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INTRODUCTION

Obijective: To assess a mitochondrion-related phenotype in patients with osteoarthri-
tis (OA). Methods: Serum levels of the following OA-related biomarkers: matrix
metalloproteinase-1 (MMP-1); MMP-3; MMP-13; myeloperoxidase (MPQO); a peptide of
the alpha-helical region of type Il collagen, Coll2-1, and its nitrated form Coll2-1NOy; a
C-terminal neoepitope generated by the collagenase-mediated cleavage of collagen type
Il triple helix, C2C; the C-propeptide of collagen type Il, CPIl; hyaluronic acid (HA); human
cartilage glycoprotein 39, YKI-40; cartilage oligomeric matrix protein; and cathepsin K were
analyzed in 48 OA patients and 52 healthy controls carrying the haplogroups H and J.
Logistic regression models and receiver operating characteristic (ROC) curves were per
formed to predict the onset of OA. Results: MMP-13 was the only biomarker significantly
increased in OA patients compared to healthy controls in both haplogroups H and J. The
collagen type Il biomarkers, Coll2-1, Coll2-TNO,, the Coll2-1NO,/Coll2-1 ratio, C2C, CPII,
and the C2C:CPII ratio were significantly increased in OA patients carrying haplogroup H
compared to OA carriers of the haplogroup J. Two logistic regression models for diagnosis
were constructed and adjusted for age, gender, and body mass index. For haplogroup H,
the biomarkers significantly associated with OA were MMP-13 and Coll2-1; the area under
the curve (AUC) of the ROC curve for this model was 0.952 (95% Cl=0.892-1.012). For
haplogroup J, the only biomarker significantly associated with OA was MMP-13; the AUC
for this model was 0.895 (95% CI =0.801-0.989). Conclusion: The mitochondrial DNA hap-
logroups are potential complementary candidates for biomarkers of OA; their genotyping in
conjunction with the assessment of classical protein molecular markers is recommended.
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Because OA affects mainly bone, cartilage, and the synovium,

Osteoarthritis (OA), the most common form of joint disease and
cause of musculoskeletal disability in elderly people, is a disease
affecting articular cartilage, bone, and soft tissue leading to joint
destruction and severe impairment of mobility (Felson and Zhang,
1998). It is the main cause of work incapacity and one of the most
common reasons for visiting primary care physicians. Among the
risk factors that play a role in OA, gender, age, behavioral influ-
ences, obesity, estrogen loss in women and genetic contribution,
are notable (Felson and Zhang, 1998; Valdes et al., 2004).

OA is traditionally associated with radiographic signs of joint
space narrowing, osteophyte formation, and subchondral sclero-
sis. Currently, the diagnosis of OA relies on the description of pain
symptoms, stiffness in the affected joints and the use of radiogra-
phy as the reference technique for determining the grade of joint
destruction. However, radiographic signs and clinical symptoms
only develop in late-stage OA when significant joint damage has
already occurred (Cibere et al., 2009). Current treatment strategies
are limited, being mainly based on analgesia and, in some cases,
surgical procedures (Spil van et al., 2010).

structural molecules derived from these tissues could be candi-
date biological markers for OA. Biomarkers are molecules released
into biological fluids during the process of tissue biosynthesis
and turnover. The target of the use of biomarkers is to detect
changes arising from OA with more reliability, sensitivity, and
preferably at an earlier stage of the disease (Garnero et al., 2001,
2002).

With this in mind, several groups have studied potential bio-
markers for OA, with sufficiently controversial results that some
authors express some limitations about their use as molecular
markers for OA (Felson and Lohmander, 2009). Our group pro-
poses new candidate genetic biomarkers, the mitochondrial DNA
(mtDNA) haplogroups, which we suggest can be useful as comple-
mentary factors when the classical OA-related molecular markers
are analyzed.

The mtDNA haplogroups have been associated with several
multifactorial diseases, including Alzheimer’s (van der Walt et al.,
2003), Parkinson’s (van der Walt et al., 2004), or Leber hereditary
optic neuropathy (LHON; Torroni et al., 1997). Interestingly, we
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detected a lower risk for developing knee and hip OA in carriers of
the mtDNA haplogroup J in a Spanish population (Rego-Pérez
et al., 2008; Rego et al., 2010) and reported that some of the
mtDNA haplogroups are associated with changes in serum lev-
els of several classical OA-related molecular markers (Rego-Pérez
et al., 2010, 2011). The proposed mechanism relies on the dif-
ferent metabolic characteristics of these haplogroups, reflected by
the performance of the mitochondrial oxidative phosphorylation
system (OXPHOS) of each haplogroup (Ruiz-Pesini et al., 2000;
Go6mez-Durdn et al., 2010).

These findings and others strengthen the role of mitochon-
dria in the pathogenesis of OA. A significant decrease in com-
plex II and II activity in OA chondrocytes compared with
normal chondrocytes has been demonstrated, and mitochondr-
ial mass was also shown to be increased in OA chondrocytes
(Maneiro et al., 2003). The apoptotic mitochondrial pathway
has been implicated as one of the major cellular pathways of
apoptosis in OA chondrocytes (Kim and Blanco, 2007). In addi-
tion, the inhibition of complexes III and V of the mitochon-
drial respiratory chain (MRC) causes an increased inflamma-
tory response, which is potentially relevant to the production
of prostaglandin E; (PGE;) and reactive oxygen species (ROS;
Cillero-Pastor et al., 2008). Mitochondrial free radical production
has been shown to compromise chondrocyte function (Blanco
et al., 2004; Henrotin and Kurz, 2007), causing mtDNA dam-
age and reduced mtDNA capacity for repair (Grishko et al,
2009).

This study aims to assess a mitochondrion-related phenotype
in OA patients. Logistic regression models that include the analy-
ses of different OA-related biomarkers, mtDNA haplogroups and
other clinical variables OA-related, such as gender, age, and body
mass index (BMI) were performed in a population from Northern
Spain.

MATERIALS AND METHODS

SUBJECTS

The population analyzed in this study has been previously
described (Rego-Pérez etal., 2010). A total of 48 unrelated patients
diagnosed with knee or hip OA were included in the present
study, 25 carrying haplogroup J and 23 carrying haplogroup H.
Patients meeting the inclusion criteria for this study included
32 females and 16 males older than 41years-old (mean age:
68.48 £ 7.64 years-old; range: 52-95), and diagnosed with OA fol-
lowing the American College of Rheumatology (ACR) criteria
(Altman et al., 1986). Of the 52 subjects who met the inclusion
criteria for normal subjects, 25 carried haplogroup J and 27 hap-
logroup H. These control subjects included 27 females and 25
males older than 41 years-old (mean age: 66.5 % 11.25 years-old;
range: 42-91), who did not meet the ACR criteria for knee or hip
OA. Knee and hip radiographs from all 100 subjects were classi-
fied according to the Kellgren and Lawrence (K/L) scoring system,
which ranges from Grade 0 to Grade IV (Kellgren and Lawrence,
1957). The clinical variables gender, age, and BMI were collected
for all subjects. In all cases, informed consent and the agreement of
the ethical committee from Galician Health Administration were
obtained.

mtDNA HAPLOGROUPS GENOTYPING

The samples obtained for the study were haplogroup-typed using
a previously described assay (Rego-Pérez et al., 2008). For this
study, only subjects carrying mtDNA haplogroups H and ] were
included.

MOLECULAR BIOMARKERS

Fasting blood samples were collected from each subject in plain
tubes containing separation gel. These were allowed to stand for
20 min, then centrifuged for 10 min at 800 x g. The serum was
then divided into aliquots and stored at —80°C pending assay.

For this study the following 12 OA-related molecular mark-
ers were measured: metalloproteinase-1 (MMP-1; interstitial col-
lagenase, pro-enzyme), MMP-3 (stromelysin 1, active enzyme),
MMP-13 (collagenase 3, active enzyme), myeloperoxidase (MPO),
a denaturation epitope of the triple helical domain of collagen
type II (Coll2-1) and its nitrated form (Coll2-1NO,), a C-terminal
neoepitope generated by the collagenase-mediated cleavage of col-
lagen type II triple helix (C2C), the procollagen type II C-terminal
propeptide (CPII), hyaluronic acid (HA), cartilage glycoprotein
39 (YKL-40), cartilage oligomeric matrix protein (COMP), and
cathepsin K, a cysteine protease that also cleaves the triple helix of
collagen type II. The determination of MPO, Coll2-1, and Coll2-
INO, was performed at the Bone and Cartilage Research Unit of
the University of Liege (Belgium), using a previously described
assay (Deberg et al., 2008). The remaining biomarkers were mea-
sured in our laboratory using enzyme-linked immunosorbent
assays (ELISAs) according to the manufacturer’s recommenda-
tions. Serum MMP-1 and MMP-3 levels were measured using
kits from R&D Systems (Minneapolis, MN, USA), MMP-13 was
measured using a kit from Bender MedSystems (Vienna, Austria),
C2C, and CPII were measured using kits from Ibex Technolo-
gies (Montreal, QC, Canada), HA was measured using a kit from
Corgenix Medical Corporation (Denver, CO, USA), YKL-40 was
measured using a kit from Quidel Corporation (San Diego, CA,
USA), COMP was measured using a kit from Abnova (Taipei City,
Taiwan) and cathepsin K was measured using a kit from Biomedica
Medizinprodukte (GmbH & Co KG Vienna, Austria).

The Coll2-1NO,/Coll2-1 ratio was utilized as an additional
measure of oxidative stress-mediated cartilage degradation, and
the C2C/CPII ratio as a further index of cartilage breakdown.

The determination of the serum levels of all the biomarkers ana-
lyzed in this study was performed by simultaneously assaying OA
patients and healthy controls regardless of mtDNA haplogroup.

STATISTICAL ANALYSIS
Statistical analyses were performed using SPSS software, release 17
(Chicago, IL, USA), and EPIDAT 3.1 (Direccién Xeral de Saude
Publica. Conselleria de Sanidade. Xunta de Galicia. Santiago de
Compostela, Espaiia). Haplogroups H and ] were analyzed sep-
arately. A univariate analysis was performed on each of these
haplogroups to compare serum levels of the biomarkers between
OA patients and healthy controls using the Mann—Whitney U-test.
Receiver operating characteristic (ROC) curves were used to
analyze the ability of different molecular markers to discriminate
between OA patients and healthy controls in haplogroups H and
J. The area under the curve (AUC) and its 95% confidence interval
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were calculated, and only those curves with an AUC > 0.8 were
considered as discriminative. The ROC curves for each of the
biomarkers were compared using the method of DeLong et al.
(1988).

Multiple logistic regression models adjusted for age, gender, and
BMI were used for each haplogroup studied to determine which
biomarkers are significantly associated with OA patients (diagnos-
tic model). A forward stepwise approach was followed to construct
the final models. The optimal probability cut-off was assessed
by maximizing the Youden index (sensitivity + specificity-1). For
this cut-off, sensitivity, specificity, and positive likelihood ratio
(LR) values were also calculated. The ROC curves resulting from
the regression models were developed taking into account only
significant variables.

RESULTS

A total cohort of 100 subjects, 48 OA patients, and 52 healthy con-
trols, were included in this study; 50 were carriers of haplogroup
H and 50 of haplogroup J.

UNIVARIATE ANALYSIS FOR COMPARISON OF THE TESTED
MOLECULAR MARKERS

The mean values for the different molecular markers in each hap-
logroup, comparing OA patients and healthy controls with their
corresponding p-values, are shown in Table 1. The results show
that only MMP-13 is significantly increased in OA patients in either
haplogroup. Most of the catabolic markers are increased in OA
patients who carry haplogroup H, even when compared to OA
patients that carry haplogroup J (Table 1; Figure 1). Interestingly,
healthy controls carrying haplogroup J show significantly higher
levels of MMP-3 and C2C than OA patients with this haplogroup.
In summary, these results clearly show a different profile for some
of the biomarkers in these two haplogroups.

ROC CURVES FOR THE DIAGNOSIS OF THE MOLECULAR MARKERS

The ROC curves and their corresponding AUC values for all
the biomarkers were calculated. ROC curves were performed for
each biomarker in each haplogroup. For carriers of haplogroup
H, the most discriminative biomarkers were MMP-13, AUC
value 0.869 (95% CI=0.758-0.979), Coll2-1NO;, 0.863 (95%
CI=0.756-0.970), Colll2-1NO,/Coll2-1, 0.836 (95% CI = 0.719-
0.953), C2C:CPII, 0.831 (95% CI=0.718-0.944), and HA, 0.841
(95% CI=0.727-0.955; Table 2). Carriers of haplogroup J had
only the MMP-13 biomarker, with an AUC of 0.867 (95%
CI=0.749-0.985), able to discriminate between OA patients and
healthy controls (Table 2).

Because MMP-13 was the most consistent biomarker in all
the analyses, a comparison of the ROC curve for MMP-13 and
the ROC curves for each of the other biomarkers was per-
formed. For carriers of haplogroup H, the AUC of MMP-13
was statistically different from those of MMP-1 (p=0.0008),
C2C (p=10.0004), YKL-40 (p =0.0017), and COMP (p = 0.0040).
For carriers of haplogroup J, the AUC of MMP-13 was statis-
tically different from MMP-1 (p=0.0005), MPO (p=0.0104),
CollI2-1NO,/ColI2-1 (p=10.0039), C2C:CPII (p=0.0081), HA
(p =0.0049), and COMP (p = 0.0015; Table 2).

MULTIVARIATE LOGISTIC REGRESSION ANALYSIS FOR DIAGNOSIS

OF 0A

A model to discriminate between OA patients and healthy con-
trols was developed for each of the two haplogroups to include
the clinical variables gender, age, and BMI as well as the tested
biomarkers.

After adjusting for age, gender, and BMI, haplogroup H carriers
had biomarkers MMP-13 and Coll2-1 significantly associated with
OA (Table 3). The AUC for this model was 0.952 (95% CI = 0.892—
1.012). The optimal probability cut-off for discrimination between
OA and healthy subjects was 0.536, with a sensitivity of 90%, a
specificity of 95%, and a positive LR of 18.095; thus, the model
discriminated very well between OA patients and healthy con-
trols (Figure 2A). In summary, OA patients with haplogroup H
showed higher serum levels of both MMP-13 and Coll2-1 than
healthy controls with this haplogroup, as well as an increased BMI
and age, regardless of gender.

After adjusting for age, gender, and BMI, patients carrying
haplogroup J showed that biomarker MMP-13 was significantly
associated with OA (Table 3). The AUC for this model was 0.895
(95% CI=0.801-0.989). The optimal probability cut-off for dis-
criminating between OA patients and healthy controls was 0.503,
with a sensitivity of 88%, a specificity of 86%, and a positive LR
of 6.125 (Figure 2B). In summary, OA patients with haplogroup
] showed higher serum levels of MMP-13 than healthy controls
with this haplogroup, as well as an increased BMI, regardless of
age. This model also showed an increased risk of OA in females
(Table 3).

DISCUSSION

This study was performed to find a mitochondrion-related phe-
notype in OA patients using the analysis of 12 OA-related mol-
ecular markers and two additional ratios, C2C:CPII and Coll2-
INO,/Coll2-1. As described above, the choice of haplogroups H
and ] was because of the different relationships that our group
previously found between the haplogroup J and the prevalence
and severity of knee (Rego-Pérez et al., 2008) and hip OA (Rego
etal., 2010), and because of the association of haplogroups H and
] with the serum levels of collagen type II markers (Rego-Pérez
et al., 2010).

In previous studies, some of the molecular markers found to
be increased in OA appeared to show no differences between cases
and controls (Rego-Pérez et al., 2010, 2011). This apparent dis-
crepancy may be accounted for by the fact that the serum levels
of some of these markers between cases and controls differed
depending on the haplogroup carried. In this sense, we found
that serum levels of Coll2-1 were (not statistically) increased in
healthy controls (Rego-Pérez et al., 2010), contrarily to the find-
ings of other investigators (Deberg et al., 2008); however, the
serum levels of Coll2-1 were increased in OA patients with hap-
logroup H. Even OA patients that carry this haplogroup had also
significantly higher serum levels of Coll2-1NO, than healthy con-
trols carrying either of the haplogroups H or J, and also higher
than OA patients with haplogroup J (Rego-Pérez et al., 2010).
These results were strengthened by measuring the production of
Nitric oxide (NO) in articular chondrocytes, showing that carri-
ers of the mtDNA haplogroup ] have lower production of NO
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Table 1 | Univariate analysis of the biomarkers for haplogroups H and J.

Molecular marker Haplogroup H Haplogroup J

Healthy Mean + SD OA Mean + SD p* Healthy Mean + SD OA Mean + SD p*
(n=23) (n=27) (n=23) (n=27)

MMP-1 (ng/mL) 5.569+4.25 5.47 +£3.89 0.915 5.31+4.30 5.13+3.4 0.961
MMP-3 (ng/mL) 18.90+10.79 24.89+19.23 0.170 25.98+13.70 15.98 +£8.89 0.003**
MMP-13 (ng/mL) 0.56+0.31 0.72+0.15 <0.001** 0.48+0.15 0.65+0.15 <0.001**
MPO (ng/mL) 112.93 +85.40 18149+ 118.74 0.015 141.17 £78.73 134.06 £ 143.09 0.201
Coll2-1 (nM) 143.66 +33.14 161.31+£25.25 0.122 13740 £50.05 10778 £54.90 0.015
Coll2-1NO3 (nM) 0.33+£0.10 0.52+0.16 <0.001** 0.34+0.17 0.28+0.26 0.079
Coll2-1NO,/Coll2-1 (nM) 0.23+0.06 0.32+0.07 <0.001** 0.25+0.13 0.25+0.24 0.281
C2C (ng/mL) 129.29+43.52 122.55+ 3776 0.884 72.57 +£39.97 42.92 +£30.72 0.006**
CPII (ng/mL) 472.48 £249.94 610.60+211.74 0.015 393.06 £213.03 275.75+£178.57 0.067
C2C:CPII (ng/mL) 0.32+0.14 0.21+0.06 <0.001** 0.25+0.37 0.16+0.04 0.388
HA (ng/mL) 41.00 £32.52 86.13+£45.71 <0.001** 59.56 + 39.37 66.48 +35.56 0.438
YKL40 (ng/mL) 110.55 +89.62 99.57+73.54 0.793 116.63 £+ 103.20 71.00 £38.21 0.073
COMP (ng/mL) 992.68 +£540.79 963.67 £266.49 0.490 1040.34 £562.51 959.64 +£484.14 0.808
Cathepsin K (pmol/L) 13.24+22.44 15.31+16.85 0.026 1414 +£21.94 14.60+22.53 0.123
SD, Standard deviation.
*Mann-Whitney non-parametric U-test.
**Statistical significance declared at p < 0.01 due to multiple comparisons.
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FIGURE 1 | Mean serum levels of osteoarthritis (OA)-related molecular
markers in OA patients carrying haplogroup H and OA patients carrying
the haplogroup J. (*p <0.01); MMP, matrix metalloproteinase; MPO,
myeloperoxidase; Coll2-1, denaturation epitope of the triple helical domain of

collagen type Il and Coll2-1NO, = ts nitrated form; C2C, a C-terminal neoepitopg
generated by the collagenase-mediated cleavage of collagen type Il triple helix;
CPII, the procollagen type Il C-terminal propeptide; HA, hyaluronic acid; YKL-40,
cartilage glycoprotein 39; COMP cartilage oligomeric matrix protein.

than non-J carriers (Ferndndez-Moreno et al., 2011). It is known
that OA chondrocytes produce NO (Henrotin et al., 1993; Karan
et al., 2003) and that the effect of NO on chondrocyte survival
is mediated by its effect on the MRC (Maneiro et al., 2005). It is

also known that Coll2-1NO;, is an indicator of the oxidative stress
status of the chondrocyte (Deberg et al., 2008), thereby suggesting
that chondrocytes of haplogroup J carriers may have less oxidative
stress.
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Table 2 | Comparative analysis of the receiver operating characteristic (ROC) curves of biomarkers for haplogroups H and J.

Molecular marker Haplogroup H

Haplogroup J

AUC 95% CI p* AUC 95% CI p*
MMP-1 (ng/mL) 0.509 0.345-0.673 0.0008** 0.504 0.340-0.961 0.0005%*
MMP-3 (ng/mL) 0.614 0.457-0.770 0.0185 0.747* 0.609-0.885 0.2001
MMP-13 (ng/mL) 0.869 0.758-0,979 0.867 0.749-0.985

MPO (ng/mL) 0.705 0.558-0.851 0.0505 0.607* 0.446-0.767 0.0104%*
Coll2-1 (nM) 0.628 0.472-0.784 0.0155 0.701* 0.548-0.854 0.0905
Coll2-1NO; (nM) 0.863 0.756-0.970 0.9465 0.645" 0.484-0.806 0.0279
Coll2-1NO,/Coll2-1 (M) 0.836 0.719-0.953 0.6711 0.589* 0.425-0.753 0.0039%*
C2C (ng/mL) 0.488 0.324-0.651 0.0004** 0.726* 0.579-0.874 0.1258
CPII (ng/mL) 0.700 0.552-0.849 0.0662 0.651* 0.497-0.806 0.0162
C2C:CPIl (ng/mL) 0.831* 0.718-0.944 0.0895 0.571# 0.409-0.733 0.0081%*
HA (ng/mL) 0.841 0.727-0.955 0.7668 0.564 0.401-0.727 0.0049%*
YKL-40 (ng/mL) 0.522 0.359-0,684 0.0017** 0.648* 0.494-0.802 0.0253
COMP (ng/mL) 0.557 0.395-0.719 0.0040%* 0.520* 0.357-0.683 0.0015**
Cathepsin K (pmol/L) 0.684 0.535-0.834 0.0443 0.627 0.466-0.788 0.0132

AUC, area under the curve. Values in bold indicate the most discriminative (AUC > 0.8).

Cl, confidence interval.

*Lower values of the biomarker are associated with OA in carriers of this haplogroup.
*Test for homogeneity of areas comparing the AUC from the MIMP-13 from those of the other molecular markers.

**Statistical significance declared at p < 0.01 due to multiple comparisons.

Table 3 | Multivariate logistic regression analysis for diagnosis of
osteoarthritis (OA) in haplogroup H and J carriers.

Variables B OR 95% Cl p*
HAPLOGROUP H

Age 0.263 1.301 1.026-1.649 0.030%*

BMI 0.647 1.910 1.124-3.244 0.017%%

MMP-13 0.430 1.537 1.023-2.310 0.038**

Coll2-1 0.104 1.110 1.013-1.217 0.026%*
HAPLOGROUP J

BMI 0.404 1.499 1.062-2.115 0.021%*

Gender ~1.930 0.145 0.026-0.816 0.028**

MMP-13 0.551 1735 1.017-2.959 0.043%*

B=regression coefficient.

OR, odd ratio.

Cl, confidence interval.

*p-Value from the logistic regression model.
**Statistical significance declared at p < 0.05.

We believe that the explanation for these discrepant results is
related to mtDNA haplogroups. The frequency of distribution
of haplogroups in our cohort is substantially different from that
observed in typical cohorts, which will follow the distribution of
these haplogroups in the general population: haplogroup H 40—
47% and haplogroup J 7-12% (Torroni et al., 1996; Dahmany et al.,
2006). The frequency distribution in our cohort was the same for
each haplogroup. We see that the results derived from the analy-
sis of carriers of haplogroup H, the most common haplogroup in
Caucasian populations, are more in line with those obtained by
other authors, and reflect the fact that serum levels of most of the

catabolic OA-related biomarkers are increased in haplogroup H
carriers, as shown in Figure 1.

In this study, pursuant to the analyses of the ROC curves and
univariate analysis, MMP-13 was the only molecular marker that
differentiated between OA patients and healthy controls in carri-
ers of both haplogroups H and J, as previously described by others
(Reboul et al., 1996; Rego-Pérez et al., 2011). In this sense, a role
for the mitochondrial dysfunction in the expression of the MMPs
has also been proposed (Cillero-Pastor et al., 2008, 2010).

Other molecular markers that have been proposed for differ-
entiating between OA patients and healthy controls, such as HA
(Elliott et al., 2005; Mazieres et al., 2006), appear to be increased
in OA patients, but only significantly increased in haplogroup H
carriers with OA. HA has been reported to be increased in OA
patients in some studies and was proposed as a surrogate marker
with predictive value for radiographic progression of OA (Maz-
ieres et al., 2006; Filkovd et al., 2009). Our study shows that this
association is stronger in haplogroup H carriers (Table 1). Because
the pro-inflammatory cytokine interleukin-1 (IL-1) is one of the
main cytokines involved in the mitochondrial dysfunction and in
the OA disease, we speculate that this association could be due to
different effects of the IL-1, which is an important factor in the
synovial production of HA (Nishida et al., 2000), on cells with
different mitochondrial backgrounds.

The regression model of diagnosis for haplogroup H carriers
shows that, together with both the BMI and age, those subjects
with higher serum levels of MMP-13 and Coll2-1 are more likely
to be diagnosed with OA. This model resulted in extraordinary
LR and AUC values, hence discriminating very well between OA
patients and healthy controls. On the other hand, the model for
haplogroup J carriers shows that, together with both the BMI and
gender, subjects with higher serum levels of MMP-13 only are more
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FIGURE 2 | Receiver operating characteristic (ROC) curves derived
from the logistic regression models for haplogroups H and J. (A) ROC
curve from the regression model for diagnosis in haplogroup H carriers; (B)
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ROC curve from the regression model for diagnosis in haplogroup J
carriers. (AUC, area under the curve; Cl, confidence interval; LR, likelihood
ratio).

likely to be diagnosed as having OA, therefore do not appearing
any other biomarker in this model significantly associated to dis-
criminate between OA patients and healthy controls. In summary,
these findings highlight the importance of the mitochondrial back-
ground in the OA disease, since Coll2-1 appeared significantly
increased in OA patients with the mtDNA haplogroup H, but not
in patients with the haplogroup J, probably by the fact that hap-
logroup H carriers have more active collagen type II metabolism
than haplogroup J carriers do, as proposed in our previous work
(Rego-Pérez et al., 2010). Because mtDNA haplogroups H and
] are clearly biochemically different (Wallace, 1999), the possible
differences in OXPHOS performance between them (Ruiz-Pesini
etal.,2000; Martinez-Redondo et al., 2010) could explain the more
active metabolism in haplogroup H carriers; hence CPII levels in
OA patients with haplogroup H are higher than in healthy con-
trols or OA patients with haplogroup J (Rego-Pérez et al., 2010),
which may represent an attempt to repair OA damaged carti-
lage by increasing the synthesis of collagen type II, as previously
described (Aigner et al., 1992; Lohmander et al., 1996; Nelson
et al., 1998). Similarly, metabolic differences between these two
haplogroups could account for our finding that most of the cata-
bolic collagen type I biomarkers are increased in OA patients who
carry haplogroup H, when compared with OA patients who carry
haplogroup J.

REFERENCES

Aigner, T., Stoss, H., Weseloh, G.,
Zeiler, G., and von der Mark, K.
(1992). Activation of collagen type
II  expression in
and rheumatoid

Virchows Arch. B Cell Pathol. 62,
337-345.

Altman, R., Asch, E., Bloch, D., Bole, G.,
Borenstein, D., Brandt, K., Christy,
W., Cooke, T. D., Greenwald, R.,
Hochberg, M., Howell, D., Kaplan,

osteoarthritic
cartilage.

CONCLUSION

In summary, the results obtained in this work are of special interest
because they strengthen the role of the mitochondrion in the OA
process. Either mtDNA haplogroups or an altered mitochondrial
function could explain some of the controversial results reported
in different studies when analyzing the same biomarkers in differ-
ent populations of patients. A particular benefit of this study is the
notable finding that patients that carry haplogroup H show higher
levels of all the catabolic markers of OA than those OA patients
that carry the mtDNA haplogroup J; two different mitochondrion-
related OA phenotypes were clearly defined. Understanding the
influence of the mitochondrial background will enable us to detect
biomarkers most related to OA, allowing us to design models for
haplogroup-based diagnoses.

ACKNOWLEDGMENTS

This study was supported by grants from Fundacién Espafiola
de Reumatologia (programa GEN-SER) and from Fondo Inves-
tigacién Sanitaria (CIBER- CB06/01/0040)-Spain, Fondo Inves-
tigacion Sanitaria-PI 08/2028, Ministerio Ciencia e Innova-
cion PLE2009-0144, with participation of funds from FEDER
(European Community). Ignacio Rego was supported by Con-
trato de Apoyo a la Investigacién-Fondo Investigacién Sanitaria
(CA10/01564).

D., Koopman, W., Longley, S. I. . L, cri-
Mankin, H., Mcshane, D. J., Medsger,

T. J. R., Meenan, R., Mikkelsen, W.,

(1986). Development of
teria for the classification and
reporting of osteoarthritis: clas-

Mgskowitz, R., Murphy, W, sification  of osteoarthritis  of
Rothschild, B., Segal, M., the knee. Arthritis Rheum. 29,
Sokoloff, L., and Wolfe, E 1039-1049.

Frontiers in Physiology | Striated Muscle Physiology

May 2012 | Volume 3 | Article 129 | 6


http://www.frontiersin.org/Physiology
http://www.frontiersin.org/Striated_Muscle_Physiology
http://www.frontiersin.org/Striated_Muscle_Physiology/archive

Fernandez-Moreno et al.

mtDNA haplogroups modulate biomarkers in osteoarthritis

Blanco, E J., Lépez-Armada, M. J., and
Maneiro, E. (2004). Role of mito-
chondria and osteoarthritis. Mito-
chondrion 4,715-728.

Cibere, J., Zhang, H., Garnero, P,
Poole, A. R., Lobanok, T., Saxne,
T., Kraus, V. B., Way, A., Thorne,
A., Wong, H., Singer, J., Kopeg, J.,
Guermazi, A., Peterfy, C., Nicolaou,
S., Munk, P. L., and Esdaile, J. M.
(2009). Association of biomarkers
with pre-radiographically defined
and radiographically defined knee
osteoarthritis in a population-
based study. Arthritis Rheum. 60,
1372-1380.

Cillero-Pastor, B., Caramés, B., Lires-
Dedn, M., Vaamonde-Garcia, C.,
Blanco, F. J., and Loépez-Armada,
M. J. (2008). Mitochondrial dys-
function activates cyclooxygenase
2 expression in cultured nor-
mal human chondrocytes. Arthritis
Rheum. 58, 2409-2419.

Cillero-Pastor, B., Rego, I., Lopez-
Armada, M. J., and Blanco, F. (2010).
The dysfunction of mitochondrial
respiratory chain regulates the met-
alloproteinases expression in human
normal chondrocytes in culture.
Osteoarthr. Cartil. 18, S109.

Dahmany, Y., Marcuello, A., Montiel-
Sosa, E. J., Montoya, J., and Sénchez,
C. D. (2006). Mitochondrial lin-
eages distribution in the Spanish
population: anticipating association
studies. Anales de la Real Academia
Nacional de Farmacia 72, 37-47.

Deberg, M., Dubug, J. E., Labasse, A.,
Sanchez, C., Quettier, E., Bosseloir,
A., Crielaard, J.-M., and Henrotin,
Y. (2008). One-year follow-up of
Coll2-1, Coll2-1NO; and myeloper-
oxidase serum levels in osteoarthritis
patients after hip or knee replace-
ment. Ann. Rheum. Dis. 67,168-174.

DeLong, E. R, DeLong, D. M., and
Clarke-Pearson, D. L. (1988). Com-
paring the areas under two or more
correlated receiver operating curves:
a nonparametric approach. Biomet-
rics 44, 837-845.

Elliott, A. L., Kraus, V. B, Luta, G.,
Stabler, T., Renner, J. B., Woodard,
J., Dragomir, A. D., Helmick, C.
G., Hochberg, M. C., and Jordan,
J. M. (2005). Serum Hyaluronan
levels and radiographic knee and
hip osteoarthritis in African Amer-
icans and Caucasians in the John-
ston County Osteoarthritis Project.
Arthritis Rheum. 52, 105-111.

Felson, D. T, and Lohmander, L.
S. (2009). Whither osteoarthritis
biomarkers? Osteoarthr. Cartil. 17,
419-422.

Felson, D. T., and Zhang, Y. (1998). An
update on the epidemiology of knee

and hip osteoarthritis with a view
to prevention. Arthritis Rheum. 41,
1343-1355.

Fernandez-Moreno, M., Tamayo, M.,
Soto-Hermida, A., Mosquera, A,
Oreiro, N., Ferndndez-Lépez, C.,
Ferndndez, J. L., Rego-Pérez, I,
and Blanco, E J. (2011). mtDNA
haplogroup J modulates telomere
length and nitric oxide production.
BMC Musculoskelet. Disord. 12, 283.
doi:10.1186/1471-2474-12-283

Filkovd, M., Senolt, S., Braun, M., Hule-
jova, H., Pavelkova, A., Sléglova, O.,
Kupka, K., Gatterovd, J., and Pavelka,
K. (2009). Serum hyaluronic acid as
a potential marker with a predic-
tive value for further radiographic
progression of hand osteoarthritis.
Osteoarthr. Cartil. 17,1615-1619.

Garnero, P, Ayral, X., Rousseau, J. C.,
Christgau, S., Sandell, L. J., Douga-
dos, M., and Delmas, P. D. (2002).
Uncoupling of type II collagen syn-
thesis and degradation predicts pro-
gression of joint damage in patients
with knee osteoarthritis. Arthritis
Rheum. 46,2613-2624.

Garnero, P, Piperno, M., Gineyts,
E., Christgau, S., Delmas, P.,, and
Vignon, E. (2001). Cross sectional
evaluation of biochemical mark-
ers of bone, cartilage, and syn-
ovial tissue metabolism in patients
with knee osteoarthritis: relations
with disease activity and joint
damage. Ann. Rheum. Dis. 60,
619-626.

Goémez-Durédn, A., Pacheu-Grau, D.,
Lopez-Gallardo, E., Diez-Sénchez,
C.,Montoya,]., Lopez-Pérez, M.,and
Ruiz-Pesini, E. (2010). Unmasking
the causes of multifactorial disor-
ders: OXPHOS differences between
mitochondrial haplogroups. Hum.
Mol. Genet. 19, 3343-3353.

Grishko, V. 1., Ho, R., Wilson, G. L., and
Pearsall, A. W. IV. (2009). Dimin-
ished mitochondrial DNA integrity
and repair capacity in OA chon-
drocytes. Osteoarthr. Cartil. 17,
107-113.

Henrotin, Y., Deby-Dupont, G., Deby,
C., De Bruyn, M., Lamy, M., and
Franchimont, P. (1993). Production
of active oxygen species by isolated
human chondrocytes. Br. J. Rheuma-
tol. 32, 562-567.

Henrotin, Y., and Kurz, B. (2007).
Antioxidant to treat osteoarthritis:
dream or reality? Curr. Drug Targets
8, 347-357.

Karan, A., Karan, M. A., Vural, P,
Erten, N., Tas¢ioglu, C., Aksoy, C.,
Canbaz, M., and Oncel, A. (2003).
Synovial fluid nitric oxide levels in
patients with knee osteoarthritis.
Clin. Rheumatol. 22, 397-399.

Kellgren, J. H., and Lawrence, J. S.
(1957). Radiological assessment of
osteoarthrosis. Ann. Rheum. Dis. 16,
494-502.

Kim, H. A., and Blanco, F. J. (2007). Cell
death and apoptosis in osteoarthritic
cartilage. Drug Targets 8,
333-845.

Lohmander, S. Y., Yoshihara, Y., Roos,
H., Kobayashi, T., Yamada, H.,
and Shinmei, M. (1996). Pro-
collagen II c-propeptide in joint
fluid: changes in concentrations
with age, time after joint injury
and osteoarthritis. J. Rheumatol. 23,
1765-1769.

Maneiro, E., Loépez-Armada, M. J., de
Andres, M. C., Caramés, B., Martin,
M, A.,Bonilla, A.,del Hoyo, P., Galdo,
F, Arenas, J., and Blanco, F, J. (2005).
Effect of nitric oxide on mitochon-
drial respiratory activity of human
articular chondrocytes. Ann. Rheum.
Dis. 64, 388-395.

Maneiro, E., Martin, M. A., de
Andres, M. C., Loépez-Armada, M.
J., Fernandez-Sueiro, J. L., del
Hoyo, P., Galdo, E, Arenas, J., and
Blanco, F. J. (2003). Mitochondr-
ial respiratory activity is altered
in osteoarthritic human articular
chondrocytes. Arthritis Rheum. 48,
700-708.

Martinez-Redondo, D., Marcuello, A.,
Casajus, J. A., Ara, L., Dahmani, Y.,
Montoya, J., Ruiz-Pesini, E., Lépez-
Pérez, M. J., and Diez-Sénchez, C.
(2010). Human mitochondrial hap-
logroup H: the highest VO2max con-
sumer. Is it a paradox? Mitochon-
drion 10, 102-107.

Mazieres, B., Garnero, P., Guéguen, A.,
Abbal, M., Berdah, L., Lequesne, M.,
Nguyen, M., Salles, J. P., Vignon,
E., and Dougados, M. (2006). Mol-
ecular markers of cartilage break-
down and synovitis at baseline
as predictors of structural pro-
gression of hip osteoarthritis. The
ECHODIAH Cohort. Ann. Rheum.
Dis. 65, 354-359.

Nelson, E, Dahlberg, L., Laverty, S.,
Reiner, A., Pidoux, 1., Ionescu, M.,
Fraser, G. L., Brooks, E., Tanzer,
M., Rosenberg, L. C. Dieppe,
P, and Robin Poole, A. (1998).
Evidence for altered synthesis of
type II collagen in patients with
osteoarthritis. J. Clin. Invest. 102,
2115-2125.

Nishida, Y., D’Souza, A. L., Thonar, E.
J., and Knudson, W. (2000). Stimu-
lation of Hyaluronan metabolism by
interleukin-lalpha in human artic-
ular cartilage. Arthritis Rheum. 43,
1315-1326.

Reboul, P, Pelletier, J. P, Tardif, G.,
Cloutier, J. M., and Martel-Pelletier,

Curr.

J. (1996). The new collagenase,
collagenase-3, is expressed and syn-
thesized by human chondrocytes
but not by synoviocytes. A role
in osteoarthritis. J. Clin. Invest. 97,
2011-2019.

Rego, I, Fernindez-Moreno, M.,
Ferndndez-Lépez, C., Go6mez-
Reino, J. J., Gonzilez, A., Arenas, J.,
and Blanco, F. J. (2010). The role of
European mtDNA haplogroups in
the prevalence of hip osteoarthritis
in Galicia (Northern Spain). Ann.
Rheum. Dis. 69, 210-213.

Rego-Pérez, 1., Ferndndez-Moreno, M.,
Deberg, M., Pértega, S., Fernandez-
Lépez, C., Oreiro, N., Henrotin, Y.,
and Blanco, F. J. (2010). Mitochon-
drial DNA haplogroups modulate
the serum levels of biomarkers in
patients with osteoarthritis. Ann.
Rheum. Dis. 69,910-917.

Rego-Pérez, I., Ferndndez-Moreno, M.,
Deberg, M., Pértega, S., Fernandez-
Lépez, C., Oreiro, N., Henrotin, Y.,
and Blanco, E J. (2011). mtDNA
haplogroups and serum levels of
proteolytic enzymes in patients with
osteoarthritis. Ann. Rheum. Dis. 70,
646—652.

Rego-Pérez, 1., Ferndndez-Moreno, M.,
Ferndndez-Lopez, C., Arenas, J., and
Blanco, F. J. (2008). Mitochondr-
ial DNA haplogroups. Role in the
prevalence and severity of knee
osteoarthritis. Arthritis Rheum. 58,
2387-2396.

Ruiz-Pesini, E., Lapena, A. C., Diez-
Sanchez, C., Pérez-Martos, A., Mon-
toya, J., Alvarez, E., Diaz, M., Urriés,
A., Montoro, L., Lopez-Pérez, M.
J., and Enriquez, J. A. (2000).
Human mtDNA haplogroups asso-
ciated with high or reduced sperma-
tozoa motility. Am. J. Hum. Genet.
67, 682-696.

Spil van, W. E., DeGroot, J., Lems, W.
F, Oostveen, J. C., and Lafeber, F
P. (2010). Serum and urinary bio-
chemical markers for knee and hip-
osteoarthritis: a systematic review
applying the consensus BIPED crite-
ria. Osteoarthr. Cartil. 18, 605-612.

Torroni, A., Huoponen, K., Francalacci,
P, Petrozzi, M., Morelli, L., Scoz-
zari, R., Obinu, D., Savontaus, M. L.,
and Wallace, D. C. (1996). Classifica-
tion of European mtDNAs from an
analysis of three European popula-
tions. Genetics 144, 1835-1850.

Torroni, A., Petrozzi, M., D’Urbano,
L., Sellitto, D., Zeviani, M., Car-
rara, F, Carducci, C., Leuzzi, V.,
Carelli, V., Barboni, P, De Negri,
A., and Scozzari, R. (1997). Hap-
lotype and phylogenetic analyses
suggest that one European-specific
mtDNA background plays a role in

www.frontiersin.org

May 2012 | Volume 3 | Article 129 | 7


http://dx.doi.org/10.1186/1471-2474-12-283
http://www.frontiersin.org
http://www.frontiersin.org/Striated_Muscle_Physiology/archive

Fernandez-Moreno et al.

mtDNA haplogroups modulate biomarkers in osteoarthritis

the expression of Leber hereditary
optic neuropathy by increasing the
penetrance of the primary muta-
tions 11778 and 14484. Am. J. Hum.
Genet. 60, 1107-1121.

Valdes, A. M., Hart, D. J., Jones
Ka Surdulescu, G., Swarbrick, P,
Doyle, D. V., Schafer, A. J., and
Spector, T. D. (2004). Association
study of candidate genes for the
prevalence and progression of knee
osteoarthritis. Arthritis Rheum. 50,
2497-2507.

van der Walt, J. M., Dementieva,
Y. A., Martin, E. R., Scott, W.
K., Nicodemus, K. K., Kroner, C.
C., Welsh-Bohmer, K. A., Saun-
ders, A. M., Roses, A. D., Small,
G. W,, Schmechel, D. E., Murali

Doraiswamy, P, Gilbert, J. R,
Haines, J. L., Vance, J. M., and
Pericak-Vance, M. A. (2004). Analy-
sis of European mitochondrial hap-
logroups with Alzheimer disease
risk. Neurosci. Lett. 365, 28-32.

van der Walt, J. M., Nicodemus, K. K.,
Martin, E. R., Scott, W. K., Nance,
M. A., Watts, R. L., Hubble, J. P,
Haines, J. L., Koller, W. C., Lyons,
K., Pahwa, R., Stern, M. B., Colcher,
A., Hiner, B. C., Jankovic, J., Ondo,
W. G., Allen, F. H. Jr.,, Goetz, C. G.,
Small, G. W., Mastaglia, F, Stajich,
J. M., McLaurin, A. C., Middleton,
L. T., Scott, B. L., Schmechel, D. E.,
Pericak-Vance, M. A., and Vance, J.
M. (2003). Mitochondrial polymor-
phisms significantly reduce the risk

of Parkinson disease. Am. J. Hum.
Genet. 72, 804-811.

Wallace, D. C. (1999). Mitochondrial
diseases in man and mouse. Science
283,1482-1488.

Conflict of Interest Statement: The
authors declare that the research was
conducted in the absence of any com-
mercial or financial relationships that
could be construed as a potential con-
flict of interest.

Received: 10 March 2012; paper pend-
ing published: 22 March 2012; accepted:
17 April 2012; published online: 11 May
2012.

Citation: Ferndndez-Moreno M, Soto-
Hermida A, Oreiro N, Pértega S,

Fendndez-Lépez C, Rego-Pérez I and
Blanco FJ (2012) Mitochondrial hap-
logroups define two phenotypes of
osteoarthritis. Front. Physio. 3:129. doi:
10.3389/fphys.2012.00129

This article was submitted to Frontiers in
Striated Muscle Physiology, a specialty of
Frontiers in Physiology.

Copyright © 2012 Ferndndez-Moreno,
Soto-Hermida, Oreiro, Pértega,
Fendndez-Lépez, ~ Rego-Pérez  and
Blanco. This is an open-access article
distributed under the terms of the
Creative Commons Attribution Non
Commercial License, which permits
non-commercial use, distribution, and
reproduction in other forums, provided
the original authors and source are
credited.

Frontiers in Physiology | Striated Muscle Physiology

May 2012 | Volume 3 | Article 129 | 8


http://dx.doi.org/10.3389/fphys.2012.00129
http://www.frontiersin.org/Physiology
http://www.frontiersin.org/Striated_Muscle_Physiology
http://www.frontiersin.org/Striated_Muscle_Physiology/archive
http://creativecommons.org/licenses/by-nc/3.0/

	Mitochondrial haplogroups define two phenotypes of osteoarthritis
	Introduction
	Materials and methods
	Subjects
	mtDNA haplogroups genotyping
	Molecular biomarkers
	Statistical analysis

	Results
	Univariate analysis for comparison of the tested molecular markers
	ROC curves for the diagnosis of the molecular markers
	Multivariate logistic regression analysis for diagnosis of OA

	Discussion
	Conclusion
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /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 true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /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 false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages false
  /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 false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages false
  /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 false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages false
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /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

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /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 <>
    /PTB <>
    /SUO <>
    /SVE <>
    /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 [612.000 792.000]
>> setpagedevice


