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Abstract
Calpain-3 is an intracellular cysteine protease, belonging to Calpain superfamily and pre-

dominantly expressed in skeletal muscle. In human melanoma cell lines and biopsies, we

previously identified two novel splicing variants (hMp78 and hMp84) of Calpain-3 gene

(CAPN3), which have a significant lower expression in vertical growth phase melanomas

and, even lower, in metastases, compared to benign nevi. In the present study, in order to

investigate the pathophysiological role played by the longer Calpain-3 variant, hMp84, in

melanoma cells, we over-expressed it in A375 and HT-144 cells. In A375 cells, the enforced

expression of hMp84 induces p53 stabilization, and modulates the expression of a few p53-

and oxidative stress-related genes. Consistently, hMp84 increases the intracellular produc-

tion of ROS (Reactive Oxygen Species), which lead to oxidative modification of phospholip-

ids (formation of F2-isoprostanes) and DNA damage. Such events culminate in an adverse

cell fate, as indicated by the decrease of cell proliferation and by cell death. To a different

extent, either the antioxidant N-acetyl-cysteine or the p53 inhibitor, Pifithrin-α, recover cell

viability and decrease ROS formation. Similarly to A375 cells, hMp84 over-expression

causes inhibition of cell proliferation, cell death, and increase of both ROS levels and F2-iso-

prostanes also in HT-144 cells. However, in these cells no p53 accumulation occurs. In both

cell lines, no significant change of cell proliferation and cell damage is observed in cells

over-expressing the mutant hMp84C42S devoid of its enzymatic activity, suggesting that the

catalytic activity of hMp84 is required for its detrimental effects. Since a more aggressive

phenotype is expected to benefit from down-regulation of mechanisms impairing cell growth

and survival, we envisage that Calpain-3 down-regulation can be regarded as a novel

mechanism contributing to melanoma progression.
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Introduction
Calpains (Clan CA-C2, EC 3.4.22.17) constitute a superfamily of Ca2+-regulated, intracellular
cysteine proteases, evolutionarily well-conserved from bacteria to mammals. On the basis of
their domain structure, a complex classification of calpains and calpain homologs, divided into
“classical” and “non-classical”, has been recently proposed [1]. In humans, 9 out of the 15 cal-
pain genes code for classical calpains, with alternative splicing variants also generated. On the
basis of expression profile, 6 out of the 15 mammalian genes are considered to be tissue-
specific, and defects of the corresponding calpains have been associated with tissue-specific
pathological phenotypes. Among these calpains, particular emphasis has been placed on
CAPN3 gene product, Calpain-3 (or p94), predominantly expressed in skeletal muscle. It
proves to be crucial for muscle cell homeostasis, as demonstrated in Limb-Girdle Muscular
Dystrophy type 2A (LGMD2A, or calpainopathy), which is characterized by different CAPN3
point mutations and by muscle hypotrophy, hypoplasia and myonuclear apoptosis [2,3].

In melanoma cell lines and in melanoma biopsies, we have previously identified two novel
splicing variants of CAPN3, namely hMp78 and hMp84 (GenBank accession number:
EU91850 and EU91851, respectively) [4]. We demonstrated that both proteins are localized in
cytoplasm, and the autolytic cleavage form of the longer variant is also localized in nucleoli. In-
terestingly, among melanocytic lesions, the expression of these variants is significantly lower,
compared to benign nevi, in the most aggressive lesions, i.e. in vertical growth phase melano-
mas and, even lower, in metastases. Moreover, in cisplatin-treated melanoma cells, an in-
creased (auto)proteolytic activation of hMp84 variant occurs [4]. This event, in analogy with
the drug-induced activation of conventional calpains [5], suggested an active role of this iso-
form in the apoptotic machinery of melanoma cells.

A few papers from other Authors have pointed out a potential role of Calpain-3 in human
melanoma tumorigenesis and progression, as indicated by the higher expression levels of
CAPN3 in melanoma tissues compared to other tumor types [6], and by CAPN3 down-
regulation in melanoma cells sensitive to interferon-γ [7] or undergoing drug-induced terminal
differentiation [8]. More recently, Calpain-3 down-regulation has been also demonstrated in
the acquisition of a highly invasive metastatic phenotype [9]. Moreover, in an interesting study
of veterinary oncology, Calpain-3 has been shown to be activated in urothelial tumors of cattle
[10].

Against this background, in the present study we over-expressed the longer CAPN3 variant
(hMp84) in A375 and HT-144 melanoma cells, in order to better understand the pathophysio-
logical role played by Calpain-3 in melanoma cells, and the underlying biochemical and molec-
ular mechanisms regulated by this calpain. Our results demonstrate that over-expression of
hMp84 impairs cell proliferation and, concomitantly, induces cell death. As a mechanism re-
sponsible for cell damage, a redox imbalance, due to increased production of Reactive Oxygen
Species (ROS), is shown to play a major role.

Materials and Methods

Cell culture and treatments
Human melanoma A375 and HT-144 cells (from ATCC, cat. n. CRL-1619 and HTB-63, re-
spectively) (American Type Culture Collection, Manassas, VA) were cultured in Dulbecco’s
modified Eagle’s medium (DMEM) with 4.5 g/L glucose (Sigma-Aldrich, St. Louis, MO) and in
RPMI-1640 medium (Sigma), respectively, containing 10% heat-inactivated foetal bovine
serum (Invitrogen Life Technologies, Carlsbad, CA), 50 mg/L gentamycin, and 2 mM
L-glutamine, in a 37°C incubator, under 95% air and 5% CO2. For routine reseeding and for

Calpain-3 in Proliferation and Death of Melanoma Cells

PLOS ONE | DOI:10.1371/journal.pone.0117258 February 6, 2015 2 / 22



experiments, cells were harvested with PBS-EDTA 1 mM, pH 7.4. In selected experiments, cells
over-expressing the hMp84 variant of Calpain 3 and control cells transfected with empty vector
(produced as detailed below) were treated in fresh medium with 1 μM Pifithrin-α (PFT)
(Sigma-Aldrich) or 5 mM N-Acetyl-L-Cysteine (NAC) (Sigma-Aldrich). These compounds
have been preliminarily tested, in order to choose the lowest effective concentrations giving no
or minor toxicity in control cells.

At different experimental times, we harvested and analyzed the population of still adhering
cells together with or separately from the population of floating cells, depending on the investi-
gations to be performed, as specified in Results and Figure Legends. Cell proliferation was eval-
uated as total cells (adhering plus floating), counted in a Bürker chamber. The percentage of
floating on total cells was used as a first quantitative indication of cell damage.

hMp84 cloning, site-directed mutagenesis, and transient transfection
The human CAPN3 gene (hMp84 variant) was cloned from the human melanoma cell line
HT-144, previously characterized by us [4]. Total RNA was extracted by using RNeasy Mini
Kit (Qiagen, Valencia, CA) according to manufacturer’s instructions. cDNA was obtained
from 1 μg of total RNA by using High Capacity cDNA Reverse Transcription Kit and Oligo
dTs as primers (Invitrogen Life Technologies). hMp84 was amplified with specific primers (S1
Table) and cloned into pcDNA3.1(+) plasmid in BamHI-XhoI, by using E. coli (DH5α) as
host. Positive clones were sequenced to verify the absence of mutations. In order to mutate
hMp84 in the active site, Quickchange II XL site-directed mutagenesis kit (Agilent Technolo-
gies, Santa Clara, CA) was used, according to manufacturer’s instructions. Specific primers
(S1 Table) were designed to replace cysteine (at position 42) with serine. pcDNA3.1(+)-hMp84
was used as template. The resulting vector (pcDNA3.1(+)-hMp84C42S) was then sequenced to
verify the correct mutagenesis. DNA for transfection experiments was prepared using Qiafilter
Plasmid Maxi Kit (Qiagen), according to manufacturer’s instructions, in E. coli (DH5α) as
host. The resulting vector (containing wild or mutated hMp84) was used to transfect melano-
ma cells, by using Attractene Trasfection Reagent (Qiagen). Cells, seeded the day before, were
incubated with the transfectant mixture for 6 hours, then the medium was changed; the same
procedure was used for control cells, where the empty vector was employed.

To determine transfection efficiency, plasmids pEGFP-N2 (Clontech, Mountain View, CA)
and pEGFP-N2-hMp84, both containing the reporter gene for Enhanced Green Fluorescent
Protein (EGFP), were used. EGFP-expressing cells (at least 200 cells scored in each experiment)
were directly visualized by fluorescence microscopy (Nikon Eclipse Ti, Japan). The average
transfection efficiency was 40% and 30%, for A375 and HT-144 cells, respectively.

LDH release assay
The release of intracellular lactate dehydrogenase (LDH) in the culture medium was evaluated
by using LDH-P Kit (Sclavo Diagnostics International, Siena, Italy), according to manufactur-
er’s instructions, with minor modifications. An equal number of cells was seeded for all sam-
ples in each experiment, and the ratio of seeded cells/medium volume was kept constant
among different experiments. Forty μl of cell-free culture medium was collected for each sam-
ple and added to 160 μl of the assay mixture. LDH activity was measured at room temperature
in a microplate reader (Victor3 Multilabel Counter, Perkin-Elmer, Waltham, MA), absorbance
decrease was recorded at 340 nm over a period of 0.5–8 min, and results were expressed as
ΔAbs/min/10-3.
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Nuclear morphology analysis
Adhering and floating cells were collectively harvested and fixed at room temperature in 4%
paraformaldhehyde for 30 min. After a gentle centrifugation, fixed cells were stained with the
chromatin dye Hoechst 33342 (2 μM in RPMI without serum) (Sigma-Aldrich) for 30 min at
room temperature, and cell suspension was placed on a slide, with a coverslip over cells. The
nuclear morphology was observed under a fluorescence microscope (Nikon, Tokyo, Japan)
equipped with a DAPI filter. Images were captured with a CCD camera and imported into
NISElements Imaging software. At least 300 cells were scored for each sample in each experi-
ment. Apoptotic cells were detected as nuclei with condensed chromatin (brighter fluores-
cence), and as smaller or fragmented nuclei.

Fluorimetric assay for caspase-3/-7 activity
Caspase-3/-7 enzymatic activity was measured essentially as previously described [11]. Briefly,
the harvested (adhering plus floating) cells, after washing with PBS, were resuspended in ice-
cold lysis buffer (20 mMHepes-NaOH, pH 7.5, containing 10% sucrose, 0.1% CHAPS, 0.2%
NP-40, 1 mM EDTA, 5 mMDTT, 1 mM PMSF, and protease inhibitor cocktail (Sigma-
Aldrich)), and sonicated for 10 s (Vibracell Sonicator; amplitude 60, 25 W). After centrifuga-
tion, the supernatant of cell lysates (100 μg/ml of protein) were incubated at 25°C with the sub-
strate ac-Asp-Glu-Val-Asp-7-amido-4-methylcoumarin (ac-DEVD-AMC, 40 μM) (Alexis
Enzo Life Sciences, Farmingdale, NY) in the assay buffer (lysis buffer, where Hepes and NP-40
were 100 mM and 0.1%, respectively). Cleavage of the fluorogenic substrate was monitored by
AMC release, in the microplate reader (excitation/emission wavelengths: 380/460 nm). Cas-
pase-3/-7 activity, determined in the linear portion of the progress curve, was expressed as Ar-
bitrary Units of Fluorescence (ΔAUFs)/min/mg protein.

Single-cell gel electrophoresis (Comet assay)
DNA damage was measured using the alkaline Comet assay, as described by Corti et al. [12].
At 24 h after transfection, harvested cells were suspended in 0.6% low melting point agarose. 2
x 104 cells were dispensed onto glass microscope slides previously coated with 1% normal melt-
ing point agarose, and the slides were left overnight in ice-cold lysis buffer (100 mM EDTA,
2.5 M NaCl, 10 mM Tris base, pH 10, containing 1% Triton X-100 (v/v) freshly added). After
washing with distilled water, slides were placed for 20 min in a horizontal electrophoresis tank,
containing ice-cold alkaline electrophoresis solution (300 mMNaOH, 1 mM EDTA), to allow
DNA unwinding. Electrophoresis was conducted for 20 min (30 V, 300 mA) at 4°C. Slides
were neutralised with 0.4 M Tris—HCl, pH 7.5 for 20 min, washed with distilled water, and
then allowed to dry. All procedures were carried out under subdued light to minimise back-
ground DNA damage. For staining, slides were re-hydrated in distilled water, incubated for 20
min with a freshly made solution of 2.5 μg/ml propidium iodide, washed again and allowed to
dry. Comets were visualised with a fluorescence microscope (Leica, Wetzlar, Germany) at 200×
magnification, and a total of 100 cells per sample (50 per duplicate slide) were analyzed. Images
were captured by an on-line Leica DFC320 camera, and the percentage of DNA in the comet
tail (% tail DNA), which quantifies the DNA damage, was calculated for each cell by the
CometScore software (TriTek Corporation, Sumerduck, VA).

Total F2-isoprostanes determination
The levels of total (free plus esterified) F2-isoprostanes (F2-IsoPs) in the cell suspensions were
determined by gas chromatography/negative ion chemical ionization tandem mass
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spectrometry (GC/NICIMS/MS). After 24 h of transfection, adhering cells were harvested with
PBS-EDTA 1 mM, pH 7.4 and the pellet was resuspended with the antioxidant butylated hy-
droxytoluene (BHT) (final concentration 90 μM); subsequently, the samples were sonicated for
30 seconds and then incubated at 45°C for 45 min in presence of 0.5 N KOH for the basic hy-
drolysis. The samples were then acidified to pH 3 with HCl (final concentration 0.5 N), and
spiked with tetradeuterated PGF2α (500 pg) as internal standard. After extraction with ethyl
acetate, the total lipids were applied to an aminopropyl (NH2) cartridge, and the final eluates
were derivatized to pentafluorobenzyl ester and trimethylsylil ethers and examined by GC/
NICI-MS/MS as previously reported [13]. Total F2-IsoPs levels were normalized for cell
protein content.

Measurement of ROS generation in intact cells
To assess the production of intra- or extra-cellular Reactive Oxygen Species (ROS) in intact
cells, two different fluorimetric assays were used, both performed in still adhering, viable cells,
in order to exclude any ROS formation as secondary event following cell death. Intracellular
production of ROS was measured by oxidation of 2’-7’-dichloro-fluorescin diacetate (H2DCF-
DA) to 2’-7’-dichloro-fluorescein (DCF). H2DCF-DA readily diffuses into cells, where it is de-
esterified into a non-fluorescent derivative and trapped within cells; when oxidated (by H2O2

and other oxidant species), it turns into the highly fluorescent DCF. Briefly, 3x104 cells were
seeded in 24-well plates, transfected, and left untreated or treated with NAC or PFT-α. At dif-
ferent time points, cells were washed with Krebs buffer containing 0.5 mM CaCl2 (KBC), incu-
bated for 30 min at 37°C in KBC containing 5 μMH2DCF-DA (Molecular Probes, Eugene,
OR), and then washed with KBC. Fluorescence was measured in the microplate reader (excita-
tion/emission wavelengths: 490/530 nm) for 60 min. Extracellular production of ROS was mea-
sured using the horseradish peroxidase-linked Amplex Red (A6550), which reacts with H2O2

to produce the fluorescent oxidation product, resorufin. Briefly, cells, prepared as above, were
incubated for 1 hour with 50 μMA6550 and 0.1 U/ml horseradish peroxidase type II, with or
without the inhibitor of NADPH oxidase, diphenylen iodonium chloride (DPI, 10 μM)
(Sigma-Aldrich). Fluorescence was subsequently measured in the microplate reader (excita-
tion/emission wavelenghts: 560/590 nm) for 90 min. ROS production was expressed as Arbi-
trary Units of Fluorescence (ΔAUF)/min/cell, where the actual cell number was evaluated in
each well at the end of the assays. A blank, run in KBC with all reagents and without cells, was
subtracted to all samples.

Western blot analysis
Cell lysates, as prepared for caspase activity assay, were subjected to SDS-PAGE and trans-
ferred to nitrocellulose membranes (AppliChem GmbH, Darmstadt, Germany). The mem-
branes, blocked in 10% non-fat milk in PBS-Tween 0.05% (PBST), were probed overnight at 4°
C with primary antibodies diluted in PBST-1% non-fat milk: mouse monoclonal anti-calpain-3
(dilution 1:50) (CALP12A2, Novocastra, Newcastle upon Tyne, UK), mouse monoclonal anti-
p53 (dilution 1:1000) (SC-126, Santa Cruz Biotechnology, Santa Cruz, CA), and rabbit poly-
clonal anti-PARP1/2 (dilution 1:1000) (SC-7150, Santa Cruz Biotechnology,). After incubation
with horseradish peroxidase-conjugated secondary antibodies (Sigma-Aldrich) at room tem-
perature for 1 h, protein bands were visualized by an enhanced chemiluminescence reaction
system (Super Signal West Pico, Thermo Scientific, Rockford, IL). Membranes were then devel-
oped on Hyperfilm ECL (Amersham GE Healthcare, UK) and protein bands were quantified
by densitometric analysis (image processing software ImageJ). Before adding primary antibod-
ies, equal gel loading, quality control, and transfer efficiency among samples were assessed by
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reversible Ponceau S protein staining on membranes. Equal loading was also assessed by
mouse monoclonal anti-β-actin-HRP conjugated antibody (dilution 1:50,000) (Sigma-
Aldrich).

PCR Array
Gene expression analysis in transfected cells was carried out by using RT2 Profiler PCR Array:
Human Oxidative Stress (PAHS-065Z, Qiagen), following manufacturer’s instructions. Briefly,
total RNA was extracted with RNeasy Mini Kit (Qiagen), and genomic DNA was removed by
using in-column DNA digestion (Qiagen). Total RNA (1 μg) was retro-transcribed by using
RT2 First Strand Kit (Qiagen), with Oligo dTs as primers. The obtained cDNA was used for
Real-Time PCR detection with RT2 SYBR Green/ROX qPCRMasterMix (Qiagen). Amplifica-
tion protocol was set up according to manufacturer’s instructions for Applied Biosystems Ste-
pOnePlus instrument (Applied Biosystems, Foster City, CA). Data were analyzed by using
Web-based PCR Array Data Analysis Software at: http://sabiosciences.com/
pcrarraydataanalysis.php.

Real-Time PCR analysis
RNA was extracted as above described. cDNA was obtained from 1 μg of total RNA using High
Capacity cDNA Reverse Transcription Kit (Invitrogen Life Technologies) and random prim-
ers. Gene expression level was measured in triplicates by Real-Time PCR, using StepOnePlus
(Applied Biosystems) and Power SYBR Green PCR Master Mix (Invitrogen Life Technologies),
and normalized to the endogenous reference gene β-Actin (S1 Table for the primers used).
The thermocycling conditions were: 10 minutes at 95°C, followed by 40 cycles of denaturation
(95°C for 15 s) and 60°C for 1 minute, for annealing and extension. Melting curve analysis was
used to confirm specificity of the obtained results. Gene expression values in hMp84-
transfected cells were expressed as fold-change over empty vector-transfected cells, using 2-ΔΔc
(t) parameter [14].

Statistics
Results are presented as mean ± SE, and the statistical significance of the differences among the
groups was determined by the Student’s t-test. Where stated, results are presented as mean
ratio (over EV-cells) ± 95% confidence interval, and the statistical significance was determined
by means of 95% confidence interval.

Results

Calpain-3 over-expression in A375 melanoma cells
In order to over-express the Calpain-3 variant hMp84 (hereafter called p84) in human melano-
ma cells, preliminary experiments performed in a few cell lines were aimed to produce stably-
transfected cells, through selection of neomycin-resistant clones; unfortunately, we failed to ob-
tain stable p84 over-expressing cells, since they all died after 7–10 days of selection. The obser-
vation that melanoma cells do not tolerate long-lasting, high levels of such Calpain-3 variant
was a starting and useful indication about the detrimental effect of this protease to melanoma
cells, and prompted us to perform experiments in transiently over-expressing cells. For the ma-
jority of these experiments, A375 melanoma cells were chosen, due to their satisfactory trans-
fection efficiency (about 40%). After transfection, the expression level of p84 protein was
evaluated at different time points. As shown in Fig. 1A and B, in empty vector-transfected cells
(hereafter called EV-cells) the full-length p84 is hardly detectable, while in p84 over-expressing
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cells (hereafter called p84-cells) there is a significant amount of the full-length protein, along
with a few additional bands, including a major one of approximately 60 kDa. As we have previ-
ously shown by means of a different antibody [4] and similarly to what happens in muscle Cal-
pain-3 [15], these additional bands derive from p84 (auto)proteolysis. In adhering cells, the
full-length p84 protein reaches a peak at 24 h, decreasing at 48 h and disappearing at 72 h after
transfection. As expected, a huge increase of hMp84 mRNA is also observed at 24 h after trans-
fection in p84-cells (RT-PCR data not shown), compared to non-transfected cells and EV-cells.

Calpain-3 over-expression inhibits cell proliferation and induces cell
death in A375 cells
Compared to EV-cells, p84-cells show a significant, progressive decrease of cell proliferation,
evaluated as total cell number (Fig. 1C). Concomitantly, a notable time-dependent increase of
floating cells detached from the monolayer is observed, as a first indication of an ongoing cell
damage and eventual cell demise (Fig. 1D). Interestingly, p84 expression, which is lost in still
adhering cells at 72 h, is enduring at this time in floating, detached cells (Fig. 1B), indicating
that the longer lasting p84 expression is just associated to cell damage.

To investigate the early molecular events induced by p84 over-expression, the majority of
our investigations were performed at 24 h after transfection. In order to explore the mode of
cell death, which was preliminarily indicated by cell detachment, we measured the release of
the intracellular LDH enzyme in culture medium. As shown in Fig. 2A, the remarkable increase
of released LDH clearly indicates that a damage at plasmamembrane occurs. Along with such
necrotic-like cell death, an apoptotic mode of cell demise also occurs, as shown by the occur-
rence of typical apoptotic hallmarks: the significant amount of nuclei showing an apoptotic
morphology (Fig. 2B and S1 Fig.), the significant activation of the effector caspases-3/7

Fig 1. Transient over-expression of Calpain-3 (variant hMp84) impairs cell proliferation and leads to cell detachment in A375 melanoma cells. At
24, 48 and 72 h after transfection, hMp84 protein (p84) was evaluated byWestern blot in empty vector- (EV) and in hMp84-transfected cells (p84), both in still
adhering, viable cells (A) and in floating cells (B), separately harvested. A typical Western blot out of three is shown. At the same times after transfection, cell
proliferation (total cell number) (C) and cell detachment (% of floating cells on total cells) (D) were evaluated in parental, non-transfected cells (W), in EV-cells
and in p84-cells. Results are presented as mean ± S.E. of at least four independent experiments. *P<0.05; **P<0.01.

doi:10.1371/journal.pone.0117258.g001
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(Fig. 2C), and the caspases-3/7-mediated proteolytic cleavage of poly(ADP-ribose) polymerase
(PARP) (Fig. 2D).

Calpain-3 over-expression induces p53 activation and redox imbalance
in A375 cells
To give insights into the mechanism responsible for apoptotic cell death in p84-cells, we mea-
sured the expression level of a central regulator of susceptibility to apoptosis, i.e. the tumor
suppressor protein p53, whose levels are regulated by several stress conditions, including DNA
damage, hypoxia, and changes in the redox potential [16]. As shown in Fig. 2E, p53 protein sig-
nificantly accumulates in p84-cells compared to EV-cells, and such an increase, which is higher
at 24 h, mirrors the expression of p84. Along with the stabilization of p53 protein, which does
not result from higher mRNA levels (RT-PCR data not shown), its transcriptional activity is
also increased, as demonstrated by the expression level of a major p53 target gene,WAF1/
CIP1, which is 1.7-fold ± 0.1 (mean ± S.E., n = 4, p<0.05) in p84-cells over EV-cells.

In order to evaluate the early events occurring in p84-cells, the biomolecular parameters re-
ported below were measured in adhering cells, where viability is still maintained. Among the
stress signals that can lead to p53 stabilization and activation, DNA damage is believed to play
a central role. To verify this instance, we measured the basal level of DNA damage by alkaline
Comet assay. Higher levels of DNA damage are observed in p84-cells as compared to EV-cells
(Fig. 3A), along with an increased level of “hedgehog comets” (S2 Fig.), the latter possibly rep-
resenting a non-specific indicator of the earliest stages of apoptosis [17,18]. While the signifi-
cance of hedgehog comets in apoptosis is still debated [18], it is however well established that a

Fig 2. hMp84 stimulates cell death and stabilizes p53 protein in A375 melanoma cells. At 24 h after
transfection, cell death was evaluated in EV-cells and in p84-cells as amount of intracellular LDH released in
the culture medium (A), as percentage of nuclei showing an apoptotic morphology (Hoechst 33258 staining)
(B), as caspase-3/-7 activation (enzymatic activity) (C), and as caspase-mediated proteolysis of poly(ADP-
ribose) polymerase (PARP) (a typical Western blot experiment out of three is shown) (D). Results are
presented as mean ± S.E. of three to six independent experiments. *P<0.05 and ***P<0.001, compared to
control EV-cells. At 24, 48 and 72 h after transfection, p53 protein was evaluated byWestern blot (E), in EV-
cells and p84-cells. A typical Western blot out of three is shown.

doi:10.1371/journal.pone.0117258.g002
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Comet positivity is a reliable and sensitive measure of DNA damage, also induced by
oxidative stress.

Polyunsaturated fatty acids in membranes lipids can be also modified when a redox imbal-
ance occurs, and lipid peroxidation is a major consequence of oxidative damage, virtually in all
cell type. A series of prostaglandin F2-like compounds, named F2-isoprostanes (F2-IsoPs), are
formed by free radical-catalyzed, non-enzymatic peroxidation of esterified arachidonic acid in
phospholipids. F2-IsoPs are chemically stable compounds that are measurable in an accurate
and reproducible way, down to the order of picograms; therefore, they are considered specific,
sensitive and reliable markers of oxidative stress/lipid peroxidation [19]. A significant amount
of total F2-IsoPs (esterified plus non-esterified) is formed in p84-cells, as compared to EV-cells
(Fig. 3B), indicating that cellular membranes (plasmamembrane and/or organelle membranes)
undergo lipid peroxidation. In particular, the oxidative alteration of plasmamembrane, which
leads to loss of plasmamembrane integrity, could account for the leakage of the intracellular
LDH enzyme, as above shown.

In order to directly evaluate whether p84-cells experience an oxidative stress, we measured
the intracellular formation of Reactive Oxygen Species (ROS) in intact adhering cells by using
the DCF-based assay. A significant amount of oxidant species is formed in p84-cells as com-
pared to EV-cells, at 24 h after transfection (Fig. 3C). In addition to intracellular sources of

Fig 3. hMp84 induces DNA damage and oxidative alterations of phospholipids in A375melanoma
cells, by stimulating the formation of Reactive Oxygen Species (ROS). In EV-cells and in p84-cells at 24
h after transfection, DNA damage (by means of Comet assay) (A) and total (esterified plus non-esterified) F2-
isoprostanes were measured (B). In intact EV-cells and p84-cells, the formation of ROS was measured in the
intracellular milieu (by DCF-based assay) (C), or in the extracellular milieu (by A6550-based assay) with or
without the NADPH-oxidase inhibitor, DPI (10 μM), added in the assay mixture (D). Results are presented as
mean ± S.E. of two independent experiments performed in duplicate (DNA comets), four independent
experiments (F2-isoprostanes), or six independent experiments (ROS formation). Results in panel D are
presented as mean ratio (over EV-cells) ± 95% confidence interval of three independent experiments.
*P<0.05, **P<0.01, and ***P<0.001, compared to control EV-cells. n.s.: non-significant, compared to p84-
cells without DPI.

doi:10.1371/journal.pone.0117258.g003
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ROS, which include mitochondrial electron transport chain, cytochromes and, specifically for
melanoma cells, melanin metabolism, NADPH oxidase is also considered an important en-
zyme for extracellular ROS production in melanoma cells [20]. Thus, we investigated whether
NADPH oxidase contributes to p84-mediated ROS formation, by using the horseradish peroxi-
dase-linked Amplex Red assay, which measures oxidant species outside the cells. As shown in
Fig. 3D, an increase of extracellular peroxides is observed in p84-cells, as compared to EV-cells.
However, the NADPH oxidase inhibitor, DPI, added in the in vitro assay, does not inhibit such
ROS formation, suggesting that NADPH oxidase (at least that working at plasmamembrane
level) is not responsible for such redox imbalance, and the measured extracellular ROS are
most likely delivered by the intracellular milieu.

To gain further insights into the molecular events underlying the observed oxidative imbal-
ance, in adhering cells at 24 h after transfection we analyzed the expression level of diverse oxi-
dative stress-related genes, by using RT2 Profiler PCR Array: Human Oxidative Stress. Out of
84 genes evaluated in the array, 13 genes show expression changes by at least 1.5-fold or 0.5-
fold in p84-cells over control EV-cells. For three selected genes showing the highest gene ex-
pression changes, Real Time-PCR analysis was performed in additional independent experi-
ments in order to confirm the results obtained by microarray analysis (Table 1). The overall
trend of gene expression changes confirms that p84-cells experience an oxidative imbalance.
This is consistent with the positive modulation of two genes coding for proteins involved in the
production of ROS: NCF2, coding for Neutrophilic Cytosolic Factor-2 (p67-Phox), which is a
cytosolic activating component of the NADPH oxidase-2 (NOX2) complex, and NOX4, coding
for the catalytic subunit of NADPH oxidase-4. A different set of genes coding for proteins en-
dowed with various antioxidant properties are also positively regulated, including GPX2 and
GPX3 coding for Glutathione Peroxidase-2 and-3, SELS coding for Selenoprotein S, GCLM
coding for the modifier subunit of the Glutamate-cysteine ligase (the limiting first enzyme for
Glutathione (GSH) biosynthesis), and SOD2 coding for the mitochondrial Superoxide Dismut-
ase. SOD enzyme, since detoxifies superoxide anion but converts the latter in another oxidant
specie (i.e. hydrogen peroxide), can be also regarded as involved in ROS metabolism. Among
the antioxidants, it is also observed a significant down-regulation of GSTZ1 (coding for Gluta-
thione Transferase Z-1), whose deficiency has been proved to induce an oxidative stress and a
compensatory up-regulation of GCLM [21]. Moreover, a few other genes considered oxidative
stress-responsive genes (Table 1) are also up-regulated in p84-cells.

Calpain-3-mediated cell injury in A375 cells is prevented by NAC and
pifithrin-α
To understand whether the redox imbalance occurring in p84-cells has a causative role in cell
proliferation impairment and in cell injury, we treated EV- and p84-cells with the antioxidant
N-acetyl-cysteine (NAC) [22]. While efficiently preventing the formation of intracellular ROS
in p84-cells at 12 h (Fig. 4A) and 24 h (Fig. 4B) after transfection, NAC treatment significantly
recovers viability of p84-cells, as revealed by the lower number of detached cells (Fig. 5A),
along with a remarkable decrease of both LDH release (Fig. 5B) and caspase-3/-7 activity
(Fig. 5C). These NAC-mediated effects suggest that an antioxidant environment is able to
counteract both an apoptotic and necrotic cell damage in p84-cells. On the contrary, no signifi-
cant restoration of cell proliferation is afforded by NAC (data not shown).

To investigate the role played by p53 stabilization in p84-cells, we treated EV- and p84-cells
with pifithrin-α (PFT), a compound which reversibly inhibits the transcriptional activity of
p53 [23]. PFT treatment decreases to some extent the hMp84-mediated cell injury, as firstly in-
dicated by the lower percentage of detached cells (Fig. 5A). Such a protection is mainly effective
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on apoptotic cell death, as shown by the remarkable inhibition of caspase-3/-7 activity
(Fig. 5C); on the contrary, no protective effect is evident on plasmamembrane damage
(Fig. 5B). As concerns the pro-oxidant status in p84-cells, p53 inhibition by PFT completely
abrogates ROS formation at early times (12 h) (Fig. 4A) after transfection, but such effect is lost
at 24 h (Fig. 4B), possibly due to the reversible, and hence transient, inhibition of p53 by PFT.
Similarly to NAC treatment, PFT treatment is not able to recover cell proliferation (data not
shown).

Calpain-3 over-expression affects cell proliferation, and stimulates cell
death and oxidant species formation in HT-144 melanoma cells
The major findings obtained in A375 cells were confirmed in HT-144 melanoma cells over-
expressing hMp84 (p84-cells). As shown in Fig. 6A, in empty vector-transfected cells (EV-
cells) p84 is hardly detectable, while in p84-cells there is a notable amount of the protein at 24
h after transfection. As expected, a huge increase of hMp84 mRNA is also observed in p84-cells
(RT-PCR data not shown), compared to non-transfected cells and EV-cells. Similarly to A375
cells, at 24 h after transfection, Calpain-3 over-expression lowers cell proliferation, evaluated as
total cell number (Fig. 6C), compared to EV-cells. A remarkable increase of floating cells de-
tached from the monolayer is also observed, as a first indication of ongoing cell damage and
eventual cell demise (Fig. 6D). In HT-144 p84-cells, cell death occurs indeed, as documented
by the remarkable release of intracellular LDH in culture medium (Fig. 6E), by the significant
amount of nuclei showing an apoptotic morphology (Fig. 6F and S3 Fig.), and by the significant

Table 1. Gene expression analysis of oxidative stress-related genes in A375 melanoma cells over-expressing hMp84.

Gene symbol (accession number) Description Gene name Fold-change

Genes involved in ROS Production/Metabolism

NCF2 (NM_000433) Neutrophil cytosolic factor 2 P67-PHOX 2.54 ± 0.32 p<0.01

NOX4 (NM_016931) NADPH oxidase 4 RENOX 1.7

SOD2 (NM_000636) Superoxide dismutase 2, mitochondrial MNSOD 1.6

Oxidative Stress-Responsive Genes, encoding Antioxidants

GPX2 (NM_002083) Glutathione peroxidase 2 GSHPx-2 1.9

GPX3 (NM_002084) Glutathione peroxidase 3 GSHPx-3 1.5

SELS (NM_203472) Selenoprotein S ADO15 1.5

GCLM (NM_002061) Glutamate-cysteine ligase, modifier subunit GLCLR 1.6

GSTZ1 (NM_001513) Glutathione transferase zeta 1 GSTZ1–1 0.44 ± 0.05 p<0.01

*SOD2 (NM_000636) Superoxide dismutase 2, mitochondrial MNSOD 1.6

Oxidative Stress Responsive Genes

CCL5 (NM_002985) Chemokine (C-C motif) ligand 5 RANTES 2.75 ± 0.45 p<0.05

DUSP1 (NM_004417) Dual specificity phosphatase 1 MKP-1 1.7

FTH1 (NM_002032) Ferritin, heavy polypeptide 1 PIG15 1.5

HMOX1 (NM_002133) Heme oxygenase 1 HO-1 1.5

PTGS2 (NM_000963) Prostaglandin G/H synthase and cyclooxygenase COX-2 1.5

Gene expression was analyzed in triplicate samples by using RT2 Profiler PCR Array—Human Oxidative Stress. For NCF2, GSTZ1 and CCL5, three

additional independent experiments in triplicates were performed by RT-PCR. Gene expression values in p84-cells are expressed as fold-change (mean ±

S.E.) over EV-cells after 24 h of transfection.

*SOD2 has been included both in genes involved in Reactive Oxygen Species (ROS) production/metabolism and in oxidative stress-responsive genes,

encoding antioxidants.

doi:10.1371/journal.pone.0117258.t001
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activation of caspases-3/-7 (Fig. 6G). Differently from A375 cells, no accumulation of p53 pro-
tein in observed at 24 h after transfection (Fig. 6B).

hMp84 over-expression also alters the redox state in HT-144 cells, as shown by the in-
creased level of intracellular Reactive Oxygen Species (revealed by the DCF-based assay)
formed in p84-cells compared to EV-cells (Fig. 7A). Such redox imbalance leads to lipid perox-
idation of plasmamembrane and/or organelle membranes, as revealed by the increased forma-
tion of F2-isoprostanes in p84-cells (Fig. 7B).

Fig 4. Treatment with the antioxidantN-Acetyl-L-Cysteine (NAC) or with the p53 inhibitor, Pifithrin-α
(PFT), prevents ROS formation in hMp84-overexpressing A375 cells. At 12 h (A) and 24 h (B) after
transfection, ROS formation was evaluated by DCF-based assay in EV-cells and p84 cells, incubated with or
without NAC (5 mM) or PFT (1 μM). Results are presented as mean ± S.E. of six (A) or three (B) independent
experiments. *P<0.05; **P<0.01; n.s.: non-significant.

doi:10.1371/journal.pone.0117258.g004
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Over-expression of mutant Calpain-3 (hMp84C42S) does not affect cell
fate in both A375 and HT-144 melanoma cells
In order to understand whether the observed cellular events required a potentially active Cal-
pain-3, in selected experiments we overexpressed the mutant hMp84C42S (virtually devoid of

Fig 5. Treatment with the antioxidantN-Acetyl-L-Cysteine (NAC) or with the p53 inhibitor, Pifithrin-α
(PFT), prevents cell death in hMp84-overexpressing A375 cells. At 24 h after transfection, in EV- and
p84-cells, incubated with or without NAC (5 mM) or PFT (1 μM), cell death was evaluated as percentage of
floating cells on total cells (A), as LDH released in the culture medium (B), and as caspase-3/-7 enzymatic
activity (C). Results are presented as mean ± S.E. of three (A and B) or five (C) independent experiments.
*P<0.05, **P<0.01, ***P<0.001; n.s.: non-significant.

doi:10.1371/journal.pone.0117258.g005
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its enzymatic activity) in both melanoma cell lines. First of all, in hMp84C42S–overexpressing
cells (hereafter called p84m-cells) the amount of full-length hMp84C42S is comparable to the
overexpressed full-length hMp84. The pattern of fragments at lower molecular weight is also
comparable, although it is quantitatively lighter in HT-144 p84m-cells (Fig. 8A and B). The
similarity of the proteolysis pattern between hMp84 and hMp84C42S suggests that autolysis of
this Calpain-3 variant is not relevant as for muscle Calpain-3, and other proteases are likely re-
sponsible for the observed processing. As concerns the biological effects of the mutant variant,

Fig 6. Transient over-expression of hMp84 impairs cell proliferation and stimulates cell death in HT-
144 melanoma cells. All parameters were evaluated at 24 h after transfection. (A) hMp84 protein (p84) was
evaluated byWestern blot in adhering cells of empty vector- (EV) and hMp84-transfected cells (p84); a typical
Western blot out of three is shown. (B) p53 protein was evaluated byWestern blot; a typical experiment out of
four is shown. (C) Cell proliferation (total cell number) and (D) cell detachment (% of floating cells on total
cells) were evaluated in parental, non-transfected cells (W), in EV- and in p84-cells. Cell death was evaluated
as amount of intracellular LDH released in the culture medium (E), as percentage of nuclei showing an
apoptotic morphology (Hoechst 33258 staining) (F), and as caspase-3/-7 enzymatic activity (G). Results are
presented as mean ± S.E. of at least five independent experiments. *P<0.05; **P<0.01; ***P<0.001.

doi:10.1371/journal.pone.0117258.g006
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at 24 h after transfection, with the exception of a minor decrease of the total cell number in
A375 p84m-cells (p = 0.046), p84m-cells do not show neither increase of cell detachment
(which is a first sign of cell damage and eventual cell death) nor significant decrease of total cell
number, compared to EV-cells (Fig. 8C-F). These results suggest that a potentially active
hMp84 is required for its detrimental effects in melanoma cells.

Discussion
Calpain-3 is a Ca2+-regulated cysteine protease, predominantly expressed in skeletal muscle,
where it is essential to maintain healthy conditions of this tissue. The importance of its activity
has been clearly assessed in human muscles, where several described missense mutations in the
gene, giving a protease devoid of its proteolytic activity, are responsible for Limb Girdle

Fig 7. hMp84 stimulates the formation of Reactive Oxygen Species (ROS) and induces oxidative
alterations of phospholipids in HT-144melanoma cells. At 24 h after transfection, the formation of
intracellular ROS (by DCF-based assay) (A) and total (esterified plus non-esterified) F2-isoprostanes (B)
were measured in adhering EV- and p84-cells. Results are presented as mean ± S.E. of three to five
independent experiments. *P<0.05.

doi:10.1371/journal.pone.0117258.g007

Calpain-3 in Proliferation and Death of Melanoma Cells

PLOS ONE | DOI:10.1371/journal.pone.0117258 February 6, 2015 15 / 22



Muscular Dystrophy type 2A (LGMD2A), an autosomal recessive disease characterized by pro-
gressive atrophy and weakness of the proximal limb muscles [2,24]. Muscle Calpain-3 under-
goes a rapid autoproteolysis (both in vivo and in vitro), which leads to its enzymatic activation
[25]. Its relative instability makes difficult the identification of physiological substrates other
than itself. However, in various experimental settings (mainly in vitro assays), diverse cleavage
substrates have been suggested [3,15,26–31], a few of which shared with conventional calpains.

Several variants of Calpain-3 have been reported in many normal mammalian cells [32], in-
cluding rodent ocular tissues [33,34] and astrocytes [35], and human lymphocytes [36], thus
suggesting that Calpain-3 is also important for tissues other than skeletal muscle. As concerns
tumor cells, a very short variant 6 has been identified in melanoma cells [32]; this variant is
down-regulated in drug-induced terminal differentiation of melanoma cells, but its over-
expression does not significantly affect growth kinetics and cell viability [8]. A previous study
of our group has identified two novel splicing variants of CAPN3, namely hMp78 and hMp84,

Fig 8. Over-expression of hMp84mutated in the active site (hMp84C42S) does not affect cell fate in
both A375 and HT-144 melanoma cells. All parameters were evaluated at 24 h after transfection.
hMp84C42S protein was evaluated byWestern blot in adhering and floating cells of A375- (A) and HT-144-
transfected cells (B); typical Western blots out of three are shown. Cell proliferation (total cell number) was
evaluated in parental, non-transfected cells (W), in EV- and in hMp84C42S-cells of A375 (C) and HT-144 cells
(D). Cell detachment was evaluated in EV- and in hMp84C42S-cells of A375 (E) and HT-144 cells (F). Results
are presented as mean ± S.E. of at least three independent experiments. NS = non-significant and *P = 0.046
compared to EV-cells.

doi:10.1371/journal.pone.0117258.g008
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in human melanoma cell lines and melanocytic lesions [4], both variants displaying an atypical
initiation exon, instead of the canonical NS-encoding exon 1, and the shorter variant lacking
the IS1-coding exon 6. On the basis of this previous work, which also suggested an active role
of these isoforms in the apoptotic machinery of melanoma cells, in the present study we have
further investigated the biological role of the longer variant hMp84 in this tumor cell type.

In A375 and in HT-144 melanoma cells over-expressing hMp84 (p84-cells), we observe a
variety of significant changes compared to control EV-cells. It is worthwhile to highlight that
the transfection efficiency obtained by us is partial (around 40 and 30%, in A375 and HT-144
cells, respectively), thus all observed changes, as measured in the whole cell population, are
even underestimated. First of all, a significant production of Reactive Oxygen Species (ROS)
occurs. Several intracellular sources of ROS have been proposed in melanoma cells [37–39],
such as the mitochondrial electron transport chain [40], considered the major source in meta-
bolically very active tumor cells, NADPH oxidases (mainly Nox4) [41,42] and, as unique fea-
ture of these melanocytes-derived tumor cells, the aberrant melanin biosynthesis and oxidation
[43]. Among these, we have not strictly ascertained which is the source of ROS in p84-cells;
however, the results obtained in A375 cells suggest that the major production of ROS derives
from the intracellular milieu. In this respect, the significantly increased gene expression of
NCF2, coding for the cytosolic activating component p67-Phox of the plasmamembrane
NOX2 complex, could potentially contribute to intracellular ROS generation, in case that in
melanoma cells NOX2 is located also into intracellular membranes, as demonstrated in differ-
ent cell types [41].

As a compensatory attempt to protect themselves against a ROS-mediated cell injury, A375
p84-cells tend to up-regulate, albeit mildly, several genes encoding for antioxidant enzymes. In
this antioxidant context, the remarkable down-regulation of GSTZ1 needs to be valued from a
different perspective. GSTZ1 codes for a member of Glutathione-S-transferases, which catalyze
the conjugation of glutathione (GSH) to a variety of electrophilic substances [44], including ox-
idative stress-generated products, and also modulate cell signaling pathways that control cell
proliferation and apoptosis [45]. Interestingly, a deficiency of GSTZ1 has been demonstrated
to cause oxidative stress and activation of antioxidant pathways, including the modifier subunit
of glutamate-cysteine ligase, the limiting enzyme for glutathione biosynthesis [21]. All these
mechanisms are expected to be operative also in p84-cells, where a significant down-regulation
of GSTZ1 occurs.

Over the past few years, many evidences have highlighted the subtle balance existing be-
tween p53 and redox homeostasis: on one hand, ROS can oxidize cysteine residues of p53,
modifying its conformational status and transcriptional activity; on the other hand, p53 can in-
fluence cellular ROS production, by activating or repressing many ROS-regulating genes cod-
ing for pro-oxidant or anti-oxidant proteins [46]. In our study, Calpain-3-overexpressing A375
cells show both a significant accumulation of p53 (wild-type in these cells) and expression
changes of several oxidative stress-related genes which are also p53-target genes (such as
NCF2, SOD2, GPX2, GPX3) [46–49], suggesting that p53 plays a role in the complex network
of ROS regulation. Since ROS are actually formed, at levels sufficient to induce oxidative modi-
fication of both DNA and phospholipids, we can argue that the contribution of p53 in the
redox homeostasis results in a net shift of the redox balance toward a pro-oxidant status. This
is also confirmed by the prevention of ROS formation afforded by PFT-α, an inhibitor of p53
transcriptional activity. However, a p53-independent mechanism for ROS formation must be
also considered. In Calpain-3-overexpressing HT-144 cells, in fact, the increased formation of
ROS is not accompanied by up-regulation of p53 protein (wild-type also in these cells). This is
likely due to homozygous mutation in ATM (Ataxia Telangiectasia Mutated) gene [50], that is
an important player in p53 activation. Interestingly, the fact that no increase of p53
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transcriptional activity is expected to occur in HT-144 p84-cells extends the biological role of
Calpain-3 to those tumor types (including melanomas to some extent) harbouring TP53muta-
tions which impair p53 transcriptional activity.

It is well known that ROS, acting as second messengers, modulate multiple cell signalling
pathways, and such pleiotropic effect can result in opposite cell fates [51]. Redox alterations
due to elevated ROS produced by different physiological sources have been proved to be benefi-
cial for diverse tumor types, including melanoma [37,39]. By favouring tumor cell proliferation
[20] and genomic instability [52], they contribute to cancer progression. On the other hand, it
is also well established (more than one hundred articles in PubMed) that an excessive or lasting
ROS production can culminate in apoptotic death of melanoma cells. Here, we show that mela-
noma cells with enforced expression of Calpain-3 experience a redox imbalance and, judging
on their adverse cell fate (i.e. stimulation of cell death), we can say that they experience an oxi-
dative stress. The causative role of such oxidative stress in the loss of cell viability is substantiat-
ed, first, by the significant protection against cell death afforded by the antioxidant NAC.
Second, the causative role of p53-dependent oxidative stress is also indicated by the partial res-
cue occurring in PFT-α-treated cells; in these p53-inhibited cells, however, additional anti-apo-
ptotic mechanisms can be also evoked [16].

While efficiently preventing ROS formation and cell death, the antioxidant NAC is not able
to restore the proliferation of Calpain-3-overexpressing cells, suggesting that ROS do not play
a major role in impairing cell growth in this experimental context. Rather, Calpain-3 could di-
rectly effect a degradative processing or a regulatory modification (through limited proteolysis)
of target proteins involved in cell cycle control. Consistently, in different cells over-expressing
the muscle-specific Calpain-3, a number of proteolyzed substrates have been identified, includ-
ing components of the protein synthesis apparatus, glycolytic enzymes [26], and β-catenin
[29]. Interestingly, β-catenin, a key component of Wnt pathway proved to be often up-regulat-
ed in melanomas [53], co-activates transcription factors involved in cell proliferation, survival
and migration. In this context, the proteolytic activity of hMp84 could negatively control the
basal or up-regulated level of free β-catenin.

A further event occurring in A375 cells is the significantly increased expression of RANTES,
an oxidative stress—responsive gene coding for CCL5 chemokine. It has been reported that
CCL5 is secreted by melanoma cells in vivo and in vitro, and is able to recruit diverse tumor-in-
filtrating leucocytes (TIL) [54,55]. Interestingly, in various experimental settings (in in vitro
treated melanoma cells, in melanoma-bearing mice, and in melanoma patients), an overall an-
titumor effect of this cytokine has been demonstrated [54]. These findings are consistent with
our results, where up-regulation of RANTES in Calpain-3-overexpressing cells could contribute
to the impairment of cell growth and to cell death.

As concerns the catalytic versus structural role of Calpain-3, it was demonstrated that
knock-in mice which express a structurally intact but protease-inactive Calpain-3 (C129S mu-
tant) have a dystrophic muscle phenotype less severe than CAPN3−/−mice, thus proving that
muscle Calpain-3 also has a structural, non-proteolytic function [56]. Differently, in our exper-
imental setting the absence of macroscopic signs of cell damage in cells overexpressing
hMp84C42S (virtually devoid of enzymatic activity) allows us to conclude that hMp84 catalytic
activity is required for the observed detrimental effects in melanoma cells.

In conclusion, in the present study we show that in melanoma cells high levels of virtually
active Calpain-3 (variant hMp84) stimulate a variety of mechanisms which are eventually det-
rimental for cells, including p53 accumulation, modulation of several oxidative stress-related
genes, increased formation of ROS (Reactive Oxygen Species) leading to oxidative modification
of phospholipids, and DNA damage. A potential role of Calpain-3 in melanoma progression
can be envisaged, consistently with our previous observations showing lower expression level
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(compared to benign lesions) of both Calpain-3 variants, hMp78 and hMp84, in vertical
growth phase melanomas and, even lower, in metastases [4]. These most aggressive pheno-
types, in fact, are expected to benefit from down-regulation of mechanisms which impair cell
growth and stimulate cell death.

Supporting Information
S1 Fig. hMp84 induces an apoptotic nuclear morphology in A375 melanoma cells. Repre-
sentative fluorescence microscope images of Hoechst 33342-stained nuclei at 24 h after trans-
fection; 10x (left panels) and 40x (right panels) magnification. Empty vector-transfected cells
(EV-cells) and hMp84-transfected cell (p84-cells). Arrows indicate condensed and fragmented
nuclei. Scale bar = 50 μm.
(TIF)

S2 Fig. hMp84 induces DNA damage in A375 melanoma cells. Representative fluorescence
microscope images of comets. (A) Empty vector-transfected cells (EV-cells); (B) hMp84-trans-
fected cell (p84-cells); (C) a hedgehog comet in p84-cells. Scale bars = 10 μm.
(TIF)

S3 Fig. hMp84 induces an apoptotic nuclear morphology in HT-144 melanoma cells. Repre-
sentative fluorescence microscope images of Hoechst 33342-stained nuclei at 24 h after trans-
fection; 10x (left panels) and 40x (right panels) magnification. Empty vector-transfected cells
(EV-cells) and hMp84-transfected cell (p84-cells). Arrows indicate condensed and fragmented
nuclei. Scale bar = 50 μm.
(TIF)

S1 Table. Primers used for gene expression analysis by RT-PCR, hMp84 cloning (�) and
mutagenesis experiments (��).
(DOC)

Acknowledgments
We wish to thank Prof. A. Pompella for critical reading of the manuscript.

Author Contributions
Conceived and designed the experiments: DM BDB GA AC CS EM. Performed the experi-
ments: DM BDB GA AC CS. Analyzed the data: BDB EM. Contributed reagents/materials/
analysis tools: DM BDB GA AC CS EM. Wrote the paper: DM BDB EM.

References
1. Ono Y, Sorimachi H (2012) Calpains: an elaborate proteolytic system. Biochim Biophys Acta 1824:

224–236. doi: 10.1016/j.bbapap.2011.08.005 PMID: 21864727

2. Richard I, Broux O, Allamand V, Fougerousse F, Chiannilkulchai N, et al. (1995) Mutations in the pro-
teolytic enzyme calpain 3 cause limb-girdle muscular dystrophy type 2A. Cell 81: 27–40. PMID:
7720071

3. Baghdiguian S, Martin M, Richard I, Pons F, Astier C, et al. (1999) Calpain 3 deficiency is associated
with myonuclear apoptosis and profound perturbation of the IkappaB alpha/NF-kappaB pathway in
limb-girdle muscular dystrophy type 2A. Nat Med 5: 503–511. PMID: 10229226

4. Moretti D, Del Bello B, Cosci E, Biagioli M, Miracco C, et al. (2009) Novel variants of muscle calpain 3
identified in humanmelanoma cells: cisplatin-induced changes in vitro and differential expression in
melanocytic lesions. Carcinogenesis 30: 960–967. doi: 10.1093/carcin/bgp098 PMID: 19386580

Calpain-3 in Proliferation and Death of Melanoma Cells

PLOS ONE | DOI:10.1371/journal.pone.0117258 February 6, 2015 19 / 22

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0117258.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0117258.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0117258.s003
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0117258.s004
http://dx.doi.org/10.1016/j.bbapap.2011.08.005
http://www.ncbi.nlm.nih.gov/pubmed/21864727
http://www.ncbi.nlm.nih.gov/pubmed/7720071
http://www.ncbi.nlm.nih.gov/pubmed/10229226
http://dx.doi.org/10.1093/carcin/bgp098
http://www.ncbi.nlm.nih.gov/pubmed/19386580


5. Del Bello B, Moretti D, Gamberucci A, Maellaro E (2007) Cross-talk between calpain and caspase-3/-7
in cisplatin-induced apoptosis of melanoma cells: a major role of calpain inhibition in cell death protec-
tion and p53 status. Oncogene 26: 2717–2726. PMID: 17130844

6. Weeraratna A, Becker D, Carr MK, Duray PH, Rosenblatt KP, et al. (2004) Generation and analysis of
melanoma SAGE libraries: SAGE advice on the melanoma transcriptome. Oncogene 23: 2264–2274.
PMID: 14755246

7. Gollob JA, Sciambi CJ, Huang Z, Dressman HK (2005) Gene Expression changes and signalling
events associated with the direct anti-melanoma effect of IFN-γ. Cancer Res 65: 8869–8877. PMID:
16204058

8. Huynh KM, Kim G, Kim DJ, Yang SJ, Park SM, et al. (2009) Gene expression analysis of terminal differ-
entiation of humanmelanoma cells highlights global reductions in cell cycle-associated genes. Gene
433: 32–39. doi: 10.1016/j.gene.2008.11.013 PMID: 19100317

9. Ruffini F, Tentori L, Dorio AS, Arcelli D, D’Amati G, et al. (2013) Platelet-derived growth factor C and
calpain-3 are modulators of human melanoma cell invasiveness. Oncol Rep 30: 2887–2896. doi: 10.
3892/or.2013.2791 PMID: 24126726

10. Roperto S, De Tullio R, Raso C, Stifanese R, Russo V, et al. (2010) Calpain3 is expressed in a proteoli-
tically active form in papillomavirus-associated urothelial tumors of the urinary bladder in cattle. PLoS
One 5e10299. doi: 10.1371/journal.pone.0010299 PMID: 20421977

11. Del Bello B, Toscano M, Moretti D, Maellaro E (2013) Cisplatin-induced apoptosis inhibits autophagy,
which acts as a pro-survival mechanism in humanmelanoma cells. PLoS One 8 e57236. doi: 10.1371/
journal.pone.0057236 PMID: 23437349

12. Corti A, Duarte TL, Giommarelli C, De Tata V, Paolicchi A, et al. (2009) Membrane gamma-glutamyl
transferase activity promotes iron-dependent oxidative DNA damage in melanoma cells. Mutat Res
669: 112–121. doi: 10.1016/j.mrfmmm.2009.05.010 PMID: 19505483

13. Signorini C, Comporti M, Giorgi G (2003) Ion trap tandemmass spectrometric determination of
F2-isoprostanes. J Mass Spectrom 38: 1067–1074. PMID: 14595856

14. Livak KJ, Schmittgen TD (2001) Analysis of Relative Gene Expression Data Using Real-Time Quantita-
tive PCR and the 2(-Delta Delta C(T)) Method. Methods 25: 402–408. PMID: 11846609

15. TaveauM, Bourg N, Sillon G, Roudaut C, Bartoli M, et al. (2003) Calpain 3 is activated through autolysis
within the active site and lyses sarcomeric and sarcolemmal components. Mol Cell Biol 23:
9127–9135. PMID: 14645524

16. Horn HF, Vousden KH (2007) Coping with stress: multiple ways to activate p53. Oncogene 26:
1306–1316. PMID: 17322916

17. Gopalakrishna P, Khar A (1995) Comet assay to measure DNA damage in apoptotic cells. J Biochem
Biophys Methods 30: 69–73. PMID: 7608471

18. Collins AR, Oscoz AA, Brunborg G, Gaivão I, Giovannelli L, et al. (2008) The comet assay: topical is-
sues. Mutagenesis 23: 143–151. doi: 10.1093/mutage/gem051 PMID: 18283046

19. Comporti M, Signorini C, Arezzini B, Vecchio D, Monaco B, et al. (2008) F2-isoprostanes are not just
markers of oxidative stress. Free Rad Biol Med 44: 247–256. PMID: 17997380

20. Yamaura M, Mitsushita J, Furuta S, Kiniwa Y, Ashida A, et al. (2009) NADPH oxidase 4 contributes to
transformation phenotype of melanoma cells by regulating G2-M cell cycle progression. Cancer Res
69: 2647–2654. doi: 10.1158/0008-5472.CAN-08-3745 PMID: 19276355

21. Blackburn AC, Matthaei KI, Lim C, Taylor MC, Cappello JY, et al. (2006) Deficiency of glutathione trans-
ferase zeta causes oxidative stress and activation of antioxidant response pathways. Mol Pharmacol
69: 650–657. PMID: 16278372

22. Deneke SM (2000) Thiol-based antioxidants. Curr Top Cell Regul 36: 151–180. PMID: 10842751

23. Komarov PG, Komarova EA, Kondratov RV, Christov-Tselkov K, Coon JS, et al. (1999) A chemical in-
hibitor of p53 that protects mice from the side effects of cancer therapy. Science 285: 1733–1737.
PMID: 10481009

24. Ono Y, Shimada H, Sorimachi H, Richard I, Saido TC, et al. (1998) Functional defects of a muscle-
specific calpain, p94, caused by mutations associated with limb-girdle muscular dystrophy type 2A.
J Biol Chem 273: 17073–17078. PMID: 9642272

25. Garcia Diaz B, Moldoveanu T, Kuiper MJ, Campbell RL, Davies PL (2004) Insertion sequence 1 of mus-
cle-specific calpain, p94, acts as an internal propeptide. J Biol Chem 279: 27656–27666. PMID:
15073171

26. Ono Y, Hayashi C, Doi N, Kitamura F, Shindo M, et al. (2007) Comprehensive survey of p94/calpain 3
substrates by comparative proteomics—Possible regulation of protein synthesis by p94. Biotechnol J
2: 565–576. PMID: 17373644

Calpain-3 in Proliferation and Death of Melanoma Cells

PLOS ONE | DOI:10.1371/journal.pone.0117258 February 6, 2015 20 / 22

http://www.ncbi.nlm.nih.gov/pubmed/17130844
http://www.ncbi.nlm.nih.gov/pubmed/14755246
http://www.ncbi.nlm.nih.gov/pubmed/16204058
http://dx.doi.org/10.1016/j.gene.2008.11.013
http://www.ncbi.nlm.nih.gov/pubmed/19100317
http://dx.doi.org/10.3892/or.2013.2791
http://dx.doi.org/10.3892/or.2013.2791
http://www.ncbi.nlm.nih.gov/pubmed/24126726
http://dx.doi.org/10.1371/journal.pone.0010299
http://www.ncbi.nlm.nih.gov/pubmed/20421977
http://dx.doi.org/10.1371/journal.pone.0057236
http://dx.doi.org/10.1371/journal.pone.0057236
http://www.ncbi.nlm.nih.gov/pubmed/23437349
http://dx.doi.org/10.1016/j.mrfmmm.2009.05.010
http://www.ncbi.nlm.nih.gov/pubmed/19505483
http://www.ncbi.nlm.nih.gov/pubmed/14595856
http://www.ncbi.nlm.nih.gov/pubmed/11846609
http://www.ncbi.nlm.nih.gov/pubmed/14645524
http://www.ncbi.nlm.nih.gov/pubmed/17322916
http://www.ncbi.nlm.nih.gov/pubmed/7608471
http://dx.doi.org/10.1093/mutage/gem051
http://www.ncbi.nlm.nih.gov/pubmed/18283046
http://www.ncbi.nlm.nih.gov/pubmed/17997380
http://dx.doi.org/10.1158/0008-5472.CAN-08-3745
http://www.ncbi.nlm.nih.gov/pubmed/19276355
http://www.ncbi.nlm.nih.gov/pubmed/16278372
http://www.ncbi.nlm.nih.gov/pubmed/10842751
http://www.ncbi.nlm.nih.gov/pubmed/10481009
http://www.ncbi.nlm.nih.gov/pubmed/9642272
http://www.ncbi.nlm.nih.gov/pubmed/15073171
http://www.ncbi.nlm.nih.gov/pubmed/17373644


27. Welm AL, Timchenko NA, Ono Y, Sorimachi H, Radomska HS, et al. (2002) C/EBPalpha is required for
proteolytic cleavage of cyclin A by calpain 3 in myeloid precursor cells. J Biol Chem 277:
33848–33856. PMID: 12105198

28. Guyon JR, Kudryashova E, Potts A, Dalkilic I, Brosius MA, et al. (2003) Calpain 3 cleaves filamin C and
regulates its ability to interact with gamma- and delta-sarcoglycans. Muscle Nerve 2: 472–483.

29. Kramerova I, Kudryashova E, Wu B, Spencer MJ (2006) Regulation of the M-cadherin-beta-catenin
complex by calpain 3 during terminal stages of myogenic differentiation. Mol Cell Biol 26: 8437–8447.
PMID: 16982691

30. Cohen N, Kudryashova E, Kramerova I, Anderson LV, Beckmann JS, et al. (2006) Identification of puta-
tive in vivo substrates of calpain 3 by comparative proteomics of overexpressing transgenic and non-
transgenic mice. Proteomics 6: 6075–6084. PMID: 17051641

31. Ono Y, Kakinuma K, Torii F, Irie A, Nakagawa K, et al. (2004) Possible regulation of the conventional
calpain system by skeletal muscle-specific calpain, p94/calpain 3. J Biol Chem 279: 2761–2771.
PMID: 14594950

32. Kawabata Y, Hata S, Ono Y, Ito Y, Suzuki K et al. (2003) Newly identified exons encoding novel vari-
ants of p94/calpain 3 are expressed ubiquitously and overlap the alpha-glucosidase C gene. FEBS Lett
555: 623–630. PMID: 14675785

33. AzumaM, Fukiage C, Higashine M, Nakajima T, Ma H, et al. (2000) Identification and characterisation
of a retina-specific calpain (Rt88) form rat. Curr Eye Res 21: 710–720. PMID: 11120559

34. Ma H, Shih M, Hata I, Fukiage C, Azuma M, et al. (2000) Lp85 calpain is an enzymatically active ro-
dent-specific isozyme of lens Lp82. Curr Eye Res 20: 183–189. PMID: 10694893

35. König N, Raynaud F, Feane H, Durand M, Mestre-Francès N, et al. (2003) Calpain 3 is expressed in as-
trocytes of rat and Microcebus brain. J Chem Neuroanat 25: 129–136. PMID: 12663060

36. De Tullio R, Stifanese R, Salamino F, Pontremoli S, Melloni E (2003) Characterization of a new p94-like
calpain form in human lymphocytes. Biochem J 375: 689–696. PMID: 12882647

37. Wittgen HGM, van Kempen LCLT (2007) Reactive oxygen species in melanoma and its therapeutic im-
plications. Melanoma Res 17: 400–409. PMID: 17992124

38. Soengas MS (2012) Mitophagy or how to control the Jekyll and Hyde embedded in mitochondrial me-
tabolism: implications for melanoma progression and drug resistance. Pigment Cell Melanoma Res 25:
721–731. doi: 10.1111/pcmr.12021 PMID: 22974269

39. Sander CS, Hamm F, Elsner P, Thiele JJ (2003) Oxidative stress in malignant melanoma and non-mel-
anoma skin cancer. Br J Dermatol 148: 913–922. PMID: 12786821

40. Balaban RS, Nemoto S, Finkel T (2005) Mitochondria, oxidants, and aging. Cell 120: 483–495. PMID:
15734681

41. Bedard K, Krause KH (2007) The NOX family of ROS-generating NADPH oxidases: physiology and
pathophysiology. Physiol Rev 87: 245–313. PMID: 17237347

42. Yamaura M, Mitsushita J, Furuta S, Kiniwa Y, Ashida A, et al. (2009) NADPH oxidase 4 contributes to
transformation phenotype of melanoma cells by regulating G2-M cell cycle progression. Cancer Res
69: 2647–2654. doi: 10.1158/0008-5472.CAN-08-3745 PMID: 19276355

43. Meyskens FLJ, Farmer P, Fruehauf JP (2001) Redox regulation in humanmelanocytes and melanoma.
Pigment Cell Res 14: 148–154. PMID: 11434561

44. Hayes JD, Flanagan JU, Jowsey IR (2005) Glutathione transferases. Annu Rev Pharmacol Toxicol 45:
51–88. PMID: 15822171

45. Laborde E (2010) Glutathione transferases as mediators of signaling pathways involved in cell prolifer-
ation and cell death. Cell Death Differ 17: 1373–1380. doi: 10.1038/cdd.2010.80 PMID: 20596078

46. Maillet A, Pervaiz S (2012) Redox regulation of p53, redox effectors regulated by p53: a subtle balance.
Antioxid Redox Signal 16: 1285–1294. doi: 10.1089/ars.2011.4434 PMID: 22117613

47. Italiano D, Lena AM, Melino G, Candi E (2012) Identification of NCF2/p67phox as a novel p53 target
gene. Cell Cycle 11: 4589–4596. doi: 10.4161/cc.22853 PMID: 23187810

48. Hussain SP, Amstad P, He P, Robles A, Lupold S, et al. (2004) p53-induced up-regulation of MnSOD
and GPx but not catalase increases oxidative stress and apoptosis. Cancer Res 64: 2350–2356.
PMID: 15059885

49. Holley AK, Dhar SK, St Clair DK (2010) Manganese superoxide dismutase versus p53: the mitochondri-
al center. Ann N Y Acad Sci 1201: 72–78. doi: 10.1111/j.1749-6632.2010.05612.x PMID: 20649542

50. Ramsay J, Birrell G, Baumann K, Bodero A, Parsons P, et al. (1998) Radiosensitive melanoma cell line
with mutation of the gene for ataxia telangiectasia. Brit J Cancer 77: 11–14. PMID: 9459139

51. Martindale JL, Holbrook NJ (2002) Cellular response to oxidative stress: signalling for suicide and sur-
vival. J Cell Physiol 192: 1–15. PMID: 12115731

Calpain-3 in Proliferation and Death of Melanoma Cells

PLOS ONE | DOI:10.1371/journal.pone.0117258 February 6, 2015 21 / 22

http://www.ncbi.nlm.nih.gov/pubmed/12105198
http://www.ncbi.nlm.nih.gov/pubmed/16982691
http://www.ncbi.nlm.nih.gov/pubmed/17051641
http://www.ncbi.nlm.nih.gov/pubmed/14594950
http://www.ncbi.nlm.nih.gov/pubmed/14675785
http://www.ncbi.nlm.nih.gov/pubmed/11120559
http://www.ncbi.nlm.nih.gov/pubmed/10694893
http://www.ncbi.nlm.nih.gov/pubmed/12663060
http://www.ncbi.nlm.nih.gov/pubmed/12882647
http://www.ncbi.nlm.nih.gov/pubmed/17992124
http://dx.doi.org/10.1111/pcmr.12021
http://www.ncbi.nlm.nih.gov/pubmed/22974269
http://www.ncbi.nlm.nih.gov/pubmed/12786821
http://www.ncbi.nlm.nih.gov/pubmed/15734681
http://www.ncbi.nlm.nih.gov/pubmed/17237347
http://dx.doi.org/10.1158/0008-5472.CAN-08-3745
http://www.ncbi.nlm.nih.gov/pubmed/19276355
http://www.ncbi.nlm.nih.gov/pubmed/11434561
http://www.ncbi.nlm.nih.gov/pubmed/15822171
http://dx.doi.org/10.1038/cdd.2010.80
http://www.ncbi.nlm.nih.gov/pubmed/20596078
http://dx.doi.org/10.1089/ars.2011.4434
http://www.ncbi.nlm.nih.gov/pubmed/22117613
http://dx.doi.org/10.4161/cc.22853
http://www.ncbi.nlm.nih.gov/pubmed/23187810
http://www.ncbi.nlm.nih.gov/pubmed/15059885
http://dx.doi.org/10.1111/j.1749-6632.2010.05612.x
http://www.ncbi.nlm.nih.gov/pubmed/20649542
http://www.ncbi.nlm.nih.gov/pubmed/9459139
http://www.ncbi.nlm.nih.gov/pubmed/12115731


52. Toyokuni S, Okamoto K, Yodoi J, Hiai H (1995) Persistent oxidative stress in cancer. FEBS Lett 358:
1–3. PMID: 7821417

53. Larue L, Delmas V (2006) TheWNT/Beta-catenin pathway in melanoma. Front Biosci 11: 733–742.
PMID: 16146765

54. Hong M, Puaux AL, Huang C, Loumagne L, Tow C, et al. (2011) Chemotherapy induces intratumoral
expression of chemokines in cutaneous melanoma, favouring T-cell infiltration and tumor control. Can-
cer Res 71: 6997–7009. doi: 10.1158/0008-5472.CAN-11-1466 PMID: 21948969

55. Harlin H, Meng Y, Peterson AC, Zha Y, Tretiakova M, et al. (2009) Chemokine expression in melanoma
metastases associated with CD8+ T-cell recruitment. Cancer Res 69: 3077–3085. doi: 10.1158/0008-
5472.CAN-08-2281 PMID: 19293190

56. Ojima K, OnoY, Ottenheijm C, Hata S, Suzuki H, et al. (2011) Non proteolytic functions of calpain-3 in
sarcoplasmic reticulum in skeletal muscles. J Mol Biol 407: 439–449. doi: 10.1016/j.jmb.2011.01.057
PMID: 21295580

Calpain-3 in Proliferation and Death of Melanoma Cells

PLOS ONE | DOI:10.1371/journal.pone.0117258 February 6, 2015 22 / 22

http://www.ncbi.nlm.nih.gov/pubmed/7821417
http://www.ncbi.nlm.nih.gov/pubmed/16146765
http://dx.doi.org/10.1158/0008-5472.CAN-11-1466
http://www.ncbi.nlm.nih.gov/pubmed/21948969
http://dx.doi.org/10.1158/0008-5472.CAN-08-2281
http://dx.doi.org/10.1158/0008-5472.CAN-08-2281
http://www.ncbi.nlm.nih.gov/pubmed/19293190
http://dx.doi.org/10.1016/j.jmb.2011.01.057
http://www.ncbi.nlm.nih.gov/pubmed/21295580


<<
  /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


