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1  |  INTRODUC TION

Ageing is a risk factor for various chronic diseases, including diabetes, 
Alzheimer's disease and atherosclerosis. Advancing ageing is also the 
most prominent risk factor of osteoarthritis (OA). OA is characterised 

by degradation in joint integrity, including cartilage, subchondral bone 
and synovium. Various age-related proinflammatory factors and sig-
nalling molecules contribute to OA.1,2 For instance, levels of IL-6 in the 
systemic circulation that increase with age are associated with the risk 
of OA progressio.3 The age-related loss of Smad2/3 signalling could 
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Abstract
Ageing is the most prominent risk for osteoarthritis (OA) development. This study 
aimed to investigate the role of phosphoinositide-specific phospholipase Cγ (PLCγ) 1, 
previously linked to OA progression, in regulating age-related changes in articular car-
tilage and subchondral bone. d-galactose (d-Gal) was employed to treat chondrocytes 
from rats and mice or injected intraperitoneally into C57BL/6 mice. RTCA, qPCR, 
Western blot and immunohistochemistry assays were used to evaluate cell prolifera-
tion, matrix synthesis, senescence genes and senescence-associated secretory phe-
notype, along with PLCγ1 expression. Subchondral bone morphology was assessed 
through micro-CT. In mice with chondrocyte-specific Plcg1 deficiency (Plcg1flox/flox; 
Col2a1-CreERT), articular cartilage and subchondral bone were examined over differ-
ent survival periods. Our results showed that d-Gal induced chondrocyte senescence, 
expedited articular cartilage ageing and caused subchondral bone abnormalities. In 
d-Gal-induced chondrocytes, diminished PLCγ1 expression was observed, and its 
further inhibition by U73122 exacerbated chondrocyte senescence. Plcg1flox/flox; 
Col2a1-CreERT mice exhibited more pronounced age-related changes in articular car-
tilage and subchondral bone compared to Plcg1flox/flox mice. Therefore, not only does 
d-Gal induce senescence in chondrocytes and age-related changes in articular carti-
lage and subchondral bone, as well as diminished PLCγ1 expression, but PLCγ1 defi-
ciency in chondrocytes may also accelerate age-related changes in articular cartilage 
and subchondral bone. PLCγ1 may be a promising therapeutic target for mitigating 
age-related changes in joint tissue.
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be considered a normal part of the ageing process, but it could also 
make articular cartilage vulnerable to OA development in later years 
compared to young individuals.2 On the other hand, pro-inflammatory 
factors and extracellular factors that are overexpressed in OA patho-
genesis may play essential roles in the ageing process. Matrix metal-
loproteinases (MMPs) responsible for extracellular matrix degradation 
are an important subset of senescence-associated secretory pheno-
types (SASP).4 IL-1 (IL-1α and IL-1β) is both a proinflammatory factor 
and one of the major components of SASP.4,5 Therefore, despite age-
ing and OA being interconnected processes, identical signalling mole-
cules can have distinct roles in each process. Phosphoinositide-specific 
phospholipase Cγ (PLCγ) is a key signal molecule involved in various 
life processes, such as cell metabolism, cell cycle and extracellular ma-
trix synthesis, which contains two isoforms (PLCγ1 and PLCγ2). Biswas 
et al.6 find that PLCγ2 increases in the case of OA. Daisuke et al.7 report 
that PLCγ mediated FGFR3-induced STAT1 activation and this signal-
ling cascade involved in the induction of apoptosis in the chondrogenic 
cell line ATDC5. Lu et al.8's study shows that chondrocyte migration 
affects tissue-engineered cartilage integration by activating the signal 
transduction pathways involving Src, PLCγ1 and ERK1/2. Our previous 
studies demonstrated that PLCγ1 inhibition has a chondrocyte protec-
tive effect on IL-1β-treated or OA chondrocytes.9–11 However, it is un-
clear whether PLCγ1 expression is linked to the age-related changes in 
articular cartilage and subchondral bone.

To elucidate the role of PLCγ1 in senescent chondrocytes and 
ageing cartilage, we first investigated whether d-galactose (d-Gal) 
was utilised to induce senescence in mouse chondrocytes, as well as 
ageing in articular cartilage and abnormalities in subchondral bone, 
both in vitro and in vivo. Subsequently, we explored the relationship 
between PLCγ1 and age-related changes in mouse articular cartilage 
and subchondral bone through in vitro and in vivo research. Lastly, 
we evaluated the age-related changes in articular cartilage and 
subchondral bone in Plcg1flox/flox; Col2a1-CreERT mice. Our results 
indicated that d-Gal could potentially induce senescence in chondro-
cytes, ageing in articular cartilage and abnormalities in subchondral 
bone, as well as diminished PLCγ1 expression. Furthermore, PLCγ1 
deficiency in chondrocytes accelerates the age-related changes in 
articular cartilage and subchondral bone.

2  |  MATERIAL S AND METHODS

2.1  |  Chondrocyte isolation and culture

Approved by the Committee on the Ethics of Animal Experiments of 
Xiamen University (XMULAC20190130), primary chondrocytes were 
obtained from the epiphyseal and articular cartilage of the extremities 
in neonatal male Sprague Dawley (SD) rats or C57BL/6J mice (within 
24–72 h after birth). Primary chondrocytes were cultured in Dulbecco's 
modified Eagle medium (DMEM) containing 10% foetal bovine serum 
(FBS) and 1% penicillin/streptomycin to 80% confluence and plated 
in 60-mm cell culture dishes as previously described.12 Passages 1–2 
chondrocytes were for the subsequent experiments.

2.2  |  Animals

Sixteen 8-week-old male C57BL/6 mice were procured from the 
Laboratory Animal Center of Xiamen University. Mice were randomly 
assigned to two groups, the Control and d-Gal group. The d-Gal group 
received intraperitoneal injections of d-galactose (400 mg/Kg/d) daily, 
while the Control group was injected with the same volume of normal 
saline. Until 8 week, mice were sacrificed for the following examination.

Plcg1flox/flox mice were purchased from Cyagen Biosciences Inc. 
with C57BL/6 genetic background (Quote: TOS190329VZ1). Col2a1-
CreERT mice were donated by Professor Ren Xu at Xiamen University 
School of Medicine. Through continuous hybridization and identifica-
tion, Plcg1flox/flox; Col2a1-CreERT mice obtained were further divided 
into two groups, Cre-positive (Plcg1flox/flox; Col2a1-CreERT mice) and 
Cre-negative group (Plcg1flox/flox mice). To initiate Plcg1 knockout, 
Plcg1flox/flox; Col2a1-CreERT mice were intraperitoneally injected with 
tamoxifen (20 mg/Kg/d) for 5 days, while Plcg1flox/flox mice were intra-
peritoneally injected with the same volume of corn oil. The Committee 
on Ethics of Animal Experimentation at Xiamen University approved 
all animal procedures (XMULAC20190130, 20230215).

2.3  |  Senescence-associated β -galactosidase 
(SA-β -gal) staining

In brief, chondrocytes were washed three times with PBS, fixed in a 
10% paraformaldehyde solution for 15 min at room temperature and 
incubated overnight at 37°C in darkness with the working solution 
containing 0.05 mg/mL 5-bromo-4-chloro-3-indolyl-β-d-galactopyr
anoside (X-gal) (C0602, Beyotime, China).

2.4  |  Real-time cellular analysis (RTCA)

According to the manufacturer instruction of RTCA iCELLigence 
(ACEA Biosciens. Inc., San Diego, CA92121, USA), 1 × 103 chondro-
cytes were seeded in two 8-well plates with an integrated micro-
electronic sensor assay for 120 h. The cell index (CI) was monitored 
every hour by the iCELLigence system and calculated for each E-
plate well using RTCA software1.2 (Roche Diagnostics, Meylan, 
France).13 The graphs were real-time generated outputs from the 
iCELLigence system.14

2.5  |  Western blot analysis

As described previously,15 total proteins were extracted, and the 
concentrations were measured using a BCA assay. Samples were 
subjected to SDS-PAGE (8%–12%) and transferred to PVDF mem-
branes (GE Healthcare, Hertfordshire, UK). The membranes were in-
cubated with primary antibodies at 4°C overnight (Table 1), followed 
by incubation with the corresponding secondary antibodies at room 
temperature for 1 h. Specific antibody reactivity was detected by 
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enhanced chemiluminescence (Merck Millipore, Billerica, MA, USA). 
GAPDH was used as an internal control.

2.6  |  Real-time quantitative polymerase chain 
reaction (qPCR)

Total RNA in different cells was extracted as described in the manu-
facturer's instruction of BioFlux Simply P Total RNA Extraction Kit 
(BIOMARS, Beijing, China). After cDNA was synthesised with 2 μg 
of total RNA at 37°C for 15 min using a 5 × EvoM-MLV RT Master 
Mix (AG, Guangzhou, China), qPCR was performed using a Roche 
LightCycler 96 (Roche, Switzerland) with a MonAmpTM ChemoHS 
qPCR Mix (Monadbiotech, Wuhan, China), as previously described.16 
SDS software v2.1. was employed to quantitative gene expression 
relevant to the GAPDH housekeeping gene. The primers used for 
quantitative PCR were listed in Table 2.

2.7  |  Micro-computed tomography (micro-CT) 
analysis

Samples were carefully removed from soft tissues and fixed with 4% 
paraformaldehyde for 48 h prior to micro-CT analysis. Samples were 
scanned in a micro-CT scanner Skyscan 1272 (Bruker, Belgium), as 

described previously.11,17 Images were scanned at an X-ray source 
voltage of 80 kV and a resolution of 13.2 μm using Al filters of 0.5 mm 
thickness to capture the best X-ray projections. Images were then 
reconstructed using the NRecon program (Version: 1.7.4.2). Various 
parameters were calculated using CTAn software (Version: 1.17.7.2), 
and 3D images of each group were reconstructed using CTVox soft-
ware (Version: 3.3.0r1403).

2.8  |  Histological and 
Immunohistochemistry assays

The samples were decalcified using 15% EDTA-2Na for 3 weeks, 
followed with routine histological preparation. Four-micrometre-
thick sections were processed for haematoxylin and eosin (H.E.) and 
Safranin O/Fast Green stainings, following evaluating the thickness of 
articular cartilage using the ratio of HC layer to the combined CC with 
HC layer (HC/CC + HC) and OARSI Score.11 Immunohistochemical 
staining was performed according to the manufacturer's instructions 
(MAXIN, BIO, Fuzhou, Fujian Province, China). Briefly, the sections 
were incubated with primary antibodies at 4°C overnight (Table  1), 
followed by incubation with HRP-conjugated secondary antibodies 
for 10 minutes. Diaminobenzidine (DAB) was used to visualise the 
immunohistochemical reaction followed by being counterstained 
with haematoxylin. As previously described,11,18 dark brown cells and 

Antibody Manufacturer Ratio of dilution Time

P16 Abcam ab189034 1:100 (IHC)
1:1000 (WB)

4°C overnight

P16 Abcam ab54210 1:1000 (WB) 4°C overnight

P21 Proteintech Cat 
No.28248-1-AP

1:100 (IHC)
1:1000 (WB)

4°C overnight

P53 Proteintech Cat 
No.10442-1-AP

1:100 (IHC)
1:1000 (WB)

4°C overnight

MMP13 Abcam ab39012 1:1000 (WB) 4°C overnight

ADAMTS5 Abcam ab41037 1:1000 (WB) 4°C overnight

COL2 Abcam ab34712 1:50 (IHC)
1:1000 (WB)

4°C overnight

COL2 Abcam ab188570 1:1000 (WB) 4°C overnight

Agg Proteintech Cat No. 
13880-1-AP

1:100 (IHC)
1:1000 (WB)

4°C overnight

PLC-γ1 Cell Signalling Technology 
#5690

1:100 (IHC)
1:1000 (WB)

4°C overnight

p-PLC-γ1 (Tyr783) Cell Signalling Technology 
#2821

1:100 (IHC)
1:1000 (WB)

4°C overnight

GAPDH Proteintech Cat No. 
10494-1-AP

1:2000 (WB) 4°C overnight

anti-Mouse-IgG (H + L)
HRP

Proteintech SA00001-1 1:25000 Room 
temperature 1 h

anti-Rabbit-IgG (H + L)
HRP

Proteintech SA00001-2 1:25000 Room 
temperature 1 h

TA B L E  1 Information of antibodies.
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TA B L E  2 Primers of qPCR.

Gene name Primer sequence (5′–3′)

Plcg1 (R)
Gene ID: 25738
NM_013187.2

Forward primer: AGTTGGTGGCATAGGAAGCT
Reverse primer: TGTGCTGTCTTCCTCCTCAG

Plcg1 (M)
Gene ID: 18803
NM_021280.3

Forward primer: CAACCAGCTCAGGAGGAAGA
Reverse primer: TTCATCCTCATTGCCCTGGT

SIRT1 (R)
Gene ID: 309757
NM_001372090.1

Forward primer: ATGAAGTATGACAAAGATGAAGT
Reverse primer: GTAGATGAGGCAGAGGTT

SIRT1 (M)
Gene ID: 93759
AY377984.1

Forward primer: TGCCATCATGAAGCCAGAGA
Reverse primer: AACATCGCAGTCTCCAAGGA

SIRT6 (R)
Gene ID: 299638
NM_001031649.1

Forward primer: GCTGGAGCCCAAGGAGGAATC
Reverse primer: AGTAACAAAGTGAGACCACGAGAG

SIRT6 (M)
Gene ID: 50721
BC052763.1

Forward primer: GACACCACCTTCGAGAATGC
Reverse primer: AAACATGTTTCCGTGCAGCT

P16 INK4a (R)
Gene ID: 25163
NM_031550.2

Forward primer: CGATACAGGTGATGATGATG
Reverse primer: TACTACCAGAGTGTCTAGGA

P16 INK4a (M)
Gene ID: 12578
BC058190.1

Forward primer: CTTCTGCTCAACTACGGTGC
Reverse primer: GCACGATGTCTTGATGTCCC

P21 (R)
Gene ID: 114851
NM_080782.4

Forward primer: AACCTGTCTCTTGGATATTCT
Reverse primer: GGACCATAGGCACATCTT

P21 (M)
Gene ID: 12575
BC002043.1

Forward primer: ACAAGAGGCCCAGTACTTCC
Reverse primer: GGGCACTTCAGGGTTTTCTC

P53 (R)
Gene ID: 24842
NM_030989.3

Forward primer: AATGGGTTGGTAGTTGCT
Reverse primer: CAGAGTGGAGGAAATGGG

P53 (M)
Gene ID: 22059
U59757.1

Forward primer: CTCCCCAGCATCTTATCCGG
Reverse primer: ATGGTAAGGATAGGTCGGCG

Cav1 (R)
Gene ID: 25404
BC161826.1

Forward primer:TCTACAAGCCCAACAACAAGGCC
Reverse primer:TGCACTGAATCTCAATCAGGAAGC

Cav1 (M)
Gene ID: 12389
NM_007616.5

Forward primer: AGGCAGGGAAGAGTACCAAC
Reverse primer: AGAGTGAGGACAGCAACCAA

MMP13 (R)
Gene ID: 171052
NM_133530.1

Forward primer: CCCTGGAGCCCTGATGTTT
Reverse primer: CTCTGGTGTTTTGGGGTGCT

MMP13 (M)
Gene ID: 17386 NM_008607.2

Forward primer: ACCAGAGAAGTGTGACCCAG
Reverse primer: AAGGTCACGGGATGGATGTT

IL-8 (R)
Gene ID:

Forward primer: CCTTGGTCTTCCTGCTTGA
Reverse primer: ATCGTTGTTCCCATCCACAT

IL-8 (M)
Gene ID: 20309
NM_011339.2

Forward primer: ATGCCTCTCCATTTCCTGCT
Reverse primer: CATGGGGAAAGAGGCTCTGA

GAPDH (R)
Gene ID: 24383 XM_017592435.1

Forward primer: GGCACCCAGCACAATGAA
Reverse primer: GCCGATCCACACGGAGTACT

GAPDH (M)
Gene ID: 14433
GU214026.1

Forward primer: CAACTCCCACTCTTCCACCT
Reverse primer: GAGTTGGGATAGGGCCTCTC

https://www.ncbi.nlm.nih.gov/nucleotide/XM_017592435.1?report=genbank&log$=nuclalign&blast_rank=19&RID=HVZDGAG4014
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areas were measured using Image J and Image-Pro Plus 6.0 Softwares, 
respectively, followed by analysis using GraphPad Prism version 5 
(GraphPad Software, Inc., San Diego, CA, USA).

2.9  |  Statistical analysis

Statistical analysis was conducted using SPSS 19.0 software (SPSS, 
Chicago, IL), and the data were presented as the mean ± SD. The sta-
tistical significance between groups was analysed using the t-test 
or one-way analysis of variance (ANOVA) followed by Dunnett's or 
Tukey's post hoc test using GraphPad Prism version 6. A p-value less 
than 0.05 was considered statistically significant.

3  |  RESULTS

3.1  |  d-Gal induced senescence in chondrocytes 
in vitro and age-related changes in articular 
cartilage and subchondral bone in vivo

Because of its convenience, minimal side effects and high survival 
rate of model animals, d-Gal is widely used to be an effective in-
ducer for establishing senescent cells or ageing animal models of 
main organs.19–23 However, it was not confirmed whether d-Gal 
was utilised to induce senescent chondrocytes or ageing animal 
models of articular cartilage and subchondral bone. Here, rat pri-
mary chondrocytes were treated with d-Gal at various concentra-
tions (1, 5, 10, 20 and 50 mg/mL) for an incubation period of 120 h. 
The proliferation rates of these chondrocytes were quantitatively 
evaluated using Real-Time Cell Analysis (RTCA). Compared with 
the Control group, there was no significant difference in chondro-
cyte proliferation rates across the majority of d-Gal concentrations 
(Figure 1A). However, a discernible reduction in proliferation rate 
was observed in chondrocytes exposed to 50 mg/mL d-Gal, com-
pared with other treatment groups and the Control group, prior 
to the completion of the 120-hour exposure period (Figure  1A). 
Furthermore, the percentage of SA-β-Gal positive cells signifi-
cantly rose with increasing concentrations of d-Gal, with the ex-
ception at 50 mg/mL d-Gal. At this concentration, both the cell 
density and number of SA-β-Gal positive cells were significantly 
lower than that at 20 mg/mL (Figure 1B; Figure S1A). Thus, d-Gal at 
20 mg/mL was employed in the subsequent in vitro investigations. 
The results of qPCR in Figure 1C showed that in d-Gal-treated rat 
chondrocytes, mRNA expression levels of senescent genes, in-
cluding P16, P21 and P53, as well as SASP genes, including IL-8 
and MMP13, were significantly higher, while the longevity gene 
SIRT6 and the senescence-related gene Cav1 decreased substan-
tially (compared to the Control group). Figure 1D showed that in 
d-Gal-treated chondrocytes, the protein expressions of P16, P21, 
P53, MMP13 and ADAMTS5 increased, whereas the protein ex-
pressions of matrix major components collagen type II (COL2) 
and Aggrecan (Agg) decreased (compared to the Control group). 

Figure 1E,F and Figure S1B showed similar results in d-Gal-treated 
mouse chondrocytes.

In addition, following 8-week d-Gal intraperitoneal injection in 
C57BL/6 mice (Figure S2A), the cartilage surface in the knee joint 
showed minor damage, as evidenced by a significantly reduced ratio 
of hyaline cartilage (HC) layer to the combined calcified cartilage 
(CC) with HC layer (HC/HC + CC) compared with the Control group 
(Figure 2A; Figure S2B). Concurrently, there was no significant dif-
ference in the volume of proteoglycans and OARSI score between 
d-Gal and control groups (Figure  2A; Figure  S2C). Meanwhile, the 
d-Gal group had more P16, P21 and P53 positive cells in articular 
cartilage than that in the Control group (Figure 2B), while the relative 
area of COL2 and Agg expressions was lower than that in the Control 
group (Figure  2C). Additionally, micro-CT data demonstrated that 
when compared to the Control group, bone mineral density (BMD) 
of either the total subchondral bone or subchondral bone trabeculae 
in the femur was significantly lower in the d-Gal group (Figure 3A,B). 
Bone volume (BV)/total volume (TV), bone surface (BS)/total volume 
(TV), trabecular number (Tb. N) and trabecular thickness (Tb. Th) in 
the subchondral bone trabeculae significantly decreased in the d-
Gal group, while trabecular space (Tb. Sp), trabecular pattern fac-
tor (Tb. Pf) and structural model index (SMI) substantially increased 
(Figure 3C). Likewise, changes in these parameters in the tibial sub-
chondral bone were similar to those in the femur (Figure S3). As a 
result of these findings, d-Gal was capable of inducing senescence in 
chondrocytes in vitro and age-related changes in articular cartilage 
and subchondral bone in vivo.

3.2  |  PLCγ1 was involved in chondrocyte 
senescence

A significant decrease in PLCγ1 mRNA expression was observed in 
d-Gal-treated rat chondrocytes, as well as total PLCγ1 and phospho-
PLCγ1 (p-PLCγ1) protein expression (Figure 4A,B). Furthermore, the 
addition of U73122, a substance that blocks the activity of PLCγ1, 
significantly increased the number of SA-β-Gal positive cells in d-
Gal-treated chondrocytes compared to chondrocytes untreated 
with U73122 (Figure  4C; Figure  S4A), Meanwhile, U73122 aggra-
vated the effect of d-Gal on the protein expressions of P16, P21, 
P53, MMP13, ADAMTS5 and COL2 and Agg (Figure  4D). Similar 
observations were made in mouse chondrocytes (Figure  4E–H; 
Figure  S4B). Additionally, the d-Gal group had significantly fewer 
PLCγ1 positive cells in the articular cartilage of C57BL/6 mice intra-
peritoneally injected with d-Gal for 8 weeks than that in the Control 
group (Figure 4I).

In addition, PLCγ1 protein expression level was quantified in 
articular cartilage of Plcg1flox/flox; Col2a1-CreERT mice at 2-week 
post-induction following intraperitoneal injection of tamoxifen 
(Figure S5A,B). Figure 5A and Figure S5C showed that PLCγ1 pro-
tein expression in articular cartilage of Plcg1flox/flox; Col2a1-CreERT 
(hereinafter referred to as Plcg1f/f; Col2a1-Cre) mice was lower than 
that in Plcg1flox/flox (hereinafter referred to as Control) mice. There 
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was a significant increase in the number of SA-β-Gal positive chon-
drocytes derived from Plcg1f/f; Col2a1-Cre mice (hereinafter referred 
to as Plcg1−/− chondrocytes) for 72 h, compared to chondrocytes de-
rived from Control mice (hereinafter referred to as Plcg1f/f chondro-
cytes) (Figure 5B). In Plcg1−/− chondrocytes, the protein expression 

levels of P16, P21, P53, MMP13 and ADAMTS5 increased, while 
COL2 and Agg decreased (Figure 5C). The mRNA expression lev-
els of senescent genes P16, P21 and P53 and SASP genes, including 
IL-8 and MMP13, significantly increased, whereas the genes related 
to senescence SIRT6 and Cav1 decreased substantially (Figure 5D). 

F I G U R E  1 Inductive effect of d-Gal on chondrocyte senescence. (A, B) Rat chondrocytes were treated with different concentrations of 
d-Gal for 120 h or 72 h, followed by RTCA (A) and SA-β-gal staining (B), respectively. (C, D) Rat chondrocytes were treated with 20 mg/mL 
d-Gal for 72 h, followed by qPCR and Western blot analyses. (E, F) Mouse chondrocytes were treated with 20 mg/mL d-Gal for 72 h, followed 
by qPCR and Western blot analysis. Data were representative of three independent experiments and reported as mean ± SD (**p < 0.01, 
***p < 0.001, ****p < 0.0001).
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F I G U R E  2 Inductive effect of d-Gal on articular cartilage ageing and subchondral bone abnormalities. (A) Representative H.E. and 
Safranin O/Fast Green staining images of articular cartilage in control and d-Gal-injected mice, accompanied with the statistical graph of 
HC/HC + CC ratio (n = 8, Bar = 140 μm). (B) Representative immunohistochemical staining images for P16, P21 and P53 in articular cartilage 
of control and d-Gal-injected mice, accompanied by their statistical graphs (n = 8, Bar = 20 μm). (C) Representative immunohistochemical 
staining images for COL2 and Agg in articular cartilage of control and d-Gal-injected mice, accompanied by their statistical graphs (n = 8, 
Bar = 20 μm). Data were reported as mean ± SD and p value was indicated on the graphs.
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Consequently, these findings showed that PLCγ1 was involved in 
chondrocyte senescence, which negatively impacted the senes-
cence phenotype.

3.3  |  Chondrocyte-specific Plcg1 deficiency 
accelerated the ageing process in articular 
cartilage and subchondral bone

To study the impact of chondrocyte-specific Plcg1 deficiency on 
the ageing process in articular cartilage and subchondral bone, 
we assessed the thickness of the HC layer and senescence- and 
matrix synthesis-related biomarkers in articular cartilage and the 
structural parameters in subchondral bone in Plcg1flox/flox; Col2a1-
CreERT mice. Measurements were taken at 0-, 2-, 4-, 6-, 8-, 10- and 

12-week post-induction of chondrocyte-specific Plcg1 deficiency. 
Because the articular cartilage had not fully developed in groups 
0-, 2- or 4-week post-induction, there were no differences in the 
thickness of the HC layer in articular cartilage, as well as P16, P21, 
P53, COL2 and Agg expression levels and the structural param-
eters in the subchondral bone between Plcg1f/f; Col2a1-Cre and 
Control mice (Figures  S6 and S7; Figure  6). Beginning 6-week 
post-induction and continuing through 8, 10 and 12 weeks, the 
percentage of cells expressing P16 in the articular cartilage was 
considerably higher than that in Control mice, while the percent-
age of cells expressing P21 and P53 in 8-, 10- and 12-week Plcg1f/f; 
Col2a1-Cre mice were considerably higher than that in Control 
mice of the same age (Figure  6A; Figure  S8A). Furthermore, the 
HC/HC + CC ratio in 6-, 8-, 10- and 12-week Plcg1f/f; Col2a1-Cre 
mice became significantly lower than that in Control mice of the 

F I G U R E  3 Effect of d-Gal injection on the femur subchondral bone. (A) Representative three- or two-dimensional image of micro-CT 
analysis in the femur subchondral bone. (B) Quantitative analysis of bone mineral density (BMD) in subchondral bone and subchondral bone 
trabecula by micro-CT analysis. (C) Quantitative analysis of structural parameters by micro-CT analysis: Bone volume/total volume (BV/
TV), bone surface /total volume (BS/TV), trabecular number (Tb. N), trabecular thickness (Tb. Th), trabecular separation (Tb. Sp), trabecular 
pattern factor (Tb. Pf), structural model index (SMI) and bone surface/bone volume (BS/BV). Data were reported as mean ± SD and p value 
was indicated on the graphs.
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same age (Figure 6B; Figure S8B). Although the area of COL2 ex-
pression in articular cartilage was significantly reduced only in 12-
week Plcg1f/f; Col2a1-Cre mice, the areas of Agg expression in 8, 10 
and 12 weeks were significantly smaller than that in Control mice 

of the same age (Figure 6C; Figure S8C). Additionally, beginning at 
8-week post-induction and continuing through 10 and 12 weeks, 
the structural parameters in the femur subchondral bone, such 
as BV/TV, Tb. N and Tb. Th, were significantly lower in Plcg1f/f; 

F I G U R E  4 Involvement of PLCγ1 in chondrocyte senescence induced by d-Gal. (A, B) Rat chondrocytes were treated with 20 mg/mL 
d-Gal for 72 h, followed by qPCR (A) and SA-β-gal staining (B), respectively. (C, D) Rat chondrocytes were treated with 20 mg/mL d-Gal for 
48 h prior to the co-treatment with U73122 (2 μM) for 24 h, followed by SA-β-gal staining (C) and Western blot analysis (D). (E, F) Mouse 
chondrocytes were treated with 20 mg/mL d-Gal for 72 h, followed by qPCR (E) and SA-β-gal staining (F), respectively. (G, H) Mouse 
chondrocytes were treated with 20 mg/mL d-Gal for 48 h prior to the co-treatment with U73122 (2 μM) for 24 h, followed by SA-β-gal 
staining (G) and Western blot analysis (H). (I) Representative immunohistochemical staining images for PLCγ1 in articular cartilage of the 
control and d-Gal-injected mice, accompanied by their statistical graph (n = 8, Bar = 20 μm). Data were representative of three independent 
experiments and reported as mean ± SD (**p < 0.01, ****p < 0.0001).
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Col2a1-Cre mice than that in Control mice of the same age, while 
BS/TV was lower in 10- and 12-week Plcg1f/f; Col2a1-Cre mice than 
that in Control mice of the same age (Figure 6C; Figure S9A). SMI 
was substantially higher in 8-, 10- and 12-week Plcg1f/f; Col2a1-
Cre mice than that in Control mice of the same age, while Tb. Sp 
was markedly different in only 12-week Plcg1f/f; Col2a1-Cre mice 
(Figure 6D; Figure S9A). Similar changes in these parameters were 
observed in the tibial subchondral bone (Figures  S9B & S10). As 
a result, chondrocyte-specific Plcg1 deficiency, beginning 6-week 
post-induction and continuing through 8, 10 and 12 weeks, expe-
dited the ageing process in both articular cartilage and subchondral 
bone, as evidenced by elevated ageing-related gene protein ex-
pression, decreased ratio of HC/HC + CC, lower levels of COL2 and 
Agg protein expression, and abnormal bone formation parameters.

4  |  DISCUSSION

Our findings demonstrated that d-Gal reduced PLCγ1 expression 
level and PLCγ1 inhibitor, U73122, exacerbated the chondrocyte se-
nescence caused by d-Gal. Moreover, Plcg1flox/flox; Col2a1-CreERT 
mice exhibited more dramatic age-related alterations in both articu-
lar cartilage and subchondral bone compared to Plcg1flox/flox mice. 
Especially from 6- to 12-week post-induction, Plcg1flox/flox; Col2a1-
CreERT mice experienced an accelerated ageing process in articular 
cartilage and subchondral bone compared to Plcg1flox/flox mice of the 
same age. Therefore, PLCγ1 emerges as a promising therapeutic tar-
get for mitigating age-related changes in joint tissue (Figure 7).

Previous research has addressed the role of PLCγ in the age-
ing process of neurons. Ageing and a peripheral immune chal-
lenge interact to reduce mature brain-derived neurotrophic 
factor and activation of TrkB, PLCg1 and ERK in hippocampal 
synaptoneurosomes.24 Deletion of PLCγ1 in GABAergic neu-
rons increases seizure susceptibility in aged mice.25 In this study, 
PLCγ1 expression was diminished in rat and mouse chondro-
cytes treated with d-Gal, as well as in the articular cartilage of 
C57BL/6 mice injected with d-Gal. Concomitantly, PLCγ1 in-
hibitor U73122 further intensified the senescent phenotype in 
chondrocytes induced by d-Gal, as evidenced by an increase in 
the number of SA-β-Gal positive cells and enhanced senescent 
phenotype. Furthermore, when compared with Plcg1f/f chondro-
cytes, the protein expression levels of P16, P21, P53, MMP13 and 
ADAMTS5 increased, while COL2 and Agg decreased in Plcg1−/− 
chondrocytes. Simultaneously, the mRNA expression levels of se-
nescent genes P16, P21 and P53 and SASP genes, including IL-8 
and MMP13, significantly increased, whereas the genes related 
to senescence SIRT6 and Cav1 decreased in Plcg1−/− chondro-
cytes compared with Plcg1f/f chondrocytes. These findings impli-
cated the involvement of PLCγ1 in the regulation of chondrocyte 
senescence, with its inhibition leading to a pronounced senes-
cent state. Additionally, chondrocyte-specific Plcg1 deficiency, 
beginning 6-week post-induction and continuing through 8, 10 
and 12 weeks, has been shown to accelerate the ageing process 
in both articular cartilage and subchondral bone, as evidenced 
by elevated expression levels of ageing-related gene proteins, 
decreased ratio of HC/HC + CC, diminished levels of COL2 and 

F I G U R E  5 The involvement of PLCγ1 in mouse chondrocyte senescence. (A) Statistical graph of the percentage of PLCγ1 positive 
expression cells in articular cartilage in Plcg1flox/flox; Col2a1-CreERT mice at 2-week post-induction following intraperitoneal injection 
of tamoxifen or corn oil for 5 days (n = 6). (B–D) Chondrocytes isolated from articular cartilage in Plcg1flox/flox; Col2a1-CreERT mice were 
performed by SA-β-gal staining (B), Western blot analysis (C) and qPCR (D). Data were representative of three independent experiments and 
reported as mean ± SD (*p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001).
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Agg, and abnormal bone formation parameters in Plcg1flox/flox; 
Col2a1-CreERT mice. Collectively, our findings not only showed 
the role of PLCγ1 as a regulator in chondrocyte senescence but 
also indicated its potential impact on the negative acceleration of 
the ageing process. However, earlier research has linked PLCγ1 
to OA pathogenesis and PLCγ1 inhibition exhibits a chondropro-
tective impact on IL-1β-treated or OA chondrocytes.6–11 These 
contradictory findings suggested that the causal role of PLCγ1 in 

age-related OA did not terminate and PLCγ1 may play a unique 
role in the ageing process and OA pathogenesis. This complexity 
is paralleled in the research on IL-6, a primary cytokine linked 
to ageing and age-related disease.3,26–28 IL-6 levels in systemic 
circulation increase with age.3,26 Meanwhile, IL-6 is an important 
factor in OA,27,28 with its inhibition being an effective therapy 
approved for clinical use in the pathogenesis of OA.29 However, 
the deletion of IL-6 in male mice has paradoxically led to more 

F I G U R E  6 Effect of chondrocyte-specific PLCγ1 deficiency on the ageing process in articular cartilage and femur subchondral bone. (A) 
Statistical graphs of the percentage of P16, P21 and P53 positive expression cells in articular cartilage of Plcg1flox/flox; Col2a1-CreERT and 
Control mice. (B) Statistical graph of HC/IHC + CC ratio in articular cartilage of Plcg1flox/flox; Col2a1-CreERT and Control mice. (C) Statistical 
graphs of relative expression area of COL2 and Agg in articular cartilage of Plcg1flox/flox; Col2a1-CreERT and Control mice (D). Statistical 
graphs of the structural parameters in subchondral bone of Plcg1flox/flox; Col2a1-CreERT and Control mice: Bone volume/total volume 
(BV/TV), bone surface /total volume (BS/TV), trabecular separation (Tb. Sp), trabecular number (Tb. N), trabecular thickness (Tb. Th) and 
structural model index (SMI). Data were reported as mean ± SD (*p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001).
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severe (rather than less severe) age-related OA.30 This indicates 
that the causal relationship between IL-6 and age-related OA re-
mains elusive and that additional mediators might be involved in 
IL-6 execution. Moreover, given that multiple signal molecules 
change with both age and OA, it is improbable that the link be-
tween age and OA could be attributed to a single factor. For ex-
ample, inflammaging may indicate more than just an increase in 
proinflammatory markers but also a delicate balance between 
them.3 Therefore, the discrepancy effects of PLCγ1 in age and 
OA suggest that other signal molecules may be influencing PLCγ1 
deficiency-dependent chondrocyte senescence. This, in turn, 
may account for the observed differences in the impact of PLCγ1 
on the ageing process versus OA pathogenesis.

Additionally, consistent with previous studies that the adminis-
tration of d-Gal decreases frame and femur volume and increases 
porosity and frame density compared to the control group,23,31 we 
found that d-Gal induced subchondral bone defects in the femur and 
tibia. Remarkably, our findings showed that d-Gal was capable of in-
ducing rat or mouse chondrocytes to exhibit senescent characteris-
tics, including an increase in the number of SA-β-Gal positive cells, 
levels of IL-8, MMP13, P16, P21 and P53, and a decrease in the lev-
els of SIRT6, Cav1, COL2 and Agg, even at varying dosages of d-Gal. 

Meanwhile, elevated P16, P21 and P53 levels and decreased COL2 
and Agg levels were observed in the articular cartilage of C57BL/6 
mice intraperitoneally injected with d-Gal. Therefore, d-Gal could be 
an effective inducer for developing in  vitro and in  vivo models of 
chondrocyte senescence and articular cartilage ageing. The articular 
cartilage of C57BL/6 mice intraperitoneally injected with d-Gal re-
vealed no obvious damage compared with the control mice, with the 
exception of a thinner HC layer, more likely due to the intraperito-
neal administration route of d-Gal, which reduced the effect of d-Gal 
on articular cartilage. Another possibility is that articular cartilage 
first exhibited ageing rather than OA characteristics in response to 
d-Gal injection.

Our study is subject to several notable limitations. Firstly, when 
an 8-week regimen of d-Gal treatment is enough to induce senes-
cence in chondrocytes, ageing in articular cartilage and abnormalities 
in subchondral bone, a comprehensive understanding of OA in artic-
ular cartilage necessitates long-term observation beyond this period. 
Secondly, although the inhibition of PLCγ1 was observed to accelerate 
chondrocyte senescence, the underlying mechanism remains elusive. 
Lastly, we did not assess the long-term alterations in articular cartilage 
and subchondral bone that may occur following chondrocyte-specific 
Plcg1 deficiency over extended periods of survival.

F I G U R E  7 Schematic diagram illustrating the impact of PLCγ1 on the age-related changes in articular cartilage and subchondral bone.



    |  13 of 14ZHAO et al.

AUTHOR CONTRIBUTIONS
Qiubo Zhao: Data curation (lead); formal analysis (lead); investigation 
(lead); methodology (lead). Xiaolei Chen: Funding acquisition (equal); 
methodology (equal); validation (equal). Ning Qu: Supervision (lead). 
Jinhua Qiu: Supervision (equal). Bing Zhang: Conceptualization 
(equal); project administration (lead); writing – original draft (lead). 
Chun Xia: Conceptualization (lead); funding acquisition (lead); writ-
ing – review and editing (lead).

ACKNOWLEDG EMENTS
This study was supported by the National Natural Science 
Foundation of China (No. 82172412 and 81972091 to CX) and 
Fujian Provincial Natural Science Foundation (No. 2021 J05277 to 
XC). We are thankful to Professor Xu for donating Col2a1-CreERT 
mice.

CONFLIC T OF INTERE S T S TATEMENT
The authors have declared no competing interests exist.

DATA AVAIL ABILIT Y S TATEMENT
The relevant data in this study are available from the corresponding 
author upon reasonable request.

ORCID
Bing Zhang   https://orcid.org/0000-0001-5118-6544 
Chun Xia   https://orcid.org/0000-0001-8585-9313 

R E FE R E N C E S
	 1.	 Greene MA, Loeser RF. Aging-related inflammation in osteoar-

thritis. Osteoarthr Cartil. 2015;23(11):1966-1971. doi:10.1016/j.
joca.2015.01.008

	 2.	 van der Kraan P, Matta C, Mobasheri A. Age-related alterations in 
signaling pathways in articular chondrocytes: implications for the 
pathogenesis and progression of osteoarthritis—a mini-review. 
Gerontology. 2017;63(1):29-35. doi:10.1159/000448711

	 3.	 Morrisette-Thomas V, Cohen AA, Fülöp T, et al. Inflamm-aging does 
not simply reflect increases in pro-inflammatory markers. Mech 
Ageing Dev. 2014;139:49-57. doi:10.1016/j.mad.2014.06.005

	 4.	 Coppé JP, Desprez PY, Krtolica A, Campisi J. The senescence-
associated secretory phenotype: the dark side of tumor sup-
pression. Annu Rev Pathol. 2010;5:99-118. doi:10.1146/
annurev-pathol-121808-102144

	 5.	 Ashraf S, Cha BH, Kim JS, et al. Regulation of senescence associ-
ated signaling mechanisms in chondrocytes for cartilage tissue re-
generation. Osteoarthr Cartil. 2016;24(2):196-205. doi:10.1016/j.
joca.2015.07.008

	 6.	 Biswas S, Manikandan J, Pushparaj PN. Decoding the differen-
tial biomarkers of rheumatoid arthritis and osteoarthritis: a func-
tional genomics paradigm to design disease specific therapeutics. 
Bioinformation. 2011;6(4):153-157. doi:10.6026/97320630006153

	 7.	 Harada D, Yamanaka Y, Ueda K, et al. Sustained phosphorylation of 
mutated FGFR3 is a crucial feature of genetic dwarfism and induces 
apoptosis in the ATDC5 chondrogenic cell line via PLCgamma-
activated STAT1. Bone. 2007;41(2):273-281. doi:10.1016/j.
bone.2006.11.030

	 8.	 Lu Y, Xu Y, Yin Z, Yang X, Jiang Y, Gui J. Chondrocyte migration 
affects tissue-engineered cartilage integration by activating the 
signal transduction pathways involving Src, PLCγ1, and ERK1/2. 

Tissue Eng Part A. 2013;19(21–22):2506-2516. doi:10.1089/ten.
tea.2012.0614

	 9.	 Zeng G, Cui X, Liu Z, et al. Disruption of phosphoinositide-specific 
phospholipases Cγ1 contributes to extracellular matrix synthesis of 
human osteoarthritis chondrocytes. Int J Mol Sci. 2014;15(8):13236-
13246. doi:10.3390/ijms150813236

	10.	 Liu Z, Cai H, Zheng X, Zhang B, Xia C. The involvement of mu-
tual inhibition of ERK and mTOR in PLCγ1-mediated MMP-13 
expression in human osteoarthritis chondrocytes. Int J Mol Sci. 
2015;16(8):17857-17869. doi:10.3390/ijms160817857

	11.	 Chen X, Wang Y, Qu N, Zhang B, Xia C. PLCγ1 inhibition-driven au-
tophagy of IL-1β-treated chondrocyte confers cartilage protection 
against osteoarthritis, involving AMPK, Erk and Akt. J Cell Mol Med. 
2021;25(3):1531-1545. doi:10.1111/jcmm.16245

	12.	 Caramés B, Taniguchi N, Otsuki S, Blanco FJ, Lotz M. Autophagy is 
a protective mechanism in normal cartilage, and its aging-related 
loss is linked with cell death and osteoarthritis. Arthritis Rheum. 
2010;62:791-801. doi:10.1002/art.27305

	13.	 Koval OA, Sakaeva GR, Fomin AS, et al. Sensitivity of endometrial 
cancer cells from primary human tumor samples to new potential 
anticancer peptide lactaptin. J Cancer Res Ther. 2015;11(2):345-351. 
doi:10.4103/0973-1482.157301

	14.	 Türker Şener L, Albeniz G, Dinç B, Albeniz I. iCELLigence real-time 
cell analysis system for examining the cytotoxicity of drugs to can-
cer cell lines. Exp Ther Med. 2017;14(3):1866-1870. doi:10.3892/
etm.2017.4781

	15.	 Dai L, Chen X, Lu X, et al. Phosphoinositide-specific phospholipase 
Cγ1 inhibition induces autophagy in human colon cancer and he-
patocellular carcinoma cells. Sci Rep. 2017;7:13912. doi:10.1038/
s41598-017-13334-y

	16.	 Cui X, Wang S, Cai H, et al. Overexpression of microRNA-634 sup-
presses survival and matrix synthesis of human osteoarthritis chon-
drocytes by targeting PIK3R1. Sci Rep. 2016;6:23117. doi:10.1038/
srep23117

	17.	 Samadi N, Thapa D, Salimi M, Parkhimchyk A, Tabatabaei N. Low-
cost active thermography using cellphone infrared cameras: from 
early detection of dental caries to quantification of THC in Oral 
fluid. Sci Rep. 2020;10(1):7857. doi:10.1038/s41598-020-64796-6

	18.	 Wang F, Liu J, Chen X, et  al. IL-1β receptor antagonist (IL-1Ra) 
combined with autophagy inducer (TAT-Beclin1) is an effective 
alternative for attenuating extracellular matrix degradation in 
rat and human osteoarthritis chondrocytes. Arthritis Res Ther. 
2019;21(1):171. doi:10.1186/s13075-019-1952-5

	19.	 Azman KF, Zakaria R. D-galactose-induced accelerated aging model: 
an overview. Biogerontology. 2019;20(6):763-782. doi:10.1007/
s10522-019-09837-y

	20.	 Wei H, Li L, Song Q, Ai H, Chu J, Li W. Behavioural study of the D-
galactose induced aging model in C57BL/6J mice. Behav Brain Res. 
2005;157(2):245-251. doi:10.1016/j.bbr.2004.07.003

	21.	 Lee WY, Sim HW, Park HJ. Effects of melatonin on a d-galactose-
induced male reproductive aging mouse model. Theriogenology. 
2023;206:181-188. doi:10.1016/j.theriogenology.2023.05.001

	22.	 Maharajan N, Cho GW. Camphorquinone promotes the an-
tisenescence effect via activating AMPK/SIRT1 in stem cells 
and D-galactose-induced aging mice. Antioxidants (Basel). 
2021;10(12):1916. doi:10.3390/antiox10121916

	23.	 Hung YT, Tikhonova MA, Ding SJ, et al. Effects of chronic treatment 
with diosgenin on bone loss in a D-galactose-induced aging rat 
model. Chin J Physiol. 2014;57(3):121-127. doi:10.4077/CJP.2014.
BAC199

	24.	 Cortese GP, Barrientos RM, Maier SF, Patterson SL. Aging and a pe-
ripheral immune challenge interact to reduce mature brain-derived 
neurotrophic factor and activation of TrkB, PLCgamma1, and ERK 
in hippocampal synaptoneurosomes. J Neurosci. 2011;31(11):4274-
4279. doi:10.1523/JNEUROSCI.5818-10.2011

https://orcid.org/0000-0001-5118-6544
https://orcid.org/0000-0001-5118-6544
https://orcid.org/0000-0001-8585-9313
https://orcid.org/0000-0001-8585-9313
https://doi.org//10.1016/j.joca.2015.01.008
https://doi.org//10.1016/j.joca.2015.01.008
https://doi.org//10.1159/000448711
https://doi.org//10.1016/j.mad.2014.06.005
https://doi.org//10.1146/annurev-pathol-121808-102144
https://doi.org//10.1146/annurev-pathol-121808-102144
https://doi.org//10.1016/j.joca.2015.07.008
https://doi.org//10.1016/j.joca.2015.07.008
https://doi.org//10.6026/97320630006153
https://doi.org//10.1016/j.bone.2006.11.030
https://doi.org//10.1016/j.bone.2006.11.030
https://doi.org//10.1089/ten.tea.2012.0614
https://doi.org//10.1089/ten.tea.2012.0614
https://doi.org//10.3390/ijms150813236
https://doi.org//10.3390/ijms160817857
https://doi.org//10.1111/jcmm.16245
https://doi.org//10.1002/art.27305
https://doi.org//10.4103/0973-1482.157301
https://doi.org//10.3892/etm.2017.4781
https://doi.org//10.3892/etm.2017.4781
https://doi.org//10.1038/s41598-017-13334-y
https://doi.org//10.1038/s41598-017-13334-y
https://doi.org//10.1038/srep23117
https://doi.org//10.1038/srep23117
https://doi.org//10.1038/s41598-020-64796-6
https://doi.org//10.1186/s13075-019-1952-5
https://doi.org//10.1007/s10522-019-09837-y
https://doi.org//10.1007/s10522-019-09837-y
https://doi.org//10.1016/j.bbr.2004.07.003
https://doi.org//10.1016/j.theriogenology.2023.05.001
https://doi.org//10.3390/antiox10121916
https://doi.org//10.4077/CJP.2014.BAC199
https://doi.org//10.4077/CJP.2014.BAC199
https://doi.org//10.1523/JNEUROSCI.5818-10.2011


14 of 14  |     ZHAO et al.

	25.	 Kim HY, Yang YR, Hwang H, et al. Deletion of PLCγ1 in GABAergic 
neurons increases seizure susceptibility in aged mice. Sci Rep. 
2019;9(1):17761. doi:10.1038/s41598-019-54477-4

	26.	 Ershler WB. Interleukin-6: a cytokine for gerontologists. J Am 
Geriatr Soc. 1993;41(2):176-181. doi:10.1111/j.1532-5415.1993.
tb02054.x

	27.	 Spector TD, Hart DJ, Nandra D, et al. Low-level increases in serum 
C-reactive protein are present in early osteoarthritis of the knee 
and predict progressive disease. Arthritis Rheum. 1997;40(4):723-
727. doi:10.1002/art.1780400419

	28.	 Livshits G, Zhai G, Hart DJ, et al. Interleukin-6 is a significant pre-
dictor of radiographic knee osteoarthritis: the Chingford study. 
Arthritis Rheum. 2009;60(7):2037-2045. doi:10.1002/art.24598

	29.	 Smolen JS, Beaulieu A, Rubbert-Roth A, et  al. Effect of interleu-
kin-6 receptor inhibition with tocilizumab in patients with rheuma-
toid arthritis (OPTION study): a double-blind, placebo-controlled, 
randomised trial. Lancet. 2008;371(9617):987-997. doi:10.1016/
S0140-6736(08)60453-5

	30.	 de Hooge AS, van de Loo FA, Bennink MB, Arntz OJ, de Hooge 
P, van den Berg WB. Male IL-6 gene knock out mice developed 
more advanced osteoarthritis upon aging. Osteoarthr Cartil. 
2005;13(1):66-73. doi:10.1016/j.joca.2004.09.011

	31.	 Pei LP, Hui BD, Dong FH. Influence of canthaxanthin on D-
galactose induced osseous changes of rat. Zhongguo Gu Shang. 
2008;21(8):613-616.

SUPPORTING INFORMATION
Additional supporting information can be found online in the 
Supporting Information section at the end of this article.

How to cite this article: Zhao Q, Chen X, Qu N, Qiu J, Zhang B, 
Xia C. PLCγ1 deficiency in chondrocytes accelerates the 
age-related changes in articular cartilage and subchondral 
bone. J Cell Mol Med. 2024;28:e70027. doi:10.1111/
jcmm.70027

https://doi.org//10.1038/s41598-019-54477-4
https://doi.org//10.1111/j.1532-5415.1993.tb02054.x
https://doi.org//10.1111/j.1532-5415.1993.tb02054.x
https://doi.org//10.1002/art.1780400419
https://doi.org//10.1002/art.24598
https://doi.org//10.1016/S0140-6736(08)60453-5
https://doi.org//10.1016/S0140-6736(08)60453-5
https://doi.org//10.1016/j.joca.2004.09.011
https://doi.org/10.1111/jcmm.70027
https://doi.org/10.1111/jcmm.70027

	PLCγ1 deficiency in chondrocytes accelerates the age-­related changes in articular cartilage and subchondral bone
	Abstract
	1|INTRODUCTION
	2|MATERIALS AND METHODS
	2.1|Chondrocyte isolation and culture
	2.2|Animals
	2.3|Senescence-­associated β-­galactosidase (SA-­β-­gal) staining
	2.4|Real-­time cellular analysis (RTCA)
	2.5|Western blot analysis
	2.6|Real-­time quantitative polymerase chain reaction (qPCR)
	2.7|Micro-­computed tomography (micro-­CT) analysis
	2.8|Histological and Immunohistochemistry assays
	2.9|Statistical analysis

	3|RESULTS
	3.1|d-­Gal induced senescence in chondrocytes in vitro and age-­related changes in articular cartilage and subchondral bone in vivo
	3.2|PLCγ1 was involved in chondrocyte senescence
	3.3|Chondrocyte-­specific Plcg1 deficiency accelerated the ageing process in articular cartilage and subchondral bone

	4|DISCUSSION
	AUTHOR CONTRIBUTIONS
	ACKNOWLEDGEMENTS
	CONFLICT OF INTEREST STATEMENT
	DATA AVAILABILITY STATEMENT

	REFERENCES


