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Heteropterys tomentosa (A. Juss.) infusion
counteracts Cyclosporin a side effects on
the ventral prostate
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Abstract

Background: Cyclosporin A (CsA) is an immunosuppressive drug widely used in treatment of auto-immune
diseases or after organ transplants. However, several side effects are commonly associated with CsA long term
intake, some regarding to loss of reproductive organ function due to oxidative damage. Considering that
phytotherapy is an important tool often used against oxidative stress, we would like to describe the beneficial
effects of Heteropterys tomentosa intake to minimize the damage caused by CsA to the ventral prostate tissue of
Wistar rats under laboratorial conditions.

Methods: Thirty adult Wistar rats (Rattus norvegicus albinus) were divided into: control group (water); CsA group
(Cyclosporin A); Ht group (H. tomentosa infusion) and CsA + Ht group (CsA and H. tomentosa infusion). Plasmic
levels of hepatotoxicity markers, triglycerides, cholesterol and glucose were quantified. The ventral prostate tissue
was analyzed under light microscopy, using stereological, morphometrical and immunohistochemical techniques.

Results: H. tomentosa did not cause any alterations either of the plasmic parameters or of the ventral prostate
structure. CsA caused alterations of GOT, total and indirect bilirubin, cholesterol, triglycerides and glucose levels in
the plasma; CsA-treated rats showed alterations of the ventral prostate tissue. There were no alterations regarding
the plasma levels of GOT, triglycerides and glucose of CsA + Ht animals. The same group also showed normalization
of most of the parameters analyzed on the ventral prostate tissue when compared to the CsA group. The
treatments did not alter the pattern of AR expression or the apoptotic index of the ventral prostate epithelium.

Conclusions: The results suggest a protective action of the H. tomentosa infusion against the side effects of CsA on
the ventral prostate tissue, which could also be observed with plasmic biochemical parameters.
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Background
Cyclosporin A (CsA), which is a neutral, hydrophobic
and cyclic peptide composed of 11 amino acid residues,
was originally obtained from the fungi Cylindrocapon
lucidum Booth and Tolypocladium inflatum Gams [1].
CsA is a powerful immunosuppressive drug that
improves survival rates and decreases the rejection epi-
sodes and hospitalization days of transplanted patients
[1,2]. CsA immunosuppressive properties are lymphocyte
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reproduction in any medium, provided the or
specific (cytotoxic and suppressor) and do not interfere
with phagocyte functions or haemopoietic stem cells [2,3].
CsA treatment causes many collateral effects, with

histopathological changes in various organs such as
thymus, kidney, liver, heart, pancreas, brain [4], testis
[5-10] and prostate [11]. The CsA-associated hepato-
toxicity could be demonstrated by alterations of plas-
mic levels of glutamic pyruvate transaminase (GPT),
glutamic oxalacetic transaminase (GOT), total proteins,
albumin, bilirubin (total, direct and indirect) and total
cholesterol [12-14]. In addition, the reduction of serum
testosterone levels caused by CsA is reported by many
authors [7,8,10].
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Freitas et al. [11], working with Wistar rats, reported that
CsA treatment reduced the ventral prostate weight, as well
as the volume of prostate components (epithelium, lumen,
muscular and non-muscular stroma), causing atrophy of
the prostate secretory epithelium. According to the
authors, these side effects would be associated both to the
reduction of serum testosterone levels caused by CsA and
to increased glycemia [11].
CsA use is fundamental in treatment of transplanted

patients, as well as for those affected by autoimmune
diseases. However, many side effects are related to its
use, thus, many studies aim to discover substances that
would decrease CsA side effects [6,12,15-19].
Heteropterys tomentosa A. Juss. (sin. Heteropterys aph-

rodisiaca O. Mach.) is a Brazilian native species; its roots
are used by the local population as a tonic or stimulant
in the treatment of the central nervous system debilities.
Some studies also showed the aphrodisiac characteristic
of this substance on male rodents [20-22]. A lyophilized
extract of H. tomentosa has proven to inhibit the inter-
action among biomolecules and free radicals in the brain.
Moreover, this treatment increased the amount of the anti-
oxidant enzymes: SOD (Superoxide Dismutase), MnSOD
(Manganese Superoxide Dismutase) and CuZnSOD
(Copper-Zinc Superoxide Dismutase) in old rat brains
[23], being efficient in the restoration of memory
damage in these animals [24].
H. tomentosa is also known by its hypoglycemiant prop-

erties and has been used against diabetes mellitus by trad-
itional communities in Mato Grosso state, Brazil [25,26].
Since H. tomentosa shows properties such as a strong

antioxidant capacity [23,24], a hypolgycemiant effect
[25,26] and an efficiency in reducing testicular damage
caused by CsA intake (in Wistar rats) [6], we were moti-
vated to analyze whether H. tomentosa infusion would
be efficient in reducing the damage caused by CsA to
the prostate tissue.

Methods
Medicinal plant and CsA
Heteropterys tomentosa roots were collected in Nova
Xavantina (Mato Grosso, Brazil) and indentified by
comparison with the voucher species of the plant in the
Federal University of Mato Grosso herbarium, Brazil
(registration number: 23928). The roots were dried at
room temperature, being protected against rain and direc-
ted incidence of sunlight. After desiccation, they were
crushed and powdered using a grinding mill. The infusion
was prepared by pouring 100 ml of boiling water on 25 g
of powdered roots. According to Marques et al. [27] water
is the best extracting liquid for H. tomentosa roots regard-
ing extractable solids. The final infusion had a yield of
6.832% (weight/weight) in terms of initial crude dry weight
of plant material, producing 68.66 mg of extract dry weight
per ml of infusion [6]. The methodology used to prepare
the infusion and its dose were in accordance to that
showed in previous studies [6,28-30]
Cyclosporin A (Sandimmun Neoral – Oral Solution;

100 mg/ml; Novartis Pharma AG, Switzerland) was
diluted in distilled water or H. tomentosa infusion (dose
of 15.0 mg/kg/day). CsA dose was chosen according to
previous studies [6,11,31].

Experimental animals and treatment protocol
Rattus norvervegicus albinus, Wistar rats, (24 animals,
mean weight 405.66 g ± 29.76 g, 90 days-old) were ran-
domly divided into 4 experimental groups (n = 6 in each
group). The control group received distilled water;
CsA group received Cyclosporin A; Ht group received
H. tomentosa infusion; CsA + Ht group received CsA and
H. tomentosa simultaneously. All treatments described
above were administered daily by gavage (0.5 ml) during
56 days. CsA and H. tomentosa mixture was prepared di-
luting the dose of CsA in 0.5 ml of the plant infusion.
The animals were obtained from the Center for Biological

Investigation - CEMIB (State University of Campinas,
Campinas, SP, Brazil), and housed three per cage, under
standard conditions with 12 hr. light/dark cycle.
Animals were weighted and anesthetized (between 9

to 11 o’clock in the morning) with xylazine and ketamine
injection in the quadriceps femoris muscle (5 and
80 mg/kg body weight, respectively). The abdomen and
thoracic cavities were opened. Testis, epididymis, sem-
inal vesicle, coagulating gland, ventral prostate, kidney
and liver were excised and weighed. The experimental
protocol (#2295-1) was approved by the Institutional
Committee for Animal Care and Use of the State Uni-
versity of Campinas.

Blood samples and biochemical assays
Blood samples were taken from the left ventricle by car-
diac puncture and stored in VacuetteW tubes (Sodium
Heparin) under refrigeration (4ºC). They were centri-
fuged at 1,400x G, for 10 minutes (4ºC).
Blood samples were sent to specialized laboratories in

order to quantify the amount of glutamic pyruvate trans-
aminase (GPT), glutamic oxalacetic transaminase (GOT),
total proteins, bilirubin (total, direct and indirect), trigly-
cerides and cholesterol (all by enzymatic method); and
albumin (by colorimetric method) (Laboratório Álvaro,
Cascavel, Brazil), as well as glucose (by kinetic method)
(Laboratório VetPat, Campinas, Brazil). These were
quantified in order to detect possible toxic effect due to
the plant infusion and/or CsA intake.

Light microscopy
Following dissection, the ventral prostate lobes were
separated; one of them was immersed in Karnovsky’s
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fixative (4% paraformaldehyde, 4% glutaraldehyde in
0.1 M phosphate buffer, pH 7.2) for 24 h at room
temperature. After fixation, the tissue was routinely em-
bedded in hydroxyethyl methacrylate (HistoresinW,
Leica). Two micrometer sections were obtained, stained
with hematoxylin-eosin and observed with an Olympus
BX-40 light microscope.
The contralateral lobe was immersed in Methacarn

(Methanol: chloroform: acetic acid – 6:3:1) during 4 hours
and paraffin embedded. Thus, 5 μm sections were made
for AR immunohistochemistry and TUNEL assay.

Morphometry and stereology
All morphometrical and stereological evaluations were
made using the resin embedded material. The Image Pro
Plus software was used for morphometrical and stereologi-
cal analyses. The volumetric densities of lumen, epithelium,
muscular and non-muscular stroma were determined
using a 130-point grid system in ten randomly chosen
microscopic fields. Absolute volumes were estimated
multiplying the volumetric density by the prostate weight
[32] since the ventral prostate density could be considered
as approximately 1.0 [33]. The epithelial and muscular
stroma thicknesses (μm) were measured. Nuclear area
(μm2), perimeter (μm) and cytoplasm area (μm2) were
measured and the form factor (4π X nuclear area / [nuclear
perimeter]2) was calculated. For standardization, all quanti-
fications were made of the intermediary region of the ven-
tral prostate.

AR immunohistochemistry
Paraffin was removed from sections prior to hydration.
Antigenic retrieval was made by section immersion in
citrate buffer, kept at high temperature (100°C) for
45 minutes. Hydrogen peroxide (3%) in methanol (dur-
ing 20 minutes) was used to block endogenous peroxid-
ase. The slides were incubated with the primary
antibody anti-AR (Androgen receptor; SC-816, Santa
Cruz Biotechnology, USA), at 37°C, for 1 hour and in-
cubated with biotinylated secondary antibody at 37°C
for 45 minutes. The slides were then incubated with
peroxidase-conjugated avidin–biotin complexes. The po-
sitive reaction was revealed by diaminobenzidine. The
sections were counterstained with Harris’s hematoxylin
for 10 seconds.

Terminal transferase d UTP Nick End Labeling (TUNEL)
technique
A kit for fragmented DNA detection (US1QIA33-1EA;
TdT FragEL TM DNA Fragment. Detect, Merck) was used
for apoptotic nuclei detection. The slides were incubated
with Proteinase K for permeabilization followed by en-
dogenous peroxidase activity blocking with 3% hydrogen
peroxide in methanol for 5 min. Equilibrium reaction,
labeling, detection and revelation with diaminobenzidine
were made according to the kit manufacturer’s instructions.
The slides were counterstained with Harris’ hematoxylin
for 8 sec.
The apoptotic index was calculated by counting la-

beled nuclei within the epithelium of 10 different fields
(40x objective) for each animal, dividing the result by
the total number of epithelial cells within the fields [34].

Statistical analysis
Normality test was done for all the parameters, using
the software Minitab 16. If the parameter values had
normal distribution, the averages were compared by
variance analysis (ANOVA) and with post hoc Duncan’s
test, using the software Statistica 8. If not, the nonpara-
metric test (Kruskal Wallis Multiple Comparison) was
performed. For all the tests the significance was 95%. All
data are presented as mean ± standard deviation (SD).

Results
Plasmic biochemistry assays
Plasmic levels of GPT, total proteins and albumin did
not vary among experimental groups (Table 1).
GOT plasmic level was increased in the CsA group when

compared to the control (p = 0.041). That parameter was
normal for CsA +Ht group. Total bilirubin was signifi-
cantly higher for the groups treated with CsA (CsA and
CsA +Ht) when compared to the control (p = 0.0004 and
0.001, respectively). The dosage of indirect bilirubin
showed a significant increase in the CsA and CsA +Ht
groups (p = 0.003 and 0.045, respectively) (Table 1).
Triglycerides, cholesterol and glucose levels were sig-

nificantly higher in the CsA group, when compared to
the control (p = 0.006, 0.049 and 0.001, respectively)
(Table 1). The increase of triglycerides and glucose levels
caused by CsA treatment were not observed in the CsA +
Ht group; however the increase of cholesterol levels was
observed (p = 0.005).
The treatment with H. tomentosa infusion (Ht group)

did not cause any alteration of the plasmic parameters
analyzed.

Biometrical parameters
The treatment with CsA did not significantly alter the
final body weight or body weight gain in CsA and CsA +
Ht group (Figure 1). However the final body weight and
body weight gain were lower in CsA group when com-
pared to CsA+Ht group (p = 0.029 and 0.027, respectively)
(Figure 1).
CsA treatment caused reduction of the ventral prostate

(p = 0.006), coagulating gland (p = 0.002) and epididymis
(p = 0.022) weights and increased kidney (p = 0.009) and
liver (p = 0.016) weights in the CsA group when compared
to the control (Table 2). CsA +Ht group did not show any



Table 1 Plasma biochemical dosages of Wistar rats treated with CsA, H. tomentosa infusion or both treatments
simultaneously

Parameters Experimental Groups

Control CsA Ht CsA + Ht

GOT (U/L) 125.0 ± 33.05a 188.8 ± 39.8b 132.9 ± 53.32ab 127.6 ± 39.90a

#GPT (U/L) 48.90 ± 8.59 73.36 ± 45.21 47.48 ± 10.14 58.42 ± 16.68
#Total Proteins (g/dL) 6.14 ± 0,089 6.08 ± 0.19 6.2 ± 0.141 6.12 ± 0.55

Albumin (g/dL) 3.64 ± 0.11 3.46 ± 0.18 3.58 ± 0.26 3.38 ± 0.15

Total Bilirubin (mg/dL) 0.15 ± 0.04a 0.24 ± 0.01b 0.14 ± 0.031a 0.23 ± 0.04b

Direct Bilirubin (mg/dL) 0.07 ± 0.04 0.05 ± 0.05 0.07 ± 0.03 0.08 ± 0.06

Indirect Bilirubin (mg/dL) 0.08 ± 0.03a 0.20 ± 0.05b 0.07 ± 0.02a 0.15 ± 0.08b

#Triglycerides (mg/dL) 107.7 ± 44.74a 292.1 ± 74.10b 122.6 ± 78.07a 177.5 ± 94.88ab

Cholesterol (mg/dL) 62.74 ± 2.09a 73.16 ± 11.19b 59.48 ± 8.04a 79.18 ± 6.82b

#Glucose (mg/dL) 272.8 ± 27.58a 408.9 ± 65.17b 281.7 ± 44.83a 266.2 ± 48.45a

Control: control group; CsA: Cyclosporin A treated group; Ht: Heteropterys tomentosa infusion treated group; and CsA + Ht: group with simultaneously treatment
with CsA and H. tomentosa.
The values are mean ± SD. In each row, values with different superscripts are significantly different (p < 0.05). The parameters preceded by # did not show normal
distribution, and therefore were compared using a nonparametric test. The others were compared with ANOVA post hoc with Duncan’s test.
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alteration of the ventral prostate, epididymis, kidney and
liver weights when compared to the control animals, al-
though the coagulating gland weight was lower in this
same group (p = 0.010) (Table 2).

Stereology and morphometry
The volumetric proportions of ventral prostate tissue
components (lumen, epithelium, muscular and non-
muscular stroma) did not vary among the experimental
groups (Data not shown).
CsA-treatment caused significant reduction of the vol-

ume of all ventral prostate tissue components - lumen,
epithelium, muscular and non-muscular stroma - in the
Figure 1 Body weight and body weight gain (both in grams) of
Wistar rats treated with water (Control), Cyclosporin A (CsA),
Heteropterys tomentosa infusion (Ht), CsA and H. tomentosa
infusion simultaneously (CsA + Ht). The values are mean ± SD. In
each column, values with different letters are significantly different
(p < 0.05), according to Duncan’s test.
CsA group when compared to the control (p = 0.027,
0.022, 0.019 and 0.004, respectively) (Figure 2). How-
ever, when CsA was administered simultaneously with
H. tomentosa, this reduction did not occur (Figure 2).
The proportion of nuclei and cytoplasm of the ven-

tral prostate epithelial cells in the CsA group was
higher or lower, respectively, when compared to the
values of CsA +Ht group (p = 0.007 for both) (Figure 3).
The total (p = 0.002), nuclear (p = 0.015) and cytoplasmatic
(p = 0.002) area of ventral prostate epithelial cells was
smaller in the CsA treated group when compared to the
control (Figure 4). Similar result was not observed when
the plant infusion was administered along with CsA
(Figure 4).
The CsA group also showed reduced epithelium and

muscular stroma thickness when compared to the con-
trol (p = 0.022 and 0.014, respectively). This result was
not observed for the CsA +Ht group (Figure 4).

AR immunohistochemistry and TUNEL
Most nuclei of all experimental groups were AR posi-
tively labeled (Figure 5). Some stromal cells also showed
the same positive reaction (Figure 5). There were no dif-
ferences in the pattern of AR expression among the ex-
perimental groups (Figure 5).
The apoptotic index did not vary after the treatments,

being lower that 0.5% in all of them.

Discussion
The CsA dose and the administration route employed
in the present study were in accordance with the man-
ufacturer’s recommendations for patients after organ
transplantation and the same used in previous studies
[6,16,18,35]. The method of H. tomentosa infusion



Table 2 Absolute (g) and relative (%) organs’ weight of Wistar rats treated with CsA, H. tomentosa infusion or both
simultaneously

Parameters Experimental Groups

Control CsA Ht CsA + Ht

Weight (g)

Ventral Prostate 0.499 ± 0.13a 0.332 ± 0.04b 0.481 ± 0.08a 0.398 ± 0.11ab

#Seminal Vesicle 0.97 ± 0.10 0.79 ± 0.27 0.93 ± 0.27 0.82 ± 0.17

Coagulating Gland 0.21 ± 0.03a 0.15 ± 0.02b 0.21 ± 0.04a 0.16 ± 0.03b

Testis 1.96 ± 0.11 1.88 ± 0.23 1.97 ± 0.14 1.87 ± 0.19

Epididymis 0.61 ± 0.02ac 0.55 ± 0.53b 0.64 ± 0.03c 0.58 ± 0.05ab

Kidney 1.49 ± 0.16ac 1.74 ± 0.17b 1.52 ± 0.13c 1.69 ± 0.17bc

Liver 15.92 ± 2.23a 19.25 ± 1.91b 15.49 ± 2.64a 16.80 ± 2.62ab

Control: control group; CsA: Cyclosporin A treated group; Ht: Heteropterys tomentosa infusion treated group; and CsA + Ht: group with simultaneously treatment
with CsA and H. tomentosa.
The values are mean ± SD. In each row, values with different superscripts are significantly different (p < 0.05). The parameters preceded by # did not show normal
distribution, therefore were compared using a nonparametric test. The others were compared with ANOVA post hoc with Duncan’s test.
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preparation and the dose administrated was also based
on methods applied in previous studies [6,28-30].
CsA administration is fundamental to avoid tissue

rejection after organ transplantation and against auto-
immune diseases, although several important side
effects are reported. Thus, many studies seek a sub-
stance that would be able to diminish CsA side effects
[6,12,16-19,35,36]. Many substances were efficient to
protect the renal tissue of Wistar rats from CsA
induced nephropathy, among them, Vitamin E [15],
L-propionylcarnitine [36], carvedilol [16], green tea extract
[17] and shallot (Allium ascalonicum L.) extract [19]. Fur-
thermore, Kurus et al. [12] observed that oral administra-
tion of L-arginine prevented liver damage caused by CsA
administration. Regarding the protection against CsA
Figure 2 Volume (mL) of ventral prostate tissue components
(lumen, epithelium, muscular and non-muscular stroma) of
Wistar rats treated with water (Control), Cyclosporin A (CsA),
Heteropterys tomentosa infusion (Ht), CsA and H. tomentosa
infusion simultaneously (CsA + Ht). The values are mean ± SD. In
each column, values with different letters are significantly different
(p < 0.05), according to Duncan’s test.
testicular impairment, Türk et al. [18] observed that
lycopene had a potential protective effect against the
CsA-induced oxidative stress leading to structural and
functional damages in the testicular tissue and sperm
quality of rats. Finally, Monteiro et al. [6] observed that
H. tomentosa infusion was efficient to protect the tes-
ticular parenchyma, specially the seminiferous epithe-
lium, against structural damage caused by CsA.
Heteropterys tomentosa infusion did not cause alter-

ation of GOT, GPT, bilirubin (total, direct and indirect),
total proteins, albumin, urea, cholesterol, triglycerides or
glucose plasmatic levels, indicating that the plant infu-
sion had no toxic effect.
In the present study, CsA did not cause alterations of the

GPT levels, total proteins and albumin; but significantly
Figure 3 Proportion between nucleus and cytoplasm of a
ventral prostate epithelial cell from Wistar rats treated with
water (Control), Cyclosporin A (CsA), Heteropterys tomentosa
infusion (Ht), CsA and H. tomentosa infusion simultaneously
(CsA + Ht). The values are mean ± SD. In each column, values with
different letters are significantly different (p < 0.05), according to
Duncan’s test.



Figure 4 Nuclei, cytoplasm and total epithelial cell areas;
epithelium and muscular stroma thickness of the ventral
prostate of Wistar rats treated with water (Control),
Cyclosporin A (CsA), Heteropterys tomentosa infusion (Ht), CsA
and H. tomentosa infusion simultaneously (CsA + Ht). The values
are mean ± SD. In each column, values with different letters are
significantly different (p < 0.05), according to Duncan’s test, except
for Epithelium thickness (#) - Kruskal Wallis Multiple Comparison test.

Freitas et al. BMC Complementary and Alternative Medicine 2013, 13:30 Page 6 of 9
http://www.biomedcentral.com/1472-6882/13/30
increased GOT levels. According to previous studies
[12,13], CsA-induced hepatotoxicity can be detected either
by elevated serum GOT and GPT levels and/or reduced
total protein content. Kurus et al. [12] working with ani-
mals treated with 7.5 mg/kg/day of CsA injected subcuta-
neously during 28 days observed increased levels of GOT
and GPT. On the other hand, in the study carried out by
Bohmer et al. [31] using CsA (5 and 15 mg/kg/day) admi-
nistered by gavage during 8 weeks, the authors did not ob-
serve alterations of GOT and GPT levels. These authors
had the same experimental protocol of that used in the
present study, the differences in the results are probably
due to individual differences of the experimental animals
in relation to the treatment. Thus, we believe that the
elevation of GOT level observed in the present study
can be related to CsA hepatotoxicity; the group treated
with H. tomentosa infusion along with CsA did not
show altered GOT levels indicating attenuation of CsA-
associated hepatotoxicity.
Increased total serum bilirubin is usually associated

with CsA-induced hepatotoxicity [12,14]. In the present
study, the increase of total plasma bilirubin observed in
CsA and CsA +Ht groups was due to the increase of in-
direct bilirubin, since there was no alteration of direct
bilirubin levels; this result could indicate that CsA
affects the conversion of unconjugated bilirubin (indir-
ect) to conjugated bilirubin (direct), probably due to
hepatic damage.
The CsA-induced hepatotoxicity is probably related to

the increase of reactive species of oxygen as confirmed
by previous studies [12,37]. According to Rezzani et. al.
[37] the responsive mechanism for oxidative stress asso-
ciated with CsA administration is due to the imbalance
between free oxygen radical production and the liver’s
antioxidant defense system. CsA-induced oxidative stress
is positively correlated with biochemical parameters
characteristic of hepatotoxicity [13].
CsA treatment increased total cholesterol of both

groups treated with the drug; this result was similar to
that observed by Vaziri et al. [38]. Triglycerides and glu-
cose levels were higher in the CsA group. Such higher
levels were not observed in the animals that received the
plant infusion along with CsA. Previous studies showed
that hyperglycemia is associated with CsA-treatment
[11,39]. H. tomentosa is popularly known as a hipogly-
cemiant medicinal plant [25]; the maintenance of nor-
mal glucose levels in the CsA +Ht group could be
related to the hipoglycemiant property of H. tomentosa.
The animals treated only with H. tomentosa showed no
alteration of glucose levels. Therefore, H. tomentosa
could be efficient as a hipoglycemiant only in animals
with hyperglycemia.
The body weight was assessed to determine the effects

of the CsA treatment on the general health of the ani-
mals [40]. Monteiro et al. [6] did not observe any signifi-
cant difference of body weight gain of animals treated
with CsA or CsA along with H. tomentosa, as was also
observed in the present study. However, the final body
weight and body weight gain increased in the group
treated simultaneously with CsA and H. tomentosa,
when compared to that treated only with CsA.
The ventral prostate and coagulating gland are andro-

gen responsive glands and their weight variations could
be related to testosterone level alterations [41,42]. The
reduction of those glands weights could be related to
testosterone level reduction caused by CsA. The CsA +
Ht group also showed reduction of the coagulating
gland, when compared to the control but the ventral
prostate weight did not vary. Monteiro et al. [6] work-
ing with the same dose/treatment period of CsA and
H. tomentosa did not observe alterations of ventral
prostate and coagulating gland weights, contrary to that
observed in the present study. Possibly this could be due
to individual differences in the animals’ response and
sensitivity to the treatment. Türk et al. [18] observed
lower seminal vesicle weights in rats treated with CsA
(dose of 15 mg/kg by subcutaneous injection, during
21 days) and unaltered seminal vesicle weights in rats
treated with CsA + lycopene. These authors did not ob-
serve variation of testis, epididymis and prostate weights.
The difference between the present research and the
findings of Türk et al. [18] could be due to the difference
in the CsA administration route and treatment duration.
CsA caused extensive damage in the ventral prostate

tissue and atrophy of some epithelial regions [11]. Ultra-
structural analyses showed that there was less rough
endoplasmic reticulum and Golgi complex in atrophied



Figure 5 AR immunohistochemistry in the ventral prostate sections. Groups: Control (A and B), CsA-treated (C and D), H. tomentosa
infusion treated (E and F) and treated simultaneously with CsA and infusion (G and H). Legend: arrowheads = atrophied epithelium;
s = stroma; asterisks = lumen; e = epithelium. Bars = 50 μm (A, C, E and G) and Bars = 10 μm (B, D, F and H).

Freitas et al. BMC Complementary and Alternative Medicine 2013, 13:30 Page 7 of 9
http://www.biomedcentral.com/1472-6882/13/30
cells, which suggests that these cells would have lower
secretory activity. The damage caused by CsA to the
prostate tissue was probably related to the lower serum
testosterone levels and higher glucose levels [11].
The morphometrical and stereological analyses showed

that simultaneous CsA and H. tomentosa administration
protected the prostate tissue against the impairment
caused by CsA administration. The alterations observed
in the volume of prostate tissue components (lumen,
epithelium, muscular and non muscular stroma) in the
CsA group, were not observed in the CsA +Ht group.
The ventral prostate epithelium and muscular stroma
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thicknesses, as well as the area of a ventral prostate epi-
thelial cell (area of nucleus + cytoplasm) were signifi-
cantly higher in the CsA + Ht group, when compared to
the CsA group. These results showed that the effects of
CsA on ventral prostate tissue were reduced in the ani-
mals treated with H. tomentosa and CsA.
In the previous report of Shabisgh et al. [34], there

was virtually no apoptosis in the ventral prostate of con-
trol Wistar rats. The apoptotic index of all the groups in
the present study was less that 0.5, which is considered
normal for the ventral prostate epithelium of non treated
animals [34]. Freitas et al. [11] suggested that the un-
altered apoptotic index in animals treated with CsA for
56 days was due to the long term treatment. In castrated
animals the apoptotic index reaches its peak at 72 hours
after surgery. After this period, it starts declining, be-
coming normal after 7 days [34,43]. Therefore, the apop-
totic index was not a good parameter to observe
possible benefits of H. tomentosa treatment associated
with CsA administration over 56 days.
Androgen receptors are present in most epithelial and

smooth muscle cells (periductal and perivascular) and in
some fibroblast cells of the rat ventral prostate [30]. AR
expression in all experimental groups was similar to that
cited above. Since the reaction intensity of AR-positive
cells could be related to an increase in AR expression
[44], the absence of any variation suggests that no alter-
ation of AR expression occurred.
Mattei et al. [23] observed that the treatment with

H. tomentosa extract increased the total activities of
SOD, MnSOD and CuZnSOD in old rats’ brains. Thus,
the protection provided by H. tomentosa against the
prostatic damage induced by CsA intake would be related
to antioxidant properties of H. tomentosa. In addition,
considering that CsA causes hyperglycemia, leading to
epithelial atrophy in the ventral prostate, the hypoglice-
miant properties of H. tomentosa would be directly
related to the reduction of CsA-associated side effects.

Conclusions
This study did not show any toxicity related to Heterop-
terys tomentosa infusion administration based on the
plasma content. Furthermore it indicated possible pro-
tection of H. tomentosa infusion on the prostate tissue
against the damage caused by CsA. The alteration of
hepatotoxic plasmic biochemical parameters also showed
that the CsA-induced hepatotoxicity was reduced in the
animals treated simultaneously with the plant infusion.
New investigations are necessary to evaluate whether the
plant infusion would interfere with the CsA immunosup-
pressant activity.

Abbreviations
AR: Androgen receptor; CsA: Cyclosporin A or Cyclosporin A treated group;
CsA + Ht: Group treated simultaneously with Cyclosporin A and H.
tomentosa; CuZnSOD: Copper-Zinc Superoxide Dismutase; GOT: Glutamic
oxalacetic transaminase; GPT: Glutamic pyruvate transaminase; Ht: H.
tomentosa treated group; MnSOD: Manganese Superoxide Dismutase;
SD: Standard deviation; SOD: Superoxide dismutase.

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

Authors’ contributions
KMF participated in all steps of the study development. JCM participated of
animals’ treatment, of microscopic analyzes of the ventral prostate, and of
writing the manuscript and its correction. MLMG participated of animal’s
treatment and euthanasia, of prostate sample processing, carrying out TUNEL
and AR immunohistochemistry and on manuscript redaction and correction.
SRT suggested all the methodologies related to the ventral prostate tissue
and showed them to KMF. HD participated in supervision of all steps of the
study, of writing the manuscript and its correction. All authors read and
approved the final manuscript.

Acknowledgements
The authors wish to thank FAPESP (grant number 2009/07824-3), FAEPEX
(grant number 92910) and CAPES for the financial support. And Enzo
Guidotti Mattioli for the Statistical support.

Author details
1Department of Structural and Functional Biology, Institute of Biology, State
University of Campinas (IB/UNICAMP), 13083-863, Campinas, SP, Brazil.
2Department of Agrarian and Biological Sciences, CEUNES, Federal University
of Espírito Santo, São Mateus, Brazil. 3Department of Health Sciences,
CEUNES, Federal University of Espírito Santo, São Mateus, Brazil. 4Department
of Biology, Institute of Biosciences, Language, and Science, State University
of São Paulo - Júlio de Mesquita Filho, São José do Rio Preto, Brazil.

Received: 27 August 2012 Accepted: 30 January 2013
Published: 13 February 2013

References
1. Shevach E: The effects of cyclosporin A on the immune system. Annu Rev

Immunol 1985, 3:397–423.
2. Borel JF, Padova FDI, Mason J, Quesniaux V, Ryffel B, Wenger R: Pharmacology

of Cyclosporine (Sandimmune) I. Introduction. Pharmacol Rev 1989,
41:239–242.

3. Hess A, Tutschka P: Effect of cyclosporin A on human lymphocyte
responses in vitro. I. CsA allows for the expression of alloantigen-
activated suppressor cells while preferentially inhibiting the induction of
cytolytic effector lymphocytes in MLR. J Immunol 1980, 124:2601–2608.

4. Rezzani R: Cyclosporine A and adverse effects on organs: histochemical
studies. Prog Histochem Cytochem 2004, 39:85–128.

5. Masuda H, Fujihira S, Ueno H, Kagawa M, Katsuoka Y, Mori H: Ultrastructural
study on cytotoxic effects of cyclosporine A in spermiogenesis in rats.
Med Electron Microsc 2003, 36:183–191.

6. Monteiro J, Predes F, Matta S, Dolder H: Heteropterys aphrodisiaca
infusion reduces the collateral effects of cyclosporine A on the testis.
Anat Rec (Hoboken) 2008, 291:809–817.

7. Krueger B, Trakshel G, Sluss P, Maines M: Cyclosporin-mediated depression
of luteinizing hormone receptors and heme biosynthesis in rat testes: a
possible mechanism for decrease in serum testosterone. Endocrinology
1991, 129:2647–2654.

8. Rajfer J, Sikka S, Lemmi C, Koyle M: Cyclosporine inhibits testosterone
biosynthesis in the rat testis. Endocrinology 1987, 121:586–589.

9. Seethalakshmi L, Flores C, Carboni A, Menon M: Quantitative maintenance
of spermatogenesis in cyclosporine-treated rats by exogenous
administration of testosterone propionate. J Androl 1990, 11:491–497.

10. Srinivas M, Agarwala S, Datta Gupta S, Das SN, Jha P, Misro MM, Mitra DK:
Effect of cyclosporine on fertility in male rats. Pediatr Surg Int 1998,
13:388–391.

11. Freitas KM, Monteiro JC, Gomes ML, Taboga SR, Dolder H: Cyclosporin A
causes impairment of the ventral prostate tissue structure of Wistar rats.
Hum Exp Toxicol 2012, 31(12):1262–1270.



Freitas et al. BMC Complementary and Alternative Medicine 2013, 13:30 Page 9 of 9
http://www.biomedcentral.com/1472-6882/13/30
12. Kurus M, Esrefoglu M, Karabulut AB, Sogutlu G, Kaya M, Otlu A: Oral L-
arginine protects against cyclosporine-induced hepatotoxicity in rats.
Exp Toxicol Pathol 2008, 60:411–419.

13. Hagar HH: The protective effect of taurine against cyclosporine A-
induced oxidative stress and hepatotoxicity in rats. Toxicol Lett 2004,
151:335–343.

14. Ballantyne CM, Podet EJ, Patsch WP, Harati Y, Appel V, Gotto AM Jr, Young JB:
Effects of cyclosporine therapy on plasma lipoprotein levels. JAMA 1989,
262:53–56.

15. Cid T, García J, Álvarez F, Arriba G: Antioxidant nutrients protect against
cyclosporine A nephrotoxicity. Toxicology 2003, 189:99–111.

16. Kotolová H, Kollár P, Jarošová M: Carvedilol Protects against Cyclosporine
Nephropathy in Rats. Acta Veterinaria Brno 2006, 75:85–89.

17. Mohamadin AM, El-Beshbishy HA, El-Mahdy MA: Green tea extract attenuates
cyclosporine A-induced oxidative stress in rats. Pharmacol Res 2005, 51:51–57.

18. Türk G, Atessahin A, Sönmez M, Yüce A, Çeribasi A: Lycopene protects
against cyclosporine A-induced testicular toxicity in rats. Theriogenology
2007, 67:778–785.

19. Wongmekiat O, Leelarugrayub N, Thamprasert K: Beneficial effect of shallot
(Allium ascalonicum L.) extract on cyclosporine nephrotoxicity in rats.
Food Chem Toxicol 2008, 46:1844–1850.

20. Guarim Neto G: Plantas medicinais do Estado do Mato Grosso. Brasília:
Associação Brasileira de Educação Agrícola Superior (ABEAS), UFMT, Instituto
de Biociências; 1996.

21. Pott A, Pott VJ: Plantas do Pantanal. Corumbá: Empresa Brasileira de
Pesquisa Agropecuária do Pantanal; 1994.

22. Pio Corrêa M: Dicionário de Plantas Úteis do Brasil e das Exóticas Cultivadas.
Rio de Janeiro: Ministério da Agricultura/Instituto Brasileiro de
Desenvolvimento Florestal; 1984.

23. Mattei R, Paz Barros M, Galvão S, Bechara E, de Araujo Carlini E: Heteropteris
aphrodisiaca O. Machado: effects of extract BST 0298 on the oxidative
stress of young and old rat brains. Phytother Res 2001, 15:604–607.

24. Galvão S, Marques L, Oliveira M, Carlini E: Heteropterys aphrodisiaca
(extract BST0298): a Brazilian plant that improves memory in aged rats.
J Ethnopharmacol 2002, 79:305–311.

25. Macedo M, Ferreira AR: Plantas hipoglicemiantes utilizadas por
comunidades tradicionais na Bacia do Alto Paraguai e Vale do Guaporé,
Mato Grosso - Brasil. Revista Brasileira de Farmacognosia 2004, 14:45–47.

26. Guarim Neto G, Morais RG: Rrecursos Medicinais de Espécies do Cerrado
de Mato Grosso: um Estudo Bibliográfico. Acta Botânica Brasileira 2003,
17:561–584.

27. Marques LC, Pieri C, Roman-Júnior WA, Cardoso MLC, Milaneze-Gutierre MA,
Mello JCP: Controle farmacognóstico das raízes de Heteropteris
aphrodisiaca O. Mach. (Malpighiaceae). Revista Brasileira de Farmacognosia
2007, 17:604–615.

28. Monteiro JC, Gomes ML, Tomiosso TC, Nakagaki WR, Sbervelheri MM,
Ferrucci DL, Pimentel ER, Dolder H: More resistant tendons obtained from
the association of Heteropterys aphrodisiaca and endurance training.
BMC Complement Altern Med 2011, 11:51.

29. Gomes MLM, Monteiro JC, Freitas KM, Sbervelheri MM, Dolder H:
Association of the infusion of Heteropterys aphrodisiaca and endurance
training brings spermatogenetic advantages. Biol Res 2011, 44:235–241.

30. Chieregatto LC: Efeito do tratamento crônico com extratos de Heteropterys
aphrodisiaca O.Mach e Anemopaegma arvense (Vell.) Stellf no testículo de
ratos Wistar adultos. Brazil: Federal University of Viçosa; 2005.

31. Bohmer AE, Mendes Ribeiro Correa A, de Souza DG, Knorr L, Hansel G,
Corbellini LG, Driemeier D, Portela LV, Souza DO: Long-term cyclosporine
treatment: evaluation of serum biochemical parameters and
histopathological alterations in Wistar rats. Exp Toxicol Pathol 2011,
63:119–123.

32. Cordeiro RS, Scarano WR, Campos SG, Santos FC, Vilamaior PS, Goes RM,
Taboga SR: Androgen receptor in the Mongolian gerbil ventral prostate:
evaluation during different phases of postnatal development and
following androgen blockage. Micron 2008, 39:1312–1324.

33. Huttunen E, Romppanen T, Helminen H: A histoquantitative study on the
effects of castration on the rat ventral prostate lobe. J Anat 1981,
132:357–370.

34. Shabisgh A, Tanji N, D'Agati V, Burchardt M, Rubin M, Goluboff ET, Heitjan D,
Kiss A, Buttyan R: Early effects of castration on the vascular system of the
rat ventral prostate gland. Endocrinology 1999, 140:1920–1926.
35. Chung BH, Li C, Sun BK, Lim SW, Ahn KO, Yang JH, Choi YH, Yoon KH,
Sugawara A, Ito S, et al: Rosiglitazone protects against cyclosporine-
induced pancreatic and renal injury in rats. Am J Transplant 2005,
5:1856–1867.

36. Origlia N, Migliori M, Panichi V, Filippi C, Bertelli A, Carpi A, Giovannini L:
Protective effect of L-propionylcarnitine in chronic cyclosporine-a
induced nephrotoxicity. Biomed Pharmacother 2006, 60:77–81.

37. Rezzani R, Buffoli B, Rodella L, Stacchiotti A, Bianchi R: Protective role of
melatonin in cyclosporine A-induced oxidative stress in rat liver. Int
Immunopharmacol 2005, 5:1397–1405.

38. Vaziri ND, Liang K, Azad H: Effect of cyclosporine on HMG-CoA reductase,
cholesterol 7alpha-hydroxylase, LDL receptor, HDL receptor, VLDL
receptor, and lipoprotein lipase expressions. J Pharmacol Exp Ther 2000,
294:778–783.

39. Neto AB, Haapalainen E, Ferreira R, Feo CF, Misiako EP, Vennarecci G, Porcu A,
Dib SA, Goldenberg S, Gomes PO, Nigro AT: Metabolic and ultrastructural
effects of cyclosporin A on pancreatic islets. Transpl Int 1999, 12:208–212.

40. Seethalakshmi L, Menon M, Malhotra R, Diamond D: Effect of cyclosporine
A on male reproduction in rats. J Urol 1987, 138:991–995.

41. Spaziani E: Accessory reproductive organs in mammals: control of cell
and tissue transport by sex hormones. Pharmacol Rev 1975, 27:207–286.

42. Risbridger GP, Taylor RA: Physiology of the Male Accessory Sex Structures:
The Prostate Gland, Seminal Vesicles, and Bulburethral Glands. In Knobil
and Neill’s Physiology of Reproduction. Volume 1. 3rd edition. Edited by Neill
JD. Amsterdam: Elsevier; 2006:1149–1172.

43. García-Flórez M, Oliveira C, Carvalho H: Early effects of estrogen on the rat
ventral prostate. Braz J Med Biol Res 2005, 38:487–497.

44. Scarano W, Toledo F, Guerra M, de Campos S, Júnior L, Felisbino S,
Anselmo-Franci J, Taboga S, Kempinas WG: Long-term effects of
developmental exposure to di-n-butyl-phthalate (DBP) on rat prostate:
proliferative and inflammatory disorders and a possible role of
androgens. Toxicology 2009, 262:215–223.

doi:10.1186/1472-6882-13-30
Cite this article as: Freitas et al.: Heteropterys tomentosa (A. Juss.)
infusion counteracts Cyclosporin a side effects on the ventral prostate.
BMC Complementary and Alternative Medicine 2013 13:30.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Medicinal plant and CsA
	Experimental animals and treatment protocol
	Blood samples and biochemical assays
	Light microscopy
	Morphometry and stereology
	AR immunohistochemistry
	Terminal transferase d UTP Nick End Labeling (TUNEL) technique
	Statistical analysis

	Results
	Plasmic biochemistry assays
	Biometrical parameters
	Stereology and morphometry
	AR immunohistochemistry and TUNEL

	Discussion
	Conclusions
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


