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Yingming Xu', Qing Han’, Zhinan Chen®* and Ping Zhu"*

" Department of Clinical Immunology, PLA Specialized Research Institute of Rheumatology & Immunology, Xijing Hospital,
The Fourth Military Medical University, Xi'an, China, 2 National Translational Science Center for Molecular Medicine &
Department of Cell Biology, The Fourth Military Medical University, Xi’an, China

Rheumatoid arthritis (RA) is a common autoimmune disease in which T helper-type 17
(Th17) cells have been critically involved. CD147 is a T cell activation-associated molecule
and is involved in T cell development. However, it remains unclear whether CD147
participates in Th17 responses in RA patients. In this study, we demonstrated that in both
the RA and healthy controls (HC) groups, CD147 expression on CD4* T cells was
increased in CCR6" and CD161™ subsets, and was associated with IL-17 production.
Ligation of CD147 with its monoclonal antibody (mAb) strongly inhibited Th17 responses,
and knock down of CD147 expression on CD4" Tm cells specifically enhanced Th17
responses, triggered by coculture with in vitro activated monocytes from HC. Further
functional studies showed that anti-CD147 mAb decreased the activation of AKT,
MTORC1 and STAT3 signaling, which is known to enhance Th17 responses. Ligation
of CD147 with its mAb on CD4* Tm cells specifically reduced Th17 responses induced by
in vitro or in vivo activated monocytes from RA patients. In collagen-induced arthritis
model, anti-CD147 mAb treatment reduced the Th17 levels and severity of arthritis in vivo.
These data suggest that CD147 plays a negative role in regulating human Th17
responses. Anti-CD147 mAb can limit the extraordinary proliferation of Th17 cells and
may be a new therapeutic option in RA.

Keywords: rheumatoid arthritis, inflammation, Th17 cells, CD147, STAT3

INTRODUCTION

Rheumatoid arthritis (RA) is a systemic inflammatory disease characterized by the infiltration of
antigen-presenting cells (APCs) and T cells into the joints, synovial hyperplasia, and systemic
inflammation. Th17 cells (T helper cells that produce interleukin 17 [IL-17]) are thought to promote
the development and pathogenesis of RA (1-3). Investigations into the mechanisms that control
Th17 responses in humans are essential for a greater understanding of RA pathogenesis and
therapeutics. In this regard, much has been accomplished in the last decade.

In humans, Th17 cells express CCR6 (chemokine receptor 6) and CDI161 (cluster of
differentiation 161), which are useful as markers of Th17 cells (4, 5). Depending on signals from
APCs, Th17 cells can not only be generated from CD4" naive T cells, but also from CD4" memory T
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(Tm) cells (6, 7). Evans et al. (6, 8) reported that in vitro activated
monocytes, or in vivo activated monocytes from synovial fluid
(SF) of RA patients, preferentially promoted Th17 responses in
CD4" Tm cells. Further, Th17 responses in this process
depended on cell-to-cell contact (6, 8), the blockade of
costimulatory and adhesion pathway, including CD80/CD86,
CD54, or CD40, did not affect the Th17 responses (8). As
induced by APCs, membrane IL-10: may be involved in the
conversion of CD4" Tm cells to Th17 cells (9). Further
investigations are needed to assess whether any other cell
membrane-derived signals are required for Th17 responses.

CD147 is a type I transmembrane glycoprotein that is broadly
expressed on hemopoietic and nonhemopoietic cells (10), and is
associated with a wide range of physiologic and pathologic
functions, including lymphocyte development (11). CD147 has
been linked to diverse pathological states in humans, including
systemic lupus erythematosus and RA (12, 13). Interestingly,
CD147 is strongly upregulated on T cells after activation (14) and
has a critical role in thymocyte expansion and T-cell
development (15, 16). Both antibody cross-linking and
knockout mice assays indicated that CD147 may inhibit T cell
receptor-mediated T cell activation and proliferation (14, 17).
And CD147 is elevated on activated CD4" T cells and negatively
regulates Th17 cell differentiation in mice (18). Evidence suggests
substantial similarities and differences between murine and
human Th17 cell development. Thus, the functions of CD147-
regulating signal pathways in human Th17 cells, especially in a
setting of inflammation, remain to be identified. Therefore, this
study investigated whether CD147 is involved in human Th17
responses, and its potential mechanism in RA. In addition, the
therapeutic effects of anti-CD147 mAb were evaluated, using a
mouse model of collagen-induced arthritis (CIA).

MATERIALS AND METHODS

Patients and Healthy Controls

Peripheral blood (PB) samples were obtained from 31 patients
with RA and 22 age- and gender-matched HC individuals (RA
and HC groups, respectively; Table 1). Synovial fluid (SF)
samples were collected from six patients with RA. All patients
fulfilled the 1987 revised criteria of the American College of

TABLE 1 | Basic characteristics of HC and RA patients*.

Characteristics HC RA
Patients, n 22 31

Age, y 35.5 (28.75-44.25) 39.0 (29.0-44.0)
Female gender, n (%) 16 (72.7) 24 (77.4)
Disease duration, mo NA 7.0 (3.0-12.0)
Rheumatoid factor positive, n (%) NA 22(71.0%)
Anti-CCP positive, n (%) NA 23 (74.2%)
ESR, mm/h NA 32.0 (19.0-58.0)
CRP, mg/dL NA 1.12 (0.33-4.12)
DAS28 NA 5.01(3.87-5.48)

*Values are presented as median (interquartile range) unless indicated otherwise.
CCP, cyclic citrullinated peptide antibodies; CRP, C-reactive protein; DAS28, 28-joints
disease activity score; ESR, erythrocyte sedimentation rate; NA, not applicable.

Rheumatology, and had never received disease-modifying drugs
or corticosteroids. Disease activity was evaluated via the 28-joint
disease activity score (DAS28). The study was approved by the
Ethics Committee of Xijing Hospital, and all subjects provided
written informed consent. The procedures were conducted in
compliance with the Declaration of Helsinki.

Phenotypic Analysis

The following anti-human monoclonal antibodies were used for
surface phenotype and intracellular cytokine staining: anti-CD4-
fluorescein isothiocyanate (FITC); anti-CD4-phycoerythrin
(PE); anti-CD161-PE; anti-CCR6-PE; anti-CD45RO-PE; anti-
CD147-peridinin chlorophylla protein cyanine 5.5 dies (Percp-
cy5.5); anti-interferon (IFN)-y-FITC (all from BD Biosciences);
and anti-IL-17A-allophycocyanin (APC; eBiosciences). Anti-
mouse monoclonal antibodies included: anti-CD4-Percp; anti-
IL-17A-APC; and anti-IFN-y-FITC (all from BD Biosciences).
Appropriately conjugated IgG antibodies were used as isotype
controls. Cells were acquired on a FACSCalibur flow cytometer
(BD Biosciences) and analyzed using Cell Quest software (BD
Bioscience) and FlowJo 7.6.1 software (Tree Star).

Intracellular Cytokine Staining

For detection of intracellular cytokine production, cells were
stimulated with 50 ng/ml of phorbol myristate acetate (Sigma-
Aldrich) plus 1 pg/ml of ionomycin (Sigma-Aldrich) in the
presence of 10 pg/ml GolgiStop (BD Bioscience) for 6 h at
37°C and 5% CO,. After surface-staining of surface markers,
cells were fixed and made permeable with BD Cytofix/Cytoperm
solution and Perm/Wash solution in accordance with the
manufacturer’s instructions (BD Biosciences).

Cell Isolation

PB and SF mononuclear cells were isolated by Ficoll-Paque Plus
density gradient centrifugation (Lymphocyte Separation Media;
PAA Laboratories). For isolation of SF mononuclear cells, SF was
incubated with 40 pg/ml of hyaluronidase (Sigma-Aldrich) for
30 min at 37°C, and then the pellet was dissolved in phosphate
buffered saline and subjected to density gradient centrifugation.
Purification of cell subsets was performed by magnetic cell
sorting (Miltenyi Biotec) and confirmed by flow cytometry in
accordance with the manufacturer’s instructions. Briefly, CD14*
monocytes (>94% pure) were isolated by positive selection using
CD14 MicroBeads. The CD14~ fraction was used for CD4" T cell
isolation by using a negative depletion kit (>90% pure). Next,
CD4" Tm cells were positively selected via CD45RO microbeads
(>92% pure). The remaining CD4" naive T cells were further
depleted of any remaining CD45RO" cells by a second depletion
round (>90% pure).

Cell Coculture

Cells were cultured in RPMI medium 1640 (Gibco)
supplemented with 1% penicillin/streptomycin, 1% glutamine,
and 10% fetal calf serum (PAA Laboratories). For in vitro
activation of monocytes, purified monocytes were pre-
incubated with 100 ng/ml lipopolysaccharide (LPS, Sigma
Aldrich) for 30 min at 37°C and 5% CO,. Then cells were
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washed twice with 10 ml of medium and recounted. For Th17
cell polarization, LPS-activated monocytes (1 X 10°) were
cocultured with 5 x 10° purified CD4" T cells and 100 ng/ml
soluble anti-CD3 mAb (R&D Systems) for 3 days in 24-well
plates. For CD147 ligation experiments, purified CD4" T cells
were incubated with 10 pg/ml anti-CD147 mAb (HADIS,
generated and identified in our lab) for 1 h, and then cells
were washed and resuspended in medium. To determine the fold
expansion, CD4" T cells were labeled with 2 mM carboxy-
fluorescein diacetate succinimidyl ester (CFSE; Invitrogen)
before coculture.

Flow Cytometry Analysis of
Phosphorylated Proteins

After being cocultured for 3 days or stimulated with immobilized
anti-CD3mAb (plates coated with 5 pug/ml) and 1 pug/m soluble
anti-CD28mAD for the indicate time, cells were fixed with 2%
paraformaldehyde. Surface staining was followed by
permeabilization with 90% methanol, and intracellular staining
with antibodies including anti-Stat3-PE, anti-pStat3 (Y705)-
Alexa Fluor 647, anti-pAkt (T308)-PE, anti-pAkt (S473)-Alexa
Fluor 647 (all from BD Bioscience), anti-pS6 (Ser235/236)-Alexa
Fluor 488 and anti-p70S6K (Thr421/Ser424) (all from Cell
Signaling Technology). The anti-p70S6K staining was followed
by secondary staining with anti-rabbit-IgG-Alexa Fluor
488 (Invitrogen).

Cytokine Analysis

The supernatants of cocultures were collected and stored at -
80°C until cytokine testing was performed. The levels of IL-17
and IFN-y were determined using Luminex technology in
accordance with the manufacturer’s instructions (EMD Millipore).
The results were analyzed using BioPlex Manager 4 (Bio-
Rad Laboratories).

Lentiviral Vector Transduction

As previously described (19), the Trans-Lentiviral pLKO System
were used to produce lentiviral vectors expressing CD147-
specific sShRNA. Purified CD4" Tm cells were activated with
immobilized anti-CD3 (1 pug/ml) and anti-CD28 (5 pg/ml) in the
presence of human recombinant IL-2 (20 U/ml; R&D). After
24 h, the medium was carefully removed, cells were infected with
viral supernatants and polybrene (6 pg/ml; Millipore) and
centrifuged at 500g for 2 h at 4°C. Then cells were incubated
for 48 h at 37°C and 5% CO,. Next, transfected cells were selected
by puromycin (Sigma Aldrich). After IL-2 withdrawal for 24 h,
cells were collected to determine cell surface markers and
coculture with monocytes.

Induction of CIA and Anti-CD147 mAb
Treatment

The Animal Experiment Administration Committee of the
University approved the animal care and experimental
procedures. Male C57BL/6 mice were purchased from the
Fourth Military Medical University, Laboratory Animal Center.
All animals were 9 to 11 weeks old. CIA induction was

performed as previously described (20). Briefly, C57BL/6 mice
were immunized with type II collagen (CII; Chondrex)
emulsified in complete Freund’s adjuvant (CFA; Chondrex) on
day 0 at the tail base. On day 21, a booster injection of CII
emulsified with incomplete Freund’s adjuvant (IFA; Chondrex)
was administered. The mice were treated via intraperitoneal
injection of anti-mouse CD147 mAb or isotype control mAb
(5 mg/kg, n = 4; R&D Systems). Antibody was given every other
day for 10 days starting on day 21. Thickness of both hind paws
were measured by digital caliper. Signs of arthritis were scored
for each paw on a scale of 0 to 4, as previously described (20). The
mean arthritis index is the total arthritis score in all mice of each
group divided by the number of mice in the group. The mice
were killed on day 31 for experimental analysis.

Statistical Analysis

Differences between groups were determined using the
nonparametric Mann-Whitney test. Paired samples were
compared using a Wilcoxon matched-pairs signed rank sum test.
Data analyses were performed using GraphPad Prism version 5.0
(GraphPad Software). For all tests, a two-sided P value less than 0.05
was considered significant.

RESULTS

Association Between CD147 Levels and
IL-17 Production in CD4* T Cells

The main IL-17-secreting T (Th17) cells are CD4"CCR6" and
CD4"CD161" (4, 5). In the present study, the CD147 levels of
these Th17 cells were evaluated in both the RA and HC groups.
In both groups but especially the RA, the CD147 levels in the
CD4"CCR6" and CD4"CD161" cells were higher than that of the
CD4"CCR6™ and CD4"CD161" (Figures 1A, B). Further, in both
the RA and HC groups, IL-17 production, but not IFN-vy, was
mainly restricted to CD147"" cells (Figure 1C). These results
supported that CD147 expression maybe associated with Th17
cells in humans.

Effect of CD147 on Human Th17
Responses

To optimally induce Th17 response, purified bulk CD4" T cells,
CD4" naive T cells, CD4" Tm cells and autologous CD14"
monocytes from HC were isolated and cocultured under
various conditions. The optimal condition for inducing Th17
cells is that CD4" Tm cells are stimulated with LPS-activated
monocytes and anti-CD3 mAb for 3 days (see online
Supplementary Figure S1). Subsequently, CD4" Tm cells,
LPS-activated monocytes, and anti-CD3 mAb were cultured
for 3 days, unless otherwise specified. Then to evaluate
whether Th17 cells were induced from a non-committed CD4"
Tm cell population or reflected simply a proliferation of
preexisting Th17 cells, CFSE was used to determine the
proliferation of IL-17 producing cells. Indeed, the IL-17" cell
percentage in each generation increased with the proliferation of
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T cells (Figure 2D), indicating that LPS-activated monocytes
switch non-committed Tm cells into Th17 cells.

Using the established coculture system, we investigated if
CD147 ligation on CD4" Tm cells could modulate Th17
responses (Figure 2). When compared to isotype control mAb,
anti-CD147 mAb strongly decreased the percentages of Th17
and Th17/Th1 cells, whereas Th1 cell percentage was not affected
(Figures 2A, B). In support of this, the production of IL-17 from
coculture supernatants was significantly decreased by the anti-
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FIGURE 1 | CD147 expression was associated with IL-17 production. (A, B) Flow cytometry was used to assess CD147 expression on circulating CD4* T cell
subsets, including CCR6™* cells (A) and CD1617"* cells (B), from healthy control (HC; n = 22) and rheumatoid arthritis (RA) patients (n = 31). (C) Flow cytometric
dot-plots and cumulative data of intracellular IL-17 and IFN-y production in CD4* T cells and stratified by their CD147 expression obtained from HC (n = 22) and RA

CD147 mAb (Figure 2C). Furthermore, the percentage of IL-17*
cells in the generation 0 to 2 was not affected by adding anti-
CD147 mAb, but was decreased in generation 3 (Figure 2D). To
confirm the potential role of CD147 in Th17 responses, lentiviral
vectors expressing CD147-specific ShRNA (LV-shCD147) were
used to knock down CD147 expression in primary CD4" Tm
cells (Figure 2E). Notably, compared with the negative control
shRNA (LV-NC) transduced T cells, Th17 and Th17/Th1 cell
percentage and IL-17 level were noticeably higher in LV-
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shCD147 transduced T cells, while Th1 cell and IFN-ylevels were
not affected (Figures 2F-H). These data collectively suggest that
CD147 plays a negative role in Th17 responses.

Effect of CD147 on AKT, mTORC1, and
STAT3 Signaling

To evaluate the underlying mechanisms, we investigated the
effect of CD147 on STAT3 (signal transducer and activator of
transcription 3), a crucial regulator of Th17 lineage (21). Indeed,
anti-CD147 mAb decreased STAT3 phosphorylation in CD4"
Tm cells that induced by coculture with LPS-activated
monocytes (Figure 3A). It has been reported that the signaling
of PI3K, Akt, and mammalian target of rapamycin (mTOR)
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FIGURE 2 | CD147 suppresses human Th17 responses. (A-C) CD4" memory (Tm) cells from HC were cocultured with medium or LPS-activated monocytes (Mo)
and anti-CD3 mADb, in absence or presence of isotype control mAb (Iso) or Anti-CD147 mAb for 3 days. Representative plots (A) and quantitative results of Th17,
Th1 and Th17/Th1 cell percentages (B) in T cells, and IL-17 and IFN-y production in cell culture supernatants (C) are shown (n = 9). (D) CFSE-labeled CD4" Tm cells
were cocultured with LPS-activated Mo and anti-CD3 mAb in presence of Iso or anti-CD147 mAb for 3 days and then assessed the percentage of IL-17 producing
cells in each generation (generation 0-3, n = 10; generation 4, n = 4). (E) Representative CD147 staining histogram in CD4" Tm cells from HC transduced with
lentivirus expressing negative control shRNA (NC) or shRNA for CD147 (shCD147). (F-H) NC and shCD147 transduced CD4* Tm cells were cocultured with
autologous LPS-activated Mo. Representative plots (F) and quantitative results of intracellular expression of IL-17 and/or IFN-y (G) in T cells, and IL-17 and IFN-y

complexes positively regulates Th17 cell development (22).
Further signal analysis showed that the levels of pAKT (T308),
pS6K, and p70S6, but not of pAKT (S473), induced by CD3/
CD28 ligation were partly inhibited in the presence of anti-
CD147 mAb in comparison to isotype control mAb (Figures
3B-D). This suggests that CD147 may suppress Th17 responses
by affecting AKT/mTOR signaling.

Effect of CD147 on Th17 Responses in RA
Patients

We sought to assess whether the Th17 responses triggered by
monocytes were suppressed by CD147 in patients with RA. First,
CD147 expression on CD4" Tm cells from RA PB was higher than
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FIGURE 3 | Anti-CD147 mAb inhibits AKT, mTOR and STATS signaling. (A) CD4" Tm cells from HC were cocultured with medium or LPS-activated Mo and anti-CD3
mADb in presence of isotype control mADb (Iso) or anti-CD147 mAb for 3 days, then the expression of STAT3 and pSTATS were assessed by flow cytometry (n = 7). (B)
Phospho-flow analysis of pAKT (T308) and pAKT (S473) in CD4* Tm cells from HC with medium or anti-CD147 mAb, with or without Iso or anti-CD147 mAb stimulated
with anti-CD3 and anti-CD28 mAb for 5 min (n = 7). (C, D) Phospho-flow analysis of pS6K (n = 7; (C) and p70S6 (n = 6; (D) in CD4* Tm cells from HC with medium or
anti-CD147 mAb, with or without Iso or anti-CD147 mAb stimulated with anti-CD3 and anti-CD28 mAb for 30 min. *P < 0.05; **P < 0.01; **P < 0.001.

from HC PB, and its expression was further increased in RA SF
(Figure 4A). Using CD4" Tm cells from HC PB, RA PB and RA SF,
the magnitude of monocyte-driven Th17 and Th17/Thl responses
and IL-17 production were similarly in RA PB and HC PB, but
strikingly decreased in RA SF (Figures 4B, C). In addition, similar
to the data of HC, the increase in Th17, Th17/Thl cells and IL-17
production in RA patients triggered by LPS-activated monocytes
could be suppressed by adding anti-CD147 mAb (Figures 4D, E).
There are numerous reports that CD14" monocytes from SF of RA
patients were highly activated (23) and the activation status of the

APC:s played a crucial role in Th17 induction (6-8). To place these
findings in a pathophysiological condition, we cocultured RA PB-
derived CD4" Tm cells with autologous PB-derived monocytes,
LPS-activated PB monocytes or SF-derived monocytes. As
compared to PB-derived monocytes, SF-derived monocytes
increased Th17 responses to a level comparable with that of LPS-
activated PB monocytes (Figure 4F). Furthermore, anti-CD147
mAb also significantly decreased Th17 cell percentage and IL-17
production, but not Th1 cell percentage and IFN-y production, that
triggered by SF-derived monocytes (Figures 4G-I).
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FIGURE 4 | CD147 suppresses Th17 responses in patients with RA. (A) Representative CD147 staining histogram in CD4* Tm cells from the peripheral blood of
HC (HC PB), PB of RA (RA PB) and synovial fluid of RA (RA SF). (B, C) CD4" Tm cells from HC PB (n = 13), RA PB (n = 12) or RA SF (n = 6) were isolated and
cocultured with medium or autologous PB LPS-activated Mo and anti-CD3 mAb. (D, E) CD4" Tm cells from RA PB were cocultured with medium or LPS-activated
Mo in absence or presence of Iso or anti-CD147 mAb. Percentages of Th17, Th1 and Th17/Th1 cells (B, D) and levels of IL-17 and IFN-y (C, E) are shown. (F)
CD4* Tm cells from RA PB were cocultured with autologous Mo from PB (Mo (pb)), LPS-activated Mo from PB (Mo (pb/lps)) or Mo from SF (Mo (sf)), then Th17 cell
percentage and IL-17 level are shown (n = 6). (G-1) CD4" Tm cells from RA PB were cocultured with medium or Mo from SF in absence or presence of Iso or anti-
CD147 mAb. Representative plots (G) and quantitative results of intracellular expression of IL-17 and/or IFN-y (H) in T cells, and IL-17 and IFN-vy levels in cell culture

supernatants () were shown (n = 6). *P < 0.05; *P < 0.01; **P < 0.001.

Anti-CD147mAb Treatment in RA Model

The in vivo effects of anti-mouse CD147mAb were studied using a
mouse model of CIA (Figure 5). After first immunization, on day
21, mice were treated with anti-mouse CD147mAb or isotype
control mAb every other day for 10 days (Figure 5A). In contrast
to the isotype control mAb treatment, anti-CD147mAb treatment
suppressed the increase in paw swelling (Figure 5B). The mean
arthritis index of CIA mice was significantly reduced after 7 days of
anti-CD147mAb treatment (Figure 5C). To observe the effect of
anti-CD147mAb on Th17 responses, the peripheral blood, spleen
and draining lymph node were collected and analyzed after anti-
CD147mAb treatment. As shown in Figure 5D, the CIA mice
expressed higher percentages of Thl7 cells in the spleen and
draining lymph nodes when compared with the normal mouse.

Furthermore, Th17 cell levels in the spleen and draining lymph
nodes were significantly decreased in anti-CD147mAb-treated CIA
mice as compared to isotype mAb group (Figure 5D), whereas Th1
and Th17/Thl cell levels were not significantly changed.

DISCUSSION

Numerous studies have suggested that Th17 cells and IL-17 play
crucial roles in the chronic inflammatory response and subsequent
tissue damage in RA (1-3). Indeed, targeting Th17 and IL-17 has
been shown to ameliorate chronic inflammation in mouse RA
models (24). In humans, anti-IL-17 therapy improved RA signs
and symptoms (25). However, there are only limited data about
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FIGURE 5 | Therapeutic effects of anti-CD147mAb in CIA model. (A) Experimental scheme for the analysis of CIA model. C57BL/6 mice were immunized on days O
and 21, and treated with anti-mouse CD147 mAb (CD147 mAb) or isotype control mAb (Iso) at every other day for 10 days starting on day 21. (B) Representative
hind paws from normal mice (Control), Iso and CD147 mAb treatment CIA mice (Day 31). The average thickness of both hind paws was measured (n = 4). (C) The
mean arthritis index in CIA mice that were administrated Iso or CD147 mAb (n = 4). (D) Percentages of Th17, Th1 and Th17/Th1 cell in the PB, spleens (Spl) and
draining lymph nodes (DLN) from Control and CIA mice treated with Iso or CD147 mAb (n = 4). *P < 0.05; **P < 0.01.

what drives human Th17 responses in vivo, particularly in human
arthritic diseases. In this study, we provide evidence that CD147
expression was increased in IL-17-producing CD4" T cells, which
in turn acts as a negative limitation loop to suppress human Th17
responses and inhibit the generation of Th17 cells in RA.

Firstly, we investigated the association between CD147 expression
and Th17 cells in humans. In both HC and RA patients, CD147
expression on CD4" T cells was increased in CCR6" and CD161"
fraction. Further, when CD4" T cells were split into two groups

depending on their CD147 expression, IL-17 production was mainly
restricted to CD147"" subset in both the HC and RA patients. These
phenotypic data suggest that CD147 expression on CD4" T cells
closely correlated with Th17 cells in HC and RA groups. Therefore,
similar to a study regarding mice (18), CD147 may suppress the
extraordinary expansion of Th17 cells in human.

As previously reported (26), bulk CD4" T cells were
cocultured with monocytes to induce Th17 responses. Our
findings showed that Th17 cells were primarily induced by
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cocultured CD4" Tm cells, but not CD4" naive T cells, with
activated monocytes. As previously reported (8), activated
monocytes relied on cell-contact with CD4" Tm cells to induce
Th17 responses by performing transwell experiments (see online
Supplementary Figure S2), suggesting membrane-derived
signals are required in this process. Then we found that
ligation of CD147 with its mAb in T cells impaired the Th17
responses induced from non-Th17-committed human Tm cells.
Knocking down CD147 expression on CD4" Tm cells enhanced
Th17 responses, but did not affect the Th1 responses. Therefore,
these findings showed that anti-CD147 mAb is a stimulating Ab
in this work, and CD147 probably plays a negative role in
regulating human Th17 responses, but not Thl responses.

The molecular mechanisms of Th17 responses have been
intensively investigated, and numerous intracellular signaling
pathways and transcriptional factors have been identified,
including PI3K, Akt, mTOR, and STAT3. STAT3 plays a direct
and crucial role in Th17 cell specification (27). Recent work has
indicated that CD147 expressed in CD4" T cells inhibits Th17 cell
differentiation by suppressing the IL-6/STAT3 pathway in mice
(18). In humans, we demonstrated that ligation of CD147 with its
mADb suppressed the STAT3 activation in CD4" Tm cells induced
by coculture with LPS-activated monocytes. Further, mTOR plays
an important role in STAT3 activation (28) and mTOR complex 1
(mTORCI) as a central regulator of Th17 lineage commitment by
coordinating metabolic and transcriptional programs (22, 29, 30).
There are mTOR complexes, including mTORC1 and mTORC?2,
working downstream and upstream of Akt (22). mTORCLI is
activated by pAKT (T308) in a PI3K-dependent manner, whereas
phosphorylation of AKT (S473) is mediated by the kinase
mTORC2. Here, pS6K and p70S6 were used to assess mTORC1
and pAKT (S473) was used to assess mTORC2. Our data showed
that ligation of CD147 with its mAb impairs the phosphorylation
of pAKT (T308), pS6K, and p70S6, but not pAKT (5473). As
previously reported, although CD147 may initiate proximal
signaling molecules (such as LCK and CDK1) in T cells, the
exact signaling pathway of CD147 is not fully clear in human (31).
And the proximal signaling of CD147 in Th17 responses are still
remain to be elucidated. What is more, augmenting the results
reported in mice (18), our findings highlight the importance of
metabolic activity in T cell fate decision, and indicate that the
importance of the CD147-AKT-mTORC1-STAT3 pathway in the
negative regulation of human Th17 responses.

Although Th17 cells play important roles in the pathogenesis
of RA, Th17 responses are complex and incompletely understood
in RA, particularly at the sites of inflammation. In this study, we
examined the CD147 expression profile and monocyte-driven
Th17 responses in patients with RA. Indeed, CD147 expression on
CD4" Tm cells from RA SF was significantly higher than from HC
PB and RA PB, which might partly explain why the monocyte-
driven Th17 and Th17/Thl responses were strongly decreased in
CD4" Tm cells from RA SF. However, the monocyte-driven Thl
responses were significantly higher in RA SF than in RA PB and
HC PB. These results are consistent with previous report (32),
wherein Th17 cell percentage was decreased in the joints of
patients with RA, but Thl cells were more abundant in the

joints. In agreement with the results of HC, anti-CD147 mAb
inhibited the Th17 responses and IL-17 production induced by
LPS-activated monocytes in patients with RA.

It was reported that in vitro LPS-activated monocytes exhibit a
phenotype similar to that of in vivo-activated SF monocytes (1-3).
As previous research reported (8), we found that in vivo-activated
monocytes, from the local sites of inflammation, spontaneously
induced Thl7 responses in RA patients. Further, ligation of
CD147 with its mAb specifically decreased in vivo-activated
monocytes induced Thl7 responses and IL-17 production,
suggesting that CD147 is involved in the switch of Tm cells into
Th17 cells at the site of inflammation in patients with RA. From
another perspective, previous literatures reported by our and other
teams suggested that CD147 has many ligands in tumor cells,
erythrocytes or immunocytes, such as cyclophilin proteins,
rhoptry-associated protein 2, integrins, and CD147 (33-35).
However, the ligand of CD147 for inhibit Th17 responses in RA
patients are still needed further investigations to explore.
Consistent with our previous report (36), in the in vivo work,
systemic administration of anti-CD147 mAb alleviated the severity
of arthritis in CIA mice. Importantly, anti-CD147 mAb treatment
simultaneously decreased the Th17 levels, but not Thl and Th17/
Thi, in the spleen and draining lymph node of CIA mice,
supporting that anti-CD147mAb may improve CIA symptoms
by specifically inhibiting Th17 responses. Therefore, it is
reasonable to infer that in addition to Th17-cell depletion or IL-
17 neutralization therapy, pharmacologic ligation of CD147 may
be crucial for limiting the generation of pathogenic Th17 cells, and
thus to attenuate the inflammatory response in patients with RA.

In summary, our data highlight the importance of CD147 in
CD4" Tm cells and monocytes interactions in the shaping of
Th17 responses. By suppressing STAT3 signaling, CD147 acts as
a negative receptor on CD4" Tm cells to inhibit human Th17
responses. Ligation of CD147 with mAb may be a potential
therapeutic approach in Th17-mediated diseases.

DATA AVAILABILITY STATEMENT

The raw data supporting the conclusions of this article will be
made available by the authors, without undue reservation.

ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by Ethics Committee of Xijing Hospital. The patients/
participants provided their written informed consent to participate
in this study. The animal study was reviewed and approved by The
Animal Experiment Administration Committee of the University.

AUTHOR CONTRIBUTIONS

IM, KZ, ZZ, and RZ performed most of the experiments and
wrote the manuscript. PZ and ZC conceived the study and

Frontiers in Immunology | www.frontiersin.org

October 2020 | Volume 11 | Article 545980


https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Miao et al.

CD147 Limits Th17 Responses in RA

revised manuscript. ML and NG participated in the experiments.
YX and QH were in charge of patients’ recruitment and clinical
data collection. All authors contributed to the article and
approved the submitted version.

FUNDING

This work was supported by the National Basic Research
Program of China (No. 2015CB553704) and National Natural
Science Foundation of China (No. 81801599).

REFERENCES

1.

10.

11.

12.

13.

14.

van Hamburg JP, Tas SW. Molecular mechanisms underpinning T helper 17
cell heterogeneity and functions in rheumatoid arthritis. ] Autoimmun (2018)
87:69-81. doi: 10.1016/j.jaut.2017.12.006

. Furst DE, Emery P. Rheumatoid arthritis pathophysiology: update on

emerging cytokine and cytokine-associated cell targets. Rheumatol (Oxford)
(2014) 53:1560-9. doi: 10.1093/rheumatology/ket414

. Lubberts E. The IL-23-IL-17 axis in inflammatory arthritis. Nat Rev

Rheumatol (2015) 11:562. doi: 10.1038/nrrheum.2015.128

. Singh SP, Zhang HH, Foley JF, Hedrick MN, Farber JM. Human T cells that

are able to produce IL-17 express the chemokine receptor CCR6. ] Immunol
(2008) 180:214-21. doi: 10.4049/jimmunol.180.1.214

. Maggi L, Santarlasci V, Capone M, Peired A, Frosali F, Crome SQ, et al.

CD161 is a marker of all human IL-17-producing T-cell subsets and is
induced by RORC. Eur ] Immunol (2010) 40:2174-81. doi: 10.1002/
€j.200940257

. Evans HG, Suddason T, Jackson I, Taams LS, Lord GM. Optimal induction of

T helper 17 cells in humans requires T cell receptor ligation in the context of
Toll-like receptor-activated monocytes. Proc Natl Acad Sci U S A (2007)
104:17034-9. doi: 10.1073/pnas.0708426104

. van Beelen AJ, Zelinkova Z, Taanman-Kueter EW, Muller FJ, Hommes DW,

Zaat SA, et al. Stimulation of the intracellular bacterial sensor NOD2
programs dendritic cells to promote interleukin-17 production in human
memory T cells. Immunity (2007) 27:660-9. doi: 10.1016/
j-immuni.2007.08.013

. Evans HG, Gullick NJ, Kelly S, Pitzalis C, Lord GM, Kirkham BW, et al. In

vivo activated monocytes from the site of inflammation in humans specifically
promote Th17 responses. Proc Natl Acad Sci U S A (2009) 106:6232-7.
doi: 10.1073/pnas.0808144106

. Foucher ED, Blanchard S, Preisser L, Descamps P, Ifrah N, Delneste Y, et al.

IL-34- and M-CSF-induced macrophages switch memory T cells into Th17
cells via membrane IL-lalpha. Eur J Immunol (2015) 45:1092-102.
doi: 10.1002/eji.201444606

DeCastro R, Zhang Y, Guo H, Kataoka H, Gordon MK, Toole B, et al. Human
keratinocytes express EMMPRIN, an extracellular matrix metalloproteinase
inducer. J Invest Dermatol (1996) 106:1260-5. doi: 10.1111/1523-
1747.ep12348959

Muramatsu T. Basigin (CD147), a multifunctional transmembrane
glycoprotein with various binding partners. J Biochem (2016) 159:481-90.
doi: 10.1093/jb/mvv127

Pistol G, Matache C, Calugaru A, Stavaru C, Tanaseanu S, Ionescu R, et al.
Roles of CD147 on T lymphocytes activation and MMP-9 secretion in
systemic lupus erythematosus. J Cell Mol Med (2007) 11:339-48.
doi: 10.1111/j.1582-4934.2007.00022.x

Wang CH, Yao H, Chen LN, Jia JF, Wang L, Dai JY, et al. CD147 induces
angiogenesis through a vascular endothelial growth factor and hypoxia-
inducible transcription factor lalpha-mediated pathway in rheumatoid
arthritis. Arthritis Rheumatol (2012) 64:1818-27. doi: 10.1002/
art.34341

Koch C, Staffler G, Huttinger R, Hilgert I, Prager E, Cerny J, et al. T cell
activation-associated epitopes of CD147 in regulation of the T cell response,

ACKNOWLEDGMENTS

We thank Jia Li and Xianghui Fu for helping with the mouse
model management.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online

at:

https://www.frontiersin.org/articles/10.3389/fimmu.2020.

545980/full#supplementary-material

15.

16.

17.

18.

20.

21.

22.

23.

24.

25.

26.

27.

28.

and their definition by antibody affinity and antigen density. Int Immunol
(1999) 11:777-86. doi: 10.1093/intimm/11.5.777

Chen R, Wang K, Feng Z, Zhang MY, Wu ], Geng JJ, et al. CD147 deficiency in
T cells prevents thymic involution by inhibiting the EMT process in TECs in
the presence of TGFbeta. Cell Mol Immunol (2020). doi: 10.1038/s41423-019-
0353-7

Renno T, Wilson A, Dunkel C, Coste I, Maisnier-Patin K, Benoit DCA, et al. A
role for CD147 in thymic development. | Immunol (2002) 168:4946-50. doi:
10.4049/jimmunol.168.10.4946

Staftler G, Szekeres A, Schutz GJ, Saemann MD, Prager E, Zeyda M, et al.
Selective inhibition of T cell activation via CD147 through novel modulation
of lipid rafts. J Immunol (2003) 171:1707-14. doi: 10.4049/
jimmunol.171.4.1707

Maeda K, Kosugi T, Sato W, Kojima H, Sato Y, Kamimura D, et al. CD147/
basigin limits lupus nephritis and Th17 cell differentiation in mice by
inhibiting the interleukin-6/STAT-3 pathway. Arthritis Rheumatol (2015)
67:2185-95. doi: 10.1002/art.39155

. Guo N, Zhang K, Lv M, Miao ], Chen Z, Zhu P. CD147 and CD98 complex-

mediated homotypic aggregation attenuates the CypA-induced chemotactic
effect on Jurkat T cells. Mol Immunol (2015) 63:253-63. doi: 10.1016/
j.molimm.2014.07.005

Bevaart L, Vervoordeldonk MJ, Tak PP. Collagen-induced arthritis in mice.
Methods Mol Biol (2010) 602:181-92. doi: 10.1007/978-1-60761-058-8_11
Tripathi SK, Chen Z, Larjo A, Kanduri K, Nousiainen K, Aijo T, et al.
Genome-wide Analysis of STAT3-Mediated Transcription during Early
Human Th17 Cell Differentiation. Cell Rep (2017) 19:1888-901.
doi: 10.1016/j.celrep.2017.05.013

Nagai S, Kurebayashi Y, Koyasu S. Role of PI3K/Akt and mTOR complexes in
Th17 cell differentiation. Ann N'Y Acad Sci (2013) 1280:30-4. doi: 10.1111/
nyas.12059

Walter GJ, Evans HG, Menon B, Gullick NJ, Kirkham BW, Cope AP, et al.
Interaction with activated monocytes enhances cytokine expression and
suppressive activity of human CD4+CD45ro+CD25+CD127(low) regulatory
T cells. Arthritis Rheumatol (2013) 65:627-38. doi: 10.1002/art.37832
Lubberts E, Koenders MI, Oppers-Walgreen B, van den Bersselaar L, Coenen-
de RC, Joosten LA, et al. Treatment with a neutralizing anti-murine
interleukin-17 antibody after the onset of collagen-induced arthritis reduces
joint inflammation, cartilage destruction, and bone erosion. Arthritis Rheum
(2004) 50:650-9. doi: 10.1002/art.20001

Blanco FJ, Moricke R, Dokoupilova E, Codding C, Neal J, Andersson M, et al.
Secukinumab in Active Rheumatoid Arthritis: A Phase III Randomized,
Double-Blind, Active Comparator- and Placebo-Controlled Study. Arthritis
Rheumatol (2017) 69:1144-53. doi: 10.1002/art.40070

Yang H, Wang J, Li Y, Yin Z], Lv TT, Zhu P, et al. CD147 modulates the
differentiation of T-helper 17 cells in patients with rheumatoid arthritis.
Apmis (2017) 125:24-31. doi: 10.1111/apm.12629

Hirahara K, Ghoreschi K, Laurence A, Yang XP, Kanno Y, O’Shea JJ. Signal
transduction pathways and transcriptional regulation in Th17 cell
differentiation. Cytokine Growth Factor Rev (2010) 21:425-34. doi: 10.1016/
j.cytogfr.2010.10.006

Delgofte GM, Kole TP, Zheng Y, Zarek PE, Matthews KL, Xiao B, et al. The
mTOR kinase differentially regulates effector and regulatory T cell lineage

Frontiers in Immunology | www.frontiersin.org

October 2020 | Volume 11 | Article 545980


https://www.frontiersin.org/articles/10.3389/fimmu.2020.545980/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fimmu.2020.545980/full#supplementary-material
https://doi.org/10.1016/j.jaut.2017.12.006
https://doi.org/10.1093/rheumatology/ket414
https://doi.org/10.1038/nrrheum.2015.128
https://doi.org/10.4049/jimmunol.180.1.214
https://doi.org/10.1002/eji.200940257
https://doi.org/10.1002/eji.200940257
https://doi.org/10.1073/pnas.0708426104
https://doi.org/10.1016/j.immuni.2007.08.013
https://doi.org/10.1016/j.immuni.2007.08.013
https://doi.org/10.1073/pnas.0808144106
https://doi.org/10.1002/eji.201444606
https://doi.org/10.1111/1523-1747.ep12348959
https://doi.org/10.1111/1523-1747.ep12348959
https://doi.org/10.1093/jb/mvv127
https://doi.org/10.1111/j.1582-4934.2007.00022.x
https://doi.org/10.1002/art.34341
https://doi.org/10.1002/art.34341
https://doi.org/10.1093/intimm/11.5.777
https://doi.org/10.1038/s41423-019-0353-7
https://doi.org/10.1038/s41423-019-0353-7
https://doi.org/10.4049/jimmunol.168.10.4946
https://doi.org/10.4049/jimmunol.171.4.1707
https://doi.org/10.4049/jimmunol.171.4.1707
https://doi.org/10.1002/art.39155
https://doi.org/10.1016/j.molimm.2014.07.005
https://doi.org/10.1016/j.molimm.2014.07.005
https://doi.org/10.1007/978-1-60761-058-8_11
https://doi.org/10.1016/j.celrep.2017.05.013
https://doi.org/10.1111/nyas.12059
https://doi.org/10.1111/nyas.12059
https://doi.org/10.1002/art.37832
https://doi.org/10.1002/art.20001
https://doi.org/10.1002/art.40070
https://doi.org/10.1111/apm.12629
https://doi.org/10.1016/j.cytogfr.2010.10.006
https://doi.org/10.1016/j.cytogfr.2010.10.006
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Miao et al.

CD147 Limits Th17 Responses in RA

29.

30.

31.

32.

33.

commitment. Immunity (2009) 30:832-44. doi: 10.1016/j.immuni.2009.
04.014

Kurebayashi Y, Nagai S, Ikejiri A, Ohtani M, Ichiyama K, Baba Y, et al. PI3K-
Akt-mTORC1-S6K1/2 axis controls Th17 differentiation by regulating Gfil
expression and nuclear translocation of RORgamma. Cell Rep (2012) 1:360—
73. doi: 10.1016/j.celrep.2012.02.007

Karmaus P, Chen X, Lim SA, Herrada AA, Nguyen TM, Xu B, et al. Metabolic
heterogeneity underlies reciprocal fates of TH17 cell stemness and plasticity.
Nature (2019) 565:101-5. doi: 10.1038/s41586-018-0806-7

Supper V, Hartl I, Boulegue C, Ohradanova-Repic A, Stockinger H. Dynamic
Interaction- and Phospho-Proteomics Reveal Lck as a Major Signaling Hub of
CD147 in T Cells. J Immunol (2017) 198:2468-78. doi: 10.4049/
jimmunol.1600355

Takeshita M, Suzuki K, Kondo Y, Morita R, Okuzono Y, Koga K, et al. Multi-
dimensional analysis identified rheumatoid arthritis-driving pathway in
human T cell. Ann Rheum Dis (2019) 78:1346-56. doi: 10.1136/
annrheumdis-2018-214885

Schmidt R, Bultmann A, Fischel S, Gillitzer A, Cullen P, Walch A, et al.
Extracellular matrix metalloproteinase inducer (CD147) is a novel receptor on
platelets, activates platelets, and augments nuclear factor kappaB-dependent
inflammation in monocytes. Circ Res (2008) 102:302-9. doi: 10.1161/
CIRCRESAHA.107.157990

34.

35.

36.

Zhu X, Wang S, Shao M, Yan J, Liu F. The origin and evolution of Basigin
(BSG) gene: A comparative genomic and phylogenetic analysis. Dev Comp
Immunol (2017) 72:79-88. doi: 10.1016/j.dci.2017.02.007

Zhang MY, Zhang Y, Wu XD, Zhang K, Lin P, Bian HJ, et al. Disrupting
CD147-RAP2 interaction abrogates erythrocyte invasion by Plasmodium
falciparum. Blood (2018) 131:1111-21. doi: 10.1182/blood-2017-08-802918
Luan J, Zhang K, Yang P, Zhang Y, Feng F, Zhu YM, et al. The combination of
FK506 and an anti-CD147 mAb exerts potential therapeutic effects on a
mouse model of collagen-induced arthritis. Mol Immunol (2018) 101:1-9.
doi: 10.1016/j.molimm.2018.05.013

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2020 Miao, Zhang, Zheng, Zhang, Lv, Guo, Xu, Han, Chen and Zhu.
This is an open-access article distributed under the terms of the Creative Commons
Attribution License (CC BY). The use, distribution or reproduction in other forums is
permitted, provided the original author(s) and the copyright owner(s) are credited and
that the original publication in this journal is cited, in accordance with accepted
academic practice. No use, distribution or reproduction is permitted which does not
comply with these terms.

Frontiers in Immunology | www.frontiersin.org

October 2020 | Volume 11 | Article 545980


https://doi.org/10.1016/j.immuni.2009.04.014
https://doi.org/10.1016/j.immuni.2009.04.014
https://doi.org/10.1016/j.celrep.2012.02.007
https://doi.org/10.1038/s41586-018-0806-7
https://doi.org/10.4049/jimmunol.1600355
https://doi.org/10.4049/jimmunol.1600355
https://doi.org/10.1136/annrheumdis-2018-214885
https://doi.org/10.1136/annrheumdis-2018-214885
https://doi.org/10.1161/CIRCRESAHA.107.157990
https://doi.org/10.1161/CIRCRESAHA.107.157990
https://doi.org/10.1016/j.dci.2017.02.007
https://doi.org/10.1182/blood-2017-08-802918
https://doi.org/10.1016/j.molimm.2018.05.013
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	CD147 Expressed on Memory CD4+ T Cells Limits Th17 Responses in Patients With Rheumatoid Arthritis
	Introduction
	Materials and Methods
	Patients and Healthy Controls
	Phenotypic Analysis
	Intracellular Cytokine Staining
	Cell Isolation
	Cell Coculture
	Flow Cytometry Analysis of Phosphorylated Proteins
	Cytokine Analysis
	Lentiviral Vector Transduction
	Induction of CIA and Anti-CD147 mAb Treatment
	Statistical Analysis

	Results
	Association Between CD147 Levels and IL-17 Production in CD4+ T Cells
	Effect of CD147 on Human Th17 Responses
	Effect of CD147 on AKT, mTORC1, and STAT3 Signaling
	Effect of CD147 on Th17 Responses in RA Patients
	Anti-CD147mAb Treatment in RA Model

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


