
antioxidants

Article

Ginsenoside Rg3 Attenuates TNF-α-Induced Damage in
Chondrocytes through Regulating SIRT1-Mediated
Anti-Apoptotic and Anti-Inflammatory Mechanisms

Ching-Hou Ma 1,2, Wan-Ching Chou 1,3, Chin-Hsien Wu 1,2, I-Ming Jou 1,2, Yuan-Kun Tu 1,2, Pei-Ling Hsieh 4,*
and Kun-Ling Tsai 3,5,*

����������
�������

Citation: Ma, C.-H.; Chou, W.-C.;

Wu, C.-H.; Jou, I.-M.; Tu, Y.-K.; Hsieh,

P.-L.; Tsai, K.-L. Ginsenoside Rg3

Attenuates TNF-α-Induced Damage

in Chondrocytes through Regulating

SIRT1-Mediated Anti-Apoptotic and

Anti-Inflammatory Mechanisms.

Antioxidants 2021, 10, 1972. https://

doi.org/10.3390/antiox10121972

Academic Editor: Renan Campos

Chisté

Received: 15 November 2021

Accepted: 7 December 2021

Published: 10 December 2021

Publisher’s Note: MDPI stays neutral

with regard to jurisdictional claims in

published maps and institutional affil-

iations.

Copyright: © 2021 by the authors.

Licensee MDPI, Basel, Switzerland.

This article is an open access article

distributed under the terms and

conditions of the Creative Commons

Attribution (CC BY) license (https://

creativecommons.org/licenses/by/

4.0/).

1 Department of Orthopedics, E-Da Hospital, Kaohsiung City 824, Taiwan; ed100771@edah.org.tw (C.-H.M.);
T66051040@pt.ncku.edu.tw (W.-C.C.); ed103116@edah.org.tw (C.-H.W.); ed109325@edah.org.tw (I.-M.J.);
ed100130@edah.org.tw (Y.-K.T.)

2 School of Medicine for International Students, College of Medicine, I-Shou University,
Kaohsiung City 824, Taiwan

3 Department of Physical Therapy, College of Medicine, National Cheng Kung University, Tainan 701, Taiwan
4 Department of Anatomy, School of Medicine, China Medical University, Taichung 404, Taiwan
5 Institute of Allied Health Sciences, College of Medicine, National Cheng Kung University, Tainan 701, Taiwan
* Correspondence: plhsieh@mail.cmu.edu.tw (P.-L.H.); kunlingtsai@mail.ncku.edu.tw (K.-L.T.)

Abstract: The upregulation of tumor necrosis factor-alpha (TNF-α) is a common event in arthritis,
and the subsequent signaling cascade that leads to tissue damage has become the research focus.
To explore a potential therapeutic strategy to prevent cartilage degradation, we tested the effect of
ginsenoside Rg3, a bioactive component of Panax ginseng, on TNF-α-stimulated chondrocytes.TC28a2
Human Chondrocytes were treated with TNF-α to induce damage of chondrocytes. SIRT1 and
PGC-1a expression levels were investigated by Western blotting assay. Mitochondrial SIRT3 and
acetylated Cyclophilin D (CypD) were investigated using mitochondrial isolation. The mitochondrial
mass number and mitochondrial DNA copy were studied for mitochondrial biogenesis. MitoSOX
and JC-1 were used for the investigation of mitochondrial ROS and membrane potential. Apoptotic
markers, pro-inflammatory events were also tested to prove the protective effects of Rg3. We showed
Rg3 reversed the TNF-α-inhibited SIRT1 expression. Moreover, the activation of the SIRT1/PGC-
1α/SIRT3 pathway by Rg3 suppressed the TNF-α-induced acetylation of CypD, resulting in less
mitochondrial dysfunction and accumulation of reactive oxygen species (ROS). Additionally, we
demonstrated that the reduction of ROS ameliorated the TNF-α-elicited apoptosis. Furthermore,
the Rg3-reverted SIRT1/PGC-1α/SIRT3 activation mediated the repression of p38 MAPK, which
downregulated the NF-κB translocation in the TNF-α-treated cells. Our results revealed that ad-
ministration of Rg3 diminished the production of interleukin 8 (IL-8) and matrix metallopeptidase
9 (MMP-9) in chondrocytes via SIRT1/PGC-1α/SIRT3/p38 MAPK/NF-κB signaling in response to
TNF-α stimulation. Taken together, we showed that Rg3 may serve as an adjunct therapy for patients
with arthritis.
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1. Introduction

A variety of cytokines act critical roles, such as tumor necrosis factor (TNF-α), in
osteoarthritis (OA) or rheumatoid arthritis (RA) [1]. These pro-inflammatory cytokines
have been known to cause cell death [2] and stimulate the synthesis of various inflammatory
mediators and cartilage-degrading proteinases that compromise the integrity of cartilage.
For instance, an enhancement of interleukin 8 (IL-8) has been observed in OA and RA
patients [3], which may induce chondrocyte hypertrophic differentiation [4] and contribute
to the development of degenerative joint disorders [5]. Several matrix metalloproteinases
(MMPs), such as MMP-1, 3, and 9 have been shown to be produced by OA chondrocytes
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and implicated in cartilage destruction [6]. Consequently, an approach to suppress the
production of these inflammatory mediators or MMPs may be beneficial for patients with
these arthropathies.

Panax ginseng is a widely used traditional herb in Asia and received considerable
attention worldwide due to its medicinal properties. Among the components in ginseng
plants, ginsenosides (ginseng saponins) have been known to be the major active ingre-
dients of ginseng and are almost exclusively produced in Panax species. Ginsenosides
can be classified into two categories based on the hydroxylation area on the core triter-
penoid saponin structure: 20(S)-protopanaxadiol as well as 20(S)-protopanaxatriol. Rg3
is dammarane which is substituted by hydroxy groups at the 3b, 12b as well as 20 pro-S
positions, in which the hydroxy group at position 3 has been converted to the reaction
of β-D-glucopyranosyl-β-D-glucopyranoside [7]. Besides, several biological activities of
ginsenosides have been revealed, such as cardioprotective, anti-cancer, anti-oxidant, or
anti-inflammatory effects [7,8]. The majority of the existing research has shown that gin-
senoside Rb1 possesses the anti-arthritic effects by various means, such as inhibition of
TNF-α upregulation [9], downregulation of reactive oxygen species (ROS), and MMPs
production [10], and suppression of mitochondrial permeability transition and apopto-
sis [11]. Ginsenoside Rg3 also has been revealed to protect chondrocytes by suppressing
chondrocyte senescence and the expression of MMP-1 and MMP-13 in the IL-1β-treated
chondrocytes [12,13]. Nevertheless, the detailed mechanism underlying the beneficial
effects of ginsenoside Rg3 on chondrocytes remains largely unknown.

In the study, we aimed to examine the anti-arthritic property of ginsenoside Rg3 on
the TNF-α-stimulated chondrocytes. We analyzed the secretion of IL-8 and the expression
of MMP-9 of ginsenoside Rg3-treated cells in response to TNF-α treatment. Furthermore,
we investigated the detailed molecular mechanism underlying the pharmacological ac-
tivities of ginsenoside Rg3. These findings provided a better insight into the utilization
of ginsenoside Rg3 as a feasible approach to the treatment of arthritis characterized by
upregulation of TNF-α.

2. Materials and Methods
2.1. Cell Culture and Reagents

TC28a2 Human Chondrocyte Cells were bought from Millipore Sigma (St. Louis, MO,
USA). Cells were cultured in DMEM/F-12 medium supplemented with 10% fetal bovine
serum (FBS) and penicillin (50 IU/mL)/streptomycin (50 µg/mL). A 0.25% (w/v) Trypsin-
0.53 mM ethylenediaminetetraacetic acid (EDTA) solution was used to passage cells. Cells
were cultured in humidified air with 5% CO2 at 37 ◦C. FBS and EDTA were purchased
from Thermo Fisher Scientific (Waltham, MA, USA). Ginsenoside Rg3, STR1720, SB203580,
Ammonium pyrrolidinedithiocarbamate (PDTC), and MitoTEMPO were obtained from
Millipore Sigma (St. Louis, MO, USA). The MitoSOX™ Red Mitochondrial Superoxide
Indicator and JC-1 Dye were obtained from Thermo Fisher Scientific (Waltham, MA,
USA). Anti-SIRT1, anti-SIRT3, anti-Acetylated-Lysine, anti- PGC-1α, anti-COX IV, anti-Bax,
anti-cytochrome c, anti-Bcl-2, anti-β-actin, anti-p-p38, anti-p38, anti-Lamin-B1and anti-NF-
κBp65 were bought from Cell Signaling Technology (Danvers, MA, USA). Anti-cyclophilin
D (CypD) was bought from Thermo Fisher Scientific (Waltham, MA, USA). Secondary
antibodies were obtained from Santa Cruz Biotechnology, (Dallas, TX, USA).

2.2. Immunoblotting

The total proteins were lysed by RIPA buffer. The proteins in SDS/PAGE were
transferred to the PVDF membrane. After blocking with 5% BSA in TBST for 1 h, the
membrane was washed by TBST and incubated with primary antibodies for 18 h at 4 ◦C.
After incubation of primary antibodies, PVDF membranes were incubated with HRP-
conjugated secondary antibody for 1 h at 37 ◦C. Membranes were washed three times before
the next step. PVDF membranes were detected with the enhanced chemiluminescence
(ECL) system.
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2.3. Investigation of Mitochondrial Biogenesis and Mitochondrial Membrane Potential

The Real-time PCR assay was used to study mitochondrial DNA (mtDNA) numbers.
The primers of mitochondrial complex II: Sense primer 5′-CAAACCTACGCCAAAATCCA-
3′ and antisense primer 5′-GAAATGAATGAGCCTACAGA-3′ and β-actin: Sense primer 5′-
AGGTCATCACTATTGGCAACGA-3′ and antisense primer 5′-CACTTCATGATGGAATTG-
AATGTAGTT-3′. PCR was assayed by SYBR Green on an ABI 7000 sequence detection sys-
tem according to the protocol. N-nonyl acridine orange (NAO) was selected for examining
the mitochondrial mass. Cells were incubated with 5 µM NAO for 30 min at 37 ◦C, and
cells were assayed by flow cytometry. The JC-1 was bought to investigate mitochondrial
membrane potential. After TNF-α treatment, cells were rinsed with medium and then
loaded with 5 µM JC-1 for 15 min at 37 ◦C. Cells were investigated by flow cytometry.

2.4. Mitochondrial Superoxide Indicator

At the end of TNF-a treatment. Wells were washed two times with PBS. 5 µM Mi-
toSOX™ reagent was loaded to wells for 10 min incubation 37 ◦C. The trypsin/EDTA was
used for cell detachment. Cells were assayed by flow cytometry.

2.5. Preparation of Nuclear/Cytosolic Extracts and Mitochondria Isolation

Nuclear and cytosolic extracts were isolated with a NE-PER™ Nuclear and Cyto-
plasmic Extraction kit (Catalog number: 78833, Thermo Fisher Scientific, Waltham, MA,
USA). The nuclear extracts (supernatants) were stored at −80 ◦C until use. The NF-kB
p65 Transcription Factor Assay Kit (Catalog number: ab133112, Abcam, Cambridge, UK)
was used for testing the activity of NF-kB. The Mitochondria fraction was obtained by a
Mitochondria Isolation Kit (Catalog number: 89874, Thermo Fisher Scientific, Waltham,
MA, USA).

2.6. Co-Immunoprecipitation (Co-IP)

To examine the protein–protein interaction, Co-IP and Western blots were used as
follows. TC28a2 human chondrocyte cells were washed three times with PBS, then whole-
cell extracts were prepared via lysing cells in a lysis buffer. The primary antibody was
added to the supernatant and incubated with a shaker for 20 min at 37 ◦C. After adding a
protein A-agarose bead suspension, the mixture was further incubated with rotation for
2 h at 4 ◦C. The precipitates were washed three times using pre-cold lysis buffer. Then
the beads were resuspended in a 1× sample. The immunoprecipitates or the whole-cell
lysates (Input) were resolved by SDS-PAGE and transferred to PVDF membranes and then
followed the protocol of Western blotting assay.

2.7. Investigation of Apoptosis

Apoptotic cells were analyzed by the ApopTag® Peroxidase In Situ Apoptosis Detec-
tion Kit (Calbiochem). After TNF-α treatment, chondrocytes were rinsed three times in
PBS before fixation for 30 min at 37 ◦C by 4% paraformaldehyde. Next, cells were washed
in PBS before incubation in the prepared solution (0.1% Triton X-100, 0.1% sodium citrate)
for 5 min. Cells were then incubated with 1xTUNEL reaction mixture in a humidified
atmosphere for 60 min at 37 ◦C in the dark, washed two times in PBS, and assayed by
flow cytometry.

2.8. Transfection with Small-Interfering RNA

ON-TARGET plus SMART pool small-interfering RNAs (siRNAs) for si-Controls
were obtained from Dharmacon Research (Lafayette, CO, USA). si-SIRT1, si-PGC-1a, and
si-SIRT3 were purchased from Santa Cruz. Transient transfection was performed using
INTERFERin siRNA transfection reagent (jetPRIME®, polyplus transfection, UK) according
to the manufacturer’s guide.
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2.9. IL-8 and MMP-9 Release

Cells were seeded in 24-well plates at 0.5× 105 cells. After 48 h, cells were treated TNF-
α for 24 h. Cell supernatants were removed and assayed for IL-8 and MMP-9 concentrations
using an ELISA kit obtained (Catalog number: D8000C and DY911, R & D Systems,
Minneapolis, MN, USA).

2.10. Statistical Analyses

The results are expressed as mean ± SD. Statistical analyses were performed using a
one-way or two-way ANOVA, followed by a Tukey’s test as appropriate. A p-value < 0.05
was considered statistically significant.

3. Result
3.1. Administration of Ginsenoside Rg3 Reverses the TNF-α-Inhibited SIRT1 Expression

Sirtuin 1 (SIRT1) has been suggested to exhibit positive effects on cartilage under stress
conditions [14], and ginsenoside Rg3 was reported to upregulate SIRT1 [15]. As shown in
Figure 1A,B, administration of ginsenoside Rg3 dose-dependently elevated the expression
of SIRT1 in TC28a2 human chondrocyte cells. The expression of SIRT1 was also increased
following ginsenoside Rg3 treatment in a time-dependent manner (Figure 1C,D). Since
SIRT1 exerted protective effects against the TNFα-mediated injury in OA chondrocytes [16],
we examined if ginsenoside Rg3 could upregulate SIRT1 expression in response to TNFα
stimulation. We showed that TNFα inhibited the expression of SIRT1 in TC28a2 human
chondrocytes, whereas administration of ginsenoside Rg3 increased the level of SIRT1 in a
dose-dependent fashion (Figure 1E,F).
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Figure 1. Rg3 enhances SIRT1 expression in chondrocytes. The expression levels of SIRT1 in C28a2 human chondrocytes
treated with Rg3 were increased in dose-dependent (A,B) and time-dependent (C,D) manners. Representative Western
blot images (E) and relative densitometric bar graphs of SIRT1/b-actin (F) in chondrocytes stimulated to 100 ng/mL
TNF-a for 24 h were shown. (* indicating p < 0.05 compared with the control group; # indicating p < 0.05 compared to
TNF-α-stimulated cells).

3.2. Prevention of TNF-α-Induced Acetylation of CypD Using Ginsenoside Rg3 Is Mediated by
SIRT1/PGC-1α/SIRT3 Pathway

It has been known that SIRT1 directly interacts with the peroxisome proliferator-
activated receptor-gamma coactivator 1-alpha (PGC-1α) [17] and their interaction plays
an integral role in energy metabolism. Additionally, sirtuin 3 (SIRT3) is the main sirtuin
involved in acetylation/deacetylation of mitochondrial proteins and a downstream target
of PGC-1α, which participates in the regulation of mitochondrial biogenesis [18]. We
demonstrated that the TNFα-inhibited expression of PGC-1α was rescued by ginsenoside
Rg3 treatment, and this effect was abolished when SIRT1 was knockdown (Figure 2A,B).
Likewise, we showed that the downregulation of SIRT3 by TNFα was prevented in gin-
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senoside Rg3-treated cells but this result was not seen in cells transfected with si-SIRT1 or
si-PGC-1α (Figure 2C,D).
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Figure 2. Rg3 promotes PGC-1α expression through modulation of SIRT1. Representative Western blot images (A) and
relative densitometric bar graphs of PGC-1α (B) in chondrocytes stimulated to 100 ng/mL TNF-a for 24 h were shown. In
some cases, cells were transfected with siRNAs 48 h before treatment with Rg3. Mitochondria SIRT3 expression levels were
investigated by Western blotting assay (C,D). Representative Western blot images (E) and quantification of expression (F) of
acetylated cyclophin D (CypD) and COXIV in the mitochondrial fraction. (* indicating p < 0.05 compared with the control
group; # indicating p < 0.05 compared to TNF-α-stimulated cells; & indicating p < 0.05 compared to TNF-α plus Rg3 cells).

Cyclophilin D (CyPD) has been revealed to modulate mitochondrial membrane per-
meability and oxidative damage-induced cell death [19]. Also, the SIRT3-mediated deacety-
lation of CypD has been shown to regulate the mitochondrial permeability transition pore
(mPTP) [20]. As evident in Figure 2E,F, the results of immunoprecipitation demonstrated
that TNFα increased the acetylated CyP-D level in mitochondria which was attenuated by
treatment with ginsenoside Rg3. However, this phenomenon was blocked in cells trans-
fected with si-SIRT1, si-PGC-1α, or si-SIRT3 (Figure 2E,F). Thus, our results demonstrated
that the suppressive effect of ginsenoside Rg3 on the acetylation of CypD by TNF-α was
mediated through SIRT1/PGC-1α/SIRT3 signaling.

3.3. Ginsenoside Rg3 Ameliorates the TNF-α-Induced Mitochondrial Dysfunction and Apoptosis
via SIRT1/PGC-1α/SIRT3 Pathway

In human knee OA chondrocytes, it has been found that the mitochondrial biogenesis
capacity was reduced with loss of mitochondrial DNA (mtDNA) content and mass as well
as the suppressed mitochondrial function [21]. Wang et al. showed that the decreased
mitochondrial biogenesis was associated with the reduced decreased expression of SIRT-1
and PGC-1α [21]. In agreement with these findings, we showed TNF-α downregulated
the mtDNA DNA copy and mitochondrial mass, which was dose-dependently reverted by
ginsenoside Rg3 treatment (Figure 3A,B). Moreover, our results suggested that these effects
were mediated by SIRT1/PGC-1α/SIRT3 signaling as silencing of SIRT1, PGC-1α or SIRT3
prevented this change (Figure 3A,B).

Next, we examined mitochondrial ROS production and showed ginsenoside Rg3 was
able to mitigate the TNF-α-induced ROS, whereas inhibition of SIRT1, PGC-1α, or SIRT3
eliminated this effect (Figure 3C). Given that the opening of mPTP resulted in the collapse
of the mitochondrial membrane potential and subsequent release of cytochrome c [22], we
then assessed the mitochondrial membrane potential using JC-1 dye. The JC-1 dye can
enter the mitochondria of healthy cells and form J aggregates, which exhibit excitation and
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emission in the red spectrum (FL2) instead of green (FL1; JC-1 monomer) that are seen in
the unhealthy or apoptotic cells. As expected, cells treated with TNF-α displayed a reduced
percentage of JC-1 red fluorescence (FL2) and increased green fluorescence (FL1).Rg3
treatment protected against TNF-α-impaired mitochondrial membrane potential, while
inhibition of SIRT1/PGC-1α/SIRT3 pathway prevented this phenomenon (Figure 3D).
Results from immunofluorescence staining showed similar findings that the majority of
the TNF-α-stimulated cells exhibited green fluorescence, which was avoided with the
administration of ginsenoside Rg3 (Figure 3E).
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& indicating p < 0.05 compared to TNF-α plus Rg3 cells).

To ascertain the mitochondrial dysfunction and ROS production affected apoptosis,
we measured the expression of Bax, Bcl-2, and cytochrome c. Results from Western blot
showed that TNF-α upregulated the expression of Bax and cytochrome c with downreg-
ulation of Bcl-2, which were all abrogated after knockdown of SIRT1, PGC-1α, or SIRT3
(Figure 4A–D). Additionally, we observed that the TNF-α-increased percentage of TUNEL
positive apoptotic cells was downregulated by ginsenoside Rg3 administration (Figure 4E).
Aside from demonstrating that inhibition of SIRT1/PGC-1α/SIRT3 signaling blocked the
effects from ginsenoside Rg3, we also showed that the increased percentage of TUNEL
positive cells by TNF-α were abolished in the presence of SRT1720 (a selective SIRT1
synthetic activator) or MitoTEMPO (a specific scavenger of mitochondrial superoxide)
(Figure 4E). These findings suggested that the ROS production resulting from the TNF-α-
inhibited SIRT1/PGC-1α/SIRT3 signaling contributed to apoptosis. Taken together, these
data demonstrated the implication of SIRT1/PGC-1α/SIRT3-mediated pathway in the
attenuation of TNF-α-induced mitochondrial dysfunction, oxidative stress, and apoptosis
by ginsenoside Rg3.
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chondrocytes stimulated to 100 ng/mL TNF-α for 24 h were shown. In some cases, cells were transfected with siRNAs 48 h
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fluorescent microscope (F). The selective activator SIRT1, SRT1720, and the inhibitor of mitochondrial ROS, mitoTEMPO,
were pre-treated 2 h before TNF-α-stimulation. (* indicating p < 0.05 compared with the control group; # indicating p < 0.05
compared to TNF-α-stimulated cells; & indicating p < 0.05 compared to TNF-α plus Rg3 cells).

3.4. Ginsenoside Rg3 Suppresses the TNF-α-Stimulated p38 MAPK Phosphorylation and NF-κB
Activation through SIRT1/PGC-1α/SIRT3 Signaling

Activation of p38 mitogen-activated protein kinase (MAPK) is crucial in TNF-α-related
arthritis [23], and the p38 MAPK/NF-kB axis has been shown to mediate the inflammatory
response in chondrocytes [24]. We showed that administration of TNF-α upregulated
the expression of phosphor-p38 and NF-kBp65, whereas suppression of SIRT1/PGC-
1α/SIRT3 signaling inhibited the increased phosphorylation of p38 MAPK and expression
of NF-kBp65 (Figure 5A–C). Analysis of NF-kBp65 activation exhibited a similar finding
(Figure 5D). Moreover, we showed that the TNF-α-induced NF-kBp65 activation was di-
minished when SRT1720, MitoTEMPO, or SB203580 (a p38 MAPK inhibitor) was employed
(Figure 5D), suggesting that the TNF-α-induced accumulation of ROS participated in the ac-
tivation of p38 /NF-kB signaling. Collectively, our findings implied that TNF-α-associated
p38 MAPK/NF-kB activation was mediated by the SIRT1/PGC-1α/SIRT3 pathway, which
could be lessened by ginsenoside Rg3 treatment.

3.5. Ginsenoside Rg3 Inhibits the TNF-α-Increased Production of IL-8 and MMP-9 via
SIRT1/PGC-1α/SIRT3/p38 MAPK/NF-κB Pathway

Translocation of NF-κB has been known to be related to the upregulation of IL-8 [25]
and MMP-9 [26] in chondrocytes. We demonstrated that ginsenoside Rg3 abolished the
TNF-α-elicited IL-8 or MMP-9 production, but this inhibitory effect was reversed by
downregulation of SIRT1/PGC-1α/SIRT3 signaling (Figure 6A,B). Besides, activation of
SIRT1 by SRT1720, suppression of mitochondrial ROS by MitoTEMPO, inhibition of p38
MAPK by SB203580, or blockade of NF-κB signaling by pyrrolidine dithiocarbamate (PDTC)
all reduced the TNF-α-induced IL-8 or MMP-9 production (Figure 6A,B). Altogether,
these results indicated that the elevation of IL-8 or MMP-9 by the p38 MAPK/NF-kB
axis was due to the accumulation of SIRT1/PGC-1α/SIRT3-mediated oxidative stress.
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Besides, administration of ginsenoside Rg3 may be beneficial to alleviate the TNF-α-
induced chondrocyte injury by reduction of IL-8 or MMP-9.
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Figure 5. Rg3 mitigates TNF-α-caused NF-kB activation. Representative Western blot images (A)
and relative densitometric bar graphs of p-p38/p38 (B) and NF-kBp65/Lamin-1 (C) in chondrocytes
stimulated to 100 ng/mL TNF-a for 24 h were shown. In some cases, cells were transfected with
siRNAs 48 h before treatment with Rg3. NF-kB activation was also confirmed by the NF-αB activity
kit (D). In some cases, cells were transfected with siRNAs 48 hrs before treatment with Rg3. The
selective activator SIRT1, SRT1720, and the inhibitor of mitochondrial ROS, mitoTEMPO, and the
inhibitor of MAPK p38, S203580, were pre-treated 2 h before TNF-α stimulation. (* indicating
p < 0.05 compared with the control group; # indicating p < 0.05 compared to TNF-α-stimulated cells;
& indicating p < 0.05 compared to TNF-α plus Rg3 cells).
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Figure 6. Rg3 reduces TNF-α-caused pro-inflammatory response and MMP-9 activation in human chondrocytes through
SIRT1/PGC-1/SIRT3/NF-kB pathway. Chondrocytes were stimulated to 100 ng/mL TNF-α for 24 h were shown. The
selective activator SIRT1, SRT1720, and the inhibitor of mitochondrial ROS, mitoTEMPO, the inhibitor of MAPK p38,
S203580, and the inhibitor of NF-αB, PDTC, were pre-treated 2 h before TNF-α stimulation. The culture medium was
collected for IL-8 (A) and MMP-9 (B) ELISA assay. (* indicating p < 0.05 compared with the control group; # indicating
p < 0.05 compared to TNF-α-stimulated cells; & indicating p < 0.05 compared to TNF-α plus Rg3 cells).
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4. Discussion

Over the past few years, multiple studies have demonstrated the anti-inflammatory
effect of ginsenoside Rg3 on various diseases. For example, it has been shown to ame-
liorate hepatic injury by suppressing PI3K/AKT pathway-mediated inflammation [27].
Ginsenoside Rg3 also induced the polarization of the M2 macrophages to accelerate the
resolution of inflammation, and it inhibited the mast cell-mediated allergic inflammation
via MAPK/NF-κB signaling [28]. In the IL-1β-stimulated inflamed A549 cells (adenocarci-
noma human alveolar basal epithelial cells) and human asthmatic airway epithelial tissues,
ginsenoside Rg3 was shown to downregulate the NF-κB activity and cyclooxygenase-2
(COX-2) as well as other NF-κB-mediated cytokines, such as IL-4 and TNF-α [29]. Besides,
a couple of studies suggested that ginsenoside Rg3 exerted cardioprotective effects by
alleviating inflammation via the SIRT1/NF-κB pathway [30,31]. In agreement with these
findings, we showed that administration of ginsenoside Rg3 exhibited anti-inflammatory
properties to protect chondrocytes via upregulation of SIRT1.

SIRT1 is a class III histone deacetylase and is involved in numerous biological pro-
cesses, such as stress responses, DNA damage, and inflammation. The expression of the
SIRT 1 was detected in normal and diseased chondrocytes as well as synovial tissues [32,33].
It was found that the expression level of SIRT1 in chondrocytes from OA patients was
reduced [32], whereas its expression in RA synovial tissues was elevated [33]. Several stud-
ies have demonstrated that SIRT1 expression and activity were decreased after treatment
with catabolic stimuli IL-1β [32] or TNF-α [34] in chondrocytes, which was consistent with
our findings. Moreover, the expression of SIRT1 in articular cartilage was found to be
negatively associated with the severity of knee OA [35]. It has been demonstrated that
silencing of SIRT1 induced the OA-like gene expression alteration, such as upregulation
of collagen type X alpha 1 chain (COL10A1) and ADAMTS-5 (an extracellular matrix-
degrading enzyme), suppression of chondrogenic markers SOX9, collagen type 2 alpha
1 chain (COL2A1) and aggrecan [36,37]. SIRT1 has been proven to enhance chondrocyte
survival by inhibition of protein tyrosine phosphatase 1B to reduce apoptosis [38] and
directly activate autophagy [37], a homeostatic mechanism in normal cartilage [39]. In
addition, SIRT1 mitigated the nitric oxide (NO)-induced apoptosis [32] and regulated the
TNF-α-induced inflammation in human chondrocytes [40]. It also downregulated the IL-1β-
increased MMP-13 and ADAMTS-5 as well as diminished the acetylation of NF-κB p65 [41].
In line with these findings, we demonstrated that upregulation of SIRT1 by ginsenoside
Rg3 abrogated the TNF-α-increased apoptosis. Also, it downregulated the TNF-α-induced
production of IL-8 and MMP-9 via SIRT1/PGC-1α/SIRT3/p38 MAPK/NF-κB pathway.

The endogenous SIRT1 has been shown to interact with p65 and deacetylate it in hu-
man chondrocytes [41], and we demonstrated that TNF-α-elicited oxidative stress further
enhanced the activation of NF-κBp65 via upregulation of p38 MAPK. It is well-known that
once NF-κB is translocated into the nucleus, it stimulates the transcription of various genes
regarding inflammation, apoptosis, cell proliferation, and cell cycle. In chondrocytes, inhi-
bition of NF-κBp65 by siRNA has been known to reduce the IL-1β or TNF-α-upregulated
COX-2, nitric oxide synthase-2 (NOS-2), and MMP-9 [42]. Furthermore, our previous
work has shown that TNF-α-induced NF-κB activation led to an exaggerated inflammatory
response with elevated levels of COX-2 and IL-8 [43]. Also, TNF-α-elicited p38 MAPK
mediated the aberrant mitochondrial biogenesis and increased oxidative stress, which
resulted in apoptosis in chondrocytes [44]. In the present study, we showed that activation
of the p38 MAPK/NF-κBp65 axis resulted in upregulation of IL-8 and MMP-9, which
may contribute to cartilage damage. Besides, our data suggested that TNF-α triggered
p38 MAPK/NF-κBp65 axis via the accumulation of oxidative stress through SIRT1/PGC-
1α/SIRT3 pathway.

SIRT3 is a mitochondrial nicotinamide adenine dinucleotide (NAD+)-dependent pro-
tein deacetylase that belongs to the silent information regulator 2 (SIR2) family [45]. It
has been revealed that the expression of SIRT3 was decreased in OA chondrocytes [46,47],
which compromised mitochondrial function [46]. Acetylation of mitochondria proteins typ-
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ically decreased mitochondrial integrity and function [48]. Multiple lines of evidence sug-
gested that the acetylation status in mitochondria was under the regulation of SIRT3 [49–51].
SIRT3 has been shown to enhance the activity of antioxidant superoxide dismutase 2 (SOD2)
by deacetylating forkhead box class O 3a (FOXO3a) [52]. SIRT3 is also implicated in the
mitochondrial redox status via the deacetylation of isocitrate dehydrogenase 2 (IDH2) [53].
In this study, we showed that SIRT3 modulated the deacetylation of CypD to control the
opening of mPTP in chondrocytes, which was in accordance with other studies showing
that SIRT3 mediated the deacetylation of CypD in aging-related cardiac hypertrophy [20]
or breast carcinoma [54]. Frequent opening of mPTP can lead to mitochondrial dysfunction,
and we did observe the impaired mitochondrial biogenesis, elevation of ROS, and apopto-
sis. In addition to maintaining mitochondrial homeostasis, SIRT3 also participated in the
TNF-α-inhibited aggrecan and collagen II, and TNF-α-induced MMP-13 and ADAMTS-5 in
chondrocytes [47]. Our results conformed with these findings showing that SIRT3 played a
role in the TNF-α-elicited MMPs production.

Numerous studies have shown that PGC-1α elevated the expression of SIRT3, which
was crucial to the maintenance of the mitochondrial biogenesis [18,55]. It has been re-
vealed that PGC-1α activated SIRT3 via co-activation of the orphan nuclear receptor Err
(estrogen-related receptor)-α, which could bind to the promoter region of SIRT3 in brown
adipocytes or HepG2 cells [18,55]. On the other hand, PGC-1α activity is modulated by
the network between phosphorylation through AMP-activated protein kinase (AMPK)
and deacetylation via SIRT1 [56]. In chondrocytes, it has been demonstrated that AMPK
regulated PGC-1α expression via SIRT1 [21]. Besides, the decreased expression of mito-
chondrial respiratory complexes I to IV and ATP synthase (complex V) along with lower
oxygen consumption and intracellular ATP level was observed, indicating the impaired
mitochondrial biogenesis in OA chondrocytes [21]. Our data was associated with these
findings regarding the TNF-α-induced mitochondrial dysfunction in chondrocytes was
mediated by SIRT1/PGC-1α axis.

This present study has several limitations, for example, we did not confirm the thera-
peutic effects of Rg3 in the animal model. Second, we used SV40-transformed chondrocytes
for in vitro assay, which might be more resistant to stress and stimulation compared to
primary human chondrocytes. In the future, we will use primary human chondrocytes to
further confirm our hypothesis.

In conclusion, we showed that ginsenoside Rg3 possesses the protective effects against
the TNF-α-induced cartilage damage via upregulation of SIRT1. Our results demonstrated
the activation of SIRT1/PGC-1α/SIRT3 pathway by ginsenoside Rg3 downregulated the
TNF-α-elicited acetylation of CypD, leading to the improved mitochondrial biogenesis,
downregulation of ROS, and the subsequent apoptosis. Moreover, we proved that admin-
istration of ginsenoside Rg3 diminished the ROS-associated p38 MAPK/NF-κBp65 axis
through upregulation of SIRT1/PGC-1α/SIRT3 signaling, leading to amelioration of IL-8
and MMP-9 production in chondrocytes with TNF-α stimulation (Figure 7). Our findings
suggested that ginsenoside Rg3 may be used as a supplement to mitigate inflammation
and prevent cartilage degradation in arthritis patients.



Antioxidants 2021, 10, 1972 11 of 14

Antioxidants 2021, 10, x FOR PEER REVIEW 11 of 14 
 

 

Figure 7. Proposed mechanisms of Rg 3 in TNF-α-caused chondrocytes dysfunction. Rg3 activates 

SIRT1/PGC-1α/SIRT3 pathway, thereby inhibiting the TNF-α-elicited acetylation of CypD. Rg 3 im-

proves mitochondrial biogenesis, downregulates ROS, and apoptosis. Rg3 diminished the oxidative 

stress-associated p38 MAPK/NFκBp65 axis through upregulation of SIRT1/PGC-1α/SIRT3 signal-

ing, leading to amelioration of IL-8 and MMP-9 secretion in chondrocytes with TNF-α stimulation. 

Author Contributions: C.-H.M., W.-C.C., P.-L.H. and K.-L.T. conceptualized, designed, and super-

vised the study; C.-H.M., P.-L.H. and K.-L.T. performed the experiments and analyzed the data; C.-

H.W. and I.-M.J. helped with the experiments and data collection; C.-H.M., Y.-K.T., P.-L.H. and K.-

L.T. wrote the manuscript. All authors have read and agreed to the published version of the manu-

script. 

Funding:  This study was supported by the Ministry of Science and Technology, Taiwan 

(MOST109-2314-B-650-003-MY3). This study was also supported by National Cheng Kung Univer-

sity and E-Da Hospital (NCKUEDA10802 and EDAHP109021). 

Institutional Review Board Statement: Not applicable. 

Informed Consent Statement: Not applicable. 

Data Availability Statement: The data presented in this study are available in the article. 

Conflicts of Interest: The authors declare that the research was conducted in the absence of any 

commercial or financial relationships that could be construed as a potential conflict of interest. 

References  

1. Chu, C.Q.; Field, M.; Feldmann, M.; Maini, R.N. Localization of tumor necrosis factor alpha in synovial tissues and at the 

cartilage-pannus junction in patients with rheumatoid arthritis. Arthritis Rheum. 1991, 34, 1125–1132. 

https://doi.org/10.1002/art.1780340908. 

2. Caramés, B.; López-Armada, M.J.; Cillero-Pastor, B.; Lires-Dean, M.; Vaamonde, C.; Galdo, F.; Blanco, F.J. Differential effects of 

tumor necrosis factor-alpha and interleukin-1beta on cell death in human articular chondrocytes. Osteoarthr. Cartil. 2008, 16, 

715–722. https://doi.org/10.1016/j.joca.2007.10.006. 

3. Borzi, R.M.; Mazzetti, I.; Macor, S.; Silvestri, T.; Bassi, A.; Cattini, L.; Facchini, A. Flow cytometric analysis of intracellular 

chemokines in chondrocytes in vivo: Constitutive expression and enhancement in osteoarthritis and rheumatoid arthritis. FEBS 

Lett. 1999, 455, 238–242. https://doi.org/10.1016/s0014-5793(99)00886-8. 

4. Merz, D.; Liu, R.; Johnson, K.; Terkeltaub, R. IL-8/CXCL8 and growth-related oncogene alpha/CXCL1 induce chondrocyte 

hypertrophic differentiation. J. Immunol. 2003, 171, 4406–4415. https://doi.org/10.4049/jimmunol.171.8.4406. 

5. Dreier, R. Hypertrophic differentiation of chondrocytes in osteoarthritis: The developmental aspect of degenerative joint 

disorders. Arthritis Res. Ther. 2010, 12, 216. https://doi.org/10.1186/ar3117. 

Figure 7. Proposed mechanisms of Rg3 in TNF-α-caused chondrocytes dysfunction. Rg3 activates SIRT1/PGC-1α/SIRT3
pathway, thereby inhibiting the TNF-α-elicited acetylation of CypD. Rg3 improves mitochondrial biogenesis, downreg-
ulates ROS, and apoptosis. Rg3 diminished the oxidative stress-associated p38 MAPK/NFκBp65 axis through upreg-
ulation of SIRT1/PGC-1α/SIRT3 signaling, leading to amelioration of IL-8 and MMP-9 secretion in chondrocytes with
TNF-α stimulation.

Author Contributions: C.-H.M., W.-C.C., P.-L.H. and K.-L.T. conceptualized, designed, and super-
vised the study; C.-H.M., P.-L.H. and K.-L.T. performed the experiments and analyzed the data;
C.-H.W. and I.-M.J. helped with the experiments and data collection; C.-H.M., Y.-K.T., P.-L.H.
and K.-L.T. wrote the manuscript. All authors have read and agreed to the published version of
the manuscript.

Funding: This study was supported by the Ministry of Science and Technology, Taiwan (MOST109-
2314-B-650-003-MY3). This study was also supported by National Cheng Kung University and E-Da
Hospital (NCKUEDA10802 and EDAHP109021).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available in the article.

Conflicts of Interest: The authors declare that the research was conducted in the absence of any
commercial or financial relationships that could be construed as a potential conflict of interest.

References
1. Chu, C.Q.; Field, M.; Feldmann, M.; Maini, R.N. Localization of tumor necrosis factor alpha in synovial tissues and at the

cartilage-pannus junction in patients with rheumatoid arthritis. Arthritis Rheum. 1991, 34, 1125–1132. [CrossRef]
2. Caramés, B.; López-Armada, M.J.; Cillero-Pastor, B.; Lires-Dean, M.; Vaamonde, C.; Galdo, F.; Blanco, F.J. Differential effects of

tumor necrosis factor-alpha and interleukin-1beta on cell death in human articular chondrocytes. Osteoarthr. Cartil. 2008, 16,
715–722. [CrossRef]

http://doi.org/10.1002/art.1780340908
http://doi.org/10.1016/j.joca.2007.10.006


Antioxidants 2021, 10, 1972 12 of 14

3. Borzi, R.M.; Mazzetti, I.; Macor, S.; Silvestri, T.; Bassi, A.; Cattini, L.; Facchini, A. Flow cytometric analysis of intracellular
chemokines in chondrocytes in vivo: Constitutive expression and enhancement in osteoarthritis and rheumatoid arthritis. FEBS
Lett. 1999, 455, 238–242. [CrossRef]

4. Merz, D.; Liu, R.; Johnson, K.; Terkeltaub, R. IL-8/CXCL8 and growth-related oncogene alpha/CXCL1 induce chondrocyte
hypertrophic differentiation. J. Immunol. 2003, 171, 4406–4415. [CrossRef]

5. Dreier, R. Hypertrophic differentiation of chondrocytes in osteoarthritis: The developmental aspect of degenerative joint disorders.
Arthritis Res. Ther. 2010, 12, 216. [CrossRef]

6. Freemont, A.J.; Hampson, V.; Tilman, R.; Goupille, P.; Taiwo, Y.; Hoyland, J.A. Gene expression of matrix metalloproteinases 1, 3,
and 9 by chondrocytes in osteoarthritic human knee articular cartilage is zone and grade specific. Ann. Rheum. Dis. 1997, 56,
542–549. [CrossRef]

7. Won, H.J.; Kim, H.I.; Park, T.; Kim, H.; Jo, K.; Jeon, H.; Ha, S.J.; Hyun, J.M.; Jeong, A.; Kim, J.S.; et al. Non-clinical pharmacokinetic
behavior of ginsenosides. J. Ginseng Res. 2019, 43, 354–360. [CrossRef] [PubMed]

8. Lee, C.H.; Kim, J.H. A review on the medicinal potentials of ginseng and ginsenosides on cardiovascular diseases. J. Ginseng Res.
2014, 38, 161–166. [CrossRef]

9. Kim, H.A.; Kim, S.; Chang, S.H.; Hwang, H.J.; Choi, Y.N. Anti-arthritic effect of ginsenoside Rb1 on collagen induced arthritis in
mice. Int. Immunopharmacol. 2007, 7, 1286–1291. [CrossRef]

10. Kim, S.; Na, J.Y.; Song, K.B.; Choi, D.S.; Kim, J.H.; Kwon, Y.B.; Kwon, J. Protective Effect of Ginsenoside Rb1 on Hydrogen
Peroxide-induced Oxidative Stress in Rat Articular Chondrocytes. J. Ginseng Res. 2012, 36, 161–168. [CrossRef]

11. Na, J.Y.; Kim, S.; Song, K.; Lim, K.H.; Shin, G.W.; Kim, J.H.; Kim, B.; Kwon, Y.B.; Kwon, J. Anti-apoptotic Activity of Ginsenoside
Rb1 in Hydrogen Peroxide-treated Chondrocytes: Stabilization of Mitochondria and the Inhibition of Caspase-3. J. Ginseng Res.
2012, 36, 242–247. [CrossRef]

12. Lee, J.H.; Lim, H.; Shehzad, O.; Kim, Y.S.; Kim, H.P. Ginsenosides from Korean red ginseng inhibit matrix metalloproteinase-13
expression in articular chondrocytes and prevent cartilage degradation. Eur. J. Pharmacol. 2014, 724, 145–151. [CrossRef] [PubMed]

13. So, M.W.; Lee, E.J.; Lee, H.S.; Koo, B.S.; Kim, Y.G.; Lee, C.K.; Yoo, B. Protective effects of ginsenoside Rg3 on human osteoarthritic
chondrocytes. Mod. Rheumatol. 2013, 23, 104–111. [CrossRef] [PubMed]

14. Dvir-Ginzberg, M.; Mobasheri, A.; Kumar, A. The Role of Sirtuins in Cartilage Homeostasis and Osteoarthritis. Curr. Rheumatol.
Rep. 2016, 18, 43. [CrossRef]

15. Yang, Q.Y.; Lai, X.D.; Ouyang, J.; Yang, J.D. Effects of Ginsenoside Rg3 on fatigue resistance and SIRT1 in aged rats. Toxicology
2018, 409, 144–151. [CrossRef]

16. Oppenheimer, H.; Gabay, O.; Meir, H.; Haze, A.; Kandel, L.; Liebergall, M.; Gagarina, V.; Lee, E.J.; Dvir-Ginzberg, M. 75-kd sirtuin
1 blocks tumor necrosis factor α-mediated apoptosis in human osteoarthritic chondrocytes. Arthritis Rheum. 2012, 64, 718–728.
[CrossRef] [PubMed]

17. Nemoto, S.; Fergusson, M.M.; Finkel, T. SIRT1 functionally interacts with the metabolic regulator and transcriptional coactivator
PGC-1{alpha}. J. Biol. Chem. 2005, 280, 16456–16460. [CrossRef]

18. Kong, X.; Wang, R.; Xue, Y.; Liu, X.; Zhang, H.; Chen, Y.; Fang, F.; Chang, Y. Sirtuin 3, a new target of PGC-1alpha, plays an
important role in the suppression of ROS and mitochondrial biogenesis. PLoS ONE 2010, 5, e11707. [CrossRef]

19. Baines, C.P.; Kaiser, R.A.; Purcell, N.H.; Blair, N.S.; Osinska, H.; Hambleton, M.A.; Brunskill, E.W.; Sayen, M.R.; Gottlieb, R.A.;
Dorn, G.W.; et al. Loss of cyclophilin D reveals a critical role for mitochondrial permeability transition in cell death. Nature 2005,
434, 658–662. [CrossRef]

20. Hafner, A.V.; Dai, J.; Gomes, A.P.; Xiao, C.Y.; Palmeira, C.M.; Rosenzweig, A.; Sinclair, D.A. Regulation of the mPTP by SIRT3-
mediated deacetylation of CypD at lysine 166 suppresses age-related cardiac hypertrophy. Aging (Albany N. Y.) 2010, 2, 914–923.
[CrossRef]

21. Wang, Y.; Zhao, X.; Lotz, M.; Terkeltaub, R.; Liu-Bryan, R. Mitochondrial biogenesis is impaired in osteoarthritis chondrocytes but
reversible via peroxisome proliferator-activated receptor γ coactivator 1α. Arthritis Rheumatol. 2015, 67, 2141–2153. [CrossRef]

22. Rego, A.C.; Vesce, S.; Nicholls, D.G. The mechanism of mitochondrial membrane potential retention following release of
cytochrome c in apoptotic GT1-7 neural cells. Cell Death Differ. 2001, 8, 995–1003. [CrossRef]

23. Zwerina, J.; Hayer, S.; Redlich, K.; Bobacz, K.; Kollias, G.; Smolen, J.S.; Schett, G. Activation of p38 MAPK is a key step in tumor
necrosis factor-mediated inflammatory bone destruction. Arthritis Rheum. 2006, 54, 463–472. [CrossRef]

24. Ulivi, V.; Giannoni, P.; Gentili, C.; Cancedda, R.; Descalzi, F. p38/NF-kB-dependent expression of COX-2 during differentiation
and inflammatory response of chondrocytes. J. Cell Biochem. 2008, 104, 1393–1406. [CrossRef]

25. Pulai, J.I.; Chen, H.; Im, H.J.; Kumar, S.; Hanning, C.; Hegde, P.S.; Loeser, R.F. NF-kappa B mediates the stimulation of cytokine
and chemokine expression by human articular chondrocytes in response to fibronectin fragments. J. Immunol. 2005, 174, 5781–5788.
[CrossRef]

26. Shakibaei, M.; John, T.; Schulze-Tanzil, G.; Lehmann, I.; Mobasheri, A. Suppression of NF-kappaB activation by curcumin leads to
inhibition of expression of cyclo-oxygenase-2 and matrix metalloproteinase-9 in human articular chondrocytes: Implications for
the treatment of osteoarthritis. Biochem. Pharmacol. 2007, 73, 1434–1445. [CrossRef]

27. Zhou, Y.D.; Hou, J.G.; Liu, W.; Ren, S.; Wang, Y.P.; Zhang, R.; Chen, C.; Wang, Z.; Li, W. 20(R)-ginsenoside Rg3, a rare saponin from
red ginseng, ameliorates acetaminophen-induced hepatotoxicity by suppressing PI3K/AKT pathway-mediated inflammation
and apoptosis. Int. Immunopharmacol. 2018, 59, 21–30. [CrossRef]

http://doi.org/10.1016/S0014-5793(99)00886-8
http://doi.org/10.4049/jimmunol.171.8.4406
http://doi.org/10.1186/ar3117
http://doi.org/10.1136/ard.56.9.542
http://doi.org/10.1016/j.jgr.2018.06.001
http://www.ncbi.nlm.nih.gov/pubmed/31308806
http://doi.org/10.1016/j.jgr.2014.03.001
http://doi.org/10.1016/j.intimp.2007.05.006
http://doi.org/10.5142/jgr.2012.36.2.161
http://doi.org/10.5142/jgr.2012.36.3.242
http://doi.org/10.1016/j.ejphar.2013.12.035
http://www.ncbi.nlm.nih.gov/pubmed/24384406
http://doi.org/10.3109/s10165-012-0635-8
http://www.ncbi.nlm.nih.gov/pubmed/22454193
http://doi.org/10.1007/s11926-016-0591-y
http://doi.org/10.1016/j.tox.2018.08.010
http://doi.org/10.1002/art.33407
http://www.ncbi.nlm.nih.gov/pubmed/21987377
http://doi.org/10.1074/jbc.M501485200
http://doi.org/10.1371/journal.pone.0011707
http://doi.org/10.1038/nature03434
http://doi.org/10.18632/aging.100252
http://doi.org/10.1002/art.39182
http://doi.org/10.1038/sj.cdd.4400916
http://doi.org/10.1002/art.21626
http://doi.org/10.1002/jcb.21717
http://doi.org/10.4049/jimmunol.174.9.5781
http://doi.org/10.1016/j.bcp.2007.01.005
http://doi.org/10.1016/j.intimp.2018.03.030


Antioxidants 2021, 10, 1972 13 of 14

28. Kee, J.Y.; Hong, S.H. Ginsenoside Rg3 suppresses mast cell-mediated allergic inflammation via mitogen-activated protein kinase
signaling pathway. J. Ginseng Res. 2019, 43, 282–290. [CrossRef]

29. Lee, I.S.; Uh, I.; Kim, K.S.; Kim, K.H.; Park, J.; Kim, Y.; Jung, J.H.; Jung, H.J.; Jang, H.J. Anti-Inflammatory Effects of Ginsenoside
Rg3 via NF-κB Pathway in A549 Cells and Human Asthmatic Lung Tissue. J. Immunol. Res. 2016, 2016, 7521601. [CrossRef]

30. Tu, C.; Wan, B.; Zeng, Y. Ginsenoside Rg3 alleviates inflammation in a rat model of myocardial infarction via the SIRT1/NF-κB
pathway. Exp. Ther. Med. 2020, 20, 238. [CrossRef]

31. Ren, B.; Feng, J.; Yang, N.; Guo, Y.; Chen, C.; Qin, Q. Ginsenoside Rg3 attenuates angiotensin II-induced myocardial hypertrophy
through repressing NLRP3 inflammasome and oxidative stress via modulating SIRT1/NF-κB pathway. Int. Immunopharmacol.
2021, 98, 107841. [CrossRef]

32. Takayama, K.; Ishida, K.; Matsushita, T.; Fujita, N.; Hayashi, S.; Sasaki, K.; Tei, K.; Kubo, S.; Matsumoto, T.; Fujioka, H.; et al.
SIRT1 regulation of apoptosis of human chondrocytes. Arthritis Rheum. 2009, 60, 2731–2740. [CrossRef]

33. Niederer, F.; Ospelt, C.; Brentano, F.; Hottiger, M.O.; Gay, R.E.; Gay, S.; Detmar, M.; Kyburz, D. SIRT1 overexpression in the
rheumatoid arthritis synovium contributes to proinflammatory cytokine production and apoptosis resistance. Ann. Rheum. Dis
2011, 70, 1866–1873. [CrossRef]

34. Dvir-Ginzberg, M.; Gagarina, V.; Lee, E.J.; Booth, R.; Gabay, O.; Hall, D.J. Tumor necrosis factor α-mediated cleavage and
inactivation of SirT1 in human osteoarthritic chondrocytes. Arthritis Rheum. 2011, 63, 2363–2373. [CrossRef]

35. Li, Y.; Xiao, W.; Wu, P.; Deng, Z.; Zeng, C.; Li, H.; Yang, T.; Lei, G. The expression of SIRT1 in articular cartilage of patients with
knee osteoarthritis and its correlation with disease severity. J. Orthop. Surg. Res. 2016, 11, 144. [CrossRef]

36. Fujita, N.; Matsushita, T.; Ishida, K.; Kubo, S.; Matsumoto, T.; Takayama, K.; Kurosaka, M.; Kuroda, R. Potential involvement of
SIRT1 in the pathogenesis of osteoarthritis through the modulation of chondrocyte gene expressions. J. Orthop. Res. 2011, 29,
511–515. [CrossRef]

37. Sacitharan, P.K.; Bou-Gharios, G.; Edwards, J.R. SIRT1 directly activates autophagy in human chondrocytes. Cell Death Discov.
2020, 6, 41. [CrossRef]

38. Gagarina, V.; Gabay, O.; Dvir-Ginzberg, M.; Lee, E.J.; Brady, J.K.; Quon, M.J.; Hall, D.J. SirT1 enhances survival of human
osteoarthritic chondrocytes by repressing protein tyrosine phosphatase 1B and activating the insulin-like growth factor receptor
pathway. Arthritis Rheum. 2010, 62, 1383–1392. [CrossRef]

39. Caramés, B.; Taniguchi, N.; Otsuki, S.; Blanco, F.J.; 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. [CrossRef]

40. Moon, M.H.; Jeong, J.K.; Lee, Y.J.; Seol, J.W.; Jackson, C.J.; Park, S.Y. SIRT1, a class III histone deacetylase, regulates TNF-α-induced
inflammation in human chondrocytes. Osteoarthr. Cartil. 2013, 21, 470–480. [CrossRef]

41. Matsushita, T.; Sasaki, H.; Takayama, K.; Ishida, K.; Matsumoto, T.; Kubo, S.; Matsuzaki, T.; Nishida, K.; Kurosaka, M.; Kuroda, R.
The overexpression of SIRT1 inhibited osteoarthritic gene expression changes induced by interleukin-1β in human chondrocytes.
J. Orthop. Res. 2013, 31, 531–537. [CrossRef]

42. Lianxu, C.; Hongti, J.; Changlong, Y. NF-kappaBp65-specific siRNA inhibits expression of genes of COX-2, NOS-2 and MMP-9 in
rat IL-1beta-induced and TNF-alpha-induced chondrocytes. Osteoarthr. Cartil. 2006, 14, 367–376. [CrossRef] [PubMed]

43. Ma, C.H.; Wu, C.H.; Jou, I.M.; Tu, Y.K.; Hung, C.H.; Hsieh, P.L.; Tsai, K.L. PKR activation causes inflammation and MMP-13
secretion in human degenerated articular chondrocytes. Redox Biol. 2018, 14, 72–81. [CrossRef]

44. Ma, C.H.; Wu, C.H.; Jou, I.M.; Tu, Y.K.; Hung, C.H.; Chou, W.C.; Chang, Y.C.; Hsieh, P.L.; Tsai, K.L. PKR Promotes Oxidative Stress
and Apoptosis of Human Articular Chondrocytes by Causing Mitochondrial Dysfunction through p38 MAPK Activation-PKR
Activation Causes Apoptosis in Human Chondrocytes. Antioxidants 2019, 8, 370. [CrossRef] [PubMed]

45. Michan, S.; Sinclair, D. Sirtuins in mammals: Insights into their biological function. Biochem. J. 2007, 404, 1–13. [CrossRef]
46. Chen, L.Y.; Wang, Y.; Terkeltaub, R.; Liu-Bryan, R. Activation of AMPK-SIRT3 signaling is chondroprotective by preserving

mitochondrial DNA integrity and function. Osteoarthr. Cartil. 2018, 26, 1539–1550. [CrossRef]
47. Wang, J.; Wang, K.; Huang, C.; Lin, D.; Zhou, Y.; Wu, Y.; Tian, N.; Fan, P.; Pan, X.; Xu, D.; et al. SIRT3 Activation by

Dihydromyricetin Suppresses Chondrocytes Degeneration via Maintaining Mitochondrial Homeostasis. Int. J. Biol. Sci. 2018, 14,
1873–1882. [CrossRef]

48. Baeza, J.; Smallegan, M.J.; Denu, J.M. Mechanisms and Dynamics of Protein Acetylation in Mitochondria. Trends Biochem. Sci.
2016, 41, 231–244. [CrossRef]

49. Rardin, M.J.; Newman, J.C.; Held, J.M.; Cusack, M.P.; Sorensen, D.J.; Li, B.; Schilling, B.; Mooney, S.D.; Kahn, C.R.; Verdin, E.; et al.
Label-free quantitative proteomics of the lysine acetylome in mitochondria identifies substrates of SIRT3 in metabolic pathways.
Proc. Natl. Acad. Sci. USA 2013, 110, 6601–6606. [CrossRef] [PubMed]

50. Hebert, A.S.; Dittenhafer-Reed, K.E.; Yu, W.; Bailey, D.J.; Selen, E.S.; Boersma, M.D.; Carson, J.J.; Tonelli, M.; Balloon, A.J.; Higbee,
A.J.; et al. Calorie restriction and SIRT3 trigger global reprogramming of the mitochondrial protein acetylome. Mol. Cell 2013, 49,
186–199. [CrossRef]

51. Lombard, D.B.; Alt, F.W.; Cheng, H.L.; Bunkenborg, J.; Streeper, R.S.; Mostoslavsky, R.; Kim, J.; Yancopoulos, G.; Valenzuela, D.;
Murphy, A.; et al. Mammalian Sir2 homolog SIRT3 regulates global mitochondrial lysine acetylation. Mol. Cell Biol. 2007, 27,
8807–8814. [CrossRef]

52. Sundaresan, N.R.; Gupta, M.; Kim, G.; Rajamohan, S.B.; Isbatan, A.; Gupta, M.P. Sirt3 blocks the cardiac hypertrophic response by
augmenting Foxo3a-dependent antioxidant defense mechanisms in mice. J. Clin. Investig. 2009, 119, 2758–2771. [CrossRef]

http://doi.org/10.1016/j.jgr.2018.02.008
http://doi.org/10.1155/2016/7521601
http://doi.org/10.3892/etm.2020.9368
http://doi.org/10.1016/j.intimp.2021.107841
http://doi.org/10.1002/art.24864
http://doi.org/10.1136/ard.2010.148957
http://doi.org/10.1002/art.30279
http://doi.org/10.1186/s13018-016-0477-8
http://doi.org/10.1002/jor.21284
http://doi.org/10.1038/s41420-020-0277-0
http://doi.org/10.1002/art.27369
http://doi.org/10.1002/art.27305
http://doi.org/10.1016/j.joca.2012.11.017
http://doi.org/10.1002/jor.22268
http://doi.org/10.1016/j.joca.2005.10.009
http://www.ncbi.nlm.nih.gov/pubmed/16376111
http://doi.org/10.1016/j.redox.2017.08.011
http://doi.org/10.3390/antiox8090370
http://www.ncbi.nlm.nih.gov/pubmed/31484360
http://doi.org/10.1042/BJ20070140
http://doi.org/10.1016/j.joca.2018.07.004
http://doi.org/10.7150/ijbs.27746
http://doi.org/10.1016/j.tibs.2015.12.006
http://doi.org/10.1073/pnas.1302961110
http://www.ncbi.nlm.nih.gov/pubmed/23576753
http://doi.org/10.1016/j.molcel.2012.10.024
http://doi.org/10.1128/MCB.01636-07
http://doi.org/10.1172/JCI39162


Antioxidants 2021, 10, 1972 14 of 14

53. Yu, W.; Dittenhafer-Reed, K.E.; Denu, J.M. SIRT3 protein deacetylates isocitrate dehydrogenase 2 (IDH2) and regulates mitochon-
drial redox status. J. Biol. Chem. 2012, 287, 14078–14086. [CrossRef] [PubMed]

54. Wei, L.; Zhou, Y.; Dai, Q.; Qiao, C.; Zhao, L.; Hui, H.; Lu, N.; Guo, Q.L. Oroxylin A induces dissociation of hexokinase II from the
mitochondria and inhibits glycolysis by SIRT3-mediated deacetylation of cyclophilin D in breast carcinoma. Cell Death Dis. 2013,
4, e601. [CrossRef]

55. Giralt, A.; Hondares, E.; Villena, J.A.; Ribas, F.; Díaz-Delfín, J.; Giralt, M.; Iglesias, R.; Villarroya, F. Peroxisome proliferator-
activated receptor-gamma coactivator-1alpha controls transcription of the Sirt3 gene, an essential component of the thermogenic
brown adipocyte phenotype. J. Biol. Chem. 2011, 286, 16958–16966. [CrossRef] [PubMed]

56. Cantó, C.; Auwerx, J. PGC-1alpha, SIRT1 and AMPK, an energy sensing network that controls energy expenditure. Curr. Opin.
Lipidol. 2009, 20, 98–105. [CrossRef]

http://doi.org/10.1074/jbc.M112.355206
http://www.ncbi.nlm.nih.gov/pubmed/22416140
http://doi.org/10.1038/cddis.2013.131
http://doi.org/10.1074/jbc.M110.202390
http://www.ncbi.nlm.nih.gov/pubmed/21454513
http://doi.org/10.1097/MOL.0b013e328328d0a4

	Introduction 
	Materials and Methods 
	Cell Culture and Reagents 
	Immunoblotting 
	Investigation of Mitochondrial Biogenesis and Mitochondrial Membrane Potential 
	Mitochondrial Superoxide Indicator 
	Preparation of Nuclear/Cytosolic Extracts and Mitochondria Isolation 
	Co-Immunoprecipitation (Co-IP) 
	Investigation of Apoptosis 
	Transfection with Small-Interfering RNA 
	IL-8 and MMP-9 Release 
	Statistical Analyses 

	Result 
	Administration of Ginsenoside Rg3 Reverses the TNF–Inhibited SIRT1 Expression 
	Prevention of TNF–Induced Acetylation of CypD Using Ginsenoside Rg3 Is Mediated by SIRT1/PGC-1/SIRT3 Pathway 
	Ginsenoside Rg3 Ameliorates the TNF–Induced Mitochondrial Dysfunction and Apoptosis via SIRT1/PGC-1/SIRT3 Pathway 
	Ginsenoside Rg3 Suppresses the TNF–Stimulated p38 MAPK Phosphorylation and NF-B Activation through SIRT1/PGC-1/SIRT3 Signaling 
	Ginsenoside Rg3 Inhibits the TNF–Increased Production of IL-8 and MMP-9 via SIRT1/PGC-1/SIRT3/p38 MAPK/NF-B Pathway 

	Discussion 
	References

