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Abstract: Osteoarthritis (OA) is characterized by cartilage degradation, inflammation, and pain. The
dicaffeoylquinic acid (diCQA) isomer, 4,5-diCQA, exhibits antioxidant activity and various other
health-promoting benefits, but its chondroprotective effects have yet to be elucidated. In this study,
we aimed to investigate the chondroprotective effects of 4,5-diCQA on OA both in vitro and in vivo.
Primary rat chondrocytes were pre-treated with 4,5-diCQA for 1 h before stimulation with interleukin
(IL)-1β (5 ng/mL). The accumulation of nitrite, PGE2, and aggrecan was observed using the Griess
reagent and ELISA. The protein levels of iNOS, COX-2, MMP-3, MMP-13, ADMATS-4, MAPKs,
and the NF-κB p65 subunit were measured by Western blotting. In vivo, the effects of 4,5-diCQA
were evaluated for 2 weeks in a destabilization of the medial meniscus (DMM)-surgery-induced
OA rat model. 4,5-diCQA significantly inhibited IL-1β-induced expression of nitrite, iNOS, PGE2,
COX-2, MMP-3, MMP-13, and ADAMTS-4. 4,5-diCQA also decreased the IL-1β-induced degradation
of aggrecan. It also suppressed the IL-1β-induced phosphorylation of MAPKs and translocation
of the NF-κB p65 subunit to the nucleus. These findings indicate that 4,5-diCQA inhibits DMM-
surgery-induced cartilage destruction and proteoglycan loss in vivo. 4,5-diCQA may be a potential
therapeutic agent for the alleviation of OA progression. In this study, diclofenac was set to be
administered once every two days, but it showed an effect on OA. These results may be used as basic
data to suggest a new dosing method for diclofenac.

Keywords: osteoarthritis; 4,5-dicaffeoylquinic acid; chondroprotective effect; interleukin-1β;
articular cartilage

1. Introduction

Osteoarthritis (OA) occurs due to cartilage wear associated with the long-term use
of joints and is present in people over the age of 60 years [1]. OA is characterized by
subchondral bone remodeling and osteophytes, as cartilage is damaged by abrasion and
inflammation, ultimately interfering with the overall quality of life [2]. From a molecular
biology perspective, OA is caused by an increase in extracellular matrix (ECM) degradation
in chondrocytes by cartilage-destroying factors such as oxidative stress and the overex-
pression of inflammatory mediators. Among them, interleukin 1 beta (IL-1β) and tumor
necrosis factor-alpha (TNF-α) are the main factors that accelerate degenerative arthritis by
inducing the expression of other cartilage ECM-degrading factors (iNOS, PGE2, MMPs,
and ADAMTS-4) [3].

In particular, inflammation-induced matrix metalloproteinases (MMPs) and ADAMTS-4
degrade proteoglycans (aggrecans), which are the main components of cartilage ECM,
interfering with the normal function of the cartilage. As inflammation inducers, they
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influence the inflammatory environment in synovial membranes and accelerate the expres-
sion of cartilage ECM-degrading factors [4]. Therefore, suppression of their expression is
considered to be an important factor in the alleviation of OA, and various treatments are
focused on improving the symptoms of OA through the suppression of their expression.

As OA is caused by degenerative changes and is incurable, current treatments aim to
slow the rate of the disease, control pain, and restore joint function [5]. Anti-inflammatory
drugs such as acetaminophen and non-steroidal anti-inflammatory drugs (NSAIDs) are
prescribed for first-line drug treatment, but their use is limited in patients with cardiovas-
cular disease because of the high risk of gastrointestinal disturbances or cardiovascular
side effects when taken for a long time [5–7]. In addition, there are other treatments that
suppress inflammation and pain by injecting hyaluronic acid and steroids into the joint
cavity, but there is the possibility that pain will worsen, or bacterial infection will occur after
administration [8,9]. Recently, platelet-rich plasma therapy, which concentrates plasma
isolated from the patient’s own blood and injects it into the treatment site, has been spot-
lighted, and the treatment rate is currently being discussed positively in many review
papers [10–12]. Therapeutics are evolving innovatively, but there is still no complete cure.
As a non-pharmacological treatment, cartilage replacement surgery is the last resort, and the
socio-economic burden that follows is significant. Therefore, there is increasing interest in
exercise or joint health functional foods that delay the onset of osteoarthritis by maintaining
healthy joints: Glucosamine and MSM are representative joint health functional food [8,13].
However, the benefits of functional foods in improving OA are questionable [13].

The solution to this problem can be found in traditional medicinal plants with
significantly fewer side effects and superior pharmacological effects compared to syn-
thetic preparations [14,15]. Traditional medicinal plants have long been used to treat
various diseases [16] due to their proven excellent pharmacological effects [17]. In our
previous study, we demonstrated the stability and mitigating effects of the leaves of An-
thriscus sylvestris, a traditional medicinal plant, in OA. The leaves are a strong candidate
for development as a functional food [18,19]. However, the seven active ingredients,
luteolin-7-O-glucoside (cynaroside), chlorogenic acid (3-CQA), crypto-chlorogenic acid
(4-CQA), 3,4-di-caffeoylquinic acid (3,4-diCQA), 3,5-di-caffeoylquinic acid (3,5-diCQA),
4,5-di-caffeoylquinic acid (4,5-diCQA), and luteolin-7-O-(6”malonylglucoside), contained
in the hydrothermal extract of Anthriscus sylvestris leaves, have not been sufficiently
examined with respect to the alleviation of OA, especially di-caffeoylquinic acid [20,21].

Phytochemicals, such as polyphenols and flavonoids, which are present in high
amounts in plant-derived drugs, are known to be effective in alleviating various dis-
eases. Among them, diCQA contains a molecule of caffeic acid and quinic acid connected
by an ester bond [21], and is abundant in coffee beans, fruits, and vegetables, including
Gynura divaricata leaves [22,23]. DiCQA has numerous isomers depending on the position
of the double bond, and these influence the cell absorption rates and efficacies. diCQA
has anti-inflammatory [24,25], anti-hepatotoxic [26], and neuroprotective effects [27]; it
also protects human keratinocytes from oxidative damage [28]. 3,4-diCQA, 3,5-diCQA,
and 4,5-diCQA (diCQAs) are present in the hydrothermal extract of A. sylvestris leaves.
However, despite these effects, there are no reports on the protective effect of diCQAs on
chondrocyte protection for the alleviation of OA. Therefore, in this study, we investigated
whether 4,5-diCQA has a protective effect on chondrocytes for the mitigation of OA using
in vitro and in vivo experiments.

2. Materials and Methods
2.1. Reagents

4,5-di-O-caffeoylquinic acid (solubility: 5 mg/mL in DMSO, ≥85% (LC/MS-ELSD),
product number: SMB00221), Carrageenan, sulfanilamide, N-(1-naphthyl) ethylenediamine
dihydrochloride, 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT),
and phosphoric acid were purchased from Sigma-Aldrich (St. Louis, MO, USA). The
ACAN ELISA kit was purchased from MyBioSource (San Diego, CA, USA), whereas the
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prostaglandin E2 (PGE2) ELISA kit was purchased from R&D Systems (Minneapolis, MN,
USA). IL-1β was purchased from ProSpec Protein Specialists (Rehovot, Israel). Collage-
nase type 2 was purchased from Worthington Biochemical Corporation (Lakewood, NJ,
USA). Dulbecco’s modified Eagle’s medium/Nutrient mixture F-12 (DMEM/F12) and
penicillin–streptomycin solution were purchased from WelGene (Daegu, Korea). Fetal
bovine serum (FBS) was purchased from ATLAS Biologicals (Fort Collins, CO, USA). Pri-
mary and secondary antibodies for MMP-13, ADAMTS-4, and iNOS (Abcam, Cambridge,
MA, USA); anti-α-tubulin (Thermo Fisher Scientific, Waltham, MA, USA); MMP-1 (Lifespan
Biosciences, Seattle, WA, USA), MMP-3, COX-2, and TNF-α (Cell Signaling Technology,
Danvers, MA, USA); p-IκB-α, IκB-α, and NF-κB (Invitrogen, Carlsbad, Germany); and
PCNA (Santa Cruz Biotechnology, Inc., Dallas, TX, USA) were also purchased.

2.2. Cell Culture

In order to isolate chondrocytes, we used a slightly modified method by Kim et al.
(2013) [29]. In brief, five-day-old Sprague-Dawley rats were purchased from Damool Sci-
ence (Daejeon, Korea) for rat primary chondrocyte isolation, and articular cartilage was
digested using 0.3% (w/v) collagenase type II dissolved in DMEM/F12 at 37 ◦C overnight.
All animal management and procedures were approved by the Chosun University Institu-
tional Animal Care and Use Committee (CIACUC2021-S0013). The cells and debris were
filtered through a cell strainer (0.45 µm). Approximately 4.5 million chondrocytes were
collected from eleven rats killed at the same time. Chondrocytes were seeded at 2 × 106

cells/mL into 6-well cell culture plates with DMEM/F12 containing 10% FBS and 1% peni-
cillin/streptomycin in a humidified incubator with 5% CO2 at 37 ◦C. The chondrocytes
were cultured up to 90% confluency and were not passaged during the experiment.

2.3. Cell Viability

Viability analysis of 4,5-diCQA on chondrocytes was performed using the MTT assay
following the Sigma-Aldrich manufacturer’s protocol. The chondrocytes were treated
with 4,5-diCQA (10, 20, 40, 100, and 200 µM) for 24 h. Post-incubation, the MTT solution
(5 mg/mL) was added to each well (100 µL/well), and the cells were incubated for another
2 h at 37 ◦C. Next, the cell culture medium, including the MTT solution, was removed,
DMSO (1 mL/well) was added to each well, and the absorbance was measured at 565 nm.

2.4. Measurement of Nitric Oxide and PGE2 Production

The chondrocytes were pretreated with 4,5-diCQA (10, 20, and 40 µM) for 1 h and
then stimulated with IL-1β (5 ng/mL) for 24 h without removing 4,5-diCQA. Nitric ox-
ide production was determined by measuring the accumulation of nitrite in the culture
medium. In brief, the culture medium (100 µL) was mixed with 100 µL of the Griess reagent
(1% sulfanilamide in 5% phosphoric acid and 0.1% α-naphthylamide in H2O) and mea-
sured at 540 nm using a microplate reader (Epoch BioTek Instruments Inc., Winooski, VT,
USA) to evaluate the accumulation. PGE2 production was measured using a Parameter™
prostaglandin E2 assay kit, according to the manufacturer’s protocol.

2.5. Western Blotting Analysis

Chondrocytes were pretreated with 4,5-diCQA (10, 20, and 40 µM) for 1 h, and
then stimulated with IL-1β (5 ng/mL) for 30 min or 24 h without removing 4,5-diCQA.
The cells were then washed using 1× phosphate-buffered saline (PBS) and lysed with
a PRO-PREP protein extraction solution (iNtRON Biotechnology, Seongnam-si, Korea)
to isolate the whole protein for 30 min on ice. In addition, to isolate cytoplasmic and
nuclear proteins, NE-PER™ Nuclear and Cytoplasmic Extraction Reagents (Thermo Fisher
Scientific, Waltham, MA, USA) were used according to the manufacturer’s instructions.
Additionally, articular cartilages were cut from the explant organ using a blade, and
the articular cartilage slices were extracted with a PRO-PREP protein extract to harvest
the protein. The cartilage pieces were homogenized in lysis buffer, then incubated on
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ice for 30 min and centrifuged at 14,000× g at 4 ◦C for 15 min. Protein concentrations
were determined using a bicinchoninic acid (BCA) protein assay kit (Pierce, Rockford,
IL, USA). Equivalent amounts of lysate protein (10 or 20 µg) were separated on 6, 8,
10, or 12% sodium dodecyl sulfate polyacrylamide (SDS) gels, and then transferred to
a polyvinylidene difluoride membrane (Bio-Rad Laboratories, Hercules, CA, USA). The
transblotted membranes were blocked with 5% bovine serum albumin in Tris-buffered
saline containing 0.1% Tween 20 (TBST) at room temperature for 1 h and then incubated
with primary antibodies (1:1000) at 4 ◦C overnight. The membranes were rinsed three
times with TBST and incubated with horseradish peroxidase (HRP)-conjugated secondary
antibody (1:10,000) at 25 ◦C for 1 h. The immunoreactive bands were detected by an
enhanced chemiluminescence (ECL) kit (Millipore, Bedford, MA, USA) and visualized
using a MicroChemi 4.2 imager (DNR Bioimaging Systems, Jerusalem, Israel).

2.6. Aggrecan ELISA Analysis

The chondrocytes were pretreated with 4,5-diCQA (10, 20, and 40 µM) for 1 h, and
then stimulated with IL-1β (5 ng/mL) for 24 h without removing 4,5-diCQA. The cultured
medium was collected, and aggrecan content was assessed using the aggrecan ELISA kits.
All assays were performed in duplicate.

2.7. Gelatin Zymography

The chondrocytes were pretreated with 4,5-diCQA (10, 20, and 40 µM) for 1 h and
cultured with IL-1β (5 ng/mL) for 24 h without removing 4,5-diCQA. Supernatants from
the cultured media (30 µL) were mixed with non-reducing sample buffer (250 mM Tris-HCl
[pH 6.8], 40% [v/v] glycerol, 8% [w/v] SDS, and 0.01% [w/v] bromophenol blue) and
resolved using 8% SDS-PAGE containing gelatin. After electrophoresis, the gels were rinsed
with 2.5% (v/v) Triton X-100 by gentle shaking for 30 min, followed by washing with
distilled water (DW) for 15 min, three times. The gels were then incubated with zymogram
renaturing buffer (10 mM CaCl2, 50 mM Tris-HCl [pH 7.6], 0.15 M NaCl) at 37 ◦C for
72 h. After renaturation of the cartilage-degrading enzymes, the gels were stained with
0.1% (w/v) Coomassie brilliant blue R-250 for 30 min at room temperature, destained until
clear bands were visible, and imaged using a digital camera (G16, Canon, Tokyo, Japan).
The clearance white zone in the band indicates gelatin degradation.

2.8. Animals

Male, specific pathogen-free Sprague–Dawley rats (8 weeks old), weighing 300 g,
with four in each group for a total of twenty-eight, were purchased from Damool Science
(Daejeon, Korea). The animals were nurtured in a controlled environment (temperature:
21 ± 1 ◦C; humidity: 55 ± 5%; 12-h light/dark cycle) and were allowed free access to
commercial feed. All animals were handled by procedures from the National Institutes
of Health Guide for the Care and Use of Laboratory Animals [30]. The surgical model of
destabilization of the medial meniscus (DMM) was established in Sprague–Dawley rats
to induce OA. Prior to the experiment, the rats were acclimatized to the environment for
1 week. Approval to perform the DMM surgery was provided by the Chosun University
Institutional Animal Care and Use Committee (CIACUC2021-S0015).

2.9. DMM-Induced OA Model in Rats

The rats were divided into seven groups of four rats each: Group 1 (normal), Group 2
(Sham, 0.9% saline), Group 3 (DMM, 0.9% saline), and Group 4–7 (5, 10, and 20 mg/kg
4,5-diCQA and 10 mg/kg diclofenac); each drug was administered as is. DMM surgery
was performed by incising the medial meniscotibial ligament (MMTL) to induce OA
above the right and left knees [18,31]. For this operation, the rats were anesthetized with
2.5% isoflurane, and then the MMTL was incised. In the Sham group, only the skin was
incised and the MMTL was not incised. Two weeks after DMM surgery, the 4,5-diCQA
groups were orally administered 4,5-diCQA (5, 10, or 20 mg/kg) and the diclofenac group
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was orally administered diclofenac (10 mg/kg). 4,5-diCQA was dissolved in DMSO at a
high concentration and then diluted with saline to match the concentration. Diclofenac
was dissolved in saline. The drugs were orally administered once every 2 days for 2 weeks.
The sham and DMM-only groups were orally administered with saline for the same period.
Subsequently, all the rats were sacrificed on the same day.

2.10. Histology Analysis and Staining

Extracted articular cartilages were fixed in 10% neutral-buffered formalin for one day
at 4 ◦C, and then decalcified with 0.5 M EDTA (pH 7.4) for seven days at 4 ◦C. Following
these steps, the articular cartilage was dehydrated through a series of ethanol solutions
and embedded in paraffin blocks. After that, lateral serial sections of 4 µm thickness were
sliced and stained with Safranin O/Fast Green. An EVOS Core microscope (Thermo Fisher
Scientific, Waltham, MA, USA) was used to digitally photograph the stained sections.
The stained sections were scored according to the Osteoarthritis Research Society Inter-
national (OARSI) advanced Osteoarthritis Cartilage Histopathology Assessment System
(0–6.5), and a summed OARSI score was used to analyze the degree of articular cartilage
destruction [32].

2.11. Statistical Analysis

All data were obtained from independent experiments. The results are expressed as
mean ± standard deviation (SD). One-way analysis of variance (ANOVA) from Dunnett’s
test was employed for multiple comparisons using GraphPad Prism 5.0 software (GraphPad
Software Inc., San Diego, CA, USA). Statistical significance was set at ### p < 0.005 compared
with the control group and * p < 0.5, ** p < 0.05, *** p < 0.005 compared with the IL-1β-
treated group.

3. Results
3.1. Effect of 4,5-diCQA on the Viability of Rat Primary Chondrocytes

Figure 1A represents the chemical formula of 4,5-diCQA. To investigate the toxicity
of 4,5-diCQA, rat primary chondrocytes were treated with 10, 20, 40, 100, and 200 µM
4,5-diCQA for 24 h. 4,5-diCQA was non-toxic up to a concentration of 200 µM (Figure 1B).
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Figure 1. Effects of 4,5−diCQA on rat primary chondrocyte viability. (A) Chemical formula of
4,5−diCQA (https://pubchem.ncbi.nlm.nih.gov/compound/4_5-Di-O-caffeoylquinic-acid, accessed
on 20 November 2021). (B) Cells were treated with 4,5-diCQA (10, 20, 40, 100, and 200 µM) for 24 h,
and viability was determined by MTT assay. Cells incubated without 4,5-diCQA were used as
controls and were considered 100% viable. Data are represented as mean ± SD of three indepen-
dent experiments.

https://pubchem.ncbi.nlm.nih.gov/compound/4_5-Di-O-caffeoylquinic-acid
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3.2. Effects of 4,5-diCQA on IL-1β-Induced Nitrite and PGE2 Expression in Rat
Primary Chondrocytes

Inflammation is the main cause of OA exacerbation. Therefore, the expression levels
of nitrite and PGE2 were first examined in the supernatant of IL-1β-treated rat primary
chondrocytes. First, the rat primary chondrocytes were pre-treated with diCQA (10, 20, and
40 µM) for 1 h, and then treated with IL-1β (5 ng/mL) for 24 h. In the group subjected to
only IL-1β treatment, the expression levels of nitrite and PGE2 were significantly increased
(Figure 2A,B). However, in the group pre-treated with 4,5-diCQA, the expression levels
of nitrite and PGE2 decreased in a concentration-dependent manner, even when treated
with IL-1β. In addition, the levels of inflammatory mediators, such as iNOS, COX-2, and
TNF-α, and inflammatory cytokines, were increased only in IL-1β-treated rat primary
chondrocytes, but not in the group pre-treated with 4,5-diCQA (Figure 2C). These findings
indicate that 4,5-diCQA has potential anti-inflammatory effects by suppressing the IL-1β-
induced inflammatory response.
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Figure 2. Inhibitory effects of 4,5−diCQA on IL-1β-induced nitrite, PGE2, iNOS, COX-2, and TNF-α in
rat primary chondrocytes. Cells were pre-treated with 4,5-diCQA (10, 20, and 40 µM) for 1 h, followed
by IL-1β (5 ng/mL) stimulation for 24 h. (A) Nitrite production was determined in the cultured
medium using a Griess reagent. (B) PGE2 production was determined in the cultured medium
using an ELISA kit after 24 h. (C) Expression of the iNOS, COX-2, and TNF-α was determined
using Western blot analysis. α-Tubulin served as an internal control. (D–F) Quantitative data of
(C) were analyzed using the ImageJ bundled with Java 1.8.0_172 software. n = 5 per group. Data
are represented as mean ± SD of three independent experiments. ### p < 0.005 vs. control group;
** p < 0.05, and *** p < 0.005 compared with the IL-1β-treated group.

3.3. Effects of 4,5-diCQA on IL-1β-Induced Expression of Matrix-Degrading Enzymes in Rat
Primary Chondrocytes

Inflammatory mediators such as nitric oxide and PGE2 promote the secretion of
matrix-degrading enzymes such as MMPs and ADAMTS-4. MMPs and ADAMTS-4 are
enzymes that degrade aggrecan (ACAN), and ECM degradation is a prominent feature
of OA. Therefore, the efficacy of 4,5-diCQA was examined in IL-1β-treated rat primary
chondrocytes by evaluating the expression levels of MMP-1, -3, -13, and ADAMTS-4.
The expression levels of MMP-1, MMP-3, MMP-13, and ADAMTS-4 increased in the
group treated with IL-1β alone. However, the expression levels of these enzymes were
significantly reduced in the group that was pre-treated with 4,5-diCQA and with IL-1β
(Figure 3A,B). Moreover, MMP expression level increased in the IL-1β-only group during
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gelatin zymography using the supernatant of the culture medium (Figure 3C). These results
indicate that 4,5-diCQA inhibited cartilage-degrading enzymes with IL-1β treatment.
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Figure 3. Inhibitory effect of 4,5-diCQA on IL-1β-induced MMP-1, MMP-13, and ADAMTS-4 in
rat primary chondrocytes. Cells were pre−treated with 4,5-diCQA (10, 20, and 40 µM) for 1 h,
followed by IL-1β (5 ng/mL) stimulation for 24 h. (A,E) Protein levels of MMP-1, MMP-13, and
ADAMTS-4 were determined using Western blot analysis. α-Tubulin served as an internal control.
(B–D) Quantitative data of (A) were analyzed using the ImageJ bundled with Java 1.8.0_172 software.
(F) Quantitative data of (E) were analyzed by using the ImageJ bundled with Java 1.8.0_172 software.
(G) Activity of MMPs was measured in conditioned medium using gelatin zymography. Data are
represented as mean ± SD of three independent experiments. n = 5 per group. ### p < 0.005 vs.
control group; ** p < 0.05, and *** p < 0.005 compared with the IL-1β-treated group.

3.4. Effects of 4,5-diCQA on IL-1β-Induced ACAN Degradation in Rat Primary Chondrocytes

ACAN is a component of cartilage ECM, but with IL-1β treatment, degradation of
ACAN is promoted by inflammation. This experiment was performed to confirm whether
4,5-diCQA prevents the degradation of ACAN in rat primary chondrocytes. The expression
level of ACAN was measured by ELISA using the supernatant of the cultured media, and
by Western blot using the cell lysates. The expression level of ACAN was decreased in
the group treated only with IL-1β in rat primary chondrocytes, but the group that was
pre-treated with 4,5-diCQA was significantly increased (Figure 4). These findings suggest
that 4,5-diCQA has a potential chondroprotective effect by suppressing the degradation of
ACAN in the IL-1β-treated group.
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Figure 4. Inhibitory effect of 4,5-diCQA on IL-1β-induced ACAN degradation in rat primary chon-
drocytes. Cells were pre-treated with 4,5-diCQA (10, 20, and 40 µM) for 1 h, followed by IL-1β
(5 ng/mL) stimulation for 24 h. (A) Conditioned medium was prepared for ACAN ELISA assay.
(B) Protein levels of ACAN were determined using Western blot analysis. α-Tubulin served as an
internal control. (C) Quantitative data of (B) were analyzed using the ImageJ bundled with Java
1.8.0_172 software. n = 5 per group. ANOVA and Dunnett tests were used to evaluate the significance
of the results. Data are represented as mean ± SD of three independent experiments. ## p < 0.05 and
### p < 0.005 vs. control group; ** p < 0.05 compared with IL-1β-treated group.

3.5. Effects of 4,5-diCQA on the NF-κB Signaling Pathway in IL-1β-Treated Rat
Primary Chondrocytes

NF-κB is an important transcription factor that regulates the transcription of cartilage-
degrading enzymes, such as MMPs, the ADAMTS family, and inflammatory mediators.
Therefore, NF-κB activity in IL-1β-treated rat primary chondrocytes was examined to
determine the efficacy of 4,5-diCQA. With 30 min of IL-1β treatment, the NF-κB p65
subunit translocated from the cytoplasm to the nucleus, and the expression level increased
(Figure 5A). The phosphorylation and degradation of IκB occurred simultaneously in the
cytoplasm. However, in the group that was pre-treated with 4,5-diCQA for 1 h and with
IL-1β, phosphorylation and degradation of IκB were suppressed, and the transfer of the NF-
κB p65 subunit from the cytoplasm to the nucleus was also suppressed (Figure 5). These
findings suggest that the transcription of NF-κB is regulated by the chondroprotective
effects of 4,5-diCQA.
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Figure 5. Effects of 4,5-diCQA on IL-1β-induced activation of NF-κB in rat primary chondrocytes.
Cells were pre-treated with 4,5-diCQA (10, 20, and 40 µM) for 1 h, followed by IL-1β (5 ng/mL)
stimulation for 1 h. (A) Phosphorylation levels of IκB-α and NF-κB p65 translocation to the nucleus
were determined using Western blot analysis. α-Tubulin and PCNA were used as cytosolic and
nuclear internal controls, respectively. (B,C) Quantitative data of (A) were analyzed using ImageJ
bundled with Java 1.8.0_172 software. (E) Quantitative data of (D) were analyzed using the ImageJ
bundled with Java 1.8.0_172 software. n = 5 per group. Data are represented as mean ± SD of three
independent experiments. ## p < 0.05 and ### p < 0.005 vs. control group; * p < 0.5, and ** p < 0.05,
and *** p < 0.005 compared with the IL-1β-treated group.

3.6. Effects of 4,5-diCQA Administration on Macroscopic and Histological Parameters in the
Articular Cartilage of the Rat OA Model

DMM is a widely used surgical technique, in which the medial meniscus is incised;
the model has a pathology like that of human OA. The effects of 4,5-diCQA on the DMM-
altered OA cartilage structure were determined using Western blot by confirming MMP
families and using Safranin O/Fast green staining based on the OARSI score (Table 1) [32].
The expression of MMP-1, -3, and -13 significantly increased in DMM-alone-induced rats,
but the expression level was reduced in DMM-induced rats administered orally with
4,5-diCQA. 4,5-diCQA markedly suppressed the protein expression of DMM-induced
MMP-1, -3, -13, which coincides with the in vitro results (Figure 6A,B). Cartilage damage
was observed only in the OA group, whereas it was not observed in rats subjected to DMM
and in those that were orally administered with 4,5-diCQA (Figure 6C). The DMM-induced
OA group had an OARSI score of 16 ± 0.57, which indicated cartilage destruction and
erosion. However, in the 5, 10, and 20 mg/kg 4,5-diCQA and 10 mg/kg diclofenac-treated
OA groups, the OARSI scores were 10 ± 0.76, 5 ± 0.57, 4 ± 0.57, and 4 ± 0.57, respectively,
indicating a significant reduction in cartilage destruction (Figure 6D). These results suggest
that 4,5-diCQA alleviates OA in vivo.

Table 1. Osteoarthritis Research Society International (OARSI) score.

Grade Osteoarthritic Damage

Grade 0 Normal cartilage
Grade 1 Threshold in cartilage for OA without loss of cartilage
Grade 2 Discontinuity of the superficial layer
Grade 3 Erosion of the matrix cracks by extending cartilage to <25% of the articular surface
Grade 4 Erosion of the matrix cracks by extending cartilage to <25–50% of the articular surface
Grade 5 Erosion of the matrix cracks by extending cartilage to <50–75% of the articular surface
Grade 6 Erosion of the matrix cracks by extending cartilage to <75% of the articular surface
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over the age of 60 years,  is a major cause of disability that  increases medical costs and 

Figure 6. Histological evaluation of cartilage-protective effect of 4,5-diCQA against cartilage degra-
dation in a DMM model. After sham or DMM surgery, rats received gavage of distilled water,
4,5-diCQA (5, 10, and 20 mg/kg bodyweight), or diclofenac sodium (10 mg/kg bodyweight) every
other day for 2 weeks. (A) Protein levels of MMP-1, -3, and -13 were determined using Western
blot analysis. α−Tubulin served as an internal control. (B) Quantitative data of (A) were analyzed
using the ImageJ bundled with Java 1.8.0_172 software. n = 5 per group. Data are represented as
mean ± SD of three independent experiments. ### p < 0.005 compared with sham group; ** p < 0.05,
and *** p < 0.005 compared with the DMM-induced group. (C) Histological analysis of cartilage
destruction was evaluated by Safranin O/Fast green staining. Black scale bars, 500 µm. White scale
bars, 100 µm. (D) Osteoarthritis Research Society International (OARSI) advanced Osteoarthritis
Cartilage Histopathology Assessment System. ANOVA and Dunnett tests were used to evaluate
the significance of the results. ### p < 0.005 compared with sham group; ** p < 0.05, *** p < 0.005
compared with DMM group.

4. Discussion

Osteoarthritis, a debilitating degenerative joint disease found primarily in people over
the age of 60 years, is a major cause of disability that increases medical costs and reduces
the quality of life [33]. The pathogenic mechanism of OA has not been elucidated to date,
but accumulated research indicates that inflammation plays a vital role in the initiation and
development of OA [33–35]. The imbalance in chondrocyte metabolism due to inflamma-
tion causes an overall shift toward catabolism over anabolism by excessively increasing the
expression of inflammatory cytokines and substrate-degrading enzymes, eventually lead-
ing to apoptosis and cartilage destruction [36,37]. Therefore, research on the mechanism of
protecting chondrocytes may be a strategy to delay or improve the development of OA, and
plant-derived components with fewer side effects and excellent pharmacological effects are
attracting attention as ideal drugs for OA [38–40]. In our previous study, A. sylvestris leaf
water extract (AELAS) significantly suppressed the expression of IL-1β-induced expression
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of OA-catabolic factors (nitric oxide, iNOS, COX-2, PGE2, MMP-3, -13, and ADAMTS-4)
and degradation of ACAN, collagen type II, and proteoglycan in rat primary chondro-
cytes [17]. In addition, AELAS inhibited DMM-surgery-induced cartilage destruction and
proteoglycan loss [17]. Component analysis, to identify the active ingredients of AELAS,
confirmed that a large number of CQA-derived ingredients were present. Therefore, this
study suggests that 4,5-diCQA exhibits profitable chondroprotective effects by suppressing
the expression of pathological factors that influence OA, including the degradation of
articular ECM, nitrosative damage, and the expression of proinflammatory cytokines and
mediators, via the NF-κB signaling pathways in vitro and in vivo.

IL-1β is a potent catabolic factor involved in the pathogenesis of OA. It induces the
expression levels of other OA catabolic factors, such as iNOS, nitric oxide, COX-2, PGE2,
TNF-α, MMPs, and ADAMTSs, which relate to chondrocyte dysfunction and ultimately
accelerate the initiation and progression of ECM degradation in chondrocytes [35]. In
particular, nitric oxide and PGE2, which are highly expressed in OA patients, are the early
mediators of inflammation and inhibit the synthesis of collagen type II by inducing the
expression of other catabolic factors [41,42]. Therefore, the inhibition of IL-1β-induced
inflammatory mediators (iNOS, nitric oxide, COX-2, and PGE2) can alleviate OA patho-
genesis and reduce pain, inflammation, and proteoglycan loss [35,43]. In this study, the
expression of nitric oxide, PGE2, iNOS, and COX-2 improved upon IL-1β treatment. How-
ever, pre-treatment with 4,5-diCQA alleviated this effect. These results are related to those
of previous studies that ameliorated the effects of OA; Liu et al. reported that treatment with
the CQA-rich fraction of Periploca forrestii (CQAF) significantly blocked IL-1β-induced
expression of nitric oxide, PGE2, COX-2, and iNOS in MH7A cells (human rheumatoid
arthritis synovial cell line) [44]. MMPs are a family of proteinases that contribute to the
degradation of collagen type II and proteoglycan, and elevated expression of MMP-13 is
characteristic of OA chondrocytes [45,46]. ADAMTS is also deeply involved in OA patho-
genesis, and ADAMTS-4 is considered the primary aggrecanase [44]. In this study, we noted
that IL-1β treatment increased the expression and activity of MMP-1, MMP-3, MMP-13,
and ADAMTS-4. In addition, IL-1β treatment induced the degradation of ACAN. How-
ever, pretreatment with 4,5-diCQA inhibited the degradation of ACAN by suppressing the
IL-1β-induced activity of MMPs (1, 3, and 13) and ADAMTS-4. Similar effects of 4,5-diCQA
were observed in previous studies on the anti-arthritic effects of natural products. Tran et al.
reported that avenanthramide-C (Avn-C) isolated from oats suppressed IL-1β-induced
expression of MMP-3, -12, and -13 in mouse articular chondrocytes, and Feng et al. reported
that oleuropein inhibited the IL-1β-induced expression of inflammatory mediators (nitrite
oxide, PGE2, COX-2, and iNOS) and ECM proteinases (MMP-1, MMP-3, MMP-13, and
ADAMTS-5) [23,43]. These results clearly suggest that 4,5-diCQA has a chondroprotective
effect against IL-1β-related induction and the development of OA.

The MAPK and NF-κB pathways are critical in certain chronic inflammatory diseases,
such as OA [17,47–49]. The MAPK family includes various extracellular signal-regulated
kinases, of which ERK modulates chondrocyte proliferation and gene expression; p38 and
JNK affect the inflammation and destruction of articular cartilage [50]. Phosphorylated
MAPKs (p-ERK1/2, p-JNK, and p-p38) relate MMPs expression and cartilage degrada-
tion [50]. The NF-κB pathway is modulated by the MAPKs phosphorylation and is included
in the regulation of inflammatory mediators as well as OA progression [51,52]. Normally,
NF-κB is localized to the cytoplasm with its inhibitor subunit IκB-α, but IL-1β induced
phosphorylation and degradation of IκB, and results in the translocation of NF-κB p65
subunit into the nucleus, resulting in the induction of inflammatory mediators [51,53,54].
Therefore, repression of these pathways is crucial in suppressing inflammation, and sev-
eral studies have reported that certain plants and naturally derived compounds, such as
Caragana sinica root extract, Punica granatum extract, oleuropein, and CQAF, show anti-
arthritic activity by regulating the MAPK and NF-κB pathways [34,51,52,55]. In this study,
4,5-diCQA treatment inhibited the IL-1β-induced phosphorylation of MAPKs (ERK1/2,
JNK, and p38), the degradation of IκB-α, and the translocation of the NF-κB p65 subunit.
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These results suggest that the chondroprotective effect of 4,5-diCQA may be mediated by
MAPKs and the NF-κB signaling pathway.

In vivo, we established a rat OA model through surgical destabilization of the medial
meniscus (DMM) to evaluate the protective effect of 4,5-diCQA on cartilage degradation.
The DMM-induced OA model is a meniscus dissection and degeneration induced, and it
is widely used to evaluate the efficacy of the drug because it resembles the development
of osteoarthritis associated with human aging [56]. Furthermore, histological staining
provides specific information about the pathological conditions of articular cartilage, such
as changes in chondrocytes and matrix components, and is, therefore, commonly used
to evaluate the improvement of arthritis [57]. As a result of oral administration of 4,5-
diCQA once every 2 days for 2 weeks, the severity of cartilage degradation in the DMM-
induced OA model was alleviated by suppressing catabolic activity and reducing damage
in chondrocytes, and this result was consistent with the OARSI score. The use of diclofenac
as a positive control was two or three times a day, but it was shown to be effective for OA
even when administered once every two days, which can be presented as basic data for a
new dosing regimen of diclofenac. Therefore, the progressive efficacy of diclofenac for OA
can be expected through additional pharmacological experiments in the future.

5. Conclusions

In conclusion, pre-treatment with 4,5-diCQA effectively inhibits the expression of
IL-1β-induced inflammatory factors (nitrite oxide, PGE2, iNOS, and COX-2) and cartilage-
degrading enzymes (MMP-1, -3 -13, and ADAMTS-4). Furthermore, 4,5-diCQA also
protects the ACAN, which is a component of the chondrocyte ECM, from degradation
due to IL-1β treatment and DMM surgery. These results suggest that 4,5-diCQA is the
active ingredient of AELAS, with OA-ameliorating and chondroprotective effects. Like
4,5-diCQA, it is considered that diclofenac may be effective for OA even when taken at a
dose of 10 mg/kg by rats once every 2 days for 2 weeks.

Author Contributions: G.J. and S.A.L. contributed equally to this work and carried out the experi-
ments and wrote the manuscript; J.H.H. and B.-R.P. analyzed the data; D.K.K. and C.S.K. designed and
supervised the study. All authors have read and agreed to the published version of the manuscript.

Funding: This research was part of the project titled “Bioactive material for algae-based bio-health
care substantiation,” funded by the Ministry of Oceans and Fisheries, Korea [grant number 20210656].

Institutional Review Board Statement: The study was conducted according to the National Institutes
of Health Guide for the Care and Used of Laboratory Animals and approved by the Chosun University
Institutional Animal Care and Use Committee with approval numbers CIACUC2021-S0013 and
CIACUC2021-S0015.

Informed Consent Statement: Not applicable.

Data Availability Statement: Data is contained within the article.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Glyn-Jones, S.; Palmer, A.J.R.; Agricola, R.; Price, A.J.; Vincent, T.; Weinans, H.; Carr, A.J. Osteoarthritis. Lancet 2015, 386, 376–387.

[CrossRef]
2. Loeser, R.F.; Goldring, S.R.; Scanzello, C.R.; Goldring, M.B. Osteoarthritis: A disease of the joint as an organ. Arthritis Rheum.

2012, 64, 1697–1707. [CrossRef] [PubMed]
3. Hunter, D.J.; Bierma-Zeinstra, S. Osteoarthritis. Lancet 2019, 393, 1745–1759. [CrossRef]
4. Mehana, E.-S.E.; Khafaga, A.F.; El-Blehi, S.S. The role of matrix metalloproteinases in osteoarthritis pathogenesis: An updated

review. Life Sci. 2019, 234, 116786. [CrossRef] [PubMed]
5. Lee, D.H.; Kim, S.J.; Kim, S.A.; Ju, G.-I. Past, present, and future of cartilage restoration: From localized defect to arthritis. Knee

Surg. Relat. Res. 2022, 34, 1–8. [CrossRef] [PubMed]
6. Maniar, K.H.; Jones, I.A.; Gopalakrishna, R. Lowering side effects of NSAID usage in osteoarthritis: Recent attempts at minimizing

dosage. Expert Opin. Pharmacother. 2017, 19, 93–102. [CrossRef] [PubMed]
7. Goldring, M.B. Osteoarthritis and cartilage: The role of cytokines. Curr. Rheumatol. Rep. 2000, 2, 459–465. [CrossRef] [PubMed]

http://doi.org/10.1016/S0140-6736(14)60802-3
http://doi.org/10.1002/art.34453
http://www.ncbi.nlm.nih.gov/pubmed/22392533
http://doi.org/10.1016/S0140-6736(19)30417-9
http://doi.org/10.1016/j.lfs.2019.116786
http://www.ncbi.nlm.nih.gov/pubmed/31445934
http://doi.org/10.1186/s43019-022-00132-8
http://www.ncbi.nlm.nih.gov/pubmed/35090574
http://doi.org/10.1080/14656566.2017.1414802
http://www.ncbi.nlm.nih.gov/pubmed/29212381
http://doi.org/10.1007/s11926-000-0021-y
http://www.ncbi.nlm.nih.gov/pubmed/11123098


Antioxidants 2022, 11, 487 13 of 14

8. Henrotin, Y.; Marty, M.; Mobasheri, A. What is the current status of chondroitin sulfate and glucosamine for the treatment of knee
osteoarthritis? Maturitas 2014, 78, 184–187. [CrossRef]

9. Pavone, V.; Vescio, A.; Turchetta, M.; Giardina, S.M.C.; Culmone, A.; Testa, G. Injection-Based Management of Osteoarthritis of
the Knee: A Systematic Review of Guidelines. Front. Pharmacol. 2021, 12, 661805. [CrossRef]

10. Peck, J.; Slovek, A.; Miro, P.; Vij, N.; Traube, B.; Lee, C.; Berger, A.A.; Kassem, H.; Kaye, A.D.; Sherman, W.F.; et al. A
Comprehensive Review of Viscosupplementation in Osteoarthritis of the Knee. Orthop. Rev. 2021, 13, 25549. [CrossRef]

11. Subramanyam, K.; Alguvelly, R.; Mundargi, A.; Khanchandani, P. Single versus multi-dose intra-articular injection of platelet rich
plasma in early stages of osteoarthritis of the knee: A single-blind, randomized, superiority trial. Arch. Rheumatol. 2021, 36, 326.
[CrossRef] [PubMed]

12. Vilchez-Cavazos, F.; Blázquez-Saldaña, J.; Gamboa-Alonso, A.A.; Peña-Martínez, V.M.; Acosta-Olivo, C.A.; Sánchez-García, A.;
Simental-Mendía, M. The use of platelet-rich plasma in studies with early knee osteoarthritis versus advanced stages of the
disease: A systematic review and meta-analysis of 31 randomized clinical trials. Arch. Orthop. Trauma. Surg. 2022, 1–16. [CrossRef]
[PubMed]

13. Ameye, L.G.; Chee, W.S. Osteoarthritis and nutrition. From nutraceuticals to functional foods: A systematic review of the
scientific evidence. Arthritis Res. Ther. 2006, 8, R127. [CrossRef] [PubMed]

14. Henrotin, Y.; Mobasheri, A. Natural Products for Promoting Joint Health and Managing Osteoarthritis. Curr. Rheumatol. Rep.
2018, 20, 72. [CrossRef] [PubMed]

15. Pandey, M.; Verma, R.K.; Saraf, S.A. Nutraceuticals: New era of medicine and health. Asian J. Pharm. Clin Res. 2010, 3, 11–15.
16. Parbat, A.Y.; Malode, G.P.; Shaikh, A.R.; Panchale, W.A.; Manwar, J.V.; Bakal, R.L. Ethnopharmacological review of traditional

medicinal plants as immunomodulator. World J. Biol. Pharm. Heal. Sci. 2021, 6, 043–055. [CrossRef]
17. Lee, S.A.; Moon, S.-M.; Han, S.H.; Hwang, E.J.; Hong, J.H.; Park, B.-R.; Choi, M.S.; Ahn, H.; Kim, J.-S.; Kim, H.-J.; et al. In Vivo and

In Vitro Anti-Inflammatory Effects of Aqueous Extract of Anthriscus sylvestris Leaves. J. Med. Food 2018, 21, 585–595. [CrossRef]
18. Lee, S.A.; Moon, S.-M.; Han, S.H.; Hwang, E.J.; Park, B.-R.; Kim, J.-S.; Kim, D.K.; Kim, C.S. Chondroprotective effects of aqueous

extract of Anthriscus sylvestris leaves on osteoarthritis in vitro and in vivo through MAPKs and NF-κB signaling inhibition.
Biomed. Pharmacother. 2018, 103, 1202–1211. [CrossRef]

19. Iwai, K.; Kishimoto, N.; Kakino, Y.; Mochida, A.K.; Fujita, T. In Vitro Antioxidative Effects and Tyrosinase Inhibitory Activities of
Seven Hydroxycinnamoyl Derivatives in Green Coffee Beans. J. Agric. Food Chem. 2004, 52, 4893–4898. [CrossRef]

20. Lodise, O.; Patil, K.; Karshenboym, I.; Prombo, S.; Chukwueke, C.; Pai, S.B. Inhibition of Prostate Cancer Cells by 4,5-
Dicaffeoylquinic Acid through Cell Cycle Arrest. Prostate Cancer 2019, 2019, 1–8. [CrossRef]

21. Trendafilova, A.; Ivanova, V.; Rangelov, M.; Todorova, M.; Ozek, G.; Yur, S.; Ozek, T.; Aneva, I.; Veleva, R.; Moskova-Doumanova, V.; et al.
Caffeoylquinic Acids, Cytotoxic, Antioxidant, Acetylcholinesterase and Tyrosinase Enzyme Inhibitory Activities of Six Inula
Species from Bulgaria. Chem. Biodivers. 2020, 17, e2000051. [CrossRef] [PubMed]

22. Cao, S.; Wan, C.; Yu, Y.; Zhou, S.; Tian, S. Isolation and identification of phenolic compounds from Gynura divaricata leaves.
Pharmacogn. Mag. 2011, 7, 101–108. [CrossRef] [PubMed]

23. Yin, X.-L.; Xu, B.-Q.; Zhang, Y.-Q. Gynura divaricata rich in 3, 5−/4, 5-dicaffeoylquinic acid and chlorogenic acid reduces islet
cell apoptosis and improves pancreatic function in type 2 diabetic mice. Nutr. Metab. 2018, 15, 73. [CrossRef] [PubMed]

24. Hong, S.; Joo, T.; Jhoo, J.-W. Antioxidant and anti-inflammatory activities of 3,5-dicaffeoylquinic acid isolated from Ligularia
fischeri leaves. Food Sci. Biotechnol. 2015, 24, 257–263. [CrossRef]

25. Jang, G.; Lee, S.; Hong, J.; Park, B.; Kim, D.; Kim, C. Anti-Inflammatory Effect of 4,5-Dicaffeoylquinic Acid on RAW264.7 Cells
and a Rat Model of Inflammation. Nutrients 2021, 13, 3537. [CrossRef]

26. Wang, S.; Li, X.; Niu, Y.; Liu, Y.; Zhu, Y.; Lu, X.; Fan, X.; Zhang, X.; Wang, Y. Identification and screening of chemical constituents
with hepatoprotective effects from three traditional Chinese medicines for treating jaundice. J. Sep. Sci. 2016, 39, 3690–3699.
[CrossRef]

27. Kim, S.-S.; Park, R.-Y.; Jeon, H.-J.; Kwon, Y.-S.; Chun, W. Neuroprotective effects of 3,5-dicaffeoylquinic acid on hydrogen
peroxide-induced cell death in SH-SY5Y cells. Phytother. Res. 2005, 19, 243–245. [CrossRef]

28. Liu, W.; Li, J.; Zhang, X.; Zu, Y.; Yang, Y.; Liu, W.; Xu, Z.; Gao, H.; Sun, X.; Jiang, X.; et al. Current Advances in Naturally Occurring
Caffeoylquinic Acids: Structure, Bioactivity, and Synthesis. J. Agric. Food Chem. 2020, 68, 10489–10516. [CrossRef]

29. Kim, J.-S.; Ellman, M.B.; Yan, N.; An, H.S.; Kc, R.; Li, X.; Chen, D.; Xiao, G.; Cs-Szabo, G.; Hoskin, D.W.; et al. Lactoferricin
mediates anti-inflammatory and anti-catabolic effects via inhibition of IL-1 and LPS activity in the intervertebral disc. J. Cell.
Physiol. 2013, 228, 1884–1896. [CrossRef]

30. National Research Council. Guide for the Care and Use of Laboratory Animals, 8th ed.; National Academies Press: Washington, DC,
USA, 2011.

31. Zhao, Y.; Liu, B.; Liu, C.-J. Establishment of a Surgically-induced Model in Mice to Investigate the Protective Role of Progranulin
in Osteoarthritis. J. Vis. Exp. 2014, e50924. [CrossRef]

32. Glasson, S.S.; Chambers, M.G.; Van Den Berg, W.B.; Little, C.B. The OARSI histopathology initiative—Recommendations for
histological assessments of osteoarthritis in the mouse. Osteoarthr. Cartil. 2010, 18 (Suppl. 3), S17–S23. [CrossRef] [PubMed]

33. Lee, A.S.; Ellman, M.B.; Yan, D.; Kroin, J.S.; Cole, B.J.; van Wijnen, A.J.; Im, H.-J. A current review of molecular mechanisms
regarding osteoarthritis and pain. Gene 2013, 527, 440–447. [CrossRef] [PubMed]

http://doi.org/10.1016/j.maturitas.2014.04.015
http://doi.org/10.3389/fphar.2021.661805
http://doi.org/10.52965/001c.25549
http://doi.org/10.46497/ArchRheumatol.2021.8408
http://www.ncbi.nlm.nih.gov/pubmed/34870163
http://doi.org/10.1007/s00402-021-04304-1
http://www.ncbi.nlm.nih.gov/pubmed/35043252
http://doi.org/10.1186/ar2016
http://www.ncbi.nlm.nih.gov/pubmed/16859534
http://doi.org/10.1007/s11926-018-0782-9
http://www.ncbi.nlm.nih.gov/pubmed/30232562
http://doi.org/10.30574/wjbphs.2021.6.2.0048
http://doi.org/10.1089/jmf.2017.4089
http://doi.org/10.1016/j.biopha.2018.04.183
http://doi.org/10.1021/jf040048m
http://doi.org/10.1155/2019/4520645
http://doi.org/10.1002/cbdv.202000051
http://www.ncbi.nlm.nih.gov/pubmed/32187453
http://doi.org/10.4103/0973-1296.80666
http://www.ncbi.nlm.nih.gov/pubmed/21716618
http://doi.org/10.1186/s12986-018-0310-y
http://www.ncbi.nlm.nih.gov/pubmed/30337946
http://doi.org/10.1007/s10068-015-0034-y
http://doi.org/10.3390/nu13103537
http://doi.org/10.1002/jssc.201600437
http://doi.org/10.1002/ptr.1652
http://doi.org/10.1021/acs.jafc.0c03804
http://doi.org/10.1002/jcp.24350
http://doi.org/10.3791/50924
http://doi.org/10.1016/j.joca.2010.05.025
http://www.ncbi.nlm.nih.gov/pubmed/20864019
http://doi.org/10.1016/j.gene.2013.05.069
http://www.ncbi.nlm.nih.gov/pubmed/23830938


Antioxidants 2022, 11, 487 14 of 14

34. Feng, Z.; Li, X.; Lin, J.; Zheng, W.; Hu, Z.; Xuan, J.; Ni, W.; Pan, X. Oleuropein inhibits the IL-1β-induced expression of
inflammatory mediators by suppressing the activation of NF-κB and MAPKs in human osteoarthritis chondrocytes. Food Funct.
2017, 8, 3737–3744. [CrossRef] [PubMed]

35. Jenei-Lanzl, Z.; Meurer, A.; Zaucke, F. Interleukin-1β signaling in osteoarthritis chondrocytes in focus. Cell. Signal. 2018,
53, 212–223. [CrossRef]

36. Bauer, D.; Hunter, D.; Abramson, S.; Attur, M.; Corr, M.; Felson, D.; Heinegård, D.; Jordan, J.; Kepler, T.; Lane, N.; et al.
Classification of osteoarthritis biomarkers: A proposed approach. Osteoarthr. Cartil. 2006, 14, 723–727. [CrossRef]

37. Lane, N.; Brandt, K.; Hawker, G.; Peeva, E.; Schreyer, E.; Tsuji, W.; Hochberg, M. OARSI-FDA initiative: Defining the disease state
of osteoarthritis. Osteoarthr. Cartil. 2011, 19, 478–482. [CrossRef]

38. Bai, H.; Zhang, Z.; Li, Y.; Song, X.; Ma, T.; Liu, C.; Liu, L.; Yuan, R.; Wang, X.; Gao, L. L-Theanine Reduced the Development of
Knee Osteoarthritis in Rats via Its Anti-Inflammation and Anti-Matrix Degradation Actions: In Vivo and In Vitro Study. Nutrients
2020, 12, 1988. [CrossRef]

39. D’Adamo, S.; Cetrullo, S.; Panichi, V.; Mariani, E.; Flamigni, F.; Borzì, R.M. Nutraceutical Activity in Osteoarthritis Biology: A
Focus on the Nutrigenomic Role. Cells 2020, 9, 1232. [CrossRef]

40. Deligiannidou, G.-E.; Papadopoulos, R.-E.; Kontogiorgis, C.; Detsi, A.; Bezirtzoglou, E.; Constantinides, T. Unraveling Natural
Products’ Role in Osteoarthritis Management—An Overview. Antioxidants 2020, 9, 348. [CrossRef]

41. Kobayashi, M.; Squires, G.R.; Mousa, A.; Tanzer, M.; Zukor, D.J.; Antoniou, J.; Feige, U.; Poole, A.R. Role of interleukin-1 and
tumor necrosis factor ? in matrix degradation of human osteoarthritic cartilage. Arthritis Care Res. 2005, 52, 128–135. [CrossRef]

42. Berg, W.B.V.D. Pathophysiology of osteoarthritis. Jt. Bone Spine 2000, 67, 555–556. [CrossRef]
43. Zheng, W.; Feng, Z.; You, S.; Zhang, H.; Tao, Z.; Wang, Q.; Chen, H.; Wu, Y. Fisetin inhibits IL-1β-induced inflammatory response

in human osteoarthritis chondrocytes through activating SIRT1 and attenuates the progression of osteoarthritis in mice. Int.
Immunopharmacol. 2017, 45, 135–147. [CrossRef] [PubMed]

44. Majumdar, M.K.; Askew, R.; Schelling, S.; Stedman, N.; Blanchet, T.; Hopkins, B.; Morris, E.A.; Glasson, S.S. Double-knockout of
ADAMTS-4 and ADAMTS-5 in mice results in physiologically normal animals and prevents the progression of osteoarthritis.
Arthritis Rheum. 2007, 56, 3670–3674. [CrossRef] [PubMed]

45. Chen, H.; Qin, Z.; Zhao, J.; Hea, Y.; Rene, E.; ZhuF, Y.; Liue, G.; Maof, C.; Zhengab, L. Cartilage-targeting and dual MMP-13/pH
responsive theranostic nanoprobes for osteoarthritis imaging and precision therapy. Biomaterials 2019, 225, 119520. [CrossRef]

46. Zhou, L.; Ye, H.; Liu, L.; Chen, Y. Human Bone mesenchymal stem cell-derived exosomes inhibit IL-1β-induced inflammation in
osteoarthritis chondrocytes. Cell J. 2021, 23, 485. [CrossRef]

47. Johnson, G.L.; Lapadat, R. Mitogen-Activated Protein Kinase Pathways Mediated by ERK, JNK, and p38 Protein Kinases. Science
2002, 298, 1911–1912. [CrossRef]

48. Loeser, R.F.; Erickson, E.A.; Long, D.L. Mitogen-activated protein kinases as therapeutic targets in osteoarthritis. Curr. Opin.
Rheumatol. 2008, 20, 581–586. [CrossRef]

49. Chen, N.; Gao, R.-F.; Yuan, F.-L.; Zhao, M.-D. Recombinant Human Endostatin Suppresses Mouse Osteoclast Formation by
Inhibiting the NF-κB and MAPKs Signaling Pathways. Front. Pharmacol. 2016, 7, 145. [CrossRef]

50. Zhang, Y.; Pizzute, T.; Pei, M. A review of crosstalk between MAPK and Wnt signals and its impact on cartilage regeneration. Cell
Tissue Res. 2014, 358, 633–649. [CrossRef]

51. Min, G.-Y.; Park, J.-M.; Joo, I.-H.; Kim, D.-H. Inhibition effect of Caragana sinica root extracts on Osteoarthritis through MAPKs,
NF-κB signaling pathway. Int. J. Med. Sci. 2021, 18, 861–872. [CrossRef]

52. Ahmed, S.; Wang, N.; Bin Hafeez, B.; Cheruvu, V.K.; Haqqi, T.M. Punica granatum L. Extract Inhibits IL-1β–Induced Expression
of Matrix Metalloproteinases by Inhibiting the Activation of MAP Kinases and NF-κB in Human Chondrocytes In Vitro. J. Nutr.
2005, 135, 2096–2102. [CrossRef] [PubMed]

53. Roman-Blas, J.; Jimenez, S. NF-κB as a potential therapeutic target in osteoarthritis and rheumatoid arthritis. Osteoarthr. Cartil.
2006, 14, 839–848. [CrossRef] [PubMed]

54. Rigoglou, S.; Papavassiliou, A.G. The NF-κB signalling pathway in osteoarthritis. Int. J. Biochem. Cell Biol. 2013, 45, 2580–2584.
[CrossRef] [PubMed]

55. Liu, T.; Wang, X.; He, Y.-L.; Wang, Y.; Dong, L.; Ma, X.; Zheng, L.; Liu, C.-H.; Wang, G.-C.; Zheng, J.; et al. In Vivo and In Vitro
Anti-Arthritic Effects of Cardenolide-Rich and Caffeoylquinic Acid-Rich Fractions of Periploca forrestii. Molecules 2018, 23, 1988.
[CrossRef]

56. Iijima, H.; Aoyama, T.; Ito, A.; Tajino, J.; Nagai, M.; Zhang, X.; Yamaguchi, S.; Akiyama, H.; Kuroki, H. Destabilization of
the medial meniscus leads to subchondral bone defects and site-specific cartilage degeneration in an experimental rat model.
Osteoarthr. Cartil. 2014, 22, 1036–1043. [CrossRef]

57. Musumeci, G.; Castrogiovanni, P.; Mazzone, V.; Szychlinska, M.A.; Castorina, S.; Loreto, C. Histochemistry as a Unique Approach
for Investigating Normal and Osteoarthritic Cartilage. Eur. J. Histochem. 2014, 58, 2371. [CrossRef]

http://doi.org/10.1039/C7FO00823F
http://www.ncbi.nlm.nih.gov/pubmed/28952621
http://doi.org/10.1016/j.cellsig.2018.10.005
http://doi.org/10.1016/j.joca.2006.04.001
http://doi.org/10.1016/j.joca.2010.09.013
http://doi.org/10.3390/nu12071988
http://doi.org/10.3390/cells9051232
http://doi.org/10.3390/antiox9040348
http://doi.org/10.1002/art.20776
http://doi.org/10.1016/S1297-319X(00)00216-5
http://doi.org/10.1016/j.intimp.2017.02.009
http://www.ncbi.nlm.nih.gov/pubmed/28213268
http://doi.org/10.1002/art.23027
http://www.ncbi.nlm.nih.gov/pubmed/17968948
http://doi.org/10.1016/j.biomaterials.2019.119520
http://doi.org/10.22074/cellj.2021.7127
http://doi.org/10.1126/science.1072682
http://doi.org/10.1097/BOR.0b013e3283090463
http://doi.org/10.3389/fphar.2016.00145
http://doi.org/10.1007/s00441-014-2010-x
http://doi.org/10.7150/ijms.52330
http://doi.org/10.1093/jn/135.9.2096
http://www.ncbi.nlm.nih.gov/pubmed/16140882
http://doi.org/10.1016/j.joca.2006.04.008
http://www.ncbi.nlm.nih.gov/pubmed/16730463
http://doi.org/10.1016/j.biocel.2013.08.018
http://www.ncbi.nlm.nih.gov/pubmed/24004831
http://doi.org/10.3390/molecules23081988
http://doi.org/10.1016/j.joca.2014.05.009
http://doi.org/10.4081/ejh.2014.2371

	Introduction 
	Materials and Methods 
	Reagents 
	Cell Culture 
	Cell Viability 
	Measurement of Nitric Oxide and PGE2 Production 
	Western Blotting Analysis 
	Aggrecan ELISA Analysis 
	Gelatin Zymography 
	Animals 
	DMM-Induced OA Model in Rats 
	Histology Analysis and Staining 
	Statistical Analysis 

	Results 
	Effect of 4,5-diCQA on the Viability of Rat Primary Chondrocytes 
	Effects of 4,5-diCQA on IL-1-Induced Nitrite and PGE2 Expression in Rat Primary Chondrocytes 
	Effects of 4,5-diCQA on IL-1-Induced Expression of Matrix-Degrading Enzymes in Rat Primary Chondrocytes 
	Effects of 4,5-diCQA on IL-1-Induced ACAN Degradation in Rat Primary Chondrocytes 
	Effects of 4,5-diCQA on the NF-B Signaling Pathway in IL-1-Treated Rat Primary Chondrocytes 
	Effects of 4,5-diCQA Administration on Macroscopic and Histological Parameters in the Articular Cartilage of the Rat OA Model 

	Discussion 
	Conclusions 
	References

