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Abstract

Objective: To evaluate the effect and its mechanism of Morinda officinalis how polysaccharide on
chondrocyte catabolism and apoptosis induced by IL (Interleukin)-1.

Materials and methods: Chondrocytes were randomly divided into 5 groups, control group, IL-1 beta
group (50 pg/ml IL-1f in chondrocyte for 24 h), Morinda officinalis how polysaccharide group (2 pg/ml,
5 pg/ml and 10 pg/ml Morinda officinalis how polysaccharide adding to the chondrocyte). The apoptosis
rate of the five groups was calculated and the relative expression of Bc/-2 (B Cell Leukemia 2), Bax
(Bcl-2 Associated X Protein) and Caspase 9 were quantity by PCR and Western-blot. Elisa kit was used
to measure the expression of iNOS in each group.

Results: 50 pg/ml IL-18 can significantly increasing the iNOS and apoptosis rates compared to the
control group, and the difference was statistically significant (p<0.05), 10 ug/ml Morinda officinalis how
polysaccharide can significantly reduce the chondrocytes apoptosis and iNOS level, the difference was
statistically significant (p<0.05). The gene expression and protein expression of Bax and Caspase 9 in
IL-1B group was higher than control group, and the Bc/-2 is lower than control group, the differences
were statistically significant (p<0.05). Morinda officinalis how polysaccharide in 10 pg/ml can
significantly reduce the gene expression and protein expression of Bax and Caspase 9 and down the
expression of Bcl-2, the differences were statistically significant (p<0.05).

Conclusion: Morinda officinalis how polysaccharide can increase the expression of Bcl-2, reduce the

expression of Bax and Caspase 9, thus can prevent chondrocytes apoptosis induced by IL-1(.
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Introduction

Osteoarthritis (OA) is a common degenerative disease with
chronic knee pain in clinical practice [1]. The pathological
characteristics of OA wusually include the damage to the
subchondral bone and articular cartilage as well as the
secondary apoptosis of chondrocytes [2,3]. Recent studies have
shown that OA is mainly characterized as the damaged joint
soft tissues caused by the imbalance between the synthesis and
degradation of the inflammatory extracellular matrix [4].
Among the most of inflammatory factors, IL-1p, as a kind of
proinflammatory cytokines, has been confirmed to play an
important role in the occurrence and development of OA [5].
IL-1B, through interrupting the normal metabolism and
functions of cartilage by binding with the receptor, can
increase the levels of MMP (Matrix Metalloproteinase)
(MMP3, MMP9 and MMP13) and iNOs and inhibit the
synthesis of protein polysaccharides, leading to a loss of
cartilage. Besides, IL-1B can activate the generation of active
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oxygen to promote the apoptosis of chondrocytes through the
Caspase 9 pathway. The intraoperative section of the patients
with OA showed the shrunk chondrocytes and formation of
apoptotic body. Thus, the apoptosis of chondrocytes is an
important link in the pathogenesis of OA [6].

The non-steroid anti-inflammatory drugs have been frequently
applied to the treatment of OA, but these drugs are confined in
the clinical practices due to the complications such as
gastrointestinal bleeding. In recent years, the research focus
has been gradually shifted to the traditional Chinese medicine.
Polysaccharide from the Morinda officinalis is a kind of
monomers extracted from the Morinda officinalis, a kind of
traditional Chinese medicine, with various biological activities
and distributed widely in the nature [7,8]. Though some studies
have confirmed that polysaccharide from the Morinda
officinalis can nourish the kidney and strengthen the bones and
muscles [9], it still remains unknown in terms of the effect of
polysaccharide from the Morinda officinalis on chondrocyte
apoptosis induced by IL-1B and the relevant mechanism.
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Therefore, in this study, the chondrocytes were treated by
IL-1B and the polysaccharide from the Morinda officinalis in
various concentrations, by which we aimed to investigate the
effect of polysaccharide from the Morinda officinalis on the
chondrocyte apoptosis and the relevant potential mechanism.

Materials and Methods

Experiment reagents

5 male SD rats aging 8 weeks (Qualification Number: SCXK
(Yu 2002008)) with the weight ranging from 180 to 200 g were
provided by the Animal Experiment Center of the Medical
School; polysaccharide from the Morinda officinalis (Dalian
Meilun Biology Technology Co., Ltd, China); IL-1B
(Peprotech, USA); DMEM/F12 medium, PBS, calf serum,
pancreatic enzyme (Gibco, USA); AnnexinV-FITC apoptosis
detection kit, mouse anti-rat Bax, Bcl-2 and Caspase 9 primary
antibody (Abcam, USA); RIPA, PMSF, goat anti-mouse
secondary antibody and ECL (Boster, China); ReverTra Ace
gqPCR RT-PCR detection kit (Takara, Japan); SYBR® Green
Realtime PCR Master Mix quantitative detection kit (Takara,
Japan); iINOS FElisa kit (Shanghai Enzyme-linked
Biotechnology Co., Ltd, China). This study had been approved
by the ethic committee of the college.

Extraction and grouping of the chondrocytes

SD rats were executed by dislocating the cervical vertebra and
disinfected by iodine and alcohol. Then, the knee joint was
exposed through the anterior part of the knee and the cartilage
on the surface of the joint was scraped carefully with a knife.
The obtained cartilage was cut into pieces by scissors, in which
0.25% trypsin was added to isolate the chondrocytes using
enzyme digestion for culture. After the primary cells were
isolated, culture of the rest cells was continued in the incubator
(37°C, 5% CO,, saturated humidity) with the addition of the
DMEM/F12 medium containing 10% calf serum. The medium
was replaced after 1 w of culture and later every 2 or 3 d. Till
the cell confluence reached 80 to 90%, cells were subcultured.
In the 2" generation, we identified the chondrocytes by
staining using alcian blue and type II collagen. The intensity of
cells in the 3" generation, being starved overnight, was
adjusted to 3 x10%/ml by digestion and divided into 5 groups
randomly, i.e. the control group (no intervention), IL-1p group
(treated by 50 pg/ml of IL-1B for 24 h) and 3 polysaccharide
from the Morinda officinalis groups which were treated by 2
pg/ml, 5 pg/ml and 10 pg/ml of polysaccharide from the
Morinda officinalis was added into each group respectively
with the addition of 50 pg/ml of IL-1p. 5 duplications were set
in each group and the experiment was repeated for 3 times.

Detecting the influence of polysaccharide from the
Morinda Officinalis on the apoptosis of chondrocyte
induced by IL-1p in rats using flow cytometry

AnnexinV-FITC apoptosis detection kit was used for detecting
the apoptosis rate of the cells in each group. After being treated
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by IL-1B for 24 h, the culture dishes were taken out. The
digestive enzyme was added into the cells, followed by the
addition of NB serum to terminate the digestion. Then the
digested cells were transferred into the tubes for centrifugation
at 1000 g for 5 m. Cell resuspension solution was prepared
using PBS (pH 7.4 to 7.6) and the cell counting was performed.
In the extracted 5 x 10* cells, we added 500 pl of AnnexinV-
FITC and then 5 pl of propidium iodide and mixed well. After
30 min of incubation in the shady place, the flow cytometry
was used to detect the cell apoptosis rate in each group.

Detecting the protein expression of Bel, Bax2 and
Caspase 9 using PCR

The culture dishes were taken out for extraction of total RNA
using Trizol. According to the instruction of ReverTra Ace
qPCR reverse transcription kit, cDNA was prepared by reverse
transcription of the extracted total RNA. The primer of target
molecules was detected as follow: For Bcl-2, upstream 5’-CAA
ACT GCT AAA TGA CGA GG-3’, and downstream 5’-GGG
AAA GGT TGT GTA GGG TC-3’; for Bax, upstream 5’-
AGATCCTGACCGAGCGTGGC-3’, and downstream 5’-CCA
GGG AGG AAG AGG ATG CG-3’; for Caspase 9, upstream
5’-AGATCCTGACCGAGCGTGGC-3’, and downstream 5’-
CCA GGG AGG AAG AGG ATG CG-3’; for p-actin,
upstream 5’-AGATCCTGACCGAGCGTGGC-3’, and
downstream 5’-CCA GGG AGG AAG AGG ATG CG-3’.
QRT-PCR was performed using SYBR® Green Realtime PCR
Master Mix quantitative detection kit. The semi-quantitative
calculation was carried out in the formula of 2-2ACt with the B-
actin as internal reference.

Detecting the expression of relevant protein using
Western blot

The cells in the culture plates were treated by 3 ml/g protein
lysate for sufficient lysis then centrifuged and the proteins
were collected. The concentration of total protein was assayed
using BCA. Thereafter, the same amount of protein was added
into the same volume of 2XSDS loading buffer and heated to
boil for 10 min, followed by SDS-PAGE, membrane transfer,
blocking, incubation using primary antibody overnight (1:150),
and incubation using secondary antibody (1:5000) at 37°C for
2.5 h. Then the ECL was added for developing the image in the
gel-imaging system. Gray value was calculated using Image J
software. Relative gray value=(Detected gray value of protein/
GAPDH gray value for internal reference) x100%.

Detecting the iNOS expression using Elisa

After 24 h of treatment, the cells were extracted for dilution
with standard diluent according to the instruction of Elisa Kkit.
Stop buffer was added into the loaded samples, mixed well,
and then OD value was read at 450 nm of wavelength on the
microplate reader. The activity of iNOS was calculated by the
OD value.
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Statistical analysis

SPSS20.0 was applied to the statistical analysis. All data were
presented as mean + standard variation. Single-way variance
analysis was performed in intergroup comparison. Dunnet-t
test was performed in pairwise comparison. Significant level
was set as p=0.05.

Results

Comparison of the apoptosis rates in each group

The results showed that the apoptosis rate of chondrocytes
after 24 h of treatment by 50 pg/ml IL-1p was significantly
higher than that in the control group with statistically
significant differences (t=-6.721; p<0.05) (Figures 1A and 1B),
and that significant decrease was seen in the apoptosis rate
after the cells were treated by 10 pg/ml polysaccharide from
the Morinda officinalis with statistically significant differences
(t=-4.287; p<0.05) (Figure 1E), and there was no statistically
significant difference in comparison of the apoptosis rates
among the groups treated by 2 pg/ml or 5 pg/ml
polysaccharide from the Morinda officinalis and the IL-1p
group (t=-1.976; p>0.05; t=-1.261; p>0.05) (Figures 1C and
1D).
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Figure 1. Comparison of the chondrocytes apoptosis rates of 5
groups. A: control group; B: IL-1f group; C: 2 ug/ml polysaccharide
group; D: 5 ug/ml polysaccharide group;E:10 ug/ml polysaccharide
group; F: Statistic analysis of apoptosis rates among 5 groups (I-
control group; 2-IL-1p group; 3-2 ug/ml polysaccharide groups; 4-5
ug/ml  polysaccharide — groups;  5-10 ug/ml  polysaccharide
groups)."refers to P<0.05 compared to the control group; Prefers to
P<0.05 compared to the IL-1 group.

The expression of Bcl, Bax2 and Caspase 9 in each
group

The results of PCR indicated that the expression of Bax and
Caspase 9, the apoptosis genes of chondrocytes, was
significantly increased (Figures 2A and 2B), while the
expression of Bcl-2, the anti-apoptosis gene, was remarkably
decreased, and the difference between the IL-1B group and the
control group was statistically significant (t=0.238; p<0.05)
(Figure 2C); in comparison with the IL-1p group, significant
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decreases were seen in expression of Bax and Caspase 9 but
the expression of Bcl-2, the anti-apoptosis gene, was
remarkably increased in the group treated by 10 pg/ml
polysaccharide from the Morinda officinalis with statistically
significant differences (t=0.101; p<0.05).
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Figure 2. The expression of Bax, Caspase 9 and Bcl-2 of chondrocyte
in 5 groups. I-control group; 2-IL-1f group; 3-2 ug/ml
polysaccharide groups; 4-5 ug/ml polysaccharide groups; 5-10 pug/ml
polysaccharide groups. “refers to P<0.05 compared to the control
group; Prefers to P<0.05 compared to the IL-1f group.
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Figure 3. The protein expression of Bcl, Bax2 and Caspase 9 of
chondrocytes in 5 groups. 1-control group; 2-IL-1 group; 3-2 ug/ml
polysaccharide groups; 4-5 ug/ml polysaccharide groups, 5-10 ug/ml
polysaccharide groups. “refers to P<0.05 compared to the control
group; *refers to P<0.05 compared to the IL-15 group.

The results of Western-blot also indicated that after the cells
were treated by IL-1p, significant increases were found in the
expression of Bax and Caspase 9, the apoptosis protein of
chondrocytes, but the expression of Bcl-2, the anti-apoptosis
protein, was obviously decreased, and the difference was
statistically significant (t=-4.397; p<0.05); in comparison with
the IL-1pB group, significant decreases were seen in the protein
content of Bax and Caspase 9 but the protein content of Bcl-2
was remarkably increased in the group treated by 10 pg/ml
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polysaccharide from the Morinda officinalis with statistically
significant differences (t=-3.747; p<0.05, Figure 3).

Comparison of the iNOS expression in each group

After the cells were treated by IL-1p, the expression of iNOS
of chondrocytes was significantly increased, and the difference
was statistically significant in comparison between the control
group and the IL-1B group (t=-12.286; p<0.05); in comparison
with the IL-1p group, significant decrease were seen in the
expression of iNOS in the group treated by 10 pg/ml
polysaccharide from the Morinda officinalis with statistically
significant differences (t=-9.949; p<0.05, Figure 4).
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Figure 4. Comparison of the iNOS expression in each group. I-
control group; 2-IL-1f group; 3-2 ug/ml polysaccharide groups; 4-5
ug/ml polysaccharide groups; 5-10 ug/ml polysaccharide groups.
“refers to P<0.05 compared to the control group; *refers to P<0.05
compared to the IL-15 group.

Discussion

In this study, we, for the first time, investigated the influences
of polysaccharide from the Morinda officinalis on the
chondrocyte apoptosis by establishing the chondrocyte
apoptosis model using 50 pg/ml IL-1p and found the decreases
in the apoptosis rates of chondrocytes after the chondrocytes
were treated with polysaccharide from the Morinda officinalis
in various concentrations, in which the effect of 10 pg/ml
polysaccharide from the Morinda officinalis was the most
significant. Moreover, we found that polysaccharide from the
Morinda officinalis might exert the anti-apoptosis effect
through the Bax/Bcl-2 pathway in the further study of the
expression of the apoptosis-related genes and protein in the
chondrocytes.

Polysaccharide from the Morinda officinalis is a kind of
monomer extracted from the traditional Chinese medicine with
various biological activities [10]. Mengyong et al. [11]
performed intervention treatment with polysaccharide from the
Morinda officinalis for the rat OA model and found that
polysaccharide from the Morinda officinalis can decrease the
level of MMPI13 in the cartilage of knee joint, suppress the
degradation of extracellular matrix and delay the onset of OA.
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Apoptosis is also called the programmed cell death. In this
research, we, according to the previous literature, added the 50
pg/ml IL-1P into the chondrocyte and found that the apoptosis
rate of chondrocyte was increased by 5 times, which is
coincident with the conclusion of previous literatures [12,13].
Some studies reported that polysaccharide from the Morinda
officinalis can regulate the expression of MMP-13 to delay the
onset of degeneration of articular cartilage by suppressing the
NF-kB signal pathway to inhibit the expression of p65 in a
dose-dependent manner. Similar results were also obtained in
this study, i.e. 10 pg/ml polysaccharide from the Morinda
officinalis could obviously suppress the apoptosis rate of
chondrocyte induced by IL-1pB, but there was no statistically
significant difference in comparison of the apoptosis rates
among the groups treated by 2 pg/ml and 5 pg/ml
polysaccharide from the Morinda officinalis and the group
treated by 50 pg/ml IL-1B, suggesting that a high dosage of
polysaccharide from the Morinda officinalis can exert the anti-
apoptosis effect to protect the chondrocyte.

In this study, we also identified the apoptotic chondrocytes in
each stage using AnnexinV-FITC/PI double staining method
and found that gene expression and protein expression of Bax
and Caspase 9 in IL-1B group was higher than control group,
and the Bcl-2 is lower than control group. Morinda officinalis
how polysaccharide in 10 ug/ml can significantly reduce the
gene expression and protein expression of Bax and Caspase 9
and down the expression of Bcl-2, polysaccharide from the
Morinda officinalis could significantly reduce the apoptosis of
chondrocytes. Cell apoptosis refers that a series of intracellular
signal transductions are initiated by the stimulation of various
signals, finally leading to the generation of apoptosis body,
resulting in the death of cell [14]. However, Bcl-2 and Bax
belong to the family of Bc/-2, including Bax, the apoptotic
molecule, and Bcl-2, the anti-apoptotic molecule [15]. All
these two molecules have been confirmed to be associated with
the mitochondria apoptosis through influencing the distribution
of membrane potentials of mitochondria to trigger the
apoptosis of cell [16]. Bcl-2 can enhance the resistance of the
cells: increased expression of Bcl-2 would lead to the
formation of homodimer to suppress the apoptosis of cells
[17]; while the excessive expression of homologous Bax would
also lead to the formation Bac/Bax homodimer to facilitate the
apoptosis of cells [18]. In this study, we found that the Bax in
the chondrocyte was significantly increased after the
chondrocyte was treated by IL-1p, indicating that IL-1B might
influence the cell apoptosis by affecting the level of Bax in the
chondrocyte, and the application of polysaccharide from the
Morinda officinalis could suppress the expression of Bax, and
then the expression of downstream Caspase 9 to delay the
onset of OA.

In the results of detecting the iNOS levels in chondrocytes in
the 5 groups, we found that 50 pg/ml IL-1B can significantly
increasing the iNOS and apoptosis rates compared to the
control group, we identified a significantly increased level of
iNOS which could suppress the synthesis of the chondrocyte
matrix and type II collagen, forming a micro-environment in
chondrocyte which was not fit for the survival of chondrocyte,
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further facilitating the apoptosis of chondrocytes.
Polysaccharide from the Morinda officinalis can resist the
catabolism of chondrocyte through reducing the NO level by
decreasing the level of iNOS.

In conclusion, polysaccharide from the Morinda officinalis
could delay the progression of OA by inhibiting the apoptosis
of chondrocyte induced by IL-1B through reducing the
expression of Bax and Bcl-2. However, there remain no
relevant in-vivo studies to further verify the best dosage.
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