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Arthritis has a high prevalence globally and includes over 100 types, the most common
of which are rheumatoid arthritis (RA), osteoarthritis (OA), psoriatic arthritis (PsA), and
inflammatory arthritis. All types of arthritis share common features of the disease, including
monocyte infiltration, inflammation, synovial swelling, pannus formation, stiffness in the
joints, and articular cartilage destruction. The exact etiology of arthritis remains unclear,
and no cure exists as of yet. Anti-inflammatory drugs (NSAIDs and corticosteroids) are
commonly used in the treatment of arthritis. However, these drugs are associated with
significant side effects, such as gastric bleeding and an increased risk for heart attack and
other cardiovascular problems. It is therefore crucial that we continue to research the
pathogenesis of arthritis and seek to discover novel modes of therapy.

Our call for papers for this Special Issue attracted several articles, all of which under-
went rigorous peer review. A total of 18 papers (13 research papers and 5 reviews) satisfied
the inclusion criteria for publication in this Special Issue. The research papers cover cellu-
lar, preclinical, and clinical investigations. The reviews discuss aspects of treatment with
hyaluronic acid, corticosteroids, and platelet-rich plasma in patients with temporomandibu-
lar joint OA, the potential of a novel micro-immunotherapy medicine that uses ultra-low
doses of proinflammatory cytokines as well as other immune factors in an attempt to restore
bodily homeostasis in patients with RA, a discussion of vascular endothelial growth factor
(VEGF) biology and its potential as a therapeutic target in rheumatic diseases, and lastly,
a summary of current insights into the involvement of the CCN family in RA and OA,
accompanied by evidence in support of the targeting of CCN proteins in these diseases. All
of these papers are discussed below.

(i) Cellular investigations. Sohn and colleagues describe how the synthesis of adeno-
sine by human RA or OA synoviocytes is crucial to anti- or pro-inflammatory effects
mediated by adenosine receptor subtypes A2A and A2B in response to interleukin (IL)-6,
IL-10, and tumor necrosis factor (TNF) [1]. The researchers suggest how this function may
be exploited to serve as a future therapeutic strategy in RA or OA [1]. Immunofluorescence
analysis of immunophenotypes of different cell populations in knee synovial tissue sam-
ples obtained from healthy controls or patients with early or advanced knee OA helps to
elucidate the pathophysiology of this disease, according to Ostojic and colleagues [2]. They
found that macrophages appear to be the most active cells in early OA through the nuclear
factor-«B (NF-«B) production of inflammatory factors (inducible nitric oxide synthase
[iINOS] and matrix metalloproteinase-9 [MMP-9]) in the intima, whereas, in advanced OA,
NF-«B is mostly expressed by leukocytes in the synovial subintima (stroma) [2]. Ostojic
and colleagues suggest that it may be worth blocking macrophageal and leukocyte NF-«B
expression to slow the disease behavior of OA [2]. The other research group indicates that
cytokines released in complete Freund’s adjuvant (CFA)-induced arthritis in ICR mice as
well as the regulation of blood levels of cytokines by two peptides of the innate immunity
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protein Tag7 (PGLYRP1) capable of blocking the activation of the TNFR1 receptor [3]. The
Taiwanese research group also demonstrates that IL-17 promotes vascular cell adhesion
molecule 1 (VCAM-1) production in human OA synovial fibroblasts (OASFs) and sub-
sequently increases monocyte adhesion by reducing miR-5701 expression through the
PKC-o and JNK signaling cascades, which may help with the design of more effective
OA treatments [4].

(ii) Preclinical investigations. Makalish and colleagues describe how treatment with
the antisense oligonucleotide Cytos-11 effectively inhibits TNF-a gene expression in a rat
model of RA, with results that are comparable to those from other studies using adali-
mumab treatment in rats with RA [5]. Makalish and colleagues detail reductions in joint
inflammation and pannus development, reduced lymphocytic infiltration of joint tissues,
and decreases in peripheral blood concentrations of TNF-« [5]. Sykora and colleagues
describe how administering intraperitoneal injections of high-dose unconjugated biliru-
bin significantly improved the clinical course of disease in rats with adjuvant-induced
arthritis [6]. These researchers acknowledge that while murine models of arthritis have
many limitations with regard to human RA, the specific effects of unconjugated bilirubin
administration in this experimental model of arthritis may be relevant for further RA
pharmacotherapy investigations [6]. In experiments involving mice with collagen-induced
arthritis (CIA), administration of the natural flavone kurarinone has shown promise as a
potentially beneficial adjunct treatment option for RA, according to Tang and colleagues [7].
In particular, kurarinone inhibited pathogenic Th1 and Th17 cell differentiation and exerted
antioxidative activity, which contributed to the amelioration of arthritis in the CIA mice [7].
Experimental investigations conducted by Vita and colleagues indicate that berberine may
have a role as a prophylactic supplement for RA [8]. They report that in mice with CIA,
berberine markedly delayed the onset of arthritic symptom onset, apparently by suppress-
ing T cell populations [8]. Vita and colleagues call for future investigations that examine the
effects of berberine on the immune system under normal physiological conditions [8]. The
research team from Canada used two metrological properties of two performance-based
outcome measures including Effort Path (Path) and Stairs Assay Compliance (Stairs) for
feline OA [9]. The results suggest that both are promising performance-based outcome
measures to better diagnose and manage feline OA pain [9]. Using the inhibitory peptide
sequence IA9 of triggering receptors expressed on myeloid cells (TREMs) are a family of
activating immune receptors that regulate the inflammatory response, diminished release of
proinflammatory cytokines, and dramatically suppressed joint inflammation and damage
in CIA mice [10].

(iii) Clinical investigations. Investigations into serum levels of brain-derived neu-
rotrophic factor (BDNF) have found significantly increased levels in patients with RA,
as opposed to low serum levels in RA patients with anxiety, but not depression, or who
were using biologic therapy, report Lai and colleagues [11]. They call for further study
into the effect of elevated serum BDNF levels in patients with RA or other systemic au-
toimmune diseases, such as primary Sjogren’s syndrome [11]. In another study, which
analyzed the distribution patterns of iNOS, MMP-9, and the anti-apoptotic protein BCL-2
in the hip synovial tissue of patients with OA, the results suggest that iNOS, MMP-9, and
BCL-2 expression regulates hip OA [12]. Korchynskyi and colleagues describe a potential
glycosylation site at the asparagine-14 residue within human monocyte chemoattractant
protein-1 (MCP-1) revealing lower expression levels in mammalian expression systems [13].
The glycosylation-mediated recombinant chemokine stabilization allows the production of
citrullinated MCP-1, which can be effectively used to calibrate crucial assays in RA [13].

Reviews. The five reviews in this Special Issue begin with a systematic review con-
ducted by Derwich et al., regarding the current evidence on the mechanisms of action
and the efficacy of hyaluronic acid (HA), corticosteroids (CS), and platelet-rich plasma
(PRP) in the treatment of patients aged > 16 years with temporomandibular joint (TM]J)
OA [14]. The researchers conclude that the evidence is inconclusive; it does not definitively
clarify whether such methods of treatment are more beneficial than arthrocentesis alone for
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patients diagnosed with TMJ OA [14]. The second systematic review and meta-analysis,
registered on PROSPERO (CRD42021279368), shows a weak efficacy of collagen and a very
marked non-effect of chondroitin-glucosamine nutraceuticals, which recommends that the
latter products should no longer be recommended for pain management in canine and
feline OA [15]. The other review describes the use of micro-immunotherapy medicine in
RA, a holistic therapeutic approach that employs ultra-low doses of IL-1§3, IL-2, and TNF-«,
as well as other immune factors, to restore bodily homeostasis [16]. Jacques and colleagues
summarize the evidence showing how micro-immunotherapy treatment is associated with
fewer adverse effects than the currently available single-target approaches designed to
inhibit RA inflammation [16]. Van Le and colleagues have reviewed the evidence on VEGF
biology and its function in rheumatic diseases, the contribution of VEGF bioavailability
in the pathogenesis of rheumatic diseases, and the potential implications of therapeutic
approaches targeting VEGEF for these diseases [17]. The last review in this Special Issue
is by MacDonald and colleagues, who discuss the involvement of the CCN family in the
inflammatory pathologies of RA and OA, as well as the potential of the CCN proteins as
therapeutic targets in these diseases [18].

Our hope is that this Special Issue will encourage more research into the pathogenesis
of arthritis that ultimately leads to new therapeutic strategies.

Funding: This work was supported by a grant from the Ministry of Science and Technology of Taiwan
(MOST-110-2320-B-039-022-MY3).
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Abstract: Monocyte chemoattractant protein-1 (MCP-1/CCL2) is a potent chemotactic agent for
monocytes, primarily produced by macrophages and endothelial cells. Significantly elevated levels
of MCP-1/CCL2 were found in synovial fluids of patients with rheumatoid arthritis (RA), compared
to osteoarthritis or other arthritis patients. Several studies suggested an important role for MCP-1 in
the massive inflammation at the damaged joint, in part due to its chemotactic and angiogenic effects.
It is a known fact that the post-translational modifications (PTMs) of proteins have a significant
impact on their properties. In mammals, arginine residues within proteins can be converted into
citrulline by peptidylarginine deiminase (PAD) enzymes. Anti-citrullinated protein antibodies
(ACPA), recognizing these PTMs, have become a hallmark for rheumatoid arthritis (RA) and other
autoimmune diseases and are important in diagnostics and prognosis. In previous studies, we
found that citrullination converts the neutrophil attracting chemokine neutrophil-activating peptide
78 (ENA-78) into a potent macrophage chemoattractant. Here we report that both commercially
available and recombinant bacterially produced MCP-1/CCL2 are rapidly (partially) degraded upon
in vitro citrullination. However, properly glycosylated MCP-1/CCL2 produced by mammalian
cells is protected against degradation during efficient citrullination. Site-directed mutagenesis of
the potential glycosylation site at the asparagine-14 residue within human MCP-1 revealed lower
expression levels in mammalian expression systems. The glycosylation-mediated recombinant
chemokine stabilization allows the production of citrullinated MCP-1/CCL2, which can be effectively
used to calibrate crucial assays, such as modified ELISAs.

Keywords: monocyte chemoattractant protein-1; post-translational modifications; glycosylation;
citrullination; peptidylarginine deiminase; partial degradation
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1. Introduction

Chemokines are members of the chemoattractant cytokines with molecular weights
from 8 to 12 kDa, divided into four subfamilies (C, CC, CXC and CX3C), based on the
position and spacing of their N-terminal cysteine residues [1-3]. These cytokines have a
unique ability to recruit and activate monocytes, neutrophils and lymphocytes [4]. The
monocyte chemoattractant proteins (MCPs) constitute an important group within the
CC-chemokine sub-family. Five MCPs have been named and classified: MCP-1/CCL2,
MCP-2/CCL8, MCP-3/CCL7, MCP-4/CCL13 and MCP-5/CCL12.

In humans, MCP-1/CCL2 was the first described and is the best characterized to
date. The CCL2 gene is located on chromosome 17 and encodes a 13 kDa protein com-
posed of 76 amino acids [4,5]. MCP-1/CCL2 is produced by different cell types, including
macrophages, dendritic cells and endothelial cells. MCP-1/CCL2 is well known for its
activities in the immune context: it exerts chemotactic activity for several cell types, such
as monocytes, T lymphocytes, NK cells, basophils and induces directed leukocyte motil-
ity. The chemokine stimulates the migration of T cells to infected or damaged sites [6,7].
MCP-1/CCL2 was found in the synovium of patients with rheumatoid arthritis (RA),
gout, traumatic arthritis, atherosclerosis, multiple sclerosis and various cancers [8,9]. Sev-
eral studies have shown increased levels of MCP-1/CCL2 in synovial tissue and fluids,
as well as in the sera and plasma of RA patients versus osteoarthritis or other arthritis
patients [10,11].

The post-translational citrullination modification of proteins is based on the enzymatic
conversion (deimination) of arginine (Arg) to citrulline (Cit). Such conversion leads to
very minor changes in the molecular mass of the MCP-1/CCL2 protein, but causes loss
of a positive charge [12,13]. This post-translational conversion into citrulline is catalysed
by peptidylarginine deiminases (PADs). In mammals, five isotypes have been described:
PAD1-4 and PAD6. PAD enzymes are generally found in the cytoplasm of various cell types,
except for PAD4 which can translocate to the nucleus [14,15]. Protein citrullination occurs
during the physiological ‘maturation’ of the skin, while its aberrant increase is linked to
various diseases, including cancer, lupus, multiple sclerosis, and, as mentioned, RA. This
last disorder constitutes an autoimmune disorder with a high morbidity, often leading
to the progressive destruction of the joints, resulting in pain and stiffness. Rheumatic
joints are rich with pro-inflammatory cytokines, including tumor necrosis factor-oc (TNF-«),
interleukin 1 and 6, granulocyte-macrophage colony-stimulating factor and chemokines,
such as interleukin-8 [16]. Nowadays, anti-citrullinated peptide antibodies (ACPAs) are
considered a hallmark of the disease and routinely used to diagnose it [17].

Glycosylation represents another well-known, highly heterogeneous, post-translational
modification of proteins, involved in folding, protease protection and protein-protein con-
tact. N-linked glycosylation refers to the co-translational attachment of sugars to the
nitrogen atom of asparagine residues, concentrated on the exterior of mature proteins.
During maturation, it also contributes to protein folding. O-glycosylation of proteins is
a post-translational event that takes place subsequently to N-glycosylation and protein
folding. It refers to the O-linked attachment of sugars to serine and threonine, and, to a
lesser extent, hydroxyproline and hydroxylysine. Human and mouse CC chemokines may
be glycosylated. MCP-1/CCL2 is expressed as an 8 kDa protein which contains a short
N-terminal secretion signal. During processing, this signal peptide is removed, thus allow-
ing the N-terminal glutamate residue to be cyclised to pyroglutamate. MCP-1/CCL2 also
contains two consensus glycosylation sequences, one for N-glycosylation in the N-terminal
region (asparagine residue at position 14 in mature MCP-1/CCL2 protein and another for
O-glycosylation). Ruggiero et al. suggested the possibility that the majority of human
and mouse MCP-1/CCL2 remains unprotected against proteases because of inefficient
glycosylation [3,18,19].

Recombinant human MCP-1/CCL2 has been expressed in many different expression
systems, such as Escherichia coli, the methylotrophic yeast Komagataella (previously referred
to as Pichia) pastoris, COS-1 fibroblast-like cells (derived from monkey kidney tissue), or
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insect cells [3]. Depending on the type of the expression system used, differences in protein
activity were observed. For example, if E. coli is used for expression, the recombinant
human MCP-1/CCL2 is unstable, but active, and similar observations were made after
expression in insect cells or K.pastoris [3]. In all the cases, protein stability remains an issue.

The main goal of our study is to establish an efficient procedure for the preparation of
stable citrullinated chemokine MCP-1/CCL2, which would be highly useful for different
research applications. In light of a fact that we detected a quick loss of bacterially produced
MCP-1 upon in vitro citrullination, we surmised that citrullinated chemokines can be
stabilized and protected from quick degradation by other post-translational modifications
in mammalian cells.

2. Results

The main goal of our work was to generate a standard procedure to prepare stable
citrullinated MCP-1/CCL2 chemokine suitable for research applications. We amplified
the sequences encoding full length and mature versions of MCP-1/CCL2 from cDNA
prepared from IL-1p-treated primary synovial fibroblasts derived from RA patients. A
mature version equivalent to completely processed MCP-1/CCL2, was cloned into a frame
with a C-terminal 6xHis-tag into pET19b bacterial expression vector that allows expression
of the insert in bacterial cells.

Commercially available recombinant MCP-1/CCL2 from two different suppliers (Pe-
protech, United Kingdom and R&D Systems, Minneapolis, MN, USA) as well as self-made
bacterially produced MCP-1/CCL2 were citrullinated in vitro using recombinant human
PAD2, PAD4 or rabbit PAD2. Reaction products were analyzed by SDS-PAGE with subse-
quent colloidal Coomassie staining (Figure 1a) or western blotting (Figure 1b).
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Figure 1. In vitro citrullination of bacterially produced chemokines leads to their partial degradation.
(a) Colloidal Coomassie stained SDS-PAGE analysis of the MCP-1/CCL2 products of in vitro citrulli-
nation. In vitro citrullination of commercially available recombinant MCP-1/CCL2 and self-made
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bacterially produced MCP-1/CCL2 performed with recombinant human PAD2 and PAD4 or rab-
bit PAD2, respectively. Colloidal Coomassie stained MCP-1 bands are shown while recombinant
humanPAD2/4 or rabbit PAD2 (Sigma Aldrich/Merck, Waltham, MA, USA) were added to reac-
tions into the quantities below the Colloidal Coomassie sensitivity limits and cannot be visualized.
(b) Immunoblot analysis of bacterially produced MCP-1/CCL2 upon an in vitro citrullination reac-
tion. Self-made full-length bacterially produced MCP-1/CCL2 was citrullinated in vitro with rabbit
PAD?2 and resolved on SDS-PAGE, stained with Ponceau S. detection of total MCP-1/CCL2 and
modified citrullines with Senshu’s antibody that recognizes that modified citrullines were made
according to Senshu’s protocol [20]. Results shown are a representative of three or more repetitive
experiments.

Overall, we failed to detect robust citrullination of MCP-1/CCL2. First, we found that
both self-made bacterially produced MCP-1/CCL2 and commercially available bacterially-
produced recombinant MCP-1/CCL2 from two different producers (Peprotech, United
Kingdom and R&D Systems, Minneapolis, MN, USA.) were quickly degraded during the
in vitro citrullination; see a representative example in Figure 1b.

Therefore, the 6xHis-tagged version of MCP-1/CCL2 chemokine cDNA was further
re-cloned into mammalian pcDEF expression vector, in an order to confer a high expression
level of MCP-1/CCL2 chemokine. The mammalian expression vector was transfected
into HEK 293T cells using a PEI reagent. The cellular lysate with glycosylated mature
MCP-1/CCL2 was collected and purified with ProBond nickel beads and gradually eluted
with 50, 100, 150 and 200 mM imidazole. Both the pre-protein and its mature version
contain four arginine residues at the positions corresponding to 18, 24, 29 and 30 in the
mature protein (Figure 2a). The diagnostic 1-Da mass shift occurring upon citrullination of
MCP-1/CCL2, was identified by mass spectrometry at the peptide that contains Arg-18 of
the mature protein (Figure 2b). In spite of the presence of three more arginine residues at
the positions 24, 29 and 30 within the mature MCP-1 protein (Figure 2a), we failed to detect
citrullination at those residues using a mass-spectrometry.
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Figure 2. Mass-spectrometry verification of successful in vitro citrullination of MCP-1/CCL2.
(a) Amino acid sequence of MCP-1/CCL2 (mature form of the protein spans residues 24-99). The first
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row shows 23 amino acid-long signaling peptide and the second row-mature protein of 76 residues.
All arginine residues are highlighted with circles. The boxed areas show the peptide that contains the
citrullinated arginine residues that were detected. (b) Annotated tandem mass spectrometry (MS/MS)
fragmentation spectrum for the citrullinated MCP1/CCL2 peptide, showing the citrullinated arginine
residue at position 3 of the studied peptide (R45). The MS/MS fragmentation data were annotated
using Expert System (Max Planck Institute of Biochemistry). The precursor ion was observed with a
mass error of 1 part per million, and the error for the fragment ions was 0.02 daltons.

The quality and quantity of in vitro citrullinated E. coli expressed recombinant protein
purchased from R&D systems (Figure 3a) was compared with the self-made recombinant
protein produced in HEK293T cells (Figure 3b) using an ELISA specific for this protein.
Interestingly, upon successful citrullination (Figures 1 and 2) all of the preparations (two
commercially produced ones and multiple aliquots of self-made prep) of bacterially pro-
duced chemokines appeared to be very unstable: we were able to detect some random
remains of recombinant proteins in such preps, exclusively immediately after the in vitro
citrullination reaction. All of the citrullinated bacterial proteins were undetectable upon
storage under —70 °C. A suitability of the mammalian cells-produced chemokine standards
was confirmed with a high coefficient of determination (R% = 0.99386, Figure 3b) versus
the low R squared value for the bacterially produced chemokine (R? = 0.70629, Figure 3a).
Thus, we have shown that in vitro citrullinated mammalian cell-produced (Figure 3b), but
not the bacterially produced MCP-1/CCL2 chemokine (Figure 3a) can be efficiently used as
the good quality standards in ELISA.
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Figure 3. Detection of citrullinated recombinant human MCP-1/CCL2. Standard curves of citrulli-
nated recombinant human MCP-1/CCL2 were set up using enzyme-linked immunosorbent assay
in duplicate (a) standard curve of citrullinated E. coli produced recombinant human MCP-1/CCL2
chemokine (R&D Systems), (b) standard curve for citrullinated MCP-1/CCL2 chemokine produced
by and purified from human HEK 293T cells. Absorbance at 450 nm is shown. Coefficients of
determination R? are indicated in red on the relevant plots. Results shown are a representative of

three or more repetitive experiments.

In silico analysis of MCP-1 reveals a potential glycosylation site at the asparagine
residue at position 14 (N-14, Figure 4a). To confirm the importance of glycosylation at
this mentioned residue, we performed a site-directed mutagenesis aiming to convert
asparagine into a chemically very similar glutamine residue, which still cannot serve as
a docking site for glycosylation. A western blot analysis revealed both wild type and
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mutant recombinant proteins hMCP-1/CCL2 (Figure 4b). At the same time, the expression
level of N14Q mutant hMCP-1/CCL2 protein was significantly lower than of wild-type
protein. As expected, the glycosylation slightly shifted a recombinant wild-type protein
(for around 2 kDa), in a comparison with bacterially produced chemokine (Figure 4b). To
compare the stability of wild-type and N14Q mutant recombinant hAMCP-1/CCL2 upon
their citrullination, we performed a citrullination of different MCP-1 protein versions
with recombinant human PAD2/3/4 enzymes overexpressed and produced into HEK293T
cell (Figure 4b). Similarly to the described above results (Figure 1), a hPAD2/3/4 led to
the destruction of bacterially produced hMCP-1/CCL2. In the case of PAD2 and PAD4,
such destruction was practically complete, while for PAD3 it was partial (Figure 4b). The
mammalian cell-produced recombinant hMCP-1/CCL2 was successfully detected upon
treatment with all three PAD enzymes, albeit at slightly lower levels, than the protein
untreated with PAD (Figure 4b).
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Figure 4. Site-directed mutagenesis of potential glycosylation site at asparagine-14 in mammalian
cell-produced MCP-1 significantly destabilizes recombinant human MCP-1/CCL2. (a) Amino acid
sequence of MCP-1/CCL2 with indicated positions of predicted N-glycosylation and citrullination
site confirmed by a mass-spectrometry. (b) Immunoblot analysis of bacterially versus mammalian
cell-produced MCP-1/CCL2 upon an in vitro citrullination reaction. Bacterially produced wild-type
MCP-1/CCL2 or HEK293T cell-produced wild-type and N14Q mutant version of chemokine were
incubated with EDTA-free proteinase inhibitor cocktail supplemented cellular lysates prepared from
the control (vehicle-transfected) or indicated hPAD enzyme-transfected HEK293T cells. Citrullination
reactions that were performed directly within cellular lysates essentially as published before [21].
Recombinant chemokine was concentrated with immunoprecipitation and resolved on 10-18%
polyacrylamide gradient SDS-PAGE. Results shown are a representative of three experiments.

3. Discussion

It is well known that post-translational modifications affect the chemical and biological
properties of proteins. For example, glycosylation modulates the specific biological and
biochemical activities of some cytokines [22], including chemokines. MCP-1/CCL2, MCP-
3/CCL7 and HCC-1 have been demonstrated to be glycosylated in vivo [19]. MCP-1/CCL2
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is one of the first identified chemokines, which can be detected in both glycosylated and non-
glycosylated forms [23]. Rutledge et al., 1995 have shown that glycosylated MCP-1/CCL2
was two- to threefold less chemotactic for monocytes and THP-1 cells than non-glycosylated
MCP-1/CCL2 [22]. In the case of CCL5 and CCL11 chemokines, there were no differences
in in vitro eosinophil chemotactic activity between glycosylated and non-glycosylated
forms [24]. Dong et al. used insect cells to produce recombinant XCL1 chemokine. In
their chemotaxis assays performed with primary CD4" T cells, recombinant, glycosylated,
the XCL1 chemokine was more potent when compared to the non-glycosylated form and
it was a more effective inhibitor of T cell proliferation [19]. In our current study, we
are demonstrating that the glycosylation process strongly stabilizes citrullinated MCP-
1/CCL2 and protects it against gradual degradation, which occurs with a bacterially (E.
coli) produced purified recombinant protein. It can be inferred that glycosylation of the
CC-class chemokine MCP-1/CCL2, as well as of other chemokines (in our studies validated
for CCL3/MIP-1«) protects the molecules against proteases. In turn, recombinant mouse
CCL2 expressed in CHO cells, is highly glycosylated at the C-terminus with mainly O-
linked sugars and this glycosylation is not essential for chemotaxis induction [18]. Through
O-glycosylation, the different molecular masses of MCP-1/CCL2 were shown, which
additionally contributed to the chemotactic potency reduction [25].

Currently, there are different systems for the expression of recombinant proteins. By
using the yeast Komagataella (earlier referred to as Pichia) pastoris expression system Rug-
giero et al., 2003 have shown that human recombinant MCP-1/CCL2 glycosylated in yeast
was 4-20 times less active in a chemotactic assay in vitro, compared to non-glycosylated
E. coli expression system [3]. In the current study, we have also presented a tool for MCP-
1/CCL2 chemokine expression in mammalian HEK 293T cells. In our model, we found
that glycosylation dramatically stabilizes the chemokine and only mammalian properly
glycosylated CCL2/MCP-1 can be efficiently used for in vitro citrullination reactions. Our
data are still insufficient to draw clear conclusions, if such instability of bacterially pro-
duced chemokines upon their citrullination in vitro, is an intrinsic feature of this and other
chemokines. Even highly purified commercial chemokines or PAD2 enzyme preparations
potentially still can have some undetectable contamination with proteinases. Most likely,
only artificial synthesis of the citrullinated versus non-citrullinated protein could provide
such an answer.

PAD enzymes specificity were the subject of previous studies. We compared the
sequence of human MCP-1/CCL2 with proposed optimal sites for human PAD2 and
PAD4 enzymes [21]. However, neither neighboring amino acid residues of successfully
citrullinated arginine at position 18 (Figure 2), nor for arginine residues at positions 24, 29
and 30 shared any significant similarity to the predicted optimal recognition site for both
human PAD2 or PADA4 [21].

Most of the detailed studies devoted to MCP-1/CCL2 glycosylation were performed
with the murine protein [26, 27}. Their results show a much more heavily glycosylated
protein of 25-30 kDa [26,27], than 12-14 kDa 6His-tagged protein in our studies (Figures 1
and 4). Such results suggest multiple sites of additional O-linked glycosylation in murine
MCP-1/CCL2, than we saw for human protein (Figure 4b). However, studies performed
with recombinant human MCP-1/CCL2 [28] revealed a protein product of size comparable
with a protein in our studies (Figure 4b). In addition, the study of Needham et al., 1996
[28} suggests the presence of both glycosylated and nonglycosylated forms of recombinant
human protein upon its production in mammalian expression systems. Such potential par-
tial presence of a nonglycosylated protein form in our recombinant human MCP-1/CCL2
can explain why we also lost some portion of the recombinant HEK293 cell produced
protein upon its citrullination by PAD enzymes in vitro (Figure 4b). At the same time, our
data suggest the crucial importance of N-glycosylation at asparagine-14 for the stability of
recombinant citrullinated MCP-1 (Figure 4b).

11



Int. J. Mol. Sci. 2023, 24, 1862

4. Materials and Methods
4.1. Reagents

Rabbit PAD2 was purchased from Sigma-Aldrich/Merck (Utrecht, The Netherlands).
Recombinant MCP-1/CCL2 duo-kit (ELISA) and monoclonal mouse antibody specific for
MCP-1/CCL2 were purchased from R&D Systems (Minneapolis, MN, USA). pET19b vector
was purchased from Novagen/Merck-Millipore (Utrecht, The Netherlands). pDEF vector
was kindly provided by Dr. Goldman.

4.2. Cell Culture

The studies were performed using immortalized human embryonic kidney 293T
cells (HEK 293T) purchased from the American Type Culture Collection (ATCC; Bethesda,
MD, USA). The cells were cultured in Dulbecco’s Modified Eagle’s Medium (DMEM;
Biowest, Nuaillé, France), supplemented with 10% (v/v) fetal bovine serum (FBS; Biowest,
Nuaillé, France) and 1% (v/v) penicillin/streptomycin (Biowest, Nuaillé, France). Cells
were routinely split twice a week, when ~80% confluency was reached. The culture was
maintained in a humidified atmosphere of 95% air and 5% CO, at 37 °C.

4.3. MCP-1/CCL2 cDNA Cloning

Full-length MCP-1/CCL2 complementary DNA (cDNA) was prepared from total
mRNA isolated from primary synovial fibroblasts derived from a patient with RA. Tissue
samples were obtained after approval by the AMC Institutional Review Board and provi-
sion of informed consent by the subjects. The cDNA fragments encoding mature protein
were PCR-amplified with the following primers (forward and reverse, respectively): 5'-
TAATCCATGGGA-CAGCCAGATGCAATCCAATGCC-3" and 5°-TAAGAATTCTCAGTGA
TGGTGATG-GTGATGAGTCTTCGGAGTTTGGGTTTG-3 . We incorporated a Ncol restric-
tion site in the forward primer and an endogeneous stop codon with six preceding codons
encoding histidines and the EcoRI restriction site in the reverse primer. All sequences
were verified using BigDye Terminator sequencing (Life Technology/Thermo Fisher Sci-
entific, Waltham, MA, USA). The 77 amino acid long mature version of MCP-1/CCL2
was cloned in frame with C-terminal 6xHis-tag into a pET19b expression vector which
allows to express the insert in bacteria. For optimization of expression in mammalian cells,
the insert containing a C-terminus 6xHis-tag was later re-cloned into a pcDEF expression
vector [1,29].

4.4. Transformation of E. coli BL21 and Purification of Recombinant Human MCP-1/CCL2

The BL21-Rosetta (Novagen\Merck, Berlington, MA, USA) strain of E. coli was used
for the transformation with bacterial expression vector pET19b to produce MCP-1/CCL2
chemokine. A single colony of bacteria cells was grown in 2 L of LB medium at 37 °C until
reaching 0.6 at ODgp, 1mM IPTG was then added to induce the protein expression for 6 h,
at 30 °C. Following the induction, cells were harvested by centrifugation and resuspended
into the ice-cold buffer consisting of: 150 mL 50mM sodium phosphate (pHS8.0), 300 mM
NaCl, 10 mM imidazole, 1 mM (-mercapto-ethanol, 10 uM leupeptin, 10 uM pepstatin,
10 uM aprotinin and 10 uM phenylmethylsulfonyl fluoride (PMSF, Sigma-Aldrich\Merck,
Berlington, MA, USA). The suspension was sonicated on wet ice with 10 x 1s-long pulses
at maximal energy and target protein from the extracts was collected and purified using
ProBond nickel beads (Life Technologies/Thermo Fisher Scientific, Waltham, MA, USA), as
described below.

4.5. Transfection of HEK 293T Cells and Purification of Recombinant Human MCP-1/CCL2

HEK 293T were seeded at 50% confluency in 15 cm Petri dishes. Next, the cells were
transfected with the pDEF vector expressing 6xHis-tagged MCP-1/CCL2. Transfection was
carried out using transfection reagent polyethylenimine (PEL Polysciences Inc., Warrington,
PA, USA) following the manufacturer’s protocol. Following transfection (5-6 h), culture
medium was replaced with fresh complete medium. Then, 48 h after transfection, the
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cells were lysed with lysing buffer containing 1% Triton X-100, 150 mL 50mM sodium
phosphate (pHS8.0), 300 mM NaCl, 10 mM imidazole, ImM 3-mercaptoethanol, as well as
10 uM leupeptin, 10uM pepstatin, 10 uM aprotinin and 10 uM PMSE. The 6xHis-tagged
MCP-1/CCL2 from HEK 293T cell lysates was purified upon immobilization on ProBond
nickel beads (Life Technologies, Carlsbad, CA, USA), rinsed with 10 mM imidazole added
to the same lysis buffer and eluted gradually with 50 mM, 100 mM, 150 mM and 200 mM
imidazole. The quality and quantity of the expressed recombinant MCP-1/CCL2 was
assessed with the DuoSet ELISA kit (R&D Systems, Minneapolis, MN, USA), specific for
this chemokine and with colloidal Coomassie staining after the sodium dodecyl sulfate-
polyacrylamide gel electrophoresis (SDS-PAGE) resolution [1].

4.6. In Vitro Citrullination of MCP-1/CCL2

Then, the concentration of purified MCP-1/CCL2 was measured, 100 microliters
of purified recombinant human chemokine (~100 ng/mL) was incubated with 0.5 units
of rabbit skeletal muscle PAD (Sigma-Aldrich\Merck, Berlington, MA, USA) in 40 mM
Tris-HCl, pH 7.6, 10 mM calcium chloride and 2.5 mM dithiothreitol for 2 h at 37 °C.
Deimination was stopped with 25 mM EDTA. The diagnostic 1-Da mass shift occurring
upon citrullination was identified by liquid chromatography tandem mass spectrometry
(MS Bioworks, Ann Arbor, MI, USA) [1].

4.7. Site-Directed Mutagenesis

The targeted change of a glycosylation site at asparagine 14 into a glutamine was
performed with a Quik-change method (Stratagene, La Jolla, CA, USA) essentially as be-
fore [29], using forward CTGCTGTTAT-cAa-TTCACCAATAG and reverse CTATTGGTGAA-
tTg-ATAACAGCAG primers. The success of mutagenesis was confirmed with a sequencing
of resulting plasmids.

4.8. Western Blotting

Western blotting was performed as described previously [20]. A monoclonal mouse
antibody specific for human MCP-1/CCL2 (BioLegend, San Diego, CA, USA) was used at
a dilution of 1:1000. The procedure for citrulline modification was described before [1,20].
Rabbit polyclonal antibody against modified citrulline [20] was used at a dilution of 1:1000.
Secondary horseradish peroxidase-conjugated goat anti-rabbit IgG antibody (Amersham-
Pharmacia\Merck, Berlington, MA, USA) was used in a 10%-fold dilution. Detection was
performed by enhanced chemoluminescence (ECL; Thermo Fisher Scientific, Waltham,
MA, USA). To increase the quality of the western blot detection for 293T cell produced
recombinant hMCP-1, an immunoprecipitation with anti- human MCP-1/CCL2 antibody
was performed.

4.9. Detection of Recombinant Human MCP-1/CCL2 by a Modified Enzyme-Linked
Immunosorbent Assay (ELISA)

The anti-modified citrulline ELISA-based method uses a commercial ELISA kit devel-
oped for the detection of total chemokines in a combination with Senshu’s antibody that
recognizes the modified citrullines. Briefly, ninety-six-well plates (Thermo Fisher Scientific,
Waltham, MA, USA) were coated overnight at room temperature (RT) with a mouse anti-
human MCP-1/CCL2 antibodies (R&D Systems, Minneapolis, MN, USA). Following each
step, the plates were washed with phosphate buffered saline (PBS) which contained 0.05%
of Tween20. The plates were then blocked with 1% bovine serum albumin (BSA) in PBS
for 1 h at RT and incubated with samples or standards for 2 h at RT. Citrullinated recombi-
nant human MCP-1/CCL2 and native-noncitrullinated recombinant human MCP-1/CCL2
purified from the transformed E. coli BL21 and transfected HEK 293T cells were used as
standards and negative controls, respectively, for the ELISA. The samples were crosslinked
on the plate with 1% glutaraldehyde in PBS for 30 min at RT [1].
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The plates were then incubated with 0.2 mM Tris-HCl (pH 7.8) for 30 min at RT
to block the crosslinking. Subsequently, the plates were incubated overnight at 37 °C
in a citrulline-modification solution consisting of 2 parts of solution A that contained
0.0025% (w/v) iron (III) chloride, 4.6 M sulfuric acid and 3.0 M phosphoric acid; 1 part
of solution B that contained 1% diacetylmonoxime, 0.5% antipyrine and 1M acetic acid;
and 1 part of water [1,21]. Next, the plates were incubated for 2 h at RT with rabbit anti-
modified citrulline antibodies (Merck-Millipore/Sigma-Aldrich, USA), diluted 1:2500 in
PBS containing 1% BSA. The plates were then incubated for 2 h at RT with horseradish
peroxidase (HRP)-conjugated swine anti-rabbit IgG (Dako/Agilent, Santa Clara, CA, USA),
diluted 1:1,000 in PBS containing 1% BSA. Biotin-Tyramide Reagent (PerkinElmer, Waltham,
MA, USA), diluted 1:1000 in 0.05 M tris-base (pH 8.5), was added, followed by HRP-
conjugated streptavidin [1]. The classic colour reaction detection was performed, according
to the manufacturer ‘s protocol.

4.10. Statistical Analysis

All quantitative experiments were repeated at least three times in duplicate. Concen-
tration determinations and data plotting were performed in Microsoft Excel. The coefficient
of determination R? was calculated on the free web calculator EasyCalculations.com web-
site (https:/ /www.easycalculation.com/statistics /r-squared.php (accessed on 7 December
2022 at 1.22 a.m)).

5. Conclusions

Glycosylation is lacking in bacterially-produced proteins but is present in mammalian
cells stabilized citrullinated MCP-1/CCL2. This process protects the chemokine against
rapid partial degradation. Moreover, properly glycosylated MCP-1/CCL2 produced by
mammalian cells can be further citrullinated in vitro and efficiently used as a standard in
citrullination-specific ELISAs, as well as in further biological investigations.
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Abstract: The pathogenesis of autoimmune arthritis is a hot topic in current research. The main
focus of this work was to study cytokines released in CFA-induced arthritis in ICR mice as well
as the regulation of blood levels of cytokines by two peptides of the innate immunity protein Tag?
(PGLYRP1) capable of blocking the activation of the TNFR1 receptor. Arthritis was induced by local
periarticular single-dose injections of 40 uL of complete Freund’s adjuvant (CFA) into the left ankle
joints of mice. The levels of chemokines and cytokines in plasma were measured using a Bio-Plex
Pro Mouse Cytokine Kit at 3, 10, and 21 days after arthritis induction. Tag7 peptides were shown to
decrease the blood levels of the pro-inflammatory cytokines IL-6, TNF, and IL-13. Administration of
peptides also decreased the levels of chemokines MGSA /CXCL1, MIP-2ac/CXCL2, ENA78/CXCLS5,
MIG/CXCL9, IP-10/CXCL10, MCP-1/CCL2, and RANTES/CCL5. Furthermore, a decrease in the
levels of cytokines IL7, G-CSF, and M-CSF was demonstrated. Addition of the studied peptides
strongly affected IFN-y concentration. We believe that a decrease in the levels of cytokine IFN-y was
associated with a therapeutic effect of Tag7 peptides manifested in alleviation of the destruction of
cartilage and bone tissues in the CFA-induced arthritis.

Keywords: mice; CFA; inflammation; arthritis; TNF«; Tag?7; 17.1 and 17.1a peptides

1. Introduction

The study of the pathogenesis of autoimmune arthritides, including rheumatoid
arthritis, is mostly based on experimental animal models. Cytokines play a key role
in the pathogenesis of rheumatoid arthritis. They are present in the complex process of
disease initiation and orchestrate the common phenotype of persistent synovial hyperplasia,
immune cell infiltration, and joint destruction that ensues [1]. Most commonly, the pool of
cytokines at the first stage of disease is formed in the setting of inflammatory processes [2].

Pro-inflammatory cytokines are involved in the development of these inflammatory
processes. Cytokines IL-13, IL-6, and TNF often play a key role [3]. IL-6 is one of the
principal mediators of the acute phase of inflammation. It stimulates the proliferation and
differentiation of B and T cells as well as leukopoesis [4]. Cytokine IL-1f is produced by
cells in an inactive form as part of the intracellular molecular complex, inflammasome,
and is activated after release from the cell during apoptosis [5]. At subsequent stages,
cytokines of several different groups are involved in the development of pathological
processes. An important role in the development of chronic inflammation is played by the
colony-stimulating factors (CSF), such as macrophage CSF (M-CSF) and granulocyte CSF
(G-CSF), which maintain proliferation and activation of the main cells of an immune system
producing pro-inflammatory cytokines. It has been shown that, in mice with arthritis,
G-CSF levels are increased both in the serum and inflamed extremities, and that a G-CSF
blockage results in a significant decrease in the severity of arthritis and reduction in blood
neutrophil counts [6,7].
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To date, it has been shown that osteoclasts play an important role in the development
of articular bone erosion in adjuvant-induced arthritis, and M-CSF is recognized as a key
factor responsible for survival and proliferation of the osteoclast progenitor cells [8,9]. An
important role in the proliferation of immune cells is played by IFN-y, which triggers
the activation of natural killer (NK) cells and lymphocytes [10]. The depletion of the
non-activated lymphocyte pool results in a production of growth factors and chemokines
stimulating the migration of new cells to a site of autoimmune response and their conse-
quent proliferation [11]. The resulting pathological immune response is dependent on the
balance between activating cytokines and anti-inflammatory cytokines. Among the latter,
IL-10 and IL-4 play an important role [12]. IL-4 takes part in the launch of humoral immune
responses, contributing to the differentiation of naive helper T cells into Th2. Upon the
IL-4-mediated activation, Th2 subsequently produce additional IL-4. Experiments have
shown that, in collagen-induced arthritis, IL-4 suppresses the production of IL-17 [13], thus
reducing the intensity of inflammatory response.

A particular role in the progress of autoimmune arthritis is played by TNF [14]. This
cytokine has been well studied, and it was demonstrated that, in addition to its ability to
induce the production of other cytokines, it possesses other activities, including an ability to
directly induce programmed cell death [15]. TNF exerts its activity by binding to a specific
TNFR1 receptor. We have shown previously that the innate immunity protein Tag? is able
to bind directly to a TNF receptor, the TNFR1 protein, and to inhibit signaling through this
receptor [16]. The mammalian gene encoding Tag” was initially discovered at our institute.
Subsequently, it was also discovered in insects and named PGRP-S (PGLYRP1). [17,18]. In
insects, the protein encoded by this gene plays an important role in the immune response
because it directly binds to peptidoglycans on the bacterial wall and, via interaction with
the Spétzle protein, transmits a signal directly to the Toll receptor [19]. In mammals, there
are several Toll receptors that interact directly with various types of pathogens, including
peptidoglycans; however, the Tag7 protein retains its important function of activating the
immune system [20].

We have shown that the Tag7 protein is involved in the activation of TREM-1 receptor
that serves as an enhancer of the pro-inflammatory In review Running Title 3 signal induced
by Toll receptors [21]. Accordingly, in mammals, Tag?7 also serves as a co-activator of the
cascade of immune reactions induced through the Toll receptor. We have identified a site
in Tag?7 that is responsible for binding to TNFR1 and have isolated a receptor-binding
peptide [22,23]. This peptide, 17.1, and its truncated variant, 17.1a, have the potential to
inhibit cytotoxic signal transmission through the TNFR1 receptor [23]. Recently, it has been
shown that administration of peptide 17.1 to mice with the CFA-induced experimental
arthritis has a protective effect against cartilage and bone destruction [24,25].

This work was aimed at identification of cytokines that are involved in pathological
processes in the CFA-induced arthritis and what are the effects of the 17.1 peptide (TNFR1
inhibitor) and its truncated variant, 17.1a, on the levels of these cytokines.

2. Results
2.1. Pro-Inflammatory Cytokines

We used a mouse model of adjuvant-induced arthritis, and at early time-points of
the experiment, levels of “classical” pro-inflammatory cytokines, such as IL-1f3, IL-6, and
TNF, were measured. The levels of these cytokines in the serum of experimental animals
against the controls (intact animals) are shown in Figure 1 (see Supplementary Materials
Tables 51-S5) at the time-points from the start of the study.

From the provided results, it can be seen that CFA administration results in an increase
in the levels of three pro-inflammatory cytokines (IL-1f, IL-6, and TNF). An increase in
IL-6 levels was the most pronounced. Without any treatment, the levels of this cytokine
reached their peak values (3.5 times above baseline) by study day 10, after which they
decreased but still remained about two times higher than the control values. With Norocarp,
this increase declined during the entire follow-up period. The study peptides 17.1 and
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10. An increase in TNF levels by day 10 was inhibited by the addition of both Norocarp
and the studied peptide 17.1a. On day 21, the TNF level returns to subnormal. IL-1f is
produced by cells in an inactive form and is activated when released during apoptosis [5].
From this point of view, an analysis of the effects of these peptides on IL-1f3 levels warrants
investigation of the mechanisms of their action and their relation to apoptosis.
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Figure 1. Changes in the level of pro-inflammatory cytokines ((A) IL-1b; (B) IL-6; (C) TNF) in the
plasma 145 of mice after CFA-induced arthritis. (Control—control animals without CFA injection,
CFA—animals with induced via CFA arthritis, + saline—animals were treated by phosphate buffered
saline [PBS], +17.1a, +17.1, +Norocarp—animals were treated by a specified agent; n = 7 for each
group). (p-value: * < 0.05).

The IL-1p levels demonstrate a rather high increase (by 5.4-fold) on day 21, which
suggests a significant activation of apoptosis during this period. All tested agents demon-
strated a statistically significant reduction in IL-1§3 levels, with peptide 17.1a and Norocarp
achieving reduction on day 21, and peptide 17.1 on days 10 and 21. The levels of IL-1a and
IL-17A did not change in the setting of CFA-induced arthritis.

2.2. Chemokines

When analyzing the results of measuring chemokines in the serum of animals exposed
to different agents, all chemokines were divided into two groups according to their structure
and mechanism of action on the cells of immune system. The first group consisted of CXCL
chemokines with an effect on neutrophilic granulocytes and lymphocytes, while the second
group consisted of CCL chemokines having effects on monocytes, lymphocytes, eosinophils,
and basophils. The first group included the following chemokines: MGSA /CXCL1 (peptide
with melanoma growth stimulatory activity), MIP-2a/CXCL2 (macrophage inflamma-
tory protein 2«), ENA78/CXCL5 (epithelial cell-derived neutrophil-activating protein-78),
MIG/CXCL9 (monokine induced by gamma interferon), and IP-10/CXCL10 (interferon
gamma inducible protein 10) (Figure 2) (see Supplementary Materials Tables S1-S5).
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Figure 2. Changes in the level of chemokines ((A) CXCL1; (B) CXCL2; (C) CXCL5; (D) CXCL9;
(E) CXCL10) in the plasma of mice after CFA-induced arthritis. (Control-—control animals without
CFA injection, CFA—animals with induced via CFA arthritis, +saline—animals were treated by
phosphate buffered saline (PBS), +17.1a, +17.1, +Norocarp—animals were treated by a specified agent,
n =7 for each group). (p-value: * < 0.05).

Among the CXCL chemokines, IP-10/CXCL10 demonstrated the highest degree of
deviation from the controls in all groups of animals, with levels increased above the controls.
Without exposure to any agents in the setting of mouse experimental arthritis, the levels of
this cytokine were increased 2.2-fold already on day 3, and stayed close to this level over the
next 3 weeks. In the mice treated with Norocarp, the levels of this cytokine were decreased
by day 10, whereas in mice treated with both study peptides, its levels were decreased by
day 21. MGSA/CXCL1 is the second chemokine of this group, the levels of which were
the most increased after treatment with these agents. Without exposure to any agents, the
levels of this chemokine were increased 1.8-fold already on day 3, after which they steadily
decreased, reaching the control values by day 21. Norocarp caused a decrease in the levels
of this chemokine on day 10. Peptide 17.1a reduced the levels of CXCL1 on days 3 and
10, while peptide 17.1 reduced them only on day 10. In the setting of this experiment, the
levels of MIG/CXCL9 were moderately increased (1.3- to 1.7- fold) over the entire period
of the experiment. Norocarp reduced the levels of this chemokine on day 10, peptide 17.1a
on days 10 and 21, and peptide 17.1 only on day 21. Under the effect of CFA, the levels
of MIP-20c/CXCL2 were increased on day 21; however, this increase was suppressed by
all tested agents. The levels of ENA-78/CXCL5 were also increased on day 21, and this
increase was suppressed by all tested agents. The second group of chemokines included
MCP-1/CCL2 (monocyte chemoattractant protein-1) and RANTES/CCLS5 (regulated upon
activation, normal T cell expressed and secreted). The time course of serum levels of these
chemokines in the setting of adjuvant-induced arthritis in different groups is shown in
Figure 3 (see Supplementary Materials Tables S1-S5).

Chemokines of this group play a particularly important role in adjuvant-induced
arthritis in animals [26,27]. The levels of MCP-1/CCL2 on day 3 were the highest in
untreated animals (5.8-fold above control) and in animals treated with peptide 17.1
(5.4-fold); the least pronounced increase (3.1-fold) was observed in animals treated with
peptide 17.1a. Starting from day 10, the levels of this cytokine sharply decreased in all
groups, except in mice treated with Norocarp, in which, on the contrary, an 8.7-fold increase
in the levels of MCP-1/CCL2 was observed. The inhibitory effect was apparent only for
peptide 17.1a, while peptide 17.1 and Norocarp exerted no therapeutic effect. The levels of
RANTES/CCL5 demonstrated a rather high increase on day 10, while in mice treated with
peptides 17.1 and 17.1a, they remained in a range close to the control values. Treatment
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Figure 3. Changes in the level of CCL2 chemokine (CCL2) in the plasma of mice after CFA212
induced arthritis. (Control—control animals without CFA injection, CFA—animals with induced
via CFA arthritis, +saline—animals were treated by phosphate buffered saline (PBS), +17.1a, +17.1,
+Norocarp—animals were treated by a specified agent, n = 7 for each group). (p-value: * < 0.05).

2.3. Hematopoietic Cytokines and Growth Factors

Another group of cytokines involved in the regulation of hematopoiesis consists
of cytokines that function as colony-stimulating and growth factors (Figure 4) (see
Supplementary Materials Tables S1-S5). They include IL-7, granulocyte colony-stimulating
factor (G-CSF), and macrophage colony-stimulating factor (M234-CSF). The levels of these
factors measured during the experiment are summarized in Figure 4. In the group of
mice with adjuvant-induced arthritis without exposure to any agents, lymphopoetin IL-7
demonstrated the highest degree of deviation from controls, with a 2.5-fold increase by
day 10 and subsequent decrease to control values. Treatment with all agents resulted in a
decrease in IL-7 levels, which was statistically significant for peptide 17.1a and, in particular,
peptide 17.1.

Our studies on the mouse model of adjuvant-induced arthritis have shown that G-CSF
levels were above the baseline during the entire period of study. Norocarp and 17.1a
peptide resulted in a decrease in cytokine levels by day 10 and by day 21, respectively.
M-CSF levels were increased by day 21; however, this increase was suppressed by all agents
tested. The levels of IL-3, IL-5, IL-9, and LIF, as well as those of GM-CSF and VEGF, did not
increase in the setting of CFA-induced arthritis.

2.4. Cytokines of the Effector Phase of Immune Response

The measured levels of cytokines that induce cellular (cytotoxic) immune reactions,
such as IFN-y inducing cellular (cytotoxic) immune response and IL-4 involved in the
induction of humoral immune response, in the setting of experiments are shown in Figure 5
(see Supplementary Materials Tables S1-S5). The levels of IFN-y, one of the core com-
ponents of the effector phase of cellular response in autoimmune diseases, progressively
increased during the entire study period. The most pronounced suppression of this increase
by all agents was observed on day 10.
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Figure 5. Changes of the level of cytokines in the effector phase of immune response (IFN-y) in
the plasma of mice after CFA-induced arthritis. (Control—control animals without CFA injection,
CFA—animals with induced via CFA arthritis, +saline—animals were treated by phosphate buffered
saline (PBS), +17.1a, +17.1, +Norocarp—animals were treated by a specified agent, n = 7 for each
group). (p-value: * < 0.05).
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IL-4 demonstrated an increase on days 10 and 21 of the study, but the level of this
cytokine stays rather low. Peptide 17.1a and Norocarp demonstrated an inhibitory effect in
both study periods. The levels of IL-2, IL-12p40, IL-12p70, and IL-15, as well as those of
IL-10 and IL-13, did not increase in the setting of CFA-induced arthritis.

3. Discussion
The results obtained in this study permit drawing the following conclusions:

(1) Under the effect of CFA, there is an increase in the levels of all pro-inflammatory
cytokines, such as IL-1f3, IL-6, and TNE, all chemokines tested (except CCL11), and
IFN-y, as well as IL-7, G-CSF, and M-CSFE.

(2) Peptide 17.1 and its truncated variant 17.1a caused a decrease in the levels of above-
mentioned cytokines and chemokines, which was most pronounced by days 10 and
21. In our previous work, we have shown that administration of peptide 17.1 may
reduce the effect of CFA-induced arthritis on mouse cartilage and bone tissue [24].

In the experiments conducted in that work, a protective effect of peptide 17.1 was
most pronounced on day 21. In this work, we used blood samples from the mice from our
previous work, so that we had the possibility to connect the clinical picture of our previous
data, namely a strong reduction in inflammatory symptoms and a very strong reduction
in damage to cartilage and bone tissue in the CFA-induced arthritis, to the concentrations
of broad spectra of cytokines and chemokines. In this work, we have also demonstrated
that peptides 17.1 and 17.1a exert the most pronounced effects on the levels of expressed
cytokines and chemokines by days 21 and 10 of the study, respectively.

Earlier, we have also shown that peptide 17.1 could inhibit the production of cytokines
IL-1p3, IL-6, TNF, and IFN-y expressed by human blood cells ex vivo upon induction with
lipopolysaccharide. The results of the study described here confirm that the levels of pro-
inflammatory cytokines IL-13, IL-6, and TNE, as well as those of IFN-y, an immune response
initiator, that were increased upon induction by CFA are reduced after administration
of peptides 17.1 and 17.1a. The list of CFA-induced cytokines, the levels of which are
suppressed by administration of peptide 17.1 and its truncated variant 17.1a, has been
expanded during this study. The expanded list includes chemokines CXCL1, CXCL2,
CXCL5, CXCL9, CXCL10, as well as CCL2 and CCL5. IP-10/CXCL10 is known to be
secreted upon induction with IFN-y by neutrophils, eosinophils, monocytes, epithelial
and endothelial cells, and stromal cells, as well as keratinocytes; this chemokine acts as a
ligand of the CXCR3 receptor expressed by activated T and B cells, NK cells, dendritic cells,
and macrophages. IP-10/CXCL10 triggers chemotaxis, apoptosis, and inhibition of cell
growth and angiostasis [28]; thus, they are decreasing the intensity of the cellular immune
response, which should be considered as a quite beneficial effect in autoimmune arthritides
that usually undergo a cellular type of development [29]. MGSA /CXCL1 is produced
by macrophages, neutrophils, epithelial cells, or Th17 cells, and its expression could be
induced by IL-1, TNF, or IL-17. MGSA /CXCL1 acts as a chemoattractant for neutrophils
or other non-hematopoietic cells, recruiting them to the site of damage or infection, and
plays an important role in the regulation of immune and inflammatory reactions [30].
MIG/CXCL9 activity is manifested in response to IFN-y and realized via the attraction of
cytotoxic T-lymphocytes (CTL), NK cells, NK T cells, and macrophages [31].

Chemokine MIP-2«/CXCL2 is produced by mast cells and macrophages, induces the
attraction of neutrophils, and often acts synergistically with MGSA /CXCL1 [32]. MIP-
1a/CCL3 and RANTES/CCL5 demonstrated high constitutive expression on macrophages
in adjuvant-induced arthritis, which correlated with the expression of CCR2 (MCP-1/CCL2
receptor) by macrophages and was proved to play an important role in maintaining inflam-
matory changes in the joints. At the same time, RANTES/CCL5 may act through another
receptor, CCR3, the expression of which is suppressed in this experimental model [31].
In the clinical setting, a high degree of concordance has been demonstrated between the
status of oxidative stress in rheumatoid arthritis and the levels of MIP-13/CCL4 and
MCP-1/CCL-2 [33].
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In the study conducted here, we have also demonstrated a protective effect of the tested
peptides against an increase in the levels of cytokines IL-7, G-CSF, and M-CSF. Observations
made in our work suggest that peptides 17.1 and 17.1a prevent the transmittance of
the TNF signal via the TNFR1 receptor [22,23], and exert inhibitory effects, reducing
an increase in the levels of pro-inflammatory cytokines and those of the cytokines that
initiate autoimmune responses. This activity may be one of the mechanisms accounting
for their protective effect against the destruction of bone and cartilage tissue in the CFA-
induced arthritis. The second mechanism may consist of direct inhibition of TNF-induced
cell death, which is indirectly evidenced by a significant increase in the levels of IL-13 on
day 21 and suppression of this increase by both peptides tested. We have noticed that both
peptides significantly reduced the levels of IFN-y, which are dramatically 26-fold increased
during induction of arthritis. It is known that the choice of arthritis model is of paramount
importance for studying the mechanisms of immune reactions as emphasized in current
literature reviews devoted to this topic [9]. Currently, the most recognized are the models
of arthritis induced by adjuvant [34], serum transfer [35], and tumor necrosis factor [36].
We have used a model where intra-articular changes were caused by a non-specific agent,
complete Freund’s adjuvant. In this setting, reactions with preferential involvement of
innate immune cells are likely to prevail. As emphasized in one recent work devoted to
this topic, in this model, IFN-y may play a key role in the extension of arthritis at the early
stage. This cytokine produced by T-helper cells, CD4+, was involved in the induction of
pro-inflammatory cytokines (TNF and II-1$) and reprogramming the vascular network,
which resulted in changes in vascular permeability, thus permitting autoantibodies to enter
the target tissues [37].

With regard to our data, the pathogenetic role of IFN-y was most apparent on day
10 of the experiment, with the degree of change being higher than for any other cytokine.
In a group of mice not exposed to any additional agent, the levels of IFN-y demonstrated
a 3-fold increase on day 3 already, and, by day 10, they reached a peak value that was
8.8 times above the control values. By day 21 of the experiment, the levels of this cytokine
decreased but still remained elevated (3.9-fold above control values). In other words, it is
reasonable to believe that IFN-y is one of the key players in the adjuvant-induced arthritis.
Moreover, as mentioned earlier, all three agents significantly suppressed this predominant
effect (in particular, peptide 17.1a).

The prevalence of rheumatoid arthritis is 0.5-1%, with a female:male ratio of 3:1 [38,39].
In the literature, this is explained by gender differences in the biological and molecular
mechanisms underlying the pathogenesis of pain in arthritis [40,41]. At the same time,
morphological differences in the development of CFA-induced arthritis in male and female
mice are rather weakly expressed [42]. In our study, we present the results of using peptides
17.1 and 17.1a in the CFA-induced arthritis model in male ICR mice only. The use of female
mice may produce different results because there are gender differences in rheumatoid
arthritis [41,43].

4. Materials and Methods
4.1. Animals

Male ICR mice with an average weight (£SEM) 39.3 &+ 1.65 g were used. All an-
imals were housed under standard conditions for laboratory animals as specified by
BIBC, RAS (the Unique Research Unit Bio-Model of the BIBCh, RAS; the Bioresource
Collection—Collection of SPF Laboratory Rodents for Fundamental, Biomedical and Phar-
macological, contract No. 075-15-2021-1067), which has an international accreditation from

AAALACI. All experiments and manipulations were approved by the institutional animal
care and use committee (IACUC protocol No. 713/20 from 06/08/20).

4.2. Experimental Groups

The animals were randomly assigned to five treatment groups with five animals
in each group (n = 7): Group 1, control, intact animals; Group 2, induction of arthritis
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in animals that received intravenous injection of 100 pL of physiological saline; Group
3, induction of arthritis in animals that received peptide 17.1a (intravenous injection of
120 pg in 100 uL of physiological saline); Group 4, induction of arthritis in animals that
received Norocarp (intravenous injection of 150 pug carprofen); and Group 5, induction of
arthritis in animals that received peptide 17.1 (intravenous injection of 120 ug in 100 pL of
physiological saline). The animals were followed up for 3, 10, and 21 days.

4.3. CFA-Induced Arthritis Model

Induction of arthritis was performed by a single injection of 40 uL complete Freund’s
adjuvant (CFA) into the left ankle joint according to a method described earlier [22]. The
study peptides and reference agents were intravenously injected 24 h after the induction of
inflammation.

4.4. The Assay of Chemokines and Cytokines

The levels of chemokines and cytokines in mouse plasma were measured using Bio-
Plex Pro Mouse Cytokine Panel 33-Plex kit (Bio-Rad, Hercules, California, USA). Blood
was collected individually from the retro-orbital sinus at 3, 10, and 21 days after arthritis
induction, into EDTA tubes to obtain plasma. Plasma samples diluted at 1:3 (50 uL) were
incubated with magnetic capture beads, washed, and then incubated with the detecting
antibodies and SA-PE. Data were obtained using a Luminex 200 analyzer and analyzed
using xPONENT software, v.4.3. (Saluggia, Italy).

4.5. Peptides

The peptide synthesis was performed on an automated peptide synthesizer, Gilson
Quad-Z. Purification of peptides was performed on a preparative chromatography system,
HPLC Gilson, consisting of a gradient pump (322), detector (155), and a fraction collector
(GX 271) under the control of Trilution® software (v.4). Analysis of purity was performed
on a chromatograph (Thermo Accela UPLC) with an ion trap mass spectrometer detector
(Thermo Finnigan LCQ Deca XP Plus). The following chemicals were used: a block-
copolymer carrier, Tentagel HL, with the terminal amino group modified with carboxy-
trityl linker (Tentagel-TRT), Fmoc-protected amino acids (Iris Biotech), 4-methylpiperidine
and collidine (Acros Organics), HATU (Sigma-Aldrich), and trifluoracetic acid (Solvay).

4.6. Statistical Analysis

Data were analyzed using Statistica software (StatSoft®, v.12.6). The results are pre-
sented as mean £SD. Statistically significant differences were determined using t-tests. A
value of p < 0.05 was considered to be statistically significant, compared with the CFA+saline
group. The plate-specific intra-assay coefficient of variation (CV) for each marker was cal-
culated as follows: (standard deviation (SD) of the duplicate values/mean of the duplicate
values) x100 (see Supplementary Materials Tables S1).

5. Conclusions

Thus, it should be acknowledged that all three agents (peptides 17.1a and 17.1, as
well as Norocarp) exhibit some immunomodulatory activity, which is most potent in the
peptide 17.1a. This activity is mainly manifested in the prevention of a high increase in
the levels of a key cytokine, IFN-y. Furthermore, as was shown in the final stages of the
study, this agent does not produce some adverse effects typical for this model: it does
not result in a diagnostically meaningful decrease in lymphopoetins and IL-10 with its
immunosuppressive and anti-inflammatory effects and does not cause an increase in the
levels of IL-17A and TNF, which are the main signs of a chronic process.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/ijms232012435/5s1.
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Abstract: The metrological properties of two performance-based outcome measures of feline os-
teoarthritis (OA), namely Effort Path (Path) and Stairs Assay Compliance (Stairs), were tested. Cats
naturally affected by OA (n = 32) were randomly distributed into four groups (A: 0.40, B: 0.25,
C:0.15, or D: 0.00 mg firocoxib/kg bodyweight) and assessed during baseline, treatment, and recovery
periods. For Path, from an elevated walking platform, the cats landed on a pressure-sensitive mattress
and jumped up onto a second elevated platform. Analysis included velocity, time to completion, peak
vertical force (PVF), and vertical impulse. For Stairs, the number of steps and time to completion were
recorded for 16 steps up and down in a 4 min period. Reliability was moderate to very good for Path
and poor to good for Stairs. Different normalization methods are described in the manuscript. The
placebo group remained stable within-time in Path, whereas treated cats trotted faster on the ramp
(p <0.0001), improved their PVF (p < 0.018) and completed the task quicker (p = 0.003). The percentage
of cats completing the Stairs finish line was higher under treatment (p < 0.036), with huge effect size,
the placebo group results being stable within-time. Both are promising performance-based outcome
measures to better diagnose and manage feline OA pain.

Keywords: feline; osteoarthritis; firocoxib; gait analysis; stairs; performance

1. Introduction

An outcome measure is the result of a test critical to understanding an individual’s
status and progress over time. Hence, according to evidence-based medicine, outcome
measures are imperative: they provide credible justification for therapeutic purposes
only if they are reliable (unchanged measurement upon test and retest or across different
assessors), able to demonstrate similar values across a range of individuals and eventually
sensitive /responsive enough to an intervention, if any.

Among existing outcomes measurement, performance-based measures are known
to evaluate how an individual performs on specific tasks, including how the task was
approached [1]. As in humans [2], such clinical endpoints are of an utmost importance
for veterinary medicine, particularly with the challenge that represents the detection of
joint pain or disability in companion animals affected by osteoarthritis (OA). In OA cats,
performance-based outcome measures are obtained through disease-specific questionnaires,
or the so-called clinical metrology instruments, in which functional impairments are as-
sessed by the owners (or veterinarians) [3-5]. Complementary to those subjective question-
naires, mobility or activity can be monitored in an objective manner by accelerometer-based
devices [6,7]. In addition, valuable contributions to veterinary literature have been made
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based upon the objective analysis of ground reaction forces [4,8,9] (also called podobaromet-
ric gait analysis) in cats moving across a pressure-sensitive mattress. Performance-based
outcome measures provide an overview of the cat’s overall functioning. Central sensiti-
zation may develop during OA disease progression. In addition to performance-based
outcome measure, quantitative sensory tests are static or dynamic research tools that could
be used to characterize the somatosensory profile of OA cats [10]. As there is no gold
standard to evaluate the domains of joint pain and disability in cats with OA, there is,
therefore, a fertile ground for the development of novel, reliable, and sensitive to treatment
outcome measures.

Firocoxib, a COX-2 specific non-steroidal anti-inflammatory drug is commonly used to
manage canine and equine OA pain (Previcox® or Equioxx®; Boehringer Ingelheim Animal
Health). Its treatment effect was mostly measured using physical examination and pain
scale but also objective podobarometric (force plate) gait analysis [11,12]. Some studies
investigated the use of coxibs to manage OA feline pain, but no veterinary non-steroidal
anti-inflammatory drugs are currently approved in North America for the safe, long-term
control of OA pain in cats [13,14]. One explanation for this delay could be the lack of
objective outcome measures in the feline OA pain domain. With this thought in mind, the
purpose of this study was to present the Effort Path (Path) and Stairs Assay Compliance
(Stairs), two novel assessments of functional impairment in geriatric cats with OA. The aim
of this study was to determine to what extent the proposed performance-based outcome
measures provide reliable, homogeneous results among OA cats and their sensitivity to
discriminate a dose-dependent response to an analgesic COX-2 specific treatment.

The following hypotheses will be challenged: (1) the moderate dispersion of data
within successive trials (for Path) and good reliability (as mirrored by close agreement
between baseline acquisition sessions) will be observed for a given animal subjected to
Path and Stairs. Despite such reliability, it is assumed that the recorded outcomes will
still be heterogeneous among the whole population sample. Therefore, we raised, as a
second hypothesis: (2) that the uniformity of the results among cats will be improved after
having normalized the data according to morphometric measurements (i.e., height, length),
body weight, as well as walking velocity and time to task completion for Path. The third
hypothesis concerned the sensitivity to OA therapeutics; (3) using the normalized data,
Path and Stairs will be sensitive enough to discriminate a treatment effect.

2. Results
2.1. Effort Path

At the first Baseline acquisition session, cats had a mean bodyweight of 4.8 kg
(3.4-6.8, Min-Max). Before jumping down, cats travelled the walking ramp at a velocity of
1.4 m/s (0.2-2.7). The coefficient of dispersion for this first outcome measure was 13.9% be-
tween trials, while it was more than twice as high (33.2%) between individuals. Outcomes
recorded using the pressure-sensitive mattress are summarized in Table 1. When the cats
hit the mattress, the peak vertical force (PVF) produced by each thoracic limb was higher
than the mean bodyweight of the cats, reaching values higher by 123%. The inter-trials
coefficients of dispersion were less than 10% for PVF and vertical impulse (VI), while they
were grossly twice as high between individuals. As shown in Table 1, the values of the
right and left thoracic limbs were summated for the PVF and VI outcomes, which resulted
in a decrease in the dispersion of the data.

After having hit the pressure-sensitive mattress, cats get prepared to jump on the sec-
ond ramp. The time necessary to perform this task, the time to completion, was considered
as frames. On average, cats required 50 (25-236) frames to get off the mattress and to jump
on to the second elevated ramp. The inter-trial and inter-animal coefficients of dispersion
for this outcome were 12.4% and 53.5%, respectively.

The pelvic PVF produced to leave the mattress had higher coefficient of dispersion
values compared to the jumping down but remained less than 20%. However, VI was the
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outcome with the highest coefficient of dispersion, being more than 30%. The PVF required
to lift the cat was higher than its body weight, reaching values near 158%.

Table 1. Effort Path values of the first Baseline acquisition session.

Jumping down (Thoracic Limbs) Jumping up (Pelvic Limbs)
. . Sum of Thoracic . Sum of Pelvic
Peak Vertical Force (kg) Right Left Limbs Right Left Limbs
Mean of 3 trials 58(35-87) 6.0 (3.1-8.7) 11.8 (6.6-15.8) 75 77 15.3 (7.7-24.0)

(Min-Max)

(3.7-13.4) (3.2-12.3)

Coefficient of dispersion

Inter-trials 6.9% 6.4% 4.9% 13.5% 10.6% 10.2%
Inter-individual 13.0% 14.4% 12.3% 19.3% 17.9% 18.5%
Vertical impulse (kg*s)
Mean of 3 trials
(Min-Max) 0.5(0.3-0.8)  0.5(0.3-1.5) 1.0 (0.7-2.2) 0.8 (0.4-6.1) 0.8 (0.2-5.1) 1.6 (0.8-11.2)
Coefficient of dispersion
Inter-trials 8.7% 9.0% 5.9% 13.7% 14.6% 12.3%
Inter-individual 16.9% 19.5% 16.9% 37.4% 30.9% 33.1%

The peak vertical force and vertical impulse are summarized for thoracic and pelvic limbs. The coefficient of
dispersion was presented to resume the dispersion of the data.

The vertical forces recorded for the second Baseline acquisition session as well as their
spread were comparable to those obtained for the first session. The concordance of the PVF
data between the first and the second Baseline acquisition sessions is presented in Figure 1.
For the thoracic PVF (sum), the Spearman’s ¢ was 0.80 with a coefficient of determination
(R?) of 0.72. The dispersion of the data was slightly higher for pelvic PVF (sum) compared
to thoracic PVF values corresponding to a Spearman’s ¢ of 0.79 and a R? of 0.67. Using
intraclass coefficient correlation (ICC) indeXx, the reliability between the acquisition sessions
were as follows: values of 0.82 (95% confidence interval (Clgs) 0.66—0.91) and 0.55 (Clgs
0.25-0.75) for the thoracic and pelvic PVF values, respectively. For thoracic and pelvic VI
(sum), the ICC index was 0.67 (Clgs 0.36-0.83) and 0.63 (Clgs 0.35-0.81), respectively.

As an attempt to limit the dispersion of the data recorded on the pressure-sensitive
mattress, selected variables (i.e., height, length, and body weight of the cat as well as
velocity and time to completion) were used to normalize the PVF and VI (sum) values.

Table 2 presents raw as well as normalized, thoracic, or pelvic PVF and VI data, after
having combined values of both Baseline acquisition sessions. For the PVF generated when
the thoracic limbs hit the mattress, normalization by the height (ground to shoulders) of
the cats reached the lowest data dispersion. For the pelvic PVF and VI, normalization by
the body weight led to the lowest data dispersion.

Normalized data were used to determine a treatment effect. The placebo group was
stable over time according to the univariate analysis (p > 0.114). A significant within-time
change for the pooled treatment group was reported for the velocity on the ramp (p < 0.001),
the time to task completion (p = 0.003), thoracic PVF (p = 0.004), pelvic PVF (p = 0.018), and
thoracic VI (p = 0.002).

Cats in the pooled treatment group trotted faster on the ramp and spent less time passing
the mattress at timepoints Day 15 (treatment period) and Day 24 (first recovery timepoint;
Recov-1) compared to their Baseline (p < 0.038). Their velocity was higher on the platform at
the first (Day 24) compared to Recov-2 (Day 36) timepoint (p = 0.016) whereas they tended
to spend less time on the mattress compared to placebo group (p = 0.058) at Recov-1. By
comparing the different dose-groups, group B had a higher platform velocity at Recov-1
compared to Baseline (p < 0.001) and even to Treatment (p < 0.001) periods. Group B showed
a significant (p = 0.004) decrease in velocity between both recovery timepoints (see Figure 2
for the within-time velocity on the platform). On the mattress, group B cats completed the
task faster at Treatment (p < 0.001) and Recov-1 (p = 0.003) compared to Baseline.
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PVF values of the second acquisition session (kg)

10

PVF values of the first acquisition session (kg)

PVF values of the second acquisition session (kg)
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PVF values of the first acquisition session (kg)

Mean of the three trials for the Time 1 or the Time 2 — — Reference line

Figure 1. Concordance plot for the PVF values obtained during the first (x axis) and second
(v axis) baseline acquisition sessions for (A) the thoracic limbs and (B) the pelvic limbs. Each
point corresponds to the mean of the three valid trials for one cat. A perfect concordance is reflected
by a 45° slope (dotted line).

Table 2. Best normalization process for Effort Path values.

Peak Vertical Force (kg) Vertical Impulse (kg*s)

Thoracic Limbs Pelvic Limbs Thoracic Limbs Pelvic Limbs

Raw Data

Mean values (Min-Max) 11.7 (7.5-15.2) 15.5 (7.3-23.2) 1.0 (0.7-1.7) 1.5 (0.9-8.1)
Coefficient of dispersion

Inter-individual 11.9% 21.2% 17.2% 26.0%
Normalization Process

Best normalization Ground to Shoulders Body Weight Body Weight Body Weight

Coefficient of dispersion

Inter-individual 9.9% 14.6% 10.1% 21.6%

Raw data of the thoracic or pelvic peak vertical force and vertical impulse are presented for the baseline period.
The variable resulting in the best normalization, basing on the data dispersion, is presented. The coefficient of
dispersion is indicated for raw data and after normalization process.

The thoracic PVF decreased in the pooled treatment group, from Baseline to Recov-1
(p = 0.004), and the decrease was close to statistical significance (p = 0.051) from Treatment
to the same Recov-1. The pooled treatment group thoracic PVF was higher than for the
placebo group during Treatment (p = 0.043) and Recov-2 (p = 0.034). Comparing the
different dose-groups, group A cats, receiving the highest dose of firocoxib, had a decreased
PVF at Recov-1 (p = 0.026) compared to Baseline.

The pooled treatment group of pelvic PVF increased from the Baseline to Recov-1
timepoint (p = 0.025) and tended to be higher at Treatment (p = 0.066) and Recov-2 (p = 0.076).

The thoracic VI, in the pooled treatment group, decreased from Baseline to Treatment
(p = 0.021) and to Recov-1 (p = 0.001). Compared to Baseline, a significant decrease was
reported at Recov-1 (p = 0.004) for group B. No difference was observed within-time or
between groups for pelvic VI. The descriptive data of PVF and VI are reported in Table 3.
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Figure 2. Cat velocity on the platform before jumping down. p-values are adjusted using Bonferroni
correction. Group A = 0.40 mg/kg, Group B = 0.25 mg/kg, Group C = 0.15 mg/kg of Firocoxib.
Recov-1 and Recov-2 = first and second recovery periods.

Table 3. Descriptive analysis of peak vertical force and vertical impulse raw data according to
treatment phases.

Group

Baseline

Treatment

Recov-1

Recov-2

Peak vertical force—Thoracic limbs (kg)

Pooled Treatment

11.9 (8.6-15.2)

11.7 (9.2-14.3) 2

11.2 (8.7-15.1) !

11.4 (8.3-14.5) 2

Placebo 11.1 (7.5-14.1) 10.8 (8.2-12.5) 10.9 (8.4-12.3) 104 (5.8-12.7)
A 11.4 (8.8-14.1) 11.1 (9.2-13.9) 10.5 (8.7-13.1) ! 11.1 (8.5-13.7)
B 11.7 (9.7-15.0) 12.1 (9.9-14.3) 11.6 (8.9-15.1) 11.7 (10.3-14.5)
C 12.5 [10.7-15.2] 12.1 (9.9-14.2) 11.7 (10.0-14.0) 11.6 (8.3-13.9)

Peak vertical force—Pelvic limbs (kg)

Pooled Treatment

16.1 (9.3-23.2)

16.5 (9.9-21.7)

16.7 (9.7-23.2) !

16.4 (7.4-22.3)

Placebo 13.8 (7.3-21.1) 14.8 (6.9-21.9) 14.7 (11.2-19.2) 14.8 (8.5-21.8)
A 14.219.3-19.2) 14.6 (10.9-17.3) 14.8 (10.5-18.9) 14.9 (10.7-18.2)
B 16.8 (9.7-23.2) 17.1 (13.4-21.7) 17.6 (14.0-23.2) 169 (11.6-22.3)
C 17.4 (13.1-21.4) 17.8 (9.9-21.1) 17.9 (9.7-22.3) 17.3 (7.4-20.3)

Vertical impulse—Thoracic limbs (kg*s)

Pooled Treatment 1.0 (0.7-1.7) 0.9 (0.6-1.3) ! 0.9 (0.7-1.3) ! 0.9 (0.2-1.3)
Placebo 1.0 (0.8-1.4) 0.9 (0.7-1.1) 0.9 (0.7-1.2) 0.9 (0.7-1.1)

A 0.9 (0.8-1.3) 0.9 (0.6-1.2) 0.8 (0.7-1.1) 0.8 (0.7-1.2)

B 1.0 (0.7-1.5) 1.0 (0.7-1.3) 0.9 (0.7-1.3) ! 1.0 (0.8-1.3)

C 1.1 (0.8-1.7) 0.9 (0.7-1.2) 0.9 (0.8-1.2) 0.9 (0.2-1.1)

Vertical impulse—Pelvic limbs (kg*s)

Pooled Treatment 1.5 (0.9-5.4) 1.3 (0.9-2.0) 1.3 (0.8-1.9) 1.3 (0.3-2.1)
Placebo 1.3 (1.0-1.8) 1.3 (1.0-1.6) 1.3 (1.0-1.6) 1.3 (1.0-1.7)

A 1.4 (1.1-1.8) 1.2 (0.9-1.5) 1.2 (0.9-1.7) 1.2 (0.9-1.6)

B 1.7 (0.9-5.4) 1.4 (1.0-2.0) 1.3 (0.9-1.9) 1.4 (1.0-2.1)

C 1.5 (1.1-2.5) 1.4 (1.1-1.8) 1.4 (0.8-1.8) 1.3 (0.3-1.6)

Mean (Min-Max)

1 p < 0.05 compared to Baseline; 2 p < 0.05 compared to placebo group. Bonferroni adjustment was used.
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2.2. Stairs Assay Compliance

Three cats were excluded from the analysis (one was not able to complete the evaluations
and two presented too much variability) during Baseline. For the remaining cats, the stairs
assay compliance (Stairs) values of the first and second Baseline acquisition sessions are
summarized in Table 4. In general, the twenty-nine cats climbed down fewer steps than they
climbed up. The time taken to go up and down the 16-steps was similar, but the dispersion of
the data was higher for the time required to go upstairs. On both Baseline acquisition sessions,
the inter-individual coefficient of dispersion was elevated (18.1-25.2%) for the number of
steps and (35.5-75.4%) for the time necessary to climb up or down the stairs.

Table 4. Stairs assay compliance values for the first and second baseline acquisition sessions.

Number of Steps Time (s)
Going up Going down Going up Going down
First session

Mean values (Min—-Max) 95 (41-144) 84 (32-112) 5(2-22) 4 (1-9)
Coefficient of dispersion

Inter-individual 25.2% 23.5% 75.4% 35.5%

Second session
Mean values (Min-Max) 103 (32-160) 97 (32-160) 4 (2-9) 4 (2-17)
Coefficient of dispersion

Inter-individual 18.1% 24.7% 49.7% 39.4%

The number of steps and the time to complete one passage of the Stairs at both baselines are summarized. The
coefficient of dispersion reflects the dispersion of the data.

ICC values for the between sessions were as follows: 0.74 (Clys 0.49-0.87) and 0.68 (Clgs
0.31-0.86) for the number of steps up and down, respectively. For the time required to climb
up and down, ICC values were 0.24 (Clgs —0.15-0.56) and 0.41 (Clgs 0.06-0.67), respectively.
Normalization according to morphometric data (i.e., height, length, and body weight of the
cat) were used as an attempt to limit the dispersion of inter-individual values (Table 5). A
decrease of the inter-individual dispersion was found for the number of steps up, the time
required to climbed up and down, with a normalization by, respectively, the length (chest to
croup), the bodyweight, and the ground to elbow height measurements. No normalization
improved the uniformity of the data for the number of steps down.

Table 5. Best normalization process for the stairs assay compliance values.

Number of Steps Time (s)
Going up Going down Going up Going down
Raw data
Mean values (Min-Max) 98 (32-160) 90 (32-160) 4.5 (1.5-22.0) 3.9 (1.3-17.0)
Coefficient of dispersion
Inter-individual 22.6% 22.4% 60.0% 38.5%
Normalization process
Best normalization Chest to Croup / Bodyweight Ground to Elbow
Coefficient of dispersion
Inter-individual 21.6% / 55.0% 35.5%

The number of steps and the time to complete one passage are summarized for the raw data and after the
normalization process. The variable resulting in the best normalization, according to the coefficient of dispersion,
is indicated.
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The finish line analysis was used as a new potent strategy to limit the data dispersion.
This analysis allowed the inclusion of the two cats with the highest variability. Taking all
cats performing Stairs (n = 31) in consideration, 32% were able to complete the finish line
up and 23% the finish line down. The data dispersion associated with this distribution
is summarized in Table 6. The coefficient of dispersion was improved by 3- and 17-fold,
compared to the previous normalization, for the number of steps and time, respectively.

Table 6. The Finish Line Completed descriptive analysis.

Number of Steps Time (s)
Going up Going down Going up Going down
Raw Data
Mean values (Min-Max) 123.6 (108.0-144.0)  120.0 (112.0-136.0) 2.7 (2.0-6.0) 2.3 (2.0-3.0)
Coefficient of dispersion
Inter-individual 3% 7% 22% 2%

Finish Line Up completed (% of cats)

The number of steps and the time to complete one passage are summarized for cats completing the finish line.
The finish line up was used to determine the going up and the finish line down allows to distinguish cats for the
going down.

By distinguishing cats into pooled treatment and placebo groups, the percentage of
cats crossing the finish line was similar between groups (p = 0.610) and for both Baselines
(p = 0.097). Both Baseline-values were averaged for the following analyses. The percentage
of cats reaching the finish line within-time is presented in Figure 3. The placebo group
was stable within-time (p > 0.567). The percentage of cats crossing the finish line increased
hugely in the pooled treatment group, compared to Baseline, during both Treatment
(up: p = 0.008; down: p = 0.036) and Recov-2 periods (up: p = 0.018; down: p = 0.017). The
number of cats completing the finish line was higher than those in the placebo group during
the Treatment period (p = 0.032). The statistical model used was not sensitive enough to
detect a dose-dependent effect (Type II error).

A. B.
100 __ 100
P=0.032 )
P=0.018 8 P=0.017
- “ .
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Figure 3. The Finish Line completed for up (A) or down (B) passages. Group A = 0.40 mg/kg, Group
B = 0.25 mg/kg, Group C = 0.15 mg/kg of Firocoxib. Recov-2 = second recovery period.
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3. Discussion

About 80% of the feline geriatric population is affected by OA [15]. Despite the
wide occurrence of this disease, it remains largely underdiagnosed and consequently
undermanaged [16-18]. At the present time, there is no gold standard to objectively
evaluate an OA cat’s functional (dis)abilities. Despite some feline OA questionnaires
taking into consideration mobility-impaired activities, such as climbing stairs [19,20], the
subjectivity in owner assessment always leads to a significant caregiver placebo effect [21].

As a comparison, humans affected by knee or hip OA can be assessed for their physical
capacity according to specific objective exercises, such as the 6-min walk test, the stairs
climbing test, the time up and go, and gait analysis [22-24]. Therefore, there is a need of
performance-based objective outcome measures to better diagnose OA in cats.

Podobarometric gait analysis using a pressure-sensitive mattress has been evaluated
in healthy dogs and cats [9,25] and for cats afflicted by OA [18,26]. Submitting cats to
exercise before recording PVF and VI was previously reported to improve sensitivity and
decrease inter-individual data variability of OA detection [27]. We kept this in mind while
designing the innovative Path. Podobarometric analysis has been studied in the situation
of jump reception but only in healthy cats [4]. Regarding the evaluation of cats with OA, to
the best of authors” knowledge, this is the first report of forelimbs reception and hindlimbs
propulsion when jumping down and up, respectively, in movement.

Focusing on Path, to test our first hypothesis, the data dispersion and reliability
between both Baseline acquisition sessions were assessed with the coefficient of dispersion
and ICC. At the last phase of the jump down, we observed that the cats landed on the right
or left thoracic limb first, followed by landing on the pelvic limbs. This delay, however small,
led to a higher value of the first limb touching on the ground, and it often changed from one
trial to another. In consequence, each thoracic limb PVF presents greater variability between
trials or between animals. To limit the data dispersion, the sum of both limbs was used.
In both baseline acquisition sessions, the data uniformity was greater for the thoracic or
pelvic PVF (sum) values (see the coefficients of dispersion values in Table 1). Additionally,
PVF values were more repeatable than VI values. This could be due to the VI calculation;
it is composed of two factors, i.e., the force and the time the limb is in contact with the
ground. Adding a second variable could expose the data to a greater dispersion. Despite a
larger inter-individual dispersion, we noted a decrease of the coefficient of dispersion for
the pelvic VI values at the second Baseline acquisition session. This could be explained by
a better understanding of the Path and so a decrease in variability in the duration of the
limb support. This point is in concordance with the performance-based measure definition.
It evaluates how an individual performs on a specific task, here the jump, and how the task
is approached. It is therefore not aberrant to think that with the habituation, the jump was
apprehended with a slight difference between both Baseline sessions.

A concordance plot was used to represent the agreement of both Baseline acquisition
sessions for PVF data spread. Values of thoracic PVF (Figure 1A) were moderately different
from the reference line (shift about 5 degrees) and the agreement between both sessions
was good with a Spearman’s ¢ of 0.80 and a R? = 0.72. Despite a larger spread of the pelvic
PVF data (R? = 0.67), the regression curve (Figure 1B) was closest to the reference line and
the correlation was as good as for the thoracic PVF data, with a Spearman’s ¢ of 0.79.

Whether for PVF or VI, ICC were good to very good, except for a moderate ICC for
the pelvic PVF values. The latter had more inter-trial and inter-individual variability than
thoracic limbs values. It could be linked to the characteristics of our cat colony; they all are
affected by the OA of at least one pelvic limb joint (most often, hip) or in the lumbo-sacral
vertebral axis. Therefore, the biomechanical alterations of the OA degenerative process
could lead to more influence on the pelvic than thoracic limbs. Further, thoracic limbs are
passive and undergo the jump, unlike the pelvic limbs which generate a force necessary
for the propulsion phase. This could explain why values from pelvic limbs were higher
than thoracic limbs. Nevertheless, a recent study [28] revealed that elbow and hip joints are
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major contributors to energy absorption during landing in healthy cats. How the impact
forces are dissipated during landing for OA cats remains to be determined.

As detailed in the literature many years ago [29] and even more recently [30,31], data
normalization is relevant for dog podobarometric gait analysis. The effectiveness of the nor-
malization process for OA cats was tested in the present study. Morphometric values (i.e.,
length, height), bodyweight, velocity, and time to completion were variables used in the
normalization process. A slight but substantial decrease in the data dispersion of thoracic
PVF was obtained by a normalizing with a ground to shoulders height. Globally, the cats
with the longest shoulder height had higher PVF values. As expected [29], normalizing the
pelvic PVF or VI values by bodyweight led to a decrease in the coefficient of dispersion.
Normalizing simply by bodyweight does not account for the possible differences in mus-
cular mass, bony structures, or body fat. The cat’s flexibility, joint temporal, and spatial
coordination, as well as the swing arm from the thoracic limbs, are also involved in the
countermovement the cat executes for vertical jumping. All these factors would need to be
further explored.

Therefore, the Path presented very good results for data dispersion and reliability,
while normalization improved the inter-individual data variability. For the responsiveness
to treatment, it is important to first highlight that the placebo group was remarkably stable
within-time for all outcomes, and this helped to detect a treatment effect for the pooled
treatment group. In the context of randomized controlled clinical trials, placebo responses
are improvements documented in a negative control group (e.g., a group with no active
intervention). The improvements can be real for the patient, such as those associated
with regression-to-the-mean or a placebo by proxy (‘better care”) effect, or merely as
perceived by the caregiver, such as those associated with a caregiver placebo effect, where
the intense follow-up associated with a study can led to improved caregiver ratings on
subjective measures or increased exchanges with the cat. In either case, real or perceived
improvements in the negative control group can have a profound impact. Indeed, as
previously reported on many occasions, using a subjective scale in naturally occurring
OA-associated pain presented about 54 to 74% of success in cats receiving a placebo [19].
Significant within-time changes occurred in the pooled treatment group, regarding the
velocity on the platform, the time to task completion, the PVF of both thoracic and pelvic
limbs and the VI of thoracic limbs.

Treated cats moved faster on the platform, and they completed the task on the mattress,
at the Treatment timepoint more rapidly than at Baseline. Importantly, thoracic PVF in the
pooled treatment group was higher than in the placebo group at the same timepoint (after
15 days of treatment). This represents a real treatment effect. During the same timepoint,
thoracic VI decreased compared to Baseline. This suggests that the OA cats were able to put
more vertical force in the landing phase, while controlling it better over a shorter period of
time. Finally, pelvic PVF increased compared to Baseline (close to statistical significance),
suggesting the treated cats were able to put more force into propulsion.

The pooled treatment group presented a sustained beneficial effect at Recov-1, i.e.,
4 days after stopping the treatment, for the velocity on the platform and the time to task
completion (both were faster, compared to Baseline). The difference was no longer present
at Recov-2, i.e., 3 weeks after stopping the treatment. At Recov-1, thoracic PVF was the most
sensitive evaluation to detect the treatment withdrawal, as it was lower than Baseline, and
apparent primarily in group A (highest dose of firocoxib). However, pelvic PVF remained
higher than Baseline at Recov-1, and the effect persisted up to Recov-2.

Some dose-dependent effects were also detectable; the group A (highest dose) was the
most sensitive to the treatment withdrawal (rebound effect?) and most beneficial changes
observed in the pooled treatment group were attributable to group B (intermediate dose),
whereas group C (lowest dose) had limited influence. Globally, the firocoxib-induced
analgesia was reflected in each Path component, namely velocity on the platform and
during the task on the mattress, as well as both jumping phases. Cats were able to increase
their comfortable speed before jumping down, to jump with less joint impact but with more
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force, and to shorten their time to completion and to jump up with more propulsion force,
all which reflect a better adaptability of the musculoskeletal system. Although studies have
demonstrated that firocoxib improved the PVF of OA dogs [12], to our knowledge, this is
the first publication supporting its efficacy in a feline OA pain complex task completion.

Although the number of stair steps climbed is impacted by chronic OA pain, no one
to date has developed an objective count of stair compliance. We developed the Stairs
task with the goal to monitor distance activity (number of steps up and down) and the
velocity to realize the task (time up and down). The four minutes of assessment allowed us
to distinguish different cat biomechanical alterations, and this delay was established after
different trials to better engage the cats. Finally, to reflect about the possible fatigue felt by
the OA cat completing the task, we proposed the finish line outcome.

In conjunction with positive enrichment, the Stairs task was successfully completed
by 31 cats. Time up was the less reliable outcome measure, whereas, interestingly, steps
up was more reliable. Cats were constant in the number of steps they climbed up but the
time they spent to ascend changed. Overall, the inter-individual variability was higher
for steps and time up than for steps and time down, possibly reflecting a higher panel
of difficulty in climbing up than down in cat preferentially affected by hindlimb OA.
The Stairs task is complex as many factors could affect the cat’s willingness to climb the
stairs up and down. Therefore, the inter-individual variability was expected to be high,
and also for the same cat in different sessions. The normalization process led to a better
inter-individual homogeneity. Morphometric measurements (i.e., height, length) and the
bodyweight influenced the spread of the Stairs values. The length impacted the number
of steps to climb up; body weight had influence on the time to go up (while it influenced
the pelvic values in Path), and height influenced the time to go down (as it influenced the
thoracic values in Path). However, the impact of these normalizations was limited.

The finish line was used to reduce the data dispersion by distinguishing cats as
responders or not. A statistically significant and huge within-time treatment effect was
detectable for the pooled treatment effect (both for up and down finish line), whereas the
placebo group remained remarkably stable. The finish line up outcome revealed a real
treatment effect at the Treatment period, when comparing pooled treatment and placebo
groups. Moreover, the within-time improvement persisted over the recovery period. The
model of analysis was not sensitive enough to detect a dose-dependent effect (type 11
error), but a clear trend was observable under Treatment for cats completing the finish line
downwards. Cats receiving the high and intermediate doses were the cats completing more
stairs passages. Regarding the effectiveness of this new “Stairs Finish Line” strategy, it will
be particularly interesting to determine the median number of passages for healthy cats as
a potent diagnosis tool for OA cats.

For the performance-based outcomes presented herein, the remaining inter-individual
variability mostly involves the pelvic limbs. Focusing on the biomechanical aspect, the
kinematic analysis of the pelvic limbs of healthy dogs during ascending and descending
stairs revealed the range of motion for coxofemoral, femorotibial, and tibiotarsal joints [32,33].
Pelvic limb joints were more stressed during the climbing of stairs rather than during the
descent. In contrast, the thoracic limb joints of healthy dogs seem more implicated during
the descent than pelvic limb joints [34]. Interestingly, this is in concordance with the best
Stairs data normalization process, meaning bodyweight influences the time taken to climb
stairs and the height of thoracic limbs influences the time taken to descend. Furthermore,
healthy old dogs have a decreased range of motion in all joints [35]. If we extrapolate the
kinetic analysis obtained with dogs to the cats, we could say that cats solicit their pelvic
limbs more to ascend stairs, and OA cats have diminished their range of motion in relation
probably to their joint lesions (and age?). This could lead to an increase in variability
concerning the time taken for cats to ascend stairs and the number of steps up. This is true in
humans, in patients affected by OA, as they display a limited range of hip joint movement,
particularly when they ascend stairs [36].
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Even if we validated our hypothesis for both performance-based objective outcomes,
further investigations are needed to obtain valid interpretation of the related results. The
validation is based on a low degree of measurement error, either systematic (corresponding
to the validity) or random (corresponding to the reliability) [37]. In other words, there
are three levels for an instrument measure validation: construct precision, quantification
precision, and translation precision [38]. Since OA influences the gait and the cat activity,
PVF will be lowest for the most affected pelvic limb(s) and the number of steps climbed will
decrease while the time taken to climb increases. Moreover, bodyweight will negatively
affect pelvic activities (jumping up, Stairs time up), height will influence thoracic activities
(jumping down, and Stairs time down), and length of the cat will affect the number of Stairs
for steps up. This information leads to the construct precision. The quantification precision
is based on the reliability, which was moderate to excellent for the Path and fair to good
for Stairs. It still remains to determine the translation precision by assessing healthy cats
in our innovative Path and Stairs to clearly determine the difference of activity compared
to cats with OA. Our study has some limitations, described as follows: due to the sample
size and the multi-joint conditions of each cat, we focused on a global assessment instead
of clustering them according to their affected joints. We presented two novel functional
assessments, and we are aware that analyses could be refined with a distinction in groups
of activity according to the joint(s) affected by OA, the magnitude of the impairment or
the body condition score. Additionally, considering the importance of central sensitization
during the OA chronic pain progression, the degree of nociceptive sensitization affecting
OA cats could be taken into consideration in order to favor individual mechanistic-based
treatment care.

Both complex behavioral Path and Stairs tasks would need to be optimized in the
future. For example, the jumping up was defined at a height of 44 cm, which was easily
performed by OA cats. In contrast, a jump of 100 cm was achieved by healthy cats, as
reported [4,16]. The healthy cats used the flexibility of their backs to absorb kinetic energy
with higher height, but the ground reaction forces increased with the jump height [39,40].
It could be interesting to see the impact of different jump heights on OA cats.

In a world of possibilities, combining the Path and Stairs tasks could be of great
interest. With a fixed number of stairs passages, the velocity, time to completion, and
PVF would be recorded for each passage of the staircase. This could highlight a possible
correlation between the fatigue (i.e., the number of steps climbed), the mechanical forces
produced at each passage and the cat’s motivation.

These new outcomes, Path and Stairs, are promising performance-based outcome
measures to discriminate the dose effect of OA therapy in cats. Furthermore, the Stairs
assessment requires little equipment, presents an apparent huge amplitude in analgesic
responsiveness (which is a major advantage in testing new analgesic efficacy), could be
optimized in the future, and even implemented in a clinic or in the cat owner’s home.

4. Materials and Methods
4.1. Animal and Housing

The study was approved by the Institutional Animal Care and Use Committee (#A176-
BIA19F and #CEUA-Rech-1832). All cat care and handling adhered to the Canadian Council
on Animal Care’s guidelines. Adult neutered geriatric (5.5-12.5y) cats (n = 32; n = 16 females
and n = 16 males) were selected based on radiographic evidence of naturally occurring
OA. Hence, a radiographic screening was performed under sedation for thoracic (carpus,
elbow, shoulder) and pelvic (tarsus, stifle, hip) limbs, including lumbo-sacral vertebral axis,
with all requested views to confirm the diagnosis of radiographic OA. All X-rays were
reviewed and scored, independently and blindly, by a Diplomate of the American College
of Veterinary Surgeons (B.L.). The radiographic score corresponds to the summation of
the scores (0-5) of the twelve joints evaluated. To be selected, a cat had to present some
radiographic alterations (i.e., presence of osteophytes and/or subchondral sclerosis or
cysts) in at least one appendicular joint to be designated as having OA. Lesions, such as
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meniscal mineralization or enthesiophytes, had to be associated with osteophytes and/or
subchondral alteration to be radiographically significant.

Included cats were healthy (excepted the OA diagnosis) according to a physical exam
and the absence of clinical and pathological findings. They were also selected based on their
behavioral compliance. The cat’s characteristics (name, sex, age, number of joints affected,
radiographic and body condition scores) are presented in Appendix A. Cats were part
of a colony, they were group-housed in lighting-, temperature-, and humidity-controlled
rooms which contained environmental enrichment (perches, covered and uncovered beds,
scratching posts, and toys). Cats were fed twice daily with commercial foods according to
the manufacturer’s recommendations. Fresh water was available ad libitum. Four weeks
before the beginning of the experiment, cats were free of any treatment, including natural
health products or veterinary diets purported to relief or ease the clinical signs of OA.

The following morphometric measurements (centimeters) were recorded for each cat:
heights (ground to shoulders, ground to elbow, and ground to half of the forearm); and
length (chest to croup). Cats were also weighed (kg) before each data acquisition session.

4.2. Treatment and Study Design

Cats were randomly distributed into four groups according to the firocoxib dose (Group
A:0.40, B: 0.25, C: 0.15 and D: 0.00 mg/kg bodyweight SID). The pooled treatment group
refers to groups A, B, and C, whereas the placebo group corresponds to group D alone.

After acclimation over five weeks, cats were evaluated for three consecutive 3-week
periods, i.e., twice during the baseline period for Path and Stairs, once for Path and Stairs
during the treatment period with daily oral administration, and twice for Path and once for
Stairs during the recovery (Recov-1 and Recov-2) period. Cats were continuously assessed
by two registered veterinary technicians under the supervision of one registered doctor in
veterinary medicine.

4.3. Effort Path

As depicted in Figure 4, the Path consisted of a custom-made initial walking ramp
(427 cm long; 50 cm wide; and 100 cm high), a jump down of 56 cm, a walk over a pressure-
sensitive mattress (176 cm long; 37 cm wide (Tekscan Inc, Boston, MA, USA)) and finally,
a jump up of 44 cm on a second ramp. The Path was enclosed by transparent plexiglass
screens to make sure the cat moved naturally and undisturbed. When the cat contacted
on the pressure-sensitive mattress, a podobarometric gait analysis was performed at a
resolution of 1.4 sensels/cm?. The calibration of the pressure-sensitive mattress was carried
out at the beginning of the study according to the manufacturer’s recommendations.

Twice a week for five weeks, cats were conditioned to move freely at a comfortable
velocity (average of 1.5 meters (m)/second (s)) across the Path using positive reinforcement
(treats, petting, toys) during or at completion of the path.

Three to five trials were obtained for each cat. The first three valid trials (assessed
after the experiment) were selected, and then averaged to characterize the gait profile for
that session. A trial was considered as valid when a cat moved with regular and sufficient
speed and in a straight direction with a good recording of ground reaction forces. We
estimated a total per assessment test of 10 to 12 passages before collecting these three trials,
and the maximum number of passages allowed for each session was 16. The timepoints of
assessment for Path were Day —20 and Day —6 for Baseline, Day 15 for Treatment, Day 24
for Recov-1, and Day 36 for Recov-2.
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b
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Figure 4. Illustration of the Effort Path. The cats walked/trotted across the walking ramp, jumped
down onto a pressure-sensitive mattress and jumped up onto a raised ramp. Measurements were:
(1) velocity (speed of movement across the walking platform), (2) peak vertical force (PVF), (3) vertical
impulse (VI) as cats jumped down and up from the pressure sensitive mattress, and (4) the number of
frames (reflecting the time to passing the pressure sensitive mattress). The entire path was enclosed
by transparent plexiglass to allow cats to move naturally and undisturbed. The cats were positively
motivated by rewards provided at the end of the Effort Path.

Performance-Based Outcome Measures for the Effort Path

The cat’s velocity on the platform was monitored using a set of three photoelectric
cells (LACIME; Ecole de Technologie Supérieure, Montréal, QC, Canada). The velocity was
expressed in meters per second (m/s).

Peak vertical force and vertical impulse were recorded for both thoracic limbs when the
cats hit the pressure-sensitive mattress and for both pelvic limbs when jumping up on the
second ramp. The thoracic or pelvic PVF and VI were expressed in kg and kg*s, respectively.

The number of frames between the first hit of the thoracic limb on the pressure-
sensitive mattress until the last pelvic limb leaves the mattress was recorded. It corresponds
to the time passing over the pressure sensitive mattress, i.e., the time of the task completion.
Each frame was equal to 0.02 s.

4.4. Stairs Assay Compliance

The Stairs was performed using a staircase of 16 steps (step height of 20 cm). Once a
week for five weeks, cats were conditioned (clicker) to climb up and down the stair using
positive reinforcement (treats, petting, toys) at the top and at the bottom of the staircase.
During a four-minute period, cats were encouraged to do the maximum number of up and
down steps they were able to do. The timepoints of assessment for Stairs were Day —18
and Day —4 for Baseline, Day 17 for Treatment, and Day 38 for Recov-2.

Performance-Based Outcome Measures for the SAC

The number of steps reached up and down, and the time (seconds) to ascend and
descend the staircase were recorded for each assay during the four-minute period. During
both baseline assessments, the median value of completed up and down passages for the
population sample (n = 31) was calculated to be 7. The number of cats (percentage) in each
group crossing this “finish-line” of 7 was assessed at each subsequent timepoint.

4.5. Statistical Analysis

For each outcome measures, the mean (Min-Max) was presented as a measure of
central tendency and the interval was representative of the dispersion of the data. In
addition, the coefficient of dispersion was used to evaluate the dispersion of the data [10]
using the formula (1):

Y_|xi — Median|/Sample size

Median 1)
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For the Path inter-trials coefficient of dispersion, xi was the value recorded for each
trial. For the inter-individual coefficient of dispersion, xi was the mean of the three valid
trials recorded. The coefficient of dispersion was expressed in percentage (%).

A process of normalization was undertaken as a potent strategy to reduce the dis-
persion of the data for both performance-based outcome measures using the following
variables: body weight; cats” height and length; and velocity and number of frames (only for
the Path). The normalization resulted in the original data divided by the selected variable.
The potential of the normalized outcomes to reduce the data dispersion was evaluated with
the coefficient of dispersion. Both Baseline acquisition sessions were combined, resulting in
n = 64 cats for Path and n = 58 cats for Stairs.

The agreement between both Baseline acquisition sessions was determined according
to a concordance plot and the Spearman’s ¢ coefficient of correlation. The degree of
reliability between measurements obtained at each session was determined using the
intraclass coefficient correlation (ICC) index. The ICC index was interpreted as follows,
>0.81 very good, >0.61 good, >0.41 moderate, >0.21 fair, and <0.20 poor reliability [41].

The treatment effect assessed was analyzed using a linear mixed model with time (i.e.,
timepoints), treatment groups, and their interaction as fixed factors. Trials were included
as repeated factors. Univariate analysis was presented followed by post-hoc analysis when
a statistically significant difference was observed between fixed factors. For Stairs, the
finish line was analyzed using inferential analysis, Fisher test, or x? test, depending on the
sample size.

5. Conclusions

Our study described for the first time two innovative performance-based objective
outcome measures with only few acclimations in OA cats. The Path and Stairs are reliable
and sensitive measurements of biomechanical alterations in OA cats. Firocoxib induced an
improvement in all phases of jumping, from the velocity to the propulsion for the second
ramp. The stable within-time evolution of the placebo group favored the detection of
studied firocoxib therapeutic effect. The response to treatment for Group B (intermediate
dose) was most apparent during the treatment and recovery periods, while for group A
(high dose) the response to treatment was detected after treatment withdrawal (on Path
at Recov-1). Refinement in linking OA severity to analgesic responsiveness is necessary
to systematically determine a dose-dependent effect. The Path and Stairs are promising
outcomes to better diagnose feline OA pain and precisely detect analgesic efficacy.
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Appendix A

Table A1. Characteristics of the 32 cats included in the study.

CatID Sex Age Radiographic Score Number of Joint Affected Body Condition Score
F-001 F 7.5 8 2 5
F-002 M 6.5 1 1 5
F-003 M 9.5 6 4 4
F-004 F 9 2 2 5
F-006 M 10.5 5 5 5
F-008 M 6.5 2 1 6
F-025 F 9.5 6 2 6
F-010 F 10 3 2 5
F-027 F 8.5 6 6 5
F-028 M 12.5 6 2 5
F-029 M 9.5 2 2 5
F-030 M 7.5 13 6 6
F-011 M 5.5 2 2 5
F-012 M 8.5 7 3 5
F-035 M 10.5 8 2 6
F-013 F 8.5 8 2 6
F-014 F 7.5 8 2 5
F-036 F 115 7 7 6
F-037 F 9.5 15 6 6
F-015 F 115 9 5 5
F-016 F 8.5 3 3 6
F-017 M 10.5 6 2 5
F-020 F 6.5 8 2 8
F-039 M 8.5 3 3 5
F-041 F 8.5 4 3 5
F-042 M 7 3 3 4
F-043 M 7 2 2 5
F-044 M 8.5 6 2 7
F-045 F 6.5 7 3 7
F-046 F 9.5 6 4 5
F-047 F 10.5 4 4 5
F-024 M 9.5 8 3 6

The radiographic score corresponds to the sum of each joint score, for a total of twelve joints evaluated (from 0 to
5). The body condition score was assessed using a 1 to 9 scale. F = Female, M = Male.
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Abstract: The triggering receptors expressed on myeloid cells (TREMs) are a family of activating im-
mune receptors that regulate the inflammatory response. TREM-1, which is expressed on monocytes
and/or macrophages and neutrophils, functions as an inflammation amplifier and plays a role in
the pathogenesis of rheumatoid arthritis (RA). Unlike TREM-1, the role in RA of TREM-2, which is
expressed on macrophages, immature monocyte-derived dendritic cells, osteoclasts, and microglia,
remains unclear and controversial. TREM-2 ligands are still unknown, adding further uncertainty to
our understanding of TREM-2 function. Previously, we demonstrated that TREM-1 blockade, using a
ligand-independent TREM-1 inhibitory peptide sequence GF9 rationally designed by our signaling
chain homooligomerization (SCHOOL) model of cell signaling, ameliorates collagen-induced arthritis
(CIA) severity in mice. Here, we designed a TREM-2 inhibitory peptide sequence IA9 and tested it in
the therapeutic CIA model, either as a free 9-mer peptide IA9, or as a part of a 31-mer peptide IA31
incorporated into lipopeptide complexes (IA31-LPC), for targeted delivery. We demonstrated that
administration of IA9, but not a control peptide, after induction of arthritis diminished release of
proinflammatory cytokines and dramatically suppressed joint inflammation and damage, suggesting
that targeting TREM-2 may be a promising approach for the treatment of RA.

Keywords: triggering receptors expressed on myeloid cells; TREM-1; TREM-2; inflammation; innate
immunity; signal transduction; macrophages; cytokines; nanomedicine; drug delivery systems;
rheumatoid arthritis

1. Introduction

Rheumatoid arthritis (RA) is an autoimmune and inflammatory disease that affects
0.24-1% of the world population [1,2]. Uncontrolled joint inflammation in RA results in
cartilage damage and bone destruction and, eventually, in disability [3]. Life expectancy of
patients with RA is reduced by 3-18 years [4] and 80% of RA patients are disabled after
20 years [5]. Despite recent advances [1,6,7], there is no cure for RA yet and 30-50% of RA
patients do not respond, or respond poorly, to the first-line standard treatments [8,9], and,
among those who respond, 50% relapse shortly after treatment cessation [9], showing an
urgent need for new therapies.

Myeloid cells, including macrophages, play a central role in the pathogenesis of
RA[10,11]. The abundance and activation of macrophages in the inflamed synovial mem-
brane have been demonstrated to significantly correlate with the severity of RA [10,12,13].
Only those therapies that reduce the number of synovial sublining macrophages are
likely to be clinically meaningful [14]. Proinflammatory cytokines, such as tumor necrosis
factor-« (TNF«), interleukin-1 (IL-1), and IL-6, as well as macrophage colony-stimulating
factor (M-CSE, also known as CSF-1) are involved in macrophage development, activation,
growth, and differentiation, representing promising targets in RA [15]. Blocking IL-6 is
known to decrease the number of osteoclasts [16] and inhibit joint damage in collagen-
induced arthritis (CIA) [17], as well as in human RA [18]. Several biologics that block
specific cytokines were approved to treat RA, including blockers of TNFa (e.g., Humira®
and Remicade®) and IL-1 receptor (Kineret®). Due to excessive immunosuppression,
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the use of these and similar agents can cause fatal infections, malignancies and septic
arthritis [19-21]. In RA patients with a high baseline TNF, a higher dose of Remicade® is
necessary, whereas lower doses are sufficient for those with a low baseline TNF [22,23],
leading to the critical need for personalization [24]. This further outlines an immediate
need for efficient, safe and well-tolerable RA therapy. Importantly, targeted delivery, such
as therapy to myeloid cells of interest (e.g., macrophages) would not only strike the cells
that mediate or amplify most of the permanent tissue destruction but also spare other
cells that do not affect joint damage [13,25].

Triggering receptors expressed by myeloid cells 1 and 2 (TREM-1 and TREM-2, re-
spectively) are involved in inflammation and activate myeloid cells through their signaling
partner, DAP-12 [26]. TREM-1, which is expressed on monocytes, macrophages and neu-
trophils, mediates release of TNF«, IL-13, IL-6, and CSF-1 [27,28], and is highly upregulated
in the synovium of RA patients [27]. In experimental arthritis, therapeutic inhibition of
TREM-1 ameliorates disease [29,30] and, importantly, can blunt excessive inflammation
without affecting pathogen clearance [31]. Certain macrophages and neutrophils express
both TREM-1 and TREM-2, whereas dendritic cells, osteoclasts, and microglia exhibit
predominant expression of TREM-2 [26]. While the detrimental role of TREM-1 in inflam-
matory diseases, including RA, has been well established in most studies [32], that of
TREM-2 has been largely controversial. Contrarily to TREM-1, that acts as an inflammation
amplifier, TREM-2 has been shown to act either as a negative [33-38] or positive [39-42]
regulator of inflammation in various inflammatory diseases.

High upregulation of TREM-2 in active RA synovium and its subsequent downregula-
tion in inactive RA suggest a role of TREM-2 in RA-induced inflammation [43]. TREM-2
has been shown to be upregulated in the synovial tissue of rats with CIA [44]. However, to
the author’s knowledge, no studies have yet investigated the effect of inhibition of TREM-2
in experimental arthritis.

Similarly to TREM-1, numerous molecules were proposed as potential ligand(s) for
TREM-2, ranging from various anionic molecules, such as phospholipids and proteoglycans,
to apolipoproteins (apos) and heat shock proteins [45]. This suggests that the actual
nature of the TREM-2 ligand(s) and mechanisms of TREM-2 signaling are still not yet well
understood, impeding the development of clinically relevant inhibitors of TREM-2.

In the present study, we used the basic molecular principles of the signaling chain ho-
mooligomerization (SCHOOL) model of multichain immune recognition receptor (MIRR)-
mediated cell signaling [46—-48] to rationally design the peptide sequence IA9 for inhibition
of TREM-2, a member of the MIRR family (Figure 1A). This nonapeptide employs a novel,
ligand-independent mechanism of inhibition and can reach its site of action in the cell mem-
brane from both outside and inside the cell (Figure 1B). As for other ligand-independent
peptide inhibitors of various cell receptors (SCHOOL peptides) [48], this mechanism of
action not only overcomes the uncertainty of TREM-2 ligand(s), but also allows the use of
IA9, either in the form of free peptide, to target TREM-2 on virtually all TREM-2-expressing
cells (Figure 1A, Route 1), or formulated into self-assembling lipopeptide complexes (LPC)
that mimic human high density lipoproteins (HDL) for targeted intracellular delivery of
IA9 to macrophages (Figure 1A, Route 2). To formulate IA9 sequence-containing LPC,
we applied a strategy similar to that previously used to design targeted TREM-1 peptide
therapy for arthritis [30] and combined the TREM-2 inhibitory peptide sequence IA9 with
the 22 amino acid residues long peptide sequence of the apo A-I helix 6 (PA22) (Figure 1C).
The resulting peptide IA31 interacts with lipids forming nanosized LPC (IA31-LPC). Due to
a sulfoxidized methionine residue in the PA22 domain, these LPC provide targeted delivery
of IA31 to cells (e.g., macrophages) via interaction with scavenger receptors (e.g., type A
scavenger receptor, SR-A, most abundantly expressed on macrophages [49]) (Figure 1C). In-
terestingly, SR-A plays a role in excessive synovial osteoclastogenesis, a hallmark of RA [50].
SR-A is mainly involved in an early phase of this process and its level of expression declines
during osteoclast differentiation [51].
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Figure 1. Schematic depiction for the proposed concepts of ligand-independent TREM-2 inhibition
and macrophage-targeted drug delivery. (A) Peptide IA9 self-inserts into the cell membrane from
outside and inhibits TREM-2 on any TREM-2-expressing cell (1). IA9 delivered into macrophages self-
inserts into the cell membrane from inside and inhibits TREM-2 expressed on these cells (2). (B) Sim-
ilar to SCHOOL peptide inhibitors of other cell receptors [48], IA9 employs ligand-independent
mechanisms of action and blocks interactions between TREM-2 and its signaling partner DAP-12 in
the cell membrane. (C) Schematic representation of a trifunctional peptide IA31 capable of formation
of lipopeptide complexes (IA31-LPC) upon interaction with lipids. Due to sulfoxidized methionine in
the PA22 domain, IA31-LPC deliver IA31 to cells (e.g., macrophages) via interaction with scavenger
receptor (e.g., type A scavenger receptor, SR-A), where the released IA31 inhibits TREM-2.

We demonstrated, for the first time, that in the CIA mouse model, IA9 and
IA31-LPC systemically administered after induction of arthritis both markedly suppress
the rate of disease progression and joint inflammation, diminish release of plasma and joint
proinflammatory cytokines and CSF-1, and significantly decrease synovial tissue sublining
CDé68, F4/80, TREM-1 and TREM-2 expression. We also comparatively studied TREM-1
inhibitory SCHOOL peptide sequence GF9 in the form of free peptide GF9, and formulated
into macrophage-targeted LPC, as part of a trifunctional peptide GA31 (GA31-LPC) [30].
We showed that IA9 and IA31-LPC tend to have higher efficacy in the therapeutic CIA
model used in this study compared to that of GF9 and GA31-LPC. Collectively, our data
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suggest that TREM-2 inhibition, using ligand-independent inhibitory SCHOOL peptides,
can be a safe, effective and well-tolerable alternative therapy for the treatment of RA.

2. Results
2.1. Reduction of Inflammation and Suppression of Arthritis in a Therapeutic CIA Model

Previously [30], we used our proposed molecular mechanisms of transmembrane
signaling [46,47] and targeted drug and imaging agent delivery [52,53] to design TREM-1
inhibitory peptide sequence GF9, and demonstrated that prophylactic administration
of GF9 as a free peptide GF9 or delivered in the HDL-mimicking macrophage-targeted
LPC formulations, efficiently reduces arthritis progression and protects against bone
and cartilage damage in mice with CIA, the most widely studied autoimmune model of
RA [54].

In this study, we used the same concepts to design free and LPC-bound TREM-2
inhibitory IA9 sequences (Figure 1), evaluated their anti-inflammatory and anti-arthritic
effects in the therapeutic CIA mouse model and compared them with those of free and
LPC-bound GF9 sequence-based inhibitors of TREM-1.

When systemically (intraperitoneally, i.p.) administered at 25 mg/kg, IA9, but not
a control peptide IA9-G, ameliorated arthritis severity compared to vehicle-treated mice
(Figure 2A). The difference between the IA9- and vehicle-treated groups started on day
29 and continued until day 42 (Figure 2A). Therapeutic treatment with IA9, but not vehicle
or IA9-G, significantly reduced the arthritic score by day 42 showing the anti-arthritic effect
not significantly different from that of 10 mg/kg oral prednisolone used as a positive control
(Figure 2A). No therapeutic activity was observed for 2.5 mg/kg IA9 suggesting its effect
is dose dependent. Therapeutic effect has also been observed for GF9 at a dose of 25 but
not 2.5 mg/kg administered daily, starting day 28 for 14 consecutive days (Figure 2A). In
contrast to the previously demonstrated prophylactic effect of 25 mg/kg of GF9 in CIA
that was not significantly different from that of 0.1 mg/kg dexamethasone used as positive
control [30], the therapeutic effect of 25 mg/kg GF9 observed here was significantly lower
compared to that of the positive control (Figure 2A).

To test whether incorporation of TREM-2 inhibitory peptide sequence IA9 as a part of
trifunctional peptide IA31 (Figure 1C) into macrophage-targeted LPC (IA31-LPC) affects its
therapeutic efficacy in CIA, we used IA31 and POPC to prepare IA31-LPC1 with a mean
particle diameter of 94 nm and polydispersity index (PDI) < 0.2 indicating monodispersity
of these particles. GA31-LPC1 particles of similar size and size distribution (a mean particle
diameter of 96 nm and PDI < 0.2) were also prepared and studied comparatively.

Earlier studies of liposomes loaded with superoxide dismutase in arthritic rats [55,56]
demonstrated that small-sized liposomal formulations have significant advantages over
large-sized formulations in terms of localization at arthritic sites and anti-arthritic activity.
Recent studies of dexamethasone-loaded liposomes showed that the smallest liposomes
(75 nm mean diameter with PDI < 0.2) were the ones that resulted in the higher anti-
arthritic efficacy in arthritic rats in terms of suppression of paw thickness, and reduction
of arthritic scores, proinflammatory cytokines and transaminase levels compared to two
other liposomal formulations with similar dexamethasone content but larger sizes (150 and
300 nm mean diameters; both with PDI < 0.2) [57]. To test a possible particle size effect
on the therapeutic activity of the LPC-based formulations used in this study, GA31-LPC3
with a mean particle diameter of 140 nm and PDI < 0.2 were prepared using GA31, POPC,
cholesterol, and cholesteryl oleate, and studied comparatively.

IA31-LPC1, GA31-LPC1 and GA31-LPC3 were i.p. administered (all at the same dose
of 13 mg peptide/kg) daily starting day 28 for 14 consecutive days. Despite a 2-fold de-
crease in the administered dose of peptide inhibitor, therapeutic treatment with IA31-LPC1
resulted in the observed anti-arthritic efficacy (Figure 2B), comparable to that observed for
25 mg/kg free IA9 (Figure 2A) and the positive control (Figure 2B). The therapeutic effect
of 13 mg of GA31/kg GA31-LPC1, while significant compared to vehicle-treated mice,
was significantly lower compared to that of the positive control (Figure 2B). In contrast, a
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significant decrease in the rate of disease progression was observed in the first several days
of treatment with GA31-LPC3, which later disappeared (Figure 2B). Interestingly, in our
previous studies in the prophylactic CIA mouse model [30], LPC of similar size (140 nm
and PDI < 0.2), prepared using POPC, cholesterol, cholesteryl oleate, and an equimolar
mixture of two trifunctional TREM-1 inhibitory peptides GA31 and GE31 (GA/E31-LPC),
delayed and reduced arthritis progression exerting persistent prophylactic anti-arthritic
effects that was comparable to that of the positive control. In line with the findings reported
for dexamethasone-loaded liposomes of different sizes [57], our data likely indicate that the
larger size of GA31-LPC3, compared to that of GA31-LPC1 and IA31-LPC1, may prevent
their efficient accumulation at the local (joint) inflammatory sites. Systemic and local events
in inflammatory arthritis are thought to be discrete processes, driven by multiple mediators
with distinct temporospatial profiles [58,59]. Thus, when given before arthritis begins, the
140 nm-sized TREM-1 inhibitory LPC formulations may effectively prevent CIA, most
likely by means of inhibiting systemic inflammatory response [30]. However, when injected
after onset of joint inflammation, while initially highly effective, these formulations rapidly
lose their anti-arthritic efficacy (Figure 2B), probably due to their inability to access the joint
and suppress local inflammation.

N
-
L

A
=)
1

B8 25 mg/kg IA9** *

E3 2.5 mg/kg 1A9

(A) (B)
== Vehicle (PBS) == 10 mg/kg Prednisolone**** = Vehicle (PBS) =¥ 10 mg/kg Prednisolone****
*© 25mglkg GF9 “® 25 mg/kg GFo" " - T 13 mglkg IA31-LPC1 ™
~ @ 25mglkg IA9 @ 25 mglkg IA9* & 10l 13 mg/kg GA31-LPC3 gre
<= 101 .0 25mgkg GFo-G Y Tk 13 mglkg GA31-LPC1*+*
e ‘O 25 mglkg 1A9-G r =
2 k% o e
o L. ]
@ ®
(5] O
= 54 = 54
£ £
£ €
< <
28 30 32 34 36 38 40 42 28 30 32 34 36 38 40 42
Days after first immunization Days after first immunization
©) (D)
= Vehicle (PBS) £+ 13 mg/kg IA31-LPC1 - _ _
= 10 mg/kg Prednisol 13mgkg GA31-LPC3 & W Vehice (PBS) 13 mgkg IA31-LPC T
10 mg/kg Prednisolone 4 13 mg/kg ) by BB 10 mg/kg Prednisolone 13 mg/kg GA31-LPC1*** ¥
271 @ 25mgkg GF9 TF 13 mglkg GA31-LPC1 o 101 mm 25 mgikg GF9 B 13 mg/kg GA31-LPC3
2 @ 25 mg/kg IA9 E 2.5 mg/kg GF9
z ) 25 mglkg GF9-G
=) E
[ . (22}
s 24 S
> s 01
3 >
2 5
o o
K]
N
i
2]
N
»
>
©
]

Days after first immunization

25 mglkg IA9-G

Figure 2. Effect of therapeutic treatment with free (A) and LPC-bound (B) IA9 and GF9 sequences
on the severity of collagen-induced arthritis (A,B) and body weight (C,D). Data are shown as
mean + SEM (n = 12 mice per group). ¥, p < 0.05; ***, p < 0.001; and ****, p < 0.0001 versus vehicle.
# p <0.05; # p <0.01; and it p <0.0001 versus prednisolone.

In terms of body weight, administration of IA9 and IA31-LPCl1 resulted in an increase
in body weight in contrast to the decrease observed in vehicle- or prednisolone-treated mice
with CIA (Figure 2C,D), suggesting a good tolerability of TREM-2 inhibitory formulations.

51



Int. J. Mol. Sci. 2022, 23, 8857

Histopathology score (0-5)

Periosteal bone width (um)

250+

200
407

20+

In summary, these findings collectively indicate that, in the current study, IA9 and
IA31-LPC1 exerted anti-inflammatory and anti-arthritic therapeutic effects comparable
to those of prednisolone used as a positive control, thereby providing further experimen-
tal in vivo evidence of the usability of the SCHOOL model to design clinically relevant
ligand-independent peptide inhibitors of MIRRs [48,60]. Incorporation of IA9 sequence
into macrophage-specific LPC substantially increased their therapeutic efficacy, probably
because of its targeted delivery to the inflammatory sites and/or the prolonged circulatory
half-life of the peptide afforded by this strategy.

2.2. Reduction of Joint Damage and Bone Erosion in CIA

To gain insight into in situ pathological processes and determine whether therapeutic
treatment of CIA mice with free and LPC-bound TREM-2 inhibitory IA9 sequences reduces
chronic inflammation of synovial tissue, pannus formation, cartilage destruction, and bone
erosion, we next examined the histopathology of six joints from each animal including fore
paws, hind paws, and knees (Figure 3).
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Figure 3. Effect of therapeutic treatment with free and LPC-bound IA9 and GF9 sequences on
histopathological scores of inflammation (I), pannus (P), cartilage damage (CD), bone resorption (BR),
and periosteal new bone formation (PBF) (A), summed histopathological score (B) and periosteal
bone width (C). No periosteal reaction was observed in IA9- and [A31-LPCl-treated mice (C).
Photomicrographs of hind paws of vehicle- and IA9-treated arthritic mice stained with toluidine blue
(animals with the approximate mean summed paw score for the group were selected) (D). Arrows
identify representative affected joints. The scale bars at the bottom right of the images indicate 5 mm.
Data are shown as mean 4 SEM (1 = 8). ***, p < 0.0001 versus vehicle.

Vehicle-treated arthritic mice had histopathology changes, consistent with those
seen in type II CIA, including infiltration of synovium and periarticular tissue with
neutrophils and mononuclear inflammatory cells (inflammation), marginal zone pannus
and bone resorption and cartilage damage (proteoglycan loss, chondrocyte death and
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collagen matrix destruction). Histopathological parameters in arthritic mice treated with
2.5 mg/kg IA9 or GF9, as well as with 25 mg/kg IA9-G or GF9-G, starting day 28 for
14 consecutive days did not differ significantly from those observed in vehicle-treated
mice (data not shown). In contrast, therapeutic treatment of CIA mice with higher doses
of IA9 or GF9 (25 mg/kg), as well as with 13 mg/kg IA31-LPC1 or 13 mg/kg GA31-LPC1,
overall significantly reduced all six-joint mean histopathological parameters compared to
vehicle-treated mice (Figure 3).

When compared to vehicle-treated mice, mice therapeutically treated with 25 mg/kg
IA9 or 13 mg/kg IA31-LPC1 had significantly reduced inflammation (99 and 96% reduction,
respectively), pannus formation (100% for both agents), cartilage damage (100 and 98%,
respectively), bone resorption (100% for both agents), and periosteal bone formation (100%
for both agents) (Figure 3A). A similar tendency was observed in mice treated with either
25mg/kg GF9 or 13 mg/kg GA31-LPC1 (Figure 3A). Interestingly, IA9 and IA31-LPC1 were
significantly more efficient than GF9 in suppressing inflammation in terms of neutrophils
and mononuclear inflammatory cells infiltrated into the synovium and periarticular tissue
(Figure 3A).

In line with our clinical data (Figure 2A,B), we observed a 99-100% reduction of
summed histopathological scores in arthritic mice therapeutically treated with either
25 mg/kg IA9 or 13 mg/kg IA31-LPC1 compared to vehicle-treated mice (Figure 3B).
While not statistically significant, there was a trend toward higher efficacy with IA9 or
IA31-LPC1 than with GF9 or GA31-LPC1 at the same doses in one study. No histopatho-
logical changes were observed in arthritic mice treated with either a lower dose of IA9
(2.5 mg/kg) or control peptide (25 mg/kg IA9-G) compared to vehicle-treated mice (data
not shown).

No or little periosteal reaction was observed in arthritic mice therapeutically treated
with IA9, IA31-LPC1, GF9, and GA31-LPC1 (Figure 3C). The lack of bone resorption
and periosteal reaction in IA9- and IA31-LPC1-treated mice (Figure 3A,C) suggests that,
along with inhibiting local inflammatory cells, these agents may directly inhibit TREM-2
expressed on osteoclasts, the cells that are of central importance in the structural damage
of chronic inflammatory joint disease [61]. The hind paw joints of vehicle-treated arthritic
mice showed inflammation and destruction of articular structures, whereas the joints of
[A9-treated CIA mice showed retained structure with no lesions (Figure 3D).

Thus, in line with clinical findings, the histopathology data demonstrated that thera-
peutic treatment with TREM-2 and TREM-1 inhibitory peptides (IA9 and GF9, respectively)
as well as with targeted LPC-bound formulations of IA9 and GF9 sequences (IA31-LPC1
and GA31-LPC1, respectively) significantly reduced joint damage and bone erosion in CIA
in a specific and dose-dependent manner.

2.3. Reduction of Plasma and Joint Proinflammatory Cytokine Levels in CIA

In experimental and clinical arthritis, TREM-1 is well known to mediate the release
of proinflammatory cytokines and chemokines, including CSF-1 [27,30,62-64], that are all
implicated in RA disease pathogenesis [65]. In contrast, the role of TREM-2 in RA is not yet
well elucidated. TREM-2 is widely thought to function as an immunomodulatory receptor,
which negatively regulates inflammation [34,66,67]. Contrary to this understanding, TREM-2
is upregulated in active RA synovium and subsequently downregulated in inactive RA,
suggesting a role of TREM-2 as a positive regulator of RA-induced inflammation [43].

To further elucidate the molecular mechanisms underlying the significant reduction in
CIA severity observed in mice treated with IA9 and IA31-LPC1 rationally designed to inhibit
TREM-2, we next analyzed the plasma and joint (knee) proinflammatory cytokine levels
on day 42 at the end of the study (Figure 4). Plasma and knee tissue of mice treated with
the TREM-1 inhibitory formulations used in this study (GF9, GA31-LPC1 and GA31-LPC3)
were assayed comparatively.
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Figure 4. Effect of therapeutic treatment with free and LPC-bound IA9 and GF9 sequences on plasma
(A) and joint (knee) (B) levels of proinflammatory cytokines. Data are shown as mean = SEM
(n=12). %, p <0.05; **, p < 0.01; ***, p < 0.001; and ****, p < 0.0001 versus vehicle.

No differences in plasma levels of TNFx were observed on day 42 in all treatment
groups, including prednisolone-treated mice, as compared to vehicle-treated controls
(Figure 4A). In contrast, treatment either with oral prednisolone or i.p. administered IA9,
GF9, IA31-LPC1, GA31-LPC1 or GA31-LPC3 resulted in significantly reduced knee levels
of TNF«. (Figure 4B). Interestingly, plasma and knee levels of IL-13 and IL-6 in mice
treated with GA31-LPC3 did not differ from those in vehicle-treated controls (Figure 4A,B).
Plasma levels of IL-1f3 and IL-6 in mice treated with prednisolone, IA9, IA31-LPC1, GF9 and
GA31-LPC1, but not in mice treated with GA31-LPC3, were significantly reduced compared
to those in vehicle-treated controls (Figure 4A). In contrast, no differences in knee levels of
IL-1p were observed between mice treated with vehicle, IA9 or GF9 (Figure 4B).
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Therapeutic treatment with prednisolone, GF9, GA31-LPC1 or GA31-LPC3, but not
IA9 or IA31-LPC1, decreased plasma levels of CSF-1 compared to vehicle-treated mice
(Figure 4A). However, marked reduction of knee levels of CSF-1 was observed in all
treatment groups, with groups treated with IA31-LPC1 and GA31-LPC1 presenting the
greatest decrease (Figure 4B). No significant differences were observed in plasma and knee
cytokine levels in CIA mice treated with 2.5 mg IA9 or GF9 as well as with 25 mg/kg IA9-G
or GF9-G, compared to those in vehicle-treated mice (data not shown).

Thus, cytokine data indicated that in the therapeutic CIA model, TREM-2 and TREM-1
inhibitory peptides (IA9 and GF9, respectively), as well as targeted LPC-bound formula-
tions of these peptide sequences, reduced plasma and/or joint proinflammatory cytokine
levels in a specific and dose-dependent manner.

2.4. Immunohistochemical Analysis for F4/80, CD68, Collagen IV, TREM-1 and TREM-2

To further characterize the anti-inflammatory and anti-arthritic effects exhibited in this
study by the peptide sequence IA9 and its LPC-bound formulation IA31-LPC1, we next
performed immunohistochemical (IHC) staining of joint tissues for F4/80, CD68, collagen
IV, TREM-1 and TREM-2. Joint tissues of CIA mice treated with GF9 and GA31-LPC1 were
analyzed comparatively.

In the synovial lining of arthritic joints of vehicle-treated mice, the mean CD68-,
F4/80+, TREM-2, and TREM-1-immunopositive cell count varied from 15 to 30, depend-
ing on the marker (Figure 5A). In line with clinical and histopathological findings, all
treatment groups exhibited significant reduction of CD68- and F4/80-immunopositive cell
counts, compared to those of the vehicle-treated control group, with the effect being most
pronounced for IA9 and IA31-LPC1 (Figure 5A). No CD68-immunopositive cells were ob-
served in joints of mice treated either with IA9 or IA31-LPC1 (Figure 5A). TREM-1-stained
sections had distinctive and fairly easy to quantify immuno-positive macrophages in, and
around, the inflamed joints, and TREM-2-stained sections had distinctive, and fairly easy to
quantify, immuno-positive osteoclasts and macrophages lining the endosteal and periosteal
surfaces of bone. Therapeutic treatment with IA9, GF9, IA31-LPC1 or GA31-LPC1 resulted
in significant reduction of TREM-1- and TREM-2-immunopositive cell counts compared to
those of vehicle-treated mice (Figure 5A).

(A) (B)
- @l Vehicle (PBS) .
§ B 25 mg/kg GF9**** [ 13 mg/kg GA31-LPC1*** v Bl Vehicle (PBS)
% B 25 mg/kg IA9***  [5) 13 mg/kg IA31-LPC1**** e B 25 mg/kg GF9*** [ 13 mg/kg GA31-LPCT***
3 g 4- Bl 25 mg/kg IA9*** ] 13 mg/kg IA31-LPC1****
o 30' 8
o =
£ 2
= S 2]
3 =
g 8 NO collagen |V for
) g IA9 and IA31-LPC1
c
= : £ —
PN | ] rf] o =0 -
8 Collagen IV

cD68* F4/80* TREM-2*  TREM-1*

Figure 5. Immunohistochemical analysis of collagen-induced arthritic joints and effect of therapeu-
tic treatment with free and LPC-bound IA9 and GF9 sequences on the number of CD68-, F4/80-,
TREM-2- and TREM-1-positive cells (A) and collagen IV immunostaining score (B). Data are shown as
mean + SEM (n = 8). ***, p < 0.0001 versus vehicle.

A similar tendency was observed for collagen IV with significant increase in collagen
IV immunostaining in vehicle-treated mice with CIA. Therapeutic treatment with GF9
and GA31-LPC1 resulted in significant reduction of collagen IV immunostaining score,
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compared to that of vehicle-treated mice (Figure 5B). No collagen IV was detected in joints
of mice treated with IA9 and IA31-LPC1.

Thus, IHC findings suggest that in the therapeutic CIA model, TREM-2 and TREM-1
inhibitory peptides (IA9 and GF9, respectively), as well as targeted LPC-bound formula-
tions of these peptide sequences, significantly reduced the number of inflammatory cells in
the synovial membrane of the joints, with IA9 peptide sequences being most effective.

3. Discussion

Both autoimmune and systemic inflammatory responses play a role in development
and progression of RA [68]. Proinflammatory cytokines are key drivers of inflammation in
RA, and multiple cytokine-blocking agents, including orally active inhibitors, neutralizing
antibodies, soluble receptors, or receptor antagonists, have been tested in patients with
RA [69,70]. However, inadequate response and safety concerns, especially the potential for
serious infections and malignancy, remain for TNFx and other cytokine blockers [20,71-73].
This makes a search for new therapeutic approaches to RA an area of great clinical importance.
Among these approaches, targeting myeloid cells, that play a central role in the pathogenesis
of RA [10,11], represents a promising perspective in this disease [74].

Despite the central role of TREM-2 in Alzheimer’s disease, metabolic syndrome, cancer,
and other diverse pathologies causing it to attract considerable recent attention [36], its role in
RA is not well understood. Some studies have reported upregulation of TREM-2 in active RA
synovium [43] and overexpression of TREM-2 in the synovial tissue of rats with CIA [44],
suggesting blockade of TREM-2 signaling or depletion of TREM-2-expressing myeloid
cells from synovium as potential anti-arthritic approaches. In contrast, other studies have
indicated a protective function for TREM-2-expressing synovial tissue macrophages in
RA [75], which questions the hypothetical advantage of TREM-2 blocking strategy.

To our best knowledge, the present study is the first to demonstrate that TREM-2 inhibi-
tion is therapeutically effective against CIA in mice, suggesting TREM-2 as a promising target
for treating RA. We showed that treatment with rationally designed ligand-independent
TREM-2 inhibitory peptide sequence IA9, either in the form of free peptide or as a part of tri-
functional peptide IA31 formulated into macrophage-targeted LPC (IA31-LPC1), remarkably
reduced the clinical arthritic score to an extent comparable to that of prednisolone used as
positive control in this study. Importantly, therapeutic treatment with IA9 or IA31-LPC1 did
not lead to disease-associated weight loss in CIA mice, in contrast to that observed in vehicle-
or prednisolone-treated groups. Using cytokine, histopathological and IHC analyses, we
further demonstrated that therapeutic treatment with IA9 and IA31-LPC significantly re-
duced systemic inflammatory response and inflammatory macrophage joint infiltration, as
well as joint inflammation, pannus, cartilage damage, bone resorption, and periosteal bone
formation, compared to vehicle-treated controls. As predicted by the SCHOOL mechanisms
of TREM-2 signaling [46,47], no therapeutic effect was observed for control peptide IA9-G
with lysine replaced by glycine, suggesting specificity of this effect. Overall, our study lays
the premise that ligand-independent peptide therapies targeting TREM-2 signaling may
provide a novel therapeutic strategy in treating RA.

There is one major challenge that complicates our understanding of the molecular
mechanisms of TREM-2 signaling and its acting as pro- [39-42] or anti-inflammatory [33-38]
regulator in inflammatory diseases. Despite TREM-2 binding to a set of potential ligands that
are distinct from those recognized by TREM-1, an established inflammation amplifier [32],
TREM2 and TREM-1 both signal through the same signaling partner DAP-12 (Figure 1B).
In addition, certain macrophages and neutrophils express both TREM-1 and TREM-2 [26],
further complicating this picture. Possibly, depending on the cell type involved, TREM-1
and/or TREM-2 ligation might activate different cytoplasmic adaptors, producing different
outcomes, as suggested for osteoclasts, monocyte/macrophages and dendritic cells [42].
In this study, we showed that in experimental arthritis, inhibiting TREM-2 ameliorated
arthritis and significantly reduced cartilage and joint damage, similarly to what happens
when inhibiting TREM-1. Further studies are needed to differentiate the precise mechanisms
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of the anti-inflammatory and anti-arthritic effects of TREM-2 and TREM-1, as well as to
investigate whether concurrent inhibition of TREM-2 and TREM-1 signaling would be more
effective than inhibition of either pathway alone.

Previously, we demonstrated that ligand-independent TREM-1 inhibitory function-
ality can be combined in one sequence with seemingly unrelated functionalities of other
peptides resulting in multifunctional peptides GA31 and GE31 capable of self-assembling
into targeted LPC upon interaction with lipids. We further demonstrated that these LPC
can therapeutically inhibit TREM-1 in various inflammatory diseases, including CIA [30],
pancreatic cancer [76], retinopathy of prematurity [77], and alcoholic liver disease [78].
In the present study, we extended this concept to design a multifunctional peptide IA31
with the predicted capability to inhibit TREM-2 and showed that nanosized IA31-LPC1
particles formed upon interaction of IA31 with lipid exhibited significant anti-inflammatory
and anti-arthritic activities in the therapeutic CIA mouse model. This further supports
the combinatorial “molecular Lego” approach to designing multifunctional peptide ther-
apies by combining the functionality of ligand-independent peptide inhibitors of cell
receptors [48] with functionalities of other peptides, such as the native, or rationally mod-
ified, amphipathic peptide sequences of apo A-I used in this study and in our previous
studies [30,52,76,77,79].

Here, we showed that, as revealed by histological and proinflammatory cytokine
analyses, TREM-2 inhibitory peptide sequence IA9 in the form of free peptide or formulated
into targeted IA31-LPC1 formulations exhibited a high efficacy in suppressing local (joint)
inflammation and that, histologically, the observed anti-inflammatory effect of IA9 and
IA31-LPC1 was significantly higher than that observed for TREM-1 inhibitors GF9 and
GA31-LPC1. This is in line not only with findings in RA showing that TREM-2 is highly
upregulated in active but not inactive RA synovium [43], but also with studies in IBD [42,80]
that reported high levels of TREM-2 in the inflamed mucosa of patients with IBD and
the virtual absence of TREM-2 in colon samples of healthy donors. Further, TREM-2
is expressed by tumor-associated macrophages (TAMs) in various tumor types [81] and
plays an important role in tumor immunity [82]. In experimental cancer, inhibition of
TREM-2 with anti-TREM-2 blocking monoclonal antibody (mAb) not only exhibits a robust
antitumor effect when used as single-agent therapy, but also significantly improves the
efficacy of immune checkpoint blockade (ICB) therapy when used in combination with
anti-programmed cell death protein-1 (PD-1) treatment [81,83]. Collectively, this suggests
that a rationally designed ligand-independent TREM-2 inhibitory peptide sequence IA9
can be a promising alternative to ligand-dependent anti-TREM-2 mAbs to modulate local
inflammation in the management of RA, IBD, cancer and, probably, other inflammatory
diseases. Considering the therapeutic efficacy of both TREM-2- and TREM-1-targeting
approaches in various inflammation-associated diseases, one may suggest that concurrent
targeting of TREM-2 and TREM-2 would exhibit a synergistic effect in treating these
diseases. Further studies are in progress to confirm this hypothesis.

In summary, we showed the effectiveness of the TREM-2-inhibiting approach in the
treatment of CIA, as demonstrated by the significant decrease in clinical signs of arthritis,
joint inflammation and destruction, inflammatory cell infiltration of joint tissues, and
proinflammatory cytokine levels in the plasma and joints. We also demonstrated that
TREM-2 inhibitory peptide sequence IA9 is therapeutically effective, not only in the form
of free peptide, but also as a part of a multifunctional peptide IA31 incorporated into LPC
formulations for its targeted delivery to the inflammation sites.

4. Materials and Methods
4.1. Chemicals, Lipids and Peptides

Sodium cholate, prednisolone 21-hemisuccinate sodium salt and other chemicals were
purchased from Sigma Aldrich Company (St. Louis, MO, USA). Bovine type II colla-
gen was ordered from Chondrex, Inc. (Woodinville, WA, USA). 1-palmitoyl-2-oleoyl-sn-
glycero-3-phosphocholine (POPC) and cholesterol were purchased from Avanti Polar Lipids
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(Alabaster, AL, USA). Cholesteryl oleate was purchased from Nu-Chek Prep, Inc. (Elysian,
MN, USA). The following two synthetic 9-mer peptides were ordered from Bachem Ameri-
cas, Inc. (Torrance, CA, USA): GFLSKSLVF (human TREM-1513_2p1, GF9) and GFLSGSLVF
(GF9-G). Two 9-mer peptides. IFLIKILAA (human TREM-21gy_199, IA9) and IFLIGILAA
(IA9-G), and two 31-mer peptides with sulfoxidized methionine residues, GFLSKSLVF-
PLGEEM(O)RDRARAHVDALRTHLA (GA31) and IFLIKILAAPLGEEM(O)RDRARAHVD
ALRTHLA (IA31), were synthesized by Ambiopharm Inc. (Beech Island, SC, USA). All
peptides were purified by reversed-phase high-performance liquid chromatography
(RP-HPLC), and their purity and net peptide content were confirmed by analytical
RP-HPLC, mass spectrometry and amino acid analysis.

4.2. Lipopeptide Complexes

Lipopeptide complexes (LPC) of oxidized peptides GA31 and IA31 (GA31-LPC and
[A31-LPC, respectively, both of spherical shape) were synthesized by substantially using the
sodium cholate dialysis procedure, as previously described [30]. The initial molar ratio for
complexes of oxidized GA31 with 3 lipids (GA31-LPC3) was 125:6:2:1:210, corresponding to
POPC:cholesterol:cholesteryl oleate:GA31:sodium cholate. The initial molar ratio for com-
plexes of oxidized GA31 and IA31 with 1 lipid (GA31-LPC1 and IA31-LPC1, respectively)
was 125:1:210 corresponding to POPC:peptide:sodium cholate. All obtained LPC formu-
lations of GA31 and IA31 were purified and characterized as described previously [30].
Mean LPC size was determined by dynamic light scattering (DLS) with a DynaPro-99-E-50
instrument. The polydispersity index (PDI) that can vary from 0 (monodisperse) to 1.0 (poly-
disperse) was used to evaluate LPC size distribution.

4.3. Therapeutic Collagen-Induced Arthritis (CIA) Model

All animal experiments were performed by Washington Biotechnology, Inc. (WBL;
Baltimore, MD, USA). Male DBA /1] mice (7-9 weeks old) were purchased from Jackson
Laboratory (Bar Harbor, MA, USA) and maintained under specific pathogen-free (SPF)
conditions with food and water ad libitum. CIA was induced by immunization with bovine
type Il collagen as previously described [30,79]. Briefly, mice were weighed and injected
subcutaneously at the base of the tail with 50 pL of Freund’s complete adjuvant containing
100 pug of bovine type II collagen (2 mg/mL final concentration) on day 0. Mice were
boosted on day 21 with the same dose of bovine type II collagen, but incomplete Freund’s
adjuvant was used to make the emulsion. Mice were weighed weekly and scored for signs
of arthritis daily. Each paw was scored as follows: 0: no visible effects of arthritis; 1: edema
and/or erythema of one digit; 2: edema and/or erythema of 2 joints; 3: edema and/or
erythema of more than 2 joints; 4: severe arthritis of the entire paw and digits including
limb deformation and ankylosis of the joint. The sum of all four scores was recorded as
the arthritic score with the maximum possible value of 16. Starting day 28, the mice were
i.p. injected daily for 14 consecutive days with GF9 (2.5 or 25 mg/kg), GF9-G (25 mg/kg),
IA9 (2.5 or 25 mg/kg) or IA9-G (25 mg/kg) as well as with [A31-LPC1, GA31-LPC3 or
GA31-LPC1 (all at a dose of 13 mg of peptide/kg) or with vehicle (phosphate-buffered
saline, pH 7.4; PBS). The positive treatment control for these experiments was oral pred-
nisolone administered at a dose of 10 mg/kg daily for 14 consecutive days starting day
28. Once the dosing regimen was initiated, the mice were weighed and scored for signs of
disease three times a week and prior necropsy (day 42). On day 42, mice were euthanized
for necropsy.

4.4. Histological Assessment

At the end of study, fore paws, hind paws, and knees were harvested, fixed in 10%
neutral buffered formalin (NBF) for 1-2 days, and then decalcified in 5% formic acid for
4-5 days before standard processing for paraffin embedding. Sections (8 um) were cut and
stained with toluidine blue (T blue) essentially as described [84]. Hind paws, fore paws,
and knees were embedded and sectioned in the frontal plane. Six joints from each animal
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were processed for histopathological evaluation. The joints were then evaluated by a board-
certified veterinary pathologist using light microscopy using 0-5 scale for inflammation,
pannus formation, cartilage damage, bone resorption, and periosteal new bone formation
as previously reported [30]. A summed histopathology score (sum of five parameters,
0-25 scale) was also determined.

4.5. Plasma and Joint Cytokine Analysis

Plasma and joint tissues were collected by the end of day 42. The knees were minced
and flash frozen in liquid nitrogen and stored at —80 °C. Then, the collected knees were
thawed to 4-8 °C and homogenized in 1 mL 2X cell lysis buffer (Cell Signaling Technology,
Inc.; Danvers, MA, USA) followed by sonication. The homogenates were centrifuged
for 15 min and the supernatants were stored at —80 °C until analyzed. Cytokines were
analyzed in the collected plasma and knee homogenates using ELISA kits (R&D Systems,
Minneapolis, MN, USA) according to the manufacturer’s instructions.

4.6. Immunohistochemical Analysis

Immunohistochemical (IHC) staining in formalin-fixed, paraffin-embedded (FFPE)
mouse limb sections was conducted using the Bond RXm platform (Leica Biosystems, Deer
Park, IL, USA) and antibodies to F4/80 (Absolute Antibody, [CI:A3-1], Ab00106-23.0),
CD68 (Abcam, ab125212), collagen IV (Abcam, ab6586), TREM-1 (LS-Bio, LS-C312743)
and TREM-2 (LS-Bio, L5-C489619). Antibody binding was detected using an horseradish
peroxidase (HRP)-conjugated secondary polymer, followed by chromogenic visualization
with diaminobenzidine (DAB). A hematoxylin counterstain was used to visualize nuclei.
IHC staining of collagen IV was scored on a scale of 0 to 5 based on increases in the percent
area of disease-associated staining: 0: normal; 0.5: very minimal, <1% of area at risk
affected; 1: minimal, approximately 1-10% of area at risk affected; 2: mild, approximately
11-25% of area at risk affected; 3: moderate, approximately 26-50% of area at risk affected;
4: marked, approximately 51-75% of area at risk affected; and 5: severe, approximately
76-100% of area at risk affected. Areas of normal background staining (distal digit nail
beds, skin, periosteum, endosteum, and osteocyte lacunae) were not included in the %
area affected/scores. CD68, F4/80, TREM-1, and TREM-2 immuno-positive cells were
counted at 400x magnification in a defined square micron area in synovium/exudate
(10 x 100 units = 25 x 250 pm = 6250 um?), and the percentage of positive cells was calculated.

4.7. Statistical Analysis

All statistical analyses were performed using GraphPad Prism 6.0 software (GraphPad,
La Jolla, CA, USA). Results are expressed as the mean 4+ SEM. Statistical differences were
analyzed using analysis of variance with Bonferroni adjustment. p values less than 0.05 were
considered significant.

4.8. Sequence Accession Numbers

Accession numbers (UniProtKB/Swiss-Prot knowledgebase, http://www.uniprot.
org/, accessed on 22 July 2022) for the protein sequences discussed in this article are as the
follows: human TREM-2, QINZC2; human TREM-1, Q9NT99.

5. Conclusions

In this study, we demonstrated that TREM-2 can be a promising target in therapy
of RA. We further provided compelling in vivo evidence of the therapeutic potential of
targeting TREM-2 in RA using the TREM-2 inhibitory peptide sequence IA9 rationally
designed using the SCHOOL model of cell signaling. This further expands the applicability
of our SCHOOL concept of ligand-independent inhibition of various cell receptors in
multiple diseases and disorders, where blockade of these receptors is of clinical value.
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Abbreviations

RA Rheumatoid arthritis

IL Interleukin

TNF Tumor necrosis factor

M-CSF Macrophage-colony stimulating factor
CIA Collagen-induced arthritis

SEM Standard error of the mean

TREM-1 Triggering receptors expressed by myeloid cells 1
TREM-2 Triggering receptors expressed by myeloid cells 2
DAP-12 DNAX-activating protein of 12 kDa

SCHOOL  Signaling chain homo-oligomerization

MIRR Multichain immune recognition receptor
LPC Lipopeptide complex

HDL High density lipoproteins

Apo Apolipoprotein

SR-A Type A scavenger receptor

r Intraperitoneally

I Inflammation

P Pannus

CD Cartilage damage

PBF Periosteal bone formation

POPC 1-Palmitoyl-2-oleoyl-sn-glycero-3-phosphocholine
IBD Inflammatory bowel disease

mAb Monoclonal antibody

ICB Immune checkpoint blockade

PD-1 Programmed cell death protein 1
RP-HPLC  Reversed-phase high-performance liquid chromatography
DLS Dynamic light scattering

PDI Polydispersity index

SPF Specific pathogen-free

PBS Phosphate-buffered saline

NBF Neutral buffered formalin

T blue Toluidine blue
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DAB Diaminobenzidine

IHC Immunohistochemistry

HRP Horseradish peroxidase

ELISA Enzyme-linked immunosorbent assay
FFPE Formalin-fixed, paraffin-embedded
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Abstract: Osteoarthritis (OA) is characterized by the infiltration and adhesion of monocytes into the
inflamed joint synovium. Interleukin (IL)-17 is a critical inflammatory mediator that participates in
the progression of OA, although the mechanisms linking IL-17 and monocyte infiltration are not well
understood. Our analysis of synovial tissue samples retrieved from the Gene Expression Omnibus
(GEO) dataset exhibited higher monocyte marker (CD11b) and vascular cell adhesion molecule 1
(VCAM-1) levels in OA samples than in normal, healthy samples. The stimulation of human OA
synovial fibroblasts (OASFs) with IL-17 increased VCAM-1 production and subsequently enhanced
monocyte adhesion. IL-17 affected VCAM-1-dependent monocyte adhesion by reducing miR-5701
expression through the protein kinase C (PKC)-x and c-Jun N-terminal kinase (JNK) signaling
cascades. Our findings improve our understanding about the effect of IL-17 on OA progression and,
in particular, VCAM-1 production and monocyte adhesion, which may help with the design of more
effective OA treatments.

Keywords: IL-17; osteoarthritis; monocytes; VCAM-1; adhesion

1. Introduction

Osteoarthritis (OA) is a joint disorder that is accompanied by the migration and inva-
sion of monocytes into the synovial membrane, leading to synovial inflammation, cartilage
degradation, and bone breakdown [1,2], evoking pain and adversely affecting the patient’s
quality of life. As the disease progresses, critical steps in the joint microenvironment
regarding the synthesis of proinflammatory factors and chondrolytic mediators enhance
the breakdown of cartilage and loss of bone [3,4]. Numerous OA synovial fibroblasts
(OASFs) in the joint microenvironment control the development of OA by synthesizing
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proinflammatory factors and catabolic mediators [3,5,6], indicating that remedying the
state of the synovium is appropriate for OA treatment [7,8].

Macrophage and monocyte infiltration into the joint microenvironment and their
adhesion to the synovial membrane is an important mediator of OA development [9].
Several adhesion molecules regulate the infiltration and migration of macrophages and
monocytes during OA development, including vascular cell adhesion molecule 1 (VCAM-
1) [9,10]. Higher VCAM-1 expression is documented in human OA synovium than in
normal synovium [10]. The inhibition of VCAM-1 levels in OA synovium reportedly
lowers the inflammatory response during OA progression [11,12].

Accumulating evidence indicates that the interleukin (IL)-17 family of cytokines regu-
lates the pathogenesis of OA [13]. A higher expression of IL-17 in OA serum and synovial
fluid is reflected by radiographic OA severity scores [13,14]. IL-17 gene polymorphisms
have been linked to the development of OA in several populations [15,16], while injections
of IL-17 into the rabbit knee joint induces OA [17]. Moreover, IL-17 enhances osteoclastoge-
nesis, and bone erosion plays an important role in arthritic diseases [18]. Thus, it is worth
targeting IL-17 as a novel therapeutic for managing OA disease.

MicroRNAs (miRNAs, single-stranded noncoding RNAs) regulate the production
of target genes at the post-transcriptional stage [19,20]. Several miRNAs mediate the
development of OA by negatively or positively regulating synovial cell inflammation,
differentiation, angiogenesis, and survival [21,22]. However, it is not clear as to whether IL-
17 regulates miRNA-mediated VCAM-1 synthesis and the adhesion of monocytes during
OA progression. Here, we found higher levels of the monocyte marker CD11b and VCAM-1
expression in OA synovial tissue than in normal, healthy tissue. Our results also indicate
that IL-17 facilitates VCAM-1 production and promotes monocyte adhesion in human
OASFs by decreasing miR-5701 expression in the protein kinase C (PKC)-a and c-Jun
N-terminal kinase (JNK) signaling cascades, indicating that IL-17 may be worth targeting
when treating OA.

2. Results
2.1. IL-17 Promotes Monocyte Adhesion in Human OASFs by Enhancing VCAM-1 Production

The infiltration of macrophages and monocytes and their adhesion to synovial mem-
brane, where they promote a proinflammatory response, is a critical step in OA develop-
ment [23]. Since CD11b is a major monocyte marker for OA disease, we examined the
expression of CD11b in raw data from OA (n = 22) and healthy synovial tissue samples
(n = 28) downloaded from the Gene Expression Omnibus (GEO) dataset (accession code:
GSE89408). The analyses revealed significantly higher levels of the monocyte marker
CD11b in OA synovial samples than in normal controls (Figure 1A), which was also the
case in our histopathologic analysis of CD11b expression in our samples of human OA
synovial tissue (1 = 4) and healthy control samples (1 = 4) (Figure 1B,C, Supplementary
Figure S1A). OASFs were stimulated with IL-17 for 2 h, and then the culture was changed to
a serum-free medium for the next 24 h (to exclude the direct effect of IL-17 on monocytes),
and monocytes (THP-1 cells) were added to a monolayer of OASFs for 1 h. Monocyte
adhesion analysis revealed that IL-17 treatment dose-dependently enhanced monocyte
adhesion in OASFs (Figure 1D,E, Supplementary Figure S1B). Treatment of monocytes
with IL-17 for 1 h did not increase their adherence to OASFs (Supplementary Figure S2).
Stimulation of OASFs with TNF-« also promoted monocyte adherence (Supplementary
Figure S3). Thus, IL-17 promotes monocyte adhesion in human OASFs; the other pathways,
such as TNF-«, also have similar effects.
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Figure 1. IL-17 promotes monocyte adhesion in OASFs. (A) Levels of CD11b were investigated
in OA and healthy control synovial tissue collected from the GEO database. (B,C) IHC staining
for CD11b™" (neutrophil, monocyte, and macrophage) in synovium samples from OA patients and
healthy individuals. (D,E) OASFs were stimulated with vehicle or IL-17 (1-10 ng/mL) for 24 h.
Monocytes (THP-1 cells) were then applied to the OASFs. Adherent THP-1 cells were photographed
and quantified under fluorescence microscopy. Size bar = 320 um. * p < 0.05 compared with the
control group.

VCAM-1-regulated adhesion of macrophages and monocytes to the synovial mem-
brane is crucial for OA [24]. Data from the GEO database and our clinical samples displayed
higher expression of VCAM-1 in OA synovial tissue than in healthy tissue (Figure 2A-D,
Supplementary Figure S4A), and we observed a significant positive correlation between
CD11b and VCAM-1 levels (Figure 2E,F). Treatment of OASFs with IL-17 promoted the
transcription of VCAM-1 mRNA and the translation of VCAM-1 protein (Figure 2G,H).
Transfection of OASFs with VCAM-1 siRNA without IL-17 treatment inhibited VCAM-1
expression (Figure 2I). In addition, transfection of OASFs with VCAM-1 siRNA and IL-17
treatment abolished IL-17-induced promotion of VCAM-1 expression and monocyte ad-
hesion (Figure 2J-M, Supplementary Figure S4B). VCAM-1 siRNA completely inhibited
IL-17-induced promotion of VCAM-1 expression. Thus, IL-17 facilitates the adhesion of
monocytes to human OASFs by facilitating VCAM-1 synthesis.
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Figure 2. IL-17 promotes monocyte adhesion in OASFs through upregulating VCAM-1 production.
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(A) Levels of VCAM-1 were investigated in synovial tissue collected from the GEO database contain-
ing OA patients and healthy controls. (B) Spearman’s rank correlation coefficient testing identified
significant, positive correlations between VCAM-1 and CD11b. (C-F) IHC staining for VCAM-1 in
synovium samples from OA patients and healthy individuals. (G,H) OASFs were stimulated with
IL-17 for 24 h, and VCAM-1 synthesis was performed by qPCR and Western blot. (I-M) OASFs
were transfected with a VCAM-1 siRNA for 24 h and then treated with or without IL-17 (10 ng/mL).
VCAM-1 expression was examined by Western blot and qPCR. Adherent THP-1 cells were pho-
tographed and quantified under fluorescence microscopy. Size bar = 320 um. * p < 0.05 compared
with the control group; # p < 0.05 compared with the IL-17-stimulated group.

2.2. IL-17 Promotes VCAM-1-Dependent Monocyte Adhesion in OASFs via the PKC-a and JNK
Signaling Pathways

PKC activation is an important event in OA development [12,25]. Treatment of OASFs
with the pan PKC inhibitor (GF109203X) and PKC-o/ inhibitor (G66976) or PKC-x
siRNA antagonized IL-17-induced increases in VCAM-1 synthesis and monocyte adhesion
(Figure 3A-F, Supplementary Figure S5A,B). The PKC inhibitors (GF109203X and G66976)
did not affect the basal levels of VCAM-1 mRNA expression (Figure 3A). Transfection of
OASFs with PKC-« siRNA inhibited PKC-x expression (Figure 3G); the knockdown of
PKC-« produced similar effects (Figure 3H). In addition, Western blot analysis found that
IL-17 facilitated PKC-o phosphorylation (Figure 3I).

JNK is a downstream molecule of PKC in VCAM-1-mediated cell adhesion [12]. Both
the JNK inhibitor (SP600125) and JNK siRNA reversed IL-17-induced promotion of VCAM-1
synthesis and monocyte adhesion (Figure 4A-F, Supplementary Figure S6A,B). Transfection
of OASFs with JNK siRNA inhibited JNK expression (Figure 4G). IL-17 also enhanced
the phosphorylation of JNK (Figure 4H), which was diminished by pretreatment with
the PKC inhibitors (Figure 4I). In contrast, the JNK inhibitor inhibited IL-17-promoted
JNK but not PKC-« phosphorylation (Figure 4J), suggesting that PKC-x-dependent JNK
activation mediates IL-17-induced enhancement of VCAM-1 synthesis and monocyte
adhesion in OASFs.

2.3. IL-17 Enhances VCAM-1 Synthesis and Monocyte Adhesion by Suppressing
miR-5701 Expression

Numerous miRNAs are found at different levels of expression in normal and OA
synovial tissue and regulate OA progression [26,27]. Analyses of six open-source soft-
ware programs predicted that 21 miRNAs interfere with VCAM-1 mRNA transcription
(Figure 5A). Our analysis of the GEO database found that among these miRNAs, eighteen
(including miR-5701) exhibited lower levels of expression in OA patients than in normal,
healthy individuals (Figure 5B). When OASFs were treated with IL-17, the expression of
miR-5701 was suppressed by a markedly greater extent compared with the other miRNAs
(Figure 5C). In addition, IL-17 concentration-dependently abolished miR-5701 synthesis
(Figure 5D,E). Transfecting OASFs with miR-5701 mimic lowered VCAM-1 synthesis and
monocyte adhesion (Figure 5F-I, Supplementary Figure S7). Treating OASFs with inhibitors
and siRNAs of PKC-o and JNK antagonized IL-17-induced inhibition of miR-5701 synthesis
(Figure 5] K), indicating that IL-17 suppresses miR-5701 synthesis through the PKC-« and
JNK signaling pathways.

69



Int. J. Mol. Sci. 2022, 23, 6804

Control

E

w

-

Relative change in
mRNA levels of VCAM-1
n

]

THP-1 adhesion (cell numbers)

§‘§ .‘:‘ r&‘f" c;\b
¥
GF109203X Go6976 4 2 & &
&
IL-17 (10 ng/ml) L1710 ng/mi) IL-17 (10 ng/ml)
(F)
(D) {E) 7
8 Ceontrol IL-17 o 5000
= a -
7 2 .
eZ . . 3 4000 * .
o6 . £ .
2> : =
g% . S 3000
" - = .
RS = -
£2 . 2 2 2000 ;
la = a
zg2 Y = .
xZ 5 B 1000 g
£ M o~
0 o 0
T T L
& ) \al \ ol = > A > s
& F & &£ v &
9 AP M o 2 &
R A
& Q (.F'o ot
IL-17 (10ng/ml) Control sikNA PKCosiRNA IL-17 (10ng/ml)
IL-17 (10 ng/ml)
(G) \é\@\* é@w 5
£
o o ) 24
IL17 {10 ng/ml) 3
S o 4
A S =
04 s -actin o« A 00‘9\?. né‘?_‘\ E 2
= H B P AN oL Z
Jo3 . _ g,
= » VCAM-1
Fu2 [~ S - | :
:
=01 | ————— X | [}-actin
0.0
-
,,\‘5‘\ \Q'\y IL-17 (10 ng/ml)
3 3
& o’
CP& Q""
{) =
IL-17 (10 ng/ml) g z
x 5 3
0 10 15 30 80 (min) " g
| e e—— S — — | p-PKCa/p C') 8 :
L x
a T
|0- S VY W | PKCu s
| ad auf Guf b e | fp-actin S 2 N - & (min} 2 » » -» & {min})
IL-17 {10 ng/ml) IL-17 (10ng/ml)

Figure 3. The PKC-« pathway mediates IL-17-induced promotion of VCAM-1 synthesis and
monocyte adhesion in OASFs. (A,D,H) OASFs were stimulated with PKC inhibitors (GF109203X,
10 nM and G66976, 10 nM) for 30 min or transfected with a PKC-« siRNA for 24 h and then treated
with or without IL-17 (10 ng/mL) for 24 h. Quantification of VCAM-1 expression was performed by
qPCR and Western blot. (B,C,E,F) Adherent THP-1 cells were photographed and quantified under
fluorescence microscopy. (G) PKC-« protein levels were measured by Western blot. (I) OASFs were
stimulated with IL-17 for the indicated time intervals. PKC-« phosphorylation was performed by
Western blot. Size bar = 320 um. * p < 0.05 compared with the control group; # p < 0.05 compared
with the IL-17-stimulated group.
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Figure 4. The JNK pathway mediates IL-17-induced promotion of VCAM-1 synthesis and mono-
cyte adhesion in OASFs. (A, D) OASFs were stimulated with a JNK inhibitor (SP600125, 10 nM) for
30 min or transfected with a JNK siRNA for 24 h and then treated with IL-17 (10 ng/mL) for 24 h.
VCAM-1 levels were quantified by qPCR. (B,C,E,F) Adherent THP-1 cells were photographed and
quantified under fluorescence microscopy. (G) JNK protein levels were measured by Western blot.
(H-J) OASFs were stimulated with IL-17 for the indicated time intervals or pretreated with PKC
or JNK inhibitors and then incubated with IL-17 (10 ng/mL). JNK or PKC phosphorylation was
performed by Western blot. Size bar = 320 pm. * p < 0.05 compared with the control group; # p < 0.05
compared with the IL-17-stimulated group.
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3. Discussion

OA causes much physical disability [1]. Much remains unknown about the pathogen-
esis of OA; however, synovial inflammation is well-recognized [28], so treatment targeting
the synovium may inhibit disease progression [7,29]. Elevated levels of macrophage and
monocyte expression are found in the OA joint [30]. In this study, an analysis of the GEO
database and our clinical results found higher levels of the monocyte marker CD11b in
synovial tissue from OA patients than in tissue from normal, healthy individuals. IL-17
appears to aggravate the symptoms of OA [13]. Higher IL-17 levels have been reported
in the serum and synovial fluid of OA patients than in healthy controls [13,14]. In this
study, we demonstrated that IL-17 enhanced monocyte adhesion in human OASFs by
upregulating VCAM-1 production. Moreover, the suppression of miR-5701 expression via
PKC-« and JNK signaling regulated the effects of IL-17. The anti-IL17 monoclonal antibody
secukinumab is approved for the treatment of psoriasis [31]. Whether anti-IL-17 agents are
appropriate in OA treatment needs to be clarified.

VCAM-1-dependent mononuclear cell infiltration and adhesion in synovial tissue
influences arthritic progression [24,32]. In this study, the GEO database records and our
clinical samples displayed higher VCAM-1 expression in synovial tissue from OA patients
compared with that from normal, healthy controls. A positive correlation between CD11b
and VCAM-1 levels indicates that these cytokines contribute to OA disease progression.
Here, we found that VCAM-1 is a response mediator in IL-17 stimulation, promoting
monocyte adhesion. This effect was antagonized when OASFs were transfected with
VCAM-1 siRNA, which suggests that IL-17 facilitates VCAM-1-induced monocyte adhesion
in human OASFs.

PKC activation is crucial for regulating different cellular events [33], such as the
promotion of cell motility and adhesion [12,34]. Our data found that IL-17 enhances PKC-«
phosphorylation, while the PKC inhibitor or siRNA diminished IL-17-facilitated promotion
of VCAM-1 synthesis and monocyte adhesion in OASFs. JNK is essential for regulating the
inflammatory process during OA disease [35,36]. Our data showed that a JNK inhibitor
or siRNA antagonized IL-17-facilitated VCAM-1-dependent monocyte adhesion. Our
findings also reveal that IL-17 enhances JNK phosphorylation, which was reversed by the
PKC inhibitor, indicating that PKC-a-dependent JNK activation regulates IL-17-induced
synthesis of VCAM-1 and monocyte adhesion in human OASFs.

miRNAs are critical post-transcriptional mediators of gene production and are found
in several diseases, including OA [37,38]. It has been proposed that pharmacotherapy
capable of controlling miRNA levels would inhibit OA inflammatory progression and thus
be an appropriate therapeutic approach for this disease [37,39]. Here, our analysis of six
miRNA software databases predicted that miR-5701 interferes with VCAM-1 transcription.
This was supported by the study data showing lower miR-5701 expression in OA synovial
tissue than in normal, healthy tissue. We found that IL-17 treatment inhibits miR-5701
expression, and treatment of OASFs with miR-5701 mimic antagonizes IL-17-induced
promotion of VCAM-1 synthesis and monocyte adhesion. PKC-« and JNK inhibitors,
as well as their respective siRNAs, antagonized IL-17-enhanced inhibition of miR-5701
synthesis, suggesting that IL-17 promotes VCAM-1 synthesis and monocyte adhesion in
human OASFs by reducing miR-5701 production through the PKC-a and JNK pathways.
Our results also suggest that the development of IL-17, PKC, JNK, and VCAM-1 antagonists
inhibit OA progression.

4. Materials and Methods

Antibodies against PKC-&, JNK, VCAM-1, CD11b, and f-actin were purchased
from GeneTex (Hsinchu, Taiwan). Antibodies against p-PKCx and p-JNK were pur-
chased from Cell Signaling Technology (Danvers, MA, USA). 2/,7'-Bis(2-carboxyethyl)-5(6)-
carboxyfluorescein tetrakis(acetoxymethyl) ester (BCECF-AM) and GF109203X, G66976
and SP600125 inhibitors were obtained from Sigma-Aldrich (St. Louis, MO, USA).
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4.1. Cell Culture

Synovial tissues freshly obtained from OA patients were washed with phosphate-
buffered saline (PBS), minced thoroughly using a scalpel, and then subjected to 4 h of
enzymatic digestion in serum-free DMEM medium with 2 mg/mL type I collagenase
in an incubator at 37 °C, before removal of collagenase by centrifugation. OASFs were
cultured in DMEM containing 10% fetal bovine serum (FBS), penicillin, and streptomycin
(Invitrogen; Carlsbad, CA, USA) [25]. A total of 2 passages were performed of culture when
the adherent cells approached 70% confluence, and experiments were performed using
cells grown in vitro for 3-6 passages.

THP-1 cells (human monocytes) were purchased from the Bioresource Collection and
Research Center (Hsinchu, Taiwan) and maintained in RPMI-1640 medium supplemented
with 10% FBS, 2 mM L-glutamine, 0.05 mM (3-mercaptoethanol, 10 mM HEPES, 100 U/mL
penicillin, and 100 pg/mL streptomycin at 37 °C in a humidified 5% CO, atmosphere.
THP-1 cells were kept at a minimum density of 3 x 10° cells and were passaged when the
density reached 8 x 10° cells.

4.2. Monocyte Adhesion Analysis

Human OASFs (1 x 10° cells) were cultured in 24-well culture plates and treated
with IL-17 for 2 h, before changing the culture medium to serum-free conditions for 24 h.
THP-1 cells were treated with BCECF-AM (10 uM; a pH-sensitive fluorescent dye used
for determining living cells) at 37 °C for 1 h and subsequently washed twice with PBS
by centrifugation. BCECF-AM-labeled THP-1 cells (2.5 x 10° cells/mL) were added to a
monolayer of OASFs at 37 °C for 1 h. Nonadherent THP-1 cells were cleaned off using
PBS. Adherent THP-1 cells were quantified under fluorescence microscopy. We counted
the number of cells in three random fields under each condition.

4.3. Human Clinical Samples

The collection of synovial samples from patients with OA and those with trauma/joint
injuries (serving as normal, healthy controls) was approved by the Institutional Review
Board of China Medical University Hospital. Informed written consent was obtained from
all patients.

4.4. Real-Time Quantitative PCR Analysis of mRNA and miRNA

Total RNA was isolated from OASFs using TRIzol reagent (MDBio; Taipei, Taiwan).
RNA (1 ng) was reverse-transcribed into cDNA with oligo-DT primer, according to the man-
ufacturer’s procedure (Invitrogen; Carlsbad, CA, USA). gPCR was performed using SYBR
Green with sequence-specific primers (Invitrogen; Carlsbad, CA, USA) (Supplementary
Table S1). Levels of GAPDH or U6 snRINA expression served as the endogenous controls
for normalization purposes. qPCR assays were performed with StepOnePlus (Applied
Biosystems; Foster City, CA, USA) [11,40].

4.5. Western Blot

OASFs were treated with RIPA buffer. Isolated proteins were subjected to SDS-PAGE and
transferred to polyvinylidene difluoride membranes (Merck; Darmstadt, Germany) [41,42].
The membranes were blocked with 5% nonfat milk and then treated with primary antibod-
ies. The membranes were then washed and treated with secondary antibodies and then
visualized using the ImageQuant™ LAS 4000 biomolecular imager [43-45].

4.6. Measurement of Data from the Gene Expression Omnibus (GEO) Database

Data on CD11b and VCAM-1 expression from normal, healthy control samples and OA
samples were obtained from the GEO database, as according to our previous studies [46,47].

74



Int. J. Mol. Sci. 2022, 23, 6804

4.7. Immunohistochemistry (IHC)

Human synovial tissues were stained with anti-CD11b or VCAM-1 antibody and
quantified according to the protocol described in our previous work [48,49]. The sum of
the intensity and percentage scores was used as the final staining score [47].

4.8. Small Interfering RNA (siRNA) Transfection

ON-TARGETplus siRNAs of PKC (L-003523-00), JNK (L00351400), VCAM-1 (L-013351-
00), and control (D0018101005) were purchased from Dharmacon Research (Lafayette, CO,
USA). Transient transfection of siRNAs was carried out using DharmaFECT1 transfection
reagent (T-2001-01). All siRNAs (100 nM) were formulated with DharmaFECT1 transfection
reagent, according to the manufacturer’s instructions.

4.9. Statistical Analysis

All values are given as the mean =+ standard deviation (S.D.). The Student’s t-test
assessed between-group differences. A p value of < 0.05 was considered to be statistically
significant.

5. Conclusions

Our study indicates that IL-17 promotes VCAM-1 production in OASFs and facilitates
monocyte adhesion by suppressing miR-5701 production via the PKC-« and JNK signal-
ing cascades (Figure 6). We now have a better understanding about how IL-17-induced
monocyte adhesion contributes to OA pathogenesis, which may help scientists design more
effective therapy for OA.
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Figure 6. Schematic diagram summarizes the mechanisms by which IL-17 facilitates VCAM-1
production and monocyte adhesion in human OASFs. IL-17 promotes VCAM-1 synthesis and
enhances monocyte adhesion in human OASFs by suppressing miR-5701 production in the PKC-a
and JNK signaling cascades.
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Abstract: Exogenous adenosine and its metabolite inosine exert anti-inflammatory effects in syn-
oviocytes of osteoarthritis (OA) and rheumatoid arthritis (RA) patients. We analyzed whether these
cells are able to synthesize adenosine/inosine and which adenosine receptors (ARs) contribute to
anti-inflammatory effects. The functionality of synthesizing enzymes and ARs was tested using
agonists/antagonists. Both OA and RA cells expressed CD39 (converts ATP to AMP), CD73 (converts
AMP to adenosine), ADA (converts adenosine to inosine), ENT1/2 (adenosine transporters), all AR
subtypes (A1, Axa, App and Aj) and synthesized predominantly adenosine. The CD73 inhibitor
AMPCP significantly increased IL-6 and decreased IL-10 in both cell types, while TNF only increased
in RA cells. The ADA inhibitor DAA significantly reduced IL-6 and induced IL-10 in both OA and RA
cells. The Ayp AR agonist CGS 21680 significantly inhibited IL-6 and induced TNF and IL-10 only in
RA, while the Ay AR agonist BAY 60-6583 had the same effect in both OA and RA. Taken together, OA
and RA synoviocytes express the complete enzymatic machinery to synthesize adenosine/inosine;
however, mainly adenosine is responsible for the anti- (IL-6 and IL-10) or pro-inflammatory (TNF)
effects mediated by Apa- and AppAR. Stimulating CD39/CD73 with simultaneous ADA blockage in
addition to TNF inhibition might represent a promising therapeutic strategy.

Keywords: adenosine; inosine; rheumatoid arthritis; osteoarthritis; synoviocytes; inflammation

1. Introduction

Rheumatoid arthritis (RA) is a systemic, chronic inflammatory autoimmune disorder
affecting around 1% of the population worldwide [1]. RA results in symmetric primary
inflammatory polyarthritis characterized by painful swelling in multiple joints [2]. Uncon-
trolled active synovial inflammation in RA results in joint damage and causes chronic pain,
disabilities, decreased quality of life, as well as different comorbidities such as cardiovascu-
lar, gastrointestinal, renal and pulmonary diseases or fatigue [3]. To date, RA remains an
incurable disease; mainly symptomatic treatment exists [4], although significant progress
in knowledge about its pathogenesis has been achieved in recent years.

After RA induction by an initiating factor such as infection or environmental exposure
(e.g., smoking or chronic stress) [5], synovial lining cells become activated and start to
release matrix-degrading enzymes, pro-inflammatory cytokines and chemokines, which in
turn recruit immune cells [6]. A vicious cycle arises, resulting in synoviocyte- and osteoclast-
mediated cartilage and bone destruction [7]. Synovial cells in inflamed synovium contain
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fibroblasts, macrophages, B- and T lymphocytes and dendritic cells, which release different
cytokines [8,9]. Key cytokines driving inflammatory processes in RA synovium are IL-6
and TNF. The major IL-6 producers are synovial fibroblasts and pro-inflammatory M1
macrophages. The more anti-inflammatory IL-10 is synthesized mainly by B cells and anti-
inflammatory M2 macrophages, while highly pro-inflammatory cytokine TNF is released
by T cells, monocytes, and M1 macrophages [10,11].

Recent symptomatic RA therapies are primarily based on disease-modifying an-
tirheumatic drugs (DMARDs), which are often combined with biologicals such as TNF
inhibitors that target synovitis and systemic inflammation [12]. However, in many cases,
the clinically active disease persists in spite of RA-modifying medications [3,13]. Therefore,
alternative therapy options have to be developed. In contrast to RA, osteoarthritis (OA) is
mainly a chronic degenerative and not primary inflammatory disorder of the joints even
though a low-grade inflammation of the synovium was described [14]. Therefore, OA
synoviocytes are often used as a control in studies analyzing inflammatory processes in RA
cell cultures.

Previous studies demonstrated that the nucleoside adenosine and its metabolite
inosine exert anti-inflammatory effects in different tissues in the human body, such as
the lung, liver or kidney after binding to specific G protein-coupled adenosine receptors
(Ars) [15,16]. In general, four AR subtypes do exist (A1, Apa, Agp and Az) [17-19]. All four
subtypes have been detected in the synovial tissue of RA patients in earlier studies [20],
and indeed, exogenously applied adenosine and inosine exhibited anti-inflammatory
effects in synovial cells from rheumatoid arthritis (RA) patients in vitro [21]. Similar
anti-inflammatory effects were reported in murine models of experimental RA by mainly
reducing TNEF but also inhibiting IL-1§3, and IL-8 release. The majority of these effects were
shown to be mediated by the AR subtypes Aja, App or Az [22-25].

However, most cell culture studies were performed under 20% O, concentration,
which represents neither a physiological nor a pathophysiological microenvironment.
In a healthy synovial tissue, O, concentrations of 2—4% predominate, while an inflamed
synovium contains only 1-3% O; [26]. The anti-inflammatory effect of applied adenosine or
inosine, as well as of specific receptor subtype agonists targeting Ay AR and A3AR during
RA manifestation, was also confirmed in a few animal studies [23,27]. Thus, in these earlier
studies, the anti-inflammatory acting adenosine, inosine, or AR agonists/antagonists were
applied as a drug externally. However, the human body itself is capable of producing
adenosine and inosine [28], and one might use the internal source for experiments.

Different cell types such as cardiomyocytes, circulating lymphocytes, or cancer-
associated fibroblasts in the lung are able to convert ATP to AMP by CD39 followed
by AMP conversion to adenosine by CD73 both intra- and extracellularly [29]. Regarding
RA, only a few studies exist that describe the fact that regulatory T cells in the synovial
fluid express CD73 [30], or M2 macrophages in the blood co-express CD39/CD73 [31].
OA synovial tissue and fluid have not yet been investigated in this regard. Moreover, the
transmembrane Equilibrative Nucleoside Transporters ENT1 and ENT2 are responsible
for adenosine transport between intra- and extracellular space, thereby influencing the
extracellularly acting levels of adenosine [32]. Additionally, last but not least, the enzyme
adenosine deaminase (ADA), which catalyzes the conversion of adenosine to inosine,
belongs to the machinery regulating nucleoside homeostasis [33].

ADA was detected in the synovial fluid of OA and RA patients as well as in RA
synovial fibroblasts [34]. However, the existence of these enzymes and transporters has not
yet been investigated in mixed synovial cell cultures containing fibroblasts, macrophages,
lymphocytes, and dendritic cells [8].

Thus, at present, no study is available demonstrating that OA and RA mixed syn-
oviocytes do express all enzymes of adenosine and inosine synthesis. It is also unclear
how, and via which ARs, endogenously released nucleosides could contribute to possible
anti-inflammatory events in the synovium. Therefore, we analyzed the entire adenosine
synthesizing and transporting machinery in OA and RA mixed synovial cell culture.
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2. Results
2.1. CD39/CD73 and ADA Expression as well as Adenosine/Inosine Release

In order to analyze whether synoviocytes are capable of synthesizing adenosine and
inosine, cells were examined for the presence of CD39 and CD73. Double immunos-
taining revealed that mixed synoviocytes from both OA and RA patients co-expressed
CD39 and CD73 (Figure 1A). In order to investigate whether the cells are able to con-
vert adenosine to its metabolite inosine, ADA was stained immunohistochemically. Both
OA and RA synovial cells expressed ADA without any differences between the groups
(Figure 1B). In addition, after cultivation for 24 h under hypoxia, synovial cells sponta-
neously released physiologically relevant amounts of adenosine and inosine; however,
OA synoviocytes synthesized significantly higher nucleoside concentrations compared to
RA cells (mean 4+ SEM: adenosine: OA 23.8 + 8.7 ng/mL, RA 4.6 + 2.7 ng/mL, p = 0.008;
inosine: OA 73.4 + 37.5ng/mL, RA 10.4 £ 8.3 ng/mL, p = 0.002) (Figure 1C). No age- or
gender-dependent differences were detected.
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Figure 1. CD39/CD73 expression, ADA expression, and adenosine/inosine release. (A) Representative fluorescent mi-
crographs of OA and RA mixed synoviocytes immunostained for CD39 (red) and CD73 (green) and counterstained
nuclei with DAPI (blue) (bar: 25 pm). (B) Representative fluorescent micrographs of OA and RA mixed synoviocytes
immunostained for ADA (green) and counterstained nuclei with DAPI (blue) (bar: 50 pm). (C) Quantification of spon-
taneous adenosine and inosine release in OA and RA mixed synoviocytes. Data are represented as box plots, where the
boxes represent the 25th to 75th percentiles, the lines within the boxes represent the median, and the lines outside the
boxes represent the 10th and 90th percentiles. Each black circle represents the synovial cells of an individual patient
(n = 5). Significant p-values are presented as ** p < 0.01. Abbreviations: ADA—adenosine deaminase; Ado—adenosine;
DAPI—4/ ,6-diamidino-2-phenylindole; Ino—inosine; OA—osteoarthritis; RA—rheumatoid arthritis.

2.2. ENT1/2 Expression

To investigate the ability of synovial tissue to transport endogenous adenosine across
the cell membrane, immunohistochemical staining of the respective transporters was
performed. Both OA and RA synovial cells possess these transporters (ENT1 and ENT?2)
without any obvious differences between the groups (Figure 2).
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A1AR

ENT1 ENT2

Figure 2. ENT1/2 expression in the synovium. Representative fluorescent micrographs of OA and

RA synovial tissues immunostained for ENT1 and ENT2 (red) and counterstained for nuclei with
DAPI (blue) (bar: 50 um). Abbreviations: DAPI—4/,6-diamidino-2-phenylindole; ENT—equilibrative
nucleoside transporter; OA—osteoarthritis; RA—rheumatoid arthritis.

2.3. Expression of AR Subtypes

In order to determine the possible ability to respond to adenosine, synovial tissue
was screened immunohistochemically for all different AR subtypes. In general, all AR
subtypes were detectable in OA and RA synovium (Figure 3). A;- and A3aR expression
levels were similar in OA and RA, while the expression of Aya-and AygAR seemed to be
more pronounced in RA tissue (Figure 3). No further AR quantification was performed,
because earlier studies reported and quantified the same phenomenon, namely a dominant
A pAR expression in the synovium of RA patients [20].

A2AAR A2BAR A3AR

Figure 3. Expression of adenosine receptors (ARs) in the synovium. Representative fluorescent micrographs of OA and RA

synovial tissues immunostained for Aj-, Apa-, App-, and A3AR (red) and counterstained for nuclei with DAPI (blue) (bar:

50 um). Abbreviations: see legends to Figure 1.

2.4. Effects of CD73 and ADA Inhibition

To better understand the role of endogenously synthesized adenosine within the
synovium, its last synthesis step, as well as its conversion to inosine, were blocked by
treating mixed synovial cells with the CD37 inhibitor AMPCP or the ADA inhibitor DAA,
respectively. The absolute levels of released cytokine concentrations in untreated control

82



Int. J. Mol. Sci. 2021, 22, 8956

groups were as follows: OA IL-6 205.5 & 72.9 ug/mL, TNF 348.7 4 135.3 pg/mL, IL-10
254.0 = 179.2 pg/mL; RA IL-6 364.5 + 174.4 ug/mL, TNF 580.2 £ 387.9 pg/mL, IL-10
455.7 £ 235.2 pg/mL. Although RA cells seem to release higher cytokine concentrations, the
differences between OA and RA cells were not significant. No age- or gender-dependent
differences were detected.

The treatment of both OA and RA cells with the CD37-blocker AMPCP resulted
in significantly increased IL-6 concentrations compared to untreated control cells (OA:
107 M p = 0.036, 10> M p = 0.013, 10~* M p < 0.001; RA: 107 M p < 0.001, 107> M
p <0.001,10~* M p < 0.001) (Figure 4A). The same treatment conditions also significantly
increased TNF release in OA and RA cells compared to the control (OA: 107° M p = 0.024,
1075 M p = 0.001, 10~* M p = 0.002; RA: 107 M p = 0.008, 107> M p < 0.001, 10~* M
p <0.001) (Figure 4A). In contrast, IL-10 concentrations decreased after applying 1074 M
AMPCP in RA (p = 0.043), but not in OA mixed synoviocytes (Figure 4A).
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Figure 4. Effects of CD73 and ADA inhibition. (A) IL-6, TNEF, and IL-10 release in OA and RA mixed synoviocyte cultures
after CD37 inhibition using AMPCP (107% M to 10~* M). (B) IL-6, TNF, and IL-10 release in OA and RA mixed synoviocyte
cultures after ADA inhibition using DAA (10~ M to 10~7 M). Data are represented as box plots (as explained in the legend of
Figure 1). Values are expressed as percent of untreated control (untreated control is represented as “-; the mean of untreated
controls is represented as dashed line = 100%). Significant p-values are presented as * p < 0.05** p < 0.01 ** p < 0.001 when
compared to untreated controls or as # p < 0.05 ## p < 0.01 when two treatment groups were compared. Abbreviations: see

legends to Figures 1 and 2.
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Treatment with the adenosine deaminase blocker DAA significantly reduced IL-6
release in OA synovial cells, while in RA cells, only the highest DAA concentration,
10~7 M, caused a significant IL-6 reduction (OA: 10~ M p = 0.022, 10~8 M p = 0.004, 10~7 M
p < 0.001; RA: 1077 M p = 0.003, 10~ M compared to 10~7 M p = 0.003) (Figure 4B).
Compared to untreated controls, TNF levels in OA and RA mixed synoviocytes were
only slightly affected; the only significant reduction was observed in RA cells at 1077 M
(p = 0.043) (Figure 4B). Moreover, 10~7 M DAA significantly increased IL-10 concentration
in OA and RA synoviocytes (OA: 1077 M p = 0.02, 10~ M compared to 107 M p = 0.29;
RA: 1077 M p = 0.004, 10~° M compared to 10~ M p = 0.005) (Figure 4B).

2.5. Effect of ENT1/2 Inhibiton

Since the transport of adenosine between intra- and extracellular space might influence
its inflammatory effects, the impact of blocking adenosine transfer across the cell membrane
was analyzed using the ENT1/ENT2 inhibitor DIP. This treatment did not modulate
cytokine release in both OA and RA cells, and neither IL-6, TNEFE, nor IL-10 concentrations
changed significantly compared to controls (Supplementary Materials Figure S1).

2.6. Effects of AR Agonists on IL-6 Release

In order to study effects at specific ARs in mixed synoviocytes in vitro, we used
agonists. IL-6 release in OA synoviocyte cultures was reduced only by the A;p AR agonist
BAY 60-6583, but at all concentrations (1071 M p = 0.014, 10~ M p = 0.031, 1078 M
p = 0.002, Figure 5). In contrast, in RA synoviocytes, the treatment with the Ays AR
agonist CGS 21680 also resulted in a significant IL-6 reduction; however, only at the higher
concentration of 1078 M (CGS 21680 p = 0.002, BAY 60-6583 p < 0.001) (Figure 5). The
A1AR agonist ccpA and the A3AR agonist HEMADO showed no effect on either OA or RA
synovial cell cultures regarding IL-6 release (Figure 5).

2.7. Effects of AR Agonists on TNF Release

Similar to the effects on IL-6, the Ayp AR agonist CGS 21680 significantly increased
TNF release in RA but not in OA synoviocytes (1077 M p = 0.039, 10~8 M p = 0.003,
1077 M p = 0.002) (Figure 6). However, the A;gAR agonist BAY 60-6583 significantly
enhanced the TNF levels in both OA ad RA synovial cell cultures (OA: 10~2 M p = 0.007,
1078 M p < 0.001, 101 M compared to 1077 M p = 0.023, 101 M compared to 108 M
p <0.001; RA: 10~ 1M p =0.021, 10~2 M p = 0.003, 108 M p < 0.001) (Figure 6). Furthermore,
the A; AR agonist ccpA and the A3AR agonist HEMADO did not affect TNF release, neither
in OA nor in RA synoviocyte cultures (Figure 6).

2.8. Effects of AR Agonists on IL-10 Release

In contrast to the effects on IL-6 and TNEF, the treatment with CGS 21680 in high
concentrations significantly elevated IL-10 release in both OA and RA synovial cells (OA:
1077 M p = 0.005; RA: 10-8 M p = 0.022, 10~7 M p = 0.03) (Figure 7). In contrast, the AjpAR
agonist BAY 60-6583 increased IL-10 synthesis only in RA but not in OA cells (10~° M
p=0.036,10"8 M p = 0.012, 10~ M compared to 108 M p = 0.036) (Figure 7). Again, the
A1 AR agonist ccpA and the A3AR agonist HEMADO did not affect IL-10 release, neither
in OA nor in RA synoviocyte cultures (Figure 7).
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Figure 6. TNF release in OA and RA mixed synoviocyte cultures after activation of individual adenosine receptor subtypes

by applying different AR agonists. Data are represented as box plots (as explained in the legend of Figure 1) (n = 5-6).

u o,

Values are expressed as percent of untreated control (untreated control is represented as “-“; the mean of untreated controls

is represented as dashed line = 100%). Significant p-values compared to untreated control are presented as p * < 0.05.
**p <0.01. ** p < 0.001 when compared to untreated controls or as ## p < 0.05 ## p < 0.001 when two treatment groups
were compared. Abbreviations: see legend to Figure 1.
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Figure 7. IL-10 release in OA and RA mixed synoviocyte cultures after activation of individual adenosine receptor subtypes
by applying different AR agonists. Data are represented as box plots (as explained in the legend of Figure 1) (n = 5-6).
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Values are expressed as percent of untreated control (untreated control is represented as “-; the mean of untreated controls

is represented as dashed line = 100%). Significant p-values compared to untreated control are presented as * p < 0.05

**p < 0.01 when compared to untreated controls or as # p < 0.05 when two treatment groups were compared. Abbreviations:

see legend to Figure 1.

3. Discussion

A number of previous studies in humans and mice described that exogenously applied
adenosine and inosine exert anti-inflammatory effects during RA pathogenesis [21], but it
was never investigated whether synovial cells themselves are capable of producing these
nucleosides, and if so, by which ARs autocrine effects might be exhibited. The present
study demonstrates that both OA and RA synoviocytes express the complete enzymatic
machinery to synthesize adenosine and inosine endogenously, which then mediate dual,
predominantly anti-inflammatory but for the smaller part also pro-inflammatory, autocrine
effects, mainly by activating the Apa- and AgAR subtypes.

The initial step in this study was to analyze whether mixed synoviocytes from OA
and RA patients express CD39 and CD73, the two cell surface enzymes that are known
to convert ATP to adenosine, as well as ADA, being responsible for the conversion of
adenosine to inosine [35]. We demonstrated that synovial cells from both patient groups
expressed CD39 and CD73 to a comparable extent. This fits with the earlier studies
mentioned above, demonstrating that regulatory T cells in RA synovial fluid express
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CD73 [30], and M2 macrophages in the blood of RA patients co-express CD39/CD73 [31].
Thus, the prerequisite for adenosine synthesis is given in mixed synovial cells. In order
to convert adenosine to inosine, cells should express the enzyme ADA. We demonstrated
that both OA and RA mixed synovial cells are ADA-positive. This is in line with previous
studies that show that ADA was expressed by RA synovial fibroblasts [34], while similar
data do not exist for OA fibroblasts or OA and RA synovial immune cells.

In addition, we demonstrated that the detected enzymes CD39, CD73 and ADA are
active because synovial cells spontaneously release physiologically relevant amounts of
adenosine and inosine. Nucleoside synthesis in synovial cells was never investigated
before now. Until now, only endogenous catecholamine synthesis in mixed synovial cells
from OA and RA patients has been described in our earlier studies [8,9]. However, OA
synoviocytes produced significantly higher nucleoside concentrations compared to RA
cells. The reason for this difference might be a decreased functionality of CD39 and CD73,
or an elevated expression of adenosine- and inosine-degrading enzymes in RA due to
the highly inflammatory situation [36]. In a chronic inflammatory microenvironment,
which is accompanied by hypoxia, mitochondrial dysfunction and in turn decreased ATP
synthesis occurs. This might lead to reduced adenosine levels as described by other
studies [21]. Additionally, it has been reported that ADA activity is higher in RA synovial
fluid compared to healthy or OA synovial fluids [37,38]. This could lead to the reduction
in adenosine concentrations in RA tissue.

One prerequisite for a possible adenosine effect, besides the presence of adenosine
itself, is the existence of ARs on target cells [21]. In general, all AR subtypes were detectable
in both OA and RA synovium. This confirmed some results of our earlier study that
demonstrated that isolated mixed synovial cells expressed all AR subtypes [9]. However,
the expression levels of the different AR subtypes in synovial sections were different
between OA and RA. In particular, the expression of Aps AR and AppAR seemed to be
more pronounced in RA synovial tissue. Until now, no study compared the expression of
the different AR subtypes in the synovial tissue from OA and RA patients at the protein
level. One possible reason for the elevated AR expression levels in RA might be the
highly inflammatory microenvironment. Indeed, TNEF, IL-3 and LPS have been shown
to upregulate Ayp AR expression in human and equine monocytes [39,40]. This might be
a compensatory mechanism for a higher ADA expression and function [37,38].

As the first evidence for the possible autocrine effects of endogenously synthesized
adenosine, the release of the most prominent RA-related cytokines, namely IL-6, TNF
and IL-10, were quantified after blocking CD73 activity, which is the rate-limiting step of
adenosine production [35]. In general, we observed that RA synoviocytes release higher
cytokine concentrations than OA cells, but the differences were not significant due to
naturally occurring variation in human primary cultures [41,42]. A further reason for
these differences might be the fact that the source of RA synoviocytes is a highly inflamed
synovium containing more immune cells, while only a low-grade inflammation is present
in OA synovium [43]. The fact that CD73 inhibition, causing an adenosine deficit, led
to an increased pro-inflammatory (IL-6 and TNF) and decreased anti-inflammatory (IL-
10) cytokine release, but ADA inhibition, leading to adenosine accumulation, resulted in
the opposite, suggests that mainly endogenously released adenosine, and not inosine, is
responsible for the anti-inflammatory effects in the synovium. This confirms the findings
of earlier studies that show that adenosine treatment of RA synovial cells results in the
inhibition of pro-inflammatory cytokines [22-25]. Moreover, it is astonishing that RA
synoviocytes responded to CD73 or ADA inhibition in a similar manner as OA cells even
though the concentration of endogenously produced adenosine or inosine was much lower
in RA culture. This could be explained by a potentially higher nucleoside sensitivity of RA
cells due to stronger Aa- and A;pAR expression or signal transduction.

Apparently, ENT1 and ENT2 do not influence the intra- and extracellular adenosine
concentrations. The most likely explanation for this could be that ENT1/2 activity was
balanced regarding adenosine transport between extra-and intracellular space without any
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significant gradient between these compartments. This result suggests that no ENT1/2
dysregulation takes place in OA or RA synovial cells during inflammation, although the
opposite has been reported in studies investigating inflammatory bowel disease in mice,
where ENT1/2 inhibition dampened intestinal inflammation [44]. In addition, this result
also indicates that no intracellular adenosine, and accordingly its transport to extracellular
space, is required to achieve anti-inflammatory effects.

The AR agonist treatments resulted in clear anti-inflammatory effects because the
release of IL-6 was significantly reduced but IL-10 synthesis was induced. On the other
hand, the same treatments also induced TNF, thus, ARs also mediate pro-inflammatory
effects at the same time. We demonstrated that mainly the Aps- and AygAR subtypes were
responsible for these effects. The latter is in line with previous studies that showed that
the majority of anti-inflammatory effects caused by exogenously applied adenosine was
mediated by exactly these AR subtypes [22-25]. However, A3AR has also been described
to exert anti-inflammatory effects in the RA synovium [45], which could not be confirmed
in our study. One possible reason for this discrepancy might be that the concentration
of endogenously synthesized adenosine in our study is lower and A3ARs possess lower
affinity to adenosine compared to AyaRs [17]. Therefore, mainly the Ayo ARs have been
targeted by the released adenosine.

The fact that the pro-inflammatory cytokine IL-6 was inhibited but the anti-inflammatory
IL-10 was induced by A;5 AR agonists is in agreement with the existing literature that
shows similar effects in synoviocytes and peripheral lymphocytes of RA patients after
adenosine or AR agonist application [9,22-24]. However, opposite to most previous studies,
TNF release increased after the activation of Ayp ARs. Two reasons might be responsible
for this phenomenon. Firstly, the majority of former studies performed their experiments
under hyperoxic conditions and not under hypoxia [23,46]. Secondly, AR desensitization
due to continuous stimulation can lead to uncoupling of the receptors from the stimulatory
Gas protein, being the dominant signaling partners of the App ARs, and following coupling
to other G proteins, such as the inhibitory Ga«i [47]. Thus, TNF increase is likely the
consequence of a pro-inflammatory AR switch, as described by us earlier for G protein
coupled receptors in the synovium [9].

Interestingly, a similar TNF inhibition did not occur after ADA treatment. This might
be due to the specificity of the AR agonists used (https://www.tocris.com/pharmacology/
adenosine-receptors, accessed on 16 August 2021). Endogenously synthesized adenosine
can in principle act via all AR subtypes expressed and the sum of the effects is anti-
inflammatory because TNF was also reduced. In contrast, targeting exactly one AR subtype
by applying a specific agonist does not represent the same situation. Therefore, we believe
that rather, the natural ligand adenosine or a subtype specific synthetic agonist should be
considered for therapy options.

The fact that most effects of inhibitors and agonists were stronger in RA than in OA
synoviocytes can be explained by the differences in the inflammatory pattern. It is well
known that RA is a primary inflammatory systemic disorder and in contrast to OA, much
higher pro-inflammatory cytokine concentrations are present in the synovial tissue or
fluid [14]. Thus, it is not surprising that that the effects of adenosine are not as pronounced
as in RA. However, adenosine was also able to exert beneficial effects in OA synovial
cells and should therefore be investigated in more detail in order to also develop a potent
therapeutic strategy for OA.

One limitation of the present study might be that we did not further analyze the differ-
ent cell types in mixed synoviocyte cultures specifically; however, this could also be seen
as a strength of our investigations, because all cell types interact in the synovial tissue [48].
Therefore, we believe that analyzing the net effect of all cell types together provides a more
holistic picture relevant to the clinical situation. Furthermore, in an in vitro synoviocyte
model, it is not possible to investigate all factors playing a role in vivo at the same time.
Besides adenosine, further factors play a role in synovial inflammation during RA and OA
pathogenesis, such as the cytokines TNF or IL-1f3, but also the major matrix-degrading
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enzymes MMP-1, -2, -3, -9, and -13 [49]. So far, only one study showed that anti-TNF ther-
apy had no effect on the serum ADA level of RA patients compared to those who received
DMARD therapy [50]. Another study reported a significant positive correlation between
MMP-9 concentration and ADA activity in the synovial fluid of RA patients [51]. However,
the causality between other factors and clinical phenotype has not yet been investigated in
greater detail. Thus, the interaction between all these inflammatory microenvironment-
related factors and endogenous adenosine/inosine has to be examined in future studies.
Moreover, in most studies on synovial cell cultures, investigators take a maximum of eight
to ten patients (10-20 years earlier, only three to five patients). Necessarily, all questions
as to the influence of age of patients, medication, biological sex, menopausal status, or
duration of the disease do not represent the conditions in normal synovium or in RA/OA
patients with very early disease, because synovium will be most often taken during joint
replacement surgery in a chronic phase. This represents a limitation to our studies.

4. Materials and Methods
4.1. Patients

Synovial tissue from patients with OA and RA was obtained during knee joint re-
placement surgery (patient characteristics are given in Table 1). Patients between 56 and
84 years were included in this study (age range of patients approved by the ethics com-
mittee: 18-85 years, inclusion criteria). The diagnosis of RA was based on the established
criteria according to the American College of Rheumatology (formerly, the American
Rheumatism Association) [52]. We excluded patients with joint infections. Patients were
informed about the purpose of the study and gave their written consent. The Ethics Com-
mittee of the University of Regensburg approved the project (number 13-101-0135). All
experiments were performed in accordance with relevant guidelines and regulations.

Table 1. Characteristics of patients under study.

Patient Characteristics Osteoarthritis Rheumatoid Arthritis
Number 18 12
Mean age (range) (yr) 67.5 (56-84) 62.4 (56-79)
Number of women/men, n (%) 8/10 (44/56) 10/2 (83/17)
C-reactive protein (mg/1) 2.08 4+ 1.88 11.44 4+ 10.99
Medication
Daily Prednisolone (mg) n.a. 5.9
Prednisolone, n (%) n.a. 9 (75)
Methotrexate, n (%) n.a. 8 (67)
Leflunomide, n (%) n.a. 1(8)
Sulfasalazine, n (%) n.a. 2(17)
Hydroxychloroquinel, n (%) n.a. 2 (17)
NSAID, n (%) 17 (94) 12 (100)
Steroids (other than Prednisolone), n (%) n.a. n.a
Opiod analgesics, n (%) 1(6) 2(17)
Biologicals, n (%) n.a. 3(25)

Abbreviations: yr—years, n—number, n.a.—not applicable, NSAID—non-steroidal anti-inflammatory drug.

4.2. Synovial Tissue

Synovial tissue from RA and OA patients was obtained immediately after opening
the knee joint capsule. Pieces of synovial tissue of up to 9 cm? were excised. One part
of the synovial tissue specimen was fixed for immunohistochemical analyses using 3.7%
paraformaldehyde (PFA; Merck, Darmstadt, Germany), then infiltrated with increasing
concentrations of sucrose (10-30%; Merck, Darmstadt, Germany), embedded in Tissue-Tek
(Sakura Sakura Finetek, Zoeterwoude, The Netherlands), and cryosectioned at 6-8 um.
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4.3. Mixed Synovial Cells

For functional in vitro studies, the remaining tissue pieces were minced and placed in
Dispase I (Roche Diagnostics, Penzberg, Germany). Digestion was carried out for at least
1 h at 37 °C on a shaking platform. The resulting suspension was filtered (70 pm) and spun at
300x g for 10 min. The pellet was then treated with erythrocyte lysis buffer (Merck,
Darmstadt, Germany) for 5 min and recentrifuged for 10 min at 300x g. The pellet was
resuspended in RPMI 1640 (Sigma-Aldrich, Taufkirchen, Germany) with 10% fetal calf
serum (FCS; Thermo Fisher Scientific, Darmstadt, Germany). The obtained mixed synovial
cells contain fibroblasts, macrophages, lymphocytes, and dendritic cells, as demonstrated in
an earlier study [8]. For stimulation, 50.000 mixed synovial cells per well were transferred
into 96-well culture plates and cultivated physioxic conditions (1% O,). After overnight
incubation, cells were treated with different compounds, as described above. For immuno-
cytochemical studies, untreated cells cytospinned and fixed with 3.7% PFA. Slides were
then stored at —20 °C until analysis.

4.4. Immunostainings

In order to detect CD39 and CD73 co-expression by immunocytochemistry, fixed
synovial cells were stained for these cell surface ectonucleotidases using the primary
antibodies rabbit anti-CD39 (ab178572, Abcam, Cambridge, UK) and mouse anti-CD73
(ab133582, Abcam, Cambridge, UK). The expression of ADA, ENT1, ENT2, and ARs was
investigated by immunohistochemical staining of synovial tissue samples using the primary
antibodies rabbit anti-ADA (NBP1-90361, Novus Biologicals, Cambridge, UK), rabbit
anti-ENT1 (NBP1-84838, Novus Biologicals, Cambridge, UK), rabbit anti-ENT2 (ab48595,
Abcam, Cambridge, UK), rabbit anti-A; AR (ab124780, Abcam, Cambridge, UK), rabbit
anti-AppA AR (ab260032, Abcam, Cambridge, UK), rabbit anti-Ag AR (LS-C20310, LSBio,
via Biozol, Eching, Germany), and rabbit anti-A3 AR (LS-A686, LSBio, via Biozol, Eching,
Germany). After blocking (10% bovine serum albumine, 10% chicken serum, and 10%
goat serum), cytospin or tissue slides were incubated with primary antibodies overnight
at 4 °C. Primary staining was visualized using Alexa Fluor-labeled secondary antibodies
(goat anti-rabbit Alexa Fluor 594 or goat anti-mouse or anti-rabbit Alexa Fluor 488; Thermo
Fisher/Life technologies, Schwerte, Germany). Cell nuclei were counterstained with DAPI
(Merck, Darmstadt, Germany). Slides without primary antibody served as negative controls
(Supplementary Materials Figure S2).

4.5. Adenosine and Inosine Quantification

Spontaneous adenosine as well as inosine release was determined 24 h after cell
seeding by HPLC as described earlier [53,54].

4.6. Synovial Cell Stimulation

After overnight incubation with standard medium, synoviocytes were treated with
the CD73 inhibitor A,B-Methylenadenosine 5’diphosphate (AMPCP), the ADA inhibitor
1-Deazaadenosine (DAA) and the ENT1/2 inhibitor Dipyridamole (DIP). While AMPCP
suppresses adenosine synthesis, DAA keeps the adenosine level high by preventing the
conversion of adenosine to inosine. ENT1/2 are responsible for the transport of adenosine
between the intra- and extracellular space.

To identify the AR subtypes responsible for possible adenosine-dependent effects,
different selective AR subtype agonists (A1AR agonist 6-chloro-N6-cyclopentyladenosine
(ccpA), Aga AR agonist CGS 21680 hydrochloride (CGS 21680), A;p AR agonist BAY 60-6583,
A3z AR agonist 2-(1-Hexynyl)-N-methyladenosine (HEMADO), all from Tocris Bioscience
Wiesbaden-Nordenstadt, Germany, were used. After treatments for 24 h under physioxia,
cell culture supernatants were collected and released. IL-6, TNF, and IL-10 concentrations
were quantified by ELISA and Luminex assays.
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4.7. Data Analysis

All experiments were carried out with synovial cells of at least five patients. Data are
presented as box plots, as % of non-treated controls due to naturally occurring variation in
primary culture. To test for normality, the Kolmogorov-Smirnov test was used. Differences
between groups were calculated using the non-parametric ANOVA (when data were
normally distributed) or ANOVA on ranks (when normality was not given) followed by
the Bonferroni or Student-Newman-Keuls correction method (pairwise comparison of all
groups), as suggested for the respective analysis by the statistics software (SigmaPlot V.11,
Systat Software, Erkrath, Germany). p values less than 0.05 were considered significant.

5. Conclusions

Taken together, the present study clearly demonstrates that OA and RA synoviocytes
express the full functional enzymatic machinery necessary for adenosine synthesis, namely
CD39 and CD73.

Since the inhibition of CD73 resulted in clear pro-inflammatory effects, we speculate
that CD73 might be a novel therapeutic target and promoting its activity might represent
a novel treatment option. It has been shown for an in vitro microvascular endothelial
model that the transcriptional activation of functional CD73 was induced by its product
adenosine [55]. In the synovium, a similar positive feedback loop might result in the
perpetuation of anti-inflammatory adenosine effects. We believe that the inhibition of ADA
and the subsequent adenosine accumulation could lead to an increased CD73 activity.

Besides adenosine feedback regulation, hypoxia has been shown to impair CD73
function mediated by hypoxia-inducible factor-1 (HIF-1) in epithelial cells [21,56]. Since
HIF-1 expression is increased in an inflamed synovium [57], we hypothesize that inhibiting
HIF-1 would result in a functional rehabilitation of CD73 and in turn in elevated adenosine
synthesis. Methotrexate, a standard and frequently used disease-modifying drug in RA
therapy, has been described to increase adenosine levels besides numerous further pos-
sible mechanisms of action [58]. However, quite obviously, the adenosine induction by
methotrexate is not sufficient to create or maintain the anti-inflammatory state. Therefore,
further research is required to investigate whether CD73 induction can be induced in RA
synovial cells using ADA and/or HIF-1 blocking drugs in addition to standard strategies.

In addition, we demonstrated that endogenously released adenosine exerted its anti-
inflammatory effects mainly via Apa- and AygARs. Therefore, an alternative activation of
these receptors using specific synthetic agonists also represents an attractive approach for
the treatment of synovial inflammation in both OA and RA.

All things considered, we conclude that stimulating the CD39/CD73 enzymatic ma-
chinery and, at the same time, inhibiting ADA activity in the synovial tissue could be
a useful addition to existing standard medications. This concept might not only represent
a promising anti-inflammatory therapeutic strategy for RA patients but could also be
beneficial for OA patients.
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Abstract: Rheumatoid arthritis (RA) is a chronic multisystem disease, therapy of which remains a
challenge for basic research. The present work examined the effect of unconjugated bilirubin (UCB)
administration in adjuvant-induced arthritis (AIA)—an experimental model, in which oxidative
stress (OS), inflammation and inadequate immune response are often similar to RA. Male Lewis
rats were randomized into groups: CO—control, AIA—untreated adjuvant-induced arthritis, AIA-
BIL—adjuvant-induced arthritis administrated UCB, CO-BIL—control with administrated UCB.
UCB was administered intraperitoneally 200 mg/kg of body weight daily from 14th day of the
experiment, when clinical signs of the disease are fully manifested, to 28th day, the end of the
experiment. AIA was induced by a single intradermal immunization at the base of the tail with
suspension of Mycobacterium butyricum in incomplete Freund’s adjuvant. Clinical, hematologic,
biochemical and histologic examinations were performed. UCB administration to animals with
AIA lead to a significant decrease in hind paws volume, plasma levels of C-reactive protein (CRP)
and ceruloplasmin, drop of leukocytes, lymphocytes, erythrocytes, hemoglobin and an increase
in platelet count. UCB administration caused significantly lowered oxidative damage to DNA in
arthritic animals, whereas in healthy controls it induced considerable oxidative damage to DNA. UCB
administration also induced atrophy of the spleen and thymus in AIA and CO animals comparing
to untreated animals. Histological signs of joint damage assessed by neutrophils infiltration and
deposition of fibrin were significantly reduced by UCB administration. The effects of exogenously
administered UCB to the animals with adjuvant-induced arthritis might be identified as therapeutic,
in contrast to the effects of UCB administration in healthy animals rather classified as toxic.

Keywords: adjuvant-induced arthritis; bilirubin; immunomodulation; inflammation; white blood cells

1. Introduction

Rheumatoid arthritis (RA) is a complex inflammatory disease of joints, which typically
affect small joints of the hand and feet. If left untreated, it leads to a progressive joint
cartilage destruction and disability. Moreover, this disease can damage a wide variety of
body systems, including the skin, eyes, lungs, heart and blood vessels. The prevalence
of RA in population is around 1% [1]. RA is predominantly classified on the basis of the
clinical phenotype, autoantibody production, influenced by both genetic and environ-
mental factors [2,3]. Joint synovium is normally a structure with low cellularity and a
delicate intimal lining. Activation of signal pathways of cytokines and other inflammation
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markers lead to infiltration of the synovium by CD4* T-cells, B-cells, macrophages and
neutrophils [4,5]. Increased numbers of macrophage-like and fibroblast-like synoviocytes
result in synovial hyperplasia. Locally released degradation enzymes, including metallo-
proteinases, serine proteases and aggrecanases, digest the extracellular matrix and destroy
the articular structures. T-cell activation is part of the process but the reason of systemic
loss of tolerance turning to a localized onset of inflammation in the joint is still unclear [6].

According to Smolen et al. (2014) the treatment for RA can be classified into bio-
logical original and biosimilar disease-modifying anti-rheumatic drugs (broDMARDs and
bsDMARDs, respectively) and the former non-biologic DMARDs into conventional syn-
thetic and targeted synthetic DMARDs (csDMARDs and tsDMARDs, respectively) [7].
Methotrexate (MTX) belongs to the csDMARDs and is widely used as the first-line therapy
in RA [8,9]. Recent advances in RA treatment include the application of approved novel
agents inhibiting IL-6, IL-17 (boDMARDs) and Janus kinase (tsDMARDs) as well as biosim-
ilars (bsDMARDs) [6,10,11]. Although there is a number of RA treatment alternatives,
many of the approved agents are not available for most of the patient and side effects as
well as treatment resistance are limiting the best treatment option. Despite of advances in
drug development for RA, a group of patients may benefit of alternative treatments such
as antioxidant intake in form of fresh fruits/vegetables as well as food supplements [12].

Nearly a century ago, jaundiced patients were observed to have surprising and spon-
taneous remissions from incurable immunologic diseases including rheumatoid arthritis,
allergy, and asthma. The mystery of why this phenomenon occurred remains unresolved
to this day [13]. Bilirubin is a secondary breakdown product of normal heme catabolism
that is excreted in bile and urine, and elevated levels may indicate certain diseases [14]. For
decades was bilirubin considered as a metabolism side product with no specific purpose
but recent data indicate that bilirubin exhibits potent antioxidant properties with positive
clinical consequence and relatively low toxicity [15-17]. Most recently, the molecule has
been found to possess immunomodulatory properties that rival its redox capacity, possibly
explaining its ability to suppress inflammation [13]. Higher serum levels of bilirubin are
linked with an absence of inflammatory diseases such as RA [16,18]. Gilbert’s syndrome
may be defined as harmless unconjugated hyperbilirubinemia due to a decreased conjuga-
tion enzymatic capacity in liver [19]. It is known that this trait in people may reduce health
risks in cardiovascular diseases [15,20,21].

Unconjugated bilirubin (UCB) investigation on the adjuvant-induced arthritis (AIA)
model has not been performed yet. In the presented experimental study we evaluate
the tissue protective and immunomodulatory effect of UCB on the course of AIA where
oxidative stress, inflammation and inadequate immune response lead to development of
significant pathology [22]. In our pre-clinical research, there was an interest to find out
which of the markers are modified in AIA conditions and to compare this with treated
healthy controls. We have described the anti-inflammatory properties of UCB for the
first time, UCB has furthermore exhibited its properties on many other markers on the
AIA model. Further research of UCB may introduce interest for development of its new
pharmaceutical forms to improve therapeutic outcome of RA treatment.

2. Results
2.1. Bilirubin Levels

Serum levels of total and conjugated bilirubin were measured on 28th day of the
experiment. Values of total bilirubin in control group (CO) and AIA, 0.20 £ 0.07 and
0.29 + 0.11 uM/L, are naturally very low in Lewis rats and conjugated bilirubin in these
two groups was undetectable [23]. UCB administration increased its levels approximately
hundred times. In adjuvant-induced arthritis group with UCB administration (AIA-BIL)
was the average level of conjugated bilirubin 4.95 £ 0.39 uM/L and of total bilirubin
28.67 = 2.23 uM/L. In control group with UCB administration (CO-BIL) was the average
level of conjugated bilirubin 5.93 £ 1.35 uM/L and of total bilirubin 29.73 £+ 1.82 uM /L.
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2.2. Changes in Hind Paw Volume and Body Weight

Swelling of the hind paws was a marker of clinical progression [24]. Induction of
AIA resulted in significant swelling of the hind paw joints evaluated as the change in hind
paw volume (HPV, p < 0.001 vs. CO on day 14, 21 and 28). In the AIA-BIL group, UCB
administration lead to a decrease of HPV compared to untreated AIA group (p < 0.01 vs.
AIA on day 21 and 28; Figure 1a), which improved mobility of the animals. In CO-BIL was
HPV on day 28 significantly decreased comparing to healthy CO animals (p < 0.01 vs. CO
on day 28; Figure 1a). There was observed a general body weight loss of the animals with
AIA and in both groups of animals administered UCB since day 14 towards the end of the
experiment (for CO-BIL p < 0.001 vs. CO on day 21 and 28, for AIA-BIL p < 0.05 vs. AIA on
day 28; Figure 1b).
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Figure 1. (a). Time profile of hind paw volume changes during the course of the experiment. (b). Body weight changes

of the animals during the experiment. (c). CRP levels change on 21st and 28th day and (d). Ceruloplasmin levels at the

end of the experiment. CO—control group, CO-BIL—control group administered with UCB 200 mg/kg of body weight

daily i.p. from day 14, AIA—group with adjuvant induced arthritis, AIA-BIL—group with adjuvant induced arthritis

administered with UCB 200 mg/kg of body weight daily i.p. from day 14. Results are expressed as mean & SEM, n = 7-8.
Significant difference between groups CO and CO-BIL, CO and AIA: ** p < 0.001 vs. CO, ** p < 0.01 vs. CO, * p < 0.05 vs.
CO. Significant difference between groups AIA and AIA-BIL: *** p < 0.001 vs. AIA, ** p < 0.01 vs. AIA, * p < 0.05 vs. AIA.

2.3. Changes in Blood Screen

Induction of AIA lead in AIA animals to an increase in leukocyte, lymphocyte and
platelet counts in the peripheral blood (p < 0.001 vs. CO on day 14, 21 and 28; Figure 2a—
respectively). UCB administration caused a significant decrease of leukocytes (p < 0.01)
and lymphocytes (p < 0.01) that continued towards the end of the experiment (Figure 2a,b).
UCB administration produced significant changes in the number of red blood cells, in
levels of hemoglobin and in the mean corpuscular volume (MCV) in AIA animals. In
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control animals administration of UCB caused significant decrease of hemoglobin level
and significant decrease in MCV, thus the size of erythrocytes was smaller (Table 1). On
the contrary, as demonstrated in both AIA-BIL and CO-BIL groups, UCB administration
caused significant elevation of thrombocytes when compared to AIA and CO, respectively

(Figure 2c).
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Figure 2. Time profile of changes in (a). leukocytes, (b). lymphocytes and (c). thrombocytes (d). Oxidative damage to DNA
evaluated on day 28 of the experiment CO—control group, CO-BIL—control group administered with UCB 200 mg/kg of
body weight daily i.p. from day 14, AIA—group with adjuvant induced arthritis, AIA-BIL—group with adjuvant induced
arthritis administered with UCB 200 mg/kg of body weight daily i.p. from day 14. Results are expressed as mean + SEM,
n = 7-8. Significant difference between groups CO and CO-BIL, CO and AIA: *** p < 0.001 vs. CO, ** p < 0.01 vs. CO,
*p <0.05 vs. CO. Significant difference between groups AIA and AIA-BIL: *** p < 0.001 vs. AIA, ** p < 0.01 vs. AIA.
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Table 1. Changes in erythrocytes (number of erythrocytes, hemoglobin content and corpuscular
volume) parameters during the course of the experiment. MCV—mean corpuscular volume. CO—
control group, CO-BIL—control group administered with UCB 200 mg/kg of body weight daily i.p.
from day 14, AIA—group with adjuvant induced arthritis, AIA-BIL—group with adjuvant induced
arthritis administered with UCB 200 mg/kg of body weight daily i.p. from day 14. Results are
expressed as mean £ SEM, n = 7-8. Significant difference between groups CO and CO-BIL, CO and
ATA: *** p <0.001 vs. CO, ** p < 0.01 vs. CO, * p < 0.05 vs. CO. Significant difference between groups
AJA and ATA-BIL: ** p < 0.01 vs. AIA, * p < 0.05 vs. AIA.

Day

Group 14 21 28

CcO 0.84 +0.04 0.96 +0.03 1.00 +0.03
Erythrocytes CO-BIL 0.94 +0.03 0.99 +0.13 0.96 +0.02
(10°/uL) AIA 0.86 +0.02 0.96 +0.03 1.05 +0.02

AIA-BIL 0.84 +0.03 0.91 +0.02 0.92 ++ +0.03

CcO 1.37 +0.05 1.63 +0.06 1.66 +0.04
Hemoglobin CO-BIL  1.69*  40.07 1.63 +0.03 1.56* +0.02
(g/dL) AIA 1.38 +0.03 1.51 +0.04 1.60 +0.04

AIA-BIL 1.31 +0.04 1.40 +0.04 142+ +0.06

CcO 47.71 +0.84 46.86 +0.77 4743 +0.72

CO-BIL 46.63 +0.32  44.63*  +0.26 4471 +0.29
MCV (uL)

ATA 45.00 ** +0.27 43.88 ** +0.35 42.86 *** +0.40
ATA-BIL  43.88° +0.40 42.86 +0.40 42.67 +0.33

2.4. Markers of Inflammation and Organ Weight

Administration of UCB caused in AIA-BIL significant decrease of CRP (p < 0.01 vs.
AIA on day 21 and 28; Figure 1c) and ceruloplasmin (p < 0.001 vs. AIA on day 28; Figure 1d)
in AIA-BIL compared to AIA, which corresponded with the clinical course of the disease
in the experimental animals.

At the end of the experiment, liver, thymus and spleen were collected and weighted.
Animals with UCB administration had significantly smaller spleen (CO-BIL p < 0.05 vs.
CO, AIA-BIL p < 0.05 vs. AIA; Figure 3a) and thymus (CO-BIL p < 0.001 vs. CO; AIA-BIL
p <0.001 vs. AIA; Figure 1b), liver was significantly smaller in CO-BIL comparing to CO
(p < 0.01; Figure 1b), but about the same weight in AIA and AIA-BIL (Figure 3).
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Figure 3. Weight of selected organs at the end of the experiment; (a). spleen, (b). thymus, (c). liver.
CO—control group, CO-BIL—control group administered with UCB 200 mg/kg of body weight
daily i.p. from day 14, AIA—group with adjuvant induced arthritis, AIA-BIL—group with adjuvant
induced arthritis administered with UCB 200 mg/kg of body weight daily i.p. from day 14. Results
are expressed as mean + SEM, n = 7-8. Significant difference between groups CO and CO-BIL, CO
and AIA: *** p <0.001 vs. CO, ** p <0.01 vs. CO, * p < 0.05 vs. CO. Significant difference between
groups AIA and AIA-BIL: *** p <0.001 vs. AIA, * p <0.05 vs. AIA.

2.5. Oxidative Damage to DNA and Histological Examination

Oxidative damage to DNA evaluated at the end of the experiment was significantly
increased in the AIA and dramatically dropped by bilirubin in the AIA-BIL group (p < 0.001;
Figure 2d). UCB administration in CO-BIL resulted in a significantly higher oxidative DNA
damage comparing to CO group (p < 0.001; Figure 2d).

Bilirubin treatment dramatically reduced the inflammatory cell infiltrate in AIA-BIL
(p <0.001 vs. AIA; Figure 4). Histological evaluation of the hind paw knee joints in animals
with arthritis showed enlargement of the articular cavity and with leukocyte accumulation,
interstitial edema and infiltration of the soft tissues by leukocytes. Joint inflammation
was documented by dense infiltration of the periarticular tissues by neutrophilic granulo-
cytes and their presence in the articular cavity, as demonstrated with chloroacetylesterase
(CHAE) activity (Figure 5). The fibrin exudation was significantly reduced in the AIA-BIL
group (p < 0.001 vs. AIA; Figure 6). Fibrin exudation detected by phosphotungstic acid
hematoxylin (PTAH) staining, as the sign of an active inflammatory process, was in high
amounts present in the joints in all AIA samples (Figure 7).
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Figure 4. Infiltration of joints by granulocytes. CO—control group, CO-BIL—control group adminis-
tered with UCB 200 mg/kg of body weight daily i.p. from day 14, AIA—group with adjuvant induced
arthritis, AIA-BIL—group with adjuvant induced arthritis administered with UCB 200 mg/kg of
body weight daily i.p. from day 14. Results are expressed as mean + SEM, n = 7-8. Significant
difference between groups CO and CO-BIL, CO and AIA: ** p < 0.001 vs. CO. Significant difference
between groups AIA and AIA-BIL: *** p < 0.001 vs. AIA.
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Figure 5. Infiltration of joints by granulocytes detected with naphtol-AS-D-chloroacetate esterase
(CHAE) activity. Dense granulocytic infiltrate (arrow) in the inflamed joints (AIA) was reduced
by UCB treatment (AIA-BIL). CO—control group, CO-BIL—control group administered with UCB
200 mg/kg of body weight daily i.p. from day 14, AIA—group with adjuvant induced arthritis,
AIA-BIL—group with adjuvant induced arthritis administered with UCB 200 mg/kg of body weight
daily i.p. from day 14. CHAE, 100 x.
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Figure 6. Fibrin exudation into joints. CO—control group, CO-BIL—control group administered with
UCB 200 mg/kg of body weight daily i.p. from day 14, AIA—group with adjuvant induced arthritis,
AIA-BIL—group with adjuvant induced arthritis administered with UCB 200 mg/kg of body weight
daily i.p. from day 14. Results are expressed as mean & SEM, n = 7-8. Significant difference between
groups CO and CO-BIL, CO and AIA: *** p < 0.001 vs. CO. Significant difference between groups
AIA and AIA-BIL: *** p < 0.001 vs. AIA.

Figure 7. Detection of fibrin in joints with Mallory’s phosphotungstic acid hematoxylin (PTAH) staining. Massive exudation
of fibrin (arrow pointing at blue color) in the inflamed joints (AIA) was reduced by UCB treatment (AIA-BIL). CO—control
group, CO-BIL—control group administered with UCB 200 mg/kg of body weight daily i.p. from day 14, AIA—group with
adjuvant induced arthritis, AIA-BIL—group with adjuvant induced arthritis administered with UCB 200 mg/kg of body
weight daily i.p. from day 14. PTAH, 200 x.

3. Discussion

The aim of the study was to observe changes in the course of an experimentally-
induced arthritis disease in the settings of unconjugated bilirubin administration. The
model of AIA was chosen as a disease similar to human RA that allows to monitor pro-
gression of the disease and effects of the experimental treatment [25]. The murine models
have many limitations in regard to human RA, such as the genetically-based onset of
RA and the agent of disease model induction is known. However, our research team is
focusing on the symptoms mitigation as well as other markers of inflammation that might
be relevant for further RA pharmacotherapy, but strictly on the preclinical research level.
Bilirubin presence in plasma is natural in humans, but in rats its levels are naturally low,
almost undetectable in the physiological state [23], thus, the model allows to study the
specific effect of UCB administration. UCB’s impact on function of the immune system was
described in several different experimental settings [23,26]. To our knowledge, this is the
first study that documents complex changes of blood elements variables in the time course
during high dose of UCB administration for the period of 14 days (Figure 2a—c, Table 1).

Adjuvant induced arthritis brought about inflammatory changes in the hind paw knee
joints clinically manifested by swelling, as previously demonstrated [25]. Inflammation
in hind paw joints is caused by granulocyte infiltration leading to fibrin depositions
as seen in our experiments (Figures 4-7) [27,28]. Decrease of the hind paws volume,
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the reduction of leukocytes, granulocyte infiltration and fibrin deposition in the joints
histologic evaluation proved significant effects of UCB administration on the course of
the disease (Figures 1a, 2a and 4-7). Therapeutic use of UCB has not been used before in
an experimental model of RA. Bonneli (2012) used UCB precursor—biliverdin as a heme
oxygenase-1 end product, which successfully improved the course of murine collagen
induced arthritis (CIA). Histological examination of affected joints in mice after 60 days
long treatment showed lowered inflammation and bone destruction in the CIA mouse
model [29]. Epidemiological study National Health and Nutrition Examination Survey by
Fischman (2010) concluded that higher total bilirubin levels were linked to a reduced risk
of RA and as a protective factor in humans [16]. These data, supported also by the results
of our experimental findings, indicate the protective role of bilirubin administration, and
also its pathological consequences.

The plausible anti-inflammatory effects of unconjugated bilirubin in our experiment
were supported also by decreased levels of inflammation proteins such as CRP and ceru-
loplasmin (Figure 1c,d). The relationship between bilirubin and CRP and suppressing
effect of bilirubin on CRP levels have already been observed in humans [30]. It has also
been documented as in vitro experiment by Khan and Poduval (2011) [26], and as in vivo
experiment in a mouse model of endotoxemia [31], but correlation between hyperbilirubine-
mia and low levels of ceruloplasmin was only part of the clinical assessment in full-term
newborn infants [32].

Immunomodulative properties of UCB were part of various animal studies [13]. In
general, administration of UCB showed major impact on the immune system. Experi-
ments performed in vitro documented toxic effect of 25 pM /L concentration of UCB on
unfractionated splenocytes and splenic T cells, B cells, macrophages and LPS-stimulated
CD19" B cells [26]. In vivo administration of UCB to healthy animals induced atrophy of
the spleen, depletion of bone marrow cells, peripheral leukopenia and decreased lympho-
cyte count [26]. High levels of UCB improved the outcome of experimental autoimmune
encephalomyelitis. The immunomodulatory effect of UCB was attributed to possible in-
duction of apoptosis in reactive T cells [23]. The above-mentioned findings resulted from
different study designs. In our experimental setting, the spleen, the thymus and the liver
were assessed by means of the change of their weight. Except for the liver, we observed
atrophy of the thymus and the spleen in the AIA group caused by UCB administration
(Figure 3). In addition to the evaluation of the impact of UCB on the arthritis clinical
presentation changes, our data also recorded changes in the blood screen in the period of
14 days. In the experiment we showed that increased levels of UCB caused a universal
decrease in the number of lymphocytes, atrophy of the spleen, thymus and the liver in
both, the AIA and the CO animals (Figures 2b and 3). All these findings point at the
immunomodulatory effect of high levels of UCB and with positive effect on the course
of AIA.

UCB administration to AIA-BIL group deepened atrophy of the thymus in comparison
with untreated AIA group (Figure 3b). Similar observation of the thymic regression as
a response to the outflow of mature T lymphocytes in the context of inflammatory cells
redistribution in the AIA experimental model has already been reported [25]. Analyzing
the effect of UCB on the spleen, UCB administration to AIA-BIL restore the hypertrophy
to the size of untreated CO group (Figure 3a). Due to high leukocytosis and the ongoing
inflammation in the AIA animals, hypertrophy of the spleen may be the result. Administra-
tion of UCB in the AIA group lead to a greater thymus atrophy and a significant decrease
of weight of the spleen. These results show similar course of the atrophy in the thymus
and the spleen in the CO-BIL group induced by administration of UCB, which confirms
the findings previously reported by others [26].

General impact of UCB on hematopoiesis is demonstrated by changes of platelets
and erythrocytes parameters (Figure 2c, Table 1). The lifespan of erythrocytes in rats
is approximately 60 days [33], which might explain the delayed decrease compared to
the rapid changes in leukocytes. The drop of hemoglobin caused by hyperbilirubinemia
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has already been described by others [26]. Brito (2006), according to the observation
of hyperbilirubinemic and normobilirubinemic neonates, presumed toxicity of UCB to
erythrocyte’s membrane [34]. In contrast to this assumption, McDonagh (2007) claimed
that Gunn rats and patients with Crigler-Najjar syndrome have persistent unconjugated
hyperbilirubinemia and do not suffer from extensive hemolysis [35]. Of particular interest
in our experiment is the observed rise in thrombocytes after UCB administration, both
in healthy and the AIA animals (Figure 2c). This is a unique observation that has not
been described before. The underlying mechanism for rising numbers of platelets might
be linked with the atrophy of the spleen resulting in decreased platelet removal from
circulation and older platelets being allowed to circulate for a longer period of time. These
suggestions will require to be confirmed by further research.

Bilirubin is known to possess powerful antioxidant properties [36,37]. Oxidative stress
is an important factor of inflammation and plays an important role in the pathogenesis of
autoimmune diseases such as RA and its experimental model—adjuvant induced arthri-
tis [38]. This hypothesis was confirmed also by our results, where administration of UCB
significantly decreased oxidative DNA damage in sick animals (Figure 2d). On the other
hand, the results in the control group were remarkably completely the opposite. Adminis-
tration of UCB caused in healthy animals a massive oxidative damage to DNA (Figure
2d). Similar results are obtained from experiments on Gunn rats that suffer naturally from
unconjugated hyperbilirubinemia. The DNA fragility in leukocytes induced by radiation
exposure of Gunn and Wistar rats [39] was significantly reduced when compared to the
Wistar rats. On the contrary, DNA fragility was significantly higher in Gunn rats that
were not irradiated. This could be accounted either to higher DNA damage itself or might
indicate differences in efficiency of DNA repair [39,40].

Groups, where UCB was administered had not only smaller spleen, liver and thy-
mus, but they had also lower body weight and smaller hind paw volumes (Figure 1a,b).
This general unwanted growth retardation was present even though rats had the same
access to food and better mobility due to suppressed clinical signs of AIA. As was pre-
viously observed in mice, bilirubin administration for 14 days caused reduction of the
liver size and body fat, decrease of total plasma cholesterol, insulin and leptin and raise
of adiponectin [41]. In human studies, hyperbilirubinemia correlated in subjects with
lower BMI and was considered as a possible factor for weight loss in obese people [39,42].
In healthy mice, UCB administration, besides significant reduction of the spleen weight,
resulted in decreased viability of bone marrow cells resulting in significant decrease of
leukocytes, lymphocytes and hemoglobin levels [26]. These changes seem to be specific
due to UCB administration.

Despite the ongoing therapy of patient with RA some clinical studies have shown
increased markers of OS in these patients [43—45]. The systemic autoimmune disease RA
is characterized by increased cardiovascular mortality and morbidity and is an indepen-
dent cardiovascular risk factor [46]. Oxidative stress has been linked to functional and
structural cardiovascular alterations in animal models of chronic arthritis and in patients
with RA, suggesting a complex interplay between oxidative stress, autoimmune response
and inflammation in the development of atherosclerotic cardiovascular disease in RA [47].
Reactive oxygen species and reactive nitrogen species are highly reactive chemical com-
pounds that have the potential to damage lipids, proteins and DNA favouring expression
of neoantigens and initiation of autoimmunity in predisposed individuals. Accordingly,
exaggerated reactive oxygen species formation and increased levels of markers of protein
and lipid oxidation have been reported in several systemic autoimmune diseases, includ-
ing RA [48,49]. However, there is no standard therapeutic approach to address the OS in
RA patients.

To objectify the biological impact of unconjugated bilirubin administration it is impor-
tant to interpret the results depending on the clinical context. In healthy animals the effect
of UCB may be perceived as unwanted side effect, but in animals with AIA, the effects
employ as therapeutic.
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4. Material and Methods
4.1. Animals and AIA Experimental Model

31 adult male Lewis rats weighing 160-180 g were obtained from Department of Toxi-
cology and Laboratory Animal Breeding, Centre of Experimental Medicine, SAS, Dobra
Voda, Slovak Republic (SK CH 24016). The rats had free access to the standard pellet diet
and tap water as well as dark/light regime 12 h/12 h. The experimental protocol was
approved by the Ethics Committee of the Institute of Experimental Pharmacology and
Toxicology, Center of Experimental Medicine SAS in Bratislava, Slovakia, (3144/16-221/3,
1.1.2011) and by the Slovak State Veterinary and Food Administration of the Slovak Repub-
lic, Bratislava in accordance with the European Convention for the Protection of Vertebrate
Animals Used for Experimental and Other Scientific Purposes and with Slovak legislation.

4.2. The Design of AIA Experiment

The animals were randomized into four groups: healthy not treated animals as Control
group (CO, n = 7), healthy animals with UCB administration (CO-BIL, n = 8), untreated
adjuvant-induced arthritis group (AIA, n = 8) and adjuvant-induced arthritis group ad-
ministrated with UCB (AIA-BIL, n = 8). AIA was induced by single intradermal shot
with suspension of 0.1 mL of 12 mg/mL heat-inactivated Mycobacterium butyricum powder
suspended in incomplete IFA (Difco Laboratories, Detroit, MI, USA) applied to the rat tail
root region according to our previous experimental protocol [50-52]. Therapeutic treatment
regime was as follows: UCB was administered 200 mg/kg of body weight daily i.p. from
day 14, to the day 28 of the study. UCB (porcine origin, AppliChem, GmbH, Darmstadt,
Germany) was stored at —20 °C until reconstitution in 0.2 M sodium hydroxide to obtain
water soluble sodium salt of UCB. This solution was neutralized by 1.0 M hydrochloric
acid and diluted by saline for desired concentration of 50 mg/mL. Reconstituted solution
was stored at room temperature in a dark place. Handling and manipulation with UCB
were under low light condition to reduce its depletion. Body weight of rats was measured
regularly to calculate the precise application of doses. The body weight of the animals
was measured daily. The changes in body weight are shown as weight gain (g). Weight
measured on the day (n—day 14, 21 and 28) minus weight measured on day 1. HPV was
calculated as the percentage increase of the hind paw of each animal, compared to the HPV
measured at the onset of the experiment by means of an electronic water plethysmometer
(UGO BASILE, Comerio-Varese, Italy). The HPV was measured at the same days as change
in the weight.

4.3. Blood Tests and Oxidative Damage Evaluation

Changes in the blood count were evaluated on 14th, 21st and 28th day of the experi-
ment using ABX Pentra 60 analyzer (Horiba Medical, Tokyo, Japan). On 28th day, when the
experiment was terminated, blood and the plasma were collected and evaluated: levels of
conjugated and unconjugated bilirubin using automatic analyzer Advia 2400 (Siemens AG,
Munich, Germany), oxidative DNA damage was determined by the Collin’s comet method,
CRP by commercial ELISA kit (Immunology consultant laboratories, Inc., Portland, OR,
USA) and ceruloplasmin by the method according to Pribyl [24,53,54]. All plasma samples
were stored at —80 °C until biochemical analysis.

Single cell electrophoresis (comet assay) [52] was used to evaluate oxidative damage to
DNA in lymphocytes isolated from the whole blood collected on 28th day. The levels of the
marker for DNA oxidative damage, 8-oxoguanines, were calculated from formamidopy-
rimidine DNA glycosylase (Fpg) sites, represented by total damage (TD) values reduced
about buffer score, where, in TD, i is a class of damage and N is the number of cells in

each class:
4

D = ) iN;
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using the calibration curve y = 134.97x + 7.0612, where y refers to the number of Fpg sites
and x refers to breaks of DNA [55]. The concentration of 8-oxoG per 10° guanines was
calculated as previously described [55]. The experiments were done in duplicate.

4.4. Histology and Histochemistry

At the end of the experiment, thymus, spleen, liver and hind paw knee joints were
collected, weighted and processed for histological evaluation. The hind paw knee joint
samples were after 24-h fixation in 4% formaldehyde decalcified in EDTA, routinely pro-
cessed by embedding in paraffin, cut in 5 um thick slices, stained with hematoxylin and
eosin and evaluated by light microscopy (Leica DM2000, Wetzlar, Germany). Staining with
naphtol-AS-D-chloroacetate for the detection of CHAE activity was performed to evaluate
tissue infiltration by granulocytes. Conventional dyeing with PTAH was performed to
evaluate the presence of fibrin in joints.

4.5. Morphometry and Statistics

Granulocyte infiltration and fibrin deposition in the knee joint samples were evaluated
by morphometry using Image] 1.38 (National Institute of Health, San Diego, CA, USA)
in 10 randomly selected microscopic fields at 40x magnification. Using digital color
extraction, the proportion of selected positivity to the total area of tissue was assessed. The
measured values were statistically evaluated by GraphPad Prism (GraphPad Prism, San
Diego, CA, USA).

The data were expressed as arithmetic mean 4+ SEM, with 7-8 animals in each ex-
perimental group. AIA and CO-BIL groups were compared with CO (*) and AIA-BIL
group was compared with AIA (+). For significance calculations, unpaired Student’s t-test
(two sample, unequal variance) was used with the following significance designations:
extremely significant (p < 0.001), highly significant (p < 0.01), significant (p < 0.05); not
significant (p > 0.05).

5. Conclusions

Dysregulation of the innate and adaptive immune responses occur at different stages
of RA development. The inflammatory process lead to functional and structural changes
of joints and internal organs. According to our findings, induced systemic unconjugated
hyperbilirubinemia might have beneficial effects on the course of AIA. By administration
of UCB we observed improved clinical signs, decrease of inflammation and protective role
in DNA oxidative damage in studied animals. To our knowledge, this is the first study that
documents complex changes of blood elements variables in the time course during high
dose of UCB administration in healthy animals as well in AIA for the period of 14 days.

Our research is focused to mitigate the OS in experimental arthritis, by means of
substances with known and/or unknown antioxidative properties. From our perspective
we think that lowering of the OS could be a part of a more complex therapeutic approach of
patients with RA, together with newer agents, which are based on blocking/modifying spe-
cific steps in the inflammatory cascade. Supplementation with substances able to reduce the
OS could be a part of observational clinical studies with standard anti-rheumatic treatment.

These findings might be the basis for further research on immunomodulative proper-
ties of UCB.
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Abstract: Synovitis of the knee synovium is proven to be a precursor of knee osteoarthritis (OA),
leading to a radiologically advanced stage of the disease. This study was conducted to elucidate the
expression pattern of different inflammatory factors—NF-kB, iNOS, and MMP-9 in a subpopulation
of synovial cells. Thirty synovial membrane intra-operative biopsies of patients (ten controls, ten
with early OA, and ten with advanced OA, according to the Kellgren-Lawrence radiological score)

were immunohistochemically stained for NF-kB, iNOS, and MMP9, and for different cell markers
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for macrophages, fibroblasts, leukocytes, lymphocytes, blood vessel endothelial cells, and blood
vessel smooth muscle cells. The total number of CD68+/NF-kB+ cells/mm? in the intima of early OA
patients (median = 2359) was significantly higher compared to the total number of vimentin+/Nf-kB+
cells/mm? (median = 1321) and LCA+/NF-kB+ cells/mm? (median = 64) (p <0.001 and p < 0.0001,
respectively). The total number of LCA+/NF-kB+ cells/mm? in the subintima of advanced OA
patients (median = 2123) was significantly higher compared to the total number of vimentin+/NF-kB+
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cells/mm? (median = 14) and CD68+/NF-kB+ cells/mm? (median = 29) (p <0.0001). The total number
of CD68+/iNOS+ cells/mm? in the intima of both early and advanced OA patients was significantly
higher compared to the total number of vimentin+/iNOS+ cells/mm? and LCA+/iNOS+ cells/mm?
(p <0.0001 and p < 0.001, respectively). The total number of CD68+/MMP-9+ cells/mm? in the intima
of both early and advanced OA patients was significantly higher compared to the total number of
vimentin+/MMP-9+ cells/mm? and CD5+/MMP-9+ cells/mm? (p < 0.0001). Macrophages may have
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a leading role in OA progression through the NF-kB production of inflammatory factors (iNOS and
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MMP-9) in the intima, except in advanced OA, where leukocytes could have a dominant role through
NF-kB production in subintima. The blocking of macrophageal and leukocyte NF-kB expression is a
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1. Introduction

Osteoarthritis (OA) is the most common disease of the synovial joints that mostly
affects older adults. It indicates chronic degenerative changes in the articular cartilage
that perpetuate pathological changes in other parts of the joint in a cascade manner [1].
Degenerative changes in the cartilage are both in biochemical composition and physical
Attribution (CC BY) license (https://  properties [2,3]. The pronounced pathological changes of knee osteoarthritis include carti-
creativecommons.org/ licenses /by / lage damage, osteophyte formation, subchondral bone sclerosis, synovial inflammation,
40/). the degeneration of ligaments and the menisci, and the thickening of the joint capsule [1].
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Current management largely emphasizes on alleviating symptoms and improving function,
but for many patients, these measures do not provide adequate symptom relief [4]. With the
detection of high levels of cytokines, complement and plasma proteins in the synovial fluid,
it has been acknowledged that OA is a low-grade inflammatory disease with underlying
mechanical disorders accelerating the failure of the joint [5-7]. Therefore, investigations of
different cell populations within the synovial membrane and the expression patterns of
inflammatory markers can elucidate the relationship between diagnosis and prognostic
outcome [8]. The synovial membrane contains resident cells such as macrophage-like syn-
oviocytes (MLS), fibroblast-like synoviocytes (FLS), endothelium and smooth muscle cells
of blood vessels, and non-resident, inflammatory cells, such as lymphocytes and plasma-
cells. It has two layers; the intima, the thin layer where the macrophages and fibroblasts are
located, and the subintima, the supportive stroma [9]. MLS in the synovial membrane of
OA joints contribute to cartilage breakdown by producing inflammatory cytokines as well
as matrix metalloproteinases (MMPs) that lead to synovitis development [5,8]. Synovial
inflammation, together with subchondral bone marrow edema, has more significance in
the early phases of the disease as a result of initial cartilage lesions [10-12]. In early OA, the
synovial membrane shows synovial lining cell thickness, vascularity and the expression
of inflammatory cells and mediators, and nuclear transcription factors to be greater in
advanced OA, determining a higher hyperplastic and inflammation component of the
synovitis in that stage [11,13]. Additionally, clinically, synovitis grade is greatly associated
with the severity of pain, joint dysfunction, and cartilage loss in OA [14,15].

After the initial cartilage damage, parts of the cartilage cells and matrixes are released
into the synovial fluid [5,16]. Cells in the cartilage and in the synovial membrane produce
inflammatory mediators, such as cytokines, angiogenic factors, chemokines, MMPs, COX-2,
and inducible nitric oxide synthase (iNOS), that play a distinctive role in the further degra-
dation of the cartilage [8,17]. These inflammatory factors are mostly produced through
NF-kB transcription factor activity by the MLS in the synovial intima [8,18]. In OA, NF-kB
is highly activated at sites of synovial membrane inflammation, inducing transcription
of the aforementioned proinflammatory factors [19]. iNOS is located in the cartilage and
synovial membrane and is mostly synthetized through the NF-kB pathway [20]. Nitric
oxide (NO) is produced by iNOS, and it mediates the expression of inflammatory factors,
inhibits the synthesis of collagen and proteoglycans, and induces chondrocyte apoptosis
and pain [21]. Selective inhibition of iNOS reduces the tissue levels of catabolic factors;
therefore, NO has an inflammatory role in OA [22]. On the contrary, some studies show
a possible protective role of NO through the NF-kB feedback mechanism [23]. Different
MMPs have been detected in the synovial fluid of patients with OA and have been directly
correlated with the expression of inflammatory cells in the synovial membrane [24-26].

FLS and MLS are the most active innate immunity cells in inflamed synovial tissue in
early osteoarthritis [27-33]. So far, only a few studies have tried to determine the differences
between NF-kB, iNOS, and MMPs expression in the different cells of knee synovial tissues
in early and advanced OA, and all of them were focused on MLS and FLS [27,31,32], while
studies investigating the role of cells within the blood vessels and lymph nodules of the
knee synovial membrane in OA are scarce [34].

Newer treatment aspirations aim for early diagnosis and the usage of disease mod-
ifying drugs that could halt the progression of OA [35,36]. There is a theory that one
subpopulation of OA patients was “synovium driven” and that specifically aiming the
synovitis can be a successful treatment modality [8]. Therefore, the aim of this study
was to analyze the expression pattern of NF-kB, iNOS, and MMP-9 in different cells that
constitute the synovial membrane in the early and advanced stages of OA according to
the radiological stage of OA. Most other studies did not have a control group, and to
the best of our knowledge, neither one differentiated between the two main layers of the
synovial membrane. Understanding the immunophenotype of the different cells of the
knee synovial tissues can help us in the development of a potential therapeutical target
that can influence disease progression.
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2. Results

Biopsies of the synovial membranes were divided into early OA, advanced OA, and
control groups (Figure 1) according to the radiologically based Kellgren-Lawrence scale
(Table 1).

Figure 1. Hystological staining of healthy (ctrl) (A), early osteoarthritic synovium (eOA) (B), and advanced osteoarthritic
synovium (aOA) (C). The synovial membrane of patients in the control group shows no resident cells in the subintima and
the intima (arrows). In patients with early OA, the synovium contains highly visible cell infiltration (frame) in the intima
(arrow). In patients with advanced OA, lymphoid nodules (frame) are shown. Haematoxylin-eosin staining. Magnification

%20, scale bar 50 pm.

Table 1. Clinical characteristics of the examined groups.

Control Early OA Advanced OA p Value
Age (mean =+ SD, years) 20.67 = 2.69 58 £ 6.53 70.7 £3.30
BMI (mean =+ SD) - 29.05 + 4.68 29.74 + 4.08 0.729
ROM (mean + SD, degrees) - 111.50 + 21.86 93 +13.98 0.037 *
Duration (mean + SD, years) - 3.25+£2.80 14.5 £ 7.62 0.000 *
WOMAC (mean =+ SD) - 43.1 +21.64 61.3 +11.18 0.030 *

chi-square test, * p < 0.05.

Tissue sections were analyzed with the double immunofluorescence of NF-kB, iNOS,
and MMP-9, with prospective markers for different cell populations of the synovial in-
tima and subintima (Figures 2-5). Namely, CD31 and actin were used as markers for
the blood vessel wall. Vimentin was used as a marker for fibroblasts, LCA served as a
marker for leukocytes while CD68 and CD5 were used as markers for macrophages and T
lymphocytes, respectively.

115



Int. ]. Mol. Sci. 2021, 22, 6461

A

o

E 3500 ok

2 3000 oS L

g s

o 2500

]

£ 2000

2

S 1500

9]

5 1000

£

500 ‘

3

E| 4 14l I IR zIm 11 <171
subintima intima subintima intima subintima intima

Early OA Advanced OA Control

M vimentin+/Nf-kB+ B CD68+/Nf-kB+ M LCA+/Nf-kB+

B
L2
XN HNN
%‘ b i i
£ 3500
T,
_?‘"j 3000 *x
o 2500 St
B
‘@ 2000
2
1500
© T
@ 1000
o
: "k I o 1. H
- " L 1 LLd Ilt <
subintima intima subintima intima subintima intima
Early OA Advanced OA Control
B vimentin+/iNOS+ ® CD68+/iNOS+ M LCA+/iNOS+
C
o *
E 1800 XN NXN
> 1600 S *x
E 1400 XRK XXX
% 1200
£ 1000
8 800
S 600
2 400
E 200 l l i
=
c 0 [ . i = T e = k] l g i o l -
subintima intima subintima intima subintima intima
Early OA Advanced OA Control

M vimentint/MMP-9+ B CD68+/MMP-9+ M CD5+/MMP-9+

Figure 2. The distribution of vimentin+/NF-kB+, CD68+/NF-kB+, and LCA+/NF-kB+ (A), vi-
mentin+/iNOS+, CD68+/iNOS+, and LCA+/iNOS+ (B), and vimentin+/MMP-9+, CD68+/MMP-
9+, and CD5+/MMP-9 (C) positive cells per mm? in the early osteoarthritis (OA), in the advanced
osteoarthritis (OA) and control groups. Data were shown as mean £ SD. Significant differences
(Kruskal-Wallis) are indicated by * p < 0.05, ** p < 0.001, *** p < 0.0001.
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vimentin merge

merge

Figure 3. The synovial membrane of patients with early OA (eOA) (A-C). Vimentin positive (red) fibroblasts in the intima
and subintima (frame), NF-kB positive cells (green) in the synovial intima and subintima (B). The merge of DAPI (blue)
nuclear stain+vimentin+NF-kB (magnification of the frame in panel (A)) show numerous fibroblasts in the intima co-
localized with NF-kB and vimentin (arrow), while the subintima displays vimentin positive fibroblasts (arrowhead) (C). The
synovial membrane of patients with early OA (eOA) (D-F). CD68 positive (red) macrophages in the intima and subintima
(frame). NF-kB positive cells (green) in the synovial intima and subintima (E). The merge of DAPI (blue)+CD68+NF-kB
(magnification of the frame in panel (D)) show numerous macrophages in the intima co-localized with NF-kB and CD68
(arrow), while the subintima displayed CD68 positive macrophages(arrowhead) (F). The synovial membrane of patients
with advanced OA (aOA) (G-I). LCA positive (red) lymphocytes in the intima, subintima, and lymph nodule (frame). NF-kB
positive cells (green) in the synovial intima and subintima (H). The merge of DAPI (blue)+LCA+NF-kB (magnification of
the frame in panel (G)) show numerous lymphocytes in the lymph nodule co-localized with NF-kB and LCA (arrow), while
some lymphocytes displayed only LCA (arrowhead) (I). Magnification x40 (first two columns), scale bar 25 um and %100
(last column), scale bar 10 um.
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Figure 4. The synovial membrane of patients with early OA (eOA) (A-C). Vimentin positive (red) fibroblasts in the
subintima (frame). iNOS positive cells (green) in the synovial intima and subintima (B). The merge of DAPI (blue) nuclear
stain+vimentin+iNOS (magnification of frame in panel A) show occasional fibroblasts in the subintima co-localized with
iNOS and vimentin (arrow) (C). The synovial membrane of patients with early OA (eOA) (D-F). CD68 positive (red)
macrophages in the intima and subintima (frame). iNOS positive cells (green) in the synovial intima and subintima (E).
The merge of DAPI (blue)+CD68+iNOS (magnification of the frame in panel (D)) show numerous macrophages in the
intima co-localized with iNOS and CD68 (arrow), while the subintima displayed CD68 positive macrophages(arrowhead)
(F). The synovial membrane of patients with advanced OA (aOA) (G-I). LCA positive (red) lymphocytes in the intima,
subintima, and lymph nodule (frame). iNOS positive cells (green) in the synovial intima and subintima (H). The merge
of DAPI (blue)+LCA+iNOS (magnification of the frame in panel (G)) show no co-localization of iNOS and LCA, while a
numerous number of lymphocytes display only LCA (arrowhead) (I). Magnification x40 (first two columns), scale bar
25 pm and %100 (last column), scale bar 10 um.
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Figure 5. The synovial membrane of patients with early OA (eOA) (A-C). Vimentin positive (red) fibroblasts in the
intima and subintima (frame). MMP-9 positive cells (green) in the synovial intima and subintima (B). The merge of
DAPI (blue) nuclear stain+vimentin+MMP-9 (magnification of the frame in panel (A)) show numerous fibroblasts in
the intima co-localized with MMP-9 and vimentin (arrow), while the subintima displayed vimentin positive fibroblasts
(arrowhead) (C). The synovial membrane of patients with early OA (eOA) (D-F). CD68 positive (red) macrophages in the
intima and subintima (frame). MMP-9 positive cells (green) in the synovial intima and subintima (E). The merge of DAPI.
(blue)+CD68+MMP-9(magnification of the frame in panel (D)) show numerous macrophages in the intima co-localized
with MMP-9 and CD68 (arrow), while the subintima displayed CD68 positive macrophages(arrowhead) (F). The synovial
membrane of patients with advanced OA (aOA) (G-T). CD5 positive (red) lymphocytes in the subintima (frame). MMP-9
positive cells (green) in the synovial intima and subintima (H). The merge of DAPI (blue)+CD5+iNOS (magnification of the
frame in panel (G)) show the co-localization of MMP-9 and CD5 (arrow), while lymphocytes occasionally display only CD5
(arrowhead) (I). Magnification x40 (first two columns), scale bar 25 um and x100 (last column), scale bar 10 um.

2.1. Co-Localization of iNOS+ Cells and Markers of Cell Populations in Synovial Intima
and Subintima

The total number of CD68+/iNOS+ cells/mm? in the intima of early OA patients
(median = 3492) was significantly higher compared to the total number vimentin+/iNOS+
cells/mm? (median = 1729) and LCA+/iNOS+ cells/mm? (median = 25) (p < 0.0001; and
p < 0.0001, respectively). The total number of vimentin+/iNOS+ cells/mm? in the intima of
early OA patients was significantly higher compared to the total number of LCA+/iNOS+
cells/mm? (p < 0.0001). The difference between CD68+/iNOS+ (median = 589), vi-
mentin+/iNOS+ (median = 301), and LCA+/iNOS+ cells/mm? (median = 102) in the
subintima of early OA patients was not statistically significant.
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The total number of CD68+/iNOS+ cells/mm?2 in the intima of advanced OA (me-
dian = 1701) was significantly higher compared to the total number of vimentin+/iNOS+
cells/mm? (median = 532) and LCA+/iNOS+ cells/mm? (median = 1233) (p < 0.01; and
p < 0.001, respectively). The total number of LCA+/iNOS+ cells/mm? in the intima
of advanced OA patients was significantly higher compared to the total number of vi-
mentin+/iNOS+ cells/mm? (p < 0.001). The difference between CD68+/iNOS+ (me-
dian = 91), vimentin+/iNOS+ (median = 68), and LCA+/iNOS+ cells/mm? (median = 128)
in the subintima of advanced OA was not statistically significant. These results were
graphically summarized in Figure 2B, and positive cells were shown in Figure 4.

2.2. Co-Localization of MMP+ Cells and Markers of Cell Populations in Synovial Intima
and Subintima

In order to confirm the expression of MMP-9 in different synovial membrane cells,
we analyzed for the co-localization of the MMP-9 marker and prospective markers for
fibroblasts, macrophages, and lymphocytes (Figure 5).

In early OA patients, macrophages strongly expressed MMP-9 (Figure 5). The to-
tal number of CD68+/MMP-9+ cells/mm? in the intima of early OA patients (median
= 1320) was significantly higher compared to the total number of vimentin+/MMP-9+
cells/mm? (median = 205) and CD5+/MMP-9+ cells/mm? (median = 11) (p < 0.0001). The
total number of vimentin+/MMP-9+ cells/mm? in the intima of early OA patients was
significantly higher compared to the total number of CD5+/MMP-9+ cells/mm? (p < 0.01).
Similarly, for early OA patients, the total number of CD68+/MMP-9+ cells/mm? in the
intima of advanced OA (median = 948) was significantly higher compared to the total
number of vimentin+/MMP-9+ cells/mm? (median = 361) and CD5+/MMP-9+ cells/mm?
(median = 93) (p < 0.0001). The total number of vimentin+/MMP-9+ cells/mm? in the
intima of advanced OA patients was significantly higher compared to the total number of
CD5+/MMP-9+ cells/mm? (p < 0.001). In the subintima of both early and advanced OA
patients, there was not a statistically significant difference. These results were graphically
summarized in Figure 2C.

The smooth muscle cells and endothelial cells the of blood vessel walls were only seen
occasionally. NF-kB and iNOS were present in the endothelial and smooth muscle cells of
the synovial blood vessels in early and advanced OA patients (Figure 6).

2.3. Co-Localization of NF-kB+ Cells and Markers of Cell Populations in Synovial Intima
and Subintima

The total number CD68+/NF-kB+ cells/mm? in the intima of early OA (median = 2359)
was significantly higher compared to the total number of vimentin+/NF-kB+ cells/mm?
(median = 1321) and LCA+/NF-kB+ cells/mm? (median = 64) (p < 0.001 and p < 0.0001,
respectively). The total number of vimentin+/NF-kB+ cells/mm? in the intima of early OA
patients was significantly higher compared to the total number LCA+NF-kB+ cells/mm?
(p < 0.0001). The difference between CD68+/NF-kB+ (median = 172), vimentin+/NF-kB+
(median = 53), and LCA+/NF-kB+ cells/mm? (median = 85) in the subintima of early OA
was not statistically significant.

The total number of LCA+/NF-kB+ cells/mm? in the subintima of advanced OA pa-
tients (median = 2123) was significantly higher compared to the total number of
vimentin+/NF-kB+ cells/mm? (median = 14) and CD68+ /NF-kB+ cells/mm? (median = 29)
(p < 0.0001; and p < 0.0001, respectively). The difference between LCA+/NF-kB+ (me-
dian = 368), vimentin+/NF-kB+ (median = 74), and CD68+/NF-kB+ cells/ mm? (me-
dian = 131) in the intima of advanced OA patients was not statistically significant. These
results were graphically summarized in Figure 2A, and positive cells were shown in
Figure 3.
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Figure 6. The synovial membrane of patients. CD31 positive cells (red) in the blood vessels (frame)
(A). CD31+NF-kB+ (merge) in the endothelial cells (B). The merge of CD31+NF-kB+DAPI (blue)
nuclear; stain (C). CD31 positive cells (red) in the blood vessels (frame) (D). CD31+iNOS+ (merge) in
the endothelial cells (E). The merge of CD31+iNOS+DAPI (blue) nuclear stain (F). Actin positive cells
(red) in the blood vessels (frame) (G). Actin+NF-kB+(merge) in the smooth muscle cells (H). The
merge of Actin+NF-kB+DAPI (blue) nuclear stain (I). Actin positive cells (red) in the blood vessels
(frame) (J). Actin+iNOS+(merge) in the smooth muscle cells (K). The merge of Actin+iNOS+DAPI
(blue) nuclear stain (L). eOA—early OA; aOA—advanced OA. Magnification x40 (first two columns),
scale bar 50 um and x 100 (last column), scale bar 20 um.

3. Discussion

Synovitis has been radiologically proven to be a prognostic factor for OA develop-
ment [37,38], and innate immunity plays a paramount role in early OA advancement [28].
However, the pathogenic influence of synovial tissue inflammation on early and advanced
OA is not clear [39,40]. Our previous study showed the higher grade of synovitis in patients
with radiologically early OA compared to advanced eOA [11]. Additionally, in the same
study, NF-kB and iNOS expression was observed to be greater in early OA compared to
advanced OA. Now, as a continuation of the previous study, we wanted to elucidate the
exact localization of these inflammatory factors while also examining the expression of
MMP-9, being aware that MMPs are the most notable degradation enzymes in cartilage
deterioration [24,26]. Our main findings indicate that macrophages are the most active
cells in early OA, containing most of the NF-kB, which is responsible for the production of
an abundance of proinflammatory factors. In advanced OA, leukocytes contain most of
the NF-kB, becoming the leading proinflammatory cells. During early OA, iNOS is mostly
located in macrophages, and in advanced OA, it is expressed in leukocytes, though it still
maintains presence in macrophages.
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In our study, nuclear NF-kB expression in early OA was mostly pronounced in the
macrophages of the intima with moderate expression in the fibroblasts. This finding is
consistent with finding of others confirming that hyperplasia of the intima of the synovial
membrane is due to a highly increased number of fibroblasts and macrophages, with the
latter being the main source of proinflammatory cytokines [27,29]. These cytokines, espe-
cially TNFa and IL-1, are mostly produced through the NF-kB transcription factor [19], and
therefore, knowing the exact location of NF-kB, we can say which cells contribute the most
to the inflammation present in the synovium during early OA. We found a high expression
of NF-kB in the synovial macrophages, which is direct evidence for the involvement of
macrophages in the pathogenesis of knee OA. Clearly, the NF-kB pathway is not the only
one through which inflammatory cytokines can be produced, but it constitutes a major
ratio [18,29]. Additionally, a considerable proportion of NF-kB is expressed by the fibrob-
lasts. Fibroblasts are the most present cells in both normal and inflamed synovium [27].
Studies have shown that by depleting macrophages, fibroblast cytokine production was
also downregulated due to cytokine cross-talk [29]. Our results show this pattern regard-
ing the NF-kB expression in these two cell types. In advanced OA, NF-kB expression in
macrophages dropped ten times, lowering the expression of inflammatory cytokines, while
in fibroblasts, the decrease was significant but smaller. In the synovial subintima (stroma)
during advanced OA, NF-kB was mostly expressed in the leukocytes, particularly in the
lymphocytes, which is a novel finding. This might implicate that subintimal leukocytes
express NF-kB during the late stages of OA, keeping the inflammatory process active
through this stage. In advanced osteoarthritis, the systemic pattern of disease behavior is
more notable. Perivascular, nodular lymphocyte infiltration appears in response to chronic
inflammation, most likely due to the autoimmune component of the disease, which also
partly confirms the systemic basis of the disease [41]. The expression of NF-kB in the
smooth muscle cells and the blood vessel endothelium of the synovial tissue was negligible,
which was expected.

In immunohistochemical staining, iNOS is frequently used as a marker for activated
macrophages, which signifies a consistent expression of this proinflammatory factor in
macrophages while being active [28]. It is also secreted by fibroblasts, which constitute
the dominant cellular component of the synovium [42]. iNOS expression in the intima of
patients with early osteoarthritis followed a similar pattern as NF-kB, but not in in synovial
the intima of advanced OA patients, where it was still expressed in the macrophages and
leukocytes. This is in line with our previous study and other studies that show that the
transcription of iNOS usually goes through the NF-kB pathway, but not entirely [11,19].
However, iNOS production in leukocytes in the synovial intima has grown exponentially
in advanced OA. It is still unclear why, in advanced OA, most of the NF-kB presence was
in the synovial subintima (stroma), whilst iNOS was mostly located in the synovial intima
in the same stage of the disease.

In our study, we found MMP-9 to be predominantly produced by macrophages.
Additionally, MMP production is strongly dependent on macrophage NF-kB activity, even
when it is produced by fibroblasts [42,43]. Fibroblasts produce MMPs after being stimulated
by cytokines, namely TNFa and IL-1 [44]. In line with these observations, in our study,
we showed that in advanced OA, fibroblasts produce a higher percentage of total MMP-9
compared to early OA, but still less than the macrophages. A study by Amos et al. showed
the decreased production of MMP-2, MMP-3, and MMP-9 once NF-kB had been blocked
by IkB [18].

For this study, the synovium was taken from the medial and lateral gutters, parts
of the knee joint with the most pronounced synovitis. The synovitis in patients with
knee OA exhibits features of a T-cell immune response, with lymphocyte nodule numbers
progressively growing proportionally with OA severity [41]. T-cells are mostly found in
the synovial membrane and in the Hoffa fat pad of OA knees as proinflammatory cells [45].
These T-cells become dysfunctional phenotypes, thus contributing to the pathogenesis of
knee OA [46]. With the achieved results, we favor the idea that both peripheral blood
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and tissue-infiltrating CD8 T-cells play an important role in the ongoing process of knee
osteoarthritis [47]. These results suggest that B-cells and granulocytes may also be involved
in the pathogenesis of knee OA, but, due to the scarce number of B-lymphocytes, their role
is much smaller. Parts of the knee synovium in immediate contact with degrading cartilage
are the locations of most lymphocytes [48].

Regarding the limitations of the study, the definition of the severity of knee OA was
based solely on radiographs. The evidence so far does not show a strong correlation
between radiographic changes and pain [49,50]. Some patients in the early OA group had
bucket-handle meniscal tears with knee locking, which may not genuinely reflect synovitis
due to OA. Even in the absence of OA, synovitis is also a feature of meniscal tears [51,52].

In conclusion, our study results provide information about different inflammatory
cell localization in the synovial membrane of early and advanced OA patients compared
to healthy individuals. The exact localization of the cells and stage of the disease when
cells are active have an impact on the possible treatment of OA in its early stages. A direct
association between radiological parameters and histologically proven tissue inflamma-
tion associated with different inflammatory cell immunophenotype will further elucidate
OA pathophysiology.

4. Materials and Methods
4.1. Patients

The Ethics Committee of the School of Medicine, University of Mostar and the Univer-
sity Hospital Mostar, Bosnia and Herzegovina approved the study, and all patients gave
written, informed consent. This study included 30 patients admitted to the Department of
Orthopaedics and Traumatology of University Hospital Mostar. The inclusion and exclu-
sion criteria were in accordance with the American College of Rheumatology Diagnostic
and Therapeutic Criteria for knee OA [53], explained in detail in our previous study [11].
Four weeks prior to surgery, patients did not receive any anti-inflammatory drugs [54].
From the patients” histories, we collected data about gender, age, body mass index (BMI),
range of motion (ROM), knee axis, symptom duration in months (pain and contracture),
and clinical stage of the disease by Western Ontario and McMaster Universities Arthritis
Index (WOMAC) [55].

Twenty patients (over 40 years old) had primary OA, and they were divided into
two groups according to radiological, Kellgren-Lawrence (K-L), classification [56]: ten
patients with early OA and 10 patients with advanced OA. Early OA was considered
as stage 1 and stage 2 according to K-L classification, while advance OA was stage 3
and stage 4 according to K-L classification. In the control group, there were ten younger
aged patients (1640 years) admitted for fresh meniscal injury without arthroscopically
visible hyaline cartilage damage (grade 0 or 1), by the International Cartilage Repair
Society classification (ICRS) [57]. In early radiographic OA, patients mostly complained
about pain and sometimes knee locking. Here, we performed arthroscopies with the
debridement of the deteriorated cartilage and abundant synovial membrane. When there
was knee locking, we usually found medial meniscus bucket-handle tears, and a partial
meniscectomy was performed. Arthroscopy, a minimally invasive procedure relieves some
of the pain and prevents future knee locking in patients. In advanced radiographic OA,
total knee endoprosthesis was implanted.

4.2. Synovial Tissue Collection

A larger sample of synovial biopsies were taken during total knee arthroplasty from
ten patients with advanced OA (stage 3 and stage 4 according to K-L classification). In all
cases, standard medial parapatellar exposure was used. Synovial biopsies in other groups
were performed arthroscopically. Samples were taken from ten patients with early OA and
from the control group. All patients from the early OA group had their samples taken from
the suprapatellar pouch, medial, and lateral gutters by direct visualization of the inflamed
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and hypertrophied tissue. Samples from control group were taken randomly from the
same joint locations. Standard knee arthroscopic portals were used for the arthroscopy.

4.3. Tissue Processing and Analysis

Tissue samples of the synovial biopsies were formalin-fixed, paraffin-embedded, seri-
ally sectioned (4 pm), and mounted on glass slides. Every 10th section underwent haema-
toxylin and eosin staining and were analyzed using an Olympus CX41 light microscope
(Olympus, Tokyo, Japan). For every patient, there were 3 biopsies that were sectioned into
ten tissue sections, making a total of 30 sections per patient. Three investigators analyzed
the images of the synovial tissues independently.

4.4. Immunofluorescence

The remaining sections were deparaffinized in xylol and rehydrated in ethanol and
distilled water, followed by cooking in a sodium citrate buffer (pH 6.0) for 10 min at 95 °C.
Before the primary antibody application, non-specific staining was prevented by using
Protein Block (ab64226; Abcam, UK). The appropriate combination of primary antibodies
was incubated overnight in a humidified chamber (Table 1). The next day, the sections
were rinsed in PBS and incubated in appropriate combinations of the secondary antibodies
(Table 2) for one hour. After a final rinse in PBS, nuclei were stained using 4,6-diamidino-
2-phenylindole (DAPI), and sections were then cover-slipped (Immuno-Mount, Thermo
Shandon, Pittsburgh, PA, USA) and examined by a fluorescence microscope (Olympus
BX51, Tokyo, Japan) equipped with a DP71 digital camera (Olympus, Tokyo, Japan). Images
were taken at x40 magnification and assembled using Adobe Photoshop.

Table 2. Primary and secondary antibodies used.

Structures Identified by

Antibodies Host Dilution Antibodies Source
. . . Santacruz Biotechnology
SC-109 (polyclonal antibody) Rabbit 1:200 Nf-kB p65 (Santa Cruz, CA, USA)
SC-651 (monoclonal antibody) Rabbit 1:200 iNOS Santacruz Biotechnology

y : (Santa Cruz, CA, USA)
. . . DAKO

A0150 (polyclonal antibody) Rabbit 1:100 MMP-9 (Gloustrup, Denmark)
. . CD31 (endothelial cells of DAKO

M0823 (monoclonal antibody) Mouse 1:20 blood vessels) (Gloustrup, Denmark)
. . Actin (smooth muscle cells of DAKO

MO0851 (monoclonal antibody) Mouse 1:40 blood vessels) (Gloustrup, Denmark)
. Vimentin DAKO

M0725 (monoclonal antibody) Mouse 1:50 (fibroblasts) (Gloustrup, Denmark)
M0876 (monoclonal antibody) M 1:75 CD68 (macrophages) DAKO

onoclo ibody ouse : crophages (Gloustrup, Denmark)
. ) LCA DAKO

M0742 (monoclonal antibody) Mouse 1:100 (leukocytes) (Gloustrup, Denmark)
M7194 (monoclonal antibody) Mouse 1:50 CD5 (lymphocytes) DAKO

y ’ ymphocy (Gloustrup, Denmark)

. . . MerckMillipore
Rhodamine Goat AP124R Mouse 1:100 Secondary antibody (Billerica, MA, USA)
Fluorescein Goat AP132F Rabbit 1:100 Secondary antibody MerckMillipore

(Billerica, MA, USA)

Double immunofluorescence with primary antibodies to NF-kB, iNOS, and MMP9
(Santacruz Biotechnology, Santa Cruz, CA, USA, SC-109 and SC-651, respectively) was used
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in combination with different specific cell type markers (Table 1) to determine the number
of positive cells in the surface layer of cells (intima) and the underlying tissue (subintima)
of the synovial membrane. For negative control, primary antibodies were excluded from
the staining procedures. As a positive control, we used the lymph node and tonsil tissue.
We only counted cells that displayed both markers in the same cell (red or green signal)
in the nucleus or cytoplasm. The cell count was performed using the Olympus CellB
(Olympus, Tokyo, Japan) and Image]J software [58]. The total number of vimentin+/NF-
kB+, CD68+/NF-kB+, LCA+/NF-kB+, vimentin+/iNOS+, CD68+/iNOS+, LCA+/iNOS+
and vimentin/MMP-9, CD68+/MMP-9, and CD5+/MMP-9 positive cells were calculated
as number of cells per mm?2 in the intima and subintima of the synovial membrane. The
final total number per patient was the mean of 30 sections that were counted.

4.5. Statistical Analysis

The data were analyzed using SPSS17 software (SPSS Inc., Chicago, IL, USA). Non-
parametric variables were presented as frequencies and percentages. Parametric variables
were shown as median and interquartile range due to deviations from the normal distri-
bution. To test differences between groups for categorical variables, we used chi-square
test and Fisher’s exact test. To test differences between the parametric variables, we used
the Mann-Whitney U test and Kruskal-Wallis test when the distribution of the data sig-
nificantly deviated from normal. To test the correlation between the studied variables,
Spearman’s correlation coefficient was used. Probability level p < 0.05 in all tests was taken
as statistically significant.
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Abstract: Kurarinone is a flavanone, extracted from Sophora flavescens Aiton, with multiple biological
effects. Here, we determine the therapeutic potential of kurarinone and elucidate the interplay
between kurarinone and the autoimmune disease rheumatoid arthritis (RA). Arthritis was reca-
pitulated by induction of bovine collagen II (CII) in DBA /1 mice as a collagen-induced arthritis
(CIA) model. After the establishment of the CIA, kurarinone was given orally from day 21 to 42
(100 mg/kg/day) followed by determination of the severity based on a symptom scoring scale and
with histopathology. Levels of cytokines, anti-CII antibodies, and the proliferation and lineages of T
cells from the draining lymph nodes were measured using ELISA and flow cytometry, respectively.
The expressional changes, including STAT1, STAT3, Nrf2, KEAP-1, and heme oxygenase-1 (HO-1)
changes in the paw tissues, were evaluated by Western blot assay. Oxidative stress featured with
malondiadehyde (MDA) and hydrogen peroxide (H,O,) activities in paw tissues were also evaluated.
Results showed that kurarinone treatment reduced arthritis severity of CIA mice, as well as their
levels of proinflammatory cytokines, TNF-a, IL-6, IFN-y, and IL-17A, in the serum and paw tissues.
T cell proliferation was also reduced by kurarinone even under the stimulation of CII and anti-CD3
antibody. In addition, kurarinone reduced STAT1 and STAT3 phosphorylation and the proportions of
Th1 and Th17 cells in lymph nodes. Moreover, kurarinone suppressed the production of MDA and
H,0,. All while promoting enzymatic activities of key antioxidant enzymes, SOD and GSH-Px. In the
paw tissues, upregulation of Nrf-2 and HO-1, and downregulation of KEAP-1 were observed. Overall,
kurarinone showed an anti-inflammatory effect by inhibiting Th1 and Th17 cell differentiation and
an antioxidant effect exerted in part through activating the Nrf-2/KEAP-1 pathway. These beneficial
effects in CIA mice contributed to the amelioration of their arthritis, indicating that kurarinone might
be an adjunct treatment option for rheumatoid arthritis.

Keywords: kurarinone; arthritis; Th1; Th17; STAT1; STAT3; oxidative stress

1. Introduction

Rheumatoid arthritis (RA) is a chronic autoimmune disease characterized by joint
inflammation, cartilage damage, and joint destruction [1], that leads to negative impacts
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on the physical movement and life quality of patients. The pathogenesis of RA has been
implied to be associated with uncontrolled autoimmunity and the resulting inflammation
from antigen presenting cells, such as dendritic cells and macrophages, and lymphocytes,
such as T and B cells [2-4]. The systemic inflammatory response targets the synovial
membrane, leading to joint destruction through cartilage degradation and osteoclast ac-
tivation [5,6]. Numerous studies have demonstrated the importance of activated T cells
in RA pathogenesis. For example, experiments utilizing the collagen-induced arthritis
(CIA) animal model have indicated the involvement of activated pro-inflammatory Th1
and Th17 cells and suppressed Treg cells could be involved in the RA pathogenesis [7].
Oxidative stress, a result of accumulated reactive oxygen species (ROS), also contributes to
the synovitis development in RA. ROS can degrade proteoglycans and hypochlorous acid
(HOCI) in the cartilage, leading to collagen fragmentations and proteoglycan synthesis
suppression [8,9]. Increased oxidative stress has also been reported in RA patients [10].

At present, RA pharmacotherapy remains unsatisfactory, with various side effects [11-13].
Some RA patients are refractory to traditional disease modifying anti-rheumatic drugs
(DMARDs) [14]. Some biological agents, though are good for refractory disease, cause serious
infection problems [11]. There is a need for novel therapeutics with a favorable safety and effi-
cacy profile. Kurarinone, a natural lavandulylated flavanone isolated from the medicinal herb
Sophora flavescens Aiton, has immunosuppressive and antioxidant effects [15,16]. For example,
it inhibits the differentiation of Th1/Th2/Th17 cells and promotes the differentiation of Treg
cells. Its mechanism of action involves the regulation of multiple kinases signaling pathways,
like JAK/STAT, T-cell receptor (TCR)-mediated Src family tyrosine kinase, PI3K/Akt, and
p38 MAPK signaling. This results in suppression of psoriasis- and contact dermatitis-like
inflammatory dermatitis in mice [16]. Kurarinone also inhibits the progression of murine
autoimmune encephalomyelitis (EAE) by inhibiting Th1 and Th17 cell differentiation and
proliferation [15]. Moreover, it activates the KEAP1/Nrf2 pathway, a major regulator of ox-
idative stress [17], and it overexpresses antioxidant enzymes, like heme oxygenase-1 (HO-1),
thereby exerting immunosuppression on the lipopolysaccharide (LPS)-induced production
of inflammatory mediators in RAW264.7 macrophages [18]. Based on these findings, we
hypothesized that kurarinone has a therapeutic effect on RA through regulating Th1/Th17
cell balance and antioxidative activity. In this study, we attempted to evaluate kurarinone in
the murine model of collagen-induced arthritis (CIA).

2. Results
2.1. Kurarinone Reduced the Severity of CIA

To determine the effect on arthritis in CIA, symptom scores were measured [19].
As shown in Figure 1, the administration of bovine CII emulsion in DBA/1 mice led
to the development of arthritic symptoms (Figure 1A), which included swelling and
erythema of the hind paws (Figure 1B,C). Symptom scores of experimental mice were
lower after daily treatment with 100 mg/kg kurarinone for three weeks. Consistent with
that, histopathologic findings in these animals on day 42 after primary immunization
showed less joint inflammation (synovitis), pannus formation, cartilage destruction, and
bone erosions compared to the control (Figure 1D,E). Moreover, treatment with kurarinone
also reduced serum levels of CIlI-specific IgG (Figure 1F).
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Figure 1. Effects of kurarinone on the severity of CIA. (A) Mice were immunized with bovine type II
collagen in complete Freund’s adjuvant, and (A) clinical scores and (B) paw thickness was measured
on day 42. (C) Representative images of a hind paw at day 42. (D) Mouse joints stained with
hematoxylin and eosin (scale bar, 100 uM, 100x; 50 uM 200x). (E) Semiquantitative histological
analysis. (F) Serum anti-CII IgG was analyzed by ELISA on day 42. Data are presented as mean
+ SEM of 6 mice from one of three experiments. (*) p < 0.05, (**) p < 0.01, (***) p < 0.001 versus
vehicle-treated CIA mice group (Two Way (A), or One Way (B,E,F) ANOVA followed by Tukey’s
multiple comparison test).

2.2. Kurarinone Reduced Pro-Inflammatory Cytokine Levels in the Blood and Joints

Cytokine levels in serum and paw homogenates were measured using ELISA on day
42. As shown in Figure 2, kurarinone significantly reduced serum levels of TNF-«, IL-6,
IFN-v, and IL-17A when compared with those in vehicle-treated mice (Figure 2A). Similar
results on pro-inflammatory cytokine levels were found in paw homogenates (Figure 2B).
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Figure 2. Effects of kurarinone on serum and paw proinflammatory cytokine productions in CIA mice. Hind paws and sera
were collected on day 42 from mice. (A) Cytokines in serum and (B) paw homogenates were measured by ELISA assays.
Data are presented as mean &= SEM of 6 mice from one of three experiments. (*) p < 0.05, (**) p < 0.01, (***) p < 0.001 versus
vehicle-treated CIA mice group (One Way ANOVA followed by Tukey’s multiple comparison test).

2.3. Kurarinone Treatment Attenuated CII-Specific T Cell Proliferation in CIA

Antigen-specific T-cell responses were examined on T cells isolated from the draining
lymph nodes in CIA mice on day 42 after CII stimulation. While T cells obtained from
vehicle-treated CIA mice showed a strong proliferative response to CIL. Such a response
was significantly suppressed in kurarinone-treated mice (Figure 3A). Kurarinone also
significantly suppressed T cell proliferation upon stimulation with anti-CD3 antibody
(Figure 3B). These results indicate that kurarinone had attenuated T cell proliferation after
stimulation in CIA mice.

132



Int. J. Mol. Sci. 2021, 22, 4002

>
ve)

— 0.849 = normal = 59 == normal
. @ ClA/vehicle = I C|A/vehicle
= 0.6+ [ ClA/kur 100 = 41 mmm CIA/ kur 100
8 8s
2 047 .
S T 21
€ 02 E
S £
- - - -
“  0.0- S o
nil Cll nil anti CD3

Figure 3. Effects of kurarinone on T cell proliferation in CIA. On day 42, cells from the inguinal LN were isolated for mice
and were cultured for 96 hrs in the absence or presence of (A) 10 ug/mL CII or (B) anti-CD3 antibody. Proliferation was
assessed after 96 h by [*H] thymidine incorporation in counts per minute (cpm). Data are presented as mean -SEM of 6
mice from one of three experiments. (*) p < 0.05 versus vehicle-treated CIA mice group (One Way ANOVA followed by

Tukey’s multiple comparison test).

2.4. Kurarinone Altered Th1/Th17 Differentiation in Lymph Nodes of CIA Mice

We further explored the possible mechanisms involved in the therapeutic effects of
kurarinone on CIA mice. The abundance of Th1, Th17, and Treg in the inguinal lymph
nodes was analyzed using flow cytometry. As illustrated in Figure 4A, the percentages
of CD4*IFN-y* Th1 cells and CD4*IL-17* Th17 cells isolated from the LN of kurarinone-
treated CIA mice was lower than those of vehicle-treated group. However, CD4*Foxp3*
Treg cells appeared to have increased after kurarinone, but without reaching statistically
significant levels (Figure 4A and Supplementary Figure S1). We also analyzed the lymph
nodes using qPCR for the expressions of transcription factors, such as T-bet, RORyt,
and Foxp3. Lower expressions of T-bet and RORyt in the lymph nodes were found in
kurarinone-treated CIA mice, whereas the expression level of Foxp3 was unchanged
(Figure 4B). Altogether, these findings suggest that the suppression of Thl and Th17
differentiation is involved in the mitigation of arthritic symptoms in kurarinone-treated

CIA mice.
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Figure 4. Effects of kurarinone on frequency of Th1l (CD4+ IFN-y+ T cells), Th17 cells (CD4+ IL-17+ T cells) and Treg
(CD4+Foxp3+ T cells) in the inguinal lymph nodes (ILNs). (A) Single cell suspensions were collected from ILNs on day 42,
followed by stimulation with anti-CD3+ for 96 h and then stained with anti-CD4, anti-IFN-y, anti-IL-17A, or anti-Foxp3 Abs
and analyzed by flow cytometry. Statistical analysis of the percentages of Th1, Th1l, and Treg in the LN. (B) The mRNA
relative expressions of specific transcription factors for different CD4+ T cells subsets were calculated by quantitative
RT-PCR using the AA CT method with the normal control group as calibrator. Data are presented as mean 3+ SEM of 6 mice
from one of three experiments. (*) p < 0.05, (**) p < 0.01, (***) p < 0.001 versus vehicle-treated CIA mice group (One Way
ANOVA followed by Tukey’s multiple comparison test).

2.5. Kurarinone Suppressed STAT1 and STAT3 Phosphorylations in the LN of
Kurarinone-Treated Mice

STAT1 and STATS3 are crucial transcription factors for Th1 and Th17 differentiation,
respectively. We, therefore, measured expression levels of p-STAT1, STAT1, p-STAT3,
and STAT3 in drained lymph nodes using Western blotting. Notably, significantly higher
expression of phosphorylated STAT1 and STAT3 was found in the lymph nodes of CIA
mice, and kurarinone treatment significantly suppressed these phosphorylation events
(Figure 5A,B).
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Figure 5. Effects of kurarinone on the phosphorylation of p-STAT1 and p-STAT3 in lymph nodes. Single cell suspensions
were collected from ILNs on day 42, the protein expression levels of p-STAT1, STAT1, p-STAT3, and STAT3 were measured
using Western blots. (A) Representative images of Western blot and (B) Densitometric analysis for protein expressions
was performed using Image] software. Data are presented as mean 4+ SEM of 6 mice from one of three experiments.
(*)p <0.05, (**) p < 0.01, (***) p < 0.001 versus vehicle-treated CIA mice group (One Way ANOVA followed by Tukey’s
multiple comparison test).

2.6. Kurarinone Suppressed Joint Oxidative Stress and Increased the Activity of Antioxidant
Enzymes in CIA Mice

It has been suggested that the release of free radicals and oxidizing agents, such as
malondialdehyde (MDA) and hydrogen peroxide (H,O;), contributes to disease severity
in RA. Therefore, we examined the effect of kurarinone treatment on oxidative stress in the
joints of CIA mice. On day 42, MDA and H,O, concentrations were drastically increased
in the joints of vehicle-treated CIA mice, when compared with the control mice. This
increase was significantly reversed by kurarinone treatment, as shown in Figure 6A,B. In
line with this, the activity of antioxidant enzymes, like SOD and GSH-Px in paw tissues,
significantly dropped in vehicle-treated CIA mice compared with control mice. Kurarinone
treatment significantly increased the activity of these antioxidants when compared with
vehicle-treated CIA mice (Figure 6C,D).
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Figure 6. Effects of kurarinone on MDA, H,O,, SOD, and GSH-Px activities in paw tissues of CIA
mice. On day 42, mice were sacrificed and the (A) MDA, (B) H,O,; (C) SOD, and (D) GSH-Px,
expressions or activities in the paw tissues were measured as described in the methods and materials
section. Data are presented as mean £ SEM of 6 mice from one of three experiments. (*) p < 0.05,
(**) p <0.01, (***) p < 0.001 versus vehicle-treated CIA mice group (One Way ANOVA followed by
Tukey’s multiple comparison test).

e
& S
& & &

= & N\

(@)

[ ¥

2.7. Kurarinone Activated the Nrf2 Pathway in Paw Tissues of CIA Mice

Nuclear factor, erythroid 2-like 2 (Nrf-2) is a transcription factor that plays a ma-
jor role in cell protection against oxidative stress. It induces antioxidant enzymes that
inactivate reactive oxygen species, like heme oxygenase-1 (HO-1), GPX, and CAT. Kurari-
none is known to activate the KEAP1/Nrf2/HO-1 pathway to exert immunomodulatory
effects [18]. Therefore, we further studied kurarinone’s effects on expressions of Nrf2
and KEAP1 in the paw tissues of mice. We found that Nrf2 and HO-1 expressions were
significantly higher in paw tissues of kuranionine-treated CIA mice (Figure 7A,B), whereas
the KEAP1 expression was down-regulated. These findings suggest that Nrf2 might play
an important role in the therapeutic effects of kuraninone in CIA mice.
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Figure 7. Effects of kurarinone on the expression of NRF2 pathway hind paw homogenates. Hind paws were collected on
day 42, the protein expression levels of NRF2, Keap1, and HO-1 were measured using Western blots. (A) Representative
images of Western blot and (B) Densitometric analysis for protein expressions was performed using Image]J software. Data

are presented as mean + SEM of 6 mice from one of three experiments. (*) p < 0.05, (***) p < 0.001 versus vehicle-treated CIA
mice group (One Way ANOVA followed by Tukey’s multiple comparison test).

3. Discussion

Our present study is the first to demonstrate that kuraninone is therapeutically effec-
tive against CIA in a mouse animal model. The beneficial effects of kuraninone are evident
by the amelioration of arthritic symptoms and histological improvements. The results are
likely related to anti-inflammatory and antioxidant properties of kuraninone. The under-
lying mechanism includes the suppression of B and T cell responses and the elimination
of oxidative stress through the up-regulation of Nrf2. Taken together, kuraninone is a
potentially beneficial treatment for RA through a variety of mechanisms.

Kuraninone is a natural flavonone purified from Sophora flavescens Aiton, one of the
traditional Chinese medicinal herbs. Sophora flavescens is known to have anti-inflammatory
effects [20] and is used to treat inflammatory diseases such as ulcerative colitis [21], Behcet
syndrome [22], arthritis [23], pulmonary fibrosis [24], asthma [25], and influenza infec-
tion [24]. Other studies have also reported anti-inflammatory effects of kuraninone through
its potent inhibition of cyclooxygenase (COX)-1 [26]. Kurarinone also attenuates levels
of inducible nitric oxide synthase-dependent NO, interleukin (IL)-13. It also activates
extracellular signal-regulated kinase (ERK)1/2, c-Jun N-terminal kinase (JNK), p38 MAP
kinases, and nuclear factor kappa-light-chain-enhancer of activated B cells (NF-kB) in
lipopolysaccharide (LPS)-stimulated RAW264.7 macrophages [18,27]. Key inflammatory
cytokines (e.g., IFN-y, IL-1«, IL-13, IL-4, IL-6, IL-17A, IL-22, and TNF-«) and chemokines
(e.g., CCL17, CCL20, CCL27, and CXCL1) are reduced by kurarinone in mice with autoim-
mune encephalomyelitis (EAE). Moreover, kuraninone inhibits Th1, Th2, and Th17 cell
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differentiation and proliferation, both in vitro and in vivo. These effects are likely related
to its inhibition of EAE progression [15] and chronic inflammatory skin diseases such as
psoriasis and contact dermatitis [16]. This study’s results align with other reports readily
available in the literature. Specifically, kuraninone exerted anti-inflammatory effects in CIA
mice suppressed production of pro-inflammatory cytokines and anti-CII antibody, T cell
activation, and lowered the proportions of Th1 and TH17 cells.

In addition, kuraninone is reported to have antioxidant properties in assays with
2,2'-azino-bis-3-ethylbenzothiazoline-6-sulfonic acid (ABTS), peroxynitrite (ONOO"), and
total ROS [28], and it inhibits oxidation of low-density lipoprotein [29]. Furthermore,
treatment with kuraninone in cultured cells protects them against tert-butylhydroperoxide
(t-BHP) and TNF-o/IFN-y-induced intracellular ROS generation [16,28]. In terms of cyto-
protection, KEAP1-Nrf2 pathway is the major regulatory mechanism of endogenous and
exogenous oxidative stress [17]. To be noted, the treatment of prostate cancer PC3 cells
with kuraninone downregulates the expression of KEAP1 and subsequently activates Nrf2,
which increases the expression of heme oxygenase-1 (HO-1), an antioxidant enzyme [18].
However, this effect is not found in mouse hippocampal HT22 cells treated with kurani-
none [30]. This study results in kuranionine-treated CIA mice having an upregulation
of Nrf2 and HO-1, and downregulation of KEAP-1. Taken together, the antioxidative
ability of kuraninone is evident. When examining the contribution of oxidative stress to
the inflammatory response [31,32], these properties further enhance the anti-inflammatory
effects of kuraninone.

A number of animal studies demonstrate the importance of pathogenic Th1 and Th17
cells in RA [33-35]. In addition, human studies reported similar findings early in disease
progression. Higher levels of Th1 cells and IFN-y are present in the synovial fluid and
tissues in RA patients [36-38]. Other researchers also reported increased proportions of
Th17 cells in the blood and bone marrow [39,40], and higher levels of IL-17 in the blood
and joint fluid of RA patients [41-43]. Additionally, these levels correlate with disease
progression. Based on these studies, abnormally upregulated Thl and Th17 responses
contribute to the generation of RA. Although mechanisms underlying the beneficial effects
of kuraninone in CIA remain elusive, here we speculate that the therapeutic efficacy of
kuraninone in CIA is partly due to the suppression of Th1 and Th17 responses. We further
showed that kuraninone inhibited Th1 and Th17 responses in CIA mice via the suppression
of STAT1 and STATS3 signaling, which in turn reduces T-bet and RORyt expression. Our
results are compatible with reports on mouse CD4+ T cells, and human keratinocytes, and
peripheral blood mononuclear cells, in which STAT1 and STAT3 activation is suppressed
after kuraninone treatment [16].

In regards of T cell differentiation by kurarinone, macrophage is an antigen presenting
cell that inevitably needs to be taken into consideration. While we did not provide further
evidences related to macrophages, previous studies may have revealed several clues to
illustrate the role of macrophages in regulating T cell functions under kurarinone treatment.
It was shown that LPS activated murine macrophages, Raw 264.7 cells, to induce iNOS-
dependent NO production and ROS generation as well as inflammatory cytokines, such as
TNEF-«, whereas kurarinone inhibited such activation via suppressing NFkB and mitogen-
activated protein kinase pathways, subsequently inhibiting NO and ROS [27]. More
recently, Nishikawa et al. also utilized LPS to stimulate RAW 264.7 cells and treated
with kurarinone. They further confirmed that kurarione induced antioxidant enzymes,
such as HO-1, to suppress iNOS and IL-1f3 production, rendering kurarinone being a
potent antioxidant [18]. Kurarinone may also directly induce naive T cell differentiation
without the involvement of macrophages. Xie et al. purified naive T cells and treated
with kurarinone where they found that both Th1 and Th2 differentiation of T cells were
dose-dependently inhibited by kurarinone [15]. Kurarinone was also shown to regulate
JAK/STAT pathway to reduce the CD4 T cell differentiation [16]. Taken together, it would
be reasonable to assume that kurarinone could likely inhibit T cell functions directly and
indirectly through influencing macrophages.
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Despite not being addressed in our study, previous studies have revealed the possible
mechanisms in bone remodeling involved in RA pathogenesis. Wang et al. found that
kurarinone could facilitate the differentiation of osteoblastic cells UMR 106 cells, promot-
ing bone formation [44]. Also, a flavonoid, (25)-2’-methoxykurarinone, which is highly
similar to kurarinone in chemical structure and also abundant in Sophora flavescent roots,
was shown by Kim et al. to downregulate the expression of receptor activator of nuclear
factor-«kB ligand (RANKL), subsequently inhibiting the RNAKL-induced osteoclast differ-
entiation [45]. As a result, it is potential that kurarinone could influence the hemostasis of
osteoclastogenesis and osteoblastogenesis in RA.

Kurarinone dosage used in this study showed no toxicity in mice based on body
weight, behavior, and appearance [46]. Nevertheless, kuraninone has been reported to
be hepatotoxic in rats [47,48]. Kurarinone could also accumulate in the liver and inhibit
fatty acid -oxidation, resulting in lipid accumulation and liver injury, a condition akin
to hepatic steatosis [48]. While we have demonstrated that kurarinone can potentially
ameliorate arthritic symptoms in this study, its toxicity should be thoroughly investigated
before proceeding to any human studies.

4. Material and Methods
4.1. Animal Experiments

Female DBA /1] mice (20-22 g in weight) of eight-week-old were used. DBA /] strain
mice were purchased from Jackson Laboratory (Bar Harbor, MA, USA) and were main-
tained under specific-pathogen-free (SPF) conditions with food and water ad libitum. All
animals were treated in accordance with the Institutional Animal Care and Use Committee
(IACUC) of National Chung Hsing University (NCHU), and the experiment was approved
by the Committee on Animal Research and Care in NCHU (NO. 110030).

4.2. Establishment of CIA Animal Model and Experimental Grouping

The mouse model of collagen type II-induced arthritis (CIA) was used as described
previously [49]. Briefly, chicken type II collagen (Chondrex, Inc., Woodinville, WA, USA)
2 mg/mL (dissolved in 10 mM acetic acid solution) was mixed with an equal volume
of complete Freund’s adjuvant (CFA) (Sigma-Aldrich, St. Louis, MO, USA) (containing
Mycobacterium tuberculosis H37RA) and then emulsified via repeated aspiration in sterile
tubes to form an emulsion of type II collagen. The mixture (100 pL/mouse) was intrader-
mally injected on day O in the tail approximately 1.5 cm distal to the base. Twenty-one
days later, an immunization second booster was given, using the same concentration of
collagen II but this time prepared in incomplete Freund’s adjuvant (IFA) (Sigma-Aldrich,
MO, USA). Kurarinone was purchased from Sigma Aldrich Co. (MO, USA) and dissolved
in the corn oil (Sigma-Aldrich, MO, USA)/DMSO (Santa Cruz Biotechnology Inc., Dallas,
TX, USA) vehicle (v/v, 95/5). After 1-week adaptive breeding, all DBA1/] mice were
randomly divided into three groups of equal numbers (1 = 6) as: (1) normal/control group,
in which each animal was administered a 100 pL of corn 0il/DMSO from day 21 to day
41; (2) the CIA + vehicle group; and (3) the CIA + 100 mg/kg kurarinone group. We
also administered 25 and 50 mg/kg kurarinone in CIA mice but no therapeutic effect was
found (Supplementary Figure S2). The mice in groups 2 and 3 were then given either corn
0il/DMSO or kurarinone via oral gavage (100 uL) every day from day 21 to day 41.

4.3. Mouse Arthritis Scoring System

The two investigators are specialists in these types of animal models and were blind to
the experimental groupings from day 21 post-immunization. Arthritis assessment included
items like erythema, edema, joint rigidity, and swelling levels of paws as measured with
micro-calipers. Paw volumes were measured using a plethysmometer 37,140 (Ugo Basile
SRL, Comerio, VA, Italy). The scoring of arthritis grades was based on a scale from 0 to 4,
on all four paws of each animal as follows: 0: no swelling and redness; 1: the presence of
redness/and or swelling of one joint or one digit; 2: the involvement of two joints; 3: more

139



Int. J. Mol. Sci. 2021, 22, 4002

than two joints involved; 4: severe redness and swelling of the whole paw and all digits.
The maximal arthritis score for each paw is 4, and therefore, the maximal total score is 16
for each animal.

4.4. Histological Analysis

Mice were sacrificed on day 42. Their knee joints were sectioned in the sagittal plane.
Embedding knee joints into paraffin blocks to support the tissue structure. Blocks were
cut into 5 uM thick sections, mounted onto microscope slides for analysis, and stained
with hematoxylin and eosin (H&E). Histopathological changes of the joints and scoring
of histopathological damages were determined under light microscopy, according to the
previously defined parameters [50]. H&E sections were thus analyzed regarding the degree
of cell infiltration, synovial hyperplasia, and cartilage destruction. The graded score for
each feature ranged from 0 to 4 (0, no change; 1, mild change; 2, moderate change; 3, severe
change; 4, total destruction of joint architecture). The maximum score for each knee was 8.

4.5. Measurement of Pro-Inflammatory Cytokine Levels

Paw tissues and serum from DBA /1 mice were collected by the end of day 42. Hind
paws were homogenized in ice-cold saline using a tissue homogenizer (Mini-BeadBeater-1,
BioSpec, Bartlesville, OK, USA) at 4800 rpm for 3 min. After centrifuging at 3000 rpm
(4 °C, 10 min, twice), hind paw homogenates were harvested. Blood was withdrawn
from the submandibular vein and centrifuged at 3000 rpm (4 °C, 10 min, twice) to collect
serum. Levels of TNF-¢, IL-6, IFN-y, and IL-17A were measured in both serum and paw
homogenates using murine ELISA kits (Biolegend, San Diego, CA, USA) according to the
manufacturer’s instructions.

4.6. Draining Lymph Node (dLN) Cells Proliferation Assay

DBA /1 mice were killed on day 42, and inguinal dLN cells (4 x 10° cells/well) were
cultured with chicken CII (50 pg/mL) at 37 °C for 96 h, or with concanavalin A (ConA)
(5 ug/mL) at 37 °C for 48 h. During the last 18 h of the incubation, cells were pulsed
labeled with [3H]—thymidine (1 uL Ci/well; NEN-DuPont, Boston, MA, USA) overnight,
and radioactivity incorporation was assessed by liquid scintillation counting (Beckman
Instruments, Palo Alto, CA, USA).

4.7. Fluorescence-Activated Cell Sorting (FACS)

Cell suspensions were prepared from lymph nodes obtained in sacrificed mice after
42 days. Cells (3 x 10°) were seeded in a 60-mm dish and cultured with Con A (5 ug/mkL)
for 24 h. During the last 4 h of culture, 10 ug/mL brefeldin A was added. Afterwards, cells
were trypsinized and washed in phosphate buffered saline (PBS), and cells so collected
were stained with phycoerythrin- (PE-) anti-CD4 antibody for 45 min (BD Biosciences, San
Diego, CA, USA), washed twice with 0.1 BSA in PBS. Cells were then permeabilized and
fixed with cytofix/Cytoperm Plus solution (#51-2090KZ, BD Biosciences, San Diego, CA,
USA) for 20 min. Finally, cells were stained with FITC-anti-IL-17A (#506907, Biolegend,
San Diego, CA, USA), FITC-anti-IFN-y (# RM9001, eBioscience, Waltham, MA, USA), and
with anti-Foxp3 (#560407, eBioscience, Waltham, MA, USA). Cells were analyzed with the
AccuriTM C5 cytometer (Accuri Cytometers, Ann Arbor, MI, USA) and data processed
with the BD Accuri™ C6 Plus software.

4.8. Quantitative Real-Time (RT)-PCR Analysis

Cell suspensions were First prepared from lymph nodes of mice sacrificed after
42 days. Total RNA was extracted using Trizol reagent, and 2 pg of the RNA was
RT reacted with an oligo-dT primer. Real-time PCR was carried out using the ABI
7500 Fast real-time detection system (Applied Biosystems; Thermo Fisher Scientific,
Inc., Bangalore, IN, USA) with Fast SYBR™ Green Master Mix (Cat. No. 4385618,
Applied Biosystems; Thermo Fisher Scientific, Woolston Warrington, UK). Cycling
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conditions were 95 °C for 10 min, followed by 40 cycles of 95 °C for 10 s, 60 °C for
30 s, and 72 °C for 30 s. For quantification, the target gene level was normalized to the
internal standard gene, GAPDH. Primers used in the study are listed as below. RORyt
forward, 5'-CCGCTGAGAGGGCTTCAC-3’, and reverse, 5-TGCAGGAGTAGGCCA
CATTACA-3' [1]; T-bet, forward, 5'-GATCATCACCAAGCAGGGACG-3’, and reverse,
5-TCCACACTGCACCCACTTGC-3’ [2]; Foxp3, 5'- CAAGTTCCACAACATGCGAC
-3’ and reverse, 5'- ATTGAGTGTCCGCTGCTTCT-3’ [3]; Glyceraldehyde 3-phosphate
dehydrogenase (GAPDH), forward, 5'-CGTGTTCCTACCCCCAATGT—3’and reverse,
5" TGTCATCATACTTGGCAGGTTTCT—-3'. All data were normalized against the
expression level of GAPDH. The relative expression levels of genes in the experimental
group were calculated with the AA CT method, and a water-treated control group
acted as the calibrator.

4.9. Western Blot Analysis

Cells isolated from inguinal lymph nodes (ILNs) on day 42 were stimulated with Con
A (5 pg/mL) (Sigma-Aldrich, St. Louis, MO, USA) for 6 h. These cells were harvested and
cell pellets were lysed on ice in a RIPA buffer containing 1% protease inhibitor cocktail
(Sigma-Aldrich, St. Louis, MO, USA). In addition, the hind paw tissues were homogenized
in a 100 uL tissue RIPA lysis buffer for 30 min. Total protein concentration was measured
with the bicinchoninic acid (BCA) assay kit (Thermo Fisher Scientific, Waltham, MA, USA).
Normalized amounts of protein were separated on 10% SDS-PAGE at 100 V for 1.5 h, before
transferring onto the polyvinylidene difluoride (PVDF) membrane (Millipore, Billerica,
MA, USA) at 300 mA for 1 h. The membrane was blocked with BlockPRO™ Protein-Free
Blocking Buffer for 1.5 h at room temperature and then incubated at 4 °C overnight with
the following: anti-pSTAT1 (Cat# AF2894, R & D systems, Minneapolis, MN, USA), anti-
STAT1 (Cat# 9172, Cell Signaling Technology, Danvers, MA, USA), anti-pSTAT3 (Cat#
MAB1799, R & D systems, Minneapolis, MN, USA), anti-STAT3 (Cat# ab119352), anti-Nrf2
(Cat# ab89443), anti-keap1 (Cat# ab119403), anti-HO-1 (Cat# 223349) and glyceraldehyde
3-phosphate dehydrogenase (GAPDH) (Cat# ab8245, Abcam, Cambridge, MA, USA).
Subsequently, the membrane was incubated with the appropriate secondary antibody, and
immunoreactive bands were visualized using the LumiFlash™ Ultima Chemiluminescent
substrate, HRP system (Visual protein, Taipei City, Taiwan; LF08-500). Each membrane
was re-probed with the antibody against GAPDH as the internal control for an equal
protein loading. The band density was analyzed with the Image] v1.47 program (Bethesda,
Rockville, MD, USA).

4.10. Measurement of the Concentrations of Oxidative Markers

On day 42, the hind paw tissues were homogenized with 100 pL ice-cold tissue RIPA
lysis buffer. The homogenate was incubated at 4 °C for 30 min and centrifuged at 12,000x ¢
at 4 °C for 20 min. The supernatant was obtained as the total protein extract. Total protein
concentration was measured with the bicinchoninic acid (BCA) assay kit.

The level of malondialdehyde (MDA) was determined with the Lipid Peroxidation
(MDA) Assay Kit (Colorimetric/Fluorometric) (Cat# ab118970, Abcam, Cambridge, MA,
USA) according to the manufacturer’s instructions. Superoxide Dismutase (SOD) and
glutathione peroxidase (GSH-Px) activities were determined with the Superoxide Dismu-
tase (SOD) Colorimetric Activity Kit (Cat# EIASODC, Thermo Fisher Scientific, Waltham,
MA, USA) and glutathione peroxidase ELISA Kit (Cat#11352, Cusabio Biotech Co., Ltd.,
Wuhan, China), all according to manufacturer’s instructions. The amount of hydrogen
peroxide (H,O,) was estimated using the Hydrogen Peroxide Assay Kit (ab102500, Abcam,
Cambridge, MA, USA) according to the manufacturer’s instructions.

4.11. Statistical Analysis

Numerical data were presented as mean & SD. Comparisons among multiple treat-
ments were Tukey’s HSD (honest significant difference) test after one-way ANOVA or
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two-way ANOVA using GraphPad Prism (version 8 for Windows; GraphPad Software, La
Jolla, CA, USA). Statistical significance was set at p < 0.05.

5. Conclusions

In conclusion, our results showed that kuraninone was a beneficial treatment against
CIA development. Kuraninone exerted its therapeutic effects through the suppression of
inflammatory cytokines and the modulation of B and T cell immune responses. Moreover,
kuraninone’s antioxidant properties further alleviated inflammation. Add-on kuraninone
treatment could therefore be an alternative when treating RA patients. However, its use in
conjunction with current RA therapies requires further studies.

Supplementary Materials: The following are available online at https:/ /www.mdpi.com/article/
10.3390/1jms22084002/s1, Figure S1: Frequencies of IFN-y+CD4+ (Th1), IL-17A+CD4+ (Th17) and
Foxp3+CD4+ (Treg) in the inguinal lymph nodes (ILNs), Figure S2: Effects of kurarinone (25 and
50 mg/kg) on the severity of CIA.
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Abstract: There is evidence that berberine (BBR), a clinically relevant plant compound, ameliorates
clinically apparent collagen-induced arthritis (CIA) in vivo. However, to date, there are no studies
involving the use of BBR which explore its prophylactic potential in this model of rheumatoid arthritis
(RA). The aim of this study was to determine if prophylactic BBR use during the preclinical phase
of collagen-induced arthritis would delay arthritic symptom onset, and to characterize the cellular
mechanism underlying such an effect. DBA /1] mice were injected with an emulsion of bovine type II
collagen (CII) and complete Freund’s adjuvant (day 0) and a booster injection of CII in incomplete
Freund’s adjuvant (day 18) to induce arthritis. Mice were then given i.p. injections of 1 mg/kg/day
of BBR or PBS (vehicle with 0.01% DMSO) from days 0 to 28, were left untreated (CIA control), or
were in a non-arthritic control group (1 = 15 per group). Incidence of arthritis in BBR-treated mice
was 50%, compared to 90% in both the CIA and PBS controls. Populations of B and T cells from
the spleens and draining lymph nodes of mice were examined on day 14 (n = 5 per group) and
day 28 (n = 10 per group). BBR-treated mice had significantly reduced populations of CD4*T}, and
CD4*CXCR5" Ty, cells, and an increased proportion of Foxp3* Treg at days 14 and 28, as well as
reduced expression of co-stimulatory molecules CD28 and CD154 at both endpoints. The effect seen
on T cell populations and co-stimulatory molecule expression in BBR-treated mice was not mirrored
in CD19* B cells. Additionally, BBR-treated mice experienced reduced anti-CII IgG2a and anti-CII
total IgG serum concentrations. These results indicate a potential role for BBR as a prophylactic
supplement for RA, and that its effect may be mediated specifically through T cell suppression.
However, the cellular effector involved raises concern for BBR prophylactic use in the context of
vaccine efficacy and other primary adaptive immune responses.

Keywords: arthritis; berberine; RA; autoimmune; T cell; Ty, cell

1. Introduction

Rheumatoid arthritis (RA) is a systemic autoimmune disease typically characterized
by chronic inflammation and deterioration within the joints. Extra-articular and systemic
manifestations can also be present depending on the severity of the disease, and some
individuals may experience damage to organs such as the heart, lungs, kidneys, and
skin [1]. To date, there are a number of well-described treatments available for clinically
apparent RA. Of these treatments, conventional disease-modifying antirheumatic drugs
(DMARDs) and biological DMARDs, also known as biologics, are the most effective for
long-term management of RA. However, the effectiveness of these treatments at managing
disease progression varies among patients [1], and can be influenced by genetic factors [2,3]
and the duration of symptoms prior to the first treatment [4-6]. Such interpatient variability
in terms of response to medication can interfere with a patient’s ability to achieve remission
and/or the desired level of disease activity, and can also interfere with a patient’s ability
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to adhere to a treatment regimen due to reasons of toxicity, lack of efficacy, and/or high
cost [7-10].

Due to the large physiological and economic burden this disease places on its patients,
research has become increasingly focused on ways to identify and develop effective pre-
ventative treatments targeting RA during the pre-clinical phase of the disease and thereby
delay the onset of clinical RA [6,11-13]. The pre-clinical phase is commonly defined as the
stage of the disease in which an individual experiences local or systemic autoimmunity,
evidenced by serological abnormalities (e.g., high levels of CRP, TNF-¢, etc.) and/or au-
toantibodies (e.g., anti-cyclic citrullinated peptide (ACPA), rheumatoid factor (RF), etc.) in
the absence of clinical arthritis [13,14]. Targeting individuals in the pre-clinical phase of the
disease with preventative therapies would provide the earliest initiation of treatment possi-
ble and could halt disease progression prior to significant joint damage. Furthermore, since
the inflammatory load is far less in patients in the pre-clinical phase than in patients experi-
encing clinical arthritis, it presents an opportunity to potentially use lower-cost, broader
spectrum complementary therapies that may be less affected by interpatient variability
than conventional DMARDs and biologics, which act through specific, targeted pathways.

Berberine (BBR) is a plant-derived isoquinoline alkaloid found in the roots, rhizomes,
and stem bark of plants among a variety of genera, such as Berberis (its namesake), Ma-
honia, Hydrastis, and Coptis, among others. BBR merits further exploration as a potential
prophylactic therapy as it has already proved to be of importance for a variety of dis-
eases through successful clinical trials [15-21]. As such, much is already known about the
general toxicology and common side effects of BBR in humans, which are considered to
be mild (e.g., diarrhea, flatulence, abdominal pain, and nausea), and do not occur in all
patients [15,17,18,22]; there were no adverse effects observed on liver and kidney func-
tion [17,18,23]. Notably, amelioration of side effects in patients was reported once the
dosage was lowered [18].

As an anti-inflammatory, BBR successfully suppresses the inflammatory responses
involved in clinically apparent autoimmune diseases in vivo such as collagen-induced
arthritis (CIA; a rodent model of RA) [24-27], type I diabetes mellitus [28], ulcerative colitis
(UQC) [29,30], and experimental autoimmune encephalomyelitis (EAE) [31]. In regard to
RA specifically, BBR has been successful at treating clinically apparent CIA and other RA
animal models in vivo through a number of suggested mechanisms, such as (a) dendritic
cell apoptosis [24], (b) interference with MAPK signaling via inhibition of p-ERK, p-38,
and p-JNK [25,32], (c) attenuation of T}, 17 activity via inducing cortistatin in the gut [27],
(d) restoration of the balance between Treg/Ty17 cells [26], (e) the suppression of Ty,17
differentiation/proliferation through inhibition of CD169 and the RORyt transcription
factor, (f) induction of Treg differentiation through aryl hydrocarbon receptor (AhR) activa-
tion [33], (g) and promotion of anti-inflammatory M2 macrophage polarization through
upregulation of p-AMPK and inhibition of HIF1« [34]. A more detailed account of the
anti-inflammatory actions of BBR in the context of rheumatoid arthritis can be found in the
recent review by Shen et al. (2020) [35].

Despite evidence that BBR ameliorates clinically apparent CIA, to date there are no
studies involving the use of BBR which explore its prophylactic, pre-clinical potential
in a CIA mouse model. Thus, we examined such effects in a CIA mouse model with
DBA /1] mice to determine whether or not BBR merits further exploratory analysis as a
prophylactic treatment for patients in the pre-clinical phase of RA. The main highlights
from this study are:

1. Berberine delays the onset of collagen-induced arthritis in DBA /1] mice.

2. Berberine treatment reduces splenic and lymph node CXCR5" follicular T helper (Ty,)
cell populations.

3. Berberine polarizes splenic and lymph node T cells toward a CD25+ Foxp3+ regula-
tory (Treg) phenotype.
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2. Results
2.1. Berberine Treatment Delays Onset of CIA

To assess BBR’s ability to delay the onset of clinical CIA, mice were observed daily for
signs of redness and joint swelling as an indication of arthritis development, and severity of
arthritis was scored on a scale of 0-16 as previously described. When mice were euthanized
on day 28, we observed a significant reduction in absolute incidence of arthritis in the BBR
group compared to the CIA and PBS controls (Figure 1A). About 90% of mice in both the
CIA and PBS control groups developed arthritis, compared to 50% in the BBR group. In
mice who developed arthritis, however, there was a trend but no significant difference in
severity (Figure 1B).

Arthritic Animals

201
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Arthritis Incidence Arthritis Score
B—.
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Figure 1. Assessment of collagen-induced arthritis (CIA) in DBA /1] mice in the context of berberine (BBR) treatment.
(A) Absolute incidence of arthritis (proportions of animals with score >2) among treatment groups at day 28 compared
using X? (1 = 10 per group, * p < 0.05). Incidence proportions were BBR = 50%, CIA = 90%, PBS = 90%, and CONT = 0%.
(B) Arthritis score, on a scale of 0-16 per manufacturer’s protocol (as described in Materials and Methods), of mice at day
28 treated with BBR (1 mg/kg/day), volume-matched 1X PBS with 0.01% DMSO (PBS vehicle control), or no treatment
(CIA control). Multiple comparisons conducted using the Kruskal-Wallis test with Dunn’s multiple comparisons (n = 10

per group).

2.2. The Effect of Berberine on Circulating Anti-CII IgG in the CIA Model

To determine if BBR prophylactic treatment reduces autoantibody production, serum
concentrations of anti-CII total IgG, anti-CII IgG1, and anti-CII IgG2a autoantibodies
were measured at the day 28 endpoint. The BBR group saw significantly reduced serum
concentrations of anti-CII IgG2a and anti-CII total compared to both CIA and PBS controls,
although there was no significant difference in anti-CII IgG1 in BBR mice compared to
CIA control mice (Figure 2A). To further examine if the aforementioned results were an
artifact of including both arthritic and non-arthritic mice in the dataset, comparisons of just
arthritic mice were performed. In this comparison, levels of anti-CII IgG2a among arthritic
mice in the BBR group remained significantly reduced compared to CIA and PBS controls
(Figure 2B). When comparing anti-CII IgG levels between arthritic and non-arthritic mice
within the BBR group specifically, anti-CI IgG1, IgG2a, and total IgG were all significantly
reduced in the non-arthritic mice compared to those who developed arthritis (Figure 2C).
Additionally, there appeared to be a vehicle-specific effect on circulating anti-CII IgG in
which the administration of PBS with 0.01% DMSO elicited elevated levels of anti-CII IgG1
and total IgG in vehicle control mice (Figure 2A,B).
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Figure 2. The effect of berberine on circulating anti-bovine type II collagen (CII) IgG in the CIA model. (A) Anti-CII IgG1,
IgG2a, and total IgG at day 28 among all mice (arthritic and non-arthritic) within BBR, PBS (vehicle control), CIA (no
treatment control), and non-CIA control animals (1 = 10 per group). (B) Anti-CII IgG levels at day 28 compared among
arthritic mice only (BBR n = 5; PBS n = 9; CIA n = 9). Statistical comparisons made with the Kruskal-Wallis test with
Dunn’s multiple comparisons. (C) Anti-CII IgG levels at day 28 compared among BBR-treated mice who developed arthritis
(“arthritic”) vs. those that did not (“non-arthritic”). Statistical comparisons made with the Mann-Whitney U test. For all
statistical tests in Figure 2A-C, * p < 0.05, ** p < 0.01, **** p < 0.0001.
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2.3. Key CD4*T Cell Population and Co-Stimulatory Molecule Characteristics in Response to

Berberine Treatment

On day 14, we observed a significant reduction in populations of both CD4*T cells
and CXCR5* Ty, cells in the LNs and spleen of BBR-treated mice (Figure 3A,B), as well as
a reduction in the expression of CD28 and CD154 on CD4"T cells in the spleen and LNs
of BBR-treated mice (Figure 4A,B). By the day 28 experimental endpoint, we continued to
observe a significant reduction in CD4*T cells and CXCR5* Ty, cells in the spleen and LNs
of BBR-treated mice (Figure 3C,D), as well as decreased expression of CD28 and CD154 on

the CD4*T cells of BBR-treated mice (Figure 4C,D).
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Figure 3. CD4" T cell populations during pre-clinical CIA (day 14) and at final day 28 endpoints. Cells compared were
from the CD4* T cell population of lymph nodes (LNs) and spleen with further investigation into CD4* T cell populations
expressing specific cell-surface markers. Shown are populations of CD4* T}, and CXCR5* Ty, cells of the LN (A) and spleen
(B) at the day 14 endpoint (n = 5 per group), and of the LN (C) and spleen (D) at the day 28 experimental endpoint (n = 10
per group). Statistical comparisons made with the Kruskal-Wallis test with Dunn’s multiple comparisons (* p < 0.05 and

“*p <0.01).
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Figure 4. Expression of co-stimulatory molecules on CD4* T cells during pre-clinical CIA (day 14) and at final day 28

endpoints. Cells compared were from the CD4* T cell population of LN and spleen with further investigation into the

expression of co-stimulatory molecules CD28 and CD154 on CD4* T cell populations. Shown are expression of CD28 and
CD154 on CD4* T cells of the LN (A) and spleen (B) at the day 14 endpoint (1 = 5 per group), and of the LN (C) and spleen
(D) at the day 28 experimental endpoint (1 = 10 per group). Statistical analysis of co-stimulatory molecule expression made
with ANOVA and Tukey’s multiple comparisons tests (* p < 0.05; ** p < 0.01, *** p < 0.001).

2.4. Berberine Treatment Leads to Increased Proportion of Foxp3*CD4*CD25" T Cells

To examine BBR's effect on Treg populations, cells from the CD4* CD25" T population
of LN or spleen were measured for the presence of the definitive Treg transcription factor
Foxp3. Out of this subset of cells, we observed an increased ratio of Foxp3*:Foxp3™~ cells
in the spleen and LNs of BBR-treated mice during the pre-clinical phase of CIA (day
14 endpoint) (Figure 5A). At the day 28 endpoint, BBR-treated mice had a significantly
increased ratio of Foxp3*:Foxp3™~ cells in the LNs, but not the spleen (Figure 5B). In order
to determine whether or not the previously mentioned results were an artifact of including
both arthritic and non-arthritic mice in the analysis, we compared this ratio between
mice in the BBR group who developed arthritis and the mice who did not. There was no
significant difference in the day 28 splenic Foxp3*:Foxp3™ T cell ratio between arthritic
and non-arthritic mice in the BBR group. However, all non-arthritic BBR-treated mice had
a larger percentage of Foxp3™ cells compared to Foxp3™~ cells (ratio of >1) except for one
outlier, whereas all arthritic BBR-treated mice had a smaller percentage of Foxp3* cells
compared to Foxp3~ cells (ratio of <1) (Figure 5C).
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Figure 5. Berberine induces Treg expansion in lymphoid tissue during CIA induction. Cells compared were from the CD4*
CD25* Ty, population of LN or spleen with further interrogation of the definitive Treg transcription factor Foxp3. (A) The
Foxp3*:Foxp3~ ratio during the pre-clinical phase of arthritis (day 14) (n = 5 per group, * p < 0.05). (B) The Foxp3*:Foxp3~
ratio at the day 28 experimental endpoint (1 = 10 per group, * p < 0.05 and ** p < 0.01). (C) Comparisons of Foxp3*:Foxp3~
ratios from LN and spleen of the BBR treated group separated by status as arthritic or non-arthritic. Ratios compared using
the Kruskal-Wallis test with Dunn’s multiple comparisons. Arrow denotes outlier.

2.5. Key CD19*B Cell Population and Co-Stimulatory Molecule Characteristics in Response to
Berberine Treatment

Although there was a trend of reduced CD19" B cell populations in the spleen and LNs
of BBR-treated mice during CIA development (day 14), this trend was non-significant. Ad-
ditionally, BBR treatment did not reduce expression of the co-stimulatory molecules MHC
I, CD40, and CD80/86 on CD19" B cells of the spleen and LNs at day 14 (Figure 6A,B).
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Figure 6. CD19" B cell populations and expression of co-stimulatory molecules during pre-clinical CIA (day 14) and at final
day 28 endpoints. Cells compared were from the CD19* B cell population of LN and spleen with further investigation into
CD19" cell populations expressing specific cell-surface markers. Shown are populations of CD19" B cells and expression of
co-stimulatory molecules MHC Class II, CD40, CD80, and CD86 on CD19" B cells in the LN (A) and spleen (B) at the day
14 endpoint (n = 5), and of the LN (C) and spleen (D) at the day 28 experimental endpoint (r = 10). Statistical analysis of
CD19" B cell populations made with the Kruskal-Wallis test with Dunn’s multiple comparisons (* p < 0.05), and statistical
analysis of co-stimulatory molecule expression made with ANOVA and Tukey’s multiple comparisons tests (* p < 0.05 and

“*p <0.01).
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By day 28, we observed a significant reduction in CD19*B cells in the LNs, but not
spleen, of BBR-treated mice (Figure 6C,D). While there was a trend of reduced expression of
the co-stimulatory molecules MHC II, CD40, and CD80/86 on CD19* B cells in the spleen
and LNs of BBR-treated mice at day 28, this trend was non-significant (Figure 6C,D).

We did, however, observe a vehicle-specific effect similar to that seen in the anti-CII
IgG data. There were significantly larger CD19* B cell populations in both the spleen and
LNs of the PBS control mice compared to the BBR-treated mice, and non-significant trends
of increased co-stimulatory molecule expression (Figure 6A,D).

3. Discussion

Our results indicate that BBR treatment during the pre-clinical phase of CIA delayed
the onset of CIA in DBA /1] mice, although mice in the BBR group who developed arthritis
did not experience a significant decrease in clinical arthritis score compared to the CIA and
PBS controls. Our results provide evidence at the cellular level that the mechanism under-
lying this protective effect is directly mediated through effector CD4* Ty, cell suppression,
which subsequently influences activation, proliferation, and autoantibody production by
B cells.

Our hypothesis that BBR is exerting its effect via CD4" T}, cell suppression is supported
by the observations that BBR-treated mice had significantly reduced populations of CD4* T
cells and reduced expression of co-stimulatory molecules—effects which were not mirrored
in CD19* B cells. While our CD4* T cell population data included all T cell subsets
expressing CD4 (both Ty, and Treg), we observed a higher ratio of Foxp3*CD25"CD4* T
cells (representative of Treg) to Foxp3™ cells within the spleens and LNs of BBR-treated
mice. This indicates that although the overall population of CD4" T cells was smaller in
BBR-treated mice, they also had a higher proportion of Treg within the total CD4* T cell
population. Additionally, a specific subset of the overall CD4" T cell population which
plays a key role in T cell-dependent humoral responses, CD4"CXCR5" Ty, cells, was also
decreased in BBR-treated mice. Together, these observations indicate a preference toward
an immunosuppressive environment and specifically a reduced capacity to provide help in
activating B cell autoantibody production.

A previous study by Moschovakis et al. (2017) [36] examining the role of CXCR5*
T, cells in RA showed that T cell-specific CXCR5 deficiency prevented RA development.
Furthermore, an in vivo CIA study involving the use of hydroxychloroquine (HCQ) as
a prophylactic (administered from day O of the experiment) noted a reduction in Tg,
cells, which corresponded to a decrease in both incidence and arthritis score in HCQ-
treated mice [37]. Similar to this evidence, it is possible that our observation of reduced
populations of CXCR5* Ty, cells seen in the BBR group compared to the CIA and PBS
controls contributed to a lower incidence of arthritis as well. The reduction of CXCR5" T,
cells we observed also likely contributed to the decreased generation of anti-CII total IgG
and subtypes, as CXCR5* Ty, cells play a critical role in germinal center formation, B cell
affinity maturation, isotype class switching, and subsequent autoantibody production [38].
As such, we propose the mediation of CXCR5* Ty, cell proliferation as a novel function of
BBR, and we are unaware of any studies to date that specifically address the effect of BBR
on CXCR5*Tg, cell populations.

Additionally, the reduced expression of co-stimulatory molecules CD28 and CD154
during CIA development (day 14) and at the day 28 endpoint in BBR-treated mice could
be indicative of reduced activation and proliferation of CD4" T cells, thereby resulting
in the lower CD4* T cell populations observed in the BBR-treated group. The blockade
to CD4* T cell co-stimulation has proven to be an effective RA treatment and is the
mechanism of action of abatacept, a biological immunotherapy used to treat clinically
apparent RA [1,39]. CD28-CD80/86 interaction is an important therapeutic target as CD28
ligation leads not only to increased T cell proliferation and activation, but also to increased
CD154 expression [40]; CD154 is a crucial ligand involved in the activation of B cells and
other APCs, as well as affinity maturation and isotype class switching in B cells. We
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would also like to highlight that the reduced T cell populations and expression of co-
stimulatory molecules was seen throughout the entirety of the experiment (day 14 and
day 28). However, since BBR treatment occurred for the duration of the experiment, it is
unknown whether the sustained reduction observed is due to the continual administration
of BBR, or if ceasing BBR administration would have altered this outcome.

BBR’s protective effect against CIA development is also likely mediated through its
alteration of the Foxp3*: Foxp3~ CD4" T cell ratio. With the exception of the day 28
splenocytes whose data were skewed by one outlier, the BBR group saw a significantly
higher proportion of Foxp3"CD25"CD4" T cells (Tyeg) compared to CIA and PBS controls.
Thus, while BBR treatment resulted in lower overall CD4" T cell populations, a higher
percentage of cells within that reduced population were Tyeg. Previous studies corroborate
the protective effect of Treg on CIA development; adoptive transfer of CD25* Treg slowed
disease progression of clinically apparent CIA [41], and the depletion of CD25" Treg prior to
immunization with bovine type II collagen (used to induce CIA) exacerbated arthritis [42].
Additionally, prior studies using BBR to ameliorate clinically apparent CIA resulted in a
suppression of T, 17 activity alongside the activation/proliferation of Treg, thereby resulting
in an increased Treg/ T, 17 ratio in BBR-treated mice [26,33]. While a study by Yue et al.
(2017) [27] provides opposing evidence in which BBR did not appear to have a significant
effect on the frequency of Treg in a CIA model despite seeing amelioration of clinically
apparent CIA, their particular model used peripheral blood mononuclear cells to assess the
Treg population and Foxp3 expression, as opposed to our study which observed splenocytes
and draining LN cells at the site of immune activation.

In regard to B cell-specific responses to BBR, during CIA development (day 14 end-
point) the BBR-treated mice in our study did not see a significant reduction in overall CD19*
B cell populations or expression of co-stimulatory molecules compared to the CIA control.
However, by day 28 we observed a significant reduction in CD19* B cell populations in the
draining LNs of BBR-treated mice compared to the CIA control, as well as a reduction in
anti-CII IgG2a and total IgG. As such, we propose that the reduction in day 28 LN B cell
populations and the subsequent lowering of anti-CII autoantibody production are largely
due to BBR interfering with the T cell-mediated activation of B cells via T cell suppression,
thereby contributing to decreased B cell activation. This interference could be due not only
to the decreased CD4*CXCR5" Tg, cell populations and enhanced proportion of Treg seen
throughout the experiment in BBR-treated mice, but also the decrease in the expression of
CD28 and CD154 on T cells seen throughout the experiment. Both CD28-CD80/86 and
CD154-CD40 interactions play an important role in B cell activation and proliferation, and
CD154-CD40 ligation specifically provides key signaling for thymus-dependent humoral
immunity responses, such as the isotype class-switching and affinity maturation required to
generate high-affinity anti-CII IgG autoantibodies [43—45]. Furthermore, previous research
has demonstrated that the disruption of CD28-CD80/86 and CD154-CD40 interactions
results in reduced anti-CII autoantibody titers, prevention of disease development, and/or
amelioration of disease in CIA and other autoimmune arthritis models [46-50]. In other
words, pro-inflammatory T cell development and activation is inhibited by BBR early,
which leads to a later reduction in B cells reactive to CII stimulus, and this timing fits with
classical T cell-mediated B cell activity.

While there was no significant difference in anti-CII IgG1 observed between the BBR
group and CIA control, we did observe a significant reduction in anti-CII IgG2a. Moreover,
BBR-treated mice who experienced a delay in onset (remained non-arthritic by day 28,
despite CIA induction) had significantly lower concentrations of anti-CII IgG1, anti-CII
IgG2a, and anti-CII total IgG compared to BBR-treated mice who developed arthritis. In
CIA, the IgG subtype that is thought to play the most direct role in inflammation and joint
destruction is anti-CII IgG2a, which predominantly activates the complement cascade,
although it can also bind Fcy receptors (FcyR) on FcyR-bearing immune cells. High
concentrations of anti-CII IgG1 are also typically present, however, IgG1 more readily
binds to and activates FcyR-bearing immune cells and has a lower affinity for activating
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complement compared to IgG2a [51,52]. The important role of complement activation
in CIA pathology is supported by studies that demonstrated amelioration of CIA in
response to complement deficiency [53] and that C5-deficient mice were resistant to CIA
development [54]. As IgG2a is a strong activator of complement in mice, IgG2a serum
concentration has been shown to correlate to the degree of inflammation as well as cartilage
and bone destruction in CIA models [55], and reduced serum concentrations of IgG2a
were associated with delayed onset and reduced frequency of arthritis incidence [56,57].
However, a notable difference with our study is that while we observed significantly lower
concentrations of IgG2a in BBR-treated mice compared to CIA and PBS controls, we did
not see any significant difference in the degree of observable inflammation (arthritis scores).
Additionally, as previous studies involving the use of BBR to treat clinically apparent
CIA reported a significant reduction in anti-CII IgG1 in BBR-treated mice compared to
both CIA and PBS controls [24,25], the lack of significant anti-CII IgG1 reduction in the
BBR group compared to the CIA control in our own study was unexpected. It is notable,
however, that when comparing arthritic and non-arthritic mice within the BBR group alone,
the non-arthritic mice had significantly lower concentrations of both anti-CII IgG2a and
anti-CII IgG1, indicating that the observed reduced incidence of arthritis is likely in part
due to a reduction in circulating autoantibodies, as seen in other studies [56,57].

One major unexpected result regarding anti-CII autoantibody production involved a
vehicle-specific effect in which the PBS control group saw the highest increase in autoanti-
body production in comparison to the CIA control and BBR group. Our solution of BBR
dissolved in PBS and 0.01% DMSO was modeled in part after a previous CIA study that
used BBR dissolved in a PBS/DMSO solution containing a slightly greater concentration
DMSO than our own [25]; this previous study did not report elevated levels of anti-CII total
IgG or anti-CII IgG subtypes in PBS control groups. However, DMSO has demonstrated
the ability to stimulate antibody production in hybridoma cells, which are myeloma-B cell
hybrids commonly used to generate large quantities of monoclonal antibodies in research
and industry settings [58]. In light of this, it is possible we witnessed a B cell-specific
response to the presence of DMSO, and furthermore that treatment of BBR was able to
overcome this effect.

In addition to this unexpected vehicle-specific effect, our model also faced limitations.
One major limitation was the final day 28 endpoint; prolonging the final endpoint past day
28 would provide more insight into the preventative capabilities of BBR. Due to the fact
that our non-arthritic mice continued to have suppressed populations of CD4* T helper
cells and CXCR5" Ty, cells, higher relative percentages of Treg, and lower concentrations
of circulating autoantibodies by day 28, we hypothesize that it is likely BBR treatment
would at least continue to delay CIA development to a certain point. However, it is not
known whether BBR would entirely prevent CIA development in those mice who remained
non-arthritic by day 28, or if they would eventually develop symptoms of clinical arthritis
at a later timepoint. Additionally, having equal sample sizes between the day 14 and day
28 endpoints would have allowed us to evaluate the progression of the immune response
statistically, as opposed to just speculatively.

This model is further limited in that it assumes a mouse would be able to absorb the i.p.
administered dose via oral administration, which is the preferred route of administration
for human patients taking BBR dietary supplements. While estimates vary, it is widely
known that BBR has an extremely low oral bioavailability (<1%) [59-61]. Thus, this
model is not entirely reflective of how a human patient would ideally receive BBR as a
treatment, nor of how a patient would absorb and distribute BBR as an orally delivered
treatment. Finally, this model would have further benefited from a BBR control group,
which would have involved receiving a BBR treatment but no CIA induction. This would
have allowed us to examine the effects of BBR on the immune system under normal
physiological conditions and could have provided us with additional insights into BBR’s
immunosuppressive capabilities.

155



Int. J. Mol. Sci. 2021, 22, 3522

4. Materials and Methods
4.1. General Reagents

DMSO (VWR, Radnor, PA, USA), isoflurane (VetOne, Boise, ID, USA), bovine type
II collagen in complete Freund’s adjuvant (Hooke Labs, Lawrence, MA, USA), 1X PBS,
berberine hydrochloride (Sigma-Aldrich, St. Louis, MO, USA), ACK lysis buffer (Quality Bi-
ological, Gaithersburg, MD, USA), RPMI 1640 supplemented to 2 mM L-glutamine, 1% v/v
penicillin/streptomycin, 1 mM sodium pyruvate, 10 mM HEPES (all from ThermoFisher,
Waltham, MA, USA) 0.05 mM (3-mercaptoethanol (Bio-Rad, Hercules, CA, USA), and 10%
fetal bovine serum (VWR/Seradigm, Radnor, PA, USA).

4.2. Berberine Solution

A stock solution of 10 mM berberine dissolved in DMSO was stored at —20 °C when
not in use. For all i.p. injections, this stock solution was diluted in PBS for a final DMSO
concentration of 0.01% and a BBR concentration of 1 mg/kg when delivered to mice.

4.3. Antibodies

Brilliant Violet 421 anti-mouse CD4 (clone GK1.5), FITC anti-mouse CD3¢ (clone
145-2C11), FITC anti-mouse CD19 (clone 1D3/CD19), APC anti-mouse CXCR5 (clone
L138D7), Alexa Fluor 647 anti-mouse Foxp3 (clone MF-14), APC anti-mouse I-A/I-E (clone
M5/114.15.2), PE anti-mouse I-A/I-E (clone M5/114.15.2), PE anti-mouse CD80 (clone
16-10A1), APC anti-mouse CD80 (clone 16-10A1), APC anti-mouse CD86 (clone GL-1),
PE anti-mouse CD40 (clone 3/23), PE anti-mouse CD25 (clone 3C7), APC anti-mouse
CD154 (clone MR1), PE anti-mouse CD28 (clone 37.51), and recommended isotype controls
(all from BioLegend, San Diego, CA, USA). For interrogating the Treg population, the
manufacturer’s protocol was followed for intracellular targets.

4.4. Mice

DBA /1] mice (6 weeks old) were purchased from Jackson Laboratories (Bar Harbor,
ME, USA). Animals were acclimated to the housing facilities for one week prior to starting
experiments and were housed 3 mice per cage in conditions that were in accordance with
Institutional Animal Care and Use Committee (IACUC) guidelines to minimize distress.
Mice were divided into four groups: Control (no CIA induction, no treatment), CIA
(positive control), PBS (CIA induction, given volume-matched vehicle control of PBS with
0.01% DMSOQ), and BBR (CIA induction, given BBR treatment, 1 mg/kg per day). Before
commencing the full experiment involving cellular analyses, a pilot study was performed
to determine the efficacy of the CIA model (1 = 3 per group). Treatments were administered
via i.p. injections 5 times per week (5 days on/2 days off) and welfare-related assessments
were made daily. In the full study (n = 15 per group; 60 animals total), five mice from each
group were euthanized on day 14 (pre-clinical stage), with 10 mice from each group being
euthanized on day 28. All mice were euthanized via CO, inhalation to effect in accordance
with our approved IACUC protocol.

4.5. CIA Induction and Assessment

A pre-formulated emulsion of bovine type II collagen and complete Freund’s adjuvant
(Hooke Labs, Lawrence, MA, USA) was injected according to the manufacturer’s instruc-
tions [62]. Briefly, 0.05 mL of the pre-formulated emulsion were injected subcutaneously
near the base of the tail, about 7 to 10 mm distal to the body and at the space in between
the ventral and lateral tail veins. This procedure was repeated with all mice in the CIA,
CIA + BBR, and CIA + PBS groups, and was considered day 0 of the experiment. For mice
undergoing full observation through day 28, on day 18 a booster injection of bovine type II
collagen and incomplete Freund’s adjuvant emulsion was given according to the manufac-
turer’s instructions [62]. On day 28, mice were evaluated for the presence of arthritis, and
scored on a scale of 0-16 as follows (per manufacturers’ recommendation [62]): 0 = normal
paw, 1 = one or two toes inflamed and swollen, 2 = more than two toes, but not entire paw
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inflamed and swollen OR mild swelling of entire paw without ankle swelling, 3 = entire
paw inflamed and swollen (inclusion of ankle swelling), 4 = severely inflamed and swollen
OR ankylosed paw; all paws were assessed for a total possible score of 16. Arthritis scoring
was blinded to the researchers. Examples of mouse front and hind paws for each score
category can be found in Supplemental Figure S1.

4.6. ELISA

Blood samples were collected by cardiac puncture immediately following euthanasia
of mice on day 14 and 28. Whole blood samples were then centrifuged to separate plasma
from cellular components. Serum concentrations of anti-collagen type II (anti-CII) total IgG
(catalog # 1012T), anti-CII IgG1 (catalog # 20321T), and anti-CII IgG2a (catalog # 20322T)
were measured by ELISA (Chondrex, Redmond, WA, USA) according to the manufacturer’s
instructions [63,64]. Optical densities were taken at 450 nm using a microplate reader.

4.7. Flow Cytometry

Single cell suspensions were made from spleens, inguinal lymph nodes (LNs), and
axillary LNs of euthanized mice. Inguinal LNs were chosen in lieu of popliteal LNs because
inguinal LNs are equidistant from the site of injection and the site of hind paw inflammation,
and so are close enough to both sites to reflect the inflammatory responses of both the
injection and the hind paw inflammatory events. To create single cell suspensions, briefly,
spleens and LNs were separately ground, washed with 3 mL of ACK lysis buffer for 5 min,
and then strained into 35 mL of complete RPMI 1640. Single cell suspensions were then
stained with fluorescent antibodies specific for cell lineage markers: CD3*CD4*Foxp3~ T
helper (Ty,) cells, CD3"CD4*CXCR5" T follicular helper (Tg,) cells, CD3*CD4*Foxp3* T
regulatory cells (Treg), and CD19" B cells were measured at day 14 and day 28. Spleen and
LN cells were also stained with fluorescent antibodies specific for co-stimulatory molecules
involved in T cell and B cell activation and differentiation: CD154 (CD40L) and CD28 on
CD3"CD4"Foxp3™ Ty, cells, CD25 on CD3*CD4"Foxp3* Treg, and MHC class II, CD40,
and CD80/86 on CD19* B cells. The expression of these co-stimulatory molecules was
measured by calculating the geometric mean fluorescence intensity (MFI) at day 14 and
day 28. CD3*CD4" staining was used as the parent gate for all the T cell subsets observed
in this study. Example gating strategies can be found in Supplemental Figures 52 and S3.

4.8. Statistical Analysis

The assumption of normality was not met for cell population data but was met for co-
stimulatory molecule expression data. A chi-square (X?) test was used to compare absolute
arthritic incidence (score > 2) among control and treatment groups. For comparisons of
non-normally distributed cell populations, the Kruskal-Wallis test with Dunn’s multiple
comparisons or Mann-Whitney U test were used. For comparisons of normally distributed
co-stimulatory molecule expression data, the ANOVA test with Tukey’s multiple compar-
isons test was used. All tests had an « = 0.05. All analyses were performed using Prism
version 8 (GraphPad, San Diego, CA, USA).

5. Concluding Remarks

In conclusion, BBR likely has protective effects against CIA development by directly
suppressing CD4* T helper cell activity, including CXCR5" Ty, cells, thus having an indirect
effect on B cell activation and autoantibody production. These T cell suppressive effects are
evidenced by reduced expression of co-stimulatory molecules on CD4* T cells during CIA
development (day 14) and at the final day 28 endpoint, as well as smaller populations of
CD4* T cells (including CXCR5* Tg, cells), and higher percentages of Treg in BBR-treated
mice throughout the experiment. Although populations of CD19* B cells were reduced
in the draining lymph nodes of BBR-treated mice by day 28, these suppressive effects are
not reflected in other B cell populations throughout the experiment or the expression of
co-stimulatory molecules on CD19* B cells of the spleen and LNs, indicating that reduced
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anti-CII auto-antibody production is likely due to decreased interaction of B cells with
activated CXCR5" Ty, cells. In the future, it is important to repeat this experiment with a
later endpoint to better determine the duration of BBR’s protective effects. Additionally,
it is imperative to more closely examine BBR’s influence on CXCR5" Ty, cells, as these
cells are crucial to the formation of germinal centers, high-affinity class-switched plasma
cells, memory B cells, and the humoral immunological memory that is ultimately borne
out of germinal center reactions. As such, BBR’s suppressive effect on CXCR5* Ty, cell
populations, while potentially beneficial for autoimmune pathologies, also raises concern
that prolonged use could impact a patient’s ability to mount effective beneficial primary
adaptive immune responses.
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Abstract: The aim of this study is to investigate the role of brain-derived neurotrophic factor (BDNF)
in the inflammatory responses in patients with rheumatoid arthritis (RA). Serum levels of BDNF
and the precursor form of BDNF (proBDNF) from 625 RA patients and 40 controls were analyzed
using enzyme-linked immunosorbent assay. Effects of BDNF on the mitogen-activated protein kinase
pathway were analyzed by Western blotting. Microarray analysis was conducted to search BDNF
regulated gene expression in Jurkat cells, and the differentially expressed genes were validated using
T cells from patients with RA and controls. Serum BDNF levels were significantly elevated in patients
with RA compared with the controls. Low serum BDNF levels were found in RA patients with
anxiety or receiving biologics treatment. BDNF (20 ng/mL) enhanced the phosphorylation of ERK,
JNK, and c-Jun, but suppressed the phosphorylation of p38, whereas BDNF (200 ng/mL) enhanced
the phosphorylation of ERK and p38. After validation, the expression of CAMK2A, MASP2, GNG13,
and MUCbHAC, regulated by BDNF and one of its receptors, NGFR, was increased in RA T cells.
BDNF increased the IL-2, IL-17, and IFN-y expression in Jurkat cells and IL-2 and IFN-y secretion in
activated peripheral blood mononuclear cells.

Keywords: BDNF; rheumatoid arthritis; JNK; T cells; anxiety; proinflammatory cytokines

1. Introduction

Rheumatoid arthritis (RA) is a chronic systemic disease characterized by persisting
joint inflammation. In addition to articular manifestations, patients with RA have an
increased incidence of developing depression, which is itself a risk factor for developing
RA [1]. Decreased brain-derived neurotrophic factor (BDNF) expression is well-known to
play a critical role in the pathogenesis of depression [2]. BDNF is initially synthesized as
the precursor form of BDNF (proBDNF) in neurons and glia, which is cleaved to mature
BDNF intracellularly or extracellularly to release mature BDNF [3].

Previous research suggested that the increased serum levels of proBDNF or decreased
BDNE/proBDNF ratio could be a serum marker for depression [4,5]. However, few
studies have investigated the serum levels of BDNF in patients with RA, and the results
were conflicting. Low serum BDNF levels were observed in RA patients with depression
compared to RA patients without depression [6]. Grimsholm et al. found that serum BDNF
was elevated in 18 patients with RA compared with controls, and their BDNF levels were
declined after receiving anti-TNF treatment [7]. Whether patients with RA have elevated
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serum BDNF levels remains to be elucidated. Furthermore, there were no data available
for serum proBDNF levels and BDNF/proBDNF ratio in patients with RA.

Recent evidence suggested that there are close interactions and communications
between the immune system and the nervous system. For example, melatonin, which is
secreted by the pineal gland, could suppress inflammation in preclinical models of RA [8,9].
We speculated that BDNF and it’s signaling pathway could play a role in the inflammatory
response of RA. Therefore, the aim of this study was to investigate the serum levels of BDNEF,
proBDNF and their ratio in RA patients compared with controls and to search for significant
clinical manifestations associated with BDNF. We also searched for the expression of genes
that are regulated by BDNF and clarified the potential roles of BDNF in the inflammatory
response using T cells and its respective cell line, Jurkat cells.

2. Results
2.1. Serum BDNF, proBDNF Levels, and proBDNF/BDNF Ratio in Patients with RA and Controls

A total of 625 patients (78.2% female) with RA aged 62.0 & 13.5 years and 40 controls
(67.5% female) aged 62.2 & 14.1 years were enrolled in this study. The demographic,
clinical, and psychological variables of study patients with RA are presented in our earlier
study [10]. Ninety-six subjects (15.4%) were classified as having depression, and 65 subjects
(10.4%) were classified as having anxiety. Patients with RA had significantly elevated serum
BDNF levels compared with those of the controls (17.9 & 4.2 ng/mL vs. 16.4 £ 5.3 ng/mL,
p = 0.032). There were no statistically significant differences between the serum proBDNF
levels (464 & 583 pg/mL vs. 372 + 487 pg/mL; p = 0.328) and proBDNF/BDNF ratio
(0.03 £ 0.05 vs. 0.04 £ 0.09; p = 0.370) between patients with RA and controls (Figure 1).
After adjusting for age and sex, the serum BDNF levels remained significantly (p = 0.033)
elevated in patients with RA compared with the controls.
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Figure 1. Serum brain-derived neurotrophic factor (BDNF), the precursor form of BDNF (proBDNF) concentration, and
proBDNF/BDNEF ratio in healthy controls and patients with rheumatoid arthritis. Serum levels of (A) BDNF, and (B)
proBDNF concentration and (C) proBDNF/BDNF ratio in 40 healthy controls and 625 patients with rheumatoid arthritis.
Serum levels of BDNF and proBDNF were measured by enzyme-linked immunosorbent assay (ELISA). After adjusting for

age and sex in the multiple linear regression analysis, the BDNF levels remained significantly (p = 0.033) elevated in serum

from patients with rheumatoid arthritis compared with those from controls. (#s not significant; * p < 0.05).
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2.2. Correlation of Clinical Parameters with Serum BDNF Levels in Patients with RA

The association of various clinical parameters and serum levels of BDNF in patients
with RA was analyzed in Table 1. In the univariate analysis, serum BDNF levels were
inversely associated with an increased swollen joint count over 28 joints (p = 0.023) and age
(p = 0.015). RA patients with anxiety (p = 0.003), receiving biologics (including etanercept,
adalimumab, golimumab, abatacept, tocilizumab, tofacitinib, and rituximab) (p = 0.01),
retired (p = 0.006), and had a disease duration of more than 5 years showed significantly
lower serum level of BDNF. In the multiple regression analysis, only RA patients with
anxiety (p = 0.002) and receiving biologics (p = 0.020) were significantly associated with
lower serum levels of BDNE.

Table 1. Univariate and multiple linear analyses of clinical parameters associated with serum levels of BDNF in patients
with rheumatoid arthritis (RA) (N = 625).

Variable Univariate Regression Analysis Multiple Regression Analysis
B (95% CI) r B (95% CI) |4

Depression (yes/no) 167.23 (—743.59, 1078.05) 0.719
Anxiety (yes/no) —1633.44 (—2701.60, —565.28) 0.003  —1660.31 (—2719.44, —601.18) 0.002
DAS-28 —222.15 (—467.34, 23.04) 0.076
TJC 28 —22.19 (—74.37,29.98) 0.404
SJC 28 -91.32 (—169.83, —12.82) 0.023 —52.64 (—131.60, 30.25) 0.220
ESR (mm per h) —3.66 (—24.65,17.32) 0.732
PGA —8.56 (—21.28,4.15) 0.187
CRP (mg/dL) —158.45 (—426.45, 109.56) 0.247
Biologics (yes/no) —920.07 (—1620.78, —219.36) 0.010 —827.25  (—1548.76, —147.37) 0.018
csDMARD (yes/no) 12.08 (—1299.53,1323.70)  0.986
Steroid (yes/no) —312.66 (—1088.67, 463.34) 0.430 —241.91 (—1014.94, 531.11)) 0.540
Female —84.11 (—880.21, 712.00) 0.836
Age (year) ~30.08 (—54.31, —5.86) 0015  —12.34 (—47.50, 21.04) 0.449
Educational level

Below high school Ref

High school or above —33.33 (—713.61, 646.94) 0.923
Marital status

Single Ref

Married —728.57 (—1864.78, 407.64) 0.209

Widowed, divorced or separated —1144.96 (—2430.36, 140.44) 0.081
Employment status

Being employed Ref

Unemployed —601.33 (—1522.66, 320.01) 0.201 —310.42 (—1214.69, 647.55) 0.551
Retired —1072.76 (—1830.40, —315.12)  0.006  —564.53 (—1554.66, 515.62) 0.325
Income

High Ref

Median 309.26 (—413.22,1031.73) 0.401

Low —147.90 (—=1170.72, 874.92) 0.777
Religious belief (yes/no) —78.16 (—1568.03, 1411.70) 0.918
gf:f;i)durahon 25 years —93935  (~1767.40,~111.29)  0.026  —626.75  (—1469.76,218.40) 0.146
Comorbidities —453.24 (—1153.14, 246.66) 0.204

CI: confidence interval; CRP: C-reactive protein; DAS28: disease activity score 28; csDMARD: conventional synthetic disease-modifying
anti-rheumatic drug; ESR: erythrocyte sedimentation rate; PGA: patient global assessment; RA: rheumatoid arthritis; SJC28: swollen joint
count over 28 joints; TJC28: tender joint count over 28 joints. Biologics include etanercept, adalimumab, golimumab, abatacept, tocilizumab,
tofacitinib, and rituximab.

2.3. Expression of BDNF Receptors and Effects of BDNF in Mitogen-Activated Protein Kinase
Phosphorylation and Cell Proliferation

We confirmed that two BDNF receptors-NTRK2 and NGFR were expressed on T cells
from patients with RA and controls and Jurkat cells (Figure 2).
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Figure 2. Expression of BDNF receptor in Jurkat cells and T cells from healthy controls and patients with rheumatoid
arthritis. The expression of BDNF receptors, including neurotrophic receptor tyrosine kinase 2 (NTRK2) and nerve growth
factor receptor (NGFR) in Jurkat cells, T cells from healthy controls and patients with rheumatoid arthritis analyzed using

flow cytometry.

We further investigated the downstream signaling pathway of BDNF. The phosphory-
lated ratio of ERK, p38, and JNK in Jurkat cells after culturing with a high concentration of
BDNF (200 ng/mL), low concentration of BDNF (20 ng/mL) for 48 h or culture medium
only as the control group was measured (Figure 3A,B). We found that BDNF could increase
the phosphorylation of ERK in a dose-dependent manner. The phosphorylated ratio of p38
was decreased significantly in Jurkat cells cocultured with a low concentration of BDNF
compared with the controls (p = 0.006). The phosphorylated ratio of p38 was elevated in
Jurkat cells cocultured with a high concentration of BDNF compared with the controls
(p = 0.013) or low concentration BDNF group (p = 0.002). Finally, the phosphorylation
ratio of JNK was found to be significantly elevated in the Jurkat cells cocultured with a
low concentration BDNF compared with the controls (p = 0.041) or a high concentration
BDNF group (p = 0.025). There were no differences in the phosphorylation ratio of JNK
between the high concentration BDNF group and the controls. For the possible effect
of ERK activation, we found that the addition of a low or high concentration BDNF did
not affect the Jurkat cell viability and proliferation (Figure 3C). We also confirmed that
the activation of JNK led to the increased phosphorylation of c-Jun, a downstream molecule
of the JNK signaling pathway in the low concentration BDNF group (Figure 3D).
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Figure 3. Effect of different concentrations of BDNF in mitogen-activated protein kinase (MAPK) phosphorylation and cell
proliferation. (A) The phosphorylation ratio of p38, extracellular signal-regulated kinases (ERK), and c-Jun N-terminal
kinases (JNK) in Jurkat cells after cocultured in culture medium with a low concentration BDNF (20 ng/mL) or a high
concentration BDNF (200 ng/mL) for 48 h. (B) a representative case. (C) The viability and proliferation of Jurkat cells after
cocultured in culture medium with a low and a high concentration of BDNF for 48 h analyzed by WST-1 cell proliferation
assay. (D) The phosphorylation ratio of c-Jun in Jurkat cells after cocultured in culture medium with a low and a high
concentration BDNF for 48 h (s, not significant; * p < 0.05; ** p < 0.01).

2.4. Investigation of the BDNF-Regulated Gene Focusing on Inflammation-Related Proteins and
Their Expression in Patients with RA

After microarray analysis, we found that the expression of 77 protein-coding genes
was significantly decreased, and 142 protein-coding genes were significantly increased in
Jurkat cells after cocultured with BDNF 200 ng/mL for 48 h compared with the controls
(Figure 4A). We selected genes that could potentially involve in inflammatory responses
and validated them using real-time PCR. We found that the expression of Cluster of differen-
tiation 40 (CD40), Calcium/Calmodulin-Dependent Protein Kinase II Alpha (CAMK2A), StAR
Related Lipid Transfer Domain-Containing 13 (STARD13), Mannan-binding lectin serine protease
2 (MASP2), G Protein Subunit Gamma 13 (GNG13) and Mucin 5AC, Oligomeric Mucus/Gel-
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Forming (MUC5AC) were significantly higher after validation (Figure 4B). The gene ex-
pression of NTRK2 and NGFR did not differ in the microarray analysis; we checked their
expression levels in the validation step by real-time PCR. As expected, their expression
was not different in Jurkat cells after cocultured with BDNF 200 ng/mL for 48 h compared
with the controls. We then obtained T cells from an additional 40 patients with RA and 20
healthy controls. The demographic and clinical data of the patients with RA and controls
are shown in Table 2. There were no differences in age or sex between the two groups.
Among the BDNF-regulated genes, we found that the expression of CD40, CAMK2A,
MASP2, GNG13, and MUC5AC was significantly increased in T cells from patients with
RA compared with the controls. Of the BDNF receptors, the expression of NGFR was
significantly increased in T cells from patients with RA (Figure 4C). After adjusting for
sex and age, the expression of CAMK2A (p < 0.001), MASP2 (p < 0.001), GNG13 (p < 0.001),
MUCSAC (p < 0.001), and NGFR (p = 0.035) was significantly increased in T cells from
patient with RA compared with the controls.

Table 2. Comparison of demographics and clinical data between patients with rheumatoid arthritis and healthy volunteers.

Patients with

Variable Healtlgf \_/021(1)1)nteers Rheumatoid Arthritis p
- (N =40)
Age (mean years £ SD) 48.0 + 6.8 50.6 £10.2 0.144
Sex (F:M) 15:5 319 >0.999
RF positivity - 65.7% (26/40)
ACPA positivity - 65.7% (23/35)
DAS28-ESR 3.19 +£1.05
CRP (mg/dL) - 0.56 £ 0.79
Medication
Corticosteroids - 87.5% (35/40)
Salazopyrine - 72.5% (29/40)
MTX - 80.0% (32/40)
Leflunomide - 10.0% (4/40)
Biologics - 67.5% (27 /40)

ACPA, anti-citrullinated protein antibody; CRP, C-reactive protein; MTX, methotrexate; RF, rheumatoid factor; SD, standard deviation, - not
available; biologics including etanercept, adalimumab, golimumab, tocilizumab, tofacitinib, and rituximab.
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Figure 4. Identification and validation of BDNF regulated gene and its expression levels in T cells from patients with
rheumatoid arthritis and healthy controls. (A) Expression profiles of mRNAs in Jurkat cells cocultured with BDNF
200 ng/mL or culture medium for 48 h were evaluated using microarray analysis. Each scatter spot represents the mean raw
signal of mRNA in three repeats of each treatment. (B) Six genes, including CD40, CAMK2A, STARD13, MASP2, GNG13,
and MUC5AC, which are related to the inflammatory pathway, were validated using real-time PCR. The expression levels of
the BDNF receptors: NTRK2 and NGFR were compared in Jurkat cells cocultured with BDNF 200 ng/mL or culture medium
for 48 hours. (C) The expressed levels of CD40, CAMK2A, STARD13, MASP2, GNG13, MUC5AC, NTRK2, and NGFR were
compared in T cells from healthy controls and patients with rheumatoid arthritis. (1s, not significant; * p < 0.05; ** p < 0.01;

***p <0.001).
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2.5. Correlation of Clinical Parameters with Expression Level of BDNF-Regulated Genes or BDNF
Receptor-NGFR in T Cells from Patients with RA

We analyzed the expression levels of BDNF-regulated genes, including CAMK2A,
MASP2, GNG13, and MUCS5AC or BDNF receptor-NGFR in T cells from patients with
RA by linear regression analyses. In the simple linear regression analysis, we found that
the expression of GNG3 (p = 0.007) and NGFR (p = 0.012) was positively associated with
increasing age in patients with RA. In the multiple linear regression analysis, adjusting for
age and sex, RA patients with each 10 year increment of age had a significant 1.45-fold
increase (p = 0.009; 95% confidence interval (CI) = 1.11-1.91) in GNG13 expression and
1.40-fold increase (p = 0.015; 95% CI = 1.07-1.84) in NGFR expression (Table 3).

Table 3. Simple and multiple linear regression analyses for assessing the correlations among different clinical parameters,

and expression levels of brain-derived neurotrophic factor (BDNF) regulated genes in T cells of patients with rheuma-

toid arthritis.

CAMK2A MASP2 GNG13 MUC5A NGFR
Sex (F/M) 0.144 0.581 —0.380 0.081 0.493
(0.791) (0.414) (0.458) (0.841) (0.299)
Age (per 10 years) 0.409 0.427 0.549 0.029 0.504
(0.064) (0.144) (0.007) * (0.077) (0.012) *
Positivity of RF (yes/no) 0.293 0.648 0.616 —0.077 0.013
(0.538) (0.297) (0.165) (0.827) (0.977)
CRP (per 1 mg/dL) —0.071 0.037 —0.140 0.082 —-0.114
(0.807) (0.922) (0.610) (0.703) (0.672)
DAS28-ESR —0.031 0.035 0.109 0.011 0.064
(0.887) (0.902) (0.597) (0.946) (0.753)
Biologic (yes/no) —0.209 —0.248 0.236 —0.143 —0.012
(0.666) (0.696) (0.606) (0.690) (0.979)

DAS28-ESR, Disease Activity Score 28-erythrocyte sedimentation rate; CRP, C-reactive protein; RF, rheumatoid factor. Values are correlation
coefficients and (p values) from simple linear regression analyses. * After adjusting for age and sex, each 10-year increment of age was
significantly associated with a 1.45-fold increase (p = 0.009; 95% confidence interval (CI) = 1.11-1.91) in GNG13 expression and 1.40-fold
increase (p = 0.015; 95% confidence interval (CI) = 1.07-1.84) in NGFR expression among patients with rheumatoid arthritis.

2.6. Functional Studies of BDNF and Its Receptor in Jurkat Cells and Normal PBMCs

In Jurkat cells, we found that the mRNA expression of IL-2 and IFN-7, but not IL-17,
was significantly elevated in those cocultured with a low concentration of BDNF compared
with the controls. The mRNA expression of IL-2, IL-17, and IFN-y were all significantly
elevated in those cocultured with a high concentration of BDNF compared with the controls
(Figure 5A). In stimulated Jurkat cells, we found that the mRNA expression of IL-2, [L-17,
and IFN-vy was significantly elevated in those cocultured with a low concentration of BDNF
compared with the controls. The mRNA expression of IL-2 and IL-17, but not IFN-y, was
significantly elevated in those cocultured with high concentrations of BDNF compared
with the controls in stimulated Jurkat cells (Figure 5B). In anti-CD3+anti-CD28 activated
PBMCs, we found that low concentrations of BDNF increased IL-2, but neither IL-17 nor
IFN-y secretion. High concentrations of BDNF could increase IL-2 and IFN-y, but not IL-17
secretion (Figure 5C). There were no differences in NTRK2 and NGFR expression between
the stimulated Jurkat cells or controls (Figure 5D). We also noted that Jurkat cells did not
secrete BDNF either upon activation or not (Figure 5E).

170



Int. J. Mol. Sci.

2021, 22, 1841

20

i N
© ) =)

(39-adjusted Ct value)

S

Relative mRNA expression levels

No stimulation
1 Control (M=4) @ BDNF 20ng/mL (n=4)
B BDNF 200ng/mL(n=4)

o
sk 18

PMA+lono
25, O Control (1=4) & BDNF 20ng/mL (n=4)

ek B BDNF 200ng/mL(n=4)

ek bl
—

NS ik

s NS

—

N
(=]

s NS

- =y
o w

(39-adjusted Ct value)

(4]

Relative mRNA expression levels

0
IL-2 IL-17 IFN-y -2 IL-17 IFN-y
_ ]
- O Control [@ BDNF 20ng/mL M BDNF 200ng/mL D T Control (n=4) E| 5contral (n=4)
3500 | % 140 2400 o B PMA+lono (n=4) W PMA+lono (n=4)
o= T = - ° 30
3000 - 120 ‘JE 2000 s _ns s 10
E E ns ns == —— - —
= S — E = ’5;25
1= £ 100 = w3 T8
E 5 i § S0 5
@ s 80 e 20 =6
5 2 £ 1200 515 g
8 8 60 g S 2 3
g & g & 310 s B
o o © 800 E T =
o ~ 40 g o c)q’ 8
- A\ z 2 &5 2
= £ 400 5~
20 &
LT o
5 . NTRK2  NGFR 0

Figure 5. Functional studies of BDNF and its receptors in Jurkat cells and normal peripheral blood mononuclear cells
(PBMCs). (A) The mRNA expression of IL-2, IL-17 and IFN-v in Jurkat cells with BDNF (0, 20 or 200 ng/mL) for 4 hours. (B)
The mRNA expression of IL-2, IL-17, and IFN- in Jurkat stimulated with phorbol 12-myristate 13-acetate (PMA; 20 ng/mL)
+ ionomycin (Iono; 1000 ng/mL) plus BDNF (0, 20 or 200 ng/mL) for 4 h. (C) Normal PBMCs (1 x 10°/mL) were stimulated
with 1 pg/mL anti-human CD3 and 1 pg/mL anti-human CD28 plus different concentrations of BDNF (0, 20 or 200 ng/mL)
for 24 h. (D) The mRNA expression of NTRK2 and NGFR in Jurkat cells after stimulated with PMA and ionomycin for 4 h.
(E) The concentration of BDNF in culture soup of Jurkat cells after cocultured with culture medium or PMA (20 ng/mL) +
Iono (1000 ng/mL) for 24 h (ns, not significant; * p < 0.05; ** p < 0.01; *** p < 0.001).

3. Discussion

The development of depression in patients with RA is common and is associated with
poor treatment response. BDNF is a key mediator of depression. However, few studies have
investigated the BDNF levels in patients with RA. Our study showed that serum BDNF
levels were higher in patients with RA. Clinically, patients with anxiety, but not depression,
and those using biologics were associated with lower BDNF levels. Cheon et al. observed
that BDNF was lower in RA patients with depression using serum samples from 154 RA
patients with depression and 320 RA patients without depression [6]. However, in our
cohort, 96 RA patients suffered from possible depression (HADS-D score > 8), the number
of probable depression was only 38. We did not find a significant association between
depression and BDNF levels. On the other hand, Suliman et al. found that the serum
level of BDNF was reduced in patients with anxiety in a meta-analysis of eight studies
with a total of 1179 participants [11]. We did find RA patients with anxiety had lower
serum levels of BDNF compared to those without anxiety symptoms. As the symptoms
of anxiety and depression are often overlapping, further studies are needed to clarify
this issue. The higher serum level of BDNF in patients with RA and the association with
biologics used as well as the lack of association between serum BDNF levels and DAS-28
in RA patients, are consistent with a previous study [7]. Steroids or sex hormones could
affect the BDNF expression and function [12,13]. We found that 76.6% of the patients with
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RA were currently using steroids. There was no statistically significant difference in serum
BDNF levels between those using steroids or not (17.8 + 4.3 ng/mL vs. 18.2 + 3.9 ng/mL,
p = 0.431). Moreover, the use of steroids was not statistically significantly associated with
the serum BDNF levels in the univariate and multiple linear analyses. The impaired
hypothalamic-pituitary-adrenal axis in patients with RA might affect the result [14]. Due
to the fact that the prevalence of RA is three times more frequent in women than men,
up to 78.2% of the RA patients were female in this study. Females also suffered from a
higher prevalence of depression. In our study, the percentage of females was comparable
in patients with RA and controls (78.2% vs. 67.5%; p = 0.114) and the serum BDNF levels
remained significantly (p = 0.033) elevated in patients with RA compared with the controls
after adjusting for age and sex. The result was consistent with a previous report [15]. More
studies are needed to clarify this complex issue.

Current evidence showed that there is a close interaction between the immune and
nervous systems [8,9]. Several reports have indicated that neurotrophins were involved
in the inflammation response of chronic arthritis, including RA [16-18]. Neurotrophins,
especially BDNF, are known to participate in the pathogenesis of depression [19]. In the im-
mune systems, human T cells, B cells, and monocytes were able to produce BDNF upon
activation [20]), and BDNF has been shown to involve in the pathogenesis of experimental
autoimmune encephalomyelitis and multiple sclerosis through regulating the survival of
autoreactive T cells [21]. With respect to RA, Barthel et al. showed that the two BDNF
receptors: NTRK2 and NGFR, were overexpressed in synovial tissue from patients with
RA [22]. We found that the mRNA expression of NGFR, but not NTRK2, was significantly
higher in T cells from patients with RA compared with the controls. We further found
that patients with RA had elevated serum levels of BDNEF, and different concentrations
of BDNF had different effects on the phosphorylation of MAPKSs. In fact, BDNF binds
two receptors; one is the high-affinity receptor NTRK?2, also called TrkB, a transmem-
brane protein that mediates most of its biological functions in neurons. The other one is
a low-affinity receptor NGFR, also call p75NTR, for neurite growth and apoptosis [23].
The low concentration of BDNF (20 ng/mL) would affect the Jurkat cells through binding
to the high-affinity BDNF receptor, NTRK2, resulting in increased phosphorylation of
JNK and ERK and a decreased phosphorylation of p38. The increased phosphorylation of
ERK and decreased phosphorylation of p38 in Jurkat cells were consistent with previous
reports [24,25]. Increased phosphorylation of JNK could lead to increased phosphoryla-
tion of c-Jun. A high concentration of BDNF (200 ng/mL) would affect the functions of
Jurkat cells through binding to both NTRK2 and NGFR, resulting in enhanced ERK and
p38 phosphorylation in Jurkat cells. However, NGFR binds not only to BDNF but also
to NGF, neurotrophin-3 (NT-3), and neurotrophin-4 (NT-4) [26]. NGF is well-known to
participate in the immunopathogenesis of RA [16,22,27]. However, the serum levels of
BDNF were at least 30-fold higher than NGF, NT-3, or NT-4 [28,29]. We demonstrated that
several genes involving inflammation responses, including CAMK2A, MASP2, GNG13,
and MUCSAC, were upregulated in Jurkat cells after cocultured with BDNF as well as T
cells from patients with RA. The most important is that BDNF could enhance the mRNA
expression of proinflammatory cytokines including IL-2, IL-17, and IFN-v in resting or
stimulated Jurkat cells and increased IL-2 and IFN-y secretion in activated PBMCs. This
finding was consistent with previous studies, which demonstrated that blocking NTRK2
or NGFR could attenuate inflammatory responses [30,31]. We believed this finding could
support that increased BDNF levels and differential expression of its receptor in patients
with RA could enhance inflammation responses.

The relationship between mood disorder and serum BDNF levels is complex in pa-
tients with RA. Patients with depression had lower serum levels of BDNF [32]. Patients
with RA also have a high prevalence of depression. However, we were surprised to find
that the serum BDNF levels were elevated in patients with RA in our study. Fauchais et al.
found that serum levels of BDNF in primary Sjogren’s syndrome patients were significantly
higher than those in healthy controls, and the levels were correlated directly with disease
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activity [33]. Patients with primary Sjogren’s syndrome patients also had a higher risk of
depression [34]. We proposed that the local expression and the effect of BDNF in the brain
could be critical for the development of depression and anxiety [35]. The effect of increased
serum levels of BDNF in patients with systemic autoimmune diseases, such as RA or
primary Sjogren’s syndrome, worth further investigation.

4. Materials and Methods
4.1. Study Subjects

All participants signed informed consent under a study protocol approved by the in-
stitutional review board of Dalin Tzu Chi Hospital, Buddhist Tzu Chi Medical Founda-
tion (No. B10603008). The study was performed in accordance with the Declaration of
Helsinki. Patients with RA, aged 20 years and above, fulfilled the 2010 American College of
Rheumatology (ACR)/European League Against Rheumatism (EULAR) criteria [36] from
the outpatient department of rheumatology at the Buddhist Dalin Tzu Chi Hospital were
enrolled. The demographic data, medication, and disease activity of patients with RA were
recorded. The anxiety and depressive symptoms were recorded with the disease activity
score using the hospital anxiety and depression scale (HADS), and we defined depression
and anxiety using a cutoff point of 8 in this study [37,38]. In addition, 40 patients with RA
and 20 healthy individuals served as a control group for the collection of T cells. Blood
samples were collected at least 12 h after the last dose of immunosuppressants to minimize
their effects. T cells were purified using anti-human CD3-coated magnetic beads (IMag
Cell separation system, BD Bioscience, Franklin Lakes, NJ, USA) according to the method
described previously [39].

4.2. Flow Cytometry Analysis

The surface expression of two BDNF receptors-neurotrophic receptor tyrosine kinase
2 (NTRK2; also named tropomyosin-related kinase B, TrkB ) and nerve growth factor
receptor 2 (NGFR, also named neurotrophin receptor, p75NTR) was determined by stained
phycoerythrin-conjugated mouse monoclonal antibody against human NTRK2 (BioLegend,
San Diego, California, U.S.), rabbit polyclonal antibodies against NGFR followed by fluo-
rescein isothiocyanate conjugate polyclonal goat-anti-rabbit antibodies (BD Biosciences,
Franklin Lakes, NJ, USA) or isotype control (BD Biosciences) analyzing by flow cytometry
(FACSMelody, Becton Dickinson, Franklin Lakes, NJ, USA) using FACSChorus software.

4.3. Enzyme-Linked Immunosorbent Assay (ELISA)

The concentration of BDNF or proBDNF in the culture supernatants or serum was
determined using an ELISA kit (Biosensis, Adelaide, Australia) according to the manu-
facturer specification. Because the serum levels of proBDNF in some RA patients were
undetectable, we used the proBDNF/BDNF ratio instead.

4.4. Western Blot Analysis

Western blot analysis was performed as previously described [40]. In brief, the cell
lysate was electrophoresed and transferred to a polyvinylidene difluoride (PVDF) sheet
(Sigma-Aldrich), then the membranes were nonspecifically blocked in 1% skim milk solu-
tion and incubated with the primary antibodies followed by respective HRP-conjugated
secondary antibodies. The antibodies used for Western blotting were rabbit monoclonal
antibodies against extracellular signal-regulated kinases (ERK)1/2, phospho-ERK1/2
(Thr202/Tyr204), anti-p38, phospho-p38 (Thr180/Tyr182), c-Jun N-terminal kinases (JNK),
phospho-JNK (Thr183/Tyr185), anti-c-Jun, anti-phospho-c-Jun (Ser63), and goat-anti-rabbit
IgG conjugated with horseradish peroxidase (Cell Signaling Technology, Danvers, MA,
USA). Anti-B-actin antibody was used as an internal control (Sigma-Aldrich, St. Louis,
MO, USA). Blots were visualized by chemiluminescence reaction (ECL; GE Healthcare,
Little Chalfont, UK), and band intensities were measured using Image J (version 1.42;
http:/ /rsb.info.nih.gov /ij).
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4.5. Cell Viability and Proliferation Using the Mitochondrial Dehydrogenase Cleavage Assay

The WST-1 assay was performed according to the method described previously with
modifications [41]. After initial treatment, 10 uL WST-1 (Roche Applied Science, Basel,
Switzerland) was added to each well, and the plate was incubated for 2 h. The intensity
of color formation was detected at ODys50nm using an ELISA microplate reader (Anthos
Zenyth 3100, Cambridge, UK).

4.6. Microarray Analysis

The expression profiles of mRNAs in Jurkat cells cocultured with culture medium
or BDNF 200 ng/mL for 48 h were evaluated using microarray analysis. The microarray
analysis was performed by Welgene Biotech (Taipei, Taiwan) as in our previous study [38].
In brief, total RNA was extracted by TRIzol reagent (Invitrogen, Carlsbad, CA, USA), then
quantified at ODygpnm by an ND-1000 spectrophotometer (Thermo Scientific, Wilmington,
DE, USA) and quantified using a Bioanalyzer 2100 (Agilent Technology, USA) with an RNA
6000 lab chip kit (Agilent Technologies, Santa Clara, CA, USA). Total RNA was labeled with
cyanine 3 (Cy3; Agilent Technologies) dye and hybridized to Agilent SurePrint G3 human
V2 GE 8 x 60 K microarray (Agilent Technologies). Microarrays were scanned with an
Agilent microarray scanner (Agilent Technologies), and the scanned images were analyzed
by Feature extraction 10.5.1.1 software (Agilent Technologies, USA); image analysis and
normalization software were used to quantify signal and background intensity for each
feature. Raw signal data were normalized by quantile normalization for differential
expressed genes discovering.

4.7. Measurement of mRNA Expression Levels by Real-Time Reverse Transcription—Polymerase
Chain Reaction (RT-PCR)

Jurkat cells or Jurkat cells after activation by phorbol 12-myristate 13-acetate (PMA;
20 ng/mL) + ionomycin (Iono; 1000 ng/mL) were cocultured with BDNF (0, 20 ng/mL or
200 ng/mL) for 4 h. Total RNA was extracted from cells using the Quick-RNA MiniPrep
kit (Zymo Research, Irvine, CA, USA) according to the manufacturer’s protocol. RNA
concentration was quantified using a spectrophotometer (NanoDrop 1000, Thermo Fisher
Scientific, Waltham, MA, USA). Subsequently, mRNA expression levels were quantified by
real-time RT-PCR using a one-step RI-PCR kit (TaKaRa, Shiga, Japan) with an ABI Prism
7500 Fast Real-Time PCR system (Applied Biosystems, Waltham, MA, USA) according to
the conditions described previously [42]. The relative expression levels of mRNA were
defined by the following equation: (39— threshold cycle (Ct) after adjustment based on
the expression of 185 ribosomal RNA).

4.8. Effect of BDNF on Proinflammatory Cytokines Secretion in Activated Peripheral Blood
Mononuclear Cells (PBMCs) from Healthy Individuals

In brief, heparinized venous blood obtained from healthy volunteers was mixed with
a 2% dextran solution (mol. wt. 464,000 daltons; Sigma-Aldrich Chemical Company,
St. Louis, MO, USA) at a ratio of four parts blood to one part dextran, and the mixture
was incubated at room temperature for 30 min. A leukocyte-enriched supernatant was
collected and layered over a Ficoll-Hypaque density gradient solution (specific gravity
1.077; Pharmacia Biotech, Uppsala, Sweden). After centrifugation at 250 x g for 25 min,
PBMCs were aspirated from the interface. Then PBMCs (1 x 10°/mL) were stimulated
with 1 pg/mL anti-human CD3 and 1 pug/mL anti-human CD28 (BioLegend, San Diego,
CA, USA) plus different concentrations of BDNF (0, 20, or 200 ng/mL) at 37 °C in 5% CO,
for 24 h. After culture, cells were pelleted by centrifugation at 300 x g, and the supernatant
was concomitantly collected and stored at —80 °C for the measurement of cytokines.

4.9. Statistical Analysis

Results are represented as the mean =+ standard deviation (SD) or 11 (%), as appropriate.
Simple and multiple linear regression analyses were performed to obtain correlation
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coefficients between clinical parameters and serum levels of BDNF, or expression levels of
genes in patients with RA. Mann-Whitney U test, Wilcoxon signed-rank test, or Student’s
t-test was used, as appropriate, to compare different parameters in patients with RA and
controls. A p value < 0.05 was considered statistically significant. All statistical analyses
were conducted using the Stata software (StataCorp, College Station, TX, USA).

5. Conclusions

We found that the serum levels of BDNF and T-cell expression of its receptor NGFR
were elevated in patients with RA, and decreased serum BDNF levels were correlated with
anxiety and biologics used in patients with RA. BDNF promoted inflammatory responses by
enhancing the JNK and c-Jun phosphorylation and increased gene expression of CAMK2A,
MASP2, GNG13, and MUCSAC, in T cells from patients with RA. BDNF could promote
the expression of IL-2, IL-17, and IFN-v in resting or activated Jurkat cells and enhanced
IL-2 and IFN-vy secretion in activated normal PBMCs. Targeting BDNF and its signaling
pathway may be a novel treatment strategy for RA.
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BDNF Brain-derived neurotrophic factor
CAMK2A  Calcium/calmodulin-dependent protein kinase II alpha
CD40 Cluster of differentiation 40

ELISA Enzyme-linked immunosorbent assay
ERK Extracellular signal-regulated kinase
GNG13 G protein subunit gamma 13

IFN-y Interferon-gamma

IL Interleukin

Iono Ionomycin

JNK c-Jun N-terminal kinase

MASP2 Mannan-binding lectin serine protease 2
MUC5AC  Oligomeric mucus/gel-forming

NGFR Nerve growth factor receptor

NTRK2 Neurotrophic receptor tyrosine kinase 2
PBMCs Peripheral blood mononuclear cells
PMA Phorbol 12-myristate 13-acetate
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PVDF Polyvinylidene difluoride

RA Rheumatoid arthritis

RT-PCR Real-time reverse transcription—polymerase chain reaction
STARD13  Star-related lipid transfer domain-containing 13
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Abstract: Hip osteoarthritis (HOA) is characterized by degradation of the cartilage and synovitis.
However, the pathohistological effects of synovial tissue inflammation on HOA are not clear. The aim
of this study was to evaluate the expression of iNOS, BCL-2 and MMP-9 markers in different synovial
cell populations. A total of 32 patients were evaluated retrospectively. Age, sex, height, weight,
body mass index were recorded and lymphocyte, fibrocytes and macrophages were analysed in
tissue sections. Osteoarthritis cartilage histopathology assessment system (OARSI), Western Ontario
and McMaster Universities Osteoarthritis Index (WOMAC), Krenn score, Harris Hip Score (HHS)
and Kellgren-Lawrence (K-L) grading of the hip joints were performed. Total hip arthroplasty was
performed on 32 patients and controls. Patients were divided into two groups according to their
disease severity. The tissues were immunohistochemically analysed. K-L grade and Krenn score
differ between all three groups, but also between moderate and severe OA. Synovial lining cell layer,
resident cells in stroma and especially inflammatory infiltration were increasing with severity of
OA. iNOS expression in both intima and subintima was positively correlated with Krenn score in
moderate and severe osteoarthritis (OA) groups. Expression of BCL-2 in intima of severe OA patients
was positively correlated with Krenn score. In conclusion, iNOS, BCL-2 and MMP-9 are involved in
the regulation of HOA. Our study indicates a relationship between the pathohistological features,
the synovial inflammation and the cartilage condition at the time of hip replacement due to OA or
femoral neck fracture.

Keywords: osteoarthritis; Hip; iNOS; BCL-2; MMP-9; cartilage; subchondral tissue; synovia

1. Introduction

Osteoarthritis is a degenerative joint disease that causes progressive damage to artic-
ular cartilage and surrounding structures and is a common cause of pain and disability
among older adults [1-3]. Among all osteoarthritis, hip osteoarthritis (HOA) has a huge
impact on quality of life as well as significant negative economic impact due to reduced
work capacity of the working population and treatment costs [4,5]. Prevalence of symp-
tomatic HOA is 9.2% in the population older than 45 years [6]. Osteoarthritis OA is defined
as a degenerative joint disorder affecting not only a cartilage and subchondral bone but
whole joint including ligaments, menisci and synovial membrane and leads to cartilage
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degradation, inflammation of the synovial membrane, subchondral bone sclerosation, de-
generation of ligaments and menisci and osteophytes formation [1,2]. Primarily the process
appears to take place in the cartilage due to disturbed homeostasis of the extracellular
matrix (ECM) with increase in water content, decrease in proteoglycans content of the ECM
and changes in collagen type II production [7,8]. An inflammatory process or damage
after trauma increases enzymatic activity and activates macrophages whose breakdown
products affects chondrocytes by secreting proteolytic enzymes [9,10]. Macrophages, pre-
dominantly from the synovial membrane, phagocytize degradation products of collagen
and proteoglycans causing production and release of proinflammatory cytokines: inter-
leukin (IL)-1, IL-2, IL-6, IL-12, TNF-« and cyclooxygenase-2 (COX-2) [9,10]. Cytokines
bind to chondrocyte receptors which is followed by increased synthesis and release of
matrix metalloproteinases (MMPs) and change in production of collagen type II [11]. The
synovial membrane in HOA shows thickening, increased vascularization and monocyte
and lymphocyte infiltration [12]. The synovial membrane is composed of two layers: in-
tima and subintima [13] and contains macrophages, Fibroblast Like Synoviocytes (FLS),
endothelium of blood vessels, smooth muscles, lymphocytes and plasma cells [14-16].
Cytokines, adipokines, MMPs, COX-2, Inducible Nitric Oxide Synthase (iNOS) are secreted
by synovial cells, as well as chondrocytes, so the synovial membrane has an important role
in OA pathogenesis [17-20]. Considering presence of pro-inflammatory factors in synovial
fluid and histological changes occurring predominantly in the synovial membrane, it has
been proposed that OA is an inflammatory disease [21]. In the last few years there has
been growing evidence that the FLS mediate inflammatory synovitis in OA by producing
cytokines, NO and prostaglandin E; [22]. In OA, cartilage and the synovial membrane
produce large quantities of nitric oxide (NO) [19]. NO in OA mediates the expression
of inflammatory factors, inhibits synthesis of collagen and proteoglycan synthesis, and
induces chondrocyte apoptosis and pain [23,24]. MMPs are the family of enzymes involved
in the ECM breakdown [25]. MMPs are produced by both synoviocytes and chondrocytes
and their activation causes irreversible tissue destruction, targeting collagens (types II,
IX, and XI) and proteoglycans [25,26] as main components of the ECM. Contrary to in-
flammation, antiapoptotic factors maintain tissue homeostasis through the anti-apoptotic
BCL-2 protein that controls mitochondrial apoptotic signaling by preventing mitochondrial
permeabilization and release of cytochrome c [27]. Fibroblast-like synoviocytes survival is
dependent of apoptosis and over-expression of BCL-2 protects them from programmed
cell death [28].

To our knowledge, there are no studies that analyze distribution patterns of iNOS,
MMP-9 and BCL-2 in the synovial membrane of severe HOA. The aim of the study was to
establish a correlation between of iNOS, BCL-2 and MMP-9 synovial membrane distribution
patterns and radiological grades, histological grades and patient clinical scores as well.
The differences in the expression pattern of these markers in different synovial membrane
cell populations could be the target of a new pharmacologic agent that can relieve the
symptoms of HOA.

2. Results

In total there were 32 patients (9 men; 23 women). There was no statistical difference
between groups according to age and BMI (p = 0.884 and p = 0.055, respectively) (Table 1).
Symptoms average duration was 2.5 years in moderate OA and 3 years in severe OA.
Although the osteoarthritis cartilage histopathology assessment system (OARSI) score
differs significantly between all three groups, when we compare only moderate and severe
OA, there are no significant differences (Figures 1 and 2, Table 1). Similarly, the Harris
Hip Score (HHS), visual analogue scale (VAS) and The Western Ontario and McMaster
Universities Osteoarthritis Index (WOMAC) score showed no difference as well. On the
other hand, the Kellgren-Lawrence (K-L) grade and Krenn score differ between all three
groups, but also between moderate and severe OA (Table 1).
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Table 1. Clinical, radiological and pathohistological characteristics of the examined groups.

Controls Moderate OA Severe OA * p Value
Age (m;gsi:) +1QR, 73 (72.25-76.75) 72 (63.5-75.5) 72 (67-77) 0.884
BMI <H;;O}§§)i TR, 25.67 (23.83-26.8) 24.9 (23.28-25.88) 26.9 (25.4-29.53) 0.055
K-L grade (median + 0.5 (0-1) 2(2-2) 4 (3-4) <0.0001
IQR)
Krenn sc‘;gé;nedm * 0 (0-0) 6.5 (5.7-9) 9 (7-9) <0.0001
OARSI (median =+ IQR) 1(0.25-1) 3 (1.5-4.5) 25(2-47) 0.0005
HEIS (median + IQR) - 489 (43.8-56.9) 1 (33.18-49.7) 0.271
VAS (median = IQR) - 6 (4.56.7) 6(7) 0.781
Total WOMAC
(median + 1OK) - 46.1 (40-57.4) 47.3 (36.1-55.3) 0917

IOR (interquartile range), OA (osteoarthritis), BMI (body mass index), K-L grade (Kellgren-Lawrence grading scale), OARSI (osteoarthritis
cartilage histopathology assessment system), HHS (Harris Hip Score), VAS (visual analogue scale), WOMAC (The Western Ontario and
McMaster Universities Osteoarthritis Index) * p < 0.05, Kruskal-Wallace test.

Figure 1. Schematic drawing of synovial membrane of patients with moderate (A), and severe (B) hip
osteoarthritis (HOA). The epithelial lining (black circles) represents intima and stroma underneath
represent subintima; 1—synovial surface lined by moderate hyperplasia of synovial cells (black
circles); 2—underlying stroma with moderate amount of lymphocytes (blue circles) and blood vessel
proliferation (red circles); 3—severe hyperplasia of synovial cells (black circles) in a papillary pattern;
4—underlying stroma with abundant lymphocytes (blue circles), macrophages (violet crosses) and
pronounced blood vessel proliferation (red circles).

Synovial lining cell layer, resident cells in the stroma and especially inflammatory
infiltration increased with severity of OA. Additionally, lymphoid aggregates in the syn-
ovium were not seen in normal tissue and only rarely in moderate OA but were present in
a quarter of severe OA synovial membranes.
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Figure 2. Synovial membrane (first column) and cartilage (second column) of control patients (A),
and patients with moderate (B) and severe (C) hip osteoarthritis (HOA). Hematoxylin and Eosin
staining. Magnification x40, scale bar = 40 um.

iNOS expression in the intima showed a parabolic trend with the highest level of
6899 + 940.8 positive cells/mm? in moderate OA (Figure 3). Similar results were noted in
subintima. BCL-2 expression was similar in intima of moderate and severe OA, however
when compared to control, BCL-2 expression was higher in the latter groups. However,
BCL-2 expression in subintima showed a linear trend of increasing expression with severity
of disease. When examining expression of MMP-9 in intima, a linear trend was observed
between disease severity and MMP-9 levels. On the other hand, expression of MMP-9 in
subintima had parabolic trend with the peak level of 3301 + 101.6 positive cells/mm? in
mild OA (Figure 3).

iNOS expression in both intima and subintima was positively correlated with Krenn
score in moderate and severe OA groups. Expression of BCL-2 in intima of severe OA
patients positively correlated with Krenn score. However, expression of BCL-2 in the
subintima and expression of MMP-9 in both intima and subintima showed no correlation
with Krenn score (Table 2).
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Figure 3. Pathological characteristics and expression of BCL-2, MMP-9 and iNOS in intima and subintima of hip OA
patients. Legend: ctrl (control), osteoarthritis (OA); * p < 0.05, ****, p < 0.0001 for ANOVA; #, p < 0.05 for the test for linear
trend; T p < 0.05 for the test for parabolic (quadratic) trend.
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Table 2. Correlation of disease severity () and Krenn score (o) with expression of iNOS, BCL-2 and MMP-9 in intima and
subintima of OA patients.

Disease Severity

Control Moderate OA Severe OA
o B R? « B R2 ~ B R2
Age
(years)
iNOS 0 727.3 0 556.6 3003 989 * 372.7 670.2 949, *
intima (692.9-761.6) (446.2-667) (2212-3793) ? (319.3-426.1) (220-1120) ?
iNOS g supplementary 7464 o % 67.45 -154.9 o %
subintima 0 00 (49:3-687) 0 Figure S1 (7023-7904) 9% (53.85-81.04) (-269.5-0) 89%
BCL-2 0 3110 0 0 3504 0 177.2 2022 419 *
intima (2769-3451) (3108-3900) (56.26-298.1) (1003-3041) ?
BCL-2 0 4134 0 0 4460 0 0 7194 0
subintima (3845-4423) (4230-4689) (6762-7626)
MMP-9 7223 7465
intima 0 261(234-288) O 0 (7043-7404) 0 0 (7292-7638) 0
MMP-9 0 33.88 0 0 3252 0 0 2184 0
subintima (23.42-44.33) (2652-3852) (1304-3065)

* ANOVA p value for model < 0.0001; a—slope; f—intercept. Data in the brackets indicate 95% CI of model parameter. Number of examined
iNOS, BCL-2 and MMP-9 positive cells are expressed as number of cells/mm?.

According to staining intensity to specific antibodies in moderate OA, severe OA and
control, we observed the strongest staining intensity in of iNOS in moderate OA, BCL-2
in severe OA and MMP-9 in both moderate and severe OA (Table 3, Figures 4 and 5). All
of these markers co-localized with tissue specific cells (i.e., angiogenic cells, fibroblasts,
macrophages and T-lymphocytes) (Figures 4 and 5).

Table 3. Staining intensity to specific antibodies in moderate OA, severe OA and control.

Antibodies Diagnosis
Moderate OA Severe OA Control
iNOS +++ T4 N
BCL-2 ++ +++ T4
MMP-9 +++ +++ +

Three pluses indicate strong reactivity; two pluses indicate moderate reactivity; one plus indicates mild reactivity;
minus indicates no reactivity.

In order to study potential angiogenesis in synovial tissue we observed numbers
of cells which co-localized iNOS, BCL-2 and MMP-9 with different angiogenic markers
(Figure 4). VEGFR1+/iNOS+ cells in intima and subintima showed a parabolic trend with
peak expression of 975.3 4 10.27 and 279.3 + 10.01 positive cells/mm?, respectively, in
moderate OA (Figure 6). We need to point out that the level of VEGFR1+/iNOS+ expression
in subintima was almost 12 times higher in moderate OA than in control. Numbers of
CD31+/iNOS+ as well as actin+/iNOS+ cells in both intima and subintima had linear
trend with severity of disease. The highest level of CD31+/iNOS+ cells was observed in
severe OA (75.75 4 6.2 positive cells/mm?).

In order to examine fibroblast-like cells biology in context of antiapoptotic activ-
ity and EMC remodeling in both intima and subintima, we calculated the numbers of
vimentin+/BCL-2+ cells that had a linear trend, while vimentin+/MMP-9+ had a parabolic
trend (i.e., with the peak of 194 £ 2.82 in the moderate OA) with severity of disease. On
the other hand, considering possible macrophages (i.e., CD68+ cells) in the same contexts,
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it was obvious that CD68+ cells were more prominent in antiapoptotic process (especially
in severe OA intima), than in the EMC remodeling in both intima and subintima. Similarly,
considering possible T-lymphocytes (i.e., CD3+ cells), which co-express BCL-2, there is
parabolic trend in subintima, while T-lymphocytes that co-express MMP-9 showed linear
increase with disease severity (Figure 6).

Figure 4. Synovial membrane of patients with hip osteoarthritis (HOA). VEGFR1 (vascular endothelial growth factor
receptor 1) positive cells (red) in the synovial intima and subintima (first left arrow) and the blood vessels (arrows); iNOS
positive cells (green) in the blood vessels and surrounding synovial intima and subintima (arrows); 4/,6-diamidino-2-
phenylindole (DAPI) (blue) nuclear staining. Co-