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Abstract

Introduction: Binding immunoglobulin protein (BiP) has previously shown powerful anti-inflammatory properties in
the collagen-induced arthritis (CIA) model, where a single dose of BiP has proved to be both a long-term prophylactic
and therapeutic. In both CIA and human in vitro studies, BiP induced regulatory T cells. The present investigation looked
at the anti-inflammatory effect of BiP on inflamed human synovial tissue transplanted into severe combined
immunodeficient mice (SCID), a chimaeric in vivo model previously used to test the efficacy of biologic therapies.

Methods: Rheumatoid arthritis synovial membrane (RASM) was engrafted into SCID mice. Following successful
engraftment, mice were intravenously injected with BiP or human serum albumin in the presence or absence of
anti-IL-10 mAb. Twelve days later the grafts were removed for analysis and human cytokines in the sera were
quantified by ELISA. The extent of residual inflammatory cellular infiltrate in the synovial explants was determined
by weight of the explants.

Results: The RASM transplants from mice treated with BiP showed visual reduction in cellular infiltrate and
downregulation of all quantifiable features of inflammation as assessed by the Koizumi or Rooney histological
criteria. Also downregulated were HLA-DR, CD86, IL-6 and TNFa expression as assessed by immunohistology. ELISA
detected significantly less human IL-6 circulating in the BiP-treated mouse serum. After removal of transplanted
tissue 12 days post administration of BiP, the RASM explants from the BiP-treated SCID mice weighed significantly
less, indicating a suppression of tissue inflammation. Mice given concomitant neutralising anti-IL-10 antibody and
BiP showed no such suppression.

Conclusions: BiP has anti-inflammatory properties partially dependent on the downregulation of HLA-DR and co-
stimulatory molecules and the predominant production of IL-10.

Introduction
Rheumatoid arthritis (RA) is a chronic inflammation dis-
ease characterised by hypertrophy of the synovial mem-
brane, ultimately causing joint damage due, in part, to
the sustained production of inflammatory cytokines such
as TNFa, IL-1b and IL-6. We have previously shown that
binding immunoglobulin protein (BiP) downregulates
both immune and inflammatory responses in vitro in our

work with human peripheral blood mononuclear cells
[1], where it attenuates TNFa production and upregu-
lates production of IL-10, IL-1 receptor antagonist and
soluble TNF receptor II. In vivo, using the murine
collagen-induced arthritis (CIA) model in either DBA/1
or HLA-DR1+/+ transgenic mice [2], BiP has long-lasting
prophylactic and therapeutic action. Importantly, the
immunoregulatory function of BiP is not dependent on
the continued presence of the protein, since adoptive
transfer of spleen and lymph node cells from BiP-treated
animals into mice with CIA could prevent or treat arthri-
tis without further administration of BiP [2].
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Biologic therapies have been successfully used in the
therapy of RA over the past decade but a significant
number of patients fail to respond to their treatment [3].
BiP, however, has a different mechanism of action from
the currently available antibody therapies, as evident
from the long-term disease remission seen in animal stu-
dies [2]. As a possible therapeutic agent in RA, however,
BiP requires further validation of its anti-arthritic proper-
ties. In vitro human studies have established that the
downregulation of HLA-DR and the co-stimulatory
molecule CD86 are sensitive biomarkers of BiP activity,
as is the rapid attenuation of TNFa production and
increase in IL-10 production [1]. Prior to clinical studies
it is necessary to confirm that these remain useful mar-
kers in a relevant model. We therefore chose a xeno-
geneic in vivo model involving transplant of human
rheumatoid arthritis synovial membrane (RASM) into
severe combined immunodeficient (SCID) mice. This
model has been validated previously as a robust screen
for therapeutic efficacy since anti-TNFa [4] and anti-
soluble IL-6 receptor [5] antibodies suppress inflamma-
tion in similar models.

Materials and methods
Preparation of recombinant human binding
immunoglobulin protein
BiP was prepared as previously described [6]. The pro-
tein purity, as assessed by polyacrylamide gel electro-
phoresis and silver staining, was greater than 95%.
Professional assessment of endotoxin contamination
showed < 0.3 endotoxin units/μg protein (Associates of
Cape Cod, Liverpool, UK).

Preparation of RASM/SCID mice
The RASM/SCID (CB.17/Icr; Charles River Japan, Tokyo,
Japan) murine model was set up as described [4]. All RA
patients providing tissue during knee joint replacement
surgery gave fully informed written consent and the study
was approved by the Research Ethics Committee of Toin
University of Yokohama Project approval number I-1.
Therapeutic manipulation of the mice was undertaken

only if successful engraftment had been achieved 4 weeks
after transplantation. BiP (10 μg/mouse, n = 15) or human
serum albumin (HSA) (10 μg/mouse, n = 15), as the con-
trol protein, were administrated intravenously either alone
or in the presence or absence of anti-IL-10 antibody or
isotype control antibody as required. The mice were sacri-
ficed 12 days later and implanted tissue was removed for
analysis by immunohistology and weight.

Scoring the degree of synovial inflammation and
inflammatory cell infiltrate
The degree of histological synovial inflammation of the
implanted tissue was assessed as described by Koizumi

and colleagues [7] or by Rooney and colleagues [8]. The
scoring features included measurements of synovial hyper-
plasia, fibrosis, blood vessels, perivascular lymphocytes,
lymphoid follicles, and diffuse infiltrating lymphocytes or
synovial cells, palisading, giant cells, lymphocytes, granular
tissue and fibrosis.

Immunohistological examination
Paraffin-embedded tissue sections were used for immu-
nostaining for CD86 and HLA-DR. Frozen tissue sections
were stained for the detection of cytokines (TNFa, IL-6
and IL-10). The tissue sections were blocked for endo-
genous peroxidase activity with 0.3% hydrogen peroxide
in methanol. Nonspecific antibody binding was blocked
with 10% normal goat serum. The sections were incu-
bated with specific antibody or normal IgG for 1 hour at
37°C. The sections incubated with anti-CD86 or HLA-
DR antibody were treated with biotinylated secondary
antibody, and then visualised using the Vectastatin ABC
kit (Vector Laboratories, Funakoshi Co, Tokyo, Japan). A
visual scoring scale of 0 to 3 was used to assess the
expression of the molecules. The other sections were
treated with peroxidase-conjugated anti-mouse IgG (His-
tofine Simple Stain MAX PO; Nichirei, Tokyo, Japan)
developed with 3-amino-n-ethylcarbazole (Nichirei) for
visualisation. Sections were counterstained with Mayer
haematoxylin.

Measurement of human IL-4, IL-6 and IL-10 in mouse
serum
The serum levels of human IL-4, IL-6 and IL-10 were
measured by a quantitative sandwich enzyme immunoas-
say technique (Quantikine HS; R&D Systems, Funakoshi
Co Tokyo, Japan) according to the manufacturer’s
instructions.

Statistical analysis
Data were compared using the Student t test and
expressed as the mean ± standard deviation.

Results and discussion
It is difficult to extrapolate from data derived either from
animal models or in vitro human experiments to envisage
how a potential therapy will act in humans. Previously,
however, the RASM/SCID model has been used to predict
the success of biologic therapies currently being used in
the clinic for RA, such as anti-TNFa [4].

BiP abrogates inflammation in human RASM transplanted
into SCID mice
Twelve days following intravenous injection of BiP into
the RASM/SCID chimaeric mice, the histological fea-
tures of the RASM taken from the control mice were
unchanged (Figure 1a) compared with the markedly
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reduced cellular infiltrate in the RASM grafts from the
BiP-treated mice (Figure 1b). Histopathogical measure-
ments of the RASM grafts from mice given intravenous
BiP showed that although there was not a complete
absence of inflammation it was significantly reduced
compared with grafts taken from control mice (overall
scores: Rooney, BiP 16 ± 6 vs. HSA 27 ± 8.2, P = 0.006;
Koizumi, BiP 6.1 ± 2.6 vs. HSA 12 ± 2.2, P < 0.001; BiP
n = 15 and HSA n = 14) (Figure 1c and 1d, respec-
tively). The data from this experimental model confirm
that BiP acts in an anti-inflammatory fashion and they
predict a reduction in pathology in vivo. Indeed, the
gross pathology following BiP treatment showed results
similar to those seen in the same model following
administration of anti-TNFa or anti-IL-6 receptor mAbs
[4,5] and also the disease-modifying drug methotrexate
[9].

BiP reduces antigen presentation and inflammatory
cytokines
Immunohistological assessment of the RASM tissue sec-
tions showed significantly reduced expression of the co-
stimulatory molecule CD86 (mean visual score ± stan-
dard error: HSA 1.86 ± 0.46, n = 7 vs. BiP 0.89 ± 0.35,
n = 9; P = 0.05) and a trend to the downregulation of
HLA-DR (HSA 1.67 ± 0.37, n = 9 vs. BiP 1.37 ± 0.37,
n = 8, P < 0.06 (NS)) (Figure 2a), thus reducing the
capacity for antigen presentation by monocytes/macro-
phages/dendritic cells. This observation complements
our in vitro data showing that BiP has a significant inhi-
bitory effect on HLA-DR expression and downregulates
CD86 expression by human peripheral blood monocytes
[1] and monocyte-derived dendritic cells [10]. One
mechanism of action by which BiP might reduce T-cell
activation, and thus inflammation, is therefore by

A
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C

D

Figure 1 Binding immunoglobulin protein reduces gross pathology of synovial membrane transplants. Pieces of human synovial tissue
from patients with rheumatoid arthritis were transplanted into severe combined immunodeficient mice. After successful engraftment, binding
immunoglobulin protein (BiP) (10 μg/animal) or human serum albumin (HSA) (10 μg/animal) were administered intravenously, and 12 days later
the tissue was removed for immunohistological examination. Representative figures of haematoxylin-stained tissue removed from (a) HSA-treated
mice or (b) BiP-treated mice. Transplant samples were scored by (c) Rooney and colleagues’ and (d) Koizumi and colleagues’ histological criteria.
Results are the mean and standard deviation of 15 animals in each group. *P < 0.02 in a comparison of BiP-treated and HSA-treated samples.
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restricting the antigen-presenting abilities of monocytes
[1].
Additionally, a profound suppression of inflammatory

cytokines TNFa and IL-6 was noted in RASM retrieved
from the BiP-treated animals (Figure 2a). The suppres-
sion of TNFa in the RASM by BiP is particularly perti-
nent in diseased tissue where TNFa is known to be the
major inflammatory mediator, and gives credence to
such disease-related changes noted in in vitro human
peripheral blood mononuclear cell cultures.
Only human IL-6 was produced at levels detectable in

the sera of control mice injected with HSA, but not in the
sera of mice given intravenous BiP. There was a significant
reduction in background levels of circulating human IL-6
in these mice (HSA 1.13 ± 1.1 pg/ml vs. BiP 0.32 ± 0.13
pg/ml, P = 0.01) (Figure 2b). This is an important correla-
tion. Since IL-6 is a pleiotropic cytokine this inhibition
may have important consequences if translated to RA
patients receiving BiP, including: reduced stimulus for the
acute-phase response, leading to a reduction in C-reactive

protein and the erythrocyte sedimentation rate; inhibition
of development of Th17 cells, which are important proin-
flammatory cells in RA [11] for which IL-6 is a pre-requi-
site [12]; and downregulation of other pathogenic
mechanisms, such as osteoclast activity [13].

Addition of anti-IL-10 inhibits BiP function
Although BiP stimulates the production of IL-10 from
peripheral blood mononuclear cells in vitro [1], we
lacked histological evidence for the upregulation of
IL-10 protein in the BiP-treated RASM/SCID mouse.
This may have been due to the single time-point chosen
for the experiment. To test the hypothesis that the ther-
apeutic effect of BiP was at least partially mediated via
IL-10, BiP or HSA were therefore simultaneously admi-
nistered with either a neutralising anti-IL-10 antibody or
an isotype antibody control.
The weight of the transplant was used as a surrogate

measure of inflammation. Weight loss, indicative of the
loss of inflammatory cells and reduced tissue oedema,
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Figure 2 Binding immunoglobulin protein treatment alters cell surface molecule expression and cytokine production. Binding
immunoglobulin protein (BiP) treatment alters HLA-DR and co-stimulatory molecule expression and cytokine production in the xenogeneic
model of synovial membrane from rheumatoid arthritis patients transplanted into severe combined immunodeficient (SCID) mice. Pieces of
human synovial tissue from patients with rheumatoid arthritis were transplanted into SCID mice. After successful engraftment, BiP (10 μg/animal)
or human serum albumin (HSA) (10 μg/animal) were administered intravenously, and 12 days later tissue and serum were removed for analysis.
(a) Representative immunohistology photomicrographs showing explants of synovial membrane taken from mice injected with HSA (left) or
from mice injected with BiP (right). (b) Scattergram showing the concentration of human cytokines IL-4, IL-6 or IL-10 detected in the sera of
mice given either HSA or BiP, as detected by ELISA. Each group contained 15 animals.
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signified a reduction of tissue inflammation. The explants
from the mice given HSA, whether co-injected with the
anti-IL-10 antibody or the isotype control, did not differ in
weight (HSA + anti-IL-10, 0.33 ± 0.06 g; HSA + isotype,
0.27 ± 0.07 g; P = NS). In contrast, the explants from the
mice given BiP + isotype control were significantly lighter
in weight from those explants given anti-IL-10 (BiP + iso-
type control, 0.07 ± 0.04 g vs. BiP + anti-IL-10, 0.26 ± 0.04
g; n = 4, P = 0.007) (Figure 3). Importantly, there was no
difference in weight between the two HSA groups and the
group given BiP + anti-IL-10 (Figure 3). These data pro-
vide indirect evidence of IL-10 involvement. Undoubtedly
the production of IL-10 facilitates the attenuation of
TNFa production [1], but data also indicate that the posi-
tive deactivation of monocytes [14] is important for the
immunomodulatory effect of BiP, with downregulation of
CD86 and HLA-DR and upregulation of soluble TNF
receptor II and IL-1 receptor antagonist production [1].
These latter functions may be independent of IL-10 pro-
duction [1,15]. It is certainly evident that, although BiP
and IL-10 have a similar effect on monocytes, the kinetics
are different [1] - therefore, at present, the extent to which
IL-10 defines BiP activity is unclear.

Consideration should also be given to the extended
activity of BiP treatment in the absence of protein. In
vivo adoptive transfer experiments clearly indicate that
the induction of regulatory T cells is important [2], and
the identification of the regulatory cell subpopulation
involved is currently under investigation. Likewise, the
BiP-induced attenuation of IL-6 is a novel finding from
this model and we are presently investigating this in
relation to BiP.

Conclusions
A single systemic administration of BiP in the RASM/
SCID model post engraftment of the RASM suppressed
all gross markers of pathology as recorded by Rooney
and colleagues and by Koizumi and colleagues. In addi-
tion, CD86 and HLA-DR expression was reduced and IL-
6 and TNFa production was attenuated. Evidence thus
suggests that BiP resolves RASM inflammation and that
this is at least in part a consequence of IL-10 production.
The study confirms that BiP has long-term anti-inflam-
matory and immunomodulatory properties in vivo. There
is therefore a reasonable expectation that BiP may prove
to be an effective immunotherapy for RA acting by an
entirely novel mechanism.
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sized pieces of rheumatoid arthritis synovial membrane (RASM) were
transplanted into severe combined immunodeficient mice. After
successful engraftment, binding immunoglobulin protein (BiP) (10 μg/
animal) or human serum albumin (HSA) (10 μg/animal) were
administered intravenously concomitantly with either a neutralising
anti-IL-10 antibody (aIL-10) or isotype control antibody. The RASM graft
was removed after 12 days and weighed as a surrogate measure of
inflammation. The results of four animals in each group are shown.

Yoshida et al. Arthritis Research & Therapy 2011, 13:R149
http://arthritis-research.com/content/13/5/R149

Page 5 of 6

http://www.ncbi.nlm.nih.gov/pubmed/15077298?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15077298?dopt=Abstract


express an anti-inflammatory cytokine profile and to inhibit antigen
presenting cell function: relevance to the treatment of inflammatory
arthritis. Arthritis Rheum 2004, 50:1164-1171.

2. Brownlie RJ, Myers LK, Wooley PH, Corrigall VM, Bodman-Smith MD,
Panayi GS, Thompson SJ: Treatment of murine collagen-induced arthritis
by the stress protein BiP via interleukin-4-producing regulatory T cells: a
novel function for an ancient protein. Arthritis Rheum 2006, 54:854-863.

3. Nam JL, Winthrop KL, van Vollenhoven RF, Pavelka K, Valesini G, Hensor EM,
Worthy G, Landewé R, Smolen JS, Emery P, Buch MH: Current evidence for
the management of rheumatoid arthritis with biological disease-
modifying antirheumatic drugs: a systematic literature review informing
the EULAR recommendations for the management of RA. Ann Rheum Dis
2010, 69:976-986.

4. Matsuno H, Yudoh K, Katayama R, Nakazawa F, Uzuki M, Sawai T,
Yonezawa T, Saeki Y, Panayi GS, Pitzalis C, Kimura T: The role of TNF-α in
the pathogenesis of inflammation and joint destruction in rheumatoid
arthritis (RA): a study using a human RA/SCID mouse chimera.
Rheumatology 2002, 41:329-337.

5. Matsuno H, Sawai T, Nezuka T, Uzuki M, Tsuji H, Nishimoto N, Yoshizaki K:
Treatment of rheumatoid synovitis with anti-reshaping human
interleukin-6 receptor monoclonal antibody: use of rheumatoid arthritis
tissue implants in the SCID mouse model. Arthritis Rheum 1998,
41:2014-2021.

6. Corrigall VM, Bodman-Smith MD, Fife MS, Canas B, Myers LK, Wooley PH,
Soh C, Staines NJ, Pappin DJC, Berlo SE, van Eden W, van der Zee R,
Lanchbury JS, Panayi GS: The human endoplasmic reticulum molecular
chaperone BiP is an autoantigen for rheumatoid arthritis and prevents
the induction of experimental arthritis. J Immunol 2001, 166:1492-1498.

7. Koizumi F, Matsuno H, Wakaki K, Ishii Y, Kurashige Y, Nakamura H: Synovitis
in rheumatoid arthritis: scoring of characteristic histopathological
features. Pathol Int 1998, 49:298-304.

8. Rooney M, Condell D, Quinlan W, Daly L, Whelan A, Feighery C,
Bresnihan B: Analysis of the histologic variation of synovitis in
rheumatoid arthritis. Arthritis Rheum 1988, 31:956-963.

9. Nakazawa F, Matsuno H, Yudoh K, Katayama R, Sawai T, Uzuki M, Kimura T:
Methotrexate inhibits rheumatoid synovitis by inducing apoptosis.
J Rheumatol 2001, 28:1800-1808.

10. Corrigall V, Vittecoq O, Panayi G: Binding immunoglobulin protein-treated
peripheral blood monocyte derived dendritic cells are refractory to
maturation and induce regulatory T-cell development. Immunology 2009,
128:218-226.

11. Cope AP, Schulze-Koops H, Aringer M: The central role of T cells in
rheumatoid arthritis. Clin Exp Rheumatol 2007, 25:S4-S11.

12. Weaver CT, Hatton RD, Mangan PR, Harrington LE: IL-17 family cytokines
and the expanding diversity of effector T cell lineages. Ann Rev Immunol
2007, 25:821-852.

13. Schett G: Review: Immune cells and mediators of inflammatory arthritis.
Autoimmunity 2009, 41:224-229.

14. Gordon S, Taylor PR: Monocyte and macrophage heterogeneity. Nat Rev
Immunol 2005, 5:953-964.

15. Shields AM, Corrigall VM, Panayi GS: Resolution-associated molecular
patterns (RAMP): RAMParts defending immunological homeostasis? Clin
Exp Immunol 2011, 165:292-300.

doi:10.1186/ar3463
Cite this article as: Yoshida et al.: Binding immunoglobulin protein
resolves rheumatoid synovitis: a xenogeneic study using rheumatoid
arthritis synovial membrane transplants in SCID mice. Arthritis Research &
Therapy 2011 13:R149. Submit your next manuscript to BioMed Central

and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

Yoshida et al. Arthritis Research & Therapy 2011, 13:R149
http://arthritis-research.com/content/13/5/R149

Page 6 of 6

http://www.ncbi.nlm.nih.gov/pubmed/15077298?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15077298?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15077298?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16508967?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16508967?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16508967?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20447957?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20447957?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20447957?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20447957?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11934972?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11934972?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11934972?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9811057?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9811057?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9811057?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11160188?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11160188?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11160188?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10365848?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10365848?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10365848?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2457377?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2457377?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11508582?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19740378?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19740378?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19740378?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17977483?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17977483?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18365836?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16322748?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21671907?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21671907?dopt=Abstract

	Abstract
	Introduction
	Methods
	Results
	Conclusions

	Introduction
	Materials and methods
	Preparation of recombinant human binding immunoglobulin protein
	Preparation of RASM/SCID mice
	Scoring the degree of synovial inflammation and inflammatory cell infiltrate
	Immunohistological examination
	Measurement of human IL-4, IL-6 and IL-10 in mouse serum
	Statistical analysis

	Results and discussion
	BiP abrogates inflammation in human RASM transplanted into SCID mice
	BiP reduces antigen presentation and inflammatory cytokines
	Addition of anti-IL-10 inhibits BiP function

	Conclusions
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 500
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 500
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /Warning
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


