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Matrix metalloproteinase-19 inhibits growth of
endothelial cells by generating angiostatin-like
fragments from plasminogen
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Abstract

Background: Angiogenesis is the process of forming new blood vessels from existing ones and requires
degradation of the vascular basement membrane and remodeling of extracellular matrix (ECM) in order to allow
endothelial cells to migrate and invade into the surrounding tissue. Matrix metalloproteinases (MMPs) are
considered to play a central role in the remodeling of basement membranes and ECM. However, MMPs contribute
to vascular remodeling not only by degrading ECM components. Specific MMPs enhance angiogenesis via several
ways; they help pericytes to detach from vessels undergoing angiogenesis, release ECM-bound angiogenic growth
factors, expose cryptic pro-angiogenic integrin binding sites in the ECM, generate promigratory ECM component
fragments, and cleave endothelial cell-cell adhesions. MMPs can also negatively influence the angiogenic process
through generating endogenous angiogenesis inhibitors by proteolytic cleavage. Angiostatin, a proteolytic
fragment of plasminogen, is one of the most potent antagonists of angiogenesis that inhibits migration and
proliferation of endothelial cells. Reports have shown that metalloelastase, pancreas elastase, plasmin reductase,
and plasmin convert plasminogen to angiostatin.

Results: We report here that MMP-19 processes human plasminogen in a characteristic cleavage pattern to
generate three angiostatin-like fragments with a molecular weight of 35, 38, and 42 kDa. These fragments released
by MMP-19 significantly inhibited the proliferation of HMEC cells by 27% (p = 0.01) and reduced formation of
capillary-like structures by 45% (p = 0.05) compared with control cells. As it is known that angiostatin blocks
hepatocyte growth factor (HGF)-induced pro-angiogenic signaling in endothelial cells due to structural similarities
to HGF, we have analyzed if the plasminogen fragments generated by MMP-19 interfere with this pathway. As it
involves the activation of c-met, the receptor of HGF, we could show that MMP-19-dependent processing of
plasminogen decreases the phosphorylation of c-met.

Conclusion: Altogether, MMP-19 exhibits an anti-angiogenic effect on endothelial cells via generation of
angiostatin-like fragments.

Background
Angiogenesis is the process of formation of capillaries
that sprout from existing blood vessels. It plays an
essential role in several physiological processes such as
wound healing, female reproduction, embryonic devel-
opment, organ formation, and tissue regeneration and
remodeling [1]. In pathological processes, the abnormal
growth of new blood vessels can lead to the progression
of many diseases including tumor growth.

Angiostatin is a potent angiogenesis inhibitor specific
for endothelial cells. It is a single chain proteolytic frag-
ment consisting of the first four triple disulfide-linked
kringle domains of plasminogen [2,3]. Functional angios-
tatin-like molecules can be generated from plasmin
reduction and proteolysis [4], plasminogen digestion by
pancreas elastase [5], urokinase-activated plasmin [6],
prostate specific antigen [7], cathepsin D [8], and by sev-
eral matrix metalloproteinases, including MMP-12 [6,9],
matrilysin or MMP-7, MMP-9 [9,10], and MMP-2
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Matrix metalloproteinase-19 (MMP-19) was originally
isolated from the inflamed synovium of a rheumatoid
arthritis patient [12], from mammary gland, and liver
[13,14]. Human and murine orthologues of MMP-19
(human: U37791, murine: AF153199) retain the com-
mon domain organization of soluble members of the
MMP family, however, they also contain several distinc-
tive features including a unique cysteine in the catalytic
domain, an altered latency motif, a unique oligogluta-
mate insertion in the hinge region, and a C-terminal tail
[12-17]. MMP-19 is expressed in many tissues at mRNA
level [13,14] although its expression at protein level
appears to be more restricted. Vascular smooth muscle
cells, myoepithelial cells, and basal keratinocytes express
MMP-19 constitutively whereas endothelial cells, epithe-
lial cells of the mammary glands as well as monocytes
and macrophages show differential regulation of this
enzyme [18-23].
MMP-19 was reported to degrade several basement

membrane proteins such as type IV collagen, laminin 5
g2 chain, tenascin C, and nidogen-1 [17,24-26]. This
capacity together with the expression pattern may point
to a role of MMP-19 in vascular remodeling and angio-
genesis. In the present study, we report that recombi-
nant MMP-19 specifically generates angiostatin-like
fragments from plasminogen, which inhibit proliferation
and capillary-growth of endothelial cells.

Results
GST-MMP-19 processes Glu-type plasminogen to
angiostatin-like fragments
To assess if plasminogen is a substrate of MMP-19, we
used two types of the protein, Glu- and Lys-type plasmi-
nogen. Whereas the Glu-variant is the native form of
the protein, the Lys-variant is generated by cleavage of
the peptide bond between Lys77 and Lys78 by plasmin.
In contrast to the Glu-type plasminogen, we observed
self-degradation of the Lys-type form, even in the pre-
sence of the serine protease inhibitor aprotinin. Thus,
we decided to continue the experiments with the Glu-
type variant, which does not have any plasmin activity
and nearly no self-degradation. As controls, we used
samples with MMP inhibitor (MMP-9/MMP-13 inhibi-
tor II) or the inactive MMP-19 mutant (E213A) instead
of the wild-type fusion protein. The MMP-19 fusion
protein was generated and purified as described in
“Methods”. The expected size of the purified fusion pro-
tein was 85 kDa as detected by Coomassie staining and
immunoblotting using anti-MMP-19 antibody (Figure 1,
arrowhead). The strong protein band of approximately
40 kDa appearing in the Coomassie stained SDS-PAGE
is a peptide composed of the N-terminal GST-tag and
the propeptide domain of MMP-19, which is generated

during purification due to autocatalytic activity of
MMP-19.
We also used recombinant murine MMP-9 in an

initial experiment as it was published that MMP-9 gen-
erates angiostatin like fragments [10]. The same experi-
mental conditions were applied to both MMPs to be
able to compare their efficiency of both MMPs. The
processing of plasminogen by MMP-9 was not as effi-
cient as the one of MMP-19, thus, it was not included
in the following experiments (Figure 2A).
Processing of human Glu-type plasminogen by MMP-19

for 96 h generates several fragments with an apparent mole-
cular weight of 35 (kringle 1-3), 38 (kringle 1-4), and 42
kDa (Figure 2A), some of them correspond to the angiosta-
tin-like fragment (38 kDa). The protein band about 92 kDa
represents the full-length Glu-type plasminogen. As the
angiostatin-like fragments consist of the N-terminal part of
plasminogen the bands below 66 kDa are the corresponding
C-terminal parts of the cleaved protein. Comparing the
time course of this reaction, an increase of the putative
angiostatin-like fragments over time was obvious (Figure
2B). Fragments that occurred and disappeared during the
incubation are intermediate products that are further pro-
cessed to the final pattern of fragments (Figure 2B).

Plasminogen processed by GST-MMP-19 inhibits
proliferation of microvascular endothelial cells
To investigate anti-angiogenic properties of generated
plasminogen fragments, we first analyzed their effect on
proliferation of HMEC-1 endothelial cells using the Ala-
mar Blue proliferation assay (Biosource). Cell
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Figure 1 Purification and detection of recombinant GST-MMP-
19 proteins. (A) 5 μg purified active MMP-19 protein (WT) and the
mutant inactive form of MMP-19 harbouring the exchange of E213
to A (EA) were subjected to SDS-PAGE and stained with silver
staining. (B) Purified MMP-19 WT and EA protein (5 μg) were
detected by Western blotting using rabbit polyclonal antibodies
(Dianova, dilution 1:3000). Arrowheads indicate MMP-19 at 85 kDa.
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proliferation started to decrease after 10 h (Figure 3A)
in the presence of the processed plasminogen and was
reduced about 27% compared to full-length plasminogen
after 30 h (Figure 3B). This proliferation decrease
appears to be due to the presence of active angiostatin-
like fragments in the digested plasminogen mixture.
Recombinant MMP-19 (2 μg/well) alone does not show
any inhibition of the proliferation.

Capillary-like formation is inhibited by fragments
generated by MMP-19
To assess the effect of plasminogen fragments generated
by MMP-19 on endothelial cell differentiation, in vitro
angiogenesis assays were performed. HMEC-1 cells were
placed on Matrigel in EGM-MV medium containing
recombinant MMP-19 (1 μg/well), plasminogen (1.25
μg/well), or cleavage products of plasminogen. The cells
were examined after 24 h of incubation regarding the
induction of formation of tube-like structures (Figure
3C). The tube formation of the cells treated with the
processed plasminogen mixture was remarkably reduced
in comparison to the control. The amount of capillary-
like structures was about 47% less in the treated than in
control wells (set to 100%; Figure 3D).

Plasminogen processed by GST-MMP-19 decreases the
phosphorylation of c-Met and Akt/PKB
Because angiostatin blocks HGF-induced angiogenesis
by inhibition of phosphorylation of its cell surface

receptor c-Met, we analyzed whether the angiostatin-
like fragments generated by MMP-19 mediated the
described effects [27,28]. As demonstrated by Western
blot analysis, phosphorylation of c-Met in HMEC-1 cells
was inhibited by 27% after treatment with processed
plasminogen compared to plasminogen (Figure 4A and
4B). We further analyzed phosphorylation of Akt/PKB
after treatment with the angiostatin-like fragments.
Apart from c-Met, Akt signaling is also essential in
angiogenesis as it affects the cell cycle and therefore
proliferation. We observed a decrease of 45% of the
phosphorylated form of Akt kinase after treatment with
processed plasminogen compared to plasminogen (Fig-
ure 4C and 4D).

Discussion
Plasminogen, a single-chain glycoprotein of 92 kDa con-
sisting of an N-terminal peptide, five kringle domains,
and a serine protease domain [29], plays a crucial role in
tumor metastasis and angiogenesis where localized pro-
teolysis is required. Under certain conditions, plasmino-
gen undergoes proteolysis to form kringle-containing A-
chain fragments, collectively called angiostatins [2,30,31],
which are novel and potent inhibitors of endothelial cell
proliferation and tumor angiogenesis [9]. Typically,
angiostatin consists of the first four kringle domains (K1-
4). Plasminogen is cleaved by several proteases, among
them members of matrix metalloproteinase family, that
are derived from tumor cells or infiltrating macrophages
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Figure 2 Processing of human plasminogen by GST-MMP-19. (A) 20 μg Glu-type plasminogen was either left undigested (lane 1) or was
digested for 60 h by 5 μg MMP-9 (lane 2) which was activated before the digest with trypsin at 37°C for 20 min or 15 μg GST-MMP-19 (lane 3)
at 37°C for 96 h. Digests were subjected to SDS-PAGE followed by Coomassie staining. Angiostatin-like fragments generated by MMP-19 are
indicated by arrowheads. (B) Time course of human plasminogen processing by GST-MMP-19. 10 μg Plasminogen was digested by 8 μg GST-
MMP-19 at 37°C for 96 h. Samples were analyzed at 0, 24, 48, 72, and 96 h on SDS-PAGE followed by silver staining. The mixture of digested
plasminogen fragments was used without further purification in the tube-like formation assay.
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[8,32]. These kringle domains and their relatives inhibit
the proliferation of vascular endothelial cells, a funda-
mental process in angiogenesis [31].
As MMP-19 was reported to be expressed by endothe-

lial cells as well as cells that surround endothelium and
capillaries, it could be expected that its activity likely
impacts vascular processes including angiogenesis. Our
experiments show that MMP-19 has angiostatin-con-
verting enzyme activity and generates angiostatin-like
fragments similar to MMP-3, -7, -9, and -12 [9-11]. The
cleavage site is located between kringle 5 and the pro-
tease domain to generate angiostatin molecules consist-
ing of all five kringle domains of plasminogen. As all
reported angiostatin species exhibit the biological activ-
ities of angiostatin isolated from plasma (e.g. inhibition
of endothelial proliferation, angiogenesis, and tumor
growth and metastasis), the angiostatin-like fragments
generated by MMP-19 should also have such biological
activities.

Angiogenic growth factors and inflammatory cytokines
can induce a number of pericellular acting proteases,
including MT1-MMP, MMP-2, MMP-9, and u-PA. This
is generally seen as a part of the repertoire of cellular
activities that are switched on when the pro-angiogenic
growth factors overrule the angiogenesis-inhibiting fac-
tors. However, this unidirectional view on the relation
between angiogenic growth factors and proteases has
evolved into the insight that proteases themselves also
contribute to fine-tuning of the activities of various
growth factors that control the onset and progression of
angiogenesis [33-35]. Different members of the MMP
family may generate angiostatin-like fragments with dif-
ferent efficiency and with different composition. The
contribution of MMP-19 and other MMPs to angiosta-
tin generation in vivo will depend on their expression
pattern, the rate of their activity, and also inactivation
by endogenous inhibitors. This mechanism may be
further complicated by interactions between different
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Figure 3 Effect of plasminogen processing on cell proliferation and angiogenesis. (A) Proliferation of microvascular endothelial cells HMEC-
1 is inhibited by GST-MMP-19 processed plasminogen. Plates were coated as follows: black diamond, plasminogen; black circle, aprotinin; black
square, processed plasminogen; black triangle, processed plasminogen with MMP inhibitor; inverted black triangle, MMP inhibitor; + (plus
symbol), GST-MMP-19 wild-type; cross, GST-MMP-19 inactive mutant. Proliferation was measured over 30 h with 2500 HMEC-1 cells per well and
using the Alamar Blue assay. Standard deviation was calculated from triplicates. (B) Proliferation in response to processed plasminogen compared
to non-processed plasminogen at assay endpoint (30 h); * p = 0.01 (C) In vitro angiogenesis assay. Processed plasminogen inhibits capillary-like
structure formation of HMEC-1 cells (D) The length of tubuli-like structures was measured in at least three wells per experiment. The mean ± SD
of the tubuli length is given as the percentage of the control. * p = 0.05.
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MMPs as well as by multiple proteolytic activities
towards extracellular matrix proteins in basement mem-
brane or vascular bed. Thus, MMP-19 could further
increase its anti-angiogenic effect by damage of base-
ment membrane scaffold that supports differentiation
processes of endothelial cells. MMP-19 could achieve
this by cleavage of at least three important basement
membrane components: tenascin C, g2chain of laminin5,
and nidogen-1 [24-26]. In our previous study we could
show that high concentrations of MMP-19 might have
negative influence on endothelial cell growth as MMP-
19-dependent processing of nidogen-1 led to inhibition
of tube-like formation in vitro [24]. As higher concen-
trations of MMP-19 could influence or interfere with
effects of processed plasminogen we tested the remain-
ing MMP-19 fusion proteins in the processed plasmino-
gen mixture on endothelial cells as well. However,
MMP-19 under these experimental conditions did not
exhibit any effect on the cells.
Moreover, current data show that MMP-19 exhibit

also critical antitumor activity as secreted active MMP-
19, but not the inactive mutant, induces reduction of

tube-forming ability in endothelial cells with decreased
vascular endothelial growth factor (VEGF). Thus, MMP-
19 seems to be responsible, at least partly, for bioavail-
ability of MMP-2 and VEGF that promote angiogenesis
[36]. In contrast, the MMP-19-deficient mice showed
decreased tumor angiogenesis and invasion [37] point-
ing, thus, to a potential dual role of MMP-19. The pro-
angiogenic role of MMP-19 could be associated with its
expression in microvascular endothelial cells or smooth
muscle cells [19], and in the controlled release of pro-
angiogenic factors such as VEGF and MMP-2; the anti-
angiogenic effect of MMP-19 might originate from
uncontrolled overproduction of this MMP from various
surrounding cellular sources, which can disrupt the
necessary ECM scaffold or, as here reported, produce
angiostatin-like fragments.
As MMP-19 generates angiostatin-like fragments that

subsequently inhibit endothelial cell proliferation and
tube-like formation, we asked, which pathways are
involved in this inhibition. c-Met is the HGF receptor
that controls cellular mobility due to tyrosine-kinase
activity. HGF binding to its receptor induces the
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Figure 4 Angiostatin inhibits phosphorylation of c-Met and Akt/PKB in HMEC-1 cells. HMEC-1 cells were incubated at 37°C and 5% CO2

for 40 h. For the treatment with plaminogen mixture, 2 μg/well recombinant MMP-19, or aprotinin 1 ug/ml were used. Cell lysates were
prepared and analyzed by 12.5% SDS-PAGE followed by immunoblotting for phospho-cMet (A) and phospho-Akt/PKB (B). Blots were then
stripped and re-probed for b-actin as a loading control. Quantification of phospho-cMet and phospho-Akt/PKB protein was performed by
densiometric analysis using the Aida Image Analyser and normalized for the signal intensity of the beta-actin band. Densitometric analysis;
intensity of phospho-c-Met (B) and phospho-Akt/PKB (D) bands was normalized to the corresponding signal intensity of b-actin bands and the
buffer control was set as 100%. Sodium phosphate, used as buffer for the above experiments, was used as a control. One of two independent
experiments is shown.
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tyrosine autophosphorylation of the receptor catalytic
domain that initiates the intracellular signaling. Angios-
tatin has structural similarities to HGF that promotes
angiogenesis, induces proliferation, migration, and also
influences cell survival via its cell surface receptor, c-
Met. Upon HGF stimulation, c-Met induces several bio-
logical responses that collectively give rise to a program
known as invasive growth. It is thought that angiostatin
inhibits HGF-induced phosphorylation of c-Met, Akt,
and ERK1/2 via binding to soluble c-Met. Angiostatin
and c-Met form a stable complex and affect signaling
events induced by HGF but not by VEGF or bFGF [27].
The inhibition of Akt phosphorylation by angiostatin

is not solely a marker for the inhibition of HGF binding
to c-met; instead, a reduction in phospho-Akt could
directly contribute to the disruption of angiogenesis.
Akt is a serine/threonine kinase that is rapidly activated
as a downstream effector of phosphatidylinositol 3 (PI3)
kinase in response to a variety of cytokines and growth
factors, including HGF [38]. In this work we could show
that MMP-19-processed plasminogen inhibits the HGF-
induced phosphorylation of c-Met and Akt/PKB and
that plasminogen fragments generated by MMP-19
impact proliferation and tube-like formation of endothe-
lial cells.

Conclusion
We report here that MMP-19 processes human plasmi-
nogen and generates angiostatin-like fragments that
inhibit proliferation microvascular endothelial cells,
decreases the phosphorylation of c-met, and reduce for-
mation of capillary-like structures. Thus, MMP-19 exhi-
bits an anti-angiogenic effect on endothelial cells via
generation of angiostatin-like fragments.

Methods
Expression and purification of human MMP-19 GST-fusion
protein (GST-MMP-19)
MMP-19 was produced as a fusion protein with glu-
tathione-S-transferase (GST) in the BLR (DE3) strain of
E. coli (Novagen, Darmstadt, Germany) using the
expression vector pGEX-2T. The recombinant protein
starts N-terminally with the GST fused in frame to Phe,
the first amino acid of the propeptide domain, and ends
with Arg, the first amino acid of the 36 amino acid-long
C-terminal tail. The expression of MMP-19 was induced
by 0.6 mM Isopropyl-1-thio-D-galactopyranoside
(IPTG). MMP-19 was produced as a fusion protein of
glutathion-S-transferase (GST) and MMP-19 as
described [23,25]. Purification was done according to
Rohman and Harrison-Lavoie [39] with slight modifica-
tions. In brief, the pelleted bacteria were resuspended in
20 ml buffer A (sonication buffer) (100 mM Triethano-
lamine-HCl (TEA-HCl), 150 mM NaCl, 1% Triton X-

100, pH 7.4) and disrupted in the presence of Comple-
te™proteinase inhibitor (Roche, Mannheim, Germany)
by sonification. The sonicate was pelleted and the super-
natant transferred into 4 ml of buffer B (100 mM TEA-
HCl, 200 mM MgCl2, 500 mM KCl, 100 mM ATP, pH
7.4) and incubated for 30 min at room temperature.
This step was followed by an incubation for 45 min
with 0.5 ml 50% slurry of Glutathione Sepharose 4B (GE
Healthcare, Freiburg, Germany). The gel was washed
three times with 10 ml buffer C (100 mM TEA-HCl,
150 mM NaCl, 20 mM MgCl2, 50 mM KCl, 1% Triton,
10 mM ATP, protease inhibitors, pH 7.4). In the last
washing step buffer D was used (100 mM TEA-HCl,
150 mM NaCl, 20 mM MgCl2, 50 mM KCl, 5 mM
ATP, pH 7.4). For elution of the bound fusion protein
we used 50 mM Tris-HCl with 10 mM reduced glu-
tathione, pH 8.0 which is prepared freshly prior use. We
performed 5 elutions and analyzed them by SDS-PAGE.
The fractions were pooled and dialysed over night at 4°
C against 2 l TNC buffer (50 mM Tris-HCl, 150 mM
NaCl, 5 mM MgCl2, 5 mM CaCl2, pH 7.4) using a
Slide-a-lyser cassette (PIERCE, Ulm, Germany) to get
rid of the reduced glutathione. The concentration was
determined using BCA kit (PIERCE, Ulm, Germany).
Immunoblotting for MMP-19 was performed using a

rabbit polyclonal antibody (Dianova, dilution 1:3000)
against the hinge region of MMP-19. This antibody
detected the zymogen, the active protein as well as wild-
type (WT) and inactive mutant (EA).
The murine proMMP-9 protein as a control was

expressed in Cos7 cells. The protein was purified by affi-
nity chromatography binding to a gelatine sepharose
column (GE Healthcare, Freiburg, Germany). Before
using recombinant MMP-9 in the cleavage assay it has
to be activated with trypsin (10 μg/ml) at 37°C for 20
min. The reaction was stopped by adding trypsin inhibi-
tor (1 mg/ml).

Preparation of proteolytic fragments of plasminogen and
analysis
The processing of 10 μg plasminogen (human Glu-type
plasminogen, Calbiochem or Lys-type plasminogen,
Chromogenix) was done in TNC buffer + 10 μM ZnCl2,
pH 7.4 with 50 μl GST-MMP-19 (8 μg) at 37°C for 96
h; samples were taken every 24 h. To determine the spe-
cificity we used the following controls: One control was
without any enzyme to observe the self-processing. Sec-
ond control was the use of GST-MMP-19 inactive
mutant (E213A) instead of active protein. Third control
contained an MMP-19 inhibitor (10 nM; MMP-9/MMP-
13 inhibitor II, Calbiochem), which was chosen because
of the strong inhibition of recombinant human MMP-19
(data not shown). To avoid the activation and the auto-
catalytic activity of the zymogene plasminogen to its
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active form plasmin (a serine protease), we used serine
protease inhibitor Aprotinin (1 μg/ml; Sigma, Germany).
Also a control without Aprotinin was analyzed. To com-
pare the efficiency of the cleavage to other MMPs 10 μg
plasminogen (human Glu-type plasminogen, Calbio-
chem) was incubated with 5 μg recombinant MMP-9
using the same experimental conditions. proMMP-9 was
activated prior to trypsin treatment at 37°C for 20 min.
The mixture of digested plasminogen fragments was
used without further purification in the tube-like forma-
tion assay.

Cell culture
Human microvascular endothelial cells (HMECs), kindly
provided by Prof. Marmé (Freiburg, Germany), were cul-
tured in Endothelial Cell Growth Medium MV with Sup-
plement Mix (EGM-MV) (Promocell, Heidelberg,
Germany) in a humidified atmosphere of 5% CO2 at 37°C.

Endothelial cell proliferation assay
A 96-well flat bottom plate was coated with GST-MMP-
19 processed plasminogen or the following controls:
unprocessed plasminogen (2.5 μg/well), GST-MMP-19
WT or EA (2.0 μg/well), GST-MMP-19 with inhibitor,
aprotinin, or TNC buffer. An uncoated plate served as
additional control. HMECs were then added (2500 cells/
well) and the plate incubated at 37°C with 5% CO2. To
evaluate the effect of the processed Glu-type plasmino-
gen on cell proliferation, we used the Alamar Blue col-
orimetric assay (Biosource, Solingen, Germany)
according to the manufacturer’s instructions.

Immunoblotting
HMEC-1 cells, were grown for 40 h in EGM-MV (Pro-
mocell) supplemented with reaction buffer (sodium
phosphate) alone, with aprotinin (1 μg/ml), with MMP-
19 (2 μg/well), or with processed and unprocessed plas-
minogen as described above. Cell lysates were prepared
as described previously and 40 μg protein per sample
was applied to SDS-PAGE; anti-phosphorylated c-Met
(Biosource, dilution 1:500 in TBS + 1% BSA) or anti-
phosphorylated Akt/PKB (Biosource, dilution 1:500 in
TBS + 1% BSA) were used for detection. Bound anti-
body was detected using peroxidase-conjugated anti-rab-
bit antibody (PIERCE, USA) and the ECL plus Western
Blotting Detection System (GE Healthcare, UK). Signals
were recorded with a Luminescent Image Analyzer
(LAS-3000, Fujifilm Life Science, USA) and analyzed
with AIDA image analysis software (Raytest, Strauben-
hardt, Germany). Densitometric scans of the signal
intensity of phospho-c-Met and phosphor-Akt/PKB
bands are normalized for the corresponding signal
intensity of b-actin bands; the buffer control was set as
100%.

Tube-like formation assay in vitro
To evaluate the angiogenic effects of the plasminogen
fragments in vitro, a tube-like formation assay was
adapted from Kubota et al. [40] and Donovan et al [41].
Shortly, Matrigel (BD Bioscience, Heidelberg, Germany)
was coated according to the manufacturer’s protocol.
The inner well of angiogenesis plates (μ-Slide Angiogen-
esis, ibidi, Martinsried, Germany), were filled with 10 μl
Matrigel. The plate was incubated for 37°C to allow the
Matrigel to gel and 5000 HMEC-1 cells per well were
seeded onto the matrix. Images were captured using a
digital camera and Olympus IX 51 microscope. Capil-
lary-like formation, i.e. tubuli length, was evaluated after
24 h of incubation at 37°C. Two independent experi-
ments were conducted and at least 3 wells evaluated per
experiment. The total length of tubuli was measured in
pixels using the image analysis software imageJ (NIH,
US). The tubuli length is given as mean percentage of
the control (± SD). To study the effect of the processed
plasminogen the fragments were added to HMEC-1
cells. The same amount of non-processed plasminogen
(1.25 μg/well) and recombinant MMP-19 (1 μg/well)
was used as controls.
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human microvascular endothelial cells; HGF: hepatocyte growth factor; IPTG:
isopropyl-1-thio-β-D-galactopyranoside; VEGF: vascular endothelial growth
factor; bFGF: basic fibroblast growth factor.

Acknowledgements
Financial support was given to R. Sedlacek by GACR (301/08/J053), by
Academy of Sciences of the Czech Republic (AV0Z50520514), and to I. M.
Beck by GACR (301/09/P662).

Author details
1Institute of Biochemistry, University of Kiel, Kiel, Germany. 2Institute of
Molecular Genetics, Prague, Czech Republic. 3Institute of Biotechnology,
Prague, Czech Republic. 4Department of Gastroenterology, Medical Clinic II,
Justus Liebig University, Giessen, Germany.

Authors’ contributions
RB carried out most of the experimental work and helped to draft the
manuscript. IB participated in cell culture studies. MR and ER prepared
recombinant MMP-9. RS made substantial contributions to conception,
design, and coordination; prepared the manuscript. All authors read and
approved the final manuscript.

Received: 16 February 2011 Accepted: 25 July 2011
Published: 25 July 2011

References
1. Folkman J: Angiogenesis. Annu Rev Med 2006, 57:1-18.
2. O’Reilly MS, Holmgren L, Shing Y, Chen C, Rosenthal RA, Moses M, Lane WS,

Cao Y, Sage EH, Folkman J: Angiostatin: a novel angiogenesis inhibitor
that mediates the suppression of metastases by a Lewis lung carcinoma.
Cell 1994, 79(2):315-328.

3. O’Reilly MS, Holmgren L, Chen C, Folkman J: Angiostatin induces and
sustains dormancy of human primary tumors in mice. Nat Med 1996,
2(6):689-692.

4. Stathakis P, Fitzgerald M, Matthias LJ, Chesterman CN, Hogg PJ: Generation
of angiostatin by reduction and proteolysis of plasmin. Catalysis by a

Brauer et al. BMC Biochemistry 2011, 12:38
http://www.biomedcentral.com/1471-2091/12/38

Page 7 of 8

http://www.ncbi.nlm.nih.gov/pubmed/16409133?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7525077?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7525077?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8640562?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8640562?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9252380?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9252380?dopt=Abstract


plasmin reductase secreted by cultured cells. J Biol Chem 1997,
272(33):20641-20645.

5. Cao Y, Ji RW, Davidson D, Schaller J, Marti D, Sohndel S, McCance SG,
O’Reilly MS, Llinas M, Folkman J: Kringle domains of human angiostatin.
Characterization of the anti-proliferative activity on endothelial cells. J
Biol Chem 1996, 271(46):29461-29467.

6. Cao R, Wu HL, Veitonmaki N, Linden P, Farnebo J, Shi GY, Cao Y:
Suppression of angiogenesis and tumor growth by the inhibitor K1-5
generated by plasmin-mediated proteolysis. Proc Natl Acad Sci USA 1999,
96(10):5728-5733.

7. Heidtmann HH, Nettelbeck DM, Mingels A, Jager R, Welker HG,
Kontermann RE: Generation of angiostatin-like fragments from
plasminogen by prostate-specific antigen. Br J Cancer 1999,
81(8):1269-1273.

8. Morikawa W, Yamamoto K, Ishikawa S, Takemoto S, Ono M, Fukushi J,
Naito S, Nozaki C, Iwanaga S, Kuwano M: Angiostatin generation by
cathepsin D secreted by human prostate carcinoma cells. J Biol Chem
2000, 275(49):38912-38920.

9. Cornelius LA, Nehring LC, Harding E, Bolanowski M, Welgus HG,
Kobayashi DK, Pierce RA, Shapiro SD: Matrix metalloproteinases generate
angiostatin: effects on neovascularization. J Immunol 1998,
161(12):6845-6852.

10. Patterson BC, Sang QA: Angiostatin-converting enzyme activities of
human matrilysin (MMP-7) and gelatinase B/type IV collagenase (MMP-
9). J Biol Chem 1997, 272(46):28823-28825.

11. O’Reilly MS, Wiederschain D, Stetler-Stevenson WG, Folkman J, Moses MA:
Regulation of angiostatin production by matrix metalloproteinase-2 in a
model of concomitant resistance. J Biol Chem 1999, 274(41):29568-29571.

12. Sedlacek R, Mauch S, Kolb B, Schatzlein C, Eibel H, Peter HH, Schmitt J,
Krawinkel U: Matrix metalloproteinase MMP-19 (RASI-1) is expressed on
the surface of activated peripheral blood mononuclear cells and is
detected as an autoantigen in rheumatoid arthritis. Immunobiology 1998,
198(4):408-423.

13. Cossins J, Dudgeon TJ, Catlin G, Gearing AJ, Clements JM: Identification of
MMP-18, a putative novel human matrix metalloproteinase. Biochem
Biophys Res Commun 1996, 228(2):494-498.

14. Pendas AM, Knauper V, Puente XS, Llano E, Mattei MG, Apte S, Murphy G,
Lopez-Otin C: Identification and characterization of a novel human
matrix metalloproteinase with unique structural characteristics,
chromosomal location, and tissue distribution. J Biol Chem 1997,
272(7):4281-4286.

15. Mueller MS, Harnasch M, Kolb C, Kusch J, Sadowski T, Sedlacek R: The
murine ortholog of matrix metalloproteinase 19: its cloning, gene
organization, and expression. Gene 2000, 256(1-2):101-111.

16. Mueller MS, Mauch S, Sedlacek R: Structure of the human MMP-19 gene.
Gene 2000, 252(1-2):27-37.

17. Stracke JO, Fosang AJ, Last K, Mercuri FA, Pendas AM, Llano E, Perris R, Di
Cesare PE, Murphy G, Knauper V: Matrix metalloproteinases 19 and 20
cleave aggrecan and cartilage oligomeric matrix protein (COMP). FEBS
Lett 2000, 478(1-2):52-56.

18. Kolb C, Mauch S, Peter HH, Krawinkel U, Sedlacek R: The matrix
metalloproteinase RASI-1 is expressed in synovial blood vessels of a
rheumatoid arthritis patient. Immunol Lett 1997, 57(1-3):83-88.

19. Kolb C, Mauch S, Krawinkel U, Sedlacek R: Matrix metalloproteinase-19 in
capillary endothelial cells: expression in acutely, but not in chronically,
inflamed synovium. Exp Cell Res 1999, 250(1):122-130.

20. Mauch S, Kolb C, Kolb B, Sadowski T, Sedlacek R: Matrix metalloproteinase-
19 is expressed in myeloid cells in an adhesion-dependent manner and
associates with the cell surface. J Immunol 2002, 168(3):1244-1251.

21. Djonov V, Hogger K, Sedlacek R, Laissue J, Draeger A: MMP-19: cellular
localization of a novel metalloproteinase within normal breast tissue
and mammary gland tumours. J Pathol 2001, 195(2):147-155.

22. Sadowski T, Dietrich S, Muller M, Havlickova B, Schunck M, Proksch E,
Muller MS, Sedlacek R: Matrix metalloproteinase-19 expression in normal
and diseased skin: dysregulation by epidermal proliferation. J Invest
Dermatol 2003, 121(5):989-996.

23. Sadowski T, Dietrich S, Koschinsky F, Sedlacek R: Matrix metalloproteinase
19 regulates insulin-like growth factor-mediated proliferation, migration,
and adhesion in human keratinocytes through proteolysis of insulin-like
growth factor binding protein-3. Mol Biol Cell 2003, 14(11):4569-4580.

24. Titz B, Dietrich S, Sadowski T, Beck C, Petersen A, Sedlacek R: Activity of
MMP-19 inhibits capillary-like formation due to processing of nidogen-1.
Cell Mol Life Sci 2004, 61(14):1826-1833.

25. Sadowski T, Dietrich S, Koschinsky F, Ludwig A, Proksch E, Titz B, Sedlacek R:
Matrix metalloproteinase 19 processes the laminin 5 gamma 2 chain
and induces epithelial cell migration. Cell Mol Life Sci 2005, 62(7-
8):870-880.

26. Stracke JO, Hutton M, Stewart M, Pendas AM, Smith B, Lopez-Otin C,
Murphy G, Knauper V: Biochemical characterization of the catalytic
domain of human matrix metalloproteinase 19. Evidence for a role as a
potent basement membrane degrading enzyme. J Biol Chem 2000,
275(20):14809-14816.

27. Wajih N, Sane DC: Angiostatin selectively inhibits signaling by
hepatocyte growth factor in endothelial and smooth muscle cells. Blood
2003, 101(5):1857-1863.

28. Ansell PJ, Zhang H, Davidson DJ, Harlan JE, Xue J, Brodjian S, Lesniewski R,
McKeegan E: Recombinant kringle 5 from plasminogen antagonises
hepatocyte growth factor-mediated signalling. Eur J Cancer 46(5):966-973.

29. Forsgren M, Raden B, Israelsson M, Larsson K, Heden LO: Molecular cloning
and characterization of a full-length cDNA clone for human
plasminogen. FEBS Lett 1987, 213(2):254-260.

30. Kwon M, Yoon CS, Fitzpatrick S, Kassam G, Graham KS, Young MK,
Waisman DM: p22 is a novel plasminogen fragment with antiangiogenic
activity. Biochemistry 2001, 40(44):13246-13253.

31. Kassam G, Kwon M, Yoon CS, Graham KS, Young MK, Gluck S, Waisman DM:
Purification and characterization of A61. An angiostatin-like
plasminogen fragment produced by plasmin autodigestion in the
absence of sulfhydryl donors. J Biol Chem 2001, 276(12):8924-8933.

32. Lay AJ, Jiang XM, Kisker O, Flynn E, Underwood A, Condron R, Hogg PJ:
Phosphoglycerate kinase acts in tumour angiogenesis as a disulphide
reductase. Nature 2000, 408(6814):869-873.

33. van Hinsbergh VW, Engelse MA, Quax PH: Pericellular proteases in
angiogenesis and vasculogenesis. Arterioscler Thromb Vasc Biol 2006,
26(4):716-728.

34. Egeblad M, Werb Z: New functions for the matrix metalloproteinases in
cancer progression. Nat Rev Cancer 2002, 2(3):161-174.

35. Kalluri R: Basement membranes: structure, assembly and role in tumour
angiogenesis. Nat Rev Cancer 2003, 3(6):422-433.

36. Chan KC, Ko JM, Lung HL, Sedlacek R, Zhang ZF, Luo DZ, Feng ZB, Chen S,
Chen H, Chan KW, et al: Catalytic activity of matrix metalloproteinase-19
is essential for tumor suppressor and anti-angiogenic activities in
nasopharyngeal carcinoma. Int J Cancer .

37. Jost M, Folgueras AR, Frerart F, Pendas AM, Blacher S, Houard X, Berndt S,
Munaut C, Cataldo D, Alvarez J, et al: Earlier onset of tumoral
angiogenesis in matrix metalloproteinase-19-deficient mice. Cancer Res
2006, 66(10):5234-5241.

38. Nakagami H, Morishita R, Yamamoto K, Taniyama Y, Aoki M, Matsumoto K,
Nakamura T, Kaneda Y, Horiuchi M, Ogihara T: Mitogenic and
antiapoptotic actions of hepatocyte growth factor through ERK, STAT3,
and AKT in endothelial cells. Hypertension 2001, 37(2 Part 2):581-586.

39. Rohman M, Harrison-Lavoie KJ: Separation of copurifying GroEL from
glutathione-S-transferase fusion proteins. Protein Expr Purif 2000,
20(1):45-47.

40. Kubota Y, Kleinman HK, Martin GR, Lawley TJ: Role of laminin and
basement membrane in the morphological differentiation of human
endothelial cells into capillary-like structures. J Cell Biol 1988,
107(4):1589-1598.

41. Donovan D, Brown NJ, Bishop ET, Lewis CE: Comparison of three in vitro
human ‘angiogenesis’ assays with capillaries formed in vivo. Angiogenesis
2001, 4(2):113-121.

doi:10.1186/1471-2091-12-38
Cite this article as: Brauer et al.: Matrix metalloproteinase-19 inhibits
growth of endothelial cells by generating angiostatin-like fragments
from plasminogen. BMC Biochemistry 2011 12:38.

Brauer et al. BMC Biochemistry 2011, 12:38
http://www.biomedcentral.com/1471-2091/12/38

Page 8 of 8

http://www.ncbi.nlm.nih.gov/pubmed/9252380?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8910613?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8910613?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10318952?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10318952?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10604721?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10604721?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10986284?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10986284?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9862716?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9862716?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9360944?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9360944?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9360944?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10506224?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10506224?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9562866?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9562866?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9562866?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8920941?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8920941?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9020145?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9020145?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9020145?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11054540?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11054540?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11054540?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10903435?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10922468?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10922468?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9232430?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9232430?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9232430?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10388526?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10388526?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10388526?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11801661?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11801661?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11801661?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11592092?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11592092?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11592092?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14708597?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14708597?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12937269?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12937269?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12937269?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12937269?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15241558?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15241558?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15868410?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15868410?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10809722?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10809722?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10809722?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12406896?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12406896?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3030813?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3030813?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3030813?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11683633?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11683633?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11114303?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11114303?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11114303?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11130727?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11130727?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16469948?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16469948?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11990853?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11990853?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12778132?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12778132?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16707448?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16707448?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11230338?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11230338?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11230338?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11035949?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11035949?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3049626?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3049626?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3049626?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11806243?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11806243?dopt=Abstract

	Abstract
	Background
	Results
	Conclusion

	Background
	Results
	GST-MMP-19 processes Glu-type plasminogen to angiostatin-like fragments
	Plasminogen processed by GST-MMP-19 inhibits proliferation of microvascular endothelial cells
	Capillary-like formation is inhibited by fragments generated by MMP-19
	Plasminogen processed by GST-MMP-19 decreases the phosphorylation of c-Met and Akt/PKB

	Discussion
	Conclusion
	Methods
	Expression and purification of human MMP-19 GST-fusion protein (GST-MMP-19)
	Preparation of proteolytic fragments of plasminogen and analysis
	Cell culture
	Endothelial cell proliferation assay
	Immunoblotting
	Tube-like formation assay in vitro

	Acknowledgements
	Author details
	Authors' contributions
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. 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 best suited for high-quality prepress printing.  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 /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


