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Original Article

Fibroblast growth factors (FGFs) are a family of 22 proteins 
and 4 receptors (FGFRs) that are crucial elements for nor-
mal development. Anomalous FGF signaling has been asso-
ciated with several pathologies and skeletal abnormalities.1-3 
Nevertheless, the contribution of different FGFs and FGFRs 
for the homeostasis or disease of the cartilage from the 
mandibular condyle is unknown. Therefore, the goal of this 
study was to characterize the protein expression of FGFs 
and FGFRs relevant to chondrogenesis in the osteochondral 
tissue of temporomandibular joint (TMJ) in young and 
aging mice. We have chosen 4 ligands (FGF2, FGF8, FGF9, 
and FGF18) and 2 receptors (FGFR1 and FGFR3) that have 
been associated with cartilage development and disease.1 
Our results indicate FGF2 and FGF8 are important growth 
factors for mandibular condylar cartilage (MCC) growth in 
young mice but with limited role in the cartilage of older 
mice. In addition, the increased expression of pFGFR1 and 
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FGF Ligands and Receptors in 
Osteochondral Tissues of the 
Temporomandibular Joint in  
Young and Aging Mice

Eliane H. Dutra1 , Po-Jung Chen2, Zana Kalajzic3,  
Sunil Wadhwa4, Marja Hurley5, and Sumit Yadav1

Abstract
Objective. Fibroblast growth factors (FgFs) are a family of 22 proteins and 4 FgF receptors (FgFrs) that are crucial 
elements for normal development. the contribution of different FgFs and FgFrs for the homeostasis or disease of the 
cartilage from the mandibular condyle is unknown. therefore, our goal was to characterize age-related alterations in the 
protein expression of FgF ligands and FgFrs in the mandibular condyle of mice. Method. Mandibular condyles of 1-, 6-, 12-, 
18-, and 24-month-old C57Bl/6J male mice (5 per group) were collected and histologically sectioned. immunofluorescence 
for FgFs that have been reported to be relevant for chondrogenesis (FgF2, FgF8, FgF9, FgF18) as well as the activated/
phosphorylated FgFrs (pFgFr1, pFgFr3) was carried out. Results. FgF2 and FgF8 were strongly expressed in the 
cartilage and subchondral bone of 1-month-old mice, but the expression shifted mainly to the subchondral bone as mice 
aged. FgF18 and pFgFr3 expression was limited to the cartilage of 1-month-old mice only. Meanwhile, pFgFr1 and FgF9 
were mostly limited to the cartilage with a significant increase in expression as mice aged. Conclusions. Our results indicate 
FgF2 and FgF8 are important growth factors for mandibular condylar cartilage growth in young mice but with limited role 
in the cartilage of older mice. in addition, the increased expression of pFgFr1 and FgF9 and the decreased expression of 
pFgFr3 and FgF18 as mice aged suggest the association of these factors with aging and osteoarthritis of the cartilage of 
the mandibular condyle.
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FGF9 and the decreased expression of pFGFR3 and FGF18 
as mice aged suggest the association of these factors with 
aging and osteoarthritis of the cartilage of the mandibular 
condyle.

Experiments were approved by the UConn Health 
Animal Care and Use Committee. Mandibular condyles of 
1-, 6-, 12-, 18-, and 24-month-old C57BL/6J male mice (5 
per group) were collected. Mandibular condyles were fixed 
for 24 hours in 10% formalin and placed in 30% sucrose 
overnight before embedding in cryomedium (Thermo 
Shandon, Pittsburgh, PA). The medial surfaces of the sam-
ples were embedded against the base of the mold, parallel to 
the floor of the mold. Histological sections (5-7 μm thick-
ness) were performed using a Leica Cryostat (Nussloch, 
Germany). Sections were transferred to slides using the tape 
transfer method.

Immunofluorescence was performed by first washing 
slides with phosphate-buffered saline (PBS) and then block-
ing for 10 minutes at room temperature using the Universal 
Blocking Reagent (BioGenex, Fremont, CA). Slides were 
incubated with FGF2, FGF9, FGF18, phospho-FGFR3 
(Thermo Fisher Scientific, Carlsbad, CA), FGF8, and phos-
pho-FGFR1 (Abcam, Cambridge, UK) antibodies at a con-
centration of 1:100 each, overnight at +4 °C. 
Phosphospecific antibodies for FGFR1 and FGFR3 were 
chosen to determine the active state of receptors.

Subsequently, sections were washed with PBS and incu-
bated with Cy3 Donkey anti-rabbit IgG (Jackson 
ImmunoResearch Laboratories, Inc., West Grove, CA) at a 
concentration of 1:200 for 1 hour at room temperature and 
mounted with a suspension of 50% glycerol in PBS contain-
ing Hoechst nuclear stain (Life Technologies, Carlsbad, 
CA). Negative controls were performed by omitting the pri-
mary antibody and incubating slides in the serum used for 
primary antibodies (Suppl. Fig. 1).

Immunofluorescence expression in different groups was 
quantified using ImageJ (National Institutes of Health, 
Bethesda, MD) by calculating the stained area and dividing 
by the cartilage area, obtaining a percentage of stained area. 
Three sections per sample (N = 5) were analyzed. Statistical 
differences between age groups were determined by ordi-
nary 1-way analysis of variance and Tukey’s post hoc mul-
tiple comparisons test. Statistical tests were 2-sided, and a P 
value of <0.05 was considered to be statistically signifi-
cant. Statistical analysis was computed using GraphPad 
Prism (San Diego, CA).

Our first observation was the MCC of TMJ became thin-
ner and cartilage degeneration developed as mice aged, as 
we described previously4 and is illustrated in Supplementary 
Fig. 2. Moreover, we noticed that the cells expressing alka-
line phosphate (hypertrophic chondrocytes) moved toward 
the surface of the unmineralized cartilage, suggesting min-
eralization of the MCC as mice aged (Suppl. Fig. 2). In 
addition, we observed a substantial decrease in cellularity 
and cellular proliferation (substantial decrease in Ki67 

expression) and an increase in MMP13 expression (marker 
for cartilage degradation)5 associated with aging (Suppl. 
Fig. 2).

FGF2 was strongly expressed in the MCC of TMJ of 
1-month-old mice, especially in the pre-hypertrophic and 
hypertrophic chondrocytes, as well as in the subchondral 
bone. The expression of FGF2 sustained as mice aged, but 
that expression was limited to the subchondral region (Figs. 
1A and 2A).

FGF8 presented with a similar pattern of expression as 
observed for FGF2, with substantial expression in the pre-
hypertrophic and hypertrophic chondrocytes and subchon-
dral bone in 1-month-old mice. Interestingly, FGF8 
expression shifted to the outer layers of the MCC in 
6-month-old mice, was then confined to the subchondral 
bone at 12 months, and was re-expressed in MCC as mice 
aged (Figs. 1B and 2B).

FGF9 was diffusely expressed in the MCC and subchon-
dral bone in 1-month-old mice, but this expression mark-
edly decreased in both regions at 6 months. However, FGF9 
was strongly expressed in the hypertrophic/mineralizing 
zone and subchondral region in 12-, 18-, and 24-month-old 
mice (Figs. 1C and 2C).

Substantial FGF18 expression was noticed in the MCC 
of 1-month-old mice, mainly in the pre-hypertrophic and 
hypertrophic chondrocytes, with minimal expression in the 
subchondral bone. This expression has decreased in 
6-month-old mice, but some expression in osteochondral 
tissue was still noticeable. Absent expression of FGF18 was 
noticed in the osteochondral tissue of TMJ as mice aged 
(Figs. 1D and 2D).

Phospho-FGFR1 expression was weak in 1- and 
6-month-old mice, but this expression became substantially 
stronger as mice aged especially in the hypertrophic region 
of 18- and 24-month-old mice (Figs. 1E and 2E).

Phospho-FGFR3 was weakly expressed in the outer 
layer of the MCC and also in the pre-hypertrophic and 
hypertrophic regions of the mandibular condyle in 
1-month-old mice. Some sparse activity was noted in the 
subchondral region too. At 6 months of age, Phospho-
FGFR3 expression had decreased, with nearly absent 
expression in 12-,18-, and 24-month-old mice (Figs. 1F 
and 2F).

This novel study characterizes the protein expression of 
FGF ligands and FGFR in the osteochondral tissue of the 
TMJ as well as its modulation with aging. The most striking 
observation was that the protein expression of each FGF 
and FGFR investigated was not consistent between age 
groups, suggesting their distinct roles in different phases of 
development. The osteochondral tissue of TMJ undergoes 
changes with aging, with progressive development of 
degeneration and osteoarthritis.4 We believe the expression 
or deficiency of FGFs in the mandibular condyle could 
explain the homeostasis in earlier ages and degenerative 
changes as mice reach advanced aging.



Dutra et al. 3

FGF2, FGF8, FGF9, and FGF18 are secreted canonical 
FGFs that have been associated with articular cartilage 
homeostasis or disease.6-8 Reduction in FGFR3 expres-
sion has been related to human and murine osteoarthritis, 
while activation of FGFR1 has been associated with 
osteoarthritis.9,10

It is well known that FGF2 may have catabolic or ana-
bolic effects on cartilage homeostasis depending on the 

specific FGF receptor associated with it. When signaling 
through FGFR1, the effects are cartilage catabolism and 
osteoarthritis,10 while cartilage anabolism is associated with 
signaling through FGFR3.10,11 We have detected a robust 
expression of FGF2 and phosphorylation of FGFR3 in the 
MCC of young mice (1 month old), consistent with this 
phase of development when chondrocyte proliferation and 
differentiation are essential. However, when we analyzed 

Figure 1. Differential FgF expression in mandibular condyles of young and aging mice. immunofluorescence for (A) FgF2 (yellow 
fluorescent staining—red asterisks illustrate chondrocytes expressing FgF2, white brackets show subchondral bone expression), 
(B) FgF8 (red fluorescent staining—white asterisks illustrate chondrocytes expressing FgF8, white arrows and brackets show 
subchondral bone expression), (C) FgF9 (red fluorescent staining—white asterisks illustrate chondrocytes expressing FgF9, white 
arrows show subchondral bone expression), (D) FgF18 (yellow fluorescent staining—white asterisks illustrate chondrocytes 
expressing FgF18), (E) phospho-FgFr1 (red fluorescent staining—white asterisks illustrate chondrocytes expressing phospho-FgFr1, 
white arrows show subchondral bone expression), and (F) phospho-FgFr3 (red fluorescent staining—white asterisks illustrate 
chondrocytes expressing phospho-FgFr3) in sagittal sections of mandibular condyle of 1-, 6-,12-, 18-, and 24-month-old mice. Scale 
bar = 200 μm. FgF = fibroblast growth factor.
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the phosphorylation behavior of FGFR3 and FGFR1 in 
each age group in relation to FGF2 expression, we con-
cluded that the release of FGF2, which signals through acti-
vated FGFR1 in older mice, could favor the degeneration of 
cartilage given no phosphorylated FGFR3 was observed in 
those age groups.

FGF8 expression has been associated with active growth 
of the mandibular condyle, being present in proliferative, 
pre-hypertrophic, and hypertrophic chondrocytes.12 A cata-
bolic role for FGF8 has also been identified in in vitro and 
experimental articular cartilage osteoarthritis models.13 We 
have found a strong expression of FGF8 in the MCC of 
younger mice and in the mineralization region/subchondral 
bone of aging mice. FGF8 signals through FGFR3, and the 
expression pattern observed in the MCC of the younger 
group suggests FGF8 may be associated with active chon-
drogenesis of the mandibular condyle in developing mice. 

On the contrary, the shift in the expression of FGF8 toward 
the subchondral bone and re-expression in the MCC in 
older mice suggest this ligand may also contribute to the 
development of osteoarthritis.

Similarly, FGF9 promotes proliferation and hypertro-
phic differentiation in chondrocytes.14 It has been shown 
that injection of FGF9 in experimental osteoarthritis mouse 
model inhibits cartilage degradation, but increases the for-
mation of osteophytes.15 We observed FGF9 staining in all 
layers of the MCC in young mice, with this expression fluc-
tuating to the mineralization region of the cartilage as mice 
aged. This interesting pattern observed in different aging 
groups illustrates the distinct roles of FGF9 in chondrogen-
esis in young and older mice.

It has been demonstrated that FGF18 stimulates chon-
drocyte proliferation and differentiation by an FGFR3-
mediated pathway in cells with chondrogenic potential.11 

Figure 2. Quantification of FgF expression in mandibular condyles of young and aging mice. Quantification was limited to the 
cartilage and expressed as percentage per area of cartilage. Histograms represent means ± SD for n = 5 per group. FgF = fibroblast 
growth factor. 1M = 1-month-old. 6M = 6-month-old. 12M = 12-month-old. 18M = 18-month-old. 24M: 24-month-old. Statistically 
significant difference between groups: *P < 0.05, **P < 0.005, ***P < 0.0005, ****P < 0.0001.
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We have found strong FGF18 protein expression and phos-
phorylation of FGFR3 in the MCC and subchondral bone in 
younger mice, but this scenario changed abruptly as mice 
aged, with a lack of expression for both ligand and receptor. 
These data suggest aging changes could be associated with 
deficient FGF18 and FGFR3 signaling.

One of the limitations of this study was the use of male 
mice only for our characterization. In addition, protein 
expression analysis was limited to immunofluorescence. 
Our future studies will include female mice and gene 
expression of FGF signaling in the MCC of young and 
aging mice by RNA sequencing and proteomics.

To the best of our knowledge, this is the first report on 
the protein expression of different FGFs and FGFRs in the 
osteochondral tissue of the TMJ of young and older mice. 
Our data suggest the distinct role of FGFs and FGFRs in the 
osteochondral tissue of the TMJ at different stages of devel-
opment. Our research suggests that modulation of FGF sig-
naling may promote homeostasis or prevent/inhibit the 
progression of osteoarthritis in the TMJ.

Acknowledgments and Funding

The author(s) disclosed receipt of the following financial support 
for the research, authorship, and/or publication of this article: The 
research reported in this publication was supported by the National 
Institute of Dental and Craniofacial Research of the National 
Institute of Health under award number K01DE029528 to EHD.

Declaration of Conflicting Interests

The author(s) declared no potential conflicts of interest with 
respect to the research, authorship, and/or publication of this 
article.

Ethical Approval

Experiments were approved by the UConn Health Animal Care 
and Use Committee. 

ORCID iDs

Eliane H. Dutra  https://orcid.org/0000-0003-4592-0954
Sumit Yadav  https://orcid.org/0000-0002-2434-7995

References

 1. Ornitz DM, Itoh N. The fibroblast growth factor signal-
ing pathway. Wiley Interdiscip Rev Dev Biol. 2015 May-
Jun;4(3):215-66. doi:10.1002/wdev.176.

 2. Burt PM, Xiao L, Doetschman T, Hurley M. Ablation of low-
molecular-weight FGF2 isoform accelerates murine osteoar-
thritis while loss of high-molecular-weight FGF2 isoforms 
offers protection. J Cell Physiol. 2019 Apr;234(4):4418-31. 
doi:10.1002/jcp.27230.

 3. Marie PJ, Coffin JD, Hurley MM. FGF and FGFR signaling 
in chondrodysplasias and craniosynostosis. J Cell Biochem. 
2005 Dec 1;96(5):888-96. doi:10.1002/jcb.20582.

 4. Chen PJ, Dutra EH, Mehta S, O’Brien MH, Yadav S. Age-
related changes in the cartilage of the temporomandibular 
joint. Geroscience. 2020 Jun 8;42(3):995-1004. doi:10.1007/
s11357-020-00160-w.

 5. Wang M, Sampson ER, Jin H, Li J, Ke QH, Im HJ, et al. 
MMP13 is a critical target gene during the progression 
of osteoarthritis. Arthritis Res Ther. 2013 Jan;15(1):R5. 
doi:10.1186/ar4133.

 6. Li X, Ellman MB, Kroin JS, Chen D, Yan D, Mikecz K, 
et al. Species-specific biological effects of FGF-2 in articu-
lar cartilage: implication for distinct roles within the FGF 
receptor family. J Cell Biochem. 2012 Jul;113(7):2532-42. 
doi:10.1002/jcb.24129.

 7. Chia SL, Sawaji Y, Burleigh A, McLean C, Inglis J, Saklatvala 
J, et al. Fibroblast growth factor 2 is an intrinsic chondropro-
tective agent that suppresses ADAMTS-5 and delays cartilage 
degradation in murine osteoarthritis. Arthritis Rheum. 2009 
Jul;60(7):2019-27. doi:10.1002/art.24654.

 8. Wang J, Liu S, Li J, Yi Z. The role of the fibroblast growth 
factor family in bone-related diseases. Chem Biol Drug Des. 
2019;94(4):1740-9. doi:10.1111/cbdd.13588.

 9. Zhou S, Xie Y, Li W, Huang J, Wang Z, Tang J, et al. 
Conditional deletion of Fgfr3 in chondrocytes leads to osteo-
arthritis-like defects in temporomandibular joint of adult mice. 
Sci Rep. 2016 Apr 4;6(1):24039. doi:10.1038/srep24039.

 10. Yan D, Chen D, Cool SM, van Wijnen AJ, Mikecz K, Murphy 
G, et al. Fibroblast growth factor receptor 1 is principally 
responsible for fibroblast growth factor 2-induced catabolic 
activities in human articular chondrocytes. Arthritis Res Ther. 
2011 Aug 11;13(4):R130. doi:10.1186/ar3441.

 11. Davidson D, Blanc A, Filion D, Wang H, Plut P, Pfeffer G, 
et al. Fibroblast growth factor (FGF) 18 signals through FGF 
receptor 3 to promote chondrogenesis. J Biol Chem. 2005 
May 27;280(21):20509-15. doi:10.1074/jbc.M410148200.

 12. Owtad P, Potres Z, Shen G, Petocz P, Darendeliler MA. 
A histochemical study on condylar cartilage and glenoid 
fossa during mandibular advancement. Angle Orthod. 2011 
Mar;81(2):270-6. doi:10.2319/021710-99.1.

 13. Uchii M, Tamura T, Suda T, Kakuni M, Tanaka A, Miki I. 
Role of fibroblast growth factor 8 (FGF8) in animal mod-
els of osteoarthritis. Arthritis Res Ther. 2008;10(4):R90. 
doi:10.1186/ar2474.

 14. Hung IH, Yu K, Lavine KJ, Ornitz DM. FGF9 regulates early 
hypertrophic chondrocyte differentiation and skeletal vas-
cularization in the developing stylopod. Dev Biol. 2007 Jul 
15;307(2):300-13. doi:10.1016/j.ydbio.2007.04.048.

 15. Zhou S, Wang Z, Tang J, Li W, Huang J, Xu W, et al. 
Exogenous fibroblast growth factor 9 attenuates cartilage 
degradation and aggravates osteophyte formation in post-
traumatic osteoarthritis. Osteoarthritis Cartilage. 2016 
Dec;24(12):2181-92. doi:10.1016/j.joca.2016.07.005.

https://orcid.org/0000-0003-4592-0954
https://orcid.org/0000-0002-2434-7995

	FGF Ligands and Receptors in Osteochondral Tissues of the Temporomandibular Joint in Young and Aging Mice
	Authors

	FGF Ligands and Receptors in Osteochondral Tissues of the Temporomandibular Joint in Young and Aging Mice

