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ARTICLE INFO ABSTRACT

Keywords: Background: Hip osteoarthritis (OA) involves structural degeneration of different joint compartments, including
Acetabular labrum femoral head cartilage, periarticular ligaments and the acetabular labrum. However, the molecular mechanisms
Biomarker

underlying labrum degeneration in hip OA remain poorly understood.

Aim: To assess secretion of putative biomarkers for OA from explanted human labrum tissues under basal and
inflammatory conditions and to determine whether these could differentiate between OA and calcification status
compared to fracture controls.

Methods: Intact labrum specimens were collected from patients undergoing joint arthroplasty for primary hip OA
(n = 15, mean age 70) or non-OA femoral neck fracture (n = 5, mean age 64). Tissues were dissected in equal-
sized samples and explanted for one week. To mimic activation of inflammatory signaling by endogenous damage-
associated molecular patterns (DAMP) tissue were stimulated with a toll-like receptor 4 (TLR4) agonist (1 pg/mL
LPS). The involvement of transforming growth factor-beta (TGF-beta) signaling was evaluated by treatment with a
TGF-beta type 1 receptor inhibitor (10 pM SB-505124). Secretion of aggrecan (ACAN), pro-collagen-I alpha (Pro-
Col-In), cartilage oligomeric matrix protein (COMP), interleukin-6 (IL-6) and vascular endothelial growth factor
(VEGF) was assessed by enzyme-linked immunosorbent assay (ELISA). Labrum calcification was evaluated by 3D
whole mount fluorescent microscopy of ethyl cinnamate-based optically cleared tissues stained with Alcian blue/
Alizarin red.

Results: Whole mount microscopy revealed non-OA fracture controls were non-calcified, whereas six OA labra
(40%) were partially calcified or ossified. Basal secretion of Pro-Col-Ia and VEGF was increased four-fold in OA
versus non-OA labra. Pro-Col-Ia levels were correlated with those of VEGF (r = 0.65) and COMP (r = 0.54).
Stimulation of DAMP signaling through TLR4 affected secretion of IL-6, VEGF, COMP and Pro-Col-Io, with distinct
responses between non-OA and OA tissues. Inhibition of TGF-beta signaling specifically reduced elevated
secretion of Pro-Col- I and VEGF in calcified OA labrum.

Conclusions: Secretion of the putative OA biomarkers Pro-Col-la and VEGF is elevated in degenerated human
acetabular labrum and may serve as indicators of OA and calcification status. Secretion of both factors was
partially regulated by TGF-beta signaling in calcified OA labrum tissues.

The Translational potential of this article:

Our findings suggest that a biomarker panel consisting of Pro-Col-Io/VEGF/COMP may be valuable for assessing
subradiographic labrum degeneration and calcification in hip OA. Targeting TGF-beta signaling may offer a means
to reduce vascular invasion and fibrosis in acetabular labrum tissue.

Explant model

Hip osteoarthritis
Inflammation
Pathologic calcification
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1. Introduction

Hip osteoarthritis (OA) affects several compartments of the joint
including hyaline cartilage, subchondral bone, the joint capsule as well as
periarticular ligaments and fibrocartilage [1]. The acetabular labrum is
composed of ring-form fibrocartilage and plays a fundamental role in hip
joint stability and articular cartilage homeostasis by regulating joint
lubrication, load distribution, proprioception and mechanotransduction.
All labral portions are in contact with the acetabular hyaline cartilage
and thus articulate with the analogous femoral head articular cartilage.
Cadaver studies of intact labrum tissues of aging individuals have
demonstrated that the acetabular labrum is both vascularized and
innervated [2]. Degeneration and structural damage of labrum tissue is
believed to play pivotal roles in degenerative hip conditions, such as
femoroacetabular impingement (FAI) and primary hip OA [3]. Labral
tears are associated with hip osteophytes, but it is unclear how these two
features are causally related [4].

Degenerated labrum tissues from OA hip joints have undergone
extensive characterization through histopathological and transcriptomic
analyses [5-13]. Histological studies have revealed a range of patho-
logical alterations including chondrocyte apoptosis, macrophage infil-
tration, vascular proliferation, matrix destruction and intralabral
calcifications [5,7,10]. Labral calcification were found to be highly
prevalent (100%) in a cohort of 80 patients, and the extent of calcifica-
tion was associated with the degree of cartilage damage regardless of age
[9]. Calcifications in end-stage hip OA were negatively correlated with
hip function and positively correlated with pain scores [10]. Tran-
scriptomic analyses have unveiled distinct gene expression profiles be-
tween primary labral fibro-chondrocytes and articular chondrocytes in
both human and bovine species [6,8,11,13]. In vitro studies involving
mechanical loading or cytokine stimulation of labral cells have demon-
strated upregulation of extracellular matrix genes such as aggrecan
(ACAN), type I collagen (COL1A), cartilage oligomeric matrix protein
(COMP) and interleukin-6 (IL-6) [6,13]. Gene pathway enrichment
studies conducted on labrum cells from healthy and OA tissues have
suggested differential activation of pro-inflammatory, pro-angiogenic
and transforming growth factor-beta (TGF-beta) pathways [8,11].
Importantly, proteomic studies have identified differential protein levels
of the aforementioned genes in the synovial fluid of hip and knee OA
patients [14,15]. Notably, ACAN and Pro-Col-la exhibited differential
expression between early OA and control samples [15].

In this study, we sought to characterize secretion of selected putative
OA biomarkers (ACAN, Pro-Col-Io, COMP, IL-6, VEGF) by anatomically
intact acetabular labrum tissues exhibiting different OA and calcification
status. Additionally, we assessed whether these proteins could be regu-
lated through the activation of damage-associated molecular patterns
(DAMP) signaling, which plays a crucial role in several inflammatory
pathways in the OA joint [16]. Lastly, we examined the potential
involvement of TGF-beta signaling in the secretion of these biomarkers.

2. Methods
2.1. Collection of clinical specimens and clinico-radiological data

The study was reviewed and approved by the local ethical committee.
Acetabular labrum tissue was harvested from consented patients under-
going total hip arthroplasty for primary hip OA (n = 15) or femoral neck
fracture (n = 5). Exclusion criteria were secondary hip OA, metabolic
bone disorders and prior OA diagnosis in fracture cases. Samples were
collected in sterile saline and stored at 4 °C until further processing. Prior
to the joint replacement procedure, anteroposterior pelvic radiographs
were obtained for all patients prior to the joint replacement procedure.
One musculoskeletal radiologist with 12 years of experience reported the
presence or absence of acetabular rim calcifications or ossification on
radiographs. Acetabular rim calcifications were defined as opacities
projecting laterally in close vicinity but detached from the acetabular
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rim, while acetabular rim ossifications were defined using the double-rim
sign [17,18]. Clinical and radiographic data are summarized in Table 1.

2.2. Explant culture of labrum tissue

Explant culture of human labrum tissues was adapted from a method
developed previously for osteochondral joint tissues [19]. Clinical spec-
imens were processed within 2 h post-surgery and dissected with a
scalpel into equal-sized samples (200-400 mg wet weight). Dissected
tissues were cultured in 8 mL aMEM (10% FBS, 10 mM HEPES, 4 mM
L-glutamine) for 1 week at 37 °C in a humidified atmosphere containing
5% CO. Specimens were treated with 1 pg/mL LPS (Escherichia coli
0111:B4, L2630 Sigma-Aldrich) in the presence of a TGF-beta receptor
type I inhibitor (10 pM SB-505124) or DMSO vehicle (0.00075% v/v) at
day 1 and 4. Conditioned medium was collected at day 7 and stored at
—80 °C until further analysis. Labrum tissues were fixed in formalin for
48 h at 4 °C.

2.3. Enzyme-linked immunosorbent assay (ELISA)

Secreted protein levels were assessed by commercial ELISA kits for
Pro-Col-Ia (Abcam, ab216064, sample dilution 1:100), aggrecan (Ray-
Biotech, ELH-ACAN-1, sample dilution 1:3), COMP (Sino Biological,
SEK10173, sample dilution 1:500), vascular endothelial growth factor
(VEGF)-121 (Sino Biological, SEK10008, sample dilution 1:2) and IL-6
(Invitrogen, 88-7066-86, sample dilution 1:400). Protein levels were
normalized to wet weight of explanted samples and expressed as ng/g
tissue.

2.4. Whole-mount microscopy and optical clearing

Formalin-fixed labrum samples were dehydrated in two volumes 95%
ethanol overnight at room temperature. Proteoglycans were stained
overnight with 0.03% w/v Alcian blue 8GX in 80% ethanol/20% glacial
acetic acid. Samples were destained in two volumes 70% ethanol before
staining overnight with 0.005% w/v Alizarin red S in 1% KOH. Samples
were destained in two volumes 1% KOH and dehydrated in ethanol.
Double-stained labrum tissues were cleared in ethyl cinnamate. Bright-
field and fluorescence imaging (Texas red bandpass filter, ex: 539 nm/em
630 nm) was performed on a Leica M205-FA stereomicroscope. Images
were captured at magnification 20x and merged in Leica Application
Suite X (Leica Microsystems CMS GmbH, version 3.0.14.23224).

2.5. Statistical analysis

Hierarchical clustering of normalized protein expression was per-
formed in ClustVis 1.0 [20] using average linkage and correlation

Table 1

Patient demographics, radiological assessments, and levels of extracellular ma-
trix protein and pro-inflammatory cytokine secretion by explanted labra from
primary hip OA patients and fracture controls.

Parameter Hip OA (n = 15) Fracture (n = 5) P-
value

Age, years 70 £11 64+ 6 0.28

Sex, no. female (%) 6 (40%) 4 (80%) 0.30

Acetabular rim ossification, no. 12 (80%) 3 (60%) 0.56
(%)

Radiographic labrum 1 (7%) 0 (0%) 0.99
calcification, no. (%)

Basal secretion

Pro-Col-Ia, ng/g (range) 410 (47-1816) 105 (22-218) 0.005

COMP, ng/g (range) 5002 3796 0.13

(2067-10019) (926-10645)

ACAN, ng/g (range) 4 (0.3-25) 10 (2-24) 0.50

VEGF, ng/g (range) 5.6 (1.4-17) 1.6 (0.5-8) 0.005

1L-6, ng/g (range) 72 (0-391) 27 (4-1000) 0.86
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distance. Statistical analyses were performed using GraphPad Prism
(v9.3, Graphpad Software Inc., San Diego, CA, USA). Group-wise com-
parisons of normally distributed data (Pro-Col-la, IL-6, COMP) were
performed by ratio paired t-test and repeated measures one-way ANOVA
with Tukey's multiple comparison test. For non-normally distributed data
(VEGF, ACAN) Mann Whitney test and Friedman's test with Dunn's
multiple comparison test. Spearman rank correlation was used for cor-
relation analyses. P-values less than 0.05 were considered significant.

3. Results

3.1. Elevated secretion of Pro-Col-Ia and VEGF in labrum tissues from hip
OA compared with fracture controls

The secretion of extracellular matrix proteins and pro-inflammatory
cytokines was assessed in conditioned medium from labrum tissues
that underwent one-week explant culture (Table 1). Comparing OA
labrum samples with fracture controls, both Pro-Col-Ion and VEGF levels
were found to be approximately fourfold higher in OA samples. Secretion
levels of cartilaginous extracellular matrix proteins COMP and ACAN and
IL-6 were similar in OA specimens and non-OA controls.

3.2. Whole mount imaging of optically-cleared tissue using Alizarin red
fluorescence reveals labrum calcification status

Following ex vivo culture, explanted tissues were subjected to
sequential whole mount staining with Alcian blue and Alizarin red
staining to visualize proteoglycans and calcifications, respectively. Ethyl
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cinnamate-based tissue clearing facilitated 3D stereomicroscopy analysis
of intact tissues (Fig. 1). Labrum tissues from fracture controls did not
exhibit any focal calcifications, whereas six out of fifteen labra from OA
patients displayed focal calcifications (n = 5) or complete ossification (n
= 1). Alcian blue staining patterns appeared uniform and did not indicate
significant proteoglycan loss in the presence or absence of calcification.
While labrum calcifications were readily detectable through microscopic
analyses, radiological assessment identified labrum calcification in only
one case (Table 1). In contrast, ossification of the acetabular rim adjacent
to the labrum was a common radiological feature, with no significant
differences between groups (3/6 calcified OA, 9/9 non-calcified OA, 3/5
fracture controls).

3.3. Biomarker panel can distinguish between calcified OA labrum and
fracture controls

Secretion of Pro-Col-In under basal conditions was significantly
correlated with that of VEGF (r = 0.65, p = 0.002) and COMP (r = 0.54, p
= 0.013) (Fig. 2A and B). As regression plots suggested clustering of
calcified OA and control groups, we investigated whether the biomarker
panel could help distinguish the calcification status of labra. Using un-
supervised hierarchical clustering of the five proteins, we identified two
subgroups with clear separation of OA samples from fracture controls
(Fig. 2C). By overlaying the clustering with microscopy assessment, we
discovered that a subgroup exhibiting elevated levels of Pro-Col-Ia,
COMP and VEGF secretion predominantly originated from calcified OA
samples. Conversely, a cluster primarily composed of fracture controls
demonstrated higher ACAN levels.
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Figure 1. Macroscopic and whole mount fluorescent imaging of acetabular labrum calcification using ethyl cinnamate-based optical clearing. Represen-
tative images of fixed non-calcified (fracture, OA), calcified and ossified specimens prior to whole mount staining (upper panels). Following staining with Alcian blue/
Alizarin red and optical clearing with ethyl cinnamate, homogeneous proteoglycan staining (blue) was observed without significant loss in OA specimens. Alizarin red
staining highlighted calcifications (middle panels). Imaging of Alizarin red fluorescence in cleared tissues enabled clear localization of focal calcification in labrum
tissue (lower panels). Fluorescent imaging was used for stratification of calcification status of labrum specimens. Scale bar: 1 cm for macroscopic images, 500 pm for
whole mount microscopy. (For interpretation of the references to colour in this figure legend, the reader is referred to the Web version of this article.)
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Figure 2. Hierarchical clustering of baseline biomarker profiles in hip OA labra indicates distinct subgroups based on presence of calcification. Scatter plot
of Pro-Col-Iu levels versus VEGF (A) and COMP (B). Regression line with 95% confidence intervals is depicted. (C) Biomarker levels were normalized to the average of
the entire sample and depicted clusters were generated using average linkage clustering based on correlation distance. Compared to fracture controls, OA labra

exhibited elevated expression of Pro-Col-la, COMP, and VEGF.

3.4. Mimicking DAMP signaling through TLR4 impacts secretion of Pro-
Col-Ia, IL-6, VEGF and COMP

Given that activation of toll-like receptor 4 (TLR4) signaling by
endogenous DAMPs is known to play an important role in regulating pro-
inflammatory cytokines in the OA joint [16], we investigated whether
this signaling pathway could impact biomarker secretion in labrum tis-
sue. Stimulation with LPS led to increased IL-6 secretion of in 13 out of 15
samples (Fig. 3A). Distinct responses to LPS were observed for the
secretion of VEGF, Pro-Col-Ion and COMP among different labrum groups
(Fig. 3B-D). Activation of TLR4 signaling notably reduced secretion of
VEGF and Pro-Col-Io in OA calcified labrum tissues only. Conversely,
Pro-Col-Ia levels increased only in fracture controls and COMP levels
were elevated only in non-calcified labrum. While the secretion of ACAN
appeared unaffected by LPS treatment (Fig. 3E), there was a significant
correlation (r = 0.58, p = 0.007) between the relative changes in IL-6 and
ACAN secretion. Moreover, the effects of LPS treatment appeared to be
independent of TGF-beta signaling (Supplementary Figs. 1 and 2).

3.5. TGF-beta signaling regulates elevated Pro-Col-la and VEGF secretion
in calcified OA labrum tissues

Lastly, we investigated the involvement of TGF-beta signaling in
regulating biomarker secretion under basal conditions. Treatment with a
TGF-beta receptor I inhibitor resulted in a decrease in Pro-Col-In and
VEGF secretion specifically in OA calcified labrum tissues (Fig. 4B and C).
There was a significant correlation (r = 0.59, p = 0.006) between the
relative changes in Pro-Col-Io and VEGF secretion (Fig. 4F). Secretion of
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IL-6 and ACAN remained unaffected by inhibition of TGF-beta signaling
(Fig. 4A,E). COMP levels were elevated only in non-calcified labrum
(Fig. 4D) similar to the extent observed with LPS treatment (Supple-
mentary Fig. 1).

4. Discussion

To the best of our knowledge, this study represents the first ex vivo
characterization of intact acetabular labra in humans, shedding light on
tissue responses and changes in this anatomical region. Our findings
complement previous in vitro studies focusing on primary labrum cells [6,
11,12,21]. Furthermore, we demonstrated the feasibility and efficiency
of whole mount imaging combined with optical clearing for evaluating
tissue calcification in human cartilaginous samples. In-depth analysis of
selected putative OA biomarkers revealed distinct expression patterns of
Pro-Col-Ia and VEGF, as well as their differential regulation by TLR4 and
TGF-beta signaling, specifically in calcified labra compared to
non-calcified OA specimens and fracture controls.

Consistent with the fibrocartilage nature, primary cells derived from
OA patients expressed higher levels of collagen type I than type II when
compared to articular cartilage [6]. In vitro studies have indicated that
Pro-Col-Ia expression is negatively regulated by inflammation [6] and
stimulated by mechanical stretching [12]. Interestingly, the upregulation
of pro-osteogenic genes, including Pro-Col-Ia and VEGF, in response to
mechanical stretching varied between fibrochondrocytes from mildly
and severely degenerated labra [12]. Our ex vivo biomarker assessments
corroborated these findings, suggesting that altered labrum biome-
chanics in OA may trigger secretion of pro-osteogenic factors.
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Figure 3. Regulation of biomarker secretion through DAMP-mimicking activation of TLR4. (A-E) Secretion of indicated biomarkers in fracture controls (Frx),
non-calcified (OA-NC) and calcified OA (OA-C) labrum tissues treated with vehicle (blue) or LPS (orange). (F) Scatter plot of the relative change in IL-6 and ACAN
secretion between vehicle and LPS treatments. *P < 0.05 by Tukey's post-hoc test. (For interpretation of the references to colour in this figure legend, the reader is

referred to the Web version of this article.)

Additionally, VEGF levels were found to be significantly increased in hip
OA compared to controls in proteomic profiling studies, whereas IL-6
levels showed no significant differences [14].

Responses to LPS treatment and inhibition of TGF-beta signaling in
labral tissues exhibited noteworthy differences compared with our pre-
vious studies on articular cartilage [22] and osteochondral tissue ex-
plants [19]. While autocrine IL-6 pathological calcification of articular
cartilage was promoted by autocrine IL-6 secretion [22], we did not
detect elevated IL-6 tissue levels in OA labra or a significant association
of Pro-Col-Ia and VEGF with IL-6. The observation that labrum calcifi-
cation can proceed to tissue ossification, whereas cartilage calcification
remains predominantly focal, supports the notion that both processes are
regulated differently. We identified TGF-beta signaling as crucial regu-
lator of Pro-Col-I and IL-6 tissue secretion in osteochondral tissues [19],
while TGF-beta type I receptor inhibition affected secretion only in
calcified OA labrum. Moreover, studies on primary labral fibrochon-
drocytes have suggested that BMP signaling might be primarily involved
in regulating expression of pro-osteogenic genes [12]. In contrast,
expression of extracellular matrix proteins in OA articular cartilage
appeared to be regulated by TGF-beta and Wnt signaling [23]. These
findings underscore the distinct tissue metabolism of labra [6,8,13],
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highlighting the need to consider them separately from our extensive
knowledge of articular cartilage.

We made an intriguing observation regarding the high secretion of
COMP by labral tissues and its positive correlation with pro-osteogenic
factors Pro-Col-In and VEGF. This finding gains significance as a rare
genotype with a missense mutation in COMP has been strongly linked to
total joint replacement in hip OA [24]. Additionally, COMP has shown
potential as a biomarker to distinguish e between control individuals and
patients with hip lesions and femoroacetabular impingement [25].
Considering these findings, we propose that when studying the elevated
risk of hip OA associated with COMP genotypes, the involvement of
acetabular labrum should be taken into account alongside hip articular
cartilage.

One important question that remains somewhat unclear is the clinical
relevance of labrum pathology, particularly with regard to calcifications,
in the diagnosis and treatment of hip OA. The presence of labral pa-
thology, predominantly labral tears, was found in as high as 40% of a
cohort consisting of young asymptomatic adult volunteers [26]. The
prevalence increased to 86% in a cohort of symptomatic hip patients,
primarily associated with the size of acetabular and femoral head
osteophytes, rather than subchondral joint sclerosis or minimum joint
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figure legend, the reader is referred to the Web version of this article.)

space [4]. Notably, combined excision of labral calcifications, labral tear
repair, and osteoplasty resulted in significant clinical and functional
improvement in patients with femoroacetabular impingement syndrome
up to two years following arthroscopy [27]. It is worth mentioning that
the presence of labral calcification in histological analysis showed poor
correlation with its detection on radiography. This discrepancy is likely
due to the fact that radiography is not the most accurate imaging mo-
dality for detecting calcifications. In a study involving 3228 histologi-
cally confirmed calcified menisci, its sensitivity was only 35.3% [28].
Cross-sectional imaging methods such as computed tomography, which
offer three-dimensional visualization, perform better in this regard [29,
30]. Conversely, acetabular rim ossifications were commonly found in
both fracture controls and OA samples, consistent with a previous report
using computed tomography, which showed that acetabular rim ossifi-
cations are highly prevalent in asymptomatic individuals [18]. It is
important to note that these ossifications are located immediately adja-
cent to the acetabular rim, while labral samples were mostly collected
from the non-ossified portion of the labrum.

There are several limitations to our study related to the methodology
employed. Firstly, our was based on putative biomarkers reported in
literature rather than unbiased proteomic analysis. Conducting such
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comprehensive analyses would be valuable in identifying robust bio-
markers for assessing labrum degeneration and calcification in synovial
fluid or serum samples from hip OA patients. Secondly, tissue responses
in the explant models were assessed in the absence of mechanical
loading, which might be a more relevant factor than inflammatory
stimuli in an in vivo setting. Thirdly, we could not assess sexual dimor-
phism in labrum tissues. Lastly, we have yet to evaluate whether condi-
tioned medium from medium explants has a pro-osteogenic effect on
joint-resident cells or explanted osteochondral tissues. Future studies
should address these limitations. Furthermore, it would be interesting to
investigate whether labrum calcification can be targeted through phar-
macological means, such as the use of hydrogen sulfide donors [31], in
the established explant model.

In conclusion, our study identified differential expression of VEGF
and Pro-Col-Ix in acetabular labrum tissues from hip OA patients and
fracture controls. Elevated levels of COMP, VEGF and Pro-Col-In were
associated with labrum tissue calcification at the histological, though not
detectable radiologically. This panel of protein markers holds promise as
biomarkers for pre-radiographic detection of labrum calcification in hip
synovial fluid. Explant models utilizing human joint tissues offer a
promising approach to studying the molecular pathomechanisms
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underlying OA. Targeting TGF-beta signaling may offer a means to
reduce vascular invasion and fibrosis in acetabular labrum tissue.

Role of the funding source

This project was financially supported by the Swiss National Science
Foundation (Grant number 190472) and Lausanne Orthopedic Research
Foundation. The funders had no role in study design, data collection and
analysis or drafting and submission of the manuscript.

Declaration of competing interest

The authors declare that they have no conflicts of interest related to
this study.

Acknowledgments

We thank Elke Moradpour for her excellent technical assistance in
explant culture and fluorescence microscopy. During the preparation of
this work the author(s) used ChatGPT in order to improve language and
readibilty. After using this tool/service, the author(s) reviewed and
edited the content as needed and take(s) full responsibility for the con-
tent of the publication.

Appendix A. Supplementary data

Supplementary data to this article can be found online at https://doi.
0rg/10.1016/j.jot.2023.08.007.

References
[1] Loeser RF, Goldring SR, Scanzello CR, Goldring MB. Osteoarthritis: a disease of the
joint as an organ. Arthritis Rheum 2012;64:1697-707. https://doi.org/10.1002/
art.34453.
Kelly BT, Shapiro GS, Digiovanni CW, Buly RL, Potter HG, Hannafin JA. Vascularity
of the hip labrum: a cadaveric investigation. Arthroscopy 2005;21:3-11. https://
doi.org/10.1016/j.arthro.2004.09.016.
Ito K, Leunig M, Ganz R. Histopathologic features of the acetabular labrum in
femoroacetabular impingement. Clin Orthop Relat Res 2004:262-71. https://
doi.org/10.1097/01.blo.0000144861.11193.17.
Gonzalez FM, Gagnon MH, Reiter D, Younan Y, Sayyid S, Singer A, et al.
Osteoarthritis of the hip: are degenerative tears of the acetabular labrum
predictable from features on hip radiographs? Acta Radiol 2021;62:628-38.
https://doi.org/10.1177/0284185120936269.
Seldes RM, Tan V, Hunt J, Katz M, Winiarsky R, Fitzgerald Jr RH. Anatomy,
histologic features, and vascularity of the adult acetabular labrum. Clin Orthop
Relat Res 2001:232-40. https://doi.org/10.1097/00003086-200101000-00031.
Dhollander AA, Lambrecht S, Verdonk PC, Audenaert EA, Almgvist KF, Pattyn C,
et al. First insights into human acetabular labrum cell metabolism. Osteoarthritis
Cartilage 2012;20:670-7. https://doi.org/10.1016/j.joca.2012.03.023.
Jackson TJ, Stake CE, Stone JC, Lindner D, El Bitar YF, Domb BG. Radiographic,
histologic, and arthroscopic findings in amorphous calcifications of the hip labrum.
Arthroscopy 2014;30:456-61. https://doi.org/10.1016/j.arthro.2013.12.019.
Juchtmans N, Dhollander AA, Coudenys J, Audenaert EA, Pattyn C, Lambrecht S,
et al. Distinct dysregulation of the small leucine-rich repeat protein family in
osteoarthritic acetabular labrum compared to articular cartilage. Arthritis
Rheumatol 2015;67:435-41. https://doi.org/10.1002/art.38930.
Hawellek T, Hubert J, Hischke S, Krause M, Bertrand J, Schmidt BC, et al.
Calcification of the acetabular labrum of the hip: prevalence in the general
population and relation to hip articular cartilage and fibrocartilage degeneration.
Arthritis Res Ther 2018;20:104. https://doi.org/10.1186/513075-018-1595-y.
Hubert J, Hawellek T, Moe M, Hischke S, Krause M, Rolvien T, et al. Labral
calcification in end-stage osteoarthritis of the hip correlates with pain and clinical
function. J Orthop Res 2018;36:1248-55. https://doi.org/10.1002/jor.23736.

[2

=

[3]

[4

=

[5

=

[6

)

[7

—

[8

=

[9

—

[10]

25

[11]

[12]

[13]

[14]

[15]

[16]

[17]

[18]

[19]

[20]

[21]

[22]

[23]

[24]

[25]

[26]

[27]

[28]

[29]

[30]

[31]

Journal of Orthopaedic Translation 44 (2024) 19-25

Wang S, Jiang C, Zhang K. Significantly dysregulated genes in osteoarthritic labrum
cells identified through gene expression profiling. Mol Med Rep 2019;20:1716-24.
https://doi.org/10.3892/mmr.2019.10389.

Kawamura Y, Tetsunaga T, Yamada K, Sanki T, Sato Y, Yoshida A, et al. Mechanical
stretching induces calcification and cartilage matrix metabolism, causing
degeneration of the acetabular labrum. Hip Int 2021. https://doi.org/10.1177/
11207000211044675. 11207000211044675.

Huber S, Ladner Y, Stoddart MJ, Leunig M, Ferguson SJ. The acetabular labrum
tissue shows unique transcriptome signatures compared to cartilage and responds to
combined cyclic compression and surface shearing. Gene 2023;856:147140.
https://doi.org/10.1016/j.gene.2022.147140.

Ren G, Lutz I, Railton P, Wiley JP, McAllister J, Powell J, et al. Serum and synovial
fluid cytokine profiling in hip osteoarthritis: distinct from knee osteoarthritis and
correlated with pain. BMC Muscoskel Disord 2018;19:39. https://doi.org/10.1186/
512891-018-1955-4.

Ali N, Turkiewicz A, Hughes V, Folkesson E, Tjornstand J, Neuman P, et al.
Proteomics profiling of human synovial fluid suggests increased protein interplay in
early-osteoarthritis (OA) that is lost in late-stage OA. Mol Cell Proteomics 2022;21:
100200. https://doi.org/10.1016/j.mcpro.2022.100200.

Lambert C, Zappia J, Sanchez C, Florin A, Dubuc JE, Henrotin Y. The damage-
associated molecular patterns (DAMPs) as potential targets to treat osteoarthritis:
perspectives from a review of the literature. Front Med 2020;7:607186. https://
doi.org/10.3389/fmed.2020.607186.

Corten K, Ganz R, Chosa E, Leunig M. Bone apposition of the acetabular rim in deep
hips: a distinct finding of global pincer impingement. J Bone Joint Surg Am 2011;
93(Suppl 2):10-6. https://doi.org/10.2106/JBJS.J.01799.

Valente C, Haefliger L, Favre J, Omoumi P. Ossification of the acetabular rim: a
highly prevalent finding in asymptomatic non-osteoarthritic hips of all ages. Eur
Radiol 2021;31:6802-9. https://doi.org/10.1007/5s00330-021-07750-y.

Geurts J, Juric D, Muller M, Scharen S, Netzer C. Novel ex vivo human
osteochondral explant model of knee and spine osteoarthritis enables assessment of
inflammatory and drug treatment responses. Int J Mol Sci 2018;19. https://doi.org/
10.3390/ijms19051314.

Metsalu T, Vilo J. ClustVis: a web tool for visualizing clustering of multivariate data
using Principal Component Analysis and heatmap. Nucleic Acids Res 2015;43:
W566-70. https://doi.org/10.1093/nar/gkv468.

Rigueur D, Lyons KM. Whole-mount skeletal staining. Methods Mol Biol 2014;1130:
113-21. https://doi.org/10.1007/978-1-62703-989-5_9.

Nasi S, So A, Combes C, Daudon M, Busso N. Interleukin-6 and chondrocyte
mineralisation act in tandem to promote experimental osteoarthritis. Ann Rheum
Dis 2016;75:1372-9. https://doi.org/10.1136/annrheumdis-2015-207487.

Soul J, Dunn SL, Anand S, Serracino-Inglott F, Schwartz JM, Boot-Handford RP,
et al. Stratification of knee osteoarthritis: two major patient subgroups identified by
genome-wide expression analysis of articular cartilage. Ann Rheum Dis 2018;77:
423. https://doi.org/10.1136/annrheumdis-2017-212603.

Styrkarsdottir U, Helgason H, Sigurdsson A, Norddahl GL, Agustsdottir AB,
Reynard LN, et al. Whole-genome sequencing identifies rare genotypes in COMP
and CHADL associated with high risk of hip osteoarthritis. Nat Genet 2017;49:
801-5. https://doi.org/10.1038/ng.3816.

Lynch TS, O'Connor M, Minkara AA, Westermann RW, Rosneck JT. Biomarkers for
femoroacetabular impingement and hip osteoarthritis: a systematic review and
meta-analysis. Am J Sports Med 2019;47:2242-50. https://doi.org/10.1177/
0363546518803360.

Lee AJ, Armour P, Thind D, Coates MH, Kang AC. The prevalence of acetabular
labral tears and associated pathology in a young asymptomatic population. Bone
Joint Lett J 2015;97-B:623-7. https://doi.org/10.1302/0301-620X.97B5.35166.
Soriano KKJ, Flores SE, Aung MS, Nguyen TQ, Zhang AL. Treatment of labral
calcification in the setting of femoroacetabular impingement syndrome with
arthroscopic calcification excision, labral repair, and osteoplasty improves
outcomes. Arthroscopy 2021;37:554-63. https://doi.org/10.1016/
j.arthro.2020.10.033.

Fisseler-Eckhoff A, Muller KM. Arthroscopy and chondrocalcinosis. Arthroscopy
1992;8:98-104. https://doi.org/10.1016/0749-8063(92)90142-x.

Byrd JW, Jones KS, Freeman CR. Surgical outcome of pincer femoroacetabular
impingement with and without labral ossification. Arthroscopy 2016;32:1022-9.
https://doi.org/10.1016/j.arthro.2015.12.042.

Omoumi P, Zufferey P, Malghem J, So A. Imaging in gout and other crystal-related
arthropathies. Rheum Dis Clin N Am 2016;42:621-44. https://doi.org/10.1016/
j.rdc.2016.07.005.

Nasi S, Ehirchiou D, Bertrand J, Castelblanco M, Mitchell J, Ishii I, et al. The
gasotransmitter hydrogen sulfide (H2S) prevents pathologic calcification (PC) in
cartilage. Antioxidants 2021;10. https://doi.org/10.3390/antiox10091433.


https://doi.org/10.1016/j.jot.2023.08.007
https://doi.org/10.1016/j.jot.2023.08.007
https://doi.org/10.1002/art.34453
https://doi.org/10.1002/art.34453
https://doi.org/10.1016/j.arthro.2004.09.016
https://doi.org/10.1016/j.arthro.2004.09.016
https://doi.org/10.1097/01.blo.0000144861.11193.17
https://doi.org/10.1097/01.blo.0000144861.11193.17
https://doi.org/10.1177/0284185120936269
https://doi.org/10.1097/00003086-200101000-00031
https://doi.org/10.1016/j.joca.2012.03.023
https://doi.org/10.1016/j.arthro.2013.12.019
https://doi.org/10.1002/art.38930
https://doi.org/10.1186/s13075-018-1595-y
https://doi.org/10.1002/jor.23736
https://doi.org/10.3892/mmr.2019.10389
https://doi.org/10.1177/11207000211044675
https://doi.org/10.1177/11207000211044675
https://doi.org/10.1016/j.gene.2022.147140
https://doi.org/10.1186/s12891-018-1955-4
https://doi.org/10.1186/s12891-018-1955-4
https://doi.org/10.1016/j.mcpro.2022.100200
https://doi.org/10.3389/fmed.2020.607186
https://doi.org/10.3389/fmed.2020.607186
https://doi.org/10.2106/JBJS.J.01799
https://doi.org/10.1007/s00330-021-07750-y
https://doi.org/10.3390/ijms19051314
https://doi.org/10.3390/ijms19051314
https://doi.org/10.1093/nar/gkv468
https://doi.org/10.1007/978-1-62703-989-5_9
https://doi.org/10.1136/annrheumdis-2015-207487
https://doi.org/10.1136/annrheumdis-2017-212603
https://doi.org/10.1038/ng.3816
https://doi.org/10.1177/0363546518803360
https://doi.org/10.1177/0363546518803360
https://doi.org/10.1302/0301-620X.97B5.35166
https://doi.org/10.1016/j.arthro.2020.10.033
https://doi.org/10.1016/j.arthro.2020.10.033
https://doi.org/10.1016/0749-8063(92)90142-x
https://doi.org/10.1016/j.arthro.2015.12.042
https://doi.org/10.1016/j.rdc.2016.07.005
https://doi.org/10.1016/j.rdc.2016.07.005
https://doi.org/10.3390/antiox10091433

	Elevated secretion of pro-collagen I-alpha and vascular endothelial growth factor as biomarkers of acetabular labrum degene ...
	1. Introduction
	2. Methods
	2.1. Collection of clinical specimens and clinico-radiological data
	2.2. Explant culture of labrum tissue
	2.3. Enzyme-linked immunosorbent assay (ELISA)
	2.4. Whole-mount microscopy and optical clearing
	2.5. Statistical analysis

	3. Results
	3.1. Elevated secretion of Pro-Col-Iα and VEGF in labrum tissues from hip OA compared with fracture controls
	3.2. Whole mount imaging of optically-cleared tissue using Alizarin red fluorescence reveals labrum calcification status
	3.3. Biomarker panel can distinguish between calcified OA labrum and fracture controls
	3.4. Mimicking DAMP signaling through TLR4 impacts secretion of Pro-Col-Iα, IL-6, VEGF and COMP
	3.5. TGF-beta signaling regulates elevated Pro-Col-Iα and VEGF secretion in calcified OA labrum tissues

	4. Discussion
	Role of the funding source
	Declaration of competing interest
	Acknowledgments
	Appendix A. Supplementary data
	References


