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Abstract

Background: In this report, we explored the role of
PKCa and PKCe as mediators of phorbol 12-
myristate13-acetate (PMA)-induced proliferation in
pituitary tumor GH3B6 cells, and determined if the
ERK1/2 and Akt pathways were activated. Methods:
The GH3B6 cell proliferation was estimated by BrdU
incorporation and the cell cycle progression by flow
cytometric cell cycle analysis. We determined the
expression of PKCa and PKCe in membrane and
cytosolic fractions by western blotting. The subcellu-
lar redistribution of both PKC isozymes was analyzed
by confocal microscopy. Results: Incubation with PMA
for 15 min stimulated PKCa and PKCeg activation,
which was correlated with the phosphorylation of
ERK1/2 but not Akt. The activation of both these PKC
isozymes was closely associated with the stimulation
of proliferation and the cell cycle progression induced
by PMA in GH3B6 cells, an effect that was blocked by
the inhibitors of PKCa (G66976) and PKCe (gV1-2).
In addition, the pretreatment with the inhibitor of ERK1/

2 (PD98059) prevented the mitogenic activity induced
by treatment with PMA for 15 min. Conclusion: We
demonstrated that the activation of PKCa and PKCe
by phorbol ester in tumor pituitary GH3B6 cells led to
cell proliferation and cell cycle progression, effects
that involved ERK1/2 activation.

Copyright © 2010 S. Karger AG, Basel

Introduction

Pituitary adenomas are common benign monoclonal
neoplasms accouting for approximately 15 % of intrac-
ranial tumors [1]. Although most are manageable or have
clinically indolent courses, several subset of the tumor
can cause significant morbidity and early mortality [2].
In recent years, the demonstration that pituitary adeno-
mas are monoclonal in origin has provided further evi-
dence that pituitary neoplasia arises from the replication
of a single mutated cell, in which growth results from
either inappropriate expression, the activation of proto-
oncogenes, or the inactivation of tumor suppressor genes
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[3]. The common protooncogenes that have been analyzed
in pituitary tumors include the proteins involved in prolif-
erative signal transduction, such as Protein Kinase C
(PKC) [4]. The PKC family is comprised of 10 known
isozymes, which display ubiquitous, tissue or cell type
specific expression, and play crucial roles in signal
transductions related with cell proliferation [5], apoptosis
[6], cell differentiation [7], and hormone release [8].
Moreover, in recent years it has become evident that
PKCs can impact on the cell cycle in either a positive or
negative way, depending on the cell type and isozyme
specificity [9]. Indeed, PKC isozymes have been shown
to regulate the progression of cells from G, to S phase as
well as the transition from G, to M phase [10].

PKC isozymes have been grouped into three sub-
classes, according to their regulatory properties, which
are defined by specific domains in the proteins. The con-
ventional or classical PKCs include PKCa, BI, BII, and
v, with these isozymes being activated by Ca?" and/or by
diacylglycerol (DAG) and phorbol esters. The novel
PKCs, 3, €, 0, and 1, which are Ca?" independent, can
also be activated by DAG and phorbol esters. Finally, the
atypical PKCs, which include PKCC and PKC1, are un-
responsive to both Ca* and DAG/phorbol esters [11].
PKCs are the main mediators for the phorbol ester tumor
promoters, such as phorbol 12-myristate 13-acetate
(PMA), with individual PKC isozymes displaying differ-
ential sensitivity [ 12]. Depending on the cell type, various
inactive cytoplasmic PKC isozymes may, upon phorbol
ester activation, associate with different subcellular mem-
branes [13, 14]. Recently we have demonstrated that short
PMA stimulus was able to induce PKC isozymes trans-
location to different membrane compartments in normal
and tumoral lactotroph cells [15, 16].

Depending on the cell type and the stimulus, the
PKCs may mediate some of their cell effects through
the activation of the extracellular-signal regulated kinase
(ERK) 1/2[17]. This MAPK is ubiquitously expressed in
mammalian cells and is implicated in the regulation of
cell proliferation as well as in cell death [18, 19]. Moreo-
ver, there is evidence that in various cell types, the ERK/
MAPK pathway can be activated in either a PKC-de-
pendent or PKC-independent manner in response to dif-
ferent stimuli [20, 21], with PKC also being reported to
collaborate in the activation of the Akt pathway [5]. In
addition, Akt was shown to act downstream of
phosphoinositide 3-kinase (P13-K) and play a critical role
in cell survival and oncogenesis [22].

Although PKCs have a clear role in tumorigenesis,
it has been a challenging task to determine the relative

contribution of the individual isozymes, in order to define
their specific roles in this process [23]. PKCe seems to
be involved in tumor development, tumor cell invasion,
and metastasis in several tissues [24]. Also, PKCa has
been described to increase the cell proliferation in tumor
cells, with this effect being mediated by ERK1/2 activa-
tion [25]. Therefore, a greater knowledge of the roles of
the individual PKC isozymes in tumor development is
necessary before being able to propose the use of PKC
as a therapeutic target.

PKCa, B, 3, €, € and 0 have been shown to be
expressed in the pituitary gland as well as in adenoma
GH3 cells [12]. Also, in a previous report, we demon-
strated that the activation of PKCe by phorbol ester was
able to induce a proliferation of lactotroph cells from a
primary pituitary culture through ERK1/2 activation [15].
In adenomatous pituitary cells, it has been observed that
the enzyme activity and expression of PKCs were higher
than in normal human or rat pituitaries. Furthermore, these
levels were significantly higher in invasive tumors than in
non-invasive tumors [26]. However, the role the specific
isozymes of PKC and which signalling pathways are in-
volved in tumorogenesis and cell proliferation of pituitary
adenoma still need to be resolved.

The aim of the present work was to explore the role
of PKCa and PKCe as mediators of PMA-induced pro-
liferation in the pituitary tumor GH3B6 cell, and to deter-
mine if the ERK1/2 and Akt pathways are activated.

Here, we demonstrated that the activation of PKCa,
and PKCe by phorbol ester in pituitary tumor GH3B6
cells led to cell proliferation and cell cycle progression,
effects that involved ERK1/2 activation.

Methods and Materials

Cell culture

The rat GH3B6 lacto-somatotroph pituitary tumor cell
line, that secretes high levels of prolactin, was cultured in
HAM-F12 medium supplemented with 5% fetal calf serum and
12% horse serum (Invitrogen; Carlsbad, USA), in an oven with
a humidified atmosphere of 5 % CO, and 95 % air at 37 °C.
For cellular proliferation assays the cells were seeded on
glass coverslips (13 mm) and placed at the bottom of 24-well
culture plates (Corning, New York). For the other techniques,
the cells were plated on 6-well culture plates (Corning,
New York, USA), and the culture medium was filtered through
0.2 p Nalgene membranes (Nalge Company; New York, USA).
All cell culture grade reagents were obtained from the Sigma
(St Louis, USA). After 3 days of culture and a confluence
of 70%, the cells were submitted to different experimental
protocols.
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Cell treatments

Phorbol ester. Phorbol 12-myristate 13-acetate (PMA,
400 nM; Sigma; St Louis, USA) was solubilized in DMSO be-
fore being added to cell media for a short time: 15 min or for a
long time: 3 h.

PKC Inhibitors. The pan- PKCs inhibitor Bisindolylma-
leimide I (BIM, 4 uM; Sigma, St Louis, USA) [27]; the inhibitor
of calcium-dependent PKC G66976, used to inhibit PKCa iso-
zyme (5 pM; Calbiochem, San Diego, USA) [28, 29] or the
PKCe translocation inhibitor peptide Myr-PKC eV1-2 (eV1-2,
50 and 100 uM; Biomol, Plymouth Meeting, USA) [30], were
added separately for 30 min. Then, the cells were washed,
and incubated with 400 nM of PMA for an additional 15 min in
HAM-F12.

Specific inhibitor of ERK1/2

The inhibitor of mitogen-activated kinase effector kinase
(MEK) PD98059 (Calbiochem, San Diego, USA) [31] was used
to inhibit ERK1/2 activation. The cells were treated with PD98059
(50 and 100 uM) for 30 min, washed, and incubated with
400 nM of PMA for 15 min.

At the end of each experimental condition, the cells were
processed for 5-bromo-2’-deoxyuridine (BrdU) detection, and
subjected to western blotting and cell cycle analyses by flow
cytometry.

Bromodeoxyuridine incorporation

The immunocytochemical detection of BrdU was used to
label proliferating cells in the S-phase of the cell cycle, accord-
ing to Oomizu and co-worker [32] with modifications [33]. After
applying the different experimental protocols mentioned above,
the culture medium was replaced and BrdU (3 mg/ml) was added
for 3 h. The cells attached to the coverslips were fixed with 4 %
formaldehyde in PBS for 30 min at room temperature (RT),
washed in PBS, and permeabilised with 0.5 % Triton X-100 for
10 min. Non-specific immunoreactivity was blocked with 1 %
PBS-BSA for 30 min at RT, and the cells were incubated over-
night with a monoclonal antibody against BrdU (Amersham;
Buckinghamshire, England) at 4 °C in a wet chamber. After
washing in PBS, the cells were incubated with biotinylated
anti-mouse IgG diluted 1:100 for 30 min at room temperature
(GE Healthcare; Buenos Aires, Argentina). The coverslips were
washed again with PBS, and incubated with the avidin-biotin-
peroxidase complex (ABC; Vector; Burlingame, USA). The im-
munoreactivity for BrdU was visualized with 3,3 -
diaminobenzidine tetrahydrochloride (DAB) as a chromogen,
and the nuclei were stained brown. The coverslips were then
mounted on glass slides with glycerol. Controls were performed
by applying the same protocol, but omitting the BrdU anti-
body.

A total of 1 000 immunoreactive cells were examined by
light microscopy in randomly chosen fields of each glass
slide, in order to establish the percentage of immunoreactive
pituitary cells for BrdU. Three slides were analyzed for
each group, derived from the same cell preparations.
Experiments were replicated at least three times with separate
batches of cell preparations.

Subcellular fractionation

In order to obtain cytosolic and membrane fractions, the
GH3B6 cells were washed in ice-cold PBS, and then harvested
by scraping with hypotonic Hepes (HHB) buffer [10 mM HEPES
(pH 7.4), 5 mM MgCl2, and 40 mM KCIl] containing 1 mM
phenylmethylsulfonyl fluoride (PMSF), 10 pg/ml aprotinin and
10 pg/ml leupeptin. Cell homogenates were centrifuged at
100 000 g for 45 min at 4 °C with the supernatants collected
corresponding to the cytosolic fraction. The pellet was
resuspended in HHB supplemented with 1% (v/v) Triton X
100, followed by a brief sonication, and then designated as the
membrane fraction.

Western Blot analysis

The total protein concentration was measured using a
BioRad kit (Bio-Rad Protein Assay; Bio-Rad; Hercules, USA).
Thirty micrograms (30 pg) from the total homogenate and sub-
cellular fractions were run in 12 % polyacrylamide gel (Sigma;
St Louis, USA). Then, to estimate the corresponding molecular
weights, the Full Range Rainbow Molecular Weight Marker
was used (Amersham; Buckinghamshire, England). Proteins
were transferred to a nitrocellulose membrane, and nonspecific
binding was blocked with PBS containing 5 % nonfat dried
milk, 0.1 % Tween 20 (blocking buffer) at RT. The membranes
were rinsed and incubated for 2 h with the following appropri-
ate primary antibodies: PKCa rabbit polyclonal antibody
(1:300), PKCe rabbit polyclonal antibody (1:300), total ERK1
rabbit polyclonal antibody (1:200) (Santa Cruz Biotechnology;
Santa Cruz, USA), phosphorylated ERK 1/2 mouse monoclonal
antibody (1:700) (Sigma; St Louis, USA), total Akt rabbit
polyclonal antibody (1:300) (Santa Cruz Biotechnology; Santa
Cruz, USA) and phosphorilated Akt rabbit polyclonal antibody
(1:300) (Santa Cruz Biotechnology; Santa Cruz, USA). The blots
were incubated with a peroxidase-conjugated (HRP) goat anti-
rabbit secondary antibody (Jackson, West Grove, USA) and
goat anti-mouse secondary antibody (Pierce; Rockford, USA),
diluted in a blocking buffer (1:5000). The membranes were thor-
oughly rinsed in PBS/0.1 % Tween-20, and the HRP-coupled
secondary antibody was revealed with ECL western blot
detection reagents (Amersham; Buckinghamshire, England)
following the manufacturer’s instructions. Emitted light was
captured on Hyperfilm (Amersham; Buckinghamshire, Eng-
land), with signals being scanned and quantified with Scion
Image software (V. beta 4.0.2, Scion Image Corp., Frederick,
MD, USA) at three different exposure times. The B-actin
expression (1:5000; mouse monoclonal antibody; Sigma;
St Louis, USA) was used as an internal control to confirm the
equivalent total protein loading.

Flow Cytometric Cell Cycle Analysis

GH3B6 cells were harvested, washed in PBS, fixed with
70% ethanol, washed again with citrate-phosphate buffer
at pH-7.8, and incubated with RNAse (10 pg/ul) (Ribonuclease
A, Sigma R5503; St Louis, USA). This was followed by
DNA staining with propidium iodide (50 pg/ml) (Sigma P4170;
St Louis, USA) in order to analyze the cellular DNA content.
Cell cycle analysis was performed on a Coulter flow cytometer
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Fig. 1. Effect of PMA on GH3B6 cell proliferation. These cells
were treated with PMA (400 nM) for 15 min or 3 h and the cell
proliferation was quantified by incorporation of BrdU for 3 h.
The PKCs inhibitor BIM (4 uM) was added 30 min before the
incubation with the phorbol ester for 15 min. A) The BrdU-
labelling index is relative to the control, which represents 24%
of the cell that are proliferating (these control data were set to
100 %). The data are represented as means £ S.D. of three
independent experiments. * p <0.001 vs control, “ p <0.001 vs
PMA 15 min. B) Representative images of immunocytochemi-
cal detection of BrdU in control (1) and treated cells: PMA 15
min (2), PMA 3 h (3) and BIM + PMA (4). The BrdU-labelled
cells with nuclei stained brown can be distinguished and accu-
rately quantified. Bars = 10 pm.

(BD FACS Canto II). The percentage of cells in the S and
G,/M phase fractions was combined to serve as a proliferative
index.

Confocal Laser Scanning Microscopy

Pituitary cells from different experimental groups were
fixed in 4% formaldehyde, permeabilized in 0.25% Triton X-100
in PBS, blocked for 1 h in 3 % PBS-BSA and incubated with
the following primary antibodies: PKCa rabbit polyclonal (1:300,

Fig. 2. Activation of PKCa and PKCe by PMA. Western blot
analysis of PKCa and PKCe expression from membrane (A, B)
and cytosol (C, D) fractions of GH3B6 cells stimulated with
PMA (400 nM) for 15 min or 3 h. Equal amounts of protein from
each sample were loaded on 12% SDS-PAGE and subjected to
electrophoresis and immunobloting. The protein expression
index is represented as a percentage relative to the untreated
control (control data were set to 100 %). The data are expressed
as means = S.D. of three independent experiments. * p <0.01 vs
control, “ p <0.01 vs 15 min.

Santa Cruz Biotechnology; Santa Cruz, USA) or PKCe
rabbit polyclonal (1:300, Santa Cruz Biotechnology; Santa Cruz,
USA) for 1 h. The coverslips were washed with PBS, and
incubated with anti-BrdU (GE Healthcare; Buenos Aires,
Argentina) for 1 h. Then, these cells were washed, and further
incubated with an Alexa 488 anti-rabbit or Alexa 594 anti-mouse
secondary antibody (1:1000; Invitrogen; Carlsbad, USA) for 1
h. Images were then obtained using an inverted confocal
laser scanning microscope FluoView FV 1000 (Olympus;
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Fig. 3. Translocation of PKCa and PKCg in response to PMA-mitogenic stimulus. The intracellular localization of PKC isozymes
in GH3B6 proliferating cells was analyzed by confocal laser scanning microscopy. A: Green fluorescence represents PKCo in
untreated cells. B: The treatment with PMA induced a notable PKCa translocation from cytoplasm to plasma membrane (arrow-
head). C: Red fluorescence represents BrdU in cells treated with PMA. D: PKCa (green) and BrdU (red) in PMA treated cells. E:
PKCe in control cells. F: PKCg translocation to plasma membrane (arrowhead) in GH3B6 cells incubated with PMA. G: Red
fluorescence represents BrdU in cells treated with PMA. H: PKCe subcellular localization in cells treated with PMA and that have
incorporated BrdU. The photographs correspond to a representative experiment from a total of three which had similar results.

Bar=10 pm.

Tokyo, Japan). An Ar-ion 488 nm laser was used for excitation
of green fluorescence and 543 nm for excitation of red fluores-
cence. Serial z-axis sections were collected with a 60 or 100X
objective. Analysis of confocal microscopy images were
performed using the software FV10-ASW 1.6 Viewer.

Statistical analysis

Experimental points represent the mean = S.D of three
replicates measured on three independent cell cultures.
Statistical analysis was carried out using ANOVA, followed by
the Fisher test using the InfoStat program. Significance levels
were chosen as p <0.05 for the Fisher test.

Results

PMA induces GH3B6 cell proliferation by PKCs

activation

The immunocytochemical detection of BrdU
was used to investigate whether the activation of
PKCs by PMA stimulated pituitary adenoma cell
proliferation. As shown in Fig. 1A-B, the PMA
treatment (400 nM) for 15 min increased a 45% the

number of GH3B6 cells that incorporated BrdU into DNA,
consistent with an augmentation of pituitary cells that
undergoing mitosis (p <0.001).

It is known that the overexposure to phorbol
esters leads the down-regulation of PKCs, which can
be then exploited to study their function [34]. In order
to ascertain whether the depletion of PKCs induced by
long exposure to phorbol ester had any effect on cell
proliferation, GH3B6 cells were incubated with PMA
for 3 h. This treatment significantly decreased the cell
proliferation, when compared to short PMA treatment
(p <0.001), indicating that PKC down-regulation
could be responsible for the partial blockade of GH3B6
proliferation.

To confirm if activation of the PKCs was
required for PMA-induced GH3B6 proliferation, the
cells were pretreated with BIM, a PKCs inhibitor.
The increase in the cell proliferation caused by stimula-
tion with PMA for 15 min was blocked when GH3B6
cells were preincubated with BIM for 30 min
(p <0.001).

GH3B6 Cell Proliferation is Mediated by PKCa, PKCe and ERK1/2
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Fig. 4. PMA-induced GH3B6 proliferation through PKCa and
PKCe. The cells were pretreated with the inhibitors of PKCa
(G66976, 5 M) or PKCe (¢V1-2 peptide, 50 uM) for 30 min
before PMA (400 nM) treatment for 15 min. After the treat-
ments the cultures were incubated with BrdU for an additional
3 h. A) The BrdU-labelling index is expressed relative to the
control cells (control data were set to 100 %). The data are
represented as means + S.D. of three independent experiments.
* p<0.001 vs control, “ p <0.001 vs PMA. B) Example of BrdU-
labelled GH3B6 cells with brown nuclear staining in control (1),
and after PMA (2), G66976 + PMA (3) and €V1-2 + PMA (4)
treatments. Bars = 10 um.

PMA activates PKCo and PKCe

Western bloting. The translocation of PKCs from
the cytosol to the membranes has been closely associ-
ated with their activation. To determine the effects of
PMA on PKCa and PKCe activation, the expression of
both isoforms was examined by western blotting in the
membrane and the cytosolic fractions. Treatment with
PMA for 15 min induced an increase in PKCa and PKCe
expression at the membrane fraction (p <0.01) (Fig. 2A
and B), with a concomitant decrease in the cytosol frac-

tion (» <0.01) (Fig. 2C and D), indicating their transloca-
tion from the cytosol to the membrane fraction. How-
ever, phorbol ester administration for 3 h diminished the
expression of PKCa and PKCg in the membrane and
the cytosolic fractions compared with 15 min phorbol ester
treatment, probably due to the down-regulation caused
by long term exposure to PMA.

Confocal Microscopy. The subcellular redistribu-
tion of PKCs by PMA action is the key for dictating the
access to isozyme-specific substrates and ultimately for
conferring functional selectivity. In order to relate the in-
tracellular translocation of PKCs with the proliferation
of GH3B6 cells, we investigated the subcellular localiza-
tion of PKCa and PKCe in cells that have incorporated
BrdU after PMA treatment.

In untreated GH3B6 cells, the immunofluorescence
of PKCa and PKCe was mainly cytoplasmic, which
could be indicative of the inactive state (Fig. 3). After
PMA mitogenic stimulus we visualized BrdU positive cells
with a marked PKCa and PKCeg translocation to plasma
membrane.

Activation of PKCa and PKCe¢ induces GH3B6

cell division

Taking into account the presented data, we suggest
that there is a close correlation between the proliferation
of GH3B6 induced by PMA and the activation of PKCa
and PKCe. Thus, we hypothesized that PKCo and PKCe
activation could be required for PMA-induced GH3B6
cell growth. To investigate this concept, we analyzed the
proliferation and cell cycle progression by using inhibi-
tors for PKCa (G66976) and for PKCe (¢V1-2) in cell
treated with PMA for 15 min. As shown in Fig. 4A-B,
the mitogenic effect of the phorbol ester was completely
blocked (p <0.001) when the GH3B6 cells were
preincubated with G66976 and eV 1-2.

The PMA treatment for 15 min also stimulated en-
try into the cell cycle, increasing the fraction of cells in
the S and G,/M phases (p <0.05) (Fig. SA-B). A corre-
sponding reduction in the number of cells in G, was ob-
served (not shown). To investigate the involvement of
PKCoa and PKCe activation on the accumulation of cells
in the proliferative fraction (S + G,/M), we treated
GH3B6 cells with inhibitors of both isozymes and the cell
cycle progression was analyzed. Preincubation with
G066976 and €V1-2 blocked the rise of cells in the S and
G,/M phases induced by PMA (p <0.05).

These experiments led us to propose that PKCa
and PKCe could be key mediators of the mitogenic
effect of PMA in GH3B6 cells.
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Fig. 5. PKCa and PKCg activation by PMA induced cell cycle
progression. After pretreament with G66976 (5 pM) or €V1-2
peptide (50 uM) for 30 min, GH3B6 cells were treated with PMA
(400 nM) for 15 min. Cells were collected 3 h after treatment,
stained with propidium iodide and analyzed for cell cycle dis-
tribution using flow cytometry. A) The percent cells in the pro-
liferative fraction (S + G,/M) is expressed relative to the control
cells (control data were set to 100 %). Similar results were ob-
served in three independent experiments. The data are ex-
pressed as means £ S.D. * p <0.05 vs control, “ p <0.05 vs
PMA. B) The image is representative of a cell cycle profile in
control (1) and treated cells with PMA alone (2) or after the pre-
treatments with PKCa (3) and PKCg (4) inhibitors.

PKCo and PKCe activate ERK1/2 but not Akt

The proliferative signalling pathways modulated by
PKCs in tumoral pituitary cells are not yet fully
understood. To investigate whether the activation of

Fig. 6. PKCa and PKCg activation induces phosphorylation
of ERK1/2. GH3B6 cells were pretreatment with G56976 (5 uM)
or eV1-2 peptide (50 uM) for 30 min before PMA (400 nM)
incubation for 15 min. A) The phosphorylated (p) and total (T)
ERK1/2 expression levels from total extracts. The bands corre-
spond to a representative experiment from a total of three with
similar results. The graph represents the pERK/tERK ratio of
the mean £ S.D. of three independent experiments. * p <0.001
vs control, “ p <0.001 vs PMA. B) Akt expression was deter-
mined by western blot in total extracts. A representative panel
of three independent experiments is shown.

PKCa and PKCeg induced by PMA stimulated the
ERK1/2 and Akt pathways, the expression of both
phosphorilated kinases was determined in total cell
extracts. Treatment with PMA for 15 min stimulated

GH3B6 Cell Proliferation is Mediated by PKCa, PKCe and ERK1/2
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Fig. 7. ERK1/2 activation mediates the proliferative effect of
PMA. A: Cell proliferation assay in GH3B6 cells treated with
PMA (400 nM) for 15 min, either in the presence or absence of
PD98059 (50 uM) added 30 min before the phorbol ester incu-
bation. The BrdU-labelling index is expressed relative to the
control cells (control data were set to 100 %). The data are
represented as means + S.D. of three independent experiments.
* p <0.001 vs control, “ p <0.001 vs PMA. B: Western blot
analysis in GH3B6 cells treated with PMA (400 nM) for 15 min,
either in the presence or absence of BIM (4 uM) or PD98059 (50
pM) added 30 min before the phorbol ester incubation. A repre-
sentative panel of three independent experiments is shown.

phosphorylation of ERK1/2 but not of Akt (Fig. 6A-B).
The inhibitor of PKCa (G56976) and PKCe
(eV1-2) blocked the activation of ERK1/2 stimulated
by the PMA treatment. However, corresponding to
the lack of response to Akt activation observed with PMA,
the inhibitors of both PKC isozymes did not induce
changes in the expression of phosphorylated Akt.
These results suggest that the activation of PKCa
and PKCg isozymes are required to stimulate the
ERK1/2 pathway.

ERK1/2 mediates the proliferative effect induced

by PKCs activation

To confirm the role of the ERK1/2 pathway on the
GH3B6 proliferation induced by PKC activation, we used
an inhibitor of MEKs (PD98059). Preincubation with
PD98059 for 30 min significantly inhibited the cell prolif-
eration stimulated by a 15 min treatment with PMA (p
<0.001) (Fig. 7A).

The treatment with BIM and PD98059 inhibited the
ERK1/2 phosphorylation induced by PMA, suggesting that
the activation of PKCs mediated the proliferative effect
of phorbol ester through the ERK 1/2 pathway (Fig. 7B).

Discussion

Pituitary tumors may originate from either functional
mutations or overexpression of ubiquitously expressed
proto-oncogenes that are components of common prolif-
erative pathways. Abnormalities in the expression of
membrane and nuclear receptors, growth factors, tran-
scription factors, and their signalling proteins have been
proposed to play a relevant role in cell transformation
and/or clonal expansion [3]. However, knowledge about
the molecular mechanisms responsible for pituitary tumor
progression is still incomplete.

Studies on various normal and cancer cells have con-
firmed the involvement of PKC isozymes in mitogenesis,
survival and malignant transformation. In addition, it is
now appreciated that the role of PKCs in tumorogenesis
is complex, and depends largely on the cell/tissue type
and PKC isozyme involved [35]. In the present study, we
first explored whether the activation of PKCs by PMA
was required to induce pituitary adenoma proliferation
by taking into account that PKCs can be either selec-
tively activated or down-regulated by phorbol ester [36].
The activation of PKCs by PMA for 15 min stimulated
GH3B6 proliferation whereas a prolonged activation for
3 h diminished this proliferative response. These results
indicate that the activation of PKCs was required to in-
duce cell proliferation, an effect that was partially re-
versed by the depletion of these kinases after PMA incu-
bation for 3 h. Furthermore, the general PKC inhibitor,
BIM, blocked the GH3B6 proliferation induced by PMA,
demonstrating that the phorbol ester effect was medi-
ated by PMA-responsive PKC isozymes and not by other
endogenous phorbol ester mediators [34].

The molecular mechanism by which PKCs may up-
regulate cell proliferation in pituitary adenomas is not yet
clear. However, the ERK1/2 pathway has emerged as a
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central regulator of cell proliferation, which controls
both cell growth and cell cycle progression [18].
The ERK1/2 pathway has been implicated in the PMA-
induced growth stimulatory response [37]. In our study,
the ERK1/2 pathway was stimulated by PMA in the
GH3B6 tumor cells as indicated by its phosphorylation
after phorbol ester treatment for 15 min and by its block-
ade by both the PKC inhibitor BIM and the MEK inhibi-
tor PD98059. This MEK inhibitor also reversed the PMA-
induced growth stimulatory response. Taken together, our
data suggest that ERK1/2 are downstream targets of
PKCs, which mediate the proliferative response of
GH3B6 cells to PMA.

Despite the PKCs having a clear role in the prolif-
eration of pituitary tumor cells, little is known about the
contribution of different isozymes in this process.
Related to this, the present work is the first study that
demonstrates that both PKCa and PKCe mediate the
proliferative effect of PMA in GH3B6 cells. The locali-
zation of PKCa and PKCeg in plasma membrane after
PMA stimulus in BrdU positive cells observed at confocal
microscopy level was correlated with the increase of both
PKC isozymes expression in membrane fraction obtained
by western blot. These results suggest that there is a
close relationship between the plasma membrane
localization of both isozymes and the GH3B6 cell prolif-
eration. PKC translocation to the plasma membrane has
been related with the ERK1/2 activation [38], which in
turn are involved in cell proliferation [39]. Particularly, it
has been reported that PMA induces PKCa and
PKCe translocation from cytosol to plasma membrane,
ERK1/2 activation and proliferation of NIH/3T3 cells
[40].

The participation of both PKC isozymes on the
GH3B6 cell growth was confirmed by the use of the in-
hibitors which were able to block the mitogenic activity
induced by PMA. In a previous investigation using nor-
mal pituitary cells, we observed that a short PMA treat-
ment induced lactotroph proliferation by the specific trans-
location and activation of PKCg [15]. In the present study,
the results indicated that the activation of PKCa and
PKCe is involved in the proliferation of GH3B6 cells in-
duced by PMA, and these kinases may provide putative
therapeutic targets for the control of pituitary adenoma
growth. Supporting this suggestion, it has been previously
reported in the pituitary tumor HP75 cells that PMA in-
creased the tumoral invasion, a process that was blocked
by the inhibition of PKCa [27].

The PKCa and PKCe have been suggested to play
important roles in tumorigenesis, invasion, and metasta-

sis in different cell types. Although, the downstream events
following PKC activation are poorly understood, the
MEK/ERK pathway is thought to have an important role
[41]. It has also been reported that PKCa and PKCe
regulate the cell growth of different carcinomas through
ERK1/2 phosphorylation [42, 43]. There is also evidence
to support that the involvement of PKC in the PI3K/Akt
pathway, which appears to be determined in a cell-type
and stimulus-specific way [5]. Our results using inhibi-
tors of PKCa and PKCe demonstrated that the activa-
tion of both isozymes by PMA stimulated the
phosphorilation of ERK 1/2 but not of Akt. This evidence
strongly supports a proliferative role for PKCa and PKCe
in adenoma pituitary cells, and indicates that this effect is
dependent on ERK1/2 but independent of the Akt path-
way.

Molecular analysis of human pituitary neoplasias has
shown that cell cycle desregulation is significantly impli-
cated in pituitary tumorigenesis, with an important number
of genetic and epigenetic alterations occurring in pitui-
tary tumors, involving specific regulators of the cell cycle
[44]. Evidence has also accumulated in recent years sup-
porting the idea that the effect of phorbol esters on cell
proliferation is conferred by the ability of PKC isozymes
to regulate the cell cycle machinery [9]. However, little
is known about the implication of specific PKC isozymes
on the cell cycle progression of pituitary tumors. In our
investigation, we observed that the activation of PKCa
and PKCe increased the percentage of GH3B6 cells in
the proliferative fraction (S + G,/M), an effect that was
blocked by treatment with the inhibitors of both isozymes.
These results suggest that PKCa and PKCe activation
could contribute to the regulation of the GH3B6 cell
cycle. Moreover, the activation of PKC by PMA pro-
motes human colon carcinoma HCT116 cell growth,
through downregulation of the cyclin-dependent kinase
inhibitors [45]. In recent years, it has been demonstrated
that the PKCeg ?and PKCu inhibition blocked G /S transi-
tion by the accumulation of cells in the G /G, phase in
non-small cell lung cancer cells and in prostate carci-
noma DU-145 cells respectively [46, 47]. Concerning
pituitary tumors, it has been proposed that more than 80%
of these present alterations in at least in one of the cell
cycle regulators during G /S transition [48].

Abnormalities in cell signalling pathways are fre-
quently seen in pituitary adenomas [49]. Previous work
has highlighted the importance of studying PKCs, because
these kinases have a higher enzyme activity in human
pituitary tumors compared to normal pituitary cells [26].
Moreover, a dose-dependent inhibition of cell growth has
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been demonstrated in pituitary tumor cell cultures treated
with hypericin, a PKC inhibitor [50].

We decided to evaluate PKCa and PKCe activa-
tion in response to PMA, because these enzymes are
usually involved in tumorigenesis [23] and are the most
expressed isozymes in human pituitary adenomas [51]. It
has also been reported that PKCa is not only
overexpressed in human pituitary tumors, but is also struc-
turally altered in an invasive subpopulation of these tumors
[52]. However, this PKCa mutant is unable to bind to
cellular membranes tightly and subsequently fails to trans-
duce many signals [53]. With regard to the involvement
of MAPK pathways activated by PKCs in pituitary
tumors, it has been shown that MEK1/2 as well as its
down-stream regulator ERK 1/2 is over-phosphorylated,
and hence over-activated in all types of pituitary adeno-
mas, compared to normal pituitary cells [49].

The PKC family is undoubtedly an attractive target
for therapeutic intervention, given its role in tumorigen-
esis and its potential for enhancing the cytotoxicity of
existing drugs [54]. Recently, it has been reported that
enzastaurin (LY317615), a PKCpB-selective inhibitor, in
combination with other drugs showed a good tolerance
with preliminary evidence of anticancer activity, particu-
larly in thyroid cancer [55]. The PKCs/ERK1/2 path-
ways in pituitary adenomas have attracted considerable
attention because they usually act in more aggressive
cancers, and might allow the implementation of new drugs,

selective inhibitors of these kinases, in the treatment of
pituitary disorders in the future.

Conclusions

Summing up, our study suggests that the activation
of PKCa and PKCe by phorbol ester in tumor
pituitary GH3B6 cells leads to cell proliferation and cell
cycle progression, effects that involve ERK1/2 activa-
tion. A better understanding of the specific PKC isozymes
participation in pituitary tumoral cell growth and the
corresponding signalling downstream pathways activated,
in response to different stimuli, will help to clarify the
mechanisms involved in pituitary tumorogenesis.

Acknowledgements

The authors wish to thank Mrs Mercedes Guevara
for her excellent technical assistance and native speaker
Dr Paul Hobson for revising the English of the
manuscript. This work was supported by grants from
Consejo Nacional de Investigaciones Cientificas y
Técnicas (CONICET), Fondos para la Investigacion
Cientifica y Tecnologica (FONCyT) and the Secretaria
de Ciencia y Tecnologia de la Universidad Nacional de
Cordoba (SECyT).

References

1 Melmed S: Mechanisms for pituitary tu- 7 Lin YF, Lee HM, Leu SJ, Tsai YH: The 11  Ohno S, Nishizuka Y: Protein kinase C
morigenesis: the plastic pituitary. J Clin essentiality of PKCalpha and PKCbeta isotypes and their specific functions: pro-
Invest 2003;112:1603-1618. (I) translocation for CD14(+)monocyte logue. J Biochem 2002;132:509-511.

2 Vender JR, Laird MD, Dhandapani KM: differentiation towards macrophages and 12 MacEwan DJ, Johnson MS, Mitchell R:
Inhibition of NFkappaB reduces cellular dendritic cells, respectively. J Cell Protein kinase C isoforms in pituitary
viability in GH3 pituitary adenoma cells. Biochem 2007;102:429-441. cells displaying differential sensitivity to
Neurosurgery 2008;62:1122-1127. 8 Garrido-Gracia JC, Bellido C, Aguilar R, phorbol ester. Mol Cell Biochem

3 Spada A, Lania A, Mantovani G: Hormo- Sanchez-Criado JE: Protein kinase C 1999;202:85-90.
nal signaling and pituitary adenomas. cross-talk with gonadotrope progester- 13 Quittau-Prévostel C, Delaunay N,
Neuroendocrinology 2007;85:101-109. one receptor is involved in GnRH-induced Collazos A, Vallentin A, Joubert, D: Tar-

4 Lania A, Mantovani G, Spada: A Genetics LH secretion. J Physiol Biochem geting of PKCalpha and epsilon in the
of pituitary tumors: Focus on G-protein 2006;62:35-42. pituitary: a highly regulated mechanism
mutations. Exp Biol Med (Maywood) 9 Oliva JL, Caino MC, Senderowicz AM, involving a GD (E) E motif of the V3
2003;228:1004-1017. Kazanietz MG: S-Phase-specific activa- region. J Cell Sci 2004;117:63-72.

5 Basu A, Sivaprasad U: Protein kinase tion of PKC alpha induces senescence in 14  Kenessey A, Sullivan EA, Ojamaa K:
Cepsilon makes the life and death deci- non-small cell lung cancer cells. J Biol Nuclear localization of protein kinase C-
sion. Cell Signal 2007;19:1633-1642. Chem 2008;283:5466-5476. alpha induces thyroid hormone receptor-

6 Yoshida K: PKCdelta signaling: mecha- 10  Fishman DD, Segal S, Livneh E: The role alphal expression in the cardiomyocyte.
nisms of DNA damage response and of protein kinase C in G1 and G2/M Am J Physiol Heart Circ Physiol
apoptosis. Cell Signal 2007;19:892-901. phases of the cell cycle (review). Int J 2006;290:H381-389.

Oncol 1998;12:181-186.
144 Cell Physiol Biochem 2010;26:135-146 Petiti/Gutiérrez/De Paul/Andreoli/Palmeri/Sosa/Bocco/Torres



15  Petiti JP, De Paul AL, Gutiérrez S, Palmeri 27  Hussaini IM, Trotter C, Zhao Y, Abdel- 38  Kuriyama M, Taniguchi T, Shirai Y, Sasaki
CM, Mukdsi JH, Torres Al: Activation Fattah R, Amos S, Xiao A, Agi CU, A, Yoshimura A, Saito N: Activation and
of PKC epsilon induces lactotroph pro- Redpath GT, Fang Z, Leung GK, Lopes translocation of PKCdelta is necessary
liferation through ERK1/2 in response MB, Laws ER Jr: Matrix for VEGF-induced ERK activation
to phorbol ester. Mol Cell Endocrinol metalloproteinase-9 is differentially ex- through KDR in HEK293T cells.
2008;283:77-84. pressed in nonfunctioning invasive and Biochem Biophys Res Commun

16  Petiti JP, Gutiérrez S, Mukdsi JH, De Paul noninvasive pituitary adenomas and in- 2004;325:843-851.

AL, Torres Al: Specific subcellular tar- creases invasion in human pituitary ad- 39  Sharma GD, Kakazu A, Bazan HE: Pro-
geting of PKCalpha and PKCepsilon in enoma cell line. Am J Pathol tein kinase C alpha and epsilon differen-
normal and tumoral lactotroph cells by 2007;170:356-365. tially modulate hepatocyte growth fac-
PMA-mitogenic stimulus. J Mol Histol 28  Tiedemann K, Hussein O, Sadvakassova tor-induced epithelial proliferation and
2009;40:417-425. G, Guo Y, Siegel PM, Komarova SV: migration. Exp Eye Res 2007;85:289-

17 Qiu ZH, Leslie CC: Protein kinase C- Breast cancer derived factors stimulate 297.
dependent and -independent pathways of osteoclastogenesis through the Ca2+/ 40 Denys A, Hichami A, Maume B, Khan
mitogen-activated protein kinase acti- PKC and TGF {beta}/MAPK signaling NA: Docosahexaenoic acid modulates
vation in macrophages by stimuli that pathways. J Biol Chem 2009;284:33662- phorbol ester-induced activation of ex-
activate phospholipase A2. J Biol Chem 33670. tracellular signal-regulated kinases 1 and
1994;269:19480-19487. 29  Tsai JH, Hwang JM, Ying TH, Shyu JC, 2 in NIH/3T3 cells. Lipids 2001;36:813-

18  Krishna M, Narang H: The complexity Tsai CC, Hsieh YS, Wang YW, Liu JY, 818.
of mitogen-activated protein kinases Kao SH: The activation of matrix 41 Mackay HJ, Twelves CJ: Targeting the
(MAPKSs) made simple. Cell Mol Life metalloproteinase-2 induced by protein protein kinase C family: are we there
Sci 2008;65:3525-3544. kinase C alpha in decidualization. J Cell yet? Nat Rev Cancer 2007;7:554-562.

19  Palmeri CM, Petiti JP, Sosa LV, Gutiérrez Biochem 2009;108:547-54. 42  Racz GZ, Szucs A, Szlavik V, Vag J,
S, De Paul AL, Mukdsi JH, Torres Al: 30 Eichholtz T, Bont DB, Widt J, Liskamp Burghardt B, Elliott AC, Varga G: Possi-
Bromocriptine induces parapoptosis as RM Ploegh HL: A myristoylated ble role of duration of PKC-induced ERK
the main type of cell death responsible pseudosubstrate peptide, a novel protein activation in the effects of agonists and
for experimental pituitary tumor shrink- kinase C inhibitor. J Biol Chem phorbol esters on DNA synthesis in Panc-
age. Toxicol Appl Pharmacol 1993;268:1982-1986. 1 cells. J Cell Biochem 2006;98:1667-
2009;240:55-65. 31  Alessi DR, Cuenda A, Cohen P, Dudley 1680.

20  Tabet F, Schiffrin EL, Touyz RM: Mi- DT, Saltiel AR: PD 098059 is a specific 43 Cohen EE, Zhu H, Lingen MW, Martin
togen-activated protein kinase activation inhibitor of the activation of mitogen- LE, Kuo WL, Choi EA, Kocherginsky
by hydrogen peroxide is mediated activated protein kinase kinase in vitro M, Parker JS, Chung CH, Rosner MR: A
through tyrosine kinase-dependent, pro- and in vivo. J Biol Chem feed-forward loop involving protein ki-
tein kinase C-independent pathways in 1995;270:27489-27494. nase Calpha and microRNAs regulates or
vascular smooth muscle cells: 32 Oomizu S, Takeuchi S, Takahashi S: cell cycle. Cancer Res 2009;69:65-74.
upregulation in spontaneously hyperten- Stimulatory effect of insulin-like growth 44  Quereda V, Malumbres M: Cell cycle con-
sive rats. J Hypertens 2005;23:1961- factor I on proliferation of mouse pitui- trol of pituitary development and dis-
1962. tary cells in serum-free culture. J ease. J Mol Endocrinol 2009;42:75-86.

21  Sriraman V, Modi SR, Bodenburg Y, Endocrinol 1998;157:53-62. 45  Matsuzaki Y, Takaoka Y, Hitomi T,
Denner LA, Urban RIJ: Identification of 33  Gutiérrez S, Petiti JP, De Paul AL, Mukdsi Nishino H, Sakai T : Activation of pro-
ERK and JNK as signaling mediators on JH, Aoki A, Torres Al, Orgnero EM: tein kinase C promotes human cancer
protein kinase C activation in cultured Antagonic effects of oestradiol in inter- cell growth through downregulation of
granulosa cells. Mol Cell Endocrinol action with IGF-1 on proliferation of pl8 (INK4c). Oncogene 2004;23:5409-
2008;294:52-60. lactotroph cells in vitro. Histochem Cell 5414.

22  Brazil DP, Hemmings BA: Ten years of Biol 2005;124:291-301. 46  Bae KM, Wang H, Jiang G, Chen MG, Lu
protein kinase B signalling: a hard Akt to 34  Kazanietz MG: Novel “nonkinase” L, Xiao L: Protein kinase C epsilon is
follow. Trends Biochem Sci phorbol ester receptors: the C1 domain overexpressed in primary human non-
2001;26:657-664. connection. Mol Pharmacol small cell lung cancers and functionally

23 Griner EM, Kazanietz MG: Protein Ki- 2002;61:759-767. required for proliferation of non-small
nase C and other diacylglycerol effec- 35  Fields AP, Gustafson WC: Protein kinase cell lung cancer cells in a p21/Cipl-de-
tors in cancer. Nat Rev Cancer C in disease: cancer. Methods Mol Biol pendent  manner. Cancer Res
2007;7:281-294. 2003;233:519-537. 2007;67:6053-6063.

24 Gorin MA, Pan Q: Protein kinase C ep- 36 Ballester R, Rosen OM: Fate of 47 Win HY, Acevedo-Duncan M: Role of
silon: an oncogene and emerging tumor immunoprecipitable protein kinase C in protein kinase C-iota in transformed
biomarker. Mol Cancer 2009;19:8-9. GH3 cells treated with phorbol 12- non-malignant RWPE-1 cells and andro-

25  Haughian JM, Bradford AP: Protein ki- myristate 13-acetate. J Biol Chem gen-independent prostate carcinoma DU-
nase C alpha (PKCalpha) regulates 1985;260:15194-15199. 145 cells. Cell Prolif 2009;42:182-194.
growth and invasion of endometrial can- 37  Uht RM, Amos S, Martin PM, Riggan 48  Malumbres M, Barbacid M: To cycle or
cer cells. J Cell Physiol 2009; 220: 112- AE, Hussaini IM: The protein kinase C- not to cycle: a critical decision in cancer.
118. eta isoform induces proliferation in gliob- Nat Rev Cancer 2001;1:222-231.

26  Alvaro V, Touraine P, Raisman Vozari R, lastoma cell lines through an ERK/EIk-1 49 Dworakowska D, Grossman AB: The
Bai-Grenier F, Birman P, Joubert D: Pro- pathway. Oncogene 2007;26:2885-2893. pathophysiology of pituitary adenomas.
tein kinase C activity and expression in Best Pract Res Clin Endocrinol Metab
normal and adenomatous human 2009;23:525-41.
pituitaries. Int J Cancer 1992;50:724-

730.
GH3B6 Cell Proliferation is Mediated by PKCa, PKCe and ERK1/2  Cell Physiol Biochem 2010;26:135-146 145



50

51

Hamilton HB, Hinton DR, Law RE,
Gopalakrishna R, Su YZ, Chen ZH, Weiss
MH, Couldwell WT: Inhibition of cellu-
lar growth and induction of apoptosis in
pituitary adenoma cell lines by the pro-
tein kinase C inhibitor hypericin: poten-
tial therapeutic application. J Neurosurg
1996;85:329-34.

Jin L, Maeda T, Chandler WF, Lloyd RV:
Protein kinase C (PKC) activity and PKC
messenger RNAs in human pituitary ad-
enomas. Am J Pathol 1993;142:569-578.

52

53

Alvaro V, Lévy L, Dubray C, Roche A,
Peillon F, Quérat B, Joubert D: Invasive
human pituitary tumors express a point-
mutated alpha-protein kinase-C. J Clin
Endocrinol Metab 1993;77:1125-1129.
Zhu Y, Dong Q, Tan BJ, Lim WG, Zhou
S, Duan W: The PKCalpha-D294G mu-
tant found in pituitary and thyroid tumors
fails to transduce extracellular signals.
Cancer Res 2005;65:4520-4524.

54

55

Mackay HJ, Twelves CJ: Protein kinase
C: a target for anticancer drugs? Endocr
Relat Cancer 2003;10:389-396.
Hanauske AR, Lahn M, Musib LC,
Weigang-Kohler K, Yilmaz E, Graefe T,
Kuenen B, Thornton D, McNealy P,
Giaccone G: Phase Ib safety and
pharmacokinetic evaluation of daily and
twice daily oral enzastaurin in combina-
tion with pemetrexed in advanced/meta-
static cancer. Ann Oncol 2009;20:1565-
1575.

146

Cell Physiol Biochem 2010;26:135-146

Petiti/Gutiérrez/De Paul/Andreoli/Palmeri/Sosa/Bocco/Torres




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.5
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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 300
  /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

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


