco G, Schoenfelder S, Walker N, et al. 3d genome organization links non-coding 
disease-associated variants to genes. Front Cell Dev Biol 2022;10:995388. 

	11	 Liu Y, Chang J-C, Hon C-C, et al. Chromatin accessibility landscape of articular knee 
cartilage reveals aberrant enhancer regulation in osteoarthritis. Sci Rep 2018;8. 

	12	 Ferguson GB, Van Handel B, Bay M, et al. Mapping molecular landmarks of human 
skeletal ontogeny and pluripotent stem cell-derived articular chondrocytes. Nat 
Commun 2018;9. 

	13	 Ong CT, Corces VG. Enhancer function: new insights into the regulation of tissue-
specific gene expression. Nat Rev Genet 2011;12:283–93. 

	14	 Sonawane AR, Platig J, Fagny M, et al. Understanding tissue-specific gene regulation. 
Cell Rep 2017;21:1077–88. 

	15	 Archer CW, Francis-West P. The chondrocyte. Int J Biochem Cell Biol 2003;35:401–4. 
	16	 Chen S, Zhou Y, Chen Y, et al. Fastp: an ultra-fast all-in-one FASTQ Preprocessor. 

Bioinformatics 2018;34:i884–90. 
	17	 Servant N, Varoquaux N, Lajoie BR, et al. Hic-pro: an optimized and flexible pipeline 

for Hi-C data processing. Genome Biol 2015;16:259. 
	18	 Abdennur N, Mirny LA. Cooler: scalable storage for Hi-C data and other Genomically 

labeled arrays. Bioinformatics 2020;36:311–6. 
	19	 Yang T, Zhang F, Yardımcı GG, et al. Hicrep: assessing the reproducibility of Hi-C data 

using a stratum-adjusted correlation coefficient. Genome Res 2017;27:1939–49. 
	20	 Lin D, Sanders J, Noble WS. Hicrep.Py: fast comparison of Hi-C contact Matrices in 

python. Bioinformatics 2021;37:2996–7. 
	21	 Kruse K, Hug CB, Vaquerizas JM. FAN-C: a feature-rich framework for the analysis and 

visualisation of chromosome conformation capture data. Genome Biol 2020;21:303. 
	22	 Durand NC, Shamim MS, Machol I, et al. Juicer provides a one-click system for 

analyzing loop-resolution Hi-C experiments. Cell Systems 2016;3:95–8. 
	23	 Roayaei Ardakany A, Gezer HT, Lonardi S, et al. Mustache: multi-scale detection of 

chromatin loops from Hi-C and micro-C maps using scale-space representation. 
Genome Biol 2020;21:256. 

	24	 Rowley MJ, Poulet A, Nichols MH, et al. Analysis of Hi-C data using SIP effectively 
identifies loops in organisms from C. Elegans to mammals. Genome Res 
2020;30:447–58. 

	25	 Rao SSP, Huntley MH, Durand NC, et al. A 3d map of the human genome 
at Kilobase resolution reveals principles of chromatin looping. Cell 
2014;159:1665–80. 

	26	 Wolff J, Backofen R, Grüning B. Loop detection using Hi-C data with Hicexplorer. 
Gigascience 2022;11:giac061. 

	27	 Ramírez F, Bhardwaj V, Arrigoni L, et al. High-resolution Tads reveal DNA sequences 
underlying genome organization in flies. Nat Commun 2018;9. 

	28	 Castro-Mondragon JA, Riudavets-Puig R, Rauluseviciute I, et al. JASPAR 2022: the 9th 
release of the open-access database of transcription factor binding profiles. Nucleic 
Acids Res 2022;50:D165–73. 

	29	 Dozmorov M, Davis E, Mu W, et al. CTCF, R package version 0.99.10 version. 2022. 
Available: https://github.com/mdozmorov/CTCF/

	30	 Abascal F, Acosta R, Addleman NJ, et al. Expanded encyclopaedias of DNA elements in 
the human and Mouse Genomes. Nature 2020;583:699–710. 

	31	 Gates LA, Foulds CE, O’Malley BW. “Histone marks in the ’driver’s seat’: functional 
roles in steering the transcription cycle”. Trends Biochem Sci 2017;42:977–89. 

	32	 Martin FJ, Amode MR, Aneja A, et al. Ensembl 2023. Nucleic Acids Res 
2023;51:D933–41. 

	33	 Kent WJ, Sugnet CW, Furey TS, et al. The human genome browser at UCSC. Genome 
Res 2002;12:996–1006. 

	34	 Finucane HK, Bulik-Sullivan B, Gusev A, et al. Partitioning heritability by functional 
annotation using genome-wide Association summary Statistics. Nat Genet 
2015;47:1228–35. 

	35	 Lawrence M, Gentleman R, Carey V. Rtracklayer: an R package for Interfacing with 
genome Browsers. Bioinformatics 2009;25:1841–2. 

	36	 Purcell S, Neale B, Todd-Brown K, et al. PLINK: a tool set for whole-genome 
Association and population-based linkage analyses. Am J Hum Genet 
2007;81:559–75. 

	37	 Zhao H, Sun Z, Wang J, et al. Crossmap: a versatile tool for coordinate conversion 
between genome assemblies. Bioinformatics 2014;30:1006–7. 

	38	 Dalby M, Rennie S, Andersson R. Data from: Fantom5 transcribed enhancers in Hg38. 
Zenodo 2017. Available: http://doi.org/10.5281/zenodo.556775

	39	 Steinberg J, Southam L, Roumeliotis TI, et al. A molecular quantitative trait locus map 
for osteoarthritis. Nat Commun 2021;12. 

	40	 Katsoula G, Steinberg J, Tuerlings M, et al. A molecular map of long non-coding RNA 
expression, Isoform switching and alternative splicing in osteoarthritis. Hum Mol 
Genet 2022;31:2090–105. 

	41	 Kreitmaier P, Suderman M, Southam L, et al. An epigenome-wide view of 
osteoarthritis in primary tissues. Am J Hum Genet 2022;109:1255–71. 

	42	 Giambartolomei C, Vukcevic D, Schadt EE, et al. Bayesian test for colocalisation 
between pairs of genetic Association studies using summary statistics. PLoS Genet 
2014;10:e1004383. 

	43	 Ward LD, Kellis M. Haploreg: a resource for exploring chromatin states, conservation, 
and regulatory motif alterations within sets of genetically linked variants. Nucleic 
Acids Res 2012;40:D930–4. 

	44	 Ward LD, Kellis M. Haploreg V4: systematic mining of putative causal variants, cell 
types, regulators and target genes for human complex traits and disease. Nucleic 
Acids Res 2016;44:D877–81. 

	45	 Tordai H, Torres O, Csepi M, et al. Lightway access to alphamissense data that 
demonstrates a balanced performance of this missense mutation predictor. 
Bioinformatics [Preprint]. 

	46	 RC Team. Vienna, Austria: R Foundation for Statistical Computing. R: A language and 
environment for statistical computing, Available: https://www.R-project.org

	47	 Wickham H, Averick M, Bryan J, et al. Welcome to the Tidyverse. JOSS 2019;4:1686. 
	48	 Pruim RJ, Welch RP, Sanna S, et al. Locuszoom: regional visualization of genome-wide 

Association scan results. Bioinformatics 2010;26:2336–7. 
	49	 Lopez-Delisle L, Rabbani L, Wolff J, et al. pyGenomeTracks: reproducible plots for 

multivariate genomic datasets. Bioinformatics 2021;37:422–3. 
	50	 Zerbino DR, Johnson N, Juettemann T, et al. Wiggletools: parallel processing of 

large collections of genome-wide datasets for visualization and statistical analysis. 
Bioinformatics 2014;30:1008–9. 

	51	 Quinlan AR, Hall IM. Bedtools: a flexible suite of utilities for comparing genomic 
features. Bioinformatics 2010;26:841–2. 

	52	 Dixon JR, Selvaraj S, Yue F, et al. Topological domains in mammalian genomes 
identified by analysis of chromatin interactions. Nature 2012;485:376–80. 

	53	 Andersson R, Gebhard C, Miguel-Escalada I, et al. An Atlas of active enhancers across 
human cell types and tissues. Nature 2014;507:455–61. 

	54	 Suo J, Feng X, Li J, et al. Vgll4 promotes osteoblast differentiation by antagonizing 
Teads-inhibited Runx2 transcription. Sci Adv 2020;6:eaba4147:43.:. 

	55	 Ma S, Meng Z, Chen R, et al. The hippo pathway: biology and pathophysiology. Annu 
Rev Biochem 2019;88:577–604. 

	56	 Styrkarsdottir U, Lund SH, Thorleifsson G, et al. Meta-analysis of Icelandic and UK 
data SETS identifies Missense variants in SMO, Il11, Col11A1 and 13 more new Loci 
associated with osteoarthritis. Nat Genet 2018;50:1681–7. 

	57	 Cheng J, Novati G, Pan J, et al. Accurate proteome-wide missense variant effect 
prediction with alphamissense. Science 2023;381:6664. 

	58	 Briscoe J, Thérond PP. The mechanisms of hedgehog signalling and its roles in 
development and disease. Nat Rev Mol Cell Biol 2013;14:416–29. 

P
rotected by copyright.

 on M
ay 7, 2024 at H

elm
holtz Z

entrum
 M

uenchen Z
entralbibliothek.

http://ard.bm
j.com

/
A

nn R
heum

 D
is: first published as 10.1136/ard-2023-224945 on 13 M

arch 2024. D
ow

nloaded from
 

https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
http://orcid.org/0000-0002-8588-185X
http://orcid.org/0000-0003-4238-659X
http://dx.doi.org/10.1016/S0140-6736(12)61729-2
http://dx.doi.org/10.1016/j.gerinurse.2017.08.002
http://dx.doi.org/10.1016/j.cell.2021.07.038
http://dx.doi.org/10.3389/fgene.2020.00424
http://dx.doi.org/10.1186/s13059-021-02322-1
http://dx.doi.org/10.1093/hmg/ddg180
http://dx.doi.org/10.1038/s41576-019-0209-0
http://dx.doi.org/10.1016/j.tig.2018.03.007
http://dx.doi.org/10.1016/j.tig.2018.03.007
http://dx.doi.org/10.1016/s1097-2765(02)00604-4
http://dx.doi.org/10.3389/fcell.2022.995388
http://dx.doi.org/10.1038/s41598-018-33779-z
http://dx.doi.org/10.1038/s41467-018-05573-y
http://dx.doi.org/10.1038/s41467-018-05573-y
http://dx.doi.org/10.1038/nrg2957
http://dx.doi.org/10.1016/j.celrep.2017.10.001
http://dx.doi.org/10.1016/s1357-2725(02)00301-1
http://dx.doi.org/10.1093/bioinformatics/bty560
http://dx.doi.org/10.1186/s13059-015-0831-x
http://dx.doi.org/10.1093/bioinformatics/btz540
http://dx.doi.org/10.1101/gr.220640.117
http://dx.doi.org/10.1093/bioinformatics/btab097
http://dx.doi.org/10.1186/s13059-020-02215-9
http://dx.doi.org/10.1016/j.cels.2016.07.002
http://dx.doi.org/10.1186/s13059-020-02167-0
http://dx.doi.org/10.1101/gr.257832.119
http://dx.doi.org/10.1016/j.cell.2014.11.021
http://dx.doi.org/10.1093/gigascience/giac061
http://dx.doi.org/10.1038/s41467-017-02525-w
http://dx.doi.org/10.1093/nar/gkab1113
http://dx.doi.org/10.1093/nar/gkab1113
https://github.com/mdozmorov/CTCF/
http://dx.doi.org/10.1038/s41586-020-2493-4
http://dx.doi.org/10.1016/j.tibs.2017.10.004
http://dx.doi.org/10.1093/nar/gkac958
http://dx.doi.org/10.1101/gr.229102
http://dx.doi.org/10.1101/gr.229102
http://dx.doi.org/10.1038/ng.3404
http://dx.doi.org/10.1093/bioinformatics/btp328
http://dx.doi.org/10.1086/519795
http://dx.doi.org/10.1093/bioinformatics/btt730
http://doi.org/10.5281/zenodo.556775
http://dx.doi.org/10.1038/s41467-021-21593-7
http://dx.doi.org/10.1093/hmg/ddac017
http://dx.doi.org/10.1093/hmg/ddac017
http://dx.doi.org/10.1016/j.ajhg.2022.05.010
http://dx.doi.org/10.1371/journal.pgen.1004383
http://dx.doi.org/10.1093/nar/gkr917
http://dx.doi.org/10.1093/nar/gkr917
http://dx.doi.org/10.1093/nar/gkv1340
http://dx.doi.org/10.1093/nar/gkv1340
https://www.R-project.org
http://dx.doi.org/10.21105/joss.01686
http://dx.doi.org/10.1093/bioinformatics/btq419
http://dx.doi.org/10.1093/bioinformatics/btaa692
http://dx.doi.org/10.1093/bioinformatics/btt737
http://dx.doi.org/10.1093/bioinformatics/btq033
http://dx.doi.org/10.1038/nature11082
http://dx.doi.org/10.1038/nature12787
http://dx.doi.org/10.1126/sciadv.aba4147
http://dx.doi.org/10.1146/annurev-biochem-013118-111829
http://dx.doi.org/10.1146/annurev-biochem-013118-111829
http://dx.doi.org/10.1038/s41588-018-0247-0
http://dx.doi.org/10.1126/science.adg7492
http://dx.doi.org/10.1038/nrm3598
http://ard.bmj.com/


12 Bittner N, et al. Ann Rheum Dis 2024;0:1–12. doi:10.1136/ard-2023-224945

Osteoarthritis

	59	 Smith AE, Sigurbjörnsdóttir ES, Steingrímsson E, et al. Hedgehog signalling 
in bone and osteoarthritis: the role of smoothened and cholesterol. FEBS J 
2023;290:3059–75. 

	60	 Thul PJ, Åkesson L, Wiking M, et al. A subcellular map of the human proteome. 
Science 2017;356:eaal3321. 

	61	 Ramos YFM, Bos SD, Lakenberg N, et al. Genes expressed in blood link osteoarthritis 
with apoptotic pathways. Ann Rheum Dis 2014;73:1844–53. 

	62	 Coutinho de Almeida R, Tuerlings M, Ramos Y, et al. Allelic expression imbalance in 
articular cartilage and subchondral bone refined genome-wide Association signals in 
osteoarthritis. Rheumatology (Oxford) 2023;62:1669–76. 

	63	 Macfarlane E, Seibel MJ, Zhou H. Arthritis and the role of endogenous glucocorticoids. 
Bone Res 2020;8:33. 

	64	 Park S, Arai Y, Bello A, et al. Spry4 acts as an indicator of osteoarthritis severity and 
regulates chondrocyte hypertrophy and ECM protease expression. NPJ Regen Med 
2021;6:56. 

	65	 Conover CA. Key questions and answers about pregnancy-associated plasma 
protein-A. Trends Endocrinol Metab 2012;23:242–9. 

	66	 Ramos YFM, den Hollander W, Bovée JVMG, et al. Genes involved in the osteoarthritis 
process identified through genome wide expression analysis in articular cartilage; the 
RAAK study. PLoS ONE 2014;9:e103056. 

	67	 Laursen LS, Overgaard MT, Søe R, et al. Pregnancy-associated plasma protein-A 
(PAPP-A) cleaves insulin-like growth factor binding protein (IGFBP)-5 independent of 
IGF: implications for the mechanism of IGFBP-4 proteolysis by PAPP-A. FEBS Letters 
2001;504:36–40. 

	68	 Clemmons DR, Busby WH Jr, Garmong A, et al. Inhibition of insulin-like growth factor 
binding protein 5 proteolysis in Articular cartilage and joint fluid results in enhanced 
concentrations of insulin-like growth factor 1 and is associated with improved 
osteoarthritis. Arthritis Rheum 2002;46:694–703. 

	69	 Reed KSM, Ulici V, Kim C, et al. Transcriptional response of human articular 
chondrocytes treated with fibronectin fragments: an in vitro model of the 
osteoarthritis phenotype. Osteoarthritis Cartilage 2021;29:235–47. 

	70	 Qin X, Wergedal JE, Rehage M, et al. Pregnancy-associated plasma protein-A 
increases osteoblast proliferation in vitro and bone formation in vivo. Endocrinology 
2006;147:5653–61. 

	71	 Su C, Gao L, May CL, et al. 3d Chromatin maps of the human pancreas reveal lineage-
specific regulatory architecture of T2D risk. Cell Metab 2022;34:1394–409. 

	72	 Martin P, McGovern A, Massey J, et al. Identifying causal genes at the multiple 
sclerosis associated region 6Q23 using capture Hi-C. PLoS One 2016;11:e0166923. 

	73	 Baxter JS, Leavy OC, Dryden NH, et al. Capture Hi-C identifies putative target genes at 
33 breast cancer risk Loci. Nat Commun 2018;9:1028. 

	74	 Law PJ, Timofeeva M, Fernandez-Rozadilla C, et al. Association analyses identify 31 
new risk Loci for colorectal cancer susceptibility. Nat Commun 2019;10. 

	75	 López de Maturana E, Rodríguez JA, Alonso L, et al. A multilayered post-GWAS 
assessment on genetic susceptibility to pancreatic cancer. Genome Med 2021;13:15. 

	76	 Thulson E, Davis ES, D’Costa S, et al. 3d Chromatin structure in chondrocytes identifies 
putative osteoarthritis risk genes. Genetics 2022;222. 

	77	 Javierre BM, Burren OS, Wilder SP, et al. Lineage-specific genome architecture 
links enhancers and non-coding disease variants to target gene promoters. Cell 
2016;167:1369–84. 

	78	 Oxvig C. The role of PAPP-A in the IGF system: location, location, location. J Cell 
Commun Signal 2015;9:177–87. 

	79	 Wen C, Xu L, Xu X, et al. Insulin-like growth Factor-1 in articular cartilage repair for 
osteoarthritis treatment. Arthritis Res Ther 2021;23. 

	80	 Bittner N, Shi C, Zhao D, et al. Data from: primary osteoarthritis chondrocyte map of 
chromatin conformation reveals novel candidate effector genes. Common Metabolic 
Diseases Genome Atlas 2023. Available: https://cmdga.org

P
rotected by copyright.

 on M
ay 7, 2024 at H

elm
holtz Z

entrum
 M

uenchen Z
entralbibliothek.

http://ard.bm
j.com

/
A

nn R
heum

 D
is: first published as 10.1136/ard-2023-224945 on 13 M

arch 2024. D
ow

nloaded from
 

http://dx.doi.org/10.1111/febs.16440
http://dx.doi.org/10.1126/science.aal3321
http://dx.doi.org/10.1136/annrheumdis-2013-203405
http://dx.doi.org/10.1093/rheumatology/keac498
http://dx.doi.org/10.1038/s41413-020-00112-2
http://dx.doi.org/10.1038/s41536-021-00165-9
http://dx.doi.org/10.1016/j.tem.2012.02.008
http://dx.doi.org/10.1371/journal.pone.0103056
http://dx.doi.org/10.1016/S0014-5793(01)02760-0
http://dx.doi.org/10.1002/art.10222
http://dx.doi.org/10.1016/j.joca.2020.09.006
http://dx.doi.org/10.1210/en.2006-1055
http://dx.doi.org/10.1016/j.cmet.2022.08.014
http://dx.doi.org/10.1371/journal.pone.0166923
http://dx.doi.org/10.1038/s41467-018-03411-9
http://dx.doi.org/10.1038/s41467-019-09775-w
http://dx.doi.org/10.1186/s13073-020-00816-4
http://dx.doi.org/10.1093/genetics/iyac141
http://dx.doi.org/10.1016/j.cell.2016.09.037
http://dx.doi.org/10.1007/s12079-015-0259-9
http://dx.doi.org/10.1007/s12079-015-0259-9
http://dx.doi.org/10.1186/s13075-021-02662-0
https://cmdga.org
http://ard.bmj.com/

	Primary osteoarthritis chondrocyte map of chromatin conformation reveals novel candidate effector genes
	Abstract
	Introduction﻿﻿
	Methods
	Chondrocyte tissue isolation
	Hi-C
	Hi-C data processing and quality control
	Hi-C loops identification
	Topologically associated domain identification
	Marker gene assessment
	Stratified LD score regression analysis
	Linkage disequilibrium calculation
	GWAS signal overlap and identification of active enhancer-promoter loops
	Enhancer-enhancer loop analysis
	Loop anchors without any cCRE element
	Overlap with osteoarthritis molecular quantitative trait loci and osteoarthritis transcriptomics data
	Colocalisation
	Transcription factor binding analysis
	Alpha missense
	Computational tools for overlapping genomic regions
	Visualisation
	Patient and public involvement statement

	Results
	For four GWAS signals there was no clear resolution of the effector gene
	For three GWAS signals the Hi-C data identify potential new effector genes

	Discussion
	References


