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Abstract

components of the complement system.

Background: Bone destruction is a feature of multiple myeloma, characterised by osteolytic bone destruction due
to increased osteoclast activity and suppressed or absent osteoblast activity. Almost all multiple myeloma patients
develop osteolytic bone lesions associated with severe and debilitating bone pain, pathologic fractures, hypercalcemia,
and spinal cord compression, as well as increased mortality. Biomarkers of bone remodelling are used to identify
disease characteristics that can help select the optimal management of patients. However, more accurate biomarkers
are needed to effectively mirror the dynamics of bone disease activity.

Results: A label-free mass spectrometry-based strategy was employed for discovery phase analysis of fractionated
patient serum samples associated with no or high bone disease. A number of proteins were identified which were
statistically significantly correlated with bone disease, including enzymes, extracellular matrix glycoproteins, and

Conclusions: Enzyme-linked immunosorbent assay of complement C4 and serum paraoxonase/arylesterase 1
indicated that these proteins were associated with high bone disease in a larger independent cohort of patient
samples. These biomolecules may therefore be clinically useful in assessing the extent of bone disease.

Keywords: Biomarkers, Bone disease, C4, Mass spectrometry, PON1, Proteomics

Background

Osteolytic bone disease is a common complication of
multiple myeloma, with 70% of patients having bone
lesions at diagnosis [1]. Bone-destroying osteoclasts are
more active in myeloma than bone-forming osteoblasts,
ultimately leading to bone destruction. These lesions
weaken bone, causing pain, spinal cord compression,
hypercalcemia, and increased risk of fractures [2].
Moreover, bone repair appears to be inhibited at sites
of osteolytic lesions. The standard method for detecting
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bone lesions is through a radiographic (x-ray) skeletal
survey, which is relatively insensitive. Studies have demon-
strated that whole-body computerised tomography (CT)
scans are better than x-rays for detecting bone lesions;
however, concerns about radiation dose exist [3,4]. While
radiological evaluation of the bony skeleton is important
for detecting bone disease in MM patients, imaging
studies only provide cross-sectional information reflecting
bone dynamics. Even the most sensitive imaging tech-
niques only detect established cortical bone destruction.
Biomolecules, measured in biofluids such as blood or
urine provide for longitudinal information concerning
bone disease. Indeed MM is characterised by repeated
relapses, with increasing destruction at relapse [5]; sensitive
markers of osteoclast destruction therefore may detect
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sub-clinical bone destruction and allow for early pre-
ventative intervention. Specifically, ELISA-based bone
marker assays would offer a low cost, widely accessible,
non-radiation-based method of longitudinally monitor-
ing dynamic changes in osteoclast activity [6]. Current
bone biomolecules can be divided into two categories,
collagen fragments released from the bone matrix
during resorption (degradation); and enzymes released
from either osteoblasts or osteoclasts. Biomarkers reflect-
ing osteoclast-mediated degradation of collagen include
N-terminal cross-linking telopeptide of type-1 collagen
(NTX), C-terminal cross-linking telopeptide of type-1
collagen (CTX), C-terminal cross-linking telopeptide of
type-1 collagen generated by metalloproteinase (ICTP), and
deoxypyridinoline (DPD). Procollagen type-1 N-propeptide
(PINP) and procollagen type-1 C-propeptide (PICP) signify
new bone formation [7,8]. Tartrate-resistant acid phosphat-
ase isotype 5b (TRACP-5b) is an enzyme used as a marker
of osteoclast number and activity, while bone-specific
alkaline phosphatase (BALP) and osteocalcin (OC), pro-
duced by osteoblasts, are used as markers of osteoblast
number and activity [9]. Receptor activator of nuclear
factor-kappa B ligand (RANKL) and Osteoprotegerin
(OPG) are also important markers of bone turnover.
RANKL increases osteoclast activity and is regulated by
OPG, the soluble decoy receptor for RANKL, which
serves as an inhibitor of RANKL activity. The RANKL/
OPG ratio therefore can serve as an index of osteoclas-
togenic activity [10,11]. Although these biochemical
markers of bone destruction and formation are useful
measurements in assessing the extent of myeloma bone
disease, no individual marker has proved to be com-
pletely effective at mirroring the dynamics of bone
disease activity [6].

In this investigation, we applied a discovery proteomics-
based approach to identify novel circulating biomolecules
that accurately correlate with degree of bone disease in
MM patients.

Results

Patient data

Table 1 shows clinical data for the 111 patient samples (D -
samples used in the discovery phase; V - samples used in
the validation phase) used in this study including 41
patients with no bone disease, 49 patients with high bone
disease, and 21 patients with MGUS/SMM (Monoclo-
nal gammopathy of undetermined significance (MGUS) &
smoldering multiple myeloma (SMM)). A total of 10 patient
serum samples with no bone disease and 10 patient serum
samples with high bone disease were used during the dis-
covery phase analysis. The remaining samples, including
MGUS and SMM were included in the validation analysis
of C4, B100 and PON1.
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Label-free mass spectrometry

In total 159 proteins were positively identified in the
Proteominer enriched serum samples using Progenesis
LC-MS to align these runs, of which 24 differentially
expressed proteins are included in the protein table
(Table 2). Label-free mass spectrometry is a powerful
and widely-used technique for identifying and quantifying
relative changes in complex protein samples, including
serum. Serum presents a significant challenge in proteo-
mics research, displaying a huge dynamic range which
exceeds ten orders of magnitude. To help overcome this
problem, ProteoMiner™ pre-fractionation was employed to
compress the dynamic range and facilitate the discovery of
disease-related biomolecules found in the serum prote-
ome. Of the proteins identified during the discovery phase,
Complement C4-A (C4A, p =0.05, 2.8-fold 1 high bone
disease), Apolipoprotein B-100 (APOB, p =0.04, 2.2-fold |
high bone disease) and Serum paraoxonase/arylesterase
(PON1, p =0.02, 1.6-fold 1 high bone disease) were
selected for further analysis in a larger cohort of patient
samples. Previous work by our group has demonstrated
that serum levels of C4, B100 and PON1 are abnormal
in patients found to be responders/non-responders to
MM therapies, including Thalidomide and Bortezomib
(see Additional file 1: Table S1), therefore it would be
of interest to see if any correlation existed with bone
disease, especially as these proteins appeared in the
discovery phase protein list.

STRING analysis

Protein associations and networks from the list of
proteins with significantly changed abundance levels
between no bone disease and high bone disease MM
patient serum samples were analysed using STRING
(Search Tool for the Retrieval of Interacting Genes), a
database of known and predicted protein-protein inter-
actions [12]. It generates a network of interactions from
a variety of sources, including different interaction
databases, text mining, genetic interactions, and shared
pathway interactions. The evidence view is shown in
Figure 1A, and the action view is shown in Figure 1B.
The colour-coded legend for the evidence view shows
the type of the interactions between proteins including
databases and text mining. The action view shows the
type of evidence that supports the interaction, such as
binding and inhibition. A central cluster of interacting
proteins is evident comprised of Alpha-1-antitrypsin
(SERPINAL1 |), Albumin (ALB |), Plasminogen (PLG |),
Kininogen 1 (KNG1 |), Coagulation factor V (F5 |),
Fibronectin (FN1 1), Alpha-2-macroglobulin (A2M |) and
Platelet factor 4 (PF4 |). The majority of the proteins in
this cluster were found to be decreased in abundance in
high bone disease MM patient samples compared to no
bone disease, except for FNI.
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Table 1 Clinical data

Patient No bone disease Bisphosphonate
ID tx (Y/N)
1 (D) PET: no focal myelomatous lesions Y
2 (D) SS: No lytic lesions. N
3 (D) SS: no lytic lesions. Diffuse osteopenia. N
4 (D) SS: no evidence of lytic bone lesions N
5 (D) SS: no lytic disease N
6 (D) SS: no focal lytic lesions. Y
7 (D) SS and MRI spine: no lytic lesions N
8 (D) SS: no lytic lesions Y
9 (D) Notes: no evidence of bone disease on SS. N
10 (D)  SS:no bone disease N
11 (V) SS:no Iytic lesions identified. N.
12 (V) SS:no lytic lesions. MRI spine: N
no focal Itic lesions.
13 (V) SS:no lytic lesions. N
14 (V) SS: no bone disease N
15 (V) Notes: SS negative for lytic bone disease. N
16 (V) SS and MRI spine: no lytic disease N
17 (V) SS: no lytic lesions. N
18 (V) SS:no lytic lesions N
19 (V) SS (x2): negative metastatic bone series. n/a
20 (V) SS:no lytic lesions or vert #s N
21 (V) SS:no evidence of lytic disease N
22 (V) SS:no lytic lesions N
23 (V) SS:no lytic lesions Y
24 (V) SS:no lytic lesions N
25 (V) SS:no lytic lesions Y
26 (V) SS:no lytic lesions. N
27 (V) SS:no dominant lytic lesion seen. N
28 (V) SS:no findings related to myeloma. N
29 (V) Notes: no lytic lesions SS N
30 (V) Notes (x2): no myeloma bone disease on SS. N
31 (V) Notes: no evidence of lytic bone disease (SS). Y
32 (V) SS:no evidence of lytic bone disease. Y
33 (V) SSand CT abdo/pelvis: no lytic lesions Y
34 (V) SS (x2): no Iytic bone diesase. Y
35(V)  SS:no focal lucencies suggestive of myeloma.  n/a
36 (V) SS:no lytic lesions N
37(V)  SS:no lytic lesions Y
38 (V) SS, CT spine and PET-CT: no lytic lesions. N
39 (V) SS:no lytic lesions N
40 (V) SS: no lytic disease Y
41 (V) SS:no lytic lesions Y

Table 1 Clinical data (Continued)
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Patient High bone disease Bisphosphonate

ID tx (Y/N)

42 (D)  Lytic lesions in hip on MRI, and in N
thorax on CT.

43 (D)  Multiple lytic lesions, skull, pelvis, femur (SS) Y

44 D)  MRI: widespread bone disease, including Y
extramedullary involvement.

45 (D) SS: multiple lucencies skull, pelcis, n/a
femora, compression #s spine.

46 (D)  SS: diffuse lytic disease N

47 (D) SS: C2 lesion and femoral neck lesions. N

48 (D) SS: multiple involving skull, humeri, femora. Y

49 (D)  SS: multiple lucencies in the skull, N
and femoral lesion.

50 (D)  Notes: Multiple lytic bone lesions Y

51 (D)  SS:multiple Iytic lesions throughout skeleton.

52 (V) SS:lucencies invol. Ribs, N
scapulae, T/L spines.

53 (V) Notes: multiple bony lesions with n/a
soft tissue extension.

54 (V) MRI: multiple spinal lesions Y

55 (V) Notes: extensive bone involvement. Y

56 (V) SS:lucencies of skull, humerus, femur, pelvis. N

57 (V) SS: lesions of skull, ribs, humera, femur. N

58 (V) SS: multiple lucencies femurs, humeri, skull Y

59 (V) SS and MRI: skull, clavicle, vertebral lesions. Y

60 (V)  Vertebral, femoral, extramedullary N
(lung) lesions.

61 (V) SS: skull, humeri, vert lesions. Y

62 (V) PET-CT: increased uptake left ilial and
T12 vert, rib #s

63 (V) MRI: multiple compression #s Y
spine, sacral lesions

64 (V) SS: multiple lucencies, skull, humeri, femurs. n/a

65 (V) SS: femurs, pelvis, skull luc, compressn # T9 Y

66 (V) CT: lumbar spine, rib, pelvis, sternal lesions Y

67 (V) MRI: multiple vertebral lesions Y

68 (V)  SS: lesions skull, pelvis, femora. Y

69 (V) SS: skull, humrea, vert lesions n/a

70 (V) Notes: scapular, pelvic and hip lesions. Y

71 (V) SS:skull, vert, humeri lucencies N

72 (V) SS/MRI: multiple lesions pelvis and It humerus. Y

73 (V) SS/MRIs: lumbar, thoracic and sacral lesions. Y

74 (V) SS/PET: skull lesions and sternal plasmacytoma N

75 (V) SS: lucencies femora, skull, humerus. N

76 (V) SS: diffuse myel. involve. (skull, hum, Y
fem, t spine, skull).

77 (V) Notes: lucencies C/T spine and scapula. N

78 (V)
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Table 1 Clinical data (Continued)

Notes: destructive lesions L2 and

acetabulum.
79 (V) SS: compressn #s spine, lucencies skull, Y
femora, humeri.
80 (V)  PETCT: diffuse uptake spine, sternum, N
femora.
81 (V)  MRI: T7-9 lesions with cord compression N
82 (V)  SS: lucencies femora, skull, humeri.
83 (V)  SS:lucencies of skull, clavicles,
humera, T spine.
84 (V)  CT: 2rib #s and compressn # T5
85 (V)  CT:innumerable lesions within N
axial and appendicular skeleton.
86 (V) SS:lucencies in vert, pelvis, humeri, femora. N
87 (V) SS:lesions in skull, ribs, T spine, humeri. Y
88 (V)  SS:multiple lesions skull, pelvis, n/a
and T12 compressn #.
89 (V)  Notes: review of outside films N
demonstrates extensive bony disease
90 (V) SS:Numerous lesions in skull and extremeties. N
Patient Pre-malignant myeloma Bisphosphonate
ID tx (Y/N)
91 (V)  MGUS N
92 (V)  MGUS N
93 (V)  MGUS N
94 (V)  MGUS N
95 ()  MGUS N
9 (V)  MGUS N
97 (V)  MGUS N
98 (V)  MGUS N
99 (V)  MGUS N
100 (V)  SMM N
101 (V)  SMM N
102 (V)  SMM N
103 (V) SMM N
104 (V)  SMM N
105 (V)  SMM N
106 (V)  SMM N
107 (V)  SMM N
108 (V) SMM N
109 (V)  SMM N
110 (V)  SMM N
11() SMM N

Clinical data for the 111 patient samples used in this study. 41 patients
diagnosed with no bone disease, 49 patients with high bone disease and 21
patients with monoclonal gammopathy of undetermined significance (MGUS)
or smoldering multiple myeloma (SMM). Samples are labeled with (D) for
discovery and (V) for validation, indicating the phase in which they were used.
Information on whether the patients were on bisphosphonate treatment (tx)
at the time the sample was taken is included (Y = yes, N =no).

n/a =not available.
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Box and whisker plots and area under the curve

(AUCQ) analysis

Box and whisker plots were constructed to display infor-
mation about the range, the median and the quartiles for
Complement C4 (Figure 2A) and Serum paraoxonase/
arylesterase (Figure 2B) based on ELISA results from an
independent validation cohort of patient samples, includ-
ing monoclonal gammopathy of undetermined signifi-
cance (MGUS), smoldering multiple myeloma (SMM),
MM patients with no bone disease and MM patients
with bone disease. B100 was not statistically signifi-
cantly correlated with bone disease in the independent
sample set. C4 and PON1 were found to be significant,
with overall concentration increasing from MGUS/
SMM (C4: 176 ug/ml, PON1: 204 ug/ml) to no bone
disease (C4: 248 ug/ml, PON1: 301 ug/ml) to high bone
disease (C4: 272 ug/ml, PON1: 502 ug/ml). C4 was
found to be statistically correlated in 3 comparisons:
p =0.02 (MGUS/SMM v no bone disease), p =0.001
(MGUS/SMM v high bone disease) and p =0.05 (no bone
disease v high bone disease). PON1 was significantly
associated in 2 comparisons: p =0.008 (MGUS/SMM v
high bone disease) and p =0.01 (no bone disease v high
bone disease). Figure 2 summarises information on the
median, minimum and maximum values for C4 and
PONI. Statistical analysis was also completed compar-
ing patients who were receiving bisphosphonate treat-
ment (tx) versus no treatment at the time the sample
was obtained (Table 1) for C4 and PON1. None of these
comparisons were found to be statistically significant
(data not shown).

Receiver operating characteristic (ROC) curve were
constructed with the area under the ROC curve (AUC)
calculated to indicate the performance of both C4 and
PONI1 at distinguishing pre-malignant myeloma v no
bone disease, pre-malignant myeloma v high bone dis-
ease and no bone disease v high bone disease (Figure 2).
The most significant AUC-values were found when
comparing pre-malignant myeloma to high bone disease
for both C4 and PONI1, with values of 0.747 and 0.682
respectively. AUC-values were also determined for the
combination of C4 and PONI1 using logistic regression
analysis to discriminate between the different groups,
with a value of 0.695 for pre-malignant myeloma v no
bone disease, 0.801 for pre-malignant myeloma v high
bone disease and 0.702 for no bone disease v high bone
disease. Similarly to the individual AUC-values, the most
significant value was found for the pre-malignant mye-
loma v high bone disease comparison (0.801).

Discussion

Protein analysis, specifically looking at serum proteins
found to have differences in abundance levels associated
with disease phenotype, in this case pre-malignant MM
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Table 2 Protein list
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Gene symbol Protein identification Measured peptides MASCOT score BH adjusted p-value Fold change
VTN Vitronectin 6 391 0.02 =27
KNG1 Kininogen-1 2 115 0.02 14
THBS1 Thrombospondin-1 5 343 0.02 30
PON1 Serum paraoxonase/arylesterase 1 3 166 0.02 -1.6
PLG Plasminogen 8 545 0.02 1.5
F5 Coagulation factor V 4 210 0.03 1.8
F2 Prothrombin 10 722 0.03 1.8
AMBP Protein AMBP 2 124 0.04 24
APOB Apolipoprotein B-100 4 1640 0.04 2.2
PROS1 Vitamin K-dependent protein S 3 198 0.04 20
CFHR1 Complement factor H-related protein 1 2 171 0.04 1.8
TTR Transthyretin 2 163 0.04 =22
PF4 Platelet factor 4 2 186 0.04 14
SERPINAT Alpha-1-antitrypsin 3 247 0.04 24
AHSG Alpha-2-HS-glycoprotein 5 454 0.04 35
FN1 Fibronectin 7 567 0.05 —45
HRG Histidine-rich glycoprotein 2 97 0.05 30
TF Serotransferrin 2 195 0.05 32
IGHG2 Ilg gamma-2 chain C region 3 214 0.05 20
ALB Serum albumin 4 311 0.05 36
c1s Complement C1s subcomponent 2 112 0.05 26
IGHM Ig mu chain C region 4 265 0.05 -2.7
C4A Complement C4-A 5 310 0.05 -28
A2M Alpha-2-macroglobulin 2 157 0.05 33

List of differentially expressed proteins comparing no bone disease to high bone disease. The table includes information on gene symbol, protein identification,
measured peptides (used for quantitation), confidence score (MASCOT), Benjamini-Hochberg adjusted p-value and fold-change (- indicates a protein is decreased
in abundance in no bone disease compared to high bone disease, all other proteins are increased in abundance in no bone disease compared to high bone
disease). A total of 10 patient serum samples with no bone disease and 10 patient serum samples with high bone disease were used during the discovery

phase analysis.

and MM patients diagnosed with no bone disease or
high bone disease, can help delineate the complex mech-
anisms of bone biology and also provide clinicians with
a suite of biomarkers to aid in the management of MM
patients. In this investigation, ProteoMiner fractionated
patient samples were analysed using a bottom-up
(peptide level) label-free mass spectrometric proteomic
strategy for biomarker discovery. A number of proteins
found to be statistically significant, correlating with bone
disease, were identified including enzymes, extracellular
matrix glycoproteins, and members of the complement
system. C4, B100 and PONI1 were selected for further
analysis in a larger independent cohort of patient sam-
ples (based on previous unpublished findings), with both
C4 and PONI1 confirmed to be significantly associated
with bone disease.

MM is characterised by repeated relapses ultimately cul-
minating in fatal refractory disease. The rate of MM bone
disease increases with progression of disease. While CT

and MRI scans have improved resolution and sensitivity
for detecting bone disease, there is a need for more sensi-
tive biochemical markers that will detect sub-clinical bone
disease, [13]. Protein markers of bone turnover provide
clinically useful supportive information on bone homeo-
stasis by measuring enzymes, cytokines and collagen
breakdown products released during bone formation and
of degradation products produced during bone resorption.
A range of biochemical bone markers are available that
allow a specific and sensitive evaluation of the rate of bone
formation and bone resorption of the skeleton; however,
none of the currently known biomarkers are used in clin-
ical practice, and more robust and sensitive biomarkers
are needed to both monitor bone turnover and aid in
managing patients with bone disease [14]. Due to expense,
access to radiology, and radiation exposure, radiology
techniques are used in the setting of rising paraprotein or
new symptomatology. The majority of patients will already
have new bone lesions and/or fracture [15]. Moreover, there
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is a concern that existing bone markers are not interpretable
in patients receiving bisphosphonate therapy [16]. These
challenges reinforce the need for non-invasive, informative,
and sensitive bone markers that will allow for early detec-
tion of bone disease and preventative intervention.

It was observed that complement factor H-related pro-
tein 1 and complement Cls subcomponent were present
at lower concentrations in the patients with high bone
disease compared to no bone disease. The complement
system is made up of a series of about 25 proteins, two-
thirds of which circulate in the plasma while the remain-
der are present on cell and tissue surfaces. A recent
review discusses the link between the complement pro-
teins and their role in bone development and homeostasis,
specifically investigating their influence on osteoblast and
osteoclast activity [17]. The complex interplay between
these systems is still not fully understood but increasing
evidence points to the complement anaphylatoxins influ-
ence the migration of bone cells and the controlled inter-
actions between osteoblast and osteoclast. C4, as a major
protein of the classical cascade potentially has an import-
ant role in these important interactions. This system
works to “complement” the activity of antibodies in
destroying bacteria, either by facilitating phagocytosis or
by puncturing the bacterial cell membrane; however, re-
cent developments have shed some light on the role of the
complement system in bone formation and maintenance.
We for the first time found Complement C4-A to be
increased in the high bone disease patient cohort. In the
larger validation cohort, increasing levels of complement
C4 were determined when moving from MGUS/SMM to
no-bone disease to high-bone disease phenotypes. In-
creased C4 values have previously been associated with
systemic lupus erythematous, rheumatoid arthritis, severe
bacterial or viral infections, cancer, and myocardial infarc-
tion [18-20]. Zheng and co-workers reported increased
levels of complement C4 in MM patients, suggesting that
upregulation of complement components is due to defect-
ive activation [21].

Both Apolipoprotein B100 and PON1 were selected for
further analysis in a larger sample set. BL00 was not found
to be significant in the validation cohort, but PON1 did
show a stepwise increase in concentration from MGUS/
SMM to high bone disease (as did complement C4). Serum
paraoxonase/arylesterase 1 (PON1) degrades chemicals
including several types of organophosphate pesticides and
pharmaceutical drugs in the body. PON1 also has antioxi-
dant properties, protecting both high- and low-density
lipoproteins from oxidation associated with changing
mineral content and decreased formation of bone [22].
Polymorphisms and abnormal enzymatic activity of PON1
have also been implicated in heart disease, osteoporosis,
atherosclerosis, and cancer [23-26]. Moreover, PON1
can directly suppress the macrophage pro-inflammatory
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response [27]. The PONI gene is activated by peroxi-
some proliferator-activated receptor y (PPARY), a mem-
ber of the ligand-activated nuclear receptor superfamily
[28]. Redox balance in bone cells is a key modulator of
normal functioning, and the increased levels of PON1
detected in patient serum samples in this study may
therefore represent a protective mechanism against the
effects of oxidative stress on bone formation associated
with osteoclastic resorption. Oxidative stress is involved in
the pathogenesis of bone diseases such as osteoporosis, in-
crease in osteoclasts activity and upregulation of osteoclast
differentiation. Therefore, it could be proposed that the
increased levels of PON1 are in response to this increased
stress, to facilitate the antioxidant bioscavenger of this
molecule and try to re-balance bone remodelling.

A number of other proteins were found to be signifi-
cantly correlated with different levels of bone disease.
Cells adhere to the extracellular matrix through inter-
action with adhesive extracellular matrix glycoproteins,
including vitronectin (VTN) and Fibronectin (FN1). VTN,
also known as S-protein, is a multi-functional plasma and
extracellular matrix protein with defined activity in cell
adhesion, thrombosis, complement activation, fibrinolysis,
inflammation, and platelet adhesion. Several groups have
shown the important role that vitronectin plays in the
development and regulation of bone structure [29-31].
EN1 is a multifunctional, extracellular matrix glycoprotein
composed of two disulfidebound polypeptides of molecu-
lar weight 220 kDa exhibiting structural and adhesive
properties in cell-associated fibrillar matrices. Similar to
VTN, EN1 is implicated in early stages of bone formation,
and continuous presence of FN1 is required for maintain-
ing the integrity of the bone matrix [32-34]. Our discovery
phase results demonstrate a significant elevation in the
concentrations of both VIN and FN1 in high bone disease
compared to no bone disease patient samples, suggesting
that these proteins are released into the circulation due to
increased bone resorption related to stimulation of osteo-
clast formation and activity. These results compare with
the distribution of type I collagen fragments after osteo-
clastic degradation, including NTX and CTX, markers
which are used for the early diagnosis of bone lesions [35].
Finally, bisphosphonate treatment at the time of sample
collection was an important consideration with respect
to the potential impact that this treatment would have
on expression of the candidate biomarkers. Statistical
analysis showed that bisphosphonate treatment did not
significantly impact C4 and PONI levels, suggesting
their potential utility in patients receiving bisphospho-
nate therapy, in combination with existing biochemical
tests and MRI/CT scanning.

From the information in the supplementary table, both
C4A and PON1 were found to be elevated in patients
responding to treatment, while in this study, both were
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found to increase in concentration in the high bone dis-
ease group compared to both the pre-malignant myeloma
and no bone disease cohorts. Therefore, a direct link
between disease burden and the levels of these candidate
biomarkers is not obvious and may indicate a more de-
fined role in measuring bone disease. A limitation of this
investigation is the number of groups analysed in the val-
idation phase. Pre-malignant myeloma and both no/high
bone disease cohorts were examined. Ideally this would be
expanded out to include multiple myeloma disease stages
with associated bone disease information. Also, the main
utility of these proposed biomarkers would be in tracking
individual patients during the course of their disease, in-
vestigate how the abundance of these biomarkers changes
in relation to disease state and how this information could
be useful in patient management.

Conclusion

In summary, this study identifies novel candidate bio-
markers associated with bone disease in MM patients.
These novel biomarkers are currently being further evalu-
ated in prospective studies of MM bone disease to assess
their clinical utility.

Methods

Patients selection and sample collection

The participating subjects, attending the Jerome Lipper
Multiple Myeloma Center and LeBow Institute for
Myeloma Therapeutics, Dana-Farber Cancer Institute,
Harvard Medical School, Boston, MA, US, and the
Mater Hospital, Dublin, Ireland, gave written informed
consent in accordance with the Declaration of Helsinki
that was approved by the Institutional Review Board
(Dana-Farber Cancer Institute) and the Mater Hospital
ethics committee. The samples were collected according
to standard phlebotomy procedures from consented
patients. 10 ml of blood was collected into additive free
(serum) blood tubes and was allowed to clot for 30 min
to 1 hr at room temperature. The serum was denuded
by pipette from the clot and poured into a clean tube. The
tubes were centrifuged at 1000 x g for 30 min at 4°C.
Serum was aliquoted in the cryovial tubes, labeled and
stored at —80°C until time of analysis. The time from
sample procurement to storage at —80°C was less than
3 hr. Each serum sample underwent not more than three
freeze/thaw cycles prior to analysis.

ProteoMiner™ fractionation

Serum protein equalization was performed using
ProteoMiner™ enrichment kit according to the manufac-
turer procedure. In summary, the storage solution was
first washed out from the spin column containing
100 pL of peptide beads with deionised water. There-
after, the column was washed with the 10 mM NaH,PO,,
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150 mM NaCl, pH 7.4 solution provided with the kit.
When the spin column was ready for sample binding,
1 mL of centrifuged serum sample was added to the col-
umn and equilibrated at room temperature for 2 hr. The
unbound proteins were removed with the wash buffer and
the captured proteins were eluted by 3 x 100 uL. of 8 M
urea containing 2% CHAPS dissolved in 5% acetic acid.

Following vortexing, sonication and centrifugation, the
protein concentration of no bone disease and high bone
disease patient samples was determined. Volumes of pro-
tein suspensions were equalized using label-free solubilisa-
tion buffer and then reduced for 30 min with 10 mM DTT
and alkylated for 20 min in the dark with 25 mM iodoace-
tamide in 50 mM ammonium bicarbonate. The proteolytic
digestion of proteins was carried out in 2 steps. Firstly,
digestion was performed with sequencing grade Lys-C at a
ratio of 1:100 (protease/protein) for 4 hr at 37°C, followed
by diluted with 4 times the initial sample volume in 50
mM ammonium bicarbonate. Secondly, further digestion
was based on incubation with sequencing grade trypsin at
a ratio of 1:25 (protease/protein) overnight at 37°C. The
protease-treated serum protein suspensions were diluted
3:1 (v/v) with 2% trifluoroacetic acid in 20% acetonitrile.
To ensure an even suspension of peptides, the samples
were briefly vortexed and sonicated.

Label-free LC-MS/MS analysis

The nano LC-MS/MS analysis of no bone disease versus
high bone disease patient samples was carried out with
the help of an Ultimate 3000 nanoLC system (Dionex)
coupled to a an LTQ Orbitrap XL mass spectrometrer
(Thermo Fisher Scientific, Dublin, Ireland) in the Pro-
teomics Facility of the National Institute for Cellular
Biotechnology, Dublin City University. The optimized
methodology has been as previously described in detail.
Peptide mixtures (5 pL volume) were loaded onto a
C18 trap column (C18 PepMap, 300 pm id x5 mm,
5 um particle size, 100 A pore size; Dionex). Desalting
was achieved at a flow rate of 25 pL/min in 0.1% TFA
for 10 min. The trap column was switched on-line with
an analytical PepMap C18 column (75 pm id x 500 mm,
3 um particle and 100 A pore size; Dionex). Peptides
generated from muscle proteins were eluted with the
following binary gradients: solvent A (2% ACN and
0.1% formic acid in LC-MS grade water) and 0-25%
solvent B (80% ACN and 0.08% formic acid in LC-MS
grade water) for 240 min and 25-50% solvent B for a fur-
ther 60 min. The column flow rate was set to 350 nL/min.
Data was acquired with Xcalibur software, version 2.0.7
(Thermo Fisher Scientific). The MS apparatus was oper-
ated in data-dependent mode and externally calibrated.
Survey MS scans were acquired in the Orbitrap in the
300-2000 m/z range with the resolution set to a value of
30 000 at m1/z 400 and lock mass set to 445.120025 u. CID
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fragmentation was carried out in the linear ion trap with
the three most intense ions per scan. Within 60 sec, a
dynamic exclusion window was applied. Normalised
collision energy of 35%, an isolation window of 3 m/z
and one microscan were used to collect suitable tandem
mass spectra.

Quantitative profiling by label-free LC-MS/MS analysis
Processing of the raw data generated from LC-MS/MS
analysis was carried out with Progenesis label-free LC-MS
software (version 3.1; Non-Linear Dynamics, Newcastle
upon Tyne, UK). Data alignment was based on the LC
retention time of each sample, allowing for any drift in re-
tention time given and adjusted retention time for all runs
in the analysis. A reference run was established with the
sample run that yielded most features (i.e. peptide ions).
The retention times of all of the other runs were aligned
to this reference run and peak intensities were then
normalised. Prior to exporting the MS/MS output files to
MASCOT (http://www.matrixscience.com) for protein
identification, a number of criteria were employed to filter
the data including: (i) peptide features with ANOVA <0.05
between experimental groups, (ii) mass peaks (features)
with charge states from +2, +3, and (iii) greater than one
isotope per peptide. A MASCOT generic file was gener-
ated from all exported MS/MS spectra from Progenesis
software. The MASCOT generic file was used for peptide
identification with MASCOT (version 2.2) and searched
against the UniProtKB-SwissProt database (downloaded in
January 2013) with 16,638 proteins (taxonomy: Homo
sapiens). The following search parameters were used for
protein identification: (i) MS/MS mass tolerance set at 0.5
Da, (ii) peptide mass tolerance set to 20 ppm, (iii) carba-
midomethylation set as a fixed modification, (iv) up to
two missed cleavages were allowed and (v) methionine oxi-
dation set as a variable modification. For further consider-
ation and re-importation back into Progenesis LC-MS
software for further analysis, only peptides with ion scores
of 40 and above were chosen. Importantly, the following
criteria were applied to assign a serum associated proteins
as properly identified: (i) an ANOVA score between experi-
mental groups of <0.05, (ii) proteins with >2 peptides
matched and (iii) a MASCOT score >40.

Enzyme-linked immunosorbent assay

Serum samples were screened using different enzyme-
linked immunosorbent assays for Human Complement C4
ELISA Kit (EC2102-1, Assaypro), Human Apolipoprotein B
(EA7001-1, Assaypro) and Human Paraoxonase 1 (PON1)
(SK00141-01, Aviscera Bioscience, Inc). Both Apo B100
and PON1 were assayed using a quantitative sandwich
enzyme immunoassay technique, while C4 was measured
using a quantitative competitive enzyme immunoassay
technique.
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Statistical analysis

Proteins were considered to be differentially expressed
upon an observation of a fold change of >1.4 in both di-
rections and a Benjamini-Hochberg adjusted p-value used
with all proteins <0.05 selected. ELISA data was analysed
by constructing a standard curve as a result of plotting the
mean absorbance for each standard on the x-axis against
the concentration on the y-axis and draw a best fit curve
through the points on the graph. Any outliers present in
ELISA readings (*) were determined using Tukey’s method
which considers values at a distance of 1.5 times the inter-
quartile range (IQR) below QI (quartile one) or at 1.5
times the IQR above Q3 (quartile three). The ROC plots
were obtained by plotting all sensitivity values (true posi-
tive fraction) on the y-axis against their equivalent (1-
specificity) values (false positive fraction) for all available
thresholds on the x-axis (MedCalc, version 13-0-0-0
64-bit, Medcalc Software, Mariakerke, Belgium). The area
under the curve (AUC) was calculated to provide a sum-
mary of overall classifier effectiveness. For multivariate
analysis of biomarker combinations, logistic regression
(LR) analysis of the serum biomarker levels in these
patients groups was performed.

Additional file

Additional file 1: Table S1. Proteomics Data for Responders v
Non-Responders to Bortezomib and Thalidomide.

Abbreviations
ELISA: Enzyme-linked immunosorbant assay); HPLC: High-performance liquid
chromatography; MS/MS: Tandem mass spectrometry; m/z: Mass-to-charge ratio.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions

PD, CH, KT, AH & JM performed the experiment and analysed the data. CC
provided statistical analysis for this project. CM, KA, MC, PR & PO'G designed/
supervised the study and assisted in the provision of clinical samples.

All authors read and approved the final manuscript.

Authors’ information
Paul Richardson and Peter O'Gorman: Joint senior authors.

Acknowledgements
This work was supported in part by a Science Foundation Ireland Short Term
Travel Fellowship.

Author details

'Department of Biology, National University of Ireland, Maynooth, Co. Kildare,
Ireland. “National Institute for Cellular Biotechnology, Dublin City University,
Glasnevin, Dublin 9, Ireland. *Mater Misericordiae University Hospital, Dublin
7, Ireland. 4Depar‘[ment of Medical Oncology, Dana-Farber Cancer Institute,
Boston, USA. 5Department of Medicine, Harvard Medical School, Boston, USA.
5School of Medicine & Medical Science, University College Dublin, Dublin 4,
Ireland.

Received: 12 May 2014 Accepted: 3 October 2014
Published: 17 October 2014


http://www.matrixscience.com
http://www.biomedcentral.com/content/supplementary/1471-2164-15-904-S1.docx

Dowling et al. BMIC Genomics 2014, 15:904
http://www.biomedcentral.com/1471-2164/15/904

References

1.

Bilsky MH, Azeem S: Multiple myeloma: primary bone tumor with
systemic manifestations. Neurosurg Clin N Am 2008, 19(1):31-40.
Roodman GD: Pathogenesis of myeloma bone disease. Leukemia 2009,
23(3):435-441.

Delorme S, Baur-Melnyk A: Imaging in multiple myeloma. Recent Results
Cancer Res 2011, 183:133-147.

Zamagni E, Cavo M: The role of imaging techniques in the management
of multiple myeloma. Br J Haematol 2012, 159(5):499-513.

Kyle RA, Gertz MA, Witzig TE, Lust JA, Lacy MQ, Dispenzieri A, Fonseca R,
Rajkumar SV, Offord JR, Larson DR, Plevak ME, Therneau TM, Greipp PR:
Review of 1027 patients with newly diagnosed multiple myeloma.
Mayo Clin Proc 2003, 78(1):21-33.

Terpos E, Dimopoulos MA, Sezer O, Roodman D, Abildgaard N, Vescio R,
Tosi P, Garcia-Sanz R, Davies F, Chanan-Khan A, Palumbo A, Sonneveld P,
Drake MT, Harousseau JL, Anderson KC, Durie BG, International Myeloma
Working Group: The use of biochemical markers of bone remodeling in
multiple myeloma: a report of the International Myeloma Working
Group. Leukemia 2010, 24(10):1700-1712.

Sfiridaki A, Miyakis S, Pappa C, Tsirakis G, Alegakis A, Kotsis V, Stathopoulos E,
Alexandrakis M: Circulating osteopontin: a dual marker of bone destruction
and angiogenesis in patients with multiple myeloma.

J Hematol Oncol 2011, 4:22.

Dizdar O, Barista |, Kalyoncu U, Karadag O, Hascelik G, Cila A, Pinar A, Celik |,
Kars A, Tekuzman G: Biochemical markers of bone turnover in diagnosis
of myeloma bone disease. Am J Hematol 2007, 82(3):185-191.

Vallet S, Pozzi S, Patel K, Vaghela N, Fulciniti MT, Veiby P, Hideshima T, Santo L,
Cirstea D, Scadden DT, Anderson KC, Raje N: A novel role for CCL3

(MIP-1a) in myeloma-induced bone disease via osteocalcin
downregulation and inhibition of osteoblast function. Leukemia 2011,
25(7):1174-1181.

Bolzoni M, Storti P, Bonomini S, Todoerti K, Guasco D, Toscani D, Agnelli L,
Neri A, Rizzoli V, Giuliani N: Immunomodulatory drugs lenalidomide and
pomalidomide inhibit multiple myeloma-induced osteoclast formation
and the RANKL/OPG ratio in the myeloma microenvironment targeting
the expression of adhesion molecules. Exp Hematol 2013,
41(4):387-397.e381.

Xu DR, Su C, Zou WY, Xu HR, Huang S, Li J, Luo SK: Significance of
SRANKL/OPG ratio in diagnosis of multiple myeloma bone disease.
Zhongguo Shi Yan Xue Ye Xue Za Zhi 2010, 18(2):376-380.

Jensen LJ, Kuhn M, Stark M, Chaffron S, Creevey C, Muller J, Doerks T, Julien P,
Roth A, Simonovic M, Bork P, von Mering C: STRING 8-a global view on
proteins and their functional interactions in 630 organisms. Nucleic Acids Res
2009, 37(Database issue).D412-D416.

Terpos E, Christoulas D, Kastritis E, Katodritou E, Papatheodorou A, Pouli A,
Kyrtsonis MC, Michalis E, Papanikolaou X, Gkotzamanidou M, Koulieris E,
Gavriatopoulou M, Zervas K, Dimopoulos MA, Greek Myeloma Study
Group: The combination of lenalidomide and dexamethasone reduces
bone resorption in responding patients with relapsed/refractory
multiple myeloma but has no effect on bone formation: final results
on 205 patients of the Greek myeloma study group. Am J Hematol
2014, 89(1):34-40.

See K, Delaissé JM, Jakobsen EH, Hansen CT, Plesner T: Dosing related
effects of zoledronic acid on bone markers and creatinine clearance in
patients with multiple myeloma and metastatic breast cancer. Acta Oncol
2014, 53(4):547-556.

Castelli R, Gualtierotti R, Orofino N, Losurdo A, Gandolfi S, Cugno M: Current
and Emerging Treatment Options for Patients with Relapsed Myeloma.
Clin Med Insights Oncol 2013, 7:209-219.

Terpos E, Christoulas D, Kastritis E, Roussou M, Migkou M, Eleutherakis-
Papaiakovou E, Gavriatopoulou M, Gkotzamanidou M, Kanellias N, Manios E,
Papadimitriou C, Dimopoulos MA: VTD consolidation, without
bisphosphonates, reduces bone resorption and is associated with

a very low incidence of skeletal-related events in myeloma patients
post ASCT. Leukemia 2014, 28(4):928-934.

Schoengraf P, Lambris JD, Recknagel S, Kreja L, Liedert A, Brenner RE,
Huber-Lang M, Ignatius A: Does complement play a role in bone
development and regeneration? Immunobiology 2013, 218(1):1-9.

Li W, Li H, Song W, Hu Y, Liu Y, DA R, Chen X, Li Y, Ling H, Zhong Z, Zhang F:
Differential diagnosis of systemic lupus erythematosus and rheumatoid

Page 11 of 11

arthritis with complements C3 and C4 and C-reactive
protein. Exp Ther Med 2013, 6(5):1271-1276.

19.  Ali OS, Abo-Shadi MA, Hammad LN: The biological significance of serum
complements C3 and C4 in HCV-related chronic liver diseases and
hepatocellular carcinoma. Egypt J Immunol 2005, 12(2):91-99.

20. Engstrom G, Hedblad B, Janzon L, Lindgérde F: Complement C3 and
C4 in plasma and incidence of myocardial infarction and stroke:

a population-based cohort study. Eur J Cardiovasc Prev Rehabil 2007,
14(3):392-397.

21. Zheng MM, Zhang Z, Bemis K, Belch AR, Pilarski LM, Shively JE, Kirshner J:
The systemic cytokine environment is permanently altered in multiple
myeloma. PLoS One 2013, 8(3):€58504.

22. Mackinnon ES, EI-Sohemy A, Rao AV, Rao LG: Paraoxonase 1
polymorphisms 172T — A and 584A — G modify the association
between serum concentrations of the antioxidant lycopene and bone
turnover markers and oxidative stress parameters in women 25-70
years of age. J Nutrigenet Nutrigenomics 2010, 3(1):1-8.

23, Arioz DT, Camuzcuoglu H, Toy H, Kurt S, Celik H, Erel O: Assessment of
serum paraoxonase and arylesterase activity in patients with
endometrial cancer. Eur J Gynaecol Oncol 2009, 30(6):679-682.

24, Akcay MN, Yilmaz |, Polat MF, Akcay G: Serum paraoxonase levels in
gastric cancer. Hepatogastroenterology 2003, 50(Suppl 2):cclxxiii-cclxxv.

25. Han L, Xu XJ, Liang XH, Ma J: Association of paraoxonase polymorphisms
with carotid artery atherosclerosis in essential hypertension patients.
Genet Mol Res 2013, 12(4):5174-5185.

26. Toptas B, Kurt O, Aydogan HY, Yaylim I, Zeybek U, Can A, Agachan B, Uyar M,
Ozyavuz MK, Isbir T: Investigation of the common paraoxonase 1 variants
with paraoxonase activity on bone fragility in Turkish patients. Mol Biol Rep
2013, 40(11):6519-6524.

27. Aharoni S, Aviram M, Fuhrman B: Paraoxonase 1 (PON1) reduces
macrophage inflammatory responses. Atherosclerosis 2013,
228(2):353-361.

28. Khateeb J, Gantman A, Kreitenberg AJ, Aviram M, Fuhrman B: Paraoxonase
1 (PON1) expression in hepatocytes is upregulated by pomegranate
polyphenols: a role for PPAR-gamma pathway. Atherosclerosis 2010,
208(1):119-125.

29. Kumagai T, Lee |, Ono Y, Maeno M, Takagi M: Ultrastructural localization
and biochemical characterization of vitronectin in developing rat bone.
Histochem J 1998, 30(2):111-119.

30. Seiffert D: Detection of vitronectin in mineralized bone matrix.

J Histochem Cytochem 1996, 44(3):275-280.

31, Grzesik WJ, Robey PG: Bone matrix RGD glycoproteins:
immunolocalization and interaction with human primary osteoblastic
bone cells in vitro. J Bone Miner Res 1994, 9(4):487-496.

32. Tang CH, Yang RS, Huang TH, Liu SH, Fu WM: Enhancement of fibronectin
fibrillogenesis and bone formation by basic fibroblast growth factor via
protein kinase C-dependent pathway in rat osteoblasts. Mol Pharmacol
2004, 66(3):440-449.

33. Sottile J, Hocking DC: Fibronectin polymerization regulates the
composition and stability of extracellular matrix fibrils and cell-matrix
adhesions. Mol Biol Cell 2002, 13(10):3546—3559.

34, Bentmann A, Kawelke N, Moss D, Zentgraf H, Bala Y, Berger |, Gasser JA,
Nakchbandi IA: Circulating fibronectin affects bone matrix, whereas
osteoblast fibronectin modulates osteoblast function. J Bone Miner Res
2010, 25(4):706-715.

35. Lund T, Abildgaard N, Andersen TL, Delaisse JM, Plesner T: Multiple
myeloma: changes in serum C-terminal telopeptide of collagen type |
and bone-specific alkaline phosphatase can be used in daily practice to
detect imminent osteolysis. Eur J Haematol 2010, 84(5):412-420.

doi:10.1186/1471-2164-15-904

Cite this article as: Dowling et al.: Identification of proteins found to be
significantly altered when comparing the serum proteome from
Multiple Myeloma patients with varying degrees of bone disease. BMC
Genomics 2014 15:904.




	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Patient data
	Label-free mass spectrometry
	STRING analysis
	Box and whisker plots and area under the curve (AUC) analysis

	Discussion
	Conclusion
	Methods
	Patients selection and sample collection
	ProteoMiner™ fractionation
	Label-free LC-MS/MS analysis
	Quantitative profiling by label-free LC-MS/MS analysis
	Enzyme-linked immunosorbent assay
	Statistical analysis

	Additional file
	Abbreviations
	Competing interests
	Authors’ contributions
	Authors’ information
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /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


