SCIENTIFIC REPLIRTS

Overexpression of soluble RAGE in
mesenchymal stem cells enhances
‘theirimmunoregulatory potential

Received: 17 March 2016 :

e TOr cellular therapy in autoimmune
Published: 02 November 2016 arthritis

Min-Jung Parky*, Seung Hoon Lee*, Su-Jin Moon?", Jung-Ah Leel, Eun-Jung Lee?,
Eun-Kyung Kim?, Jin-Sil Park?, Jennifer Lee?, Jun-Ki Min?, Seok Jung Kim?3,
Sung-Hwan Park! & Mi-La Cho?

. Mesenchymal stem cells (MSCs) are attractive agents for cellular therapy in rheumatoid arthritis (RA).

. Thereceptor for advanced glycation end products (RAGE) serves as a pattern recognition receptor for

. endogenous inflammatory ligands. Soluble RAGE (SRAGE) is a truncated form of RAGE that functions

. as adecoy and acts as an anti-inflammatory molecule. The aim of this study was to determine whether

. SRAGE has therapeutic effects and the mechanisms active in SRAGE-overexpressing MSCs (SRAGE-

. MSCs) in an experimental model of RA. sSRAGE-MSCs were generated by DNA transfection of human

. adipose tissue-derived MSCs (Ad-hMSCs). MSCs showed increased expression of VEGF, IL-133, IL-6, and

. HMGB-1 under inflammatory conditions. However, sSRAGE-MSCs showed significantly lower production

. of these proinflammatory molecules. Expression ofimmunomodulatory molecules such as IL-10, TGF-

. B, and indoleamine 2, 3-dioxygenase was higher in SRAGE-MSCs than in mock-MSCs. sSRAGE-MSCs

. showed enhanced migration potential. Transplantation of sSRAGE-MSCs into arthritic IL-1Ra-knockout
mice markedly suppressed inflammatory arthritis, decreased Th17 cells, and reciprocally increased

. regulatoryT cells. The differentiation of IFN-tCD4* and IL-17+CD4 cells was inhibited by incubation

. with SRAGE-MSCs compared with mock-MSCs. These findings suggest that SRAGE overexpression

. in Ad-hMSCs optimizes their immunoregulatory properties, which may be useful as a novel cellular

. therapy for RA.

. Rheumatoid arthritis (RA) is a progressive autoimmune polyarthritis characterized by synovial hypertrophy and
* inflammatory cell infiltration into the affected joints because of an abnormal immune response that causes dev-
. astation of healthy joint tissues. The complex pathogenesis of RA involves many cell types, including CD4+ T
cells, B cells, macrophages, and fibroblast-like synoviocytes in the inflamed hypertrophic synovium, or “pannus,”
© where these cells produce cytokines that perpetuate rheumatoid inflammation!. Accumulating evidence suggests
* that interleukin 17 (IL-17)- and IL-17-secreting CD4™ T (Th17) cells have pivotal roles in RA pathogenesis?. In
. contrast to Th17 cells, regulatory T (Treg) cells inhibit the activation and proliferation of immune effector cells by
© producing immunosuppressive cytokines such as IL-10 and transforming growth factor-3 (TGF-8)°. Studies show
© that Treg cells isolated from RA patients have compromised immunosuppressive function compared with those
- from healthy people*®, which suggests that reciprocal regulation of Th17 and Treg cells may be an ideal treatment
. strategy for human RA.
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Currently, RA treatment remains a significant unmet medical need® despite myriad therapeutic advances in
biologics that have remarkable efficacy and acceptable safety profiles. Although biologics are more effective than
synthetic disease-modifying antirheumatic drugs (DMARDs) in treating RA, a subset of patients achieves only
partial remission’"1%. Mesenchymal stem cells (MSCs) are cells of stromal origin that are present in various tissues
including bone marrow, peripheral blood, umbilical cord blood, and adipose tissues. MSCs can exert profound
immunoregulatory effects by modulating the proliferation and cytokine production of T and B cells, maturation
of dendritic cells, and activity of NK cells!!-1%. Much recent research has focused on MSCs, and the results have
encouraged the clinical application of MSCs in immunotherapy for autoimmune disorders including Crohn’s
disease, type 1 diabetes, lupus erythematosus, and Sjogren syndrome'*~'8. MSCs can reduce the activity of Th17
cells and promote the differentiation of Treg cells®.

Although MSCs show beneficial effects in autoimmune disorders because of their anti-inflammatory activity,
several preclinical studies have raised significant concerns about their therapeutic application in human RA. A
recent study reported that intravenously infused MSCs induce inflammatory responses in vivo®. Moreover, MSCs
fail to exhibit immunomodulatory properties when infused into the inflammatory micromilieu of autoimmune
arthritis®'. Therefore, the therapeutic potential of MSCs in experimental arthritis remains unclear??. Although
MSC-based therapies have been effective to a certain degree, increasing evidence demonstrates that MSCs do not
always achieve immunoregulatory function and that MSCs may promote immune responses only under certain
conditions?!. Therefore, optimization of MSC function may increase the opportunities for their clinical applica-
tion in the treatment of autoimmune diseases including RA.

The receptor for advanced glycation end products (RAGE), a multiligand cell surface protein, is a mem-
ber of the immunoglobulin (Ig) superfamily. RAGE participates in inflammatory and immune responses,
inducing leukocyte recruitment. Soluble RAGE (sRAGE), a preventer of the RAGE signaling pathway, exerts
anti-inflammatory activity by quenching RAGE ligands. sSRAGE has been shown to reduce inflammation and to
ameliorate several inflammatory diseases?*. The blood levels of sSRAGE are significantly lower in RA patients
than in healthy controls, and synovial fluid from RA patients treated with DMARDs contained higher sSRAGE
concentrations compared with that from patients not treated with DMARDs, which shows compromised inflam-
matory control in active RA%.

Although autophagy induction in MSCs can optimize their clinical application by inhibiting the prevention of
apoptosis?®3* and MSC treatment has potential therapeutic activity in RA*, MSCs fail to inhibit the immune mod-
ulation involved in the inflammatory condition of autoimmune arthritis?!. MSCs in proinflammatory niches have
immunoregulatory properties that can be induced by inflammatory cytokines such as tumor necrosis factor-o
and establish an immunosuppressive microenvironment*?. Thus, suppression of the MSC-induced inflamma-
tory response is important for the use of MSCs in RA therapy because these cells are involved in the inflam-
matory response. It has been suggested that RAGE induces inflammatory responses by promoting HMGB-1%*
and is expressed by MSCs*. Additionally, MSCs can be differentiated into cells that display a proinflammatory
phenotype®. However, sSRAGE can induce improvement of several inflammatory disorders?>?°, and treatment
with MSCs improves acute lung injury by decreasing the level of RAGE induced by lipopolysaccharide (LPS)%.

IL-1 receptor antagonist (IL-1Ra) prevents binding of IL-1, acts as an inhibitor of IL-1, and suppresses the
progression of experimental arthritis®. The IL-1Ra-deficient strain derived from BALB/c mice spontaneously
develops an excessive immune inflammatory response® and increased frequency of Th17 cells®. IL-17 expression
in T cells is increased by IL-1Ra deficiency®’, and the unregulated IL-1 signaling mediated by IL-1Ra deficiency
leads to the development of arthritis, excessive bone annihilation, and joint inflammation*'.

To optimize the therapeutic potential of MSCs in RA, we hypothesized that sSRAGE overexpression in adipose
tissue-derived human MSCs (Ad-hMSCs) may augment their immunoregulatory properties in a murine model
of RA. sSRAGE was overexpressed by DNA transfection into Ad-hMSCs (SRAGE-MSCs). The anti-inflammatory,
migratory, and differentiation potential of sSRAGE-MSCswas quantified and compared with that of mock-MSCs.
The in vivo immunoregulatory potential of SRAGE-MSCs was studied in IL-1Ra-knockout (IL-1Ra-KO) mice, an
experimental model of RA. Finally, we evaluated the mechanisms underlying the augmented anti-arthritic effects
of SRAGE-MSCs with respect to regulation of the Th17/Treg cell balance.

Results

Ad-hMSCs produce inflammatory mediators including high-mobility group box-1 (HMGB-1)
when stimulated with LPS. Ad-hMSCs were first stimulated with LPS, and the mRNA expression of
inflammatory mediators was measured and comparison with that of non-stimulated cells. The transcript lev-
els of VEGF, IL-103, IL-6, and HMGB-1 in Ad-hMSCs increased significantly after LPS stimulation (Fig. 1A).
Significantly higher concentrations of vascular endothelial growth factor (VEGF), IL-103, IL-6, and HMGB-1 were
found in the in culture supernatants from Ad-hMSCs treated with LPS compared with those from non-stimulated
Ad-hMSCs (Fig. 1B). Western blot analysis showed that LPS stimulation increased the production of HMGB-1
and RAGE by Ad-hMSCs compared with the control unstimulated cells (Fig. 1C).

Overexpression of SRAGE in Ad-hMSCs inhibits the expression of proinflammatory cytokines
and increases the expression of immunomodulatory mediators. We wanted to ascertain whether
sRAGE overexpression could optimize the immunoregulatory properties of Ad-hMSCs. sSRAGE was overex-
pressed in Ad-hMSCs by transfection of an SRAGE expression vector (Fig. 2A), which significantly decreased
the expression and production of HMGB-1 (Fig. 2B). sSRAGE overexpression also reduced the gene expression of
proinflammatory cytokines such as VEGF, IL-10, and IL-6 in Ad-hMSCs (Fig. 2C, upper panel). The mRNA levels
of immunomodulatory mediators including IL-10, TGF-[3, IDO, and HGF were markedly higher in sSRAGE-MSCs
compared with mock-treated MSCs (Fig. 2C, lower panel). Confocal microscopy also confirmed the induction of
IL-10 and indoleamine 2,3-dioxygenase (IDO) in sSRAGE-MSCs (Fig. 2D).
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Figure 1. LPS-stimulated increase in the expression of proinflammatory factors in mesenchymal stem cells
(MSCs). MSCs (2.5 x 10°) remained non-stimulated or were stimulated with lipopolysaccharide (LPS; 1 pg/mL)
for 2 days. (A) mRNA expression of vascular endothelial growth factor (VEGF), interleukin-1f (IL-10), IL-6,
and high-mobility group box-1 (HMGB-1) was determined using real-time PCR. Data represent the mean +s.d.
(bars) values of three independent experiments. (B) VEGE, IL-103, IL-6, and HMGB-1 concentrations in culture
supernatants were measured using ELISA. (C) SDS-PAGE of protein lysates was followed by western blot
analysis for HMGB-1, receptor for advanced glycation end products (RAGE), and 3-actin. *P < 0.05 vs. non-
stimulated MSCs.

SRAGE overexpression in Ad-hMSCs enhanced their migratory capacity. Autophagy increases
cell survival by inducing lysosomal degradation of damaged cytoplasmic organelles or cytosolic aggregates*.
Several recent studies have revealed that autophagy induction in MSCs can optimize their clinical application
by inhibiting the prevention of apoptosis**~*°. Transmission electron microscopy revealed that SRAGE overex-
pression in Ad-hMSCs caused an increase in the appearance of double-membrane autophagic vacuoles (auto-
phagosomes) in the cells compared with mock-MSCs (Fig. 3A). SRAGE-MSCs expressed significantly greater
mRNA levels of chemokine (C-C motif) receptor 1 (CCR1), CCR3, CCR4, CCR7, chemokine (C-X-C motif)
receptors(CXCR1), and CXCR4, which are involved in the migratory capacities of homing and tracking*® com-
pared with the mock-treated Ad-hMSCs (Fig. 3B). The in vitro migratory capacity of SRAGE-MSCs toward the
chemokine stromal-derived factor-1 (SDF-1) was also significantly higher than that of mock-MSCs (Fig. 3C).

Overexpression of SRAGE does not affect the differentiation potential of Ad-hMSCs. To
determine whether the overexpression of SRAGE in MSCs can affect their potential to differentiate into mul-
tiple cell lineages, MSCs were cultured in different conditions: adipogenic medium (Fig. 4, upper panel), oste-
ogenic medium (Fig. 4, middle panel), or chondrogenic medium (Fig. 4, lower panel) for 2 or 3 weeks. MSCs,
mock-MSCs, and sSRAGE-MSCs showed similar patterns of differentiation into adipocytes, osteoblasts, and chon-
drocytes, which suggests that sSRAGE-MSCs maintain their multipotency.

sRAGE-MSCs exert greater therapeutic activity invivo.  We then investigated whether sSRAGE-MSCs have
increased immunomodulatory effects in vivo. The arthritis scores and arthritis incidence were compared between three
groups: IL-1Ra-KO mice (control), mock-MSC-treated IL-1Ra-KO mice, and sSRAGE-MSC-treated IL-1Ra-KO mice.
SRAGE-MSCs exerted the greatest therapeutic effect in vivo compared with the control and mock-MSC-treated mice
(Fig. 5A). Serum levels of total IgG, IgG1, and IgG3 were lower in mice treated with sSRAGE-MSCs than in the other
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Figure 2. Reduced expression of proinflammatory factors in mesenchymal stem cells (MSCs)
overexpressing the soluble receptor for advanced glycation end products(sRAGE). (A) Schematic
representation of sSRAGE DNA vector constructs. (B) MSCs were transfected with mock or sSRAGE vector using
the X-tremeGENE HP reagent for 3 days. RAGE and high-mobility group box-1 (HMGB-1) levels in MSCs
and sSRAGE-MSCs were measured by ELISA and western blotting. (C) Transcript levels of vascular endothelial
growth factor (VEGF), interleukin-18 (IL-1[3), IL-6, HMGB-1, IL-10, transforming growth factor-3 (TGF-{),
indoleamine 2,3-dioxygenase (IDO), and hepatocyte growth factor (HGF) were determined using real-time
PCR. Data represent the mean +s.d. (bar) values from three independent experiments. *P < 0.05. (D) Cultured
MSCs and sSRAGE-MSCswere stained for IL-10, IDO (red), and DAPI (FITC), and visualized by confocal
microscopy.

groups (Fig. 5B). Interestingly, mock-MSC-treated mice had serum autoantibody concentrations similar to those in the
controls, which may explain the greater immunoregulatory potency of sSRAGE-MSCs.

Histological examination showed that the paws and ankles from arthritis mice treated with SRAGE-MSCs
exhibited the lowest degree of inflammation (Fig. 5C). Interestingly, compared with the controls, the expression
of IL-17, IL-6, HMGB-1, and RAGE in inflamed joints was significantly higher in mock-MSC-treated IL-1Ra-KO
mice and lower in joints of SRAGE-MSC-treated mice (Fig. 5D). Furthermore, the RAGE level in serum of con-
trols was similar to that in mock-MSC-treated IL-1Ra-KO mice, whereas the concentrations of HMGB-1 in
serum were significantly higher in mock-MSC-treated IL-1Ra-KO mice than in controls. (Fig. 5E). However,
SRAGE-MSC treatment significantly reduced the expression of IL-17, IL-6, HMGB-1, and RAGE in inflamed
joints and the concentrations of HMGB-1 and RAGE in serum.

SRAGE overexpression in Ad-hMSCs reciprocally regulates the Th17 and Treg cell balance.
T cells are implicated in the pathogenesis of RA, and IL-17 secreted by Th17 cells is a treatment target in RA. To
identify whether Th17 and Treg cell populations were altered in IL-1Ra-KO mice treated with sSRAGE-MSCs,
IL-17-expressing (mainly Th17) and CD25%Foxp3™ (mainly Treg) cells among CD4" T cells in spleens
were analyzed by confocal microscopy at 7 weeks after CII immunization. Spleens from mice treated with
SRAGE-MSCs had more Treg cells and reciprocally fewer Th17 cells compared with spleens from control mice
and mock-MSC-treated mice (Fig. 6A). STAT3 and STATS5 are critical transcription factors for Th17 and Treg
cell differentiation, respectively. As shown in Fig. 6A, spleens from sSRAGE-MSC-treated mice has significantly fewer
PSTAT3Y705 (phosphorylated at tyrosine 705)-expressing and pSTAT3S727 (phosphorylated at serine 727)-expressing
cells compared with the other two groups. By contrast, spleens from sSRAGE-MSC-treated mice had significantly more
STAT5-expressing CD4™ T cells (Fig. 6A). Flow cytometry showed that spleens of sSRAGE-MSC-treated mice had
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Figure 3. Cellular activity and migration of mesenchymal stem cells (MSCs) overexpressing soluble
receptor for advanced glycation end products(sRAGE). (A) MSCs were transfected with the mock or
SRAGE vector using the X-tremeGENE HP reagent for 3 days. Representative electron micrographs show

the ultrastructure of mock- or sSRAGE-transfected MSCs. (B) Transcript levels of chemokine (C-X-C

motif) receptor 1 (CXCR1), CXCR4, chemokine (C-C motif) receptor 1 (CCRI), CCR3, CCR4, and CCR7
were determined by real-time PCR. Data represent the mean =+ s.d. (bars) values from three independent
experiments. *P < 0.05. (C) Representative images of transmigrated MSCs (left) and SRAGE-MSC:s (right) in
response to stromal-derived factor-1 (SDF-1). MSCs were seeded in the upper chamber, and SDF-1 (30 ng/mL)
was added to the bottom chamber of a 24-well Transwell unit (pore size, 8.0 pm).After 10h, the migrated cells
were stained with crystal violet. Scale bar =100 pm.

significantly fewer interferon-~ (IFN-~)-expressing CD4" T (Th1) cells and IL-17-expressing CD4" T (Th17) cells but
more CD47CD25"Foxp3* (Treg) cells (Fig. 6B) compared with the other groups.

To examine the immunoregulatory properties of SRAGE-MSCs related to the control of Th17/Treg cells in vitro,
activated murine CD4" cells were stimulated with anti-CD3 and anti-CD28 monoclonal antibodies (mAbs) (Th0
condition) and then cocultured with medium only (nil), mock-MSCs, or sSRAGE-MSCs, and followed by flow
cytometry to analyze the expression of Foxp3 and IL-17. sSRAGE overexpression in Ad-hMSCs inhibited the Th17
population and reciprocally induced Foxp3+ Treg differentiation in vitro (Fig. 6C) compared with the nil condi-
tion and mock-MSCs. The concentrations of IFN-v and IL-17 in the culture supernatants were lowest in murine
CD4" T cells cocultured with SRAGE-MSCs compared with the other two groups of T cells (nil and mock-MSCs)
(Fig. 6D). Next, we confirmed the immunoregulatory effects of sSRAGE-MSCs in human CD4* T cells that had
been stimulated under the ThO condition (anti-CD3 and anti-CD28 mAbs). sSRAGE-MSCs inhibited the differen-
tiation of Th1 and Th17 cells from naive T cells and reciprocally increased the Foxp3* Treg cells (Fig. 6E).

Discussion

Blockade of RAGE signaling can reduce inflammation, and sSRAGE is a prominent target in the development of
new treatments in inflammatory diseases. However, little is known about the biological roles of SRAGE in RA.
Although MSCs are recognized as immunosuppressive agents in inflammatory disorders, they are also known
to participate in the inflammatory process and in induction of immune responses*$. Here, we investigated the
therapeutic efficacy and underlying mechanisms of sSRAGE-overexpressing MSCs in a murine model of inflam-
matory arthritis. The main observation of this study was that SRAGE-MSCs attenuated rheumatoid inflammation
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Figure 4. In vitro differentiation activity of mesenchymal stem cells (MSCs) overexpressing soluble
receptor for advanced glycation end products(sRAGE). Mock- or sSRAGE-transfected MSCs were cultured
in each differentiation medium using a Human Mesenchymal Stem Cell Functional Identification Kit. After 2
weeks (adipogenic differentiation) or 3 weeks (osteogenic and chondrogenic differentiation), cells were fixed
and stained with FABP-4 (top), osteocalcin (middle), or aggrecan (bottom), and visualized by fluorescence
microscopy. Representative images of MSCs that differentiated into adipogenic, osteogenic, and chondrogenic
lineages are shown.
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through reciprocal regulation of Th17 and Treg cells. To our knowledge, this is the first study to report data sug-
gesting that SRAGE overexpression can optimize the immunotherapeutic potential of Ad-hMSCs; this may be a
novel remedial strategy for the treatment of RA.

Although MSCs are considered to have potential for RA treatment by inhibiting the CII-reactive T cell
responses*®, naive MSCs fail to elicit immunosuppressive and therapeutic functions in vivo*. It is well docu-
mented that the inflammatory micromilieu of RA can inhibit the therapeutic function of MSCs?!. In our
experiments, SRAGE-MSCs attenuated the clinical severity and histological changes of autoimmune arthritis,
whereas naive MSCs failed to show this effect. We also demonstrated that SRAGE overexpression in Ad-hMSCs
maintained their migration and differentiation capacity. These data indicate that overexpression of SRAGE in
Ad-hMSCs can refine their immunoregulatory potential while preserving their unique properties.

RAGE incites the inflammatory response by interacting with HMGB-1. Signal molecules whose release is
initiated by RAGE bind to HMGB-1 and induce the expression of several proinflammatory cytokines*’. HMGB-1
is a nonhistone nuclear protein that is ubiquitously present in eukaryotic cells**. It is released extracellularly
by passive diffusion from necrotic cells and activates macrophages to trigger signals that drive the pathogene-
sis of autoimmune and inflammatory disorders by forming immunostimulatory complexes with cytokines and
endogenous and exogenous factors®*->2. The pathological role of HMGB-1 has been demonstrated convincingly.
HMGB-1 levels in blood, synovium, and synovial fluids are increased in RA patients compared with OA patients
and healthy people®*~>°. Animal studies have shown similar results®**. HMGB-1 antagonists attenuate autoimmune
arthritis in animal models, which supports the notion that HMGB-1 may be a treatment target in RA%. In our
study, the serum and synovial concentrations of HMGB-1 were reduced in SRAGE-MSC-treated arthritic mice,
whereas naive MSC-treated mice showed significantly elevated HMGB-1 levels compared with vehicle-treated
arthritic mice. These results may explain the lack of therapeutic efficacy of MSCs in RA.

Previous studies have shown that sSRAGE inhibits the expression of inflammatory mediators in vitro and in vivo™®.
Moreover, administration of SRAGE exerts a therapeutic effect by downregulating chronic and severe inflam-
mation in various animal models of inflammatory diseases such as atherosclerosis and inflammatory bowel
disease®$!. A recent paper reported that sSRAGE has therapeutic activity by attenuating the immune inflamma-
tory response caused by HMGB-1%2. The function of SRAGE is related to the inhibition of RAGE signaling in the
inflammatory response®. In our investigation, SRAGE-overexpressing MSCs decreased the levels of inflamma-
tory mediators and improved the symptoms of experimental arthritis. These results suggest that the therapeutic
function of SRAGE-MSCs in arthritic mice can inhibit RAGE signaling in inflammatory conditions.
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Figure 5. Attenuation of the severity of collagen-induced arthritis (CIA) by mesenchymal stem cells
overexpressing soluble receptor for advanced glycation end products(sRAGE-MSCs). (A) CII-injected
IL-1Ra KO mice were injected intravenously with 1 x 10® MSCs (mock) or sSRAGE-MSCsonce a week for 3
weeks after primary immunization. The clinical score (left) and incidence (right) of arthritis in treated mice

are presented. Data are mean = s.e.m. of arthritis scores of six mice per group. The incidence of arthritis is

for animals with a score >4. (B) IgG, IgG1, and IgG3 antibodies in serum sample obtained 6 weeks after CII
immunization (3 weeks after the injections with mock- or SRAGE-MSCs). Data represent mean =+ s.d. (bars)

of values derived from three independent experiments. *P < 0.05. (C) Hematoxylin and eosin (synovial
inflammation, x100)-stained representative joint sections from each group of mice, 6 weeks after primary
immunization. Histological inflammation scores from each group are shown in (B). (D) Representative
examples of immunohistochemical staining for interleukin-17 (IL-17), high-mobility group box-1 (HMGB-1),
RAGE, and isotype controls in joint tissues from each mouse group. Positive immunoreactivity appears brown
and is counterstained with blue (original magnification, x400). (E) Three weeks after the injections, the levels of
HMGB-1 and RAGE in serum were measured by ELISA. Data are presented as mean =+ s.d. of three independent
experiments. *P < 0.05.

Several proinflammatory cytokines including IL-6, IL-13, and VEGF are involved in RA pathogenesis and
therapy®*¢%. However, IDO, IL-10, hepatocyte growth factor (HGF), and TGF-{ exert immunosuppressive activity
and cause an anti-inflammatory response®®~%’. Autophagy increases cell survival by inducing lysosomal degrada-
tion of damaged cytoplasmic organelles or cytosolic aggregates*?. Several recent studies have reported that induc-
tion of autophagy in MSCs can optimize their clinical application by inhibiting the prevention of apoptosis®-*. In
our study, overexpression of SRAGE in Ad-hMSCs decreased the expression of HMGB-1, IL-6, IL-13, and VEGE,
and increased the number of autophagosomes and IL-10, HGE and TGF-(3 expression. These results suggest that
SRAGE-MSCs can inhibit inflammation while promoting immunoregulatory responses. Thus, optimizing the
immunoregulating capacity of SRAGE-MSCs may improve their therapeutic function in autoimmune arthritis.

Th17 and Treg cells are important T-cell subsets that can regulate RA pathogenesis. Th17 cells play a key role
in inflammation of autoimmune arthritis®. The balance between Th17 and Treg cells is distorted in the periph-
eral blood of RA patients®, and Th17/Treg cell imbalance is a significant treatment target in RA. Several lines of
evidence indicate that restoring Th17/Treg cell balance improves the severity of RA and reduces joint inflamma-
tion”%72. Here, we found that sSRAGE-MSCs ameliorated the clinical severity of inflammatory arthritis in mice by
regulating the Th17/Treg cell balance and the corresponding transcription factors. These results suggest that the
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Figure 6. Regulation of CD4" T helper cells by mesenchymal stem cells overexpressing soluble receptor
for advanced glycation end products (SRAGE-MSC). (A) Type II collagen (CII)-injected IL-1Ra knockout
(KO) mice were injected intravenously with 1 x 10® MSCs (mock) or sSRAGE-MSCsonce per week for 3 weeks
after primary immunization. The expression of intracellular cytokine and transcription factors in splenic CD4™
T cells was determined by confocal microscopy at 6 weeks after primary immunization.Confocal microscopy
images were obtained for each mouse (# = 6), and representative images are shown. (B) Splenocytes were
isolated from each group and analyzed by flow cytometry for the expression of interleukin-17 (IL-17)- and
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interferon-~ (IFN-~)-expressing CD4" T and Foxp3™ Treg cells, respectively. (C) Activated mouse CD4" T cells
(anti-CD3 and anti-CD28 (0.5 ug/mL) for 3 days) were cocultured with MSCs or sSRAGE-MSC:s for 3 days. Cells
were harvested and analyzed by flow cytometry for IL-17 and Foxp3 expression in CD4" T cells. (D) IFN-~ and
IL-17 concentrations in culture supernatants of mouse CD4™ T cells cocultured with mock MSCs or sSRAGE-
MSCs were measured by ELISA. (E) Activated human CD4" T cells (anti-CD3 and anti-CD28 (0.5 ug/mL) for

3 days) were cocultured with MSCs or SRAGE-MSCs for 3 days. Cells were harvested and analyzed by flow
cytometry for IL-17, IFN-~, and Foxp3 expression in CD4" T cells. (F) The concentrations of IFN-~ and IL-17
in the culture supernatant of human CD4+ T cells cocultured with mock MSCs or sSRAGE-MSCs as determined
by ELISA. Data are representative of at least three independent experiments. Bars represent mean =+ s.d. of data
from six mice per group. *P < 0.05.

therapeutic function of sSRAGE-MSCs in arthritic mice may involve reciprocal regulation of Th17 and Treg cell
differentiation.

Collectively, these results provide the first evidence of MSC optimization through sRAGE overexpression to
suppress inflammatory disease. SRAGE-MSCs ameliorated the clinical severity of autoimmune arthritis by reg-
ulating the Th17/Treg cell balance and by inhibiting extracellular HMGB-1 activity compared with the activities
of naive MSCs. We conclude that this strategy to optimize the therapeutic potential of MSCs may help to control
the inflammatory milieu of the rheumatoid synovium. The refined immunoregulatory function of sSRAGE-MSCs
identified in our research may have potential in the clinical applications of MSCs for cell therapy in RA.

Materials and Methods

Mice. IL-1Ra-KO mice with a BALB/c background were kindly provided by Prof. Yoichiro Iwakura (University
of Tokyo, Japan) and were maintained under specific pathogen-free conditions at the Institute of Medical Science,
Catholic University of Korea. Standard mouse chow (Ralston Purina, St Louis, MO, USA) and water were pro-
vided ad libitum. All experimental procedures were examined and approved by the Animal Research Ethics
Committee of The Catholic University of Korea (2014-0078-02), in conformity with the National Institutes of
Health guidelines.

Induction of arthritis and treatment with SRAGE-MSCs. To augment the arthritis severity, 0.1 mL
of an emulsion containing 100 pg of bovine CII and complete Freund’s adjuvant (Arthrogen-CIA; Chondrex,
Seattle, WA, USA) was injected intradermally into the base of the tail. After CII immunization, mice were injected
intravenously with 1 x 10° Ad-hMSCs or sSRAGE-MSCs once per week for 3 weeks. Clinical signs of arthritis in
IL-1Ra-KO mice were monitored visually and scored twice per week as reported previously’. The final arthritis
score was calculated as the sum of scores from all four limbs, which were assessed by three independent individ-
uals blinded to the experimental groups.

Histological analysis. Histological analysis was conducted to determine the extent of joint damage. Mice
joint tissues were fixed in 4% paraformaldehyde, decalcified in EDTA solution, embedded in paraffin, and sec-
tioned. The sections were dewaxed using xylene and dehydrated through an alcohol gradient. Endogenous per-
oxidase activity was quenched with methanol-3% H,0,.Sections were stained routinely with hematoxylin-eosin.

Ethics statement. Ad-hMSCs were obtained by liposuction of abdominal subcutaneous fat from patients
who had provided prior informed consent, as approved by the Institutional Review Board of Bucheon St. Mary’s
Hospital. The procedures for the use of Ad-hMSCs for experimental studies were approved by the Institutional
Review Board of Bucheon St. Mary’s Hospital. All experiments were performed in compliance with the
Declaration of Helsinki.

Culture of human adipose tissue-derived MSCs.  Adipose tissue was digested with RTase (4 mL/g fat;
K-STEM CELL Co., Ltd., Seoul, Korea) for 60 min at 37 °C. The digested tissues were filtered through a 100-pm
nylon sieve to remove cellular debris and then centrifuged at 470 x g for 5min. The pellet obtained was resus-
pended in RCME cell attachment medium (K-STEM CELL) and cultured overnight at 37°C in a humidified
atmosphere with 5% CO,. After 24 h, the cultures were washed with phosphate-buffered saline (PBS) to remove
nonadherent cells. The medium was changed to RKCM cell growth medium (K-STEM CELL) containing 5%
fetal bovine serum (FBS; Invitrogen, Carlsbad, CA, USA). The cells were cultured for 4 days until 90% confluent
(passage zero). The cells were expanded for two or three passages and used for experiments.

Construction of SRAGE vector and transfection. A fragment of the human sRAGE gene was synthesized
by GenScript Corporation, with codon optimization for expression in mammalian cells. The sequence was then
subcloned into the HindIII and Xhol sites of pcDNA3.1+ (Invitrogen,Life Technologies, Grand Island, NY, USA).
The vector constructs were transfected into MSCs using the X-tremeGENE HP Transfection Reagent (Roche,
Mannheim, Germany), according to manufacturer’s recommendations.

Evaluation of MSC differentiation. Primary ASCs were differentiated using a commercially available
differentiation kit (R&D Systems, Lille, France). Briefly, the cells were plated in 24-well plates (adipogenic and
osteogenic differentiation) or 15-mL conical tubes (chondrogenic differentiation) and cultured in each differen-
tiation medium. After 1 week (adipogenic differentiation) or 3 weeks (osteoblastogenic and chondrogenic differ-
entiation), cells were fixed and stained with 4/,6-diamidino-2-phenylindole (DAPI), FABP-4, or osteocalcin or
aggrecan and visualized by fluorescence microscopy.
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Real-time polymerase chain reaction (PCR). Messenger RNA (mRNA) was extracted using TRI
Reagent (Molecular Research Center, Inc., Cincinnati, OH, USA) according to the manufacturer’s instructions.
cDNA was synthesized using a SuperScript Reverse Transcription system (Takara). A Light-Cycler 2.0 instrument
(software version 4.0; Roche Diagnostics) was used for PCR amplification. All reactions were performed using the
LightCycler FastStart DNA Master SYBR Green I mix (Takara) following the manufacturer’s instructions. The prim-
ers used to amplify the mouse genes were as follows: VEGF, 5'-CCA-TGA-ACT-TTC-TGC-TGT-CTT-3’ (sense)
and 5'-ATCG-CAT-CAG-GGG-CAC-ACA-G-3' (antisense); IL-13, 5'- TCG-TTA-TCC-CAT-GTG-TCG-AA-3'
(sense) and 5'- GGA-CAA-GCT-GAG-GAA-GAT-GC-3/ (antisense); IL-6, 5'- AAT-TCG-GTA-CAT-CCT-CGA-
CGG-3/ (sense) and 5'- GGT-TGT-TTT-CTG-CCA-GTG-CC-3/ (antisense); IL-10, 5-TTG-CCT-GGT-CCT-CCT-
GAC-TG-3' (sense) and 5'-GAT-GTC-TGG-GTC-TTG-GTT-CT-3’ (antisense); HMGB-1, 5'- GAT-CCC-AAT-
GCA-CCC-AAG-AG-3' (sense) and 5'-TTC-GCA-ACA-TCA-CCA-ATG-A-3' (antisense); TGF-(3, 5'-TGC-GGC-
AGC-TGT-ACA-TTG-A-3" and 5'-TGG-TTG-TAC-AGG-GCC-AGG-A-3' (antisense); IDO, 5'-TTT-GGG-
TCT-TCC-CAG-AAC-C-3’ (sense) and 5'-GCG-CTG-TTG-GAA-ATA-GCT-TC-3' (antisense); HGF,
5’- CCA-CCA-TAA-TCC-CCC-TCA-CA-3' (sense) and 5'- GGC-TGG-GGC-TAC-ACT-GGA-TT-3’ (antisense);
CXCR1,5-GCA-CGA-ACA-GAA-GCT-TTA-T-3 (sense) and 5'-CTG-AGC-CCC-AAG-TGG-AAC-GA-3' (anti-
sense); CXCR4, 5'-ATC-CCT-GCC-CTC-CTG-CTG-ACT-ATT-C-3/ (sense) and 5-GAG-GGC-CTT-GCG-CTT-
CTG-GTG-3' (antisense);CCR1, 5'-TCC-ATG-CTG-TGC-CAA-GAG-TCA-3' (sense) and 5'-ACC-ATA-
GGA-GGC-CAA-CCC-AAA-ATA-3' (antisense); CCR3, 5'-GGT-TCA-TGC-AGC-AGT-GGG-AGT-AC-
3’ (sense) and 5'-TTT-GTC-ATC-ATG-GCG-GTG-TTT-TTC-3’ (antisense); CCR4, 5'-GGA-TTA-AGG-
CAG-CAG-TGA-ACA-AAA-G-3/ (sense) and 5'-GGA-TTA-AGG-CAG-CAG-TGA-ACA-AAA-G-3/ (antisense);
CCR7,5'-GCC-GAG-ACC-ACC-ACC-ACC-TT-3/ (sense) and 5'-AGT-CAT-TGC-ATC-TGC-TCC-CTA-TCC-
3/ (antisense). All mRNA levels were normalized to (3-actin levels.

Measurement of cytokine and IgG levels. The concentrations of VEGF, IL-18, IL-6, RAGE, and
HMGB-1 (ABNOVA Corp., Taiwan) in culture supernatants and serum samples were measured using a sandwich
enzyme-linked immunosorbent assay (ELISA) (DuoSet; R&D Systems). Serum levels of IgG, IgG1, and IgG3 anti-
bodies were measured using a commercially available ELISA kit (Bethyl Laboratories, Montgomery, TX, USA).

Western blot analysis. Proteins were separated by sodium dodecyl sulfate polyacrylamide gel electrophoresis
(SDS-PAGE) and transferred to nitrocellulose membranes (Amersham Pharmacia Biotech, Buckinghamshire,
UK). The membranes were probed with primary antibodies against RAGE and HMGB-1 (Santa Cruz
Biotechnology, Santa Cruz, CA, USA) or 3-actin (Sigma, St Louis, MO, USA).

Transwell migration assay. Migration assays were performed in a 24-well Transwell unit with 8-pum pores
(Corning Costar, Cambridge, MA, USA). MSCs or sSRAGE-MSCs were seeded at a density of 6 x 10°cells/mL in
100 pL of medium (a-minimal essential medium +1% FBS) in the upper chamber of the Transwell assembly. The
lower chamber contained 600 pL of medium with 30 ng/mL SDF-1a (PeproTech, Rocky Hill, NJ, USA). After
incubation at 37°C in 5% CO, for 10h, the upper surface of the membrane was scraped gently to remove nonmi-
grating cells and washed with PBS. The membrane was then fixed in 4% paraformaldehyde for 15 min and stained
with 0.5% crystal violet for 10 min.

Confocal microscopy and immunostaining. Tissues were obtained 42 days after CII immunization,
snap-frozen in liquid nitrogen, and stored at —80 °C. Tissue cryosections (7 pm thick) were fixed in 4% (v/v)
paraformaldehyde and stained using fluorescein isothiocyanate (FITC)-, phycoerythrin-, PerCP-Cy5.5-, or
allophycocyanin-conjugated monoclonal antibodies to IL-10, CD4, CD25, IL-17, Foxp3, pSTAT-3 (Y705 and
S727), pSTAT-5 (Y694) (all from eBioscience, San Diego, CA, USA), IDO (BD Biosciences, San Jose, CA, USA),
and DAPI. After overnight incubation at 4 °C, the stained sections were visualized by confocal microscopy (LSM
510 Meta; Zeiss, Gottingen, Germany).

Flow cytometry. Totalsplenocyteswere obtained from aseptically collected mousespleen described previ-
ously’. The cells were harvested in Roswell Park Memorial Institute (RPMI)-1640 medium supplemented with
5% fetal bovine serum. Mononuclear cells (1 x 10°) were cultured without treatment as a negative control or
with anti-CD3 and anti-CD28 (BD Pharmingen) for 3 days. The cells were stained with various combinations
of fluorescence-tagged antibodies against CD4, CD25, IFN-~ (BD Biosciences), Foxp3, and IL-17 (eBioscience).
Before intracellular staining, cells were restimulated for 4h with phorbol myristate acetate (25 ng/mL) and iono-
mycin (250 ng/mL) in the presence of GolgiSTOP (BD Biosciences). Intracellular staining was performed using a
kit (eBioscience) following the manufacturer’s protocol. Stained cells were analyzed on a FACSCalibur apparatus
(BD Biosciences).

Immunohistochemistry. Immunohistochemistry was performed using a VECTASTAIN ABC kit (Vector
Laboratories, Burlingame, CA, USA). Tissue sections were incubated overnight at 4°C with the primary antibod-
ies against RAGE, HMGB-1, and IL-17, probed with a biotinylated secondary antibody, and then stained with a
streptavidin—-peroxidase complex for 1 h. The final color product was developed using DAB chromogen (Dako,
Carpinteria, CA, USA).

Statistical analysis. The data were analyzed using IBM SPSS Statistics 20 for Windows (IBM Corp.,
Armonk, NY, USA). One-way analysis of variance followed by Bonferroni’s post hoc test was used to compare
differences between three groups. The Mann-Whitney U test was used to compare numerical data between two
groups. P < 0.05 was accepted as significant. Data are presented as mean = standard deviation (s.d.).

SCIENTIFICREPORTS | 6:35933 | DOI: 10.1038/srep35933 10



www.nature.com/scientificreports/

References

1.

2

3.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

Furst, D. E. & Emery, P. Rheumatoid arthritis pathophysiology: update on emerging cytokine and cytokine-associated cell targets.
Rheumatology (Oxford) 53, 1560-1569, doi: 10.1093/rheumatology/ket414 (2014).

. van den Berg, W. B. & MclInnes, L. B. Th17 cells and IL-17 a-focus on immunopathogenesis and immunotherapeutics. Semin

Arthritis Rheum 43, 158-170, doi: 10.1016/j.semarthrit.2013.04.006 (2013).
Miyara, M., Ito, Y. & Sakaguchi, S. TREG-cell therapies for autoimmune rheumatic diseases. Nat Rev Rheumatol 10, 543-551, doi:
10.1038/nrrheum.2014.105 (2014).

. Ehrenstein, M. R. et al. Compromised function of regulatory T cells in rheumatoid arthritis and reversal by anti-TNFalpha therapy.

J Exp Med 200, 277-285, doi: 10.1084/jem.20040165 (2004).

. Flores-Borja, E, Jury, E. C., Mauri, C. & Ehrenstein, M. R. Defects in CTLA-4 are associated with abnormal regulatory T cell

function in rheumatoid arthritis. Proc Natl Acad Sci USA 105, 19396-19401, doi: 10.1073/pnas.0806855105 (2008).

. Finckh, A., Simard, J. F,, Gabay, C. & Guerne, P. A. Evidence for differential acquired drug resistance to anti-tumour necrosis factor

agents in rheumatoid arthritis. Ann Rheum Dis 65, 746752, doi: 10.1136/ard.2005.045062 (2006).

. Maini, R. et al. Infliximab (chimeric anti-tumour necrosis factor alpha monoclonal antibody) versus placebo in rheumatoid arthritis

patients receiving concomitant methotrexate: a randomised phase III trial. ATTRACT Study Group. Lancet 354, 1932-1939 (1999).

. Weinblatt, M. E. et al. Adalimumab, a fully human anti-tumor necrosis factor alpha monoclonal antibody, for the treatment of

rheumatoid arthritis in patients taking concomitant methotrexate: the ARMADA trial. Arthritis Rheum 48, 35-45, doi: 10.1002/
art.10697 (2003).

. Keystone, E. C. et al. Golimumab, a human antibody to tumour necrosis factor {alpha} given by monthly subcutaneous injections,

in active rheumatoid arthritis despite methotrexate therapy: the GO-FORWARD Study. Ann Rheum Dis 68, 789-796, doi: 10.1136/
ard.2008.099010 (2009).

Smolen, J. et al. Efficacy and safety of certolizumab pegol plus methotrexate in active rheumatoid arthritis: the RAPID 2 study. A
randomised controlled trial. Ann Rheum Dis 68, 797-804, doi: 10.1136/ard.2008.101659 (2009).

Del Fattore, A. et al. Inmunoregulatory effects of Mesenchymal Stem Cell-derived Extracellular Vesicles on T lymphocytes. Cell
Transplant, doi: 10.3727/096368915x687543 (2015).

Franquesa, M. et al. Human adipose tissue-derived mesenchymal stem cells abrogate plasmablast formation and induce regulatory
B cells independently of T helper cells. Stem Cells 33, 880-891, doi: 10.1002/stem.1881 (2015).

Laranjeira, P. et al. Human Bone Marrow-Derived Mesenchymal Stromal Cells Differentially Inhibit Cytokine Production by
Peripheral Blood Monocytes Subpopulations and Myeloid Dendritic Cells. Stem Cells Int 2015, 819084, doi: 10.1155/2015/819084
(2015).

Chatterjee, D. et al. Human Umbilical Cord-Derived Mesenchymal Stem Cells Utilize Activin-A to Suppress Interferon-gamma
Production by Natural Killer Cells. Front Immunol 5, 662, doi: 10.3389/fimmu.2014.00662 (2014).

Carrion, F. A. & Figueroa, F. E. Mesenchymal stem cells for the treatment of systemic lupus erythematosus: is the cure for connective
tissue diseases within connective tissue? Stem Cell Res Ther 2, 23, doi: 10.1186/scrt64 (2011).

Garcia-Olmo, D. et al. Expanded adipose-derived stem cells for the treatment of complex perianal fistula: a phase II clinical trial. Dis
Colon Rectum 52, 79-86, doi: 10.1007/DCR.0b013e3181973487 (2009).

Favaro, E. et al. Human mesenchymal stem cell-derived microvesicles modulate T cell response to islet antigen glutamic acid
decarboxylase in patients with type 1 diabetes. Diabetologia 57, 1664-1673, doi: 10.1007/s00125-014-3262-4 (2014).

Xu, J. et al. Allogeneic mesenchymal stem cell treatment alleviates experimental and clinical Sjogren syndrome. Blood 120,
3142-3151, doi: 10.1182/blood-2011-11-391144 (2012).

Ghannam, S., Pene, J., Moquet-Torcy, G., Jorgensen, C. & Yssel, H. Mesenchymal stem cells inhibit human Th17 cell differentiation
and function and induce a T regulatory cell phenotype. ] Immunol 185, 302-312, doi: 10.4049/jimmunol.0902007 (2010).
Hoogduijn, M. J. et al. Mesenchymal stem cells induce an inflammatory response after intravenous infusion. Stem cells and
development 22, 2825-2835, doi: 10.1089/s¢d.2013.0193 (2013).

Papadopoulou, A. et al. Mesenchymal stem cells are conditionally therapeutic in preclinical models of rheumatoid arthritis. Annals
of the rheumatic diseases 71, 1733-1740, doi: 10.1136/annrheumdis-2011-200985 (2012).

Gonzalez, M. A., Gonzalez-Rey, E., Rico, L., Buscher, D. & Delgado, M. Treatment of experimental arthritis by inducing immune
tolerance with human adipose-derived mesenchymal stem cells. Arthritis Rheum 60, 1006-1019, doi: 10.1002/art.24405 (2009).
Schurgers, E., Kelchtermans, H., Mitera, T., Geboes, L. & Matthys, P. Discrepancy between the in vitro and in vivo effects of murine
mesenchymal stem cells on T-cell proliferation and collagen-induced arthritis. Arthritis Res Ther 12, R31, doi: 10.1186/ar2939
(2010).

Inoue, S. et al. Immunomodulatory effects of mesenchymal stem cells in a rat organ transplant model. Transplantation 81,
1589-1595, doi: 10.1097/01.tp.0000209919.90630.7b (2006).

Koyama, H., Yamamoto, H. & Nishizawa, Y. RAGE and soluble RAGE: potential therapeutic targets for cardiovascular diseases. Mol
Med 13, 625-635, doi: 10.2119/2007-00087.Koyama (2007).

Yan, S. E, Ramasamy, R. & Schmidt, A. M. Soluble RAGE: therapy and biomarker in unraveling the RAGE axis in chronic disease
and aging. Biochemical pharmacology 79, 1379-1386, doi: 10.1016/j.bcp.2010.01.013 (2010).

Pullerits, R., Bokarewa, M., Dahlberg, L. & Tarkowski, A. Decreased levels of soluble receptor for advanced glycation end products
in patients with rheumatoid arthritis indicating deficient inflammatory control. Arthritis Res Ther 7, R817-R824, doi: 10.1186/
ar1749 (2005).

Zhang, Q. et al. Autophagy activation: a novel mechanism of atorvastatin to protect mesenchymal stem cells from hypoxia and
serum deprivation via AMP-activated protein kinase/mammalian target of rapamycin pathway. Stem cells and development 21,
1321-1332, doi: 10.1089/scd.2011.0684 (2012).

Dang, S. et al. Autophagy regulates the therapeutic potential of mesenchymal stem cells in experimental autoimmune
encephalomyelitis. Autophagy 10, 1301-1315, doi: 10.4161/auto.28771 (2014).

Pantovic, A. et al. Coordinated time-dependent modulation of AMPK/Akt/mTOR signaling and autophagy controls osteogenic
differentiation of human mesenchymal stem cells. Bone 52, 524-531, doi: 10.1016/j.bone.2012.10.024 (2013).

El-Jawhari, J. J., El-Sherbiny, Y. M., Jones, E. A. & McGonagle, D. Mesenchymal stem cells, autoimmunity and rheumatoid arthritis.
QJM : monthly journal of the Association of Physicians 107, 505-514, doi: 10.1093/qjmed/hcu033 (2014).

Ren, G. et al. CCR2-dependent recruitment of macrophages by tumor-educated mesenchymal stromal cells promotes tumor
development and is mimicked by TNFalpha. Cell Stem Cell 11, 812-824, doi: 10.1016/j.stem.2012.08.013 (2012).

Cheng, M. et al. HMGBI Enhances the AGE-Induced Expression of CTGF and TGF-beta via RAGE-Dependent Signaling in Renal
Tubular Epithelial Cells. Am ] Nephrol 41, 257-266, doi: 10.1159/000381464 (2015).

Vogel, S. et al. Necrotic cell-derived high mobility group box 1 attracts antigen-presenting cells but inhibits hepatocyte growth
factor-mediated tropism of mesenchymal stem cells for apoptotic cell death. Cell death and differentiation 22, 1219-1230, doi:
10.1038/cdd.2014.225 (2015).

Waterman, R. S., Tomchuck, S. L., Henkle, S. L. & Betancourt, A. M. A new mesenchymal stem cell (MSC) paradigm: polarization
into a pro-inflammatory MSC1 or an Immunosuppressive MSC2 phenotype. PloS one 5, 10088, doi: 10.1371/journal.pone.0010088
(2010).

SCIENTIFIC REPORTS | 6:35933 | DOI: 10.1038/srep35933 11



www.nature.com/scientificreports/

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.
52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

Su, X, Looney, M. R, Gupta, N. & Matthay, M. A. Receptor for advanced glycation end-products (RAGE) is an indicator of direct
lung injury in models of experimental lung injury. American journal of physiology. Lung cellular and molecular physiology 297,
L1-L5, doi: 10.1152/ajplung.90546.2008 (2009).

Joosten, L. A., Helsen, M. M, van de Loo, . A. & van den Berg, W. B. Anticytokine treatment of established type II collagen-induced
arthritis in DBA/1 mice. A comparative study using anti-TNF alpha, anti-IL-1 alpha/beta, and IL-1Ra. Arthritis and rheumatism 39,
797-809 (1996).

Matsuki, T., Nakae, S., Sudo, K., Horai, R. & Iwakura, Y. Abnormal T cell activation caused by the imbalance of the IL-1/IL-1R
antagonist system is responsible for the development of experimental autoimmune encephalomyelitis. International immunology 18,
399-407, doi: 10.1093/intimm/dxh379 (2006).

Koenders, M. I et al. Interleukin-1 drives pathogenic Th17 cells during spontaneous arthritis in interleukin-1 receptor antagonist-
deficient mice. Arthritis and rheumatism 58, 3461-3470, doi: 10.1002/art.23957 (2008).

Nakae, S. et al. IL-17 production from activated T cells is required for the spontaneous development of destructive arthritis in mice
deficient in IL-1 receptor antagonist. Proceedings of the National Academy of Sciences of the United States of America 100, 5986-5990,
doi: 10.1073/pnas.1035999100 (2003).

Horai, R. et al. TNF-alpha is crucial for the development of autoimmune arthritis in IL-1 receptor antagonist-deficient mice. The
Journal of clinical investigation 114, 1603-1611, doi: 10.1172/JCI20742 (2004).

Das, G., Shravage, B. V. & Bachrecke, E. H. Regulation and function of autophagy during cell survival and cell death. Cold Spring
Harb Perspect Biol 4, doi: 10.1101/cshperspect.a008813 (2012).

Sohni, A. & Verfaillie, C. M. Mesenchymal stem cells migration homing and tracking. Stem Cells Int 2013, 130763, doi:
10.1155/2013/130763 (2013).

Ma, S. et al. Imnmunobiology of mesenchymal stem cells. Cell Death Differ 21, 216-225, doi: 10.1038/cdd.2013.158 (2014).

Zheng, Z. H., Li, X. Y,, Ding, J,, Jia, J. E & Zhu, P. Allogeneic mesenchymal stem cell and mesenchymal stem cell-differentiated
chondrocyte suppress the responses of type II collagen-reactive T cells in rheumatoid arthritis. Rheumatology (Oxford) 47, 22-30,
doi: 10.1093/rheumatology/kem284 (2008).

Choi, J. J. et al. Mesenchymal stem cells overexpressing interleukin-10 attenuate collagen-induced arthritis in mice. Clin Exp
Immunol 153, 269-276, doi: 10.1111/j.1365-2249.2008.03683.x (2008).

Dougan, M. & Dranoff, G. Inciting inflammation: the RAGE about tumor promotion. ] Exp Med 205, 267-270, doi: 10.1084/
jem.20080136 (2008).

Mosevitsky, M. I, Novitskaya, V. A., Togannsen, M. G. & Zabezhinsky, M. A. Tissue specificity of nucleo-cytoplasmic distribution of
HMG1 and HMG2 proteins and their probable functions. European journal of biochemistry/ FEBS 185, 303-310 (1989).

Bustin, M., Lehn, D. A. & Landsman, D. Structural features of the HMG chromosomal proteins and their genes. Biochimica et
biophysica acta 1049, 231-243 (1990).

Harris, H. E., Andersson, U. & Pisetsky, D. S. HMGBI1: a multifunctional alarmin driving autoimmune and inflammatory disease.
Nat Rev Rheumatol 8, 195-202, doi: 10.1038/nrrheum.2011.222 (2012).

Andersson, U. & Erlandsson-Harris, H. HMGBI is a potent trigger of arthritis. J Intern Med 255, 344-350 (2004).

Andersson, U. & Tracey, K. ]. HMGBI is a therapeutic target for sterile inflammation and infection. Annual review of immunology
29, 139-162, doi: 10.1146/annurev-immunol-030409-101323 (2011).

Taniguchi, N. et al. High mobility group box chromosomal protein 1 plays a role in the pathogenesis of rheumatoid arthritis as a
novel cytokine. Arthritis Rheum 48, 971-981, doi: 10.1002/art.10859 (2003).

Goldstein, R. S. et al. Cholinergic anti-inflammatory pathway activity and High Mobility Group Box-1 (HMGB1) serum levels in
patients with rheumatoid arthritis. Mol Med 13, 210-215, doi: 10.2119/2006-00108.Goldstein (2007).

Kokkola, R. et al. High mobility group box chromosomal protein 1: a novel proinflammatory mediator in synovitis. Arthritis Rheum
46, 2598-2603, doi: 10.1002/art.10540 (2002).

Palmblad, K. et al. Morphological characterization of intra-articular HMGB1 expression during the course of collagen-induced
arthritis. Arthritis Res Ther 9, R35, doi: 10.1186/ar2155 (2007).

Ostberg, T. et al. Protective targeting of high mobility group box chromosomal protein 1 in a spontaneous arthritis model. Arthritis
Rheum 62, 2963-2972, doi: 10.1002/art.27590 (2010).

Sakaguchi, T. et al. Central role of RAGE-dependent neointimal expansion in arterial restenosis. The Journal of clinical investigation
111, 959-972, doi: 10.1172/JCI17115 (2003).

Ramasamy, R., Yan, S. F. & Schmidt, A. M. RAGE: therapeutic target and biomarker of the inflammatory response-the evidence
mounts. Journal of leukocyte biology 86, 505-512, doi: 10.1189/j1b.0409230 (2009).

Wendt, T. et al. RAGE modulates vascular inflammation and atherosclerosis in a murine model of type 2 diabetes. Atherosclerosis
185, 70-77, doi: 10.1016/j.atherosclerosis.2005.06.013 (2006).

Hofmann, M. A. et al. RAGE mediates a novel proinflammatory axis: a central cell surface receptor for S100/calgranulin
polypeptides. Cell 97, 889-901 (1999).

Wang, ., Wang, H., Shi, J. & Ding, Y. Effects of bone marrow MSCs transfected with sSRAGE on the intervention of HMGBI1 induced
immuno-inflammatory reaction. International journal of clinical and experimental pathology 8, 12028-12040 (2015).

Hashizume, M. & Mihara, M. The roles of interleukin-6 in the pathogenesis of rheumatoid arthritis. Arthritis 2011, 765624, doi:
10.1155/2011/765624 (2011).

Nakahara, H. et al. Anti-interleukin-6 receptor antibody therapy reduces vascular endothelial growth factor production in
rheumatoid arthritis. Arthritis Rheum 48, 1521-1529, doi: 10.1002/art.11143 (2003).

Zhang, J., Middleton, K. K., Fu, E H., Im, H. J. & Wang, ]. H. HGF mediates the anti-inflammatory effects of PRP on injured tendons.
PLoS One 8, €67303, doi: 10.1371/journal.pone.0067303 (2013).

Torre, D. et al. Anti-inflammatory response of IL-4, IL-10 and TGF-beta in patients with systemic inflammatory response syndrome.
Mediators of inflammation 9, 193-195, doi: 10.1080/09629350020002912 (2000).

Muller, A. J., Mandik-Nayak, L. & Prendergast, G. C. Beyond immunosuppression: reconsidering indoleamine 2,3-dioxygenase as a
pathogenic element of chronic inflammation. Immunotherapy 2, 293-297, doi: 10.2217/imt.10.22 (2010).

Leipe, J. et al. Role of Th17 cells in human autoimmune arthritis. Arthritis and rheumatism 62, 2876-2885, doi: 10.1002/art.27622
(2010).

Niu, Q., Cai, B., Huang, Z. C., Shi, Y. Y. & Wang, L. L. Disturbed Th17/Treg balance in patients with rheumatoid arthritis.
Rheumatology international 32, 2731-2736, doi: 10.1007/s00296-011-1984-x (2012).

Son, H. J. et al. Metformin attenuates experimental autoimmune arthritis through reciprocal regulation of Th17/Treg balance and
osteoclastogenesis. Mediators of inflammation 2014, 973986, doi: 10.1155/2014/973986 (2014).

Yang, E. . et al. EGCG attenuates autoimmune arthritis by inhibition of STAT3 and HIF-1alpha with Th17/Treg control. PloS One 9,
€86062, doi: 10.1371/journal.pone.0086062 (2014).

Jhun, J. et al. Red ginseng extract ameliorates autoimmune arthritis via regulation of STAT3 pathway, Th17/Treg balance, and
osteoclastogenesis in mice and human. Mediators of inflammation 2014, 351856, doi: 10.1155/2014/351856 (2014).

Hur, W. et al. Adenoviral delivery of IL-1 receptor antagonist abrogates disease activity during the development of autoimmune
arthritis in IL-1 receptor antagonist-deficient mice. Immunol Lett 106, 154-162, doi: 10.1016/j.imlet.2006.05.006 (2006).

Fantini, M. C., Dominitzki, S., Rizzo, A., Neurath, M. F. & Becker, C. In vitro generation of CD4+ CD25+4 regulatory cells from
murine naive T cells. Nature protocols 2, 1789-1794, doi: 10.1038/nprot.2007.258 (2007).

SCIENTIFICREPORTS | 6:35933 | DOI: 10.1038/srep35933 12



www.nature.com/scientificreports/

Acknowledgements

This work was supported by the Bio & Medical Technology Development Program of the National Research
Foundation (NRF) funded by the Korean government (MEST) (No. 2012M3A9C6049783). This research
was supported by a grant of the Korea Health Technology R&D Project through the Korea Health Industry
Development Institute (KHIDI), funded by the Ministry of Health & Welfare, Republic of Korea (grant number
HI14C1549). This research was supported by a grant of the Korea Health Technology R&D Project through the
Korea Health Industry Development Institute (KHIDI), funded by the Ministry of Health & Welfare, Republic of
Korea (HI15C1062).

Author Contributions

M.-].P. and S.H.L.: designed, planned, conducted, analyzed and interpreted the data and wrote the manuscript.
S.-J.M.: analyzed and interpreted the data and wrote the manuscript. J.-A.L., E.-J.L., E.-K.K,, S.-].K. and J.-S.P.:
conducted the effects of MSCs on arthritis experiments and conducted the immunological experiment and
histology. J.L., J.-K.M. and S.H.P.: planned and analyzed the data. MLC: designed, planned, analyzed and
interpreted the data and wrote the manuscript.

Additional Information
Competing financial interests: The authors declare no competing financial interests.

How to cite this article: Park, M.-]. et al. Overexpression of soluble RAGE in mesenchymal stem cells enhances
their immunoregulatory potential for cellular therapy in autoimmune arthritis. Sci. Rep. 6, 35933; doi: 10.1038/
srep35933 (2016).

Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

This work is licensed under a Creative Commons Attribution 4.0 International License. The images

G or other third party material in this article are included in the article’s Creative Commons license,
unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license,
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this
license, visit http://creativecommons.org/licenses/by/4.0/

© The Author(s) 2016

SCIENTIFIC REPORTS | 6:35933 | DOI: 10.1038/srep35933 13


http://creativecommons.org/licenses/by/4.0/

	Overexpression of soluble RAGE in mesenchymal stem cells enhances their immunoregulatory potential for cellular therapy in  ...
	Results

	Ad-hMSCs produce inflammatory mediators including high-mobility group box-1 (HMGB-1) when stimulated with LPS. 
	Overexpression of sRAGE in Ad-hMSCs inhibits the expression of proinflammatory cytokines and increases the expression of im ...
	sRAGE overexpression in Ad-hMSCs enhanced their migratory capacity. 
	Overexpression of sRAGE does not affect the differentiation potential of Ad-hMSCs. 
	sRAGE-MSCs exert greater therapeutic activity in vivo. 
	sRAGE overexpression in Ad-hMSCs reciprocally regulates the Th17 and Treg cell balance. 

	Discussion

	Materials and Methods

	Mice. 
	Induction of arthritis and treatment with sRAGE-MSCs. 
	Histological analysis. 
	Ethics statement. 
	Culture of human adipose tissue-derived MSCs. 
	Construction of sRAGE vector and transfection. 
	Evaluation of MSC differentiation. 
	Real-time polymerase chain reaction (PCR). 
	Measurement of cytokine and IgG levels. 
	Western blot analysis. 
	Transwell migration assay. 
	Confocal microscopy and immunostaining. 
	Flow cytometry. 
	Immunohistochemistry. 
	Statistical analysis. 

	Acknowledgements
	Author Contributions
	﻿Figure 1﻿﻿.﻿﻿ ﻿ LPS-stimulated increase in the expression of proinflammatory factors in mesenchymal stem cells (MSCs).
	﻿Figure 2﻿﻿.﻿﻿ ﻿ Reduced expression of proinflammatory factors in mesenchymal stem cells (MSCs) overexpressing the soluble receptor for advanced glycation end products(sRAGE).
	﻿Figure 3﻿﻿.﻿﻿ ﻿ Cellular activity and migration of mesenchymal stem cells (MSCs) overexpressing soluble receptor for advanced glycation end products(sRAGE).
	﻿Figure 4﻿﻿.﻿﻿ ﻿ In vitro differentiation activity of mesenchymal stem cells (MSCs) overexpressing soluble receptor for advanced glycation end products(sRAGE).
	﻿Figure 5﻿﻿.﻿﻿ ﻿ Attenuation of the severity of collagen-induced arthritis (CIA) by mesenchymal stem cells overexpressing soluble receptor for advanced glycation end products(sRAGE-MSCs).
	﻿Figure 6﻿﻿.﻿﻿ ﻿ Regulation of CD4+ T helper cells by mesenchymal stem cells overexpressing soluble receptor for advanced glycation end products (sRAGE-MSC).



 
    
       
          application/pdf
          
             
                Overexpression of soluble RAGE in mesenchymal stem cells enhances their immunoregulatory potential for cellular therapy in autoimmune arthritis
            
         
          
             
                srep ,  (2016). doi:10.1038/srep35933
            
         
          
             
                Min-Jung Park
                Seung Hoon Lee
                Su-Jin Moon
                Jung-Ah Lee
                Eun-Jung Lee
                Eun-Kyung Kim
                Jin-Sil Park
                Jennifer Lee
                Jun-Ki Min
                Seok Jung Kim
                Sung-Hwan Park
                Mi-La Cho
            
         
          doi:10.1038/srep35933
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 The Author(s)
          10.1038/srep35933
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep35933
            
         
      
       
          
          
          
             
                doi:10.1038/srep35933
            
         
          
             
                srep ,  (2016). doi:10.1038/srep35933
            
         
          
          
      
       
       
          True
      
   




