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Background: Rheumatoid arthritis fibroblast-like synovial cells (RA-FLS) have become the core effector cells for the progression of
rheumatoid arthritis due to their “tumor-like cell” characteristics, such as being able to break free from growth restrictions caused by
contact inhibition, promoting angiogenesis, invading surrounding tissues, and leading to uncontrolled synovial growth. In recent years,
cold air plasma (CAP) has been widely recognized for its clear anticancer effect. Inspired by this, this study investigated the inhibitory
effect of CAP on the tumor-like biological behavior of RA-FLS through in vitro experiments.

Methods: Treatment of RA-FLS with CAP at different time doses (0s, 30s, 60s, 120s). 5-ethynyl-2’-deoxyuridine (EdU) proliferation
assay was used to determine the cell viability. Analysis of cell migration and invasion was performed by wound-healing assay,
transwell assay and immunofluorescent staining for f-actin, respectively. Flow cytometry technique was used for analysis of cell cycle
and determination of reactive oxygen species (ROS). Hoechst staining was used for analysis of cell apoptosis. Protein expression was
analyzed by Western blot analysis.

Results: Molecular and cellular level mechanisms have revealed that CAP blocks RA-FLS in the G2/M phase by increasing
intracellular reactive oxygen species (ROS), leading to increased apoptosis and significantly reduced migration and invasion ability
of RA-FLS.

Conclusion: Overall, CAP has significant anti proliferative, migratory, and invasive effects on RA-FLS. This study reveals a new
targeted treatment strategy for RA.
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Introduction

Rheumatoid arthritis (RA) is a common chronic inflammatory and progressive autoimmune disease with an unknown
etiology.' Although the onset of RA involves systemic immune dysregulation, the clinical manifestations are primarily
synovial inflammation and joint injury, which usually begin with small joints affecting symmetrical hands and feet,
followed by the involvement of large joints. RA eventually causes joint injury and dysfunction.® Today, the global
prevalence of RA is about 0.5-1%, with more women suffering from the disease, and the incidence rate and prevalence
may be increasing.* At the moment, the joint targeted treatment for RA is anti-inflammatory drugs and immune-targeted
disease-modified anti-rheumatic drugs, which have numerous side effects and a poor prognosis.® To improve treatment

efficiency, RA now requires more targeted, specific, and minimally invasive therapies.
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RA is distinguished by persistent synovial hyperplasia and progressive articular cartilage erosion. RA-FLS exhibits
distinct aggressive behavior and is important in disease pathogenesis and progression.” In chronic inflammatory
environments, the number of RA-FLS activated increases significantly and becomes the major component of destructive
pannus, exhibiting anti-apoptotic and aggressive characteristics similar to tumor cells.® The pathological basis of RA is
generally thought to be excessive proliferation and insufficient apoptosis of RA-FLS.” Furthermore, RA-FLS mediates
the overexpression of matrix metalloproteinase (MMPs), which can be “metastasized” to distant joints in vivo, potentially
spreading the disease from one joint to the next and exacerbating joint damage.'® Finding pathways and targets to inhibit
the proliferation and migration of RA-FLS is therefore of great scientific importance.

Cold air plasma (CAP) is an ionized neutral gas that is primarily made up of reactive oxygen species (ROS), reactive
nitrogen species (RNS), electrons, ions, and ultraviolet photons.'' CAP is used in the medical field because it is close to
room temperature. CAP has demonstrated clear anticancer potential in vitro and in vivo in a large number of studies over
the last ten years.'? According to current research, CAP’s anti-cancer effect is primarily based on the production of ROS
in cells. CAP destroys cells in cancer cells, and many basic cellular reactions can be observed in treated cancer cells, such
as growth inhibition, cytoskeleton damage, cell cycle arrest, nuclear and DNA damage, mitochondrial damage, cell
apoptosis, selective increase of intracellular ROS and autophagy, etc.'” "> As a result, CAP may be a viable treatment
option for RA.

CAP has been used in human medicine for cancer treatment, but not yet for RA. Although some studies have looked
into the effects of CAP on RA, the underlying molecular mechanisms remain unknown. In this study, we looked at the
role of CAP in the tumor-like biological behavior of RA-FLS, as well as the potential mechanisms. This research could

pave the way for the use of CAP in the treatment of RA.

Materials and Methods
Dielectric Barrier Discharge (DBD) Device

The classic dielectric barrier discharge along the surface is used as the cell intervention device in this study.'® As shown
in Figure 1A, the design process is as follows: the insulating dielectric layer and discharge electrode on one side of the
dielectric barrier discharge are created using micro-arc oxidation technology, and then the discharge electrode on the
other side of the created insulating dielectric layer is created using film coating technology, resulting in the creation of
a tightly fitting and integrated dielectric barrier discharge electrode. The plasma generated spreads uniformly along the

dielectric surface.
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Figure | lllustration of dielectric barrier discharge (DBD) device.
Notes: (A) lllustration of dielectric barrier discharge (DBD) device. (B) Optical emission spectroscopy spectrum of DBD plasma at wavelengths ranging from 350 to 800 nm.
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Cell Culture and Treatment

Shanghai Biyuntian Biotechnology Co., Ltd. provided the RA-FLS.'® According to the experimental protocol, cells were
divided into four groups: control group, CAP30 group, CAP60 group, and CAP120 group (CAP treatment time of Os,
30s, 60s or 120s). The cells were inoculated in a 6-well culture plate. After the cells were cultured overnight, the CAP
treatment was carried out (the action height was 5 mm higher than the upper part of the culture plate, the voltage was 6
kV~8 kV, and the current was 3 mA). After the treatment, the cells continued to be cultured for 24 h, and then the
subsequent experiments were carried out.

5-Ethynyl-2’ -Deoxyuridine (EdU) Proliferation Assay

RA-FLS was seeded in a 6-well plate medium and cultured to 90%. The cells were grouped together and subjected to
passaging, and cells were transfected after cell wall attachment. After transfection, each group of cells received a pre-
warmed EdU staining solution (Kane Biologicals, China, KGA331) at a final concentration of 10 M and were incubated
at 37°C in a 5% CO2 cell incubator for 2 h. The medium was discarded, and the cells were fixed in 4% paraformaldehyde
for 15 min at room temperature, then the cells were washed twice with PBS containing 3% BSA. After removing the
washing solution, 0.1 mL 0.5% Triton X-100 in PBS was added to each well and incubated at room temperature for 20
min. After washing the cells twice, the Click-iT reaction solution was added. The cells were then incubated at room
temperature in the dark for 30 min. The cells were washed twice and stained for 5 min with 4’, 6-diamino-2-phenylindole
(DAPI). Two washes were performed on the cells. The fluorescence microscope was used to examine cell morphology.'’

Hoechst Staining

After each cell group was treated, the culture fluid was aspirated. 0.5 mL of fixative was added, and the cells were fixed
for 10 min overnight at 4 °C. After removing the fixative, the cells were washed twice with PBS for 3 min each time,
with the goal of aspirating the liquid. The cells were stained with 0.5 mL Hoechst 33,342 staining solution (Wanleibio,
China, WLAO042) for 5 min. The cells were washed twice in PBS for three min each time before being sealed with an
anti-quenching blocking solution. The morphology of the cells was observed using a fluorescent microscope.'®

Wound-Healing Assay

Groups of cells were cultured until the density was fused. The medium was changed to serum-free medium and treated
with 1ug/mL mitomycin C (Sigma, USA, M0503) for 1 h before the experiment. 200uL pipette tip was used to cause cell
scratching for each group of cells, and the cell surface was washed once with serum-free medium to remove cell debris.
The cells of each group were incubated in an incubator at 37 °C and 5% CO2 for Oh and 24 h, respectively, and then
photographed and recorded. The migration area of each experimental group was calculated.'

Transwell Assay

The transwell chamber method was used to assess the invasive ability of CAP-treated RA-FLS. First, the transwell
invasion experiment small chamber model was established. The Matrigel gel (Corning, USA, 354,234) was thawed
overnight at 4 °C. The Matrigel gel was placed on ice and diluted 1:3 with serum-free medium. Transwell chamber was
taken out and put into a 24-hole plate. 40 pL Pre-diluted Matrigel gel was coated on the small chamber membrane and
placed in a 37 °C incubator for 2 h to coagulate the gel. A transwell invasion test was immediately performed, and the
cells in each group grew to approximately 90% of their original size. The cells were washed with PBS, digested with
0.25% trypsin, and then placed in serum-free medium. Each group’s cells were blown off the culture plate and dispersed
in a single cell suspension. The cells were counted and then diluted into a standby cell suspension. The encapsulated
transwell chambers were placed in a 24-well plate, and 800 pL of culture medium containing 10% FBS was added to the
lower chamber; 200 uL of cell suspension was added to the upper chamber, with a total of 3 x 10 cells/well. The 24-well
plates were incubated in a cell culture incubator at 37 °C, 5% CO2, and saturated humidity for 24 h. Then, the transwell
chambers were fixed and stained by washing them twice with PBS. Four percent paraformaldehyde (aladdin, China,
C104188) was fixed at room temperature for 25 min. About 0.4% crystalline violet staining solution (Amresco, USA,
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0528) was stained for 5 min and rinsed with distilled water. Finally, the cells that invaded the lower layer of the
microporous membrane were counted under an inverted microscope and the mean number was taken.'’

Immunofluorescent Staining for F-Actin

Each cell crawl was fixed in 4% paraformaldehyde for 15min. To remove the 4% paraformaldehyde, crawl pieces were
immersed in PBS for 5 min x three times. About 0.1% triton X-100 (Beyotime, China, ST795) was added to the cells
until the cells were completely covered and incubated at room temperature for 30 min. To remove 0.1% triton X-100, cell
crawl pieces were submerged in PBS for 5 min x three times. Anti-stainTM488 Fluorescent Phalloidin (Solarbio, China,
CA1610) was dripped, diluted with PBS at 1:100, and then dripped until the cells were completely covered for
incubation. The cell crawl pieces were immersed in PBS for 5 min X three times to washout primary antibody. DAPI
(Aladdin, China, d106471-5 mg) was added dropwise to completely cover the cells to counterstain the nuclei. The cell
crawl pieces were immersed in PBS for 5 min % 3 times to remove DAPI. Adhesive tip drops were added half a drop of
antifluorescence quencher (Solarbio, China, s2100) on the slide, cell crawl pieces were buckled onto the slide with
antifluorescence quencher drop. The staining effect was observed under a fluorescence microscope.”’

Cell Cycle

Groups of cells were collected and then centrifuged. PBS was used to wash the cells, and the supernatant was carefully
aspirated. Pre-chilled 70% ethanol was added to the cells and fixed overnight at 4 °C. The fixed cells were centrifuged at
106 g for 3 min. The supernatant was discarded, and the cells were washed twice with PBS. Following that, 100 pL of
RNase A was added, and the cells were bathed in 37°C water for 30 min. 500 pL of Propidium Iodide (PI) (Wanleibio,
China, WLAO10a) staining solution was added, and the cells were protected from light for 30 min at 4°C. Flow
cytometry (Aceabio, USA, NovoCyte) was then used to analyze the distribution of cell cycle phases.?'

ROS

The cells were inoculated in 6-well plate medium. Cells were incubated overnight before being treated with CAP. After
treatment, the cells were continued to be cultured in a cell incubator at 37 °C and 5% CO2 saturated humidity for 24
h. After reaching the time, each group of cells was collected and washed twice with PBS. The cells were incubated in an
incubator at 37 °C for 20 min, inverting and mixing every 5 min, with 1 mL of DCFH-DA (Wanleibio, China, WLA131)
dilution (1:1000 in medium). Cells were washed 3 times with PBS to fully remove any DCFH-DA that had not entered
the cells. 500 uL of PBS was used to resuspend the cells, and then flow cytometry (Aceabio, USA, NovoCyte) was used
for flow detection."”

Western Blot Analysis

Ripa buffer was used to lyse the cells, which were then centrifuged (4 °C, 12,000 rpm, 10 min) and the supernatant was
absorbed to obtain cellular proteins. The total proteins were then separated by SDS-PAGE and transferred to PVDF
membranes. The PVDF membranes were immersed in milk solution and sealed for 2 h at room temperature. Next, PVDF
membranes were completely immersed in MMP3 (Abclonal, China, A11418), MMP9 (Wanleibio, China, WL03096),
P21 (Wanleibio, China, WL0362), CyclinB1 (Wanleibio, China, WL01760), CDK1 (Wanleibio, China, WL02373) in
primary antibody working solution, incubated overnight at 4°C, and then washed with TBST for 15 min % 3 times. The
PVDF membranes were then immersed for 1 h in sheep anti-rabbit I[gG-HRP working solution (secondary antibody:
sealed solution = 1:5000), followed by 3 washes with TBST. Finally, the ECL kit was used to perform the assay, and -
actin was used as an internal reference for quantitative analysis. ImageJ software was used to calculate protein content.'’

Statistical Analysis

All experimental data were recorded in the form of mean standard deviation (SD). SPSS 23.0 software was used for
statistical analysis of all data. The differences between the experimental groups were assessed using univariate analysis
of variance (ANOVA). GraphPad Prism 8.0 is used to generate graphics. P < 0.05 was considered statistically
significant."®
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Results
Optical Emission Spectroscopy (OES) Analysis

OES was used to identify the composition of reactive species produced by DBD. The emission spectrum characteristics
of the DBD plasma system from 350 to 800 nm were showed in Figure 1B. There are some obvious peaks in the range of
350—410 nm, includingA= 357, 361, 384, and 408 nm, which are attributed to the emission of the second positive system
of molecular N2. The characteristic emission peaks of the nitrogen atom (N) appear at 678 nm and 750 nm, respectively,
while the peak at 777 nm corresponds to the oxygen atom (O). They are the primary constituents of air.

CAP Inhibits the Proliferation of RA-FLS and Induces Apoptosis

To determine whether CAP inhibits cell proliferation, we chemically labeled new and synthesized DNA from CAP-
treated RA-FLS by adding EdU and counterstained nuclei with DAPI. As shown in Figure 2A and B), EAU assay results
showed that the proportion of edu-positive cells in the control group, CAP30, CAP60, and CAP120 was 80.1% =+ 7.2%,
70.0% £ 6.3%, 63.7% £ 5.1%, and 46.2% =+ 6.1%, respectively. Compared with the control group, the ratio of EdU
positive cells in CAP treatment group was lower. Edu-stained cells are incorporated into newly synthesized DNA, and
CAP reduces the proportion of edu-positive cells and DNA synthesis in a time-dependent manner. CAP30 was not
statistically significant compared with the control group. RA-FLS cell proliferation can be inhibited by CAP, especially
after 120 s of action.

The results of Hoechst experiment showed the formation of apoptotic cells. As shown in Figure 2C, intact nuclei
could be observed for the control group and CAP30 group, showing weak fluorescent staining. However, the CAP60
group and CAP120 group showed typical morphological changes of apoptotic nuclei, such as nuclear condensation,
increased brightness, and nuclear shrinkage, which were more frequent in the CAP120 group. These results indicate that
treatment with a certain temporal dose of CAP can induce apoptosis in RA-FLS.
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Figure 2 CAP inhibited the proliferation of RA-FLS.

Notes: CAP inhibited the proliferation of RA-FLS. (A) EdU staining is shown in green fluorescence, and DAPI staining is shown in blue fluorescence. A representative
micrograph (400x) of three independent experiments is shown. (B) The percentage of EdU positive cells and the error bar represent the average value * SD of the three
tests*. Compared with the relative control group, * p < 0.05, * * p < 0.01. (C) Hoechst staining analysis showed nuclear fragmentation and condensation during apoptosis,
and the cells showed typical apoptotic nuclear morphological changes, as indicated by arrows. Photographs were taken under a 200x fluorescence microscope (%200).
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CARP Inhibits RA-FLS Invasion and Migration

To explore the effect of CAP on the invasion ability of RA-FLS, different time and dose of CAP were used to treat RA-FLS. Wound-
healing assay and Transwell assay showed that CAP treatment of RA-FLS could inhibit the migration and invasion of RA-FLS in
a time and dose-dependent manner. As shown in Figure 3A and B, the wound-healing assay showed that 24 h after CAP treatment,
compared with the control group, the migration rate of CAP30 group was slightly reduced (not statistically significant), and the

(A) Control CAP30 CAP60 CAP120 (B)
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(D) s
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Control CAP30 CAP60 CAP120

Control CAP30 CAP60 CAP120
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Relative protein expression

Figure 3 CAP inhibit the ability of migration and invasion on RA-FLS.

Notes: CAP inhibit the ability of migration and invasion on RA-FLS. (A) The effect of CAP on cell migration was detected using wound-healing assay. The scratched area was
photographed at 0 h and 24 h(*x100). (B) Mobility = (number of cells at 24h — number of cells at Oh)/number of cells at 24h. (C) Transwell analysis was performed using
a Transwell chamber, and the invaded cells were photographed. Three areas were randomly selected for cell counting (x200). (D) Migrating cells were counted to quantify
the degree of chemotaxis. (E) Typical photographs (x400) of fluorescent phalloidin staining from different groups. Fluorescent phalloidin was used to stain cells to make
F-actin visible (red), and DAPI was used to stain nuclei (blue). (F) Immunofluorescence morphology of RA FLS was scored for actin cytoskeleton characteristics. (G)
Representative images of MMP3 and MMP9 expression levels and density quantification in RA FLS after CAP treatment measured by Western blot. Data are expressed as
mean +SD (n = 3), **P < 0.0 compared with control group.
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migration rate of CAP60 group and CAP120 group was significantly reduced. As shown in Figure 3C and D, the percentage of
invasive cells in the CAP treatment group was significantly lower than that in the control group (P <0.01), showing a time-dependent
manner. Cell migration and invasion are usually accompanied by dynamic reorganization of the actin cytoskeleton, and to further
confirm the role of CAP in RA-FLS regulation of cytoskeletal reorganization, immunofluorescence staining was used to visualize
cytoskeletal reorganization. As shown in Figure 3E, treatment with CAP reduced the formation of actin stress fibers compared with
the control group. As shown in Figure 3(F and G), the expression of MMPs protein was detected by Western blot. MMPs played an
important role in the proliferation, migration and invasion of RA-FLSs and even the erosion of cartilage joints. After CAP treatment
of RA-FLS, MMP-3 and MMP-9 were significantly decreased, and the expression of CAP120 group was very little and almost
undetectable, which indicated that CAP treatment inhibited the expression of MMP-3 and MMP-9 in RA-FLS.

CAP Induces RA-FLS G2/M Cell Cycle Arrest

To deduce the role experienced by CAP in regulating the mitotic cycle of RA-FLS. The analysis of cell cycle was done
using flow cytometric examination. Flow cytometry in Figure 4A—E showed a decrease in the S phase and an increase in the
G2/M phase in the CAP-treated group compared with the control group, which eventually resulted in cell cycle arrest at the
G2/M phase. In addition, Cyclin B1 and CDK1 expressions were down-regulated, and P21 expression was up-regulated in
a time-dependent manner by Western blotting (Figure 4F and G). Thus, flow cytometry and Western blot analysis
demonstrated that the anti-proliferative effect of CAP was induced by a time-dependent G2/M phase cell cycle arrest.

CAP Increases ROS Content in RA-FLS

CAP mainly produces ROS to play a role in disease. To check whether CAP produces ROS in this study, we measured
intracellular ROS content by flow cytometry after CAP treatment of RA-FLS. As shown in Figure 5A-D), flow
cytometry showed that the median fluorescence intensity (MFI) shifted to the right as proof that CAP treatment increased
ROS content in RA-FLS. Comparing the MFI, which represents the intracellular ROS content, the MFI was significantly
higher in the CAP-treated group than in the control group (P < 0.01) (Figure 5E).

Discussion

With the continuous research and improvement of plasma, plasma medicine still has great research prospects in medical
applications, and the anti-tumor effect of plasma is becoming a research hotspot. Plasma has been shown to have significant
anti-cancer properties, spawning a new field of medicine known as “plasma oncology”*? In modern medicine, high air plasma
is used for sterilization of medical devices and implants.>> In contrast, CAP can be used in the field of heat-sensitive
organisms, such as living tissues, with a certain degree of safety.* RA is prone to recurrent attacks, and the progression of
the disease leads to joint bone destruction and loss of function. The cell that mainly plays the role of synovial proliferation and
invasion is RA-FLS, which has similar characteristics with tumor cell.*> Therefore, we investigated the “anti-tumor” effect of
CAP on RA-FLS. Over-proliferation of FLS is a typical pathological feature of RA. Inhibiting the proliferation of RA-FLS or
promoting the apoptosis of RA-FLS may be a potential approach for the treatment of RA.?® The results of this study showed
that the proliferation of RA-FLS in CAP60 group and CAP120 group was significantly lower than that in the control group,
indicating that CAP was an effective lead factor against the oncological behavior of RA-FLS, and its direct effect on RA-FLS
could reduce the proliferation of RA-FLS. However, previous researches have shown that the antiproliferation effect of cold
plasma on normal cells is very low,”’ so it is considered that CAP can target “abnormal synovial tissue” without adverse effects
on surrounding normal tissues and synovium. Studies have shown that CAP exerts its anti-tumor effect mainly through cell
death in a time-dependent manner, and a large number of studies have found that the treatment of tumor cell lines with CAP is
related to cell apoptosis. Our study is supported by previously published studies which demonstrating the pro-apoptotic effect
of CAP on RA-FLS via the mitochondrial pathway.'®'" Similarly, Hoechst staining again demonstrated the pro-apoptotic
effect of cold plasma on RA-FLS.

The strong invasion and migration ability of RA-FLS accelerates the destruction of articular cartilage and bone, which
is an important reason for the progression of RA. Studies have shown that CAP can inhibit the migration and invasion of
cancer cells. Therefore, we suspected that CAP can inhibit the migration and invasion of RA-FLS. As we expected, we
observed that the number of migrated and invasive cells decreased significantly after CAP treatment through wound-
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Figure 4 Effect of CAP treatment on the cell cycle of RA-FLS.

Note: Effect of CAP treatment on the cell cycle of RA-FLS. (A-D) Cell cycle distribution of RA-FLS in each group was examined by flow cytometry analysis. (E) Statistical
analysis showing the percentage of cell cycle distribution of RA FLS treated with CAP. Expression levels of P2I, CyclinBl and CDKI in RA FLS treated with CAP were
measured by Western blot (F) and quantitative statistical results of protein relative values (G) of P2l, CyclinBl, and CDKI data are expressed as mean * SD (n = 3)
*P < 0.05, ¥*P < 0.0 compared with control group.

healing Assay and Transwell experiment. A reduction in the formation of actin stress fibers can be seen in immuno-
fluorescent staining for F-actin. RA-FLS secretes MMPs, a class of proteolytic enzymes closely related to invasion and
metastasis, which further aggravate cartilage matrix degradation and eventually lead to bone erosion.”® MMP-3 is
a reliable marker of RA activity, radiological monitoring, predictability of disease outcome, and response to therapy.”
Li Wei et al reported that non-thermal plasma inhibited the invasiveness of human cervical cancer HelLa cells by
inhibiting the MAPK pathway and reducing the expression of MMP-9.%° Similarly, the down-regulation of MMP3 and
MMP9 levels after CAP treatment of RA-FLS further confirmed that CAP inhibited the migration and invasion ability of
RA-FLS. The characteristic of weakening RA-FLS migration makes CAP different from other treatments of RA.

It is generally believed that the loss of Cell cycle checkpoint control is a sign of human cancer. The active progression of cell
cycle is one of the important characteristic of human cancer, and cell cycle arrest is a major way to inhibit cell growth.>' To elucidate
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Figure 5 Changes of intracellular reactive oxygen species and apoptosis of RA-FLS after CAP treatment.
Note: Changes of intracellular reactive oxygen species and apoptosis of RA-FLS after CAP treatment. (A-D) Intracellular reactive oxygen species (ROS) were detected by flow
cytometry. (E) The fluorescence intensity values of each group after CAP treatment of RA-FLS were statistically analyzed. Expressed as mean * standard deviation (**P < 0.01).

the mechanism of the anti-proliferative effect of CAP on RA-FLS, we compared the cell cycle progression of RA-FLS with and
without CAP treatment. Compared with the untreated control group, the percentage of CAP-treated RA-FLS in the G2/M phase
increased, while the percentage of RA-FLS in the S phase decreased, which may indicate that CAP is directly or indirectly involved
in cell cycle checkpoint regulation and blocking of RA-FLS in the G2/M phase. Almeida Ferreira C et al studied that CAP acting on
human breast cancer cells may induce cell cycle arrest and reduce long-term survival rate in G2/M phase, which is consistent with
our research results.*> CDK1 and cyclin Bl kinase are the major regulators that advance the cell cycle from G2 to M phase,
regulating the transport of cells into the G2/M phase. P21, a common inhibitor of CDKs that blocks cell cycle G2/M phase
progression in various types of cancer cells. It has been identified as a key mediator of cell cycle G2 arrest via cell cyclin Bl
degradation to inactivate cyclin B1/CDK 1 kinase in response to genetic damage.* > Therefore, the expression of CDK1, cyclin B1
and P21 protein were evaluated to clarify the CAP-mediated cell cycle arrest. Western blot results in the present study suggested that
CDK1 and cyclin B1 kinase were down-regulated and P21 was up-regulated with the increase of CAP, providing further evidence
that CAP treatment of RA-FLS caused G2/M phase cell cycle arrest. As a result, it is reasonable to conclude that the decrease in
CAP-treated RA-FLS cell proliferation is due to G2/M cell cycle arrest during RA-FLS proliferation. The study of Volotskova
O et al proved that CAP induced about 2-fold increase in G2/M in two different types of cancer cells with different tumorigenicity,*®
which may mean that CAP can not only act on cancer cells but also be applied to other cells similar to tumor cells.

ROS has a dual role. On the one hand, the basic ROS level in cells increases, which may promote cell growth, such as
abnormal proliferation of cancer cells and CAP promoting wound healing are also based on this principle. On the other
hand, when the concentration of ROS rises beyond the threshold, tumor suppression will occur, including cell apoptosis
and autophagy. For example, many anticancer drugs up-regulate ROS to the toxic level, and the anticancer effect of
CAP>"* Similarly, CAP treatment induced a dose-dependent increase of intracellular ROS in RA-FLS. In tumor cells
with high levels of ROS, the additional ROS produced by CAP may overburden the system and shift the role of ROS
from promoting to inhibiting tumor formation, comparing differences in CAP-derived ROS uptake and clearance
between tumor and normal cells may explain the mechanism of selective CAP effects on tumor cells.*’

In conclusion, our study demonstrated that intracellular ROS was increased after CAP treatment, causing cell cycle
arrest and thus providing a new therapeutic strategy for RA. CAP can inhibit the tumor-like behavior of RA-FLS in
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a short period of time, and some herbal medicines such as Shikonin*' and Guizhi-Shaoyao-Zhimu decoction*” that have
been reported to inhibit the tumor-like behavior of RA-FLS, but the treatment time cycle is long and requires repeated
interventions. CAP induces physical effects (generation of ultraviolet (UV), heat and electromagnetic fields) and
chemical effects (generation of RONS). In the future experiments, it is necessary to eliminate the interference of other
active components of CAP, such as UV, which also plays a role in tumor treatment. It is required to explore the dosage
and toxicity of CAP treatment to determine its safety. In this study, we only observed the inhibitory effect of CAP on RA-
FLS, but how to translate it into in vivo therapy still requires a lot of exploration.

Conclusion

In this study, we evaluated the anti-tumor effect of CAP on RA-FLS through in vitro experiments and discovered that
CAP could promote apoptosis and inhibit the proliferation, migration and invasion of RA-FLS, which possibly related to
the increase of intracellular ROS that arrested the cell cycle. The inhibitory effect of CAP on the proliferation of RA-FLS
is clearly due to the enhanced cell cycle arrest at G2/M. However, further research is needed to examine whether CAP-
induced G2/M arrest is related to cell apoptosis, and to elucidate the mechanism of CAP’s inhibitory effect on RA-FLS
migration and invasion progression. Overall, CAP can target RA-FLS, making it a more effective way to explore, invent
and use in the treatment of RA and improve the quality of life.
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