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Alarmin S100A9 Induces Proinflammatory and
Catabolic Effects Predominantly in the M1
Macrophages of Human Osteoarthritic Synovium
Martijn H. van den Bosch, Arjen B. Blom, Rik F. Schelbergen, Marije I. Koenders, 
Fons A. van de Loo, Wim B. van den Berg, Thomas Vogl, Johannes Roth, 
Peter M. van der Kraan, and Peter L. van Lent

ABSTRACT. Objective. The alarmins S100A8 and S100A9 have been shown to regulate synovial activation,
cartilage damage, and osteophyte formation in osteoarthritis (OA). Here we investigated the effect of
S100A9 on the production of proinflammatory cytokines and matrix metalloprotease (MMP) in OA
synovium, granulocyte macrophage colony-stimulating factor (GM-CSF)-differentiated/macrophage
colony-stimulating factor (M-CSF)-differentiated macrophages, and OA fibroblasts.
Methods.We determined which cell types in the synovium produced S100A8 and S100A9. Further,
the production of proinflammatory cytokines and MMP, and the activation of canonical Wnt signaling,
was determined in human OA synovium, OA fibroblasts, and monocyte-derived macrophages
following stimulation with S100A9.
Results. We observed that S100A8 and S100A9 were mainly produced by GM-CSF–differentiated
macrophages present in the synovium, and to a lesser extent by M-CSF–differentiated macrophages,
but not by fibroblasts. S100A9 stimulation of OA synovial tissue increased the production of the
proinflammatory cytokines interleukin (IL) 1β, IL-6, IL-8, and tumor necrosis factor-α. Additionally,
various MMP were upregulated after S100A9 stimulation. Experiments to determine which cell type
was responsible for these effects revealed that mainly stimulation of GM-CSF–differentiated
macrophages and to a lesser extent M-CSF-differentiated macrophages with S100A9 increased the
expression of these proinflammatory cytokines and MMP. In contrast, stimulation of fibroblasts with
S100A9 did not affect their expression. Finally, stimulation of GM-CSF–differentiated, but not
M-CSF–differentiated macrophages with S100A9 activated canonical Wnt signaling, whereas
incubation of OA synovium with the S100A9 inhibitor paquinimod reduced the activation of canonical
Wnt signaling.
Conclusion. Predominantly mediated by M1-like macrophages, the alarmin S100A9 stimulates the
production of proinflammatory and catabolic mediators and activates canonical Wnt signaling in OA
synovium. (J Rheumatol First Release August 1 2016; doi:10.3899/jrheum.160270)
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Synovial inflammation is observed in a large subgroup of
patients with osteoarthritis (OA) and it is believed to
contribute to OA pathology1,2. The synovial intima layer
consists of mainly 2 cell types: the macrophage-like (type A)
and fibroblast-like synoviocytes (type B). Although fewer

synovial macrophages are present in OA compared with
rheumatoid arthritis (RA), they are crucial for the production
of proinflammatory cytokines, such as interleukin (IL) 6 and
IL-8, and cartilage matrix-degrading enzymes, matrix metal-
loproteases (MMP) 1, MMP-3, and MMP-93. Previous

 www.jrheum.orgDownloaded on April 19, 2024 from 

http://www.jrheum.org/


studies showed that selective depletion of synovial
macrophages during experimental OA largely reduces
cartilage damage and osteophyte formation, 2 major
hallmarks of OA4,5. Multiple types of macrophages can be
distinguished, where the distinction into classically activated
M1 and alternatively activated M2 macrophages is often
used6,7. M1-like macrophages can produce numerous proin-
flammatory cytokines, such as tumor necrosis factor-α
(TNF-α) and IL-1β, and express MHC class II and CD86
receptors, whereas M2-like macrophages are characterized
by the production of antiinflammatory cytokines, such as
IL-10 and IL-1Ra, and have been shown to express scavenger
receptor CD163 and mannose receptor (CD206)8,9.

Activation of the synovium during OA induces the release
of large amounts of the alarmins S100A8 and S100A9, which
can easily be measured in synovial fluid as well as in
serum10,11. S100A8 and S100A9 proteins are proinflam-
matory mediators produced by myeloid cells, such as
monocytes and activated macrophages, and have been shown
to stimulate cells through Toll-like receptor 4 (TLR4)12.
They are implicated in multiple rheumatic diseases13,14.
Previously, our group mainly studied the involvement of
synovial S100A8 and S100A9 production in the devel-
opment of OA. Using in vivo models of OA, we observed
that S100A8 and/or S100A9 promote synovial activation,
cartilage degradation, and osteophyte formation11,15.
Treatment with the quinoline-3-carboxamide paquinimod
(ABR-215757), which can inhibit the binding of S100A9 to
its TLR4 and receptor for advanced glycation endproducts
(RAGE)16, reduced the OA pathology17. Finally, we
described that the alarmins S100A8 and S100A9 induce
canonical Wnt signaling18, which has been shown to be
detrimental for cartilage19.

However, although in these studies synovial production of
S100A8 and S100A9 was found to be detrimental for the
joint integrity, to date the effects of these proteins on the
synovium and the main cell types residing in this tissue
remained elusive. Therefore, to deepen our understanding of
S100A9 involvement in the OA joint, in our current
descriptive study we analyzed the effects of S100A9 on
whole synovial tissue. Further, we investigated S100A8 and
S100A9 production in fibroblasts and both granulocyte
macrophage colony-stimulating factor (GM-CSF)-differen-
tiated/macrophage colony-stimulating factor (M-CSF)-differ-
entiated macrophages, representing the main cell types
present in the synovial lining layer. Finally, we zoomed in to
the activation of fibroblasts and GM-CSF/M-CSF–differen-
tiated macrophages by S100A9 stimulation.

MATERIALS AND METHODS
Human OA synovium for microarray analysis. Anonymized human
synovium was obtained from patients with endstage OA undergoing total
knee or hip joint replacement surgery (n = 12). Control synovium from
patients with acute knee joint trauma was obtained at the time of arthroscopic
examination (n = 6). The study protocol was approved by the local ethics

committee (Commissie Mensgebonden Onderzoek Arnhem - Nijmegen,
approval number 2004/009).
Microarray analysis. Preparation of complementary DNA and subsequent
microarray analysis was done as described previously20. Generation of
biotinylated complementary RNA, hybridization, and subsequent staining
of MOE 430_2 oligonucleotide arrays (Affymetrix) was performed
according to the Affymetrix Expression Analysis Technical Manual for
1-cycle amplification. Arrays were scanned using a laser scanner (GeneChip
Scanner; Affymetrix) and analyzed using Affymetrix GeneChip Operating
Software, version 1.4. Array normalization, expression value calculation,
and clustering analysis were performed using DNA-Chip Analyzer (dChip)
software, version 1.3 (www.dchip.org).
Human endstage OA synovium. Biopsies were taken from synovium
obtained anonymously from patients with endstage OA undergoing arthro-
plasty and used for stimulation studies. Three randomized biopsies per well
were stimulated in quadruple for 24 h with 1 µg/ml recombinant human (rh)
S100A9. This dose and timepoint were previously shown to be effective21.
Other biopsies were incubated with the quinoline-3-carboxamide
paquinimod (ABR-215757) for 24 h. A third group of biopsies was directly
fixed in formalin and afterward embedded in paraffin. Finally, additional
biopsies were used for spontaneous outgrowth of fibroblast-like synovio-
cytes. Nonadherent cells were washed away daily for 7 days. Fibroblast
cultures showed high expression of the fibroblast markers vimentin, collagen
type I, and proteoglycan 4, as determined by quantitative real-time PCR
(qRT-PCR). Moreover, cultures were negative for expression of the
endothelial marker CD31 and Fc-γ receptor I, which is expressed in immune
cells (data not shown). Isolated fibroblasts were used between passages 6
and 10 and were stimulated for 24 h with 1 µg/ml rhS100A9. After stimu-
lation, tissue was lysed in RLT buffer (Qiagen) and cells were lysed in
TRI-reagent (Sigma) for RNA isolation. Supernatants were stored at –20°C
for Luminex analysis.
Differentiation and stimulation of human macrophages. Peripheral blood
mononuclear cells were obtained from healthy volunteers after density
gradient centrifugation with Ficoll. Monocytes were isolated by magne -
tic-activated cell sorting with specific CD14+ magnetic beads (Miltenyi
Biotec). Monocytes were differentiated into macrophages by adding 50
ng/ml rhGM-CSF or 20 ng/ml rhM-CSF (R&D Systems) for 6 days with
changing of the medium halfway. Mature macrophages were stimulated for
24 h with 1 µg/ml rhS100A9, after which cells were lysed in TRI-reagent
for RNA isolation. Supernatants were collected and stored at –20°C to be
measured for protein release by Luminex.
RNA isolation and qRT-PCR. RNA was isolated from OA fibroblasts and
differentiated macrophages using TRI-reagent, as described previously22.
OA synovium pieces were first homogenized with the MagNA Lyser
(Roche), 5 times for 20 s at 6500 rpm. Afterward, RNA was isolated using
the RNeasy-kit (Qiagen) according to the manufacturer’s protocol. RNA was
reverse transcribed to cDNA and qRT-PCR was performed with specific
primers and the SYBR Green Master mix in the StepOnePlus real-time PCR
system (Applied Biosystems) as described previously22. Expression levels
are –ΔCt values, normalized to the reference gene GAPDH.
Multiplex cytokine and MMP protein measurement with Luminex. To
determine protein levels of MMP (MMP-1, MMP-3, and MMP-9) and
cytokines/chemokines (IL-6, IL-8, and TNF-α) in culture medium, Luminex
multianalyte technology on the Bio-Plex 100 system (Bio-Rad) was used in
combination with multiplex MMP/cytokine kits (Milliplex from Millipore)
according to the Milliplex protocol.
S100A8 and S100A9 proteins and ELISA. Recombinant human S100A9 was
expressed and purified as described previously23. The protein was tested to
be endotoxin-free (using the limulus amebocyte cell lysate; BioWhittaker)
and recombinant S100A9 protein lost its activity after heat inactivation at
80°C for 30 min, whereas lipopolysaccharide activity has been shown not
to be changed at that temperature12. S100A8/A9 concentrations were deter-
mined in supernatants of CD14+ monocytes and differentiated macrophages
by a sandwich ELISA specifically for human S100A8/A9, which has been
produced in-house, as described previously24.
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Immunohistochemistry. Paraffin-embedded human endstage OA synovial
tissue was cut into 7-μm sections. Afterward, immunostaining for CD68 (a
common macrophage marker), CD86 (a M1-like macrophage marker), and
CD163 (a M2-like macrophage marker) was performed. Antigen retrieval
was performed using citrate buffer, after which the sections were stained
with primary anti-human CD68 (clone KP1, Dako), anti-human CD86 (clone
EP1158Y, Abcam), and anti-human CD163 (clone 10D6, Abcam) for 1 h at
room temperature. Immunoglobulin G (IgG) isotype controls were included
to verify antibody specificity. Afterward, sections were incubated with
biotinylated secondary antibodies (Vector Laboratories), followed by an
avidin-streptavidin-peroxidase (Vector Laboratories) amplification step.
Subsequently, peroxidase binding was visualized using diaminobenzidine
and sections were counterstained with hematoxylin.
Statistics. Statistical differences were calculated with the Student t test or a
1-way ANOVA with Tukey post-test, using Graph Pad Prism 5 (GraphPad
Software). P < 0.05 was considered significant. Statistical analysis for
array-based gene expression was performed using dChip software. The t
statistic was computed as (mean1 – mean2)/√(SE(mean1)2 + SE(mean2)2);
its value is calculated based on the t distribution, and the degree of freedom
is set according to Welch-modified 2-sample t test25.

RESULTS
Proinflammatory and catabolic effects after stimulation of
total OA synovium with S100A9. Previously, we described

that S100A8 and S100A9 mRNA were increased in OA
synovium compared with control synovium from patients in
which acute joint trauma was suspected (11- and 10-fold
compared with control synovium11). Here, we determined the
effects of S100A9 on the production of proinflammatory and
catabolic mediators in OA synovial tissue. Therefore, we
stimulated human endstage OA synovial biopsies, which
mainly consist of fibroblasts and macrophages, with recom-
binant S100A9 for 24 h. Because it has been shown that
S100A8 and S100A9 give comparable results, we only used
S100A9 in our current study because that is the most potent
stimulator of human cells26. S100A9 significantly induced
mRNA expression of the proinflammatory cytokines IL-1β,
IL-6, and IL-8 (24.3-, 6.4-, and 6.5-fold increases compared
with nonstimulated samples, calculated as 2ΔΔCt), whereas
TNF-α mRNA expression was not significantly increased.
Further, S100A9 stimulation increased the expression of the
catabolic MMP-9 (3.1-fold increase compared to nonstimu-
lated samples, calculated as 2ΔΔCt), but not of MMP-1 and
MMP-3 (Figure 1A). Luminex analysis showed that the
protein release of IL-6, IL-8, and TNF-α was upregulated by
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Figure 1. Increased production of proinflammatory mediators and proteases in OA synovium upon stimulation with
S100A9. Biopsies from synovial tissue, obtained from patients with endstage OA undergoing arthroplasty of hip
or knee, were stimulated ex vivo with 1 µg/ml S100A9 (n = 6). After 24 h, significantly increased expression of the
proinflammatory cytokines IL-1β, IL-6, and IL-8, but not of TNF-α after stimulation with S100A9, was observed,
as determined by qualitative real-time PCR. Additionally, expression of the protease MMP-9, but not MMP-1 and
MMP-3, was significantly increased (A). The protein release of IL-6, IL-8, and TNF-α was upregulated by S100A9,
whereas IL-1β protein could not be detected (B). Bars show the mean ± SD values. * p < 0.05, ** p < 0.01, and
*** p < 0.001 versus NS as measured by Student t test. OA: osteoarthritis; IL: interleukin; TNF-α: tumor necrosis
factor-α; MMP: matrix metalloprotease; NS: nonstimulated samples.
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S100A9 (9-, 14-, and 22-fold increases compared with
nonstimulated samples), whereas IL-1β protein could not be
detected (Figure 1B).
Presence of M1-like and M2-like macrophages in OA
synovium. Macrophages account for a substantial part of the
cells in the synovial lining layer and have an activated
phenotype in OA synovial tissue. However, little is known
about their exact activation status. Hence, we investigated
gene expression of M1-like and M2-like markers in human
endstage OA synovial tissue and healthy control synovium
using microarray analysis. We observed increased expression
of the M1-like macrophage markers CD86, CCL3, and CCL5
in the OA synovial tissue (1.8-, 2.52-, and 1.97-fold
compared with healthy synovium), whereas the M1-like
macrophage-associated transcription factor interferon
regulatory factors 5 showed a trend toward increased
expression. Additionally, we observed increased expression
of the M2-like macrophage markers CD206, IL-10, and
IL-1Ra (2.18-, 2.32-, and 2.1-fold vs healthy synovium),
whereas the expression of CD163 was present, but not signifi -
cantly altered in OA synovium. These results indicate
elevated presence of both M1-like and M2-like macrophages
in OA synovium. Next, we confirmed our microarray results
with immunohistochemistry on paraffin-embedded sections
of human endstage OA synovium. Staining of consecutive
sections for the classic macrophage markers CD68 (common
macrophage marker), CD86 (M1-like macrophages), and
CD163 (M2-like macrophage marker) indicate that, likely, a
mixture of M1-like and M2-like macrophages is present in
the lining layer of OA synovium (Figure 2A). In the same
areas where these macrophage markers were present, we
observed expression of S100A8 and S100A9 (Figure 2B).
Expression and secretion of S100A8 and S100A9 in high
amounts by GM-CSF–differentiated macrophages and to a
lesser extent by M-CSF–differentiated macrophages. Our
next step was to elucidate which cells in the synovium were
the main producers of S100A8 and S100A9. The synovial
lining layer mainly consists of fibroblasts and both M1-like
and M2-like macrophages. To investigate the relative
involvement of these various cell types in the production
of S100A8 and S100A9, we isolated fibroblasts from OA
synovial tissue and differentiated human CD14+
monocytes into mature macrophages using GM-CSF or M-
CSF. Gene expression of both S100A8 and S100A9 was
not detectable in fibroblasts (Figure 2C). Further, S100A8
and S100A9 mRNA expression was significantly higher in 
GM-CSF–differentiated macrophages compared with
macrophages differentiated with M-CSF (73.2- and 3.4-fold
compared with M-CSF–differentiated macrophages). In line,
GM-CSF–differentiated macrophages produced significantly
higher amounts of S100A8/A9 protein compared with
M-CSF–differentiated cells (2.6-fold increase compared with
M-CSF–differentiated macrophages), and the production of
S100A8/A9 protein was comparable to monocytes (Figure

2D). It has been described that TLR4 is the main ligand for
S100A8 and S100A9 proteins in a variety of cell types12,21,26.
Therefore, we determined the TLR4 expression levels on
both fibroblasts and macrophages. TLR4 mRNA production
was not significantly different between GM-CSF– and
M-CSF–differentiated macrophages, but was significantly
lower in fibroblasts (Figure 2E). Next, we proceeded with
evaluating the relative contribution of fibroblasts and both
GM-CSF– and M-CSF–differentiated macrophages to
S100A9-induced upregulation of proinflammatory and
catabolic factors in OA synovial tissue.
No effects on fibroblasts after stimulation with the alarmin
S100A9. First, we isolated fibroblasts from endstage OA
synovial tissue and subsequently stimulated them with
S100A9 protein for 24 h. Analysis by qRT-PCR showed no
effect of S100A9 on mRNA expression of IL-1β, IL-6, and
IL-8 or on MMP-1, MMP-3, and MMP-9 (Figure 3A).
TNF-α expression could not be detected in OA synovial
fibroblasts. On the protein level, S100A9 slightly upregulated
IL-8 protein release, yet not significantly (2.4-fold increase
compared with nonstimulated samples), but not IL-6
(1.2-fold increase compared with nonstimulated samples),
whereas TNF-α and IL-1β could not be detected (Figure 3B).
Proinflammatory and catabolic effects after stimulation of
GM-CSF–differentiated macrophages with S100A9. In the
next set of experiments, we sought to determine whether
S100A9 stimulation of macrophages, the other main cell type
in the synovium, could account for the effects observed in
synovial biopsies. Therefore, we differentiated human
CD14+ monocytes into macrophages using GM-CSF or
M-CSF and stimulated them with S100A9 for 24 h. First, we
determined whether our polarization by GM-CSF or M-CSF
was successful. Figure 4A shows that, indeed, INHBA and
MMP-12 as markers of GM-CSF–differentiated M1-like
macrophages were higher in GM-CSF–differentiated cells
compared with M-CSF–differentiated cells. In contrast, the
antiinflammatory marker IL-10 was significantly higher
expressed in M-CSF–differentiated macrophages compared
with cells that were differentiated with GM-CSF. S100A9
stimulation of GM-CSF–differentiated macrophages signifi-
cantly upregulated mRNA levels of the proinflammatory
cytokines IL-1β, IL-6, and IL-8 (27.7-, 12.8-, and 16.8-fold
increases compared with nonstimulated samples, calculated
as 2ΔΔCt), whereas the mRNA expression of TNF-α was not
significantly different. Moreover, MMP-1, MMP-3, and
MMP-9 mRNA were also significantly upregulated (8.1-,
6.1-, and 2.9-fold increases compared with nonstimulated
samples, calculated as 2ΔΔCt; Figure 4B). On the protein level,
IL-6, IL-8, and TNF-α were highly upregulated by S100A9
(44.8-, 7.9-, and 106.4-fold increases compared with non -
stimulated samples), whereas IL-1β could not be detected on
the protein level (Figure 4C).
Proinflammatory effects after stimulation of M-CSF–differ-
entiated macrophages with S100A9 are less profound
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Figure 2. S100A8 and S100A9 are expressed
and released mainly by GM-CSF–differentiated
M1-like macrophages and to a lesser extent by
M-CSF–differentiated M2-like macrophages,
which are both present in OA synovial tissue.
Consecutive sections of OA synovia were
stained with antibodies against CD68 (a
common macrophage marker), CD86 (as marker
for M1-like macrophages), CD163 (as marker
for M2-like macrophages), or isotype IgG.
Representative photomicrographs from 3 donors
are presented. (A) Clear expression of all
markers was present in the synovial lining layer,
suggesting the presence of both M1-like and
M2-like macrophages in human OA synovium
(original magnification × 200, inset original
magnification × 1000). (B) In the same areas, we
observed expression of both S100A8 and
S100A9 (original magnification × 1000). (C)
Expression of S100A8 and S100A9 was
undetectable in fibroblasts (n = 5), whereas
monocytes and GM-CSF–differentiated macro -
phages, and to a lesser extent M-CSF–differen-
tiated macrophages, expressed both alarmins,
determined by qRT-PCR (n = 11). (D) Further,
S100A8/A9 proteins levels were significantly
higher in GM-CSF–differentiated macrophages
compared with M-CSF–differentiated cells. (E)
Expression of TLR4, the main receptor for
S100A8 and S100A9 in multiple cell types, was
lower in fibroblasts compared with macro -
phages, whereas no significantly different
expression was observed between GM-CSF–
and M-CSF–differentiated macrophages, as
determined by qRT-PCR. Bars show the mean ±
SEM values. * p < 0.05 and *** p < 0.001 versus
nonstimulated samples as measured by 1-way
ANOVA with Tukey post-test. CSF: colony-stimu -
lating factor; GM-CSF: granulocyte macrophage
CSF; M-CSF: macrophage CSF; M1: M1-like
macrophages; M2: M2-like macrophages; OA:
osteoarthritis; IgG: immunoglobulin G;
qRT-PCR: quantitative real-time PCR; TLR4:
Toll-like receptor 4; SEM: standard error of the
mean.
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compared with GM-CSF–differentiated macrophages.
Interestingly, S100A9 stimulation of the reparative M-CSF–
differentiated macrophage also significantly increased
mRNA levels of the proinflammatory cytokines IL-1β and
IL-8 (15.2- and 4.6-fold increases compared with nonstimu-
lated samples, calculated as 2ΔΔCt), but not IL-6 and TNF-α.
In contrast to GM-CSF–differentiated macrophages, MMP-
1, MMP-3, and MMP-9 mRNA expression levels were not
increased in cells differentiated with M-CSF after stimulation
with S100A9 (Figure 5A). On protein level, S100A9 also
elevated the release of proinflammatory cytokines IL-6, IL-
8, and TNF-α (15.3-, 12.9-, and 262.9-fold increases
compared with nonstimulated samples). However, absolute
protein concentrations were considerably lower for IL-6 
and TNF-α, but not IL-8, in M-CSF– compared with 
GM-CSF–differentiated cells (Figure 5B).
S100A9 results in enhanced Wnt signaling in GM-CSF–
differentiated, but not M-CSF–differentiated macrophages.
In a previous study we showed that S100A8 and S100A9 can
increase canonical Wnt signaling in human macrophages, but
not fibroblasts. Here, we tested whether the increased Wnt

signaling was the result of S100A9 stimulation of GM-CSF–
or M-CSF–differentiated macrophages. S100A9 stimulation
of GM-CSF–differentiated cells for 24 h resulted in signifi-
cantly increased expression of WISP1, a telltale sign of active
canonical Wnt signaling, whereas WISP1 expression was
either not detectable in nonstimulated and S100A9-stimu-
lated M-CSF–differentiated macrophages, or was not
increased after incubation with S100A9 (Figure 6A). Next,
we tested our hypothesis that OA synovium has high
production of S100A8 and S100A9, thus resulting in Wnt
signaling, by incubating OA synovial biopsies with paquini -
mod, thereby inhibiting the action of S100A9. This resulted
in a significantly decreased expression of WISP1, indicating
a reduction in canonical Wnt signaling as the result of
inhibition of S100A9 (Figure 6B).

DISCUSSION
In our current study, we show that the alarmins S100A8 and
S100A9 are mainly produced by the proinflammatory
GM-CSF–differentiated macrophages. Further, we show that
stimulation of human OA synovium with S100A9 induces
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Figure 3. No effects on proinflammatory cytokine and MMP expression in fibroblasts after
stimulation with S100A9. OA fibroblasts were isolated from synovial biopsies of patients with
endstage OA undergoing arthroplasty of hip or knee and stimulated with 1 µg/ml S100A9.
S100A9 did not change expression of cytokines IL-1β, IL-6, and IL-8 or of MMP-1 and MMP-
3, as determined by quantitative real-time PCR. (A) Expression of TNF-α and MMP-9 was
below detection level (n = 5). (B) Determination of protein levels by Luminex multiplex analysis
did not show increased release of the cytokines IL-6 and IL-8 by OA fibroblasts upon S100A9
stimulation, whereas IL-1β and TNF-α could not be detected. Bars show the mean ± SEM
values. No significant differences between S100A9 and NS were found as determined by
Student t test. MMP: matrix metalloprotease; OA: osteoarthritis; IL: interleukin; TNF-α: tumor
necrosis factor-α; SEM: standard error of the mean; NS: nonstimulated sample.
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the production of both proinflammatory and catabolic
mediators, in addition to activation of canonical Wnt
signaling. Further experiments showed that mainly
GM-CSF–differentiated macrophages and to a lesser extent
macrophages differentiated with M-CSF but not fibroblasts
account for this increased production in the synovial tissue.

The data in our study indicate the presence of both
M1-like and M2-like macrophages in OA synovium.

However, the macrophage markers CD86 and CD206 can
also be expressed by other immune cells such as dendritic
cells and B cells. Nonetheless, clear presence of dendritic
cells and B cells in the synovial lining and involvement in
the pathology of OA has never been clearly demonstrated.
Moreover, Fahy, et al showed combined presence of CD86
(M1-like macrophage marker) and CD206 (M2-like
macrophage marker) in OA synovium by histology27. In
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Figure 4. Increased expression of proinflammatory cytokines and MMP in GM-CSF–differentiated
macrophages after stimulation with S100A9. Human CD14+ monocytes were differentiated into
macrophages with GM-CSF or M-CSF for 6 days and stimulated with 1 µg/ml S100A9 for 24 h
(n = 6). (A) Differentiation with GM-CSF resulted in significantly increased expression of INHBA
and MMP-12 compared with differentiation with M-CSF. In contrast, IL-10 was significantly higher
expressed in M-CSF–differentiated macrophages compared with cells that were differentiated with
GM-CSF, confirming a successful polarization of our cells in vitro. (B) S100A9 stimulation signif-
icantly increased the expression of the proinflammatory cytokines IL-1β, IL-6, and IL-8, as deter-
mined by quantitative real-time PCR, whereas mRNA expression of TNF-α was not increased. In
addition, the expression of MMP-1, MMP-3, and MMP-9 was upregulated. (C) Further, protein
levels of IL-6, IL-8, and TNF-α were significantly increased after S100A9 stimulation. Bars show
the mean ± SEM values. * p < 0.05, ** p < 0.01, and *** p < 0.001 versus (A) GM-CSF–differen-
tiated macrophages or (B and C) NS as measured by Student t test. MMP: matrix metalloprotease;
CSF: colony-stimulating factor; GM-CSF: granulocyte macrophage CSF; M-CSF: macrophage
CSF; IL: interleukin; TNF-α: tumor necrosis factor-α; SEM: standard error of the mean; NS:
nonstimulated sample; M1: M1-like macrophages; M2: M2-like macrophages.
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spondyloarthritis and RA, both types are present as well28.
Together with our data, this suggests the presence of both
M1-like and M2-like macrophages in arthritic synovium.

From several studies, it seems clear that macrophages in
OA exhibit an activated phenotype, producing among others
IL-6, IL-8, and vascular endothelial growth factor. Moreover,
OA synovial cell cultures depleted of macrophages no longer
produce IL-1β and TNF-α3,29, suggesting that the
macrophage is the major cell type regulating the release of
proinflammatory factors in OA synovial activation. This is
in line with our finding that mainly stimulation of
macrophages with S100A9 results in increased expression of
various proinflammatory and catabolic factors, which have
been implicated in OA development. In contrast to the
increased protein levels of TNF-α, we did not find increased
mRNA expression after 24 h of stimulation. However, it has
been described that TNF-α is an early-response protein and
mRNA might be increased at earlier timepoints30. IL-1β was
clearly upregulated on the mRNA level, whereas we could

not detect IL-1β protein in the culture supernatant. This,
however, might be the result of our in vitro approach. It has
been shown that secretion of IL-1β by processing in the
inflammasome is based on a 2-hit system. The first signal can
be provided by TLR4 signaling, which increases the
production of IL-1β mRNA and pro-IL-1β protein and
additionally primes the inflammasome. A second signal that
activates the inflammasome, such as crystals or ATP, is
required to activate the inflammasome to process the pro-
form of IL-1β into the mature form and excrete this
protein31,32.

Additionally, MMP protein levels were too low to detect
with Luminex analysis in the majority of synovium donors
and in the fibroblast and macrophages cultures, probably
because of the low number of cells. However, we previously
described that inhibition of S100A9 with the quino -
line-3-carboxamide paquinimod (ABR-215757) resulted in a
significant decrease of the S100A9-induced production of
various MMP17.
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Figure 5. Increased expression of proinflammatory cytokines and MMP in M-CSF–differentiated
macrophages, though to a lesser extent than in GM-CSF–differentiated macrophages, upon S100A9
stimulation. Human CD14+ monocytes were differentiated into macrophages with M-CSF for 6
days and stimulated with 1 µg/ml S100A9 for 24 h (n = 6). (A) The expression of IL-1β, IL-6, and
IL-8 was upregulated after S100A9 stimulation, as determined by quantitative real-time PCR,
whereas TNF-α was not increased. In contrast, mRNA expression of MMP-1, MMP-3, and MMP-
9 were not upregulated by S100A9 in M-CSF–differentiated macrophages. (B) On protein level,
S100A9 significantly upregulated cytokine release of IL-6, IL-8, and TNF-α by macrophages that
were differentiated with M-CSF, although the absolute levels of IL-6 and TNF-α were lower as
by GM-CSF–differentiated macrophages. Bars show the mean ± SEM values. * p < 0.05, ** p <
0.01, and *** p < 0.001 versus NS as measured by Student t test. MMP: matrix metalloprotease;
CSF: colony-stimulating factor; M-CSF: macrophage CSF; GM-CSF: granulocyte macrophage
CSF; IL: interleukin; TNF-α: tumor necrosis factor-α; SEM: standard error of the mean; NS:
nonstimulated sample; M2: M2-like macrophages.
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In our study, we show that S100A8 and S100A9 are
preferentially expressed and produced by GM-CSF–differ-
entiated macrophages, even as high as monocytes, known to
be potent producers of S100A8 and S100A9 proteins33. In
line with our results, a recent mouse study by Dessing, et al
also showed that murine bone marrow-derived M1-like
macrophages expressed more S100A8 and S100A9 mRNA
than M2-like cells. Moreover, they showed that S100A9 –/–
bone marrow cells preferentially differentiate into arginase
1-positive M2-type macrophages, suggesting that the absence
of S100 proteins skews macrophages to an M2-like pheno -
type34. Moreover, we did not observe S100A8 and S100A9
expression in fibroblasts. This is in contrast with a previous
study that showed S100A8 and S100A9 mRNA expression
and S100A8/A9 protein expression by isolated OA and RA
fibroblasts35. However, isolated cells from human synovial
tissue were used between passages 3 and 9, which could
imply that other cell types (e.g., fibrocytes) could be respon-
sible for the low S100A8/A9 expression. Therefore, in our
study, fibroblasts isolated from human OA synovium were

not used before passage 6. Moreover, the protein levels that
were produced were very low (500-fold lower compared with
our GM-CSF–differentiated macrophages).

We also show that S100A9 acts most potently on
GM-CSF–differentiated macrophages, but also stimulates the
expression of proinflammatory cytokine in macrophages
differentiated with M-CSF, yet to a lesser extent. Proinflam -
matory M1 and reparative M2 macrophages represent the 2
extremes of the spectrum of macrophage activation, with a
lot of intermediate activation states. It is generally accepted
that M1 macrophages are involved in proinflammatory
responses. It has been shown that mainly M1 macrophages
have critical roles in host defense against infection, but these
cells are also implicated in many inflammatory diseases, such
as atherosclerosis, obesity, and RA36,37,38. In contrast to
macrophages, we did not observe significant effects of
S100A9 on synovial fibroblasts. This difference in potency
between macrophages and fibroblasts might be due to the
different expression levels of TLR4, as we show by
qRT-PCR. However, this does not explain the differences
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Figure 6. Activation of canonical Wnt signaling by S100A9. GM-CSF–differentiated (n = 8)
and M-CSF–differentiated macrophage (n = 7) were stimulated with 1 µg/ml S100A9 for 24 h.
To determine activation of canonical Wnt signaling, the expression of WISP1, a canonical Wnt
signaling-induced gene, was determined. (A) Stimulation of macrophages differentiated with
GM-CSF with S100A9 significantly upregulated WISP1 expression, as determined by quanti-
tative real-time PCR. In contrast, WISP1 expression was not detectable or not affected by
S100A9 stimulation in M-CSF-differentiated macrophages. (B) Further, S100A9 was inhibited
in synovial biopsies from patients with end-stage OA (n = 8) for 24 h using 350 µM paquinimod
(ABR-5757). WISP1 expression was significantly decreased in the paquinimod-treated samples.
Bars show the mean ± SEM values. * p < 0.05 versus NS as measured by Student t test. CSF:
colony-stimulating factor; GM-CSF: granulocyte macrophage CSF; M-CSF: macrophage CSF;
OA: osteoarthritis; SEM: standard error of the mean; NS: nonstimulated sample; M1: M1-like
macrophages; M2: M2-like macrophages.
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observed between GM-CSF– and M-CSF–differentiated
macrophages. It was previously shown that S100A8 and
S100A9 effects were mainly mediated by TLR4 signal -
ing12,21. Some studies report the interaction of S100A8 and/or
S100A9 with RAGE39, yet signaling through RAGE was
only reported for the S100 family members S100A11 and
S100A440,41. TLR4 expression in synovial fibroblasts,
however, is not completely absent, and S100A8 and S100A9
consequently could still have some effects. Therefore, the
differences in response between macrophages and fibroblasts
as reported here might derive from the various signaling
pathways that can be activated by binding of a ligand to
TLR4. Previously, we described that TLR4 signaling in
fibroblasts was specifically independent of transforming
growth factor-β–activated kinase (TAK1)42, whereas TAK1
was a key regulator of TLR-mediated activation of nuclear
factor-κB (NF-κB) and mitogen-activated protein kinase
pathways in macrophages. This could explain the divergent
effects we observed between fibroblasts and macrophages
upon stimulation with S100A9 in our study. Moreover,
S100A8 and S100A9 have been shown to act through the
TAK1-NF-κB pathway43. Possibly, TLR4 signaling through
the MyD88-TAK1–dependent pathway might be less
dominant or even ablated in fibroblasts. Additionally, differ-
ences in co-receptors, such as CD14 and MD2, might affect
the TLR4 signaling in the different cell types.

Our study indicates that S100A8 and S100A9 can induce
a proinflammatory environment in OA synovium through
stimulation of GM-CSF–differentiated macrophages, and to
a lesser extent, M-CSF–differentiated macrophages, which
possibly contributes to the joint destruction that is found
during OA. Considering the longtime expression of S100A8
and S100A9 in the synovium during OA, targeting these
proteins could be an interesting option for future OA
therapies.

ACKNOWLEDGMENT
The authors thank Birgitte Walgreen, Suzanne van den Berg, Iris Peters Rit,
Terry Jorna, and Hanneke ter Burg (Experimental Rheumatology, Radboud
University Medical Center, Nijmegen, the Netherlands) for their excellent
technical assistance. Further, we thank Tomas Leanderson (Active Biotech
AB, Lund, Sweden) for kindly providing the quinoline-3-carboxamide
paquinimod (ABR-215757).

REFERENCES
   1.    Ayral X, Pickering EH, Woodworth TG, Mackillop N, Dougados M.

Synovitis: a potential predictive factor of structural progression of
medial tibiofemoral knee osteoarthritis — results of a 1 year 
longitudinal arthroscopic study in 422 patients. Osteoarthritis
Cartilage 2005;13:361-7.

   2.    Sokolove J, Lepus CM. Role of inflammation in the pathogenesis of
osteoarthritis: latest findings and interpretations. Ther Adv
Musculoskelet Dis 2013;5:77-94.

   3.    Bondeson J, Blom AB, Wainwright S, Hughes C, Caterson B, van
den Berg WB. The role of synovial macrophages and 
macrophage-produced mediators in driving inflammatory and
destructive responses in osteoarthritis. Arthritis Rheum
2010;62:647-57.

   4.    Blom AB, van Lent PL, Holthuysen AE, van der Kraan PM, Roth J,
van Rooijen N, et al. Synovial lining macrophages mediate 
osteophyte formation during experimental osteoarthritis.
Osteoarthritis Cartilage 2004;12:627-35.

   5.    Blom AB, van Lent PL, Libregts S, Holthuysen AE, van der Kraan
PM, van Rooijen N, et al. Crucial role of macrophages in matrix
metalloproteinase-mediated cartilage destruction during 
experimental osteoarthritis: involvement of matrix metallopro-
teinase 3. Arthritis Rheum 2007;56:147-57.

   6.    Murray PJ, Allen JE, Biswas SK, Fisher EA, Gilroy DW, Goerdt S,
et al. Macrophage activation and polarization: nomenclature and
experimental guidelines. Immunity 2014;41:14-20.

   7.    Liu YC, Zou XB, Chai YF, Yao YM. Macrophage polarization in
inflammatory diseases. Int J Biol Sci 2014;10:520-9.

   8.    Mantovani A, Sica A, Sozzani S, Allavena P, Vecchi A, Locati M.
The chemokine system in diverse forms of macrophage activation
and polarization. Trends Immunol 2004;25:677-86.

   9.    Ambarus CA, Krausz S, van Eijk M, Hamann J, Radstake TR,
Reedquist KA, et al. Systematic validation of specific phenotypic
markers for in vitro polarized human macrophages. J Immunol
Methods 2012;375:196-206.

 10.    Sunahori K, Yamamura M, Yamana J, Takasugi K, Kawashima M,
Yamamoto H, et al. The S100A8/A9 heterodimer amplifies 
proinflammatory cytokine production by macrophages via
activation of nuclear factor kappa B and p38 mitogen-activated
protein kinase in rheumatoid arthritis. Arthritis Res Ther
2006;8:R69.

 11.    van Lent PL, Blom AB, Schelbergen RF, Slöetjes A, Lafeber FP,
Lems WF, et al. Active involvement of alarmins S100A8 and
S100A9 in the regulation of synovial activation and joint
destruction during mouse and human osteoarthritis. Arthritis Rheum
2012;64:1466-76.

 12.    Vogl T, Tenbrock K, Ludwig S, Leukert N, Ehrhardt C, van Zoelen
MA, et al. Mrp8 and Mrp14 are endogenous activators of Toll-like
receptor 4, promoting lethal, endotoxin-induced shock. Nat Med
2007;13:1042-9.

 13.    Holzinger D, Nippe N, Vogl T, Marketon K, Mysore V, Weinhage T,
et al. Myeloid-related proteins 8 and 14 contribute to monosodium
urate monohydrate crystal-induced inflammation in gout. Arthritis
Rheumatol 2014;66:1327-39.

 14.    Hammer HB, Ødegård S, Syversen SW, Landewé R, van der Heijde
D, Uhlig T, et al. Calprotectin (a major S100 leucocyte protein)
predicts 10-year radiographic progression in patients with
rheumatoid arthritis. Ann Rheum Dis 2010;69:150-4.

 15.    Schelbergen RF, de Munter W, van den Bosch MH, Lafeber FP,
Sloetjes A, Vogl T, et al. Alarmins S100A8/S100A9 aggravate
osteophyte formation in experimental osteoarthritis and predict
osteophyte progression in early human symptomatic osteoarthritis.
Ann Rheum Dis 2016;75:218-25.

 16.    Björk P, Björk A, Vogl T, Stenström M, Liberg D, Olsson A, et al.
Identification of human S100A9 as a novel target for treatment of
autoimmune disease via binding to quinoline-3-carboxamides. PLoS
Biol 2009;7:e97.

 17.    Schelbergen RF, Geven EJ, van den Bosch MH, Eriksson H,
Leanderson T, Vogl T, et al. Prophylactic treatment with S100A9
inhibitor paquinimod reduces pathology in experimental 
collagenase-induced osteoarthritis. Ann Rheum Dis 2015;74:2254-8.

 18.    van den Bosch MH, Blom AB, Schelbergen RF, Vogl T, Roth JP,
Sloetjes AW, et al. Induction of canonical Wnt signaling by the
alarmins S100A8/A9 in murine knee joints: implications for
osteoarthritis. Arthritis Rheumatol 2016;68:152-63.

 19.    Zhu M, Tang D, Wu Q, Hao S, Chen M, Xie C, et al. Activation of
beta-catenin signaling in articular chondrocytes leads to
osteoarthritis-like phenotype in adult beta-catenin conditional
activation mice. J Bone Miner Res 2009;24:12-21.

10 The Journal of Rheumatology 2016; 43:10; doi:10.3899/jrheum.160270

Personal non-commercial use only. The Journal of Rheumatology Copyright © 2016. All rights reserved.

 www.jrheum.orgDownloaded on April 19, 2024 from 

http://www.jrheum.org/


 20.    Takahashi N, de Jager VC, Gluck A, Letzkus M, Hartmann N,
Staedtler F, et al. The molecular signature of oxidative metabolism
and the mode of macrophage activation determine the shift from
acute to chronic disease in experimental arthritis: critical role of
interleukin-12p40. Arthritis Rheum 2008;58:3471-84.

 21.    Grevers LC, de Vries TJ, Vogl T, Abdollahi-Roodsaz S, Sloetjes AW,
Leenen PJ, et al. S100A8 enhances osteoclastic bone resorption in
vitro through activation of Toll-like receptor 4: implications for
bone destruction in murine antigen-induced arthritis. Arthritis
Rheum 2011;63:1365-75.

 22.    de Munter W, Blom AB, Helsen MM, Walgreen B, van der Kraan
PM, Joosten LA, et al. Cholesterol accumulation caused by low
density lipoprotein receptor deficiency or a cholesterol-rich diet
results in ectopic bone formation during experimental osteoarthritis.
Arthritis Res Ther 2013;15:R178.

 23.    Fassl SK, Austermann J, Papantonopoulou O, Riemenschneider M,
Xue J, Bertheloot D, et al. Transcriptome assessment reveals a
dominant role for TLR4 in the activation of human monocytes by
the alarmin MRP8. J Immunol 2015;194:575-83.

 24.    Wulffraat NM, Haas PJ, Frosch M, De Kleer IM, Vogl T, Brinkman
DM, et al. Myeloid related protein 8 and 14 secretion reflects
phagocyte activation and correlates with disease activity in juvenile
idiopathic arthritis treated with autologous stem cell transplantation.
Ann Rheum Dis 2003;62:236-41.

 25.    Li C, Wong WH. Model-based analysis of oligonucleotide arrays:
expression index computation and outlier detection. Proc Natl Acad
Sci U S A 2001;98:31-6.

 26.    Schelbergen RF, Blom AB, van den Bosch MH, Slöetjes A,
Abdollahi-Roodsaz S, Schreurs BW, et al. Alarmins S100A8 and
S100A9 elicit a catabolic effect in human osteoarthritic 
chondrocytes that is dependent on Toll-like receptor 4. Arthritis
Rheum 2012;64:1477-87.

 27.    Fahy N, de Vries-van Melle ML, Lehmann J, Wei W, Grotenhuis N,
Farrell E, et al. Human osteoarthritic synovium impacts 
chondrogenic differentiation of mesenchymal stem cells via
macrophage polarisation state. Osteoarthritis Cartilage
2014;22:1167-75.

 28.    Ambarus CA, Noordenbos T, de Hair MJ, Tak PP, Baeten DL.
Intimal lining layer macrophages but not synovial sublining
macrophages display an IL-10 polarized-like phenotype in chronic
synovitis. Arthritis Res Ther 2012;14:R74.

 29.    Bondeson J. Activated synovial macrophages as targets for
osteoarthritis drug therapy. Curr Drug Targets 2010;11:576-85.

 30.    Kuiper S, Joosten LA, Bendele AM, Edwards CK 3rd, Arntz OJ,
Helsen MM, et al. Different roles of tumour necrosis factor alpha
and interleukin 1 in murine streptococcal cell wall arthritis.
Cytokine 1998;10:690-702.

 31.    Stutz A, Golenbock DT, Latz E. Inflammasomes: too big to miss. 
J Clin Invest 2009;119:3502-11.

 32.    Guo H, Callaway JB, Ting JP. Inflammasomes: mechanism of
action, role in disease, and therapeutics. Nat Med 2015;21:677-87.

 33.    Rammes A, Roth J, Goebeler M, Klempt M, Hartmann M, Sorg C.
Myeloid-related protein (MRP) 8 and MRP14, calcium-binding
proteins of the S100 family, are secreted by activated monocytes via
a novel, tubulin-dependent pathway. J Biol Chem 1997;
272:9496-502.

 34.    Dessing MC, Tammaro A, Pulskens WP, Teske GJ, Butter LM,
Claessen N, et al. The calcium-binding protein complex S100A8/A9
has a crucial role in controlling macrophage-mediated renal repair
following ischemia/reperfusion. Kidney Int 2015;87:85-94.

 35.    Carrión M, Juarranz Y, Martínez C, González-Álvaro I, Pablos JL,
Gutiérrez-Cañas I, et al. IL-22/IL-22R1 axis and S100A8/A9
alarmins in human osteoarthritic and rheumatoid arthritis synovial
fibroblasts. Rheumatology 2013;52:2177-86.

 36.    Khallou-Laschet J, Varthaman A, Fornasa G, Compain C, Gaston
AT, Clement M, et al. Macrophage plasticity in experimental 
atherosclerosis. PLoS One 2010;5:e8852.

 37.    Odegaard JI, Chawla A. Mechanisms of macrophage activation in
obesity-induced insulin resistance. Nat Clin Pract Endocrinol Metab
2008;4:619-26.

 38.    Zhu W, Li X, Fang S, Zhang X, Wang Y, Zhang T, et al. 
Anti-citrullinated protein antibodies induce macrophage subset
disequilibrium in RA patients. Inflammation 2015;38:2067-75.

 39.    Ghavami S, Rashedi I, Dattilo BM, Eshraghi M, Chazin WJ,
Hashemi M, et al. S100A8/A9 at low concentration promotes tumor
cell growth via RAGE ligation and MAP kinase-dependent pathway.
J Leukoc Biol 2008;83:1484-92.

 40.    Cecil DL, Johnson K, Rediske J, Lotz M, Schmidt AM, Terkeltaub
R. Inflammation-induced chondrocyte hypertrophy is driven by
receptor for advanced glycation end products. J Immunol
2005;175:8296-302.

 41.    Yammani RR, Carlson CS, Bresnick AR, Loeser RF. Increase in
production of matrix metalloproteinase 13 by human articular
chondrocytes due to stimulation with S100A4: role of the receptor
for advanced glycation end products. Arthritis Rheum
2006;54:2901-11.

 42.    Geurts J, van den Brand BT, Wolf A, Abdollahi-Roodsaz S, Arntz
OJ, Kracht M, et al. Toll-like receptor 4 signalling is specifically
TGF-beta-activated kinase 1 independent in synovial fibroblasts.
Rheumatology 2011;50:1216-25.

 43.    Kang JH, Hwang SM, Chung IY. S100A8, S100A9 and S100A12
activate airway epithelial cells to produce MUC5AC via 
extracellular signal-regulated kinase and nuclear factor-κB
pathways. Immunology 2015;144:79-90.

11van den Bosch, et al: Alarmin S100A9 activates OA synovium

Personal non-commercial use only. The Journal of Rheumatology Copyright © 2016. All rights reserved.

 www.jrheum.orgDownloaded on April 19, 2024 from 

http://www.jrheum.org/

