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early osteoarthritic synovial fluid
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Abstract

Background: Osteoarthritis (OA) and Rheumatoid arthritis (RA) are diseases which result in the degeneration of the
joint surface articular cartilage. Matrix Metalloproteinases (MMPs) are enzymes that aid in the natural remodelling of
tissues throughout the body including cartilage. However, some MMPs have been implicated in the progression of
OA and RA as their expression levels and activation states can change dramatically with the onset of disease. Yet, it
remains unknown if normal and arthritic joints demonstrate unique MMPs expression profiles, and if so, can the
MMP expression profile be used to identify patients with early OA. In this study, the synovial fluid protein
expression levels for MMPs 1, 2, 3,7, 8,9, 12 & 13, as well as those for the Tissue Inhibitors of MMPs (TIMPs) 1, 2, 3,
& 4 were examined in highly characterized normal knee joints, and knee joints with clinically diagnosed OA (early
and advanced) or RA. The purpose of this study was to determine if normal, OA, and RA patients exhibit unique
expression profiles for a sub-set of MMPs, and if early OA patients have a unique MMP expression profile that could
be used as an early diagnostic marker.

Methods: Synovial fluid was aspirated from stringently characterized normal knee joints, and in joints diagnosed
with either OA (early and advanced) or RA. Multiplexing technology was employed to quantify protein expression
levels for 8 MMPs and 4 TIMPs in the synovial fluid of 12 patients with early OA, 17 patients diagnosed with
advanced OA, 15 with RA and 25 normal knee joints. Principle component analysis (PCA) was used to reveal which
MMPs were most influential in the distinction between treatment groups. K — means clustering was used to verify
the visual grouping of subjects via PCA.

Results: Significant differences in the expression levels of MMPs and TIMPs were observed between normal and
arthritic synovial fluids (with the exception of MMP 12). PCA demonstrated that MMPs 2, 8 & 9 can be used to
effectively separate individuals diagnosed with advanced arthritis from early osteoarthritic and normal individuals,
however, these MMP profiles do not separate early OA from normal synovial fluid. An apparent separation between
advanced OA and RA subjects was also revealed through PCA. K-means clustering verified the presence of 3
clusters: normal joints clustered with early OA, and separate clusters of advanced OA or RA.

Conclusions: This study demonstrates that unique MMP and TIMP expression profiles are present within normal,
advanced OA and RA synovial fluid. These MMP profiles can be used to distinguish advanced OA & RA synovial
fluid from early OA & normal synovial fluid, and even between synovial fluid samples from OA and RA joints.
Although this methodology cannot be used for the diagnosis of early OA, high throughput multiplex technology of
MMPs and TIMPs in synovial fluid may prove useful in determining the severity of the disease state, and/or
quantifying the response of individuals to disease interventions.
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Background
There are likely several clinically recognized arthritic
phenotypes, however, broadly speaking there are two
main ‘types’ of arthritis: RA, a chronic inflammatory dis-
ease characterized by joint swelling, joint tenderness,
and destruction of synovial joints [1] and OA, a hetero-
geneous group of conditions that lead to joint symptoms
and signs which are associated with the defective integ-
rity of articular cartilage [2]. Given the presence of auto-
antibodies to a number of proteins such as citrullinated
peptides (CP) and immunoglobulin (i.e. rheumatoid fac-
tor: RF) [1], RA has been appropriately classified as an
autoimmune disease. There are a number of validated
diagnostic tools and criteria that can predict the onset of
RA, in some cases years before overt clinical manifesta-
tions. However, in the case of OA, no known (validated)
early diagnostic test exists that can either predict the
onset or eventual severity of the disease. To this end, a
number of studies have used structural fragments of car-
tilage proteins as potential biomarkers of OA. Procolla-
gen II C-propeptide upregulation, a precursor of COL II
that appears as a repair response to damaged cartilage,
has been localized in the articular cartilage of patients
diagnosed with early OA [3]. Studies have shown this
up-regulation is detectable in patient synovial fluid and
serum, thus highlighting it as a potential biomarker for
early OA [3]. Conversely, proteolytic COL II breakdown
is key in the cartilage erosion witnessed in arthritic dis-
eases. Fragments of COL II or COL II epitopes have also
been highlighted as potential OA biomarkers, generally
falling into one of three potential categories based on
their origin from the native COL II molecule: cleavage
neoepitopes, denaturation epitopes, or epitopes from the
mature end of the molecule [4]. To date, however, no
COL II/ProCOL 1II early OA diagnostic assays have
entered the market due to the variability of COL II epi-
topes within normal and arthritic patient populations.
Other historical biomarkers such as cartilage oligomeric
protein (COMP) and hyaluronan (HA) [5,6] have also
been identified as early biomarkers, but have not been
clinically adopted. More recently, profiling of the inflam-
matory response in OA patients is being investigated,
however, this area of study is still in need of further in-
vestigation [7,8]. Clinically speaking, only when evidence
of joint space narrowing, cartilage loss, or osteophyte
formation is obtained can the disease be clinically diag-
nosed in its later stages [2]. In this capacity, matrix
metalloproteinases (MMPs) have been studied as poten-
tial indicators of the onset of arthritis as MMPs have
been implicated in the loss of articular cartilage which
occurs both in OA and RA [9,10].

The chondrocyte extracellular matrix (ECM) of healthy
and arthritic joints is constantly subjected to remodelling
processes [11,12]. This delicate balance between
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anabolism and catabolism of ECM components is
mediated by interactions with synthetic and degradative
molecules present in the joint environment (synovial
fluid). In arthritic conditions, it is hypothesised that for
some reason the catabolic potential within the joint envir-
onment overrides the anabolic, resulting in irreversible de-
struction within the joint. Many proteolytic enzymes have
the ability to degrade the articular cartilage collagen scaf-
fold including several of the MMPs [13,14], as well as
non-MMPs. MMPs are a family of tissue remodeling
enzymes which, when activated, recognize specific
sequences in ECM proteins and then cleave these proteins.
MMP-1 is an interstitial collagenase (collagenase 1) pro-
duced mainly (but not exclusively) by synovial cells within
the joint. MMP-1 efficiently degrades collagen types I and
II during fibrolytic tissue remodeling, while also main-
taining the ability to degrade type II collagen. MMP-2 is a
gelatinase (gelatinase A) that is secreted by stromal cells
beneath the synovial lining [15]. This MMP has the ability
to degrade aggrecan, and extracellular matrix proteogly-
can, as well as collagen types I, II, and III using a similar
mechanism to MMPs of the collagenase subfamily. MMP-
3 is a stromelysin (stromelysin 1) with a specificity to fa-
cilitate degradation of extracellular matrix proteoglycans
such as versican and aggrecan. MMP-7, matrilysin, has
been show to cleave proteoglycans and collagen III/IV/V/
IX/X/XI when present in its active form [16]. MMP 7 in
its active form has also been shown to activate pro-MMPs
1, 2, and 7 [16]. MMP-8, neutrophil collagenase, is
secreted by neutrophils and MMP-9, gelatinase-B, is also
secreted by neutrophils in addition to macrophages and
synovial cells [15]. MMP-12, a metalloelastase secreted by
macrophages, has the ability to breakdown collagen type
IV, and proteoglycan, as well as various other ECM com-
ponents [17]. MMP-13 is a collagenase (collagenase 3)
produced by chondrocytes and has specificity for type II
collagen, while to a lesser extent also degrades collagen
types I and III as well as aggrecan. MMPs are inhibited by
specific endogenous tissue inhibitors of metalloproteinases
(TIMPs), which consist of four protease inhibitors:
TIMP1, TIMP2, TIMP3 and TIMP4. Each TIMP binds
with differential rates of interaction and affinity to a MMP,
(1:1, 2:2 stoichiometry). TIMP-1 inhibits MMP-1, MMP-3
and MMP-9 [18-21]. TIMP-2 inhibits proMMP-2 [18,22],
however, TIMP-2 also has a bi-functional effect on
MMP-2 since proMMP-2 activation requires low levels of
TIMP-2 for activation, whereas a greater concentration of
TIMP-2 inhibits MMP-2 [23]. TIMP-3 inhibits MMP-2
and MMP-9 [24], whereas TIMP-4 is a good inhibitor for
all classes of MMPs without remarkable preference for
specific MMPs [25].

In this study, the concentrations of specific MMPs (1,
2,3,7,8,9, 12, and 13) were quantified in the synovial
fluid collected from normal joints and joints from
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patients clinically diagnosed with OA (early and
advanced) or RA. Through PCA and K — means cluster-
ing analysis, reproducible and unique MMP expressions
profiles were identified for normal, OA (advanced) and
RA synovial fluid, however, normal and early OA syn-
ovial fluid cannot be distinguished from each other using
this methodology. Utilizing high-through-put multiplex-
ing methodologies with multi-variant statistical analysis
allows for the visualization of changes within a certain
marker between/within groups, but also provides the op-
portunity to observe if the interaction of many markers
can better describe a phenotype of arthritic disease. This
is of significance as distinct MMP profiles of disease
may be exploited for alternative diagnostics as well as
tracking disease activity/severity with therapeutic
intervention.

Methods

Ethics Statement

Informed consent to participate was obtained by written
agreement. The study protocol was approved by the
University of Calgary Research Ethics Board (Application
number: 21987).

Inclusion and Exclusion Criteria

Early OA Group: Inclusion criteria was early OA diag-
nosed based on arthroscopic examination, these patients
had an Outerbridge score of under grade 2 (a partial-
thickness defect with fissures on the surface that do not
reach sub-chondral bone or exceed 1.5 cm in diameter),
all but one patient was over 40 years of age. Advanced
OA Group: Inclusion criteria were an age of 40 years or
older, OA diagnosed based on the American College of
Rheumatology [2] criteria with X-ray documentation,
and no evidence of autoimmune disease or RA.RA
Group: Inclusion criteria were an age of 40 years or
older, RA diagnosed based on the American College of
Rheumatology criteria [1].

Normal Group: Inclusion criteria for control cadaveric
donations (collected at the Southern Alberta Organ and
Tissue Donation Program (SAOTDP)) were an age of
40 years or older, no history of arthritis, joint injury or
surgery (including visual inspection of the cartilage sur-
faces during recovery), no prescription anti-
inflammatory medications, no co-morbidities (such as
diabetes/cancer), and availability within 4 hrs of death.

Subjects

Early OA Group: Twelve patients (11 males, ages: 31,
43, 46, 46, 49, 50, 52, 54, 58, 59, 66 / 1 female, age: 49)
diagnosed with early osteoarthritis had synovial fluid
aspirated prior to the arthroscopic examination without
lavage (Table 1) (University of Calgary Ethics # 21987).
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Advanced OA Group: Seventeen patients (8 males,
ages: 45, 51, 57, 62, 65, 68, 68, 75 / 9 females, ages: 43,
49, 52, 55, 58, 62, 64, 73, 74) diagnosed with osteoarth-
ritis had synovial fluid aspirated during routine medical
visits without lavage (Table 1) (University of Calgary
Ethics # 21987).

RA Group: Fifteen patients (5 males, ages: 40, 48, 51,
55, 55 / 10 females, ages: 40, 48, 49, 52, 54, 54, 61, 63,
75) diagnosed with Rheumatoid arthritis had synovial
fluid aspirated during routine medical visits without lav-
age (Table 1)( University of Calgary Ethics # 21987).

Normal Control Group: Thirty fresh cadaveric dona-
tions were recovered within 4 hours from time of death
through the SAOTDP (University of Calgary Ethics #
21987). Synovial fluid was collected from the remaining
25 normal individuals without lavage (14 males, ages: 40,
47, 50, 52, 54, 54, 56, 58, 65, 65, 68, 69, 72, 77 / 11
females, ages: 42, 46, 48, 50, 51, 51, 52, 65, 65, 68, 75,
78) (Table 1).

Synovial Fluid

Synovial fluid from control individuals was obtained by
the SAOTDP. Synovial fluid from advanced OA and RA
patients was aspirated from the knee joint by the attend-
ing Rheumatologist using conventional sterile technique.
The early OA synovial fluid was recovered by an ortho-
pedic surgeon under sterile conditions. All synovial fluid
samples were collected without the use of lavage or any
other diluant. The native synovial fluid samples were ali-
quoted and stored in cryogenic vials at -80° C after cells
were removed by centrifugation at 4° C. For
standardization of the protocol, all synovial fluid samples
were subjected to only one freeze-thaw event prior to
the assessment.

ELISA and Luminex Multiplex Array

Synovial fluid aliquots were thawed on ice and 20 pl of
fluid was diluted 1:5 with the Milliplex running buffer
(Millipore, Billercia, MD). Sample analysis was per-
formed by Eve Technologies (University of Calgary)
using the Fluorokine MAP Multiplex Human MMP
Panel (R&D Systems, Minneapolis, MN) and the Lumi-
nex 100 platform (Luminex Corp., Austin, TX), accord-
ing to the manufacture’s instruction, as well as
previously published methods [26]. All samples were
prepared and analyzed according to the manufacturer’s
instructions included with the kits. All samples were
assessed at least in duplicate and prepared standards
were included in all runs. Briefly, MMP-specific anti-
bodies are pre-coated onto color-coded micro-particles.
These micro-particles along with standards and samples
added to the plate and the immobilized antibodies bind
the MMPs of interest. After washing away any unbound
substances, biotinylated antibodies specific to the MMP
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Table 1 Summary of normal, early OA, OA, and RA individuals
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Patient Group Age Sex Clinical Diagnosis Prescribed Medication
Early Osteoarthritis (n=12) 58 M Left knee N/A

43 M right knee N/A

43 M right knee N/A

49 F right knee N/A

49 M right knee N/A

66 M right knee N/A

54 M Left knee N/A

59 M Left knee N/A

50 M right knee N/A

46 M right knee N/A

46 M right knee N/A

31 M right knee N/A

52 M right knee N/A
Osteoarthritis (n=17) 51 M OA Left knee N/A

57 M OA Left knee N/A

62 M OA Left knee N/A

68 M OA Both Knees & Spine N/A

75 M OA Both Knees & Spine N/A

52 F OA Right knee N/A

55 F OA Right knee N/A

64 F OA Left knee N/A

73 F OA Left knee N/A

74 F OA Both Knees N/A

65 M OA Both Knees N/A

68 M Knee & Both Hands N/A

62 F Left Knees N/A

58 F Both Knees & Spine N/A

49 F Right Knee N/A

43 F Both Knees N/A

45 M Right Knee N/A
Rheumatoid Arthritis (n=15) 40 M RA Infiximab

51 M RA Leftlunomide

55 M RA N/A

40 F RA Methotrexate, Plaquenil, Abatacept

48 M RA N/A

49 F RA Methotrexate

54 F RA Abatacept

61 F RA N/A

75 F RA Hydrochloroquine, Naproxen

75 M RA Prednisone

52 M RA N/A
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Table 1 Summary of normal, early OA, OA, and RA individuals (Continued)

54 M
48 M
63 M
55 M

RA Methotrexate
RA Abatacept
RA Abatacept
RA Methotrexate

Normal (n=25) 58+11 14M, 11F Normal Joint — No prescribed medications.

Synovial fluid was aspirated from the knees of normal individuals and patients with OA or RA. The age, sex, afflicted joint(s) and prescribed medication are

presented above.

of interest are added to each well. Following a wash to
remove any unbound  biotinylated  antibody,
Streptavidin-PE antibodies were added to each well. A
final wash removed unbound Streptavidin-PE and the
micro-particles were resuspended in buffer and read
using the Luminex 100 analyzer. ELISA’s were preformed
on normal (n=10), early OA (n=10), advanced OA
(n=10) and RA (n = 10) synovial fluid samples to measure
the total protein amounts (pro and active) of MMP 9
and 13 using commercially available kits (Anaspec,
Freemont CA) according to the manufactures instruc-
tions. Each sample was assayed in duplicate and the
concentration was extrapolated from the included
standards.

Statistical Analysis

Statistical analysis was facilitated by Stata 9.2 for Macin-
tosh (Stata, College Station, TX) and Prism GraphPad 5
for Macintosh (Prism, La Jolla, CA). Treatment group
comparisons for MMPs and TIMPs of normal (n=25),
early OA (n=12), OA (n=17), and RA (n=15), were
made using the Kruskal-Wallis test with Dunn’s multiple
comparisons test. Principal component analysis (PCA)
was executed on all arthritic patients (early OA, OA and
RA) and normal control samples, a total of 69 records
within the data set in which factor loadings were calcu-
lated for MMP-1, 2, 3, 7, 8, 9, 12, and 13. Principal com-
ponents were retained if their Eigen value was greater
than or equal to 1 (in this case 3 components were
retained). To mathematically verify the visual groupings
of patients of each of the four treatment groups pre-
sented by PCA, K-Means clustering was implemented
using the first three principal components as inputs. K —
Means clustering is an unguided algorithm that sepa-
rates data into a predetermined number of groups (k
groups). This is accomplished through an iterative
process that calculates the shortest distance in space be-
tween 3 randomly selected centoids, then allocates each
sample accordingly. The distances are calculated based
on the multivariate data that can be associated with each
sample. In our study, each sample was represented by
three data points, the first, second, and third principal
components. PCA is a data reduction algorithm that
produces components that represent ideally weighted

values that are calculated from the contributions of all
MMPs investigated, while retaining much of the variabil-
ity of the data set.

Results

Group Comparison

Multiplex analysis was undertaken on synovial fluid
samples from normal, early OA, OA and RA joints to in-
vestigate protein expression levels of MMPs (Figure 1)
and TIMPs (Figure 2). Investigation of MMP protein ex-
pression levels (Figure 1) revealed a significant difference
in MMP 3 when normal samples were compared to early
OA samples. MMP 1, 2, 3, 8, and 13 expression levels
were significantly elevated in advanced OA samples
when compared to early OA samples, while also signifi-
cantly elevated when compared to MMP 1, 2, 7, 8, 9,
and 13 expression levels of normal synovial fluid sam-
ples. When RA MMP levels were compared to normal
MMP synovial fluid levels, significant elevations of
MMP 1, 3, and 8 were observed within the RA samples.
Finally, MMP 7 expression was significantly decreased in
RA samples compared to OA samples. Since multiplex
analysis is a relatively new methodology and a number
of studies have validated the accuracy of the approach,
some discrepancies have also been observed between
multiplex assays and ELISA [26-30]. Therefore, analysis
was conducted on MMP 9 and 13 to verify the trend of
expression levels across treatment groups as reported by
Luminex multiplexing to those detected by ELISA. With
the exception of Luminex being more sensitive to MMP
9 & 13 in advanced OA synovial fluid (although the
medians are similar, black bars within each treatment
group), the expression trends (and medians) appear the
same in each of the quantification methodologies
(Figure 3).

Since the assays (both multiplex and ELISA) detected
total MMP levels (active and pro forms) it was decided
to assay for the levels of TIMPs (tissue inhibitors of
metalloproteinases) in all synovial fluid samples to deter-
mine the expression profile of MMP inhibitors present
under normal and arthritic conditions. Investigation of
TIMP protein expression levels (Figure 2) revealed a sig-
nificant increase in expression level when RA samples
were compared to normal samples (TIMP 2), early OA
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Figure 1 Comparison of MMP protein expression within the synovial fluid of Normal (n=25), Early OA (n=12), advanced OA (OA)
(n=17), and RA (n=15) patients. Significant differences indicated by bars connecting treatment groups. Box and whisker plot using Tukey’s
method, individual dots represent outliers. Significance accepted at p < 0.05.

samples (TIMP 1, 2), and advanced OA samples (TIMP
2). Advanced OA sample expression levels were elevated
when compared to early OA samples for TIMP 1, and 3.
Although a number of significant differences in MMP
protein expression were observed between normal, early
OA, advanced OA and RA synovial fluid, variation was
observed within the MMP expression panels of subjects

within the four groups. Therefore principle component
analysis was used to determine how MMP levels could
be weighted towards specific joint disease states.

Principal Component Analysis
PCA was performed on the quantified MMP concentra-
tion data obtained from the multiplex analysis. It was
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When examining the normal and early OA data
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separately using PCA analysis, it was made clear that the
normal and early OA synovial fluid MMP expression
profiles are indistinguishable from each other
(Figure 4C, loading values presented in Table 2.B).

Discussion

In this study, the levels of select MMPs and TIMPs were
compared in the synovial fluid of normal, early OA,
advanced OA and RA afflicted joints. It was demon-
strated using multiplex Luminex technology and PCA
that distinct MMP profiles are present in advanced OA
and RA samples. Previous studies have demonstrated
MMP 1, 3, and 9 are elevated in the synovial fluid of RA
patients compared to levels present in advanced OA
patients [15], however, conflicts in the comparison of
our results to previous studies need to be addressed. A
comparison to similar, previously published studies has
been provided in Table 3. Table 3 summarizes our
results, and then compares to the results of similar stud-
ies conducted by Kim et. al. [31], Yoshihara et. al. [15],
Matsuno et. al. [32], and Liu et. al. [17], that have also
investigated MMP profiles of late-stage OA and RA. Al-
though these studies did not investigate MMP expres-
sion in normal or early OA synovial fluid, they do
provide a valuable comparison between RA and OA ex-
pression profiles. Differences between our findings, and
those of others, have been highlighted in bold. We
detected a non-significant decrease of MMP 2

expression in RA synovial fluid compared to advanced
OA synovial fluid, while Kim et al. [31] and Yoshihara
et al. [15] each reported increases. We were able to de-
tect a significant decrease of MMP 7 expression levels in
RA samples compared to advanced OA samples, how-
ever, no differences in MMP 7 expression were detected
in a study by Matsuno et. al. [32]. In contradiction to
Yoshihara et al., [15] our findings indicate that a trend
found within MMP 8 of RA synovial fluid samples was
less than what was present in advanced OA synovial
fluid. Finally, our investigation of MMP 13 revealed a
decrease in expression level within RA synovial fluid
compared to advanced OA, although not significant, a
finding opposite to that of Kim et al [31]. It is possible
that we were not able to report differences between RA
and advanced OA synovial fluid in MMP 3 and MMP 9
due to variation stemming from sample sizes and patient
selection. Furthermore, it is quite possible that patients
with differing levels of disease severity and/or activity
may yield conflicting results. A study by Maeda et al,
demonstrated that synovial fluid MMP 1 levels corre-
lated strongly with joint inflammation in RA patients
[33]. In the current study, we have not quantified in-
flammatory mediators in the synovial fluid, however,
these studies are ongoing within our lab. The equal pos-
sibility exists, however, that the differences in the meth-
odology employed in our study compared to others may
have had an impact on the resulting data. The vast
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Table 2 Summary of Principle Components Analysis,
Components and Factor Weights for normal, early OA,
advanced OA (OA) and RA

A. PCA of Normal, Early OA, OA, and RA

Component Eigenvalue Proportion

PC1 344 43%

PC2 1.53 19%

PC3 1.09 14%

PC4 0.76 10

MMP PC1 PC2 PC3

MMP 0.2704 05714 -0.2679

MMP2 04037 -0.2209 -0.2829

MMP3 0.3665 0416 -0.2448

MMP 7 0.2875 -0.1492 0.6697

MMP8 04962 -0.1641 -0.0277

MMP9 04130 0.0671 0.4098

MMP12 0.0239 05104 0.3486

MMP13 03599 -0.3706 -0.2225

B. PCA of Normal and Early OA

Component Eigenvalue Proportion

PC1 20.7 26%

PC2 1.97 25%

PC3 1.51 19%

PC4 1.09 14%

PC5 049 6%

MMP PC1 PC2 PC3 PC4
MMP1 -0.2668 05118 0.2046 0.2665
MMP2 -0.3357 0.5045 0.0452 0.0662
MMP3 0.1353 0.1077 0.6581 0.3545
MMP7 0.1996 04664 -0.1648 -04650
MMP8 04399 02325 -0.2258 0.5606
MMP9 0.5954 0.0967 -0.2546 0.1539
MMP12 03143 0.3696 0.2386 -0.4688
MMP13 0334 -0.2333 0.5685 -0.1580

majority of research into MMP protein levels synovial
fluid and serum/plasma uses ELISA, a method that can
detect small amount of soluble protein in suspension
[15,17,31,32]. Furthermore, when MMP 9 and 13 were
analyzed using ELISA we observed that the ELISA
detected higher amounts of each protein. It is important
to note that the R&D (Luminex) and Anaspec (ELISA)
kits do not utilize the same antibodies, however, at the
time of publication R&D did not supply ELISA kits for
MMP 9 & 13 that detect total protein. Based on our
comparison of Luminex to ELISA with MMP 9 & 13, it
appears that normal, early OA and RA quantification
was similar, however, in advanced OA there seemed to
be detected at a higher level using the R&D assay kit, yet
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Figure 4 (A.) Score plot of Principal component analysis on
MMP protein expression within the synovial fluid of all samples
collected (n=69). 3 groupings of samples are visible along the axis
of component 1, normal control (CTRL) and early OA patients
appear grouped together while RA and advanced OA (OA) patients
appear to form separate groups. Along the axis of component 2
there is a less distinct separation of treatment groups, however RA
and OA appear to be separated with overlap form the normal and
early OA. (B.) K-Means clusters to verify the 3 potential groupings of
patients. Cluster 1 contains 25 normal, 10 early OA, and 2 OA
patients. Cluster 2 contains 14 RA, 2 early OA, and 6 OA patients.
Finally, Cluster 3 contains 9 OA and 1 RA patients. (C) Score plot of
Principal component analysis on MMP protein expression within the
synovial fluid of only normal and early OA samples.
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Table 3 Summary of RA and advanced OA (OA) Results and Comparison to Current Literature

MMP Comparison Our Result Current Literature References

1 RA vs OA + + Kim et. al (2011), Yoshihara et.al. (2000), matsuno et. al. (2001)
2 RA vs OA - + Kim et. al (2011), Yoshihara et. al. (2000)

3 RA vs OA ~ + Yoshihara et. al. (2000), Matsuno et.al. (2001)

7 RA vs OA -* ND Matsuno etal. (2001)

8 RA vs OA - + yoshihara etal. (2000)

9 RA vs OA - + Kim et. al (2001), Yoshihara et.al. (200), Matsuno et. al. (2001)
12 RA vs OA + + Liu et. al. (2004)

13 RA vs OA - + Kim et. al (2001),

+ = expression in RA samples is increased comppared to OA samples; - = expression in RA samples is decreased cpmpared to OA samples; ~ = no difference; * =

significant difference; ND= not detectable.

the median values were nearly identical for each treat-
ment group when examined with Luminex or ELISA. Al-
though ELISA is the ‘gold standard; it still exhibits
certain limitations. For example, since most commer-
cially available ELISA kits using horse radish-peroxidise
(HRP) or alkaline phosphatase (AP) based detection,
each specific antibody is required to have its own well
and sample aliquot, which when assaying small volumes
of sample can lead to increased well to well variability.
The Luminex platform is capable of measuring the ex-
pression of 100 specific antibodies per well, resulting in
decreased signal artifacts per well, in addition to
increased specificity since two specific capture anti-
bodies per molecules are required to bind before quanti-
fication takes place. These properties present Luminex
as an ideal system for quantifying very small changes
(pico-gram levels) in protein levels in equally small sam-
ple volumes (micro-litre levels) in a high throughput
manner. Furthermore, the collection, storage and treat-
ment of synovial fluid were also variable between our
studies and those of others. Within the current study all
synovial fluid samples were aliquoted and frozen once at
-80° C, and no enzyme (hyaluronidase) treatment was
performed on the synovial fluid as we have observed this
can increase sample to sample variability based on the
age, time and freeze thaw number of the enzyme (data
not shown).

Compared to MMP research in synovial fluid, few
papers have examined and quantified TIMP protein ex-
pression in arthritic knee joints and compared this to
TIMP expression in normal synovial fluid. Within the
present study, no significant differences in TIMP expres-
sion (1, 2, 3, or 4) were detected between normal and
early OA synovial fluid, which is consistent with the
findings that normal and early OA synovial fluid could
not be segregated based on MMP expression levels
alone. Overall the published data seems to suggest that
TIMP levels do not increase significantly with the sever-
ity of OA [34,35], however, TIMP 1 levels decrease
within injured joints [36]. Based on results present here

and previous studies it would appear that the regulation
of MMPs by TIMPs may be important in the progres-
sion of disease, however, it also appears that it cannot be
clearly understood solely through the quantification
and/or ratio of MMPs to TIMPs.

Using the Luminex platform, MMP-1, 2, 3, 7, 8, 9, 12,
13 and TIMP-1, 2, 3, 4 synovial fluid protein levels were
quantified in normal, early OA, advanced OA and RA
joints. Although there may be some concern over using
cadaveric donations in this case, it was necessary to
completely define the joints as ‘normal’. In some studies,
patients requiring arthroscopic examination that do not
demonstrate obvious pathology are considered normal,
while in others synovial fluid is simply removed from
joints of individuals that have no outward symptoms of
arthritis.

For the present study, synovial fluid was chosen as
MMP expression within the joint may or may not be
correlated to that of serum/plasma [37-39]. Since cartil-
age degeneration of the knee takes place within the syn-
ovial boundary it makes sense to sample and test the
synovial fluid for up/down-regulation of MMPs in the
joint environment. Although cell sources of MMPs
within the joint vary, for example synoviocytes (MMP 1,
2), chondrocytes (MMP 3, 7, 13), neutrophils (MMP 8,
9) and macrophages (MMP 12), with significant redun-
dancy in expression of each MMP by multiple cell types,
the results presented in this study (on MMP expression)
correspond with previous cellular studies. Mature
macrophages expressing MMP 12 are equally repre-
sented in the synovial membrane and fluid of OA and
RA patients [40,41], and in both disease states are sig-
nificantly increased in number compared to normal syn-
ovial tissue [41], importantly though, MMP expression
levels within a given cell type can also change with dis-
ease state [17]. Recently, through FACS analysis of syn-
ovial fluid of OA and RA patients it was identified that
the levels of neutrophils are actually not significantly dif-
ferent [42]. Furthermore, past studies have demonstrated
that neutrophils in RA presented diminished phagocytic
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activity compared to other types of arthritis [43]. Overall
these results corroborate our MMP expression profiles
(specifically MMP 8, 9 and 13) and suggest that although
there are similar numbers of neutrophils in OA and RA,
they may be expressing less MMPs in RA synovial fluid.
In specific regards to MMP 2, a number of studies have
clearly demonstrated that more fibroblasts are present in
OA synovial fluid than RA in part validating this result
[41,44].

Although using MMP profiles within synovial fluid
cannot distinguish normal vs. early OA knee joints, this
methodology maybe applicable to drug/treatment test-
ing, since this approach is based on a number of mar-
kers, even if one of two are differentially regulated
within an individual, the overall profile of disease will
not be significantly affected depending on the number of
targets used. A number of MMP inhibitors have been
developed to treat arthritic diseases with little or no ef-
fect, however, using this approach the overall effect of
treatment (including related and ‘off’ targets) per indi-
vidual profile could be determined using this high
throughput approach. This would allow researchers,
physicians and pharmaceutical companies to not only
examine the effect of a specific drug on a specific target,
but also visualize the effects more globally among a fam-
ily of targets, which could lead to more efficient treat-
ments for arthritis.

Conclusions

Although many studies have compared synovial fluid ex-
pression levels or protein to those of serum samples to
look for corresponding targets to be exploited as bio-
marker profiles, it may be unlikely that only one or two
proteins demonstrate reliable specificity with OA or RA.
Using the methodology outlined in this study, the rela-
tionship between expression levels of MMPs can be
merged into a single visual plot which allows for the reli-
able and reproducible identification of normal from dis-
eased joints, however, this methodology cannot
distinguish between normal and early OA synovial fluid,
suggesting that the ‘degradative snap shot’ of the early
OA joint may not be significantly different from that of
a healthily joint at the level of the MMPs analyzed.

Abbreviations

OA: Osteoarthritis; RA: Rheumatoid Arthritis; MMP: Matrix Metalloproteinase;
TIMPs: Tissue Inhibitor of Metalloproteinases; PCA: Principle Component
Analysis; CP: Citrullinated Peptides; RF: Rheumatoid Factor; ECM: Extra Cellular
Matrix; SAOTDP: Southern Alberta Organ and Tissue Donation Program Horse
Radish; HRP: Peroxidase; AP: Alkaline Phosphatase.

Competing interests
The authors of this manuscript have no competing interests to disclose.

Acknowledgements
We would like to thank Scott Ewald and the SAOTDP, as well as Mark Fritlzer
and Riley Sullivan of Eve Technologies. We would also like to thank Jillian

Page 11 of 12

Beveridge and Kyla Huebner for their assistance. This project was funded by
an AHFMR Osteoarthritis Team Grant and a research grant from Pfizer. The
funders had no role in study design, data collection and analysis, decision to
publish, or preparation of the manuscript.

Author details

'Faculty of Medicine, University of Calgary, Calgary, AB, Canada. “Department
of Cell Biology and Anatomy, University of Calgary, Calgary, AB, Canada.
3Department of Surgery, University of Calgary, Calgary, AB, Canada. *McCaig
Institute for Bone & Joint Health, Faculty of Medicine, University of Calgary,
3330 Hospital Drive NW, T2N 4N1 Calgary, AB, Canada.

Authors’ contributions

BJH: Statistical data analysis, graphical data presentation, manuscript writing.
LM: Providing patent samples, manuscript editing. JBR: Providing samples,
manuscript editing. CBF: Providing patient samples, manuscript editing. DAH:
Project design, manuscript editing. RK: Project creator and leader, manuscript
direction and writing.

Received: 6 December 2011 Accepted: 2 July 2012
Published: 23 July 2012

References

1. Aletaha D, Neogi T, Silman AJ, Funovits J, Felson DT, Bingham CO 3rd,
Birnbaum NS, Burmester GR, Bykerk VP, Cohen MD, Combe B, Costenbader
KH, Dougados M, Emery P, Ferraccioli G, Hazes JM, Hobbs K, Huizinga TW,
Kavanaugh A, Kay J, Kvien TK, Laing T, Mease P, Menard HA, Moreland LW,
Naden RL, Pincus T, Smolen JS, Stanislawska-Biernat E, Symmons D, Tak PP,
Upchurch KS, Vencovsky J, Wolfe F, Hawker G: 2010 Rheumatoid arthritis
classification criteria: an American College of Rheumatology/European
League Against Rheumatism collaborative initiative. Arthritis Rheum 2010,
62:2569-81.

2. Altman R, Asch E, Bloch D, Bole G, Borenstein D, Brandt K, Christy W, Cooke
TD, Greenwald R, Hochberg M, et al: Development of criteria for the
classification and reporting of osteoarthritis. Classification of
osteoarthritis of the knee. Diagnostic and Therapeutic Criteria
Committee of the American Rheumatism Association. Arthritis Rheum
1986, 29:1039-49.

3. Elsaid KA, Chichester CO: Review: Collagen markers in early arthritic
diseases. Clin Chim Acta 2006, 365:68-77.

4. Deberg M, Dubuc JE, Labasse A, Sanchez C, Quettier E, Bosseloir A, Crielaard
JM, Henrotin Y: One-year follow-up of Coll2-1, Coll2-1NO2 and
myeloperoxydase serum levels in osteoarthritis patients after hip or
knee replacement. Ann Rheum Dis 2008, 67:168-74.

5. Golightly YM, Marshall SW, Kraus VB, Renner JB, Villaveces A, Casteel C,
Jordan JM: Biomarkers of incident radiographic knee osteoarthritis: do
they vary by chronic knee symptoms? Arthritis Rheumn 2011, 63:2276-83.

6. Chen HC, Shah S, Stabler TV, Li YJ, Kraus VB: Biomarkers associated with
clinical phenotypes of hand osteoarthritis in a large multigenerational
family: the CARRIAGE family study. Osteoarthritis Cartilage 2008, 16:1054-9.

7. Danfelter M, Onnerfjord P, Heinegard D: Fragmentation of proteins in
cartilage treated with interleukin-1: specific cleavage of type IX collagen
by matrix metalloproteinase 13 releases the NC4 domain. J Biol Chem
2007, 282:36933-41.

8. Fernandes JC, Martel-Pelletier J, Pelletier JP: The role of cytokines in
osteoarthritis pathophysiology. Biorheology 2002, 39:237-46.

9. Burrage PS, Mix KS, Brinckerhoff CE: Matrix metalloproteinases: role in
arthritis. Front Biosci 2006, 11:529-43.

10. Takaishi H, Kimura T, Dalal S, Okada Y, D'Armiento J: Joint diseases and
matrix metalloproteinases: a role for MMP-13. Curr Pharm Biotechnol 2008,
9:47-54.

11.  Quinn TM, Hunziker EB, Hauselmann HJ: Variation of cell and matrix
morphologies in articular cartilage among locations in the adult human
knee. Osteoarthritis Cartilage 2005, 13:672-8.

12. Harvey AK, Stack ST, Chandrasekhar S: Differential modulation of
degradative and repair responses of interleukin-1-treated chondrocytes
by platelet-derived growth factor. Biochem J 1993, 292(Pt 1):129-36.

13. Cawston TE, Wilson AJ: Understanding the role of tissue degrading
enzymes and their inhibitors in development and disease. Best Pract Res
Clin Rheumatol 2006, 20:983-1002.



Heard et al. BMC Musculoskeletal Disorders 2012, 13:126
http://www.biomedcentral.com/1471-2474/13/126

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

Smith GN Jr: The role of collagenolytic matrix metalloproteinases in the
loss of articular cartilage in osteoarthritis. Front Biosci 2006, 11:3081-95.
Yoshihara Y, Nakamura H, Obata K, Yamada H, Hayakawa T, Fujikawa K,
Okada Y: Matrix metalloproteinases and tissue inhibitors of
metalloproteinases in synovial fluids from patients with rheumatoid
arthritis or osteoarthritis. Ann Rheum Dis 2000, 59:455-61.

Gjertsson |, Innocenti M, Matrisian LM, Tarkowski A: Metalloproteinase-7
contributes to joint destruction in Staphylococcus aureus induced
arthritis. Microb Pathog 2005, 38:97-105.

Liu M, Sun H, Wang X, Koike T, Mishima H, lkeda K, Watanabe T, Ochiai N,
Fan J: Association of increased expression of macrophage elastase
(matrix metalloproteinase 12) with rheumatoid arthritis. Arthritis Rheum
2004, 50:3112-7.

Howard EW, Bullen EC, Banda MJ: Preferential inhibition of 72- and 92-
kDa gelatinases by tissue inhibitor of metalloproteinases-2. J Biol Chem
1991, 266:13070-5.

Baragi VM, Fliszar CJ, Conroy MC, Ye QZ, Shipley JM, Welgus HG:
Contribution of the C-terminal domain of metalloproteinases to binding
by tissue inhibitor of metalloproteinases. C-terminal truncated
stromelysin and matrilysin exhibit equally compromised binding
affinities as compared to full-length stromelysin. J Biol Chem 1994,
269:12692-7.

O'Connell JP, Willenbrock F, Docherty AJ, Eaton D, Murphy G: Analysis of
the role of the COOH-terminal domain in the activation, proteolytic
activity, and tissue inhibitor of metalloproteinase interactions of
gelatinase B. J Biol Chem 1994, 269:14967-73.

Nguyen Q, Willenbrock F, Cockett MI, O'Shea M, Docherty AJ, Murphy G:
Different domain interactions are involved in the binding of tissue
inhibitors of metalloproteinases to stromelysin-1 and gelatinase A.
Biochemistry 1994, 33:2089-95.

Stetler-Stevenson WG, Krutzsch HC, Liotta LA: Tissue inhibitor of
metalloproteinase (TIMP-2). A new member of the metalloproteinase
inhibitor family. J Biol Chem 1989, 264:17374-8.

Kinoshita T, Sato H, Okada A, Ohuchi E, Imai K, Okada Y, Seiki M: TIMP-2
promotes activation of progelatinase A by membrane-type 1 matrix
metalloproteinase immobilized on agarose beads. J Biol Chem 1998,
273:16098-103.

Butler GS, Apte SS, Willenbrock F, Murphy G: Human tissue inhibitor of
metalloproteinases 3 interacts with both the N- and C-terminal domains
of gelatinases A and B. Regulation by polyanions. J Biol Chem 1999,
274:10846-51.

Stratmann B, Farr M, Tschesche H: Characterization of C-terminally
truncated human tissue inhibitor of metalloproteinases-4 expressed in
Pichia pastoris. Biol Chem 2001, 382:987-91.

Djoba Siawaya JF, Roberts T, Babb C, Black G, Golakai HJ, Stanley K, Bapela
NB, Hoal E, Parida S, van Helden P, Walzl G: An evaluation of commercial
fluorescent bead-based luminex cytokine assays. PLoS One 2008, 3:2535.
Richens JL, Urbanowicz RA, Metcalf R, Corne J, O'Shea P, Fairclough
L: Quantitative validation and comparison of multiplex cytokine Kkits.
J Biomol Screen 2010, 15:562-8.

Elshal MF, McCoy JP: Multiplex bead array assays: performance evaluation
and comparison of sensitivity to ELISA. Methods 2006, 38:317-23.
Valentin MA, Ma S, Zhao A, Legay F, Avrameas A: Validation of
immunoassay for protein biomarkers: bioanalytical study plan
implementation to support pre-clinical and clinical studies. J Pharm
Biomed Anal 2011, 55:869-77.

Codorean E, Nichita C, Albulescu L, Raducan E, Popescu ID, Lonita AC,
Albulescu R: Correlation of XMAP and ELISA cytokine profiles;
development and validation for immunotoxicological studies in vitro.
Roum Arch Microbiol Immunol 2010, 69:13-9.

Kim KS, Choi HM, Lee YA, Choi IA, Lee SH, Hong SJ, Yang HI, Yoo MC:
Expression levels and association of gelatinases MMP-2 and MMP-9 and
collagenases MMP-1 and MMP-13 with VEGF in synovial fluid of patients
with arthritis. Rheumatol Int 2011, 31:543-7.

Matsuno H, Yudoh K, Watanabe Y, Nakazawa F, Aono H, Kimura T:
Stromelysin-1 (MMP-3) in synovial fluid of patients with rheumatoid
arthritis has potential to cleave membrane bound Fas ligand.

J Rheumatol 2001, 28:22-8.

Maeda S, Sawai T, Uzuki M, Takahashi Y, Omoto H, Seki M, Sakurai M:
Determination of interstitial collagenase (MMP-1) in patients with
rheumatoid arthritis. Ann Rheum Dis 1995, 54:970-5.

Page 12 of 12

34, Anitua E, Sanchez M, de la Fuente M, Azofra J, Zalduendo M, Aguirre JJ,

Andia I: Relationship between Investigative Biomarkers and Radiographic

Grading in Patients with Knee Osteoarthritis. Int J Rheumatol 2009,
2009:747432.

35, Driban JB, Balasubramanian E, Amin M, Sitler MR, Ziskin MC, Barbe MF: The
potential of multiple synovial-fluid protein-concentration analyses in the

assessment of knee osteoarthritis. J Sport Rehabil 2010, 19:411-21.

36. Tchetverikov I, Lohmander LS, Verzijl N, Huizinga TW, TeKoppele JM,
Hanemaaijer R, DeGroot J: MMP protein and activity levels in synovial
fluid from patients with joint injury, inflammatory arthritis, and
osteoarthritis. Ann Rheum Dis 2005, 64:694-8.

37. Catterall JB, Stabler TV, Flannery CR, Kraus VB: Changes in serum and
synovial fluid biomarkers after acute injury (NCT00332254). Arthritis Res
Ther 2010, 12:R229.

38, Zhu J, Yu DT: Matrix metalloproteinase expression in the
spondyloarthropathies. Curr Opin Rheumatol 2006, 18:364-8.

39, Mahmoud RK, El-Ansary AK, El-Eishi HH, Kamal HM, El-Saeed NH: Matrix

metalloproteinases MMP-3 and MMP-1 levels in sera and synovial fluids

in patients with rheumatoid arthritis and osteoarthritis. /tal J Biochem
2005, 54:248-57.

40. Farahat MN, Yanni G, Poston R, Panayi GS: Cytokine expression in synovial
membranes of patients with rheumatoid arthritis and osteoarthritis. Ann

Rheum Dis 1993, 52:870-5.

41. Brennan FM, Chantry D, Jackson AM, Maini RN, Feldmann M: Cytokine
production in culture by cells isolated from the synovial membrane.

J Autoimmun 1989, 2(Suppl):177-86.

42, Niki Y, Matsumoto H, Otani T, Tomatsu T, Toyama Y: Five types of
inflammatory arthritis following total knee arthroplasty. J Biomed Mater
Res A 2007, 81:1005-10.

43. Turner RA, Schumacher R, Myers AR: Phagocytic function of
polymorphonuclear leukocytes in rheumatic diseases. J Clin Invest 1973,
52:1632-5.

44, Jones EA, English A, Henshaw K, Kinsey SE, Markham AF, Emery P,

McGonagle D: Enumeration and phenotypic characterization of synovial

fluid multipotential mesenchymal progenitor cells in inflammatory and
degenerative arthritis. Arthritis Rheum 2004, 50:817-827.

doi:10.1186/1471-2474-13-126

Cite this article as: Heard et al: Matrix metalloproteinase protein
expression profiles cannot distinguish between normal and early
osteoarthritic synovial fluid. BVIC Musculoskeletal Disorders 2012 13:126.

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

( ) BiolVied Central




	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Ethics Statement
	Inclusion and Exclusion Criteria

	Subjects
	Synovial Fluid
	ELISA and Luminex Multiplex Array

	link_Tab1
	Statistical Analysis

	Results
	Group Comparison
	Principal Component Analysis

	link_Fig1
	Clustering Analysis of MMP Expression Levels

	link_Fig2
	Discussion
	link_Fig3
	link_Tab2
	link_Fig4
	link_Tab3
	Conclusions
	Competing interests
	Acknowledgements
	Author details
	Authors&rsquo; contributions
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31
	link_CR32
	link_CR33
	link_CR34
	link_CR35
	link_CR36
	link_CR37
	link_CR38
	link_CR39
	link_CR40
	link_CR41
	link_CR42
	link_CR43
	link_CR44


<<
  /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 /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /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 true
  /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 /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /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 true
  /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 0.15
    /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 true
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /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
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


