R ESEARCH

ARTICLE

doi: 10.2306/scienceasia1513-1874.2022.105

Extracorporeal shock wave protects chondrocytes against
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ABSTRACT: Osteoarthritis (OA) is a common joint disease, but there is no effective treatment except surgery at present.
Extracorporeal shock wave (ESW) is an emerging therapy widely used in various medical fields. In this study, we
mainly investigated the effects of ESW on apoptosis and autophagy of osteoarthritic chondrocytes by analyzing the
cell apoptosis and the expression of autophagy markers’ mRNAs and proteins, respectively. Primary chondrocytes were
isolated from articular cartilage tissue of rats. Results showed that ESW effectively inhibited the interleukin-1β-induced
(IL-1β-induced) chondrocyte apoptosis. Moreover, ESW treatment elevated the mRNA and the protein expression levels
of Beclin 1, Atg5, LC3B, and Collagen II. Beclin 1 plays a key role in autophagy, positively regulating autophagic activity.
Atg5 is a marker of autophagic activity, and LC3 is a specific marker of autophagosome. Collagen II is an important
indicator to judge the functional activity of chondrocytes. In contrast, the mRNA and the protein expression levels of
P62, which is a measure of autophagic flux and is thought to be negatively correlated with autophagic degradation,
were decreased in the ESW treated cells. This study reveals the role of ESW in promoting chondrocyte autophagy
and suppressing cell apoptosis. Thus, ESW may protect chondrocytes against IL-1β-induced apoptosis and promote
autophagy in an in vitro model of osteoarthritis.
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INTRODUCTION
Osteoarthritis (OA) is a degenerative disease with
progressive articular cartilage damage and pain, seen
mostly in the middle-aged and the elderly [1]. With the
increasing global aging population, the incidence of
the disease is increasing. Due to the slow progression
of the disease, the lack of early diagnosis and treatment
often leads to a delayed treatment [2]. At present,
the pathogenesis of OA is still unclear, but its main
pathological changes are degeneration and damage
of cartilage. Chondrocytes play an important role in
the repair of cartilage damage. Related studies have
shown that the progression of OA can be effectively
delayed by inhibiting their apoptosis and improving
the level of autophagy of chondrocytes [3–5].
In recent years, extracorporeal shock wave therapy
(ESWT) has been widely used in the fields of physical
therapy and rehabilitation medicine. Compared with
other treatment methods, ESWT has the advantages of
being non-invasive, painless, effective, safe, low cost,
and low incidence of surgical complications. Recent
studies have shown that ESWT can improve and delay
the pathological process of OA [6]. Moreover, ESWT
has been shown in animal models and clinical trials to
reduce OA pain and improve motor function [7, 8].
Zhao et al successfully constructed an in vitro
model of osteoarthritis chondrocytes using interleukin1β (IL-1β) [9], so OA condition in chondrocytes was

induced by treatment with IL-1β in this study. At
present, there are few studies on the effects of ESW on
chondrocyte apoptosis and autophagy. Thus, this study
aimed to explore the effects of ESW on the apoptosis
and autophagy in an in vitro model of osteoarthritis
chondrocytes, hoping to get more intuitive results
from the cell level, paving the way for future in vivo
experiments.
MATERIALS AND METHODS
Cell isolation and culture
The rats were purchased from Beijing Huafukang
Biotechnology Co., Ltd., license number: SCXK (Beijing) 2019-0008. The experiment was approved by
the Animal Experiment Ethics Committee of China Rehabilitation Research Center (approval number: 2019126-1). Hyaline cartilage from 1-week-old SpragueDawley rats was isolated and chopped to the size of
1 mm3 . After washing in phosphate-buffered saline
(PBS), 0.25% trypsin (Sigma-Aldrich, St. Louis, MO,
USA) was added, and the fragments were placed to
be digested in a 37 °C incubator with 5% CO2 for 1–
2 h. After washing with PBS, they were digested
and incubated with 0.2% type II collagenase (SigmaAldrich). Via centrifugation, the supernatant was discarded, and the chondrocytes were obtained. The cells
were collected and cultured in Dulbecco’s Modified Eagle’s Medium/F12 (DMEM/F12) containing 10% fetal
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bovine serum (FBS) (Gibco Life Technologies, Grand
Island, NY, USA). The cells were, then, trypsinized with
0.25% trypsin and passaged at a ratio of 1:2 when the
cell density reached 80%. The medium was changed
every 2 days. Chondrocytes at passage three were
utilized in the subsequent experiments.
Interleukin-1β-induced cellular osteoarthritis
model and experimental grouping
The OA chondrocytes were stimulated with 10 ng/ml
interleukin-1β (IL-1β, Peprotech, Suzhou, China) for
24 h to obtain the microenvironment of chondrocytes
from osteoarthritis [9]. The chondrocytes were randomly divided into four groups: control, IL-1β, ESW,
and IL-1β+ESW. Radial shock waves were applied
using a STORZ device (STORZ Medical, Tägerwilen,
Switzerland) with a dose of 500 impulses at 1.5 bars
at a time. The specific methods were as follows. Chondrocytes at passage three were digested and placed
in a sterile Eppendorf (EP) tube. The EP tube was
immersed in coupling agent, and the ESW probe was
aimed at the bottom of the EP tube, and then the cells
in the tube were stimulated with a dose of 500 impulses
at 1.5 bars.
Flow cytometry
Cells in the logarithmic growth phase were collected
and centrifuged at 4 °C for 5 min after 0.25% trypsin
digestion. After washing with PBS, the cells were centrifuged again and resuspended in 100 µl 1 × binding
buffer. Then, 5 µl of FITC-Annexin V and 5 µl of Propidium Iodide (Beyotime Biotech, Shanghai, China)
working solutions were added to each tube. The cells
were incubated at room temperature in the dark for
10–15 min, and 400 µl PBS buffer was added to each
tube. Apoptosis was detected by a flow cytometer (BD,
Influx, NJ, USA).
RNA extraction and real-time PCR
Total RNA from chondrocytes was extracted by the
TRIzol method (Invitrogen, Carlsbad, CA, USA). An Ultrafine spectrophotometer was used to detect the RNA
concentration and purity. Using a reverse transcription
kit to reverse transcribe RNA to cDNA (Roche, Basel,
Switzerland), the reaction system was configured according to the instructions, and 400 ng mRNA was
added to each retro transcription system. Glyceraldehyde 3-phosphate dehydrogenase (GAPDH) (Abcam,
Cambridge, MA, USA) was used as the standard, and
the corresponding gene expression was analyzed by
the 2−∆∆CT method. Each sample had three replicates.
Primer sequences are shown in Table S1.
Western blot
Protein was extracted from a protein lysate containing
protease and phosphatase inhibitors, and the total protein concentration was measured using a BCA protein
www.scienceasia.org
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analysis kit (Beyotime, China). The samples were
separated by SDS-PAGE gel and transferred to a PVDF
membrane (Millipore, Billerica, MA, USA). The PVDF
membrane was incubated with 5% skim milk powder
at room temperature for 1 h and, then, incubated
overnight at 4 °C with primary antibody diluent containing anti-Atg5, LC3B, P62, Beclin 1, Collagen II,
or GAPDH (as a loading control) and with secondary
antibody for 1.5 h. (All the antibodies were purchased
from Abcam, USA.) On the day after, the membranes
were washed with PBS containing 0.05% Tween-20.
An ECL detection kit (Beyotime, China) was used
for chemiluminescence display. An Image J software
system was used for photography and gray value measurement. After comparison with the corresponding
GAPDH, the control group was set as 1, and the relative
values of the other groups were calculated. The above
experiments were separately repeated three times, and
the results were averaged.
Immunofluorescence
The cells were inoculated onto sterile glass slides for
3 days. The cell slides were taken out, washed with
PBS, and fixed with 4% paraformaldehyde for 30 min.
After washing with PBS, 0.5% TritonX-100 was added
for 15 min. Then, 5% goat serum was added for
30 min. After washing with PBS, the cells were
incubated overnight in a wet box in a refrigerator at
4 °C with a primary antibody against Collagen II. On
the second day, a fluorescent secondary antibody was
added and incubated with the cells at room temperature in the dark for 1 h (all the following operations
were in the dark). The cell nuclei were stained with
DAPI for 5 min. After the excess dye solution had been
washed away, the cells were sealed and photographed.
Statistical analysis
SPSS 22.0 statistical software was used (IBM Corp.,
Armonk, NY, USA). The measurement data were represented as the mean ± standard deviation. The differences among multiple groups of data were analyzed
using one-way ANOVA, and factorial design ANOVA
was used for multi-factor interaction. ∗ p < 0.05,
∗∗
p < 0.01 and ∗∗∗ p < 0.001 were considered statistically significant.
RESULTS
ESW inhibited IL-1β-induced chondrocyte
apoptosis
Flow cytometry analysis showed that the apoptosis rate
of the IL-1β group was significantly higher than the
control group. Compared with the IL-1β group, the
apoptosis rate of the IL-1β+ESW group was decreased.
These results indicated that IL-1β-induced apoptosis
of OA chondrocytes in vitro was increased, and ESW
inhibited IL-1β-induced apoptosis of OA chondrocytes
(Fig. 1).
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Fig. 1 Apoptosis as detected by Annexin V-FITC/Propidium iodide assay. (A), Control group without treatment; (B), IL-1β
group stimulated with IL-1β 10 ng/ml; (C), ESW group treated with ESW 1.5 bar, 500 impulses; (D), IL-1β+ESW group treated
with IL-1β and ESW; (E), Apoptosis rate. Data are presented as mean ± S.D., n = 3. ∗ p < 0.05, ∗∗ p < 0.01, ∗∗∗ p < 0.001 versus
the IL-1β group.

ESW promoted IL-1β-induced chondrocyte
autophagy
Compared with the control group, the Beclin 1, Atg5,
and LC3B mRNA expressions in the IL-1β group were
down-regulated; and the P62 mRNA expression was
up-regulated. Compared with the IL-1β group, the
Beclin 1, Atg5, and LC3B mRNA expressions in the IL1β+ESW group were up-regulated, and the P62 mRNA
expression was down-regulated (Fig. 2).
Compared with the control group, the expressions
of Beclin 1, Atg5, and LC3B proteins in the IL-1β group
was significantly down-regulated, and the expression
of P62 protein was up-regulated. Compared with
the IL-1β group, the expressions of Beclin 1, Atg5,
and LC3B proteins in the IL-1β+ESW group were
up-regulated, and the expression of P62 protein was
down-regulated (Fig. 3). The results suggested that
ESW promoted IL-1β-induced chondrocyte autophagy.
Expression of Collagen II in chondrocytes
Compared with the control group, the mRNA and protein expression levels of Collagen II in the IL-1β group
were significantly down-regulated. Compared with the
IL-1β group, the mRNA and protein expression levels of

Collagen II in the IL-1β+ESW group were up-regulated
(Fig. 4).
The qualitative analysis of Collagen II in
chondrocytes by immunofluorescence staining
Compared with the IL-1β group, Collagen II was secreted significantly in the control group; and the IL1β+ESW group significantly promoted the secretion
of Collagen II. The results suggested that ESW promoted the synthesis of Collagen II in vitro chondrocytes
(Fig. 5).
DISCUSSION
OA is a chronic joint disease characterized by cartilage
damage and pain, which seriously affects the daily
life of patients [10],11. Cartilage, with cartilage cells
and extracellular matrix (ECM), is rich in collagen and
proteoglycan. Collagen II accounts for 80%–85% of
the total collagen [12]. Expression of Collagen II plays
a crucial role in cartilage repair. In this study, we found
that ESW promoted the expression of Collagen II in
an in vitro model of osteoarthritis. At present, the
molecular mechanism of OA is unclear, but research
has shown that ECM degradation, the expression of
www.scienceasia.org
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Fig. 2 mRNA expression of cells detected by RT-PCR. The mRNA expression levels of Beclin 1 (A), Atg5 (B), P62 (C), and LC3
(D), as assayed by RT-PCR. Data are presented as mean ± S.D., n = 3. ∗ p < 0.05, ∗∗ p < 0.01, ∗∗∗ p < 0.001 versus the IL-1β
group.

Fig. 3 Western Blot analysis of protein expression of cells. The expression levels of all proteins (A), Beclin 1 (B), Atg5 (C),
P62 (D), LC3II/LC3I (E), and GAPDH as an internal control. Data are presented as mean ± S.D., n = 3. ∗ p < 0.05, ∗∗ p < 0.01,
∗∗∗
p < 0.001 versus the IL-1β group.

inflammation, cell apoptosis, and the autophagy level
could affect the progress of OA. However, an unbalance
in the articular cartilage ECM homeostasis is one of
the important reasons causing cartilage degeneration
[13–15]. IL-1β is an inflammatory factor that regulates
ECM component production in chondrocytes [16] and
is widely used to induce the OA cell model [17]. Thus,
in this study, IL-1β (10 ng/ml) was used to interfere
with the chondrocytes of rats for 24 h in order to
establish the osteoarthritic chondrocyte model.
Studies have shown that ESWT can reduce the
chronic inflammatory activities of joints, relieve pain,
www.scienceasia.org

and play a role in cartilage protection in the OA
model [18]. At present, the mechanism by which ESW
delays the progression of OA is still unclear. Related
studies have shown that ESW may treat OA by promoting angiogenesis, reducing inflammation, inducing the
expression of growth factors and cytokines related to
tissue repair, and increasing the proliferation activity
of chondrocytes and other factors [6, 19, 20]. The previous experiments confirmed that chondrocytes were
highly sensitive to ESW. The related mechanism might
involve a series of molecular signal cascade reactions
that regulated cell growth, cell division, and protein
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Fig. 4 mRNA and protein expression levels of Collagen II detected by RT-PCR and Western blot. Band density (A), protein (B)
and mRNA (C) showing expression levels of Collagen II, and GAPDH as an internal control. Data are presented as mean ± S.D.,
n = 3. ∗ p < 0.05, ∗∗ p < 0.01, ∗∗∗ p < 0.001 versus the IL-1β group.

Fig. 5 Effect of ESW on the analysis of Collagen II in chondrocytes by immunofluorescence staining. Collagen II puncta were
counted under confocal microscopy. Green indicates Collagen II, and blue indicates nuclei as stained by DAPI.

synthesis. In this study, flow cytometry showed that
the apoptosis rate of chondrocytes in the IL-1β+ESW
group was significantly lower than the IL-1β group,
indicating that ESW could effectively inhibit the apoptosis of chondrocytes and thus delay the progression of
OA.
Autophagy is an important protective response of
eukaryotic cells to various types of stress, including
the phagocytosis and recirculation of macromolecules
and organelles to maintain cell metabolism [21]. It
is widely involved in cell development, proliferation,
apoptosis, and other processes, and plays an impor-

tant role in chondrocyte maturation and homeostasis [22]. Bay-Jensen et al showed that maintaining
the autophagy level in chondrocytes was important to
prevent cartilage degeneration [23]. Green et al found
that the occurrence of OA was related to a decreased
level of autophagy in chondrocytes [24]. Therefore,
improving the autophagy level of chondrocytes might
be a new target for OA therapy. Wu et al [25] found
that Sirt7 protected chondrogenic degeneration in OA
by activating autophagy. In addition, Wang et al [26]
found that metformin alleviated cartilage degradation
by activating AMPK/SIRT1-mediated autophagy, and
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Bao et al [27] found that rapamycin therapy improved
cartilage protection in OA by promoting autophagy.
Thus, this study focused on the relationship between
ESW and chondrocyte autophagy.
In order to confirm the effect of ESW on chondrocyte autophagy, we researched four autophagy-related
proteins: Beclin 1, P62, Atg5, and LC3. Beclin 1 plays
a key role in autophagy by regulating the formation
of autophagosomes (mainly by forming a complex
with phosphatidylinositol 3-kinase) which positively
regulate autophagy activity. P62, as a measurement
index of autophagy flux, is considered to be negatively
correlated with autophagy degradation [28]. When
the autophagy pathway is activated, Beclin 1 protein
expression is increased, and P62 protein expression
is decreased [29]. Autophagy is regulated by more
than 30 autophagy-related proteins (Atgs), of which
Atg5 and Atg7 are the two most important regulatory
proteins [30]. Autophagy-related gene 5 (Atg5) is a
marker of autophagy activity [31]. LC3 is a specific
marker of autophagosomes [32]. When autophagy occurs, the cytoplasmic form LC3-I binds to phospholipid
amines through an ubiquitin-like enzyme reaction,
converts it to the phospholipid-conjugated form LC3-II,
and is continuously recruited into autophagic vacuoles
to initiate the autophagy process [33, 34]. Autophagyrelated signal transduction pathways are complex and
interact with each other. Common autophagy-related
signal transduction pathways include mTOR signal
transduction pathway, PI3K/AKT signal transduction
pathway, p38 MAPK signal transduction pathway, JNK
signal transduction pathway, and nuclear factor-κB
signal transduction pathway in bone and joint diseases.
However, Bohensky et al [35] believed that chondrocytes regulated autophagy mainly through the HIF1/AMPK/mTOR signaling pathway. In this study, we
found that ESWT could up-regulate the protein and
gene expression levels of Beclin 1, Atg5, and LC3 in OA
chondrocytes and reduce the protein and gene expression levels of P62. This may alter the transduction of
autophagy-related protein signaling pathways during
ESW intervention, thus changing the autophagy level
of OA chondrocytes. These results revealed an important role of ESW in regulating chondrocyte autophagy.
There were several limitations to this study. The
results of this study were from rats, which might differ
from large animal models or human clinical trials.
In addition, the dose of the shock waves was based
on previous animal studies and cell-based therapeutic references, which might slightly differ from the
optimal dose in human clinical trials. Although this
study adopted the classical method to establish the OA
model, it was different from the clinical development
process of OA. ESW had an inhibitory effect on IL1β-induced apoptosis of rat chondrocytes, and further
investigations of possible molecular mechanism are
needed. The purpose of this study was to investiwww.scienceasia.org
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gate whether ESW, as a physical intervention, could
affect the autophagy level of osteoarthritic chondrocytes. However, the specific receptors or pathways involved in the regulation process of ESW on autophagy
and whether ESW would have the same effect on
autophagy of human OA chondrocytes remain to be
further verified.
In conclusion, ESW may protect chondrocytes
against IL-1β-induced apoptosis and promote autophagy in an in vitro model of osteoarthritis. Meanwhile, ESW promotes the expression of Collagen II in
vitro chondrocytes, which may provide a new target for
cartilage repair.
Appendix A. Supplementary data
Supplementary data associated with this article can be
found at http://dx.doi.org/10.2306/scienceasia1513-1874.
2022.105.

Acknowledgements: This work was supported by the
Fundamental Research Funds for Central Public Welfare
Research Institutes, China Rehabilitation Research Center
(No. 2019CZ-12). We thank International Science Editing (http://www.internationalscienceediting.com) for editing this manuscript.

REFERENCES
1. Choi DJ, Choi SI, Choi BR, Lee YS, Lee DY, Kim GS (2019)
Cartilage protective and anti-analgesic effects of ALM16
on monosodium iodoacetate induced osteoarthritis in
rats. BMC Complem Altern Med 19, 325.
2. Ji Q, Wang P, He C (2016) Extracorporeal shockwave
therapy as a novel and potential treatment for degenerative cartilage and bone disease: Osteoarthritis. A qualitative analysis of the literature. Prog Biophys Mol Bio 121,
255–265.
3. Zhou ZB, Huang GX, Fu Q, Han B, Lu JJ, Chen AM, Zhu L
(2019) CircRNA.33186 contributes to the pathogenesis
of osteoarthritis by sponging miR-127-5p. Mol Ther 27,
531–541.
4. Gao GC, Cheng XG, Wei QQ, Chen WC, Huang WZ
(2019) Long noncoding RNA MALAT-1 inhibits apoptosis and matrix metabolism disorder in interleukin1beta-induced inflammation in articular chondrocytes
via the JNK signaling pathway. J Cell Biochem 120,
17167–17179.
5. Carames B, Taniguchi N, Otsuki S, Blanco FJ, Lotz M
(2010) Autophagy is a protective mechanism in normal
cartilage, and its aging-related loss is linked with cell
death and osteoarthritis. Arthritis Rheum 62, 791–801.
6. Romeo P, Lavanga V, Pagani D, Sansone V (2014) Extracorporeal shock wave therapy in musculoskeletal disorders: a review. Med Princ Pract 23, 7–13.
7. Chen TW, Lin CW, Lee CL, Chen CH, Chen YJ, Lin TY,
Huang MH (2014) The efficacy of shock wave therapy in
patients with knee osteoarthritis and popliteal cyamella.
Kaohsiung J Med Sci 30, 362–370.
8. Liao CD, Tsauo JY, Liou TH, Chen HC, Huang SW (2019)
Clinical efficacy of extracorporeal shockwave therapy
for knee osteoarthritis: a systematic review and metaregression of randomized controlled trials. Clin Rehabil
33, 1419–1430.

ScienceAsia 48 (2022)
9. Zhao X, Li Y, Lin X, Wang J, Zhao X, Xie J, Sun T, Fu
Z (2018) Ozone induces autophagy in rat chondrocytes
stimulated with IL-1beta through the AMPK/mTOR signaling pathway. J Pain Res 11, 3003–3017.
10. Collins JA, Diekman BO, Loeser RF (2018) Targeting
aging for disease modification in osteoarthritis. Curr
Opin Rheumatol 30, 101–107.
11. Hsu SL, Cheng JH, Wang CJ, Ko JY, Hsu CH (2017)
Extracorporeal shockwave therapy enhances expression
of pdia-3 which is a key factor of the 1alpha, 25Dihydroxyvitamin d 3 rapid membrane signaling pathway in treatment of early osteoarthritis of the knee. Int
J Med Sci 14, 1220–1230.
12. Eyre DR, Wu JJ (1995) Collagen structure and cartilage
matrix integrity. J Rheumatol Suppl 43, 82–85.
13. Mobasheri A, Rayman MP, Gualillo O, Sellam J, van der
Kraan P, Fearon U (2017) The role of metabolism in the
pathogenesis of osteoarthritis. Nat Rev Rheumatol 13,
302–311.
14. Malemud CJ (2015) Biologic basis of osteoarthritis: state
of the evidence. Curr Opin Rheumatol 27, 289–294.
15. Goldring SR, Goldring MB (2016) Changes in the osteochondral unit during osteoarthritis: structure, function
and cartilage-bone crosstalk. Nat Rev Rheumatol 12,
632–644.
16. Yang B, Kang X, Xing Y, Dou C, Kang F, Li J, Quan Y, Dong
S (2014) Effect of microRNA-145 on IL-1beta-induced
cartilage degradation in human chondrocytes. Febs Lett
588, 2344–2352.
17. Ma Y, Wu Y, Chen J, Huang K, Ji B, Chen Z, Wang Q,
Ma J, et al (2019) MiR-10a-5p promotes chondrocyte
apoptosis in osteoarthritis by targeting HOXA1. Mol Ther
Nucleic Acids 14, 398–409.
18. Moretti B, Iannone F, Notarnicola A, Lapadula G, Moretti
L, Patella V, Garofalo R (2008) Extracorporeal shock
waves down-regulate the expression of interleukin-10
and tumor necrosis factor-alpha in osteoarthritic chondrocytes. BMC Musculoskel Dis 9, 16.
19. Wang CJ (2012) Extracorporeal shockwave therapy in
musculoskeletal disorders. J Orthop Surg Res 7, 11.
20. Schmitz C, Császár NBM, Milz S, Schieker M, Maffulli
N, Rompe J, Furia JP (2015) Efficacy and safety of
extracorporeal shock wave therapy for orthopedic conditions: a systematic review on studies listed in the PEDro
database. Brit Med Bull 116, 115–138.
21. Yorimitsu T, Klionsky DJ (2005) Autophagy: molecular machinery for self-eating. Cell Death Differ 12(S2),
1542–1552.

7
22. Kang X, Yang W, Feng D, Jin X, Ma Z, Qian Z, Xie T, Li
H, et al (2017) Cartilage-specific autophagy deficiency
promotes ER stress and impairs chondrogenesis in PERKATF4-CHOP-dependent manner. J Bone Miner Res 32,
2128–2141.
23. Bay-Jensen AC, Thudium CS, Mobasheri A (2018) Development and use of biochemical markers in osteoarthritis:
current update. Curr Opin Rheumatol 30, 121–128.
24. Green DR, Galluzzi L, Kroemer G (2011) Mitochondria
and the autophagy-inflammation-cell death axis in organismal aging. Science 333, 1109–1112.
25. Wu SY, Du YC, Yue CF (2020) Sirt7 protects chondrocytes
degeneration in osteoarthritis via autophagy activation.
Eur Rev Med Pharmacol Sci 24, 9246–9255.
26. Wang C, Yao Z, Zhang Y, Yang Y, Liu J, Shi Y, Zhang
C (2020) Metformin mitigates cartilage degradation by
activating AMPK/SIRT1-Mediated autophagy in a mouse
osteoarthritis model. Front Pharmacol 11, 1114.
27. Bao J, Chen Z, Xu L, Wu L, Xiong Y (2020) Rapamycin
protects chondrocytes against IL-18-induced apoptosis
and ameliorates rat osteoarthritis. Aging 12, 5152–5167.
28. Long M, Li X, Li L, Dodson M, Zhang DD, Zheng H (2017)
Multifunctional p62 effects underlie diverse metabolic
diseases. Trends Endocrinol Metab 28, 818–830.
29. Zaffagnini G, Savova A, Danieli A, Romanov J, Tremel
S, Ebner M, Peterbauer T, Sztacho M, et al (2018) P62
filaments capture and present ubiquitinated cargos for
autophagy. Embo J 37, e98308.
30. Mizushima N, Yoshimori T, Ohsumi Y (2011) The role of
atg proteins in autophagosome formation. Annu Rev Cell
Dev Bi 27, 107–132.
31. Lahuerta M, Aguado C, Sanchez-Martin P, Sanz P, Knecht
E (2018) Degradation of altered mitochondria by autophagy is impaired in Lafora disease. FEBS J 285,
2071–2090.
32. Huang R, Liu W (2015) Identifying an essential role of
nuclear LC3 for autophagy. Autophagy 11, 852–853.
33. de Lima TB, Paz A, Rados PV, Leonardi R, Bufo P, Pedicillo
MC, Santoro A, Cagiano S, et al (2017) Autophagy
analysis in oral carcinogenesis. Pathol Res Pract 213,
1072–1077.
34. Schaaf MB, Keulers TG, Vooijs MA, Rouschop KM (2016)
LC3/GABARAP family proteins: autophagy-(un)related
functions. Faseb J 30, 3961–3978.
35. Bohensky J, Leshinsky S, Srinivas V, Shapiro IM (2010)
Chondrocyte autophagy is stimulated by HIF-1 dependent AMPK activation and mTOR suppression. Pediatr
Nephrol 25, 633–642.

www.scienceasia.org

S1

ScienceAsia 48 (2022)

Appendix A. Supplementary data
Table S1 Primer sequence of real-time fluorescence quantitative PCR.
Gene

Primer sequence 5′ –3′

Rat-GAPDH-F
Rat-GAPDH-R
Beclin1-F
Beclin1-R
LC3-F
LC3-R
P62-F
P62-R
Atg5-F
Atg5-R:
Collagen II-F
Collagen II-R

ACAGCAACAGGGTAATGGAC
TTTGAGGGTGCAGCGAACTT
TGAGGAGCAGTGGACAAAGG
AGCCAAACTACGGCAGGG
GCTAACCAAGCCTTCTTCCTCC
TCTTCATCTCTCTCGCTCTCGTA
AAGTTCCAGCACAGGCACAGAG
TCCCACCGACTCCAAGGCTATC
ACATCAGCATTGTGCCCCA
GCAGTTCCCGAGAAGAGAGG
GAGTGGAAGAGCGGAGACTACTG
GTCTCCATGTTGCAGAAGACTTTCA

www.scienceasia.org

