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ARTICLE INFO ABSTRACT

Keywords: While many studies have shown that pulp mill effluents can affect ovarian physiology in fish, far fewer studies
Testis have considered the effects in males. We conducted a lab study to examine the effects of effluent from a Brazilian
Biochemistry pulp and paper mill on hepatic and testicular morphology and various aspects of testicular physiology in the
Lactate zebrafish Danio rerio. Males were exposed to lab water (control) or 4% effluent for 14 days. Effluent exposure did
;;giis;:ﬁf:gs:::; protein kinase not affect testis size as measured by the gonadosomatic index, but contributed to morphological changes in the
Oxidative stress seminiferous tubules. The number of cysts with histopathological changes was elevated in effluent-exposed fish
Morphology and the number of cysts containing spermatids was significantly reduced. The testis of effluent exposed fish had
reduced levels of lactate, elevated lactate dehydrogenase activity, increased levels of reactive oxygen species and
reduced levels of phosphorylated P38 mitogen-activated protein kinase (pP38 MAPK). Separate studies showed
that the addition of lactate to testicular tissue incubated in vitro increased the activation of P38 MAPK. Effluent
exposure also increased vacuolization, necrosis, apoptosis, hyperemia, and fat infiltration of the hepatocytes.
Collectively, we provide evidence of short term effects of pulp mill effluent on testicular and hepatic physiology

and biochemistry in the zebrafish.

1. Introduction

For > 30years, there have been reports that effluents from some
pulp and paper mills have the potential to negatively affect fish popu-
lations. Many of these studies have shown effects of pulp mill effluents
on reproduction (e.g. Munkittrick et al., 1998; Hewitt et al., 2008; van
den Heuvel, 2010). Studies involving wild fish, in situ experiments, and
laboratory in vivo tests conducted on a world-wide basis have docu-
mented reductions in sex steroid hormone levels, gonad size and fe-
cundity, alterations in secondary sex characteristics, and delayed sexual
maturity associated with exposure to pulp mill effluents or its con-
stituents (e.g. Tana and Nikunen, 1986; Van Der Kraak et al., 1992;
Kovacs et al., 2013). Other studies have shown that the liver is also
affected by exposure to pulp mill effluents as evidenced by changes in
gene expression, metabolism and morphology (Khan, 2010; Orrego
et al., 2011; Costigan et al., 2012).

The purpose of this study was to evaluate the potential of treated
effluent from the Klabin pulp and paper mill in Santa Catarina State in
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Brazil to affect liver and testicular morphology and the biochemistry of
the testis in the zebrafish (Danio rerio). This was interest because few
studies have tested effluents from South American pulp mills, and
Brazilian mills in particular, for effects on fish. As the specific chemicals
responsible for the biological effects of pulp mill effluents are not
known, it was of interest to determine if Brazilian tree species or the
mill process used would contribute to the toxicity of this effluent. As
well, relative to studies conducted with female fish, few studies ex-
amine the responses of male fish to pulp mill effluents. In this study,
adult zebrafish were exposed in vivo to effluent for 14 days and effects
on testicular and hepatic structure were determined by histological
evaluation. As well, a suite of biochemical responses within the testis
were determined including measurement of lactate content, lactate
dehydrogenase activity, total reactive species, and the amounts of P38
mitogen-activated protein kinase (P38 MAPK) and phosphorylated P38
mitogen-activated protein kinase (pP38 MAPK).
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2. Material and methods
2.1. Chemicals

Histological resin was obtained from Leica Biosystems (Nussloch,
Germany). The indicator of reactive oxygen in cells 2’,7’-di-
chlorodihydrofluorescein diacetate (H2DCFDA) was obtained from
Thermo Fisher Scientific (Waltham, MA, USA). Acrylamide and bis-
acrylamide were purchased from Sigma-Aldrich (St. Louis, MO, USA).
Anti-P38 (sc-728) and anti-pP38 (sc-17852-R) were obtained from
Santa Cruz Biotechnology (Dallas TX, USA). Peroxidase conjugated
anti-rabbit IgG and the Immobilion™ Western Chemoluminescent
Horseradish Peroxidase (HRP) substrate were obtained from Millipore
(St. Charles, MO; Temecula, CA, USA). The test kits for Lactate (Ref:
138) and LDH (Ref: 086) were purchased from Labtest (Lagoa Santa,
Minas Gerais, Brazil). All other chemicals were of analytical grade.

2.2. Pulp and paper mill effluent

Effluent was collected from the Klabin pulp and paper mill located
in Correia Pinto in Santa Catarina State, Brazil. Pinus is used as the
feedstock for the mill which uses a conventional Kraft bleaching process
with the following sequence - O, C1, E1, D1, E2, where O represents the
extended delignification, C1 the molecular chlorine treatment, E1 the
first alkaline extraction, D1 the first extraction using chlorine dioxide
and E2 second alkaline extraction. The effluent was treated in an aer-
ated lagoon system with oxygen application and a 7 day retention time.
The lagoon is exclusively for the treatment of the effluents generated by
the pulp mill. After treatment, the effluent was released in the Canoas
river. Effluent was collected after the last step of treatment and im-
mediately before release to the river.

2.3. Animal care, maintenance and exposure

Male zebrafish weighing between 200 and 300 mg were used in this
study. They were obtained from a commercial producer (Botiquarium
Enterprise, Florianépolis, SC, Brazil) and housed in aquaria supplied
with dechlorinated water pH 7.4 at 28 °C under a 12L:12D photoperiod.
The fish were fed once a day.

All experiments were conducted using protocols approved by the
Brazilian College of Animal Experimentation (Protocol CEUA/
PP00968). For the in vivo exposures, male zebrafish (6 animals per
group) were exposed semi-statically to lab water or 4% effluent in a
15L-aquarium with aeration. The experiments were 14 days in duration
and the water was changed every two days. Testing of the effluent at a
4% dilution was based on previous studies of the toxicity of effluent
from this mill on tilapia (Oreochromis niloticus) and reflected local riv-
erine (fluvial) concentrations of the effluent (Zunino and Soares, 2007).

2.4. Sample collection

Fish were immobilized in ice cold water, euthanized by spinal
transection and weighed. The testes were removed, weighed and se-
parated for histology studies or homogenized for biochemical or
Western blot analysis. The gonadosomatic index (GSI) was calculated as
the testis weight/whole fish body weight x 100.

2.5. Histological analysis

For histological analysis, the testes and livers from six zebrafish
from both control and effluent-exposed treatments were fixed in Bouin's
solution for 24 h at room temperature. The samples were then dehy-
drated through a graded series of ethanol solutions and embedded in
historesin. Serial sections (4 um thickness) were cut and 12 to 20 slides
with eight sections per slide were prepared for each specimen. The
slides were stained with Hematoxylin-Eosin—-Phloxyne and examined
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using a light microscope. The histological slides were analyzed quali-
tatively and quantitatively. For the testes, the numbers of cysts with
histopathological changes and the number of cysts containing sperma-
tids were counted on four different randomly chosen areas for each
specimen. Each analyzed area was 0.0943 mm?. As well, the number of
spermatozoa was counted in four sections on two slides per testis
(0.000885 mm?).

2.6. Measurement of total lactate content and lactate dehydrogenase (LDH)
activity

Testes collected after the 14 day exposure period were homogenized
in cold Cortland's Buffer (124mM NaCl, 5mM KCl, 1.7 mM
CaCl,2H20, 3.4mM NaH,PO,, 2.1mM MgCl,, 1.91mM MgSO,,
11.9mM NaHCOs, pH7.6), centrifuged (2min at 2000 X g) and the
supernatant was collected. The samples were then analyzed for total
lactate content and lactate dehydrogenase (LDH) activity by spectro-
photometry based on the methods of Bergmeyer, 1983 and Burtis et al.,
2007, respectively.

2.7. P38 and pP38 MAPK measurement

The amounts of P38 and pP38 MAPK were determined by poly-
acrylamide gel electrophoresis and immunoblotting. Testes were ob-
tained from animals exposed in vivo for 14 days to effluent. In other
tests, testes were obtained from untreated zebrafish and incubated in
vitro for 30 min in Cortland's buffer supplemented with 10 mM sodium
lactate to analyze the direct effect of lactate on P38 activation. The
testes were homogenized in a lysis solution containing 2 mM EDTA,
50 mM Tris—-HCl pH6.8, 1 mM NazVO,, 0.2% triton X-100, 0.5 mM
dithiothreitol, 1 mM benzamidine. The total protein concentration was
determined based on Lowry et al., 1951. For the electrophoresis ana-
lysis, samples were boiled for 3 min in 25% (v/v) of a solution con-
taining 40% glycerol, 5% mercaptoethanol, 50 mM Tris—HCI, pH 6.8.
Equal protein concentrations (50 pug/pl) were loaded onto 12% poly-
acrylamide gels and separated by discontinuous SDS-PAGE. Separated
proteins were transferred to nitrocellulose membranes for 1h at 100V
in transfer buffer (48 mM Trizma, 39 mM glycine, 20% methanol and
0.25% SDS). The nitrocellulose membranes were incubated for 2h in
blocking solution (TBS: 0.5M NaCl, 20 mM Trizma, plus 5% bovine
serum albumin) and then incubated overnight at 4°C with anti-P38
(1:100) or anti-pP38 (1:200). Membranes were incubated for 2 h with
anti-rabbit IgG (1:1000) and immunoreactive bands were visualized
using the Immobilon™ Western Chemiluminescence HRP substrate kit
(Zanatta et al., 2011). The images of the band were captured using the
ChemiDoc MP system and the optical densities determined with Image
Lab Software (Bio-Rad).

2.8. Determination of testicular ROS

The total ROS generation in testes was detected using the fluoro-
genic probe H,DCFDA. Testes were collected from fish that had been
exposed to control water or 4% effluent for 14 days. The testes were
homogenized in sodium phosphate buffer (20mM NaH,PO, and
140 mM KCl; pH7.4), centrifuged (960 x g, 10 min, 4 °C) and the su-
pernatant incubated in the presence of 1 mM H,DCFDA for 30 min at
37 °C. HoDCFDA oxidation was measured by spectrophotometry (ex-
citation in 485 and emission in 520 nm) using the methods described by
Halliwell and Whiteman (2004). The results were expressed as fluor-
escence units (UF)/ug of protein.

2.9. Effluent chemistry
Total phenols were determined using the colorimetric method based

on the phenol and 4-aminoantipyrine (4-AAP) reaction. This approach
uses 0.21 M sodium persulfate as a catalyst at pH10 in ammonium
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buffer. The concentration of phenols is proportional to the absorbance
measured at 505 nm (Clescer] et al., 1999). Resin acids were measured
by the methods described by Merilainen et al. (2007). Chemical Oxygen
Demand (COD) was measured using the methods of (Clescerl et al.,
1999). The sterols stigmasterol and p-sitosterol were measured by Gas
Chromatography-Tandem Mass Spectrometry using the methods de-
scribed in Milestone et al., 2012.

2.10. Statistical analysis

Data were expressed as mean *= S.E.M. or % of control of three
independent experiments, with six samples in each group. ANCOVA
was used to compare the GSI in control and effluent treated fish. An
unpaired Student's t-test was used to determine significant differences
between control and effluent treated groups in terms of biochemical
measures, and morphological data in terms of the numbers of cysts with
pathological changes or containing spermatids or the number of sper-
matozoa. Statistical analyses were performed using Graph Pad Prism6
software. Differences were considered significant at p < 0.05.

3. Results
3.1. Effluent chemistry

The final effluent used in this study contained high amounts of total
phenols (3.8 mg/L) and resin acids (9.3 mg/L) and had a significant
COD (210 mg/L). Sterols such as stigmasterol and [3-sitosterol were
below detection limits.

3.2. Effects of effluent exposure on GSI and testis histology

There were no differences in the GSI of control and effluent exposed
fish as determined by ANCOVA (p > 0.05; N = 26 for controls and
N = 18 for effluent exposed fish pooled across several studies; data not
shown). In contrast, histological analysis revealed marked differences
in testicular development of control and effluent-treated fish. The
seminiferous tubules from control fish contained cysts at different
phases of the spermatogenic wave. Cysts with spermatogonia, primary
or secondary spermatocytes, and cysts with spermatids were found. The
nucleus of Sertoli cells was evident in some cysts. The tubular lumen
was filled with spermatozoa containing a head and tail (Fig. 1A). Each
seminiferous tubule was surrounded by a thin layer of connective
tissue, the intertubular region, with the interstitial or Leydig cells,
blood vessels and collagen fibers (Fig. 1B). Testis from effluent-exposed
fish exhibited a number of histopathological changes including dis-
ruptions in the germinal epithelium and large spaces in the intertubular
region. There were cysts with cellular debris and apoptotic cells
(Fig. 1C, D, E, and F). The number of cysts with histopathological
changes was significantly elevated in effluent-exposed fish (Fig. 2A).
The number of cysts containing spermatids was significantly reduced in
effluent-exposed fish (Fig. 2A) but no changes were detected in the
number of spermatozoa with effluent exposure (Fig. 2B).

3.3. Effects of effluent exposure on liver histology

The histological study of the liver tissue showed changes between
animals of control and effluent-exposed groups (Fig. 1G, H, and I). In
the control fish, the hepatocytes were arranged in rows containing two
or more cells separated by sinusoids. Portal tracts were absent and
biliary epithelial cells were located in the parenchyma of the liver. The
hepatocytes were polyhedral with small vacuoles in cytoplasm
(Fig. 1G). In the effluent-exposed fish there were different levels of
histopathology among the animals analyzed. Two animals presented
low, one medium and the others high levels of alterations. There was
evidence of micro and macro-vacuolization of the hepatocytes, signs of
necrotic cells in small or large areas, apoptotic cells, hyperemia, and
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low and elevated levels of fat infiltration (Fig. 1H, and I). The results of
the histopathology analyses are presented in Table 1.

3.4. Effects of effluent exposure on testicular biochemistry

Fish exposed to effluent for 14 days had significantly reduced (66%)
testicular lactate content compared to the control fish (Fig. 3A). LDH
activity in the testes of exposed fish was increased 2.8-fold compared to
the controls (Fig. 3B). Exposure to the effluent had no effect on P38
MAPK content as determined by immunoblotting (Fig. 4A). However,
there was a significant (39%) reduction in the amount of pP38 MAPK in
effluent exposed fish (Fig. 4B). The testis of fish exposed to the effluent
for 14 days had increased total levels of ROS (61.9%), suggesting high
oxidant activity in this tissue (Fig. 5).

To determine if the decreased amount of pP38 MAPK may be related
to the reduction of total lactate, testes from untreated zebrafish were
incubated in vitro in presence of lactate (10 mM) for 30 min and the
amount of pP38 MAPK was analyzed by Western blot. Addition of
lactate induced a significant increase in the amount of pP38 MAPK
(Fig. 6).

4. Discussion

The current study showed that 14 day exposure to effluent from the
Klabin pulp and paper mill negatively impacts testicular physiology in
the zebrafish. This included changes in the biochemistry of the testis
including effects on lactate content, LDH activity, pP38 MAPK content
and ROS as well as spermatogenesis and development of the testis and
liver These findings were consistent with early lab studies in which
female tilapia exposed to 4% Klabin effluent for 28 days had altered
plasma cholesterol, testosterone and 17p-estradiol levels, transitory
changes in ovary and liver size and an increased incidence of intersex
(Zunino and Soares, 2007; Soares unpublished).

Testicular morphology is widely used as means of detecting the
impacts of anthropogenic chemicals in fish. Surprisingly few studies
have considered the impacts of pulp mill effluents on testicular mor-
phology as most of these studies have evaluated effects on testicular
size (GSI) or secondary sex characteristics (e.g. Hewitt et al., 2008).
Many of these studies showed little effect of pulp mill effluent exposure
on testicular morphology. A study evaluating wild sucker (Catostomus
commersoni) collected at reference and pulp mill exposed sites reported
no differences in the proportions of spermatogonia, spermatocytes,
spermatids, and spermatozoa in the testis (Parrott et al., 2010). Other
studies with mosquitofish (Gambusia affinis), reported no histologic
abnormalities in the testes collected at either at reference or pulp mill
exposed sites in the Dengcun River in China (Hou et al., 2011). Like the
previous studies we found no changes in the number of spermatozoa in
zebrafish exposed to pulp mill effluent. However, there was a decrease
in the number of spermatid cysts in the pulp mill effluent exposed fish
and these fish had an increased incidence of morphological anomalies
including apoptosis. These results were consistent with some previous
studies showing testicular degeneration and individual or clustered
apoptotic germ cells in adult zebrafish and fathead minnow testes fol-
lowing exposure to a range of endocrine disruptors including bisphenol
A and ethinylestradiol (Johnson et al., 2009; Silva et al., 2012; Lora
et al., 2016).

Intersex which includes the presence of testicular and ovarian tis-
sues in one individual is often seen as an outcome of exposure to en-
docrine active compounds. For example, Chiang et al. (2015) showed
intersex characteristics in the testis of juvenile rainbow trout which had
been exposed to a Chilean pulp and paper mill effluents from 11 to
31 days post hatch. In studies with juvenile zebrafish exposed to pulp
mill effluent between days 10-38 post-hatch and sampled at day 60
there was a higher percentage of males group exposed to the highest
concentration of pulp mill effluent but no effects on spermatogenesis or
the incidence of intersex (Orn et al., 2006). In our experimental



A.J.G. Castro et al.

Comparative Biochemistry and Physiology, Part C 206-207 (2018) 41-47

Fig. 1. Histology of testis and liver tissues stained with Hematoxylin-Eosin-Phloxyne. (A, B) Histological sections of control testis. (A) Segments of spermatogenic tubules with different
germ cells cysts (arrows), and the lumen filled with spermatozoa (asterisk). (B) Intertubular region showing Leydig cells (arrow). (C, D, E, F) Spermatogenic tubules of effluent-exposed
group. (C) Tubules with morphological alterations, such as disruption of the germinal epithelium (arrow), and large spaces in the intertubular region (asterisk). (D) Modified cysts with
cellular debris, necrotic cells and apoptotic cells (arrow). (E) Tubule with ruptured basal lamina (large arrow), histiocytic cell (small arrow) and cyst with cellular debris (red line). (F)
Apoptotic cells (arrows). (G, H, I) Liver tissues. (G) Control group liver with central venule (asterisk), hepatic sinusoids (large arrow), and hepatocytes (small arrow). (H, I) - Liver of
effluent-exposed group. (H) Hepatocytes with vacuolization (small arrow), area of necrotic cells (asterisk), and hepatic arteriole (large arrow). (I) Liver tissue with fat infiltration (asterix)
and hepatocytes with vacuolization (arrow). (For interpretation of the references to colour in this figure legend, the reader is referred to the web version of this article.)
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Fig. 2. Effects of pulp mill exposure on spermatogenesis. The numbers of modified cysts and cysts containing spermatids (A) and spermatozoa (B) in testes obtained from control and pulp
mill exposed zebrafish. * significantly higher than in controls as determined using a t-test.
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Table 1

Summary of the histopathological changes in the liver of zebrafish exposed to water
(Control) or 4% pulp mill effluent for 14 days. Each fish was scored for the incidence of
histopathological changes® and the median score for each response is reported. The re-
sults are based on the analysis of 3 control and 5 effluent treated zebrafish.

Histopathological finds Control group Effluent group

Hydropic degeneration 0 4.4
Necrosis 0 2.4
Apoptosis 0.3 2.2
Fat infiltration 0.3 2.2
Hyperemia 0.3 2.0

2 (0) = no histopathology; (1) = histopathology in < 20% of fields; (2) = histo-
pathology in 20-40% of fields; (3) = histopathology in 40-60% of fields; (4) = histo-
pathology in 60-80% of fields; and (5) = histopathology in 80-100% of fields.

A
4-

Lactate (mg/dL)

Control 4% Effluent

1000+

800+

600+

LDH activity (UL)

4% Effluent

Control

Fig. 3. Effects of pulp mill exposure on testicular lactate content and lactate dehy-
drogenase (LDH) activity. Lactate content (A) and LDH activity (B) in the testes from
zebrafish exposed to reference water (control) or 4% pulp mill effluent for 14 days. Values
were pooled from two experiments N =9 fish. **Significant at p < 0.01 and
*p < 0.001 compared to the control, as determined using an unpaired t-test.

conditions, which included a shorter period of treatment (14 days),
lower pulp mill effluent concentration (4%) and the treatment of adult
fish, there was no evidence of oocytes in the testis.

It is well established that both the metabolism and morphology of
the liver are sensitive to a range of environmental toxicants. In the
current study, we used histology to evaluate the potential for pulp mill
effluent to affect hepatic development. The changes in liver histology
observed in this study were consistent with earlier work conducted in
the western mosquitofish (Gambusia affinis). In that study, hypertrophy
of hepatocytes, a significant increase in Kupffer cells, circulatory
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Fig. 4. The testicular mitogen-activated protein kinase (MAPK) system response to pulp
mill effluent exposure. Testicular P38 (A) and phospho-P38 (pP38) MAPK content (B) in
the testes from zebrafish exposed to reference water (control) or 4% pulp mill effluent for
14 days. The inserts show a representative Western blot for P38 and pP38 experiments.
Values were pooled from two experiments N = 9 fish. **Significant at p < 0.01 and
**p < 0.001 compared to the control, as determined by an unpaired t-test.
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Fig. 5. Reactive oxygen species in the testis in response to pulp mill effluent exposure.
Total reactive oxygen species (ROS) as determined by oxidation of 2/,7’-di-
chlorodihydrofluorescein diacetate (H2-DCFDA) in testes from zebrafish exposed to re-
ference water (control) or 4% pulp mill effluent for 14 days. Values are based ona N = 6
per treatment. **Significant at p < 0.01 when compared to the control as determined by
unpaired t-test.

disturbances, widespread nuclear pycnosis, focal necrosis, and fatty
degeneration were observed in the liver of fish collected downstream of
a pulp and paper mill in China (Hou et al., 2011). These authors also
reported cellular vacuolization in the liver. In rainbow trout exposed to
polluted river water, the liver showed hepatocytes with numerous lipid
vacuoles (Vigano et al., 2010).

To our knowledge this is the first study to examine the effects of
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Fig. 6. Acute effects of pulp mill effluent on the mitogen-activated protein kinase (MAPK)
system in the testis. Amount of pP38 MAPK as determined by Western blotting in testes
from untreated zebrafish incubated in vitro for 30 min with either buffer alone or sodium
lactate (10 mM). The insert shows a representative Western blot for pP38. N =5 for
buffer and lactate-treated testes.** Significant at p < 0.01 compared to the buffer treated
testes.

pulp mill effluents on testicular lactate content in fish. The amount of
lactate in the testis is considered an important indicator of testicular
physiology/biochemistry since lactate production by Sertoli cells is
essential for development and viability of germ cells in both fish and
mammals (Crespo et al., 2016; Zanatta et al., 2011). Lactate produced
by Sertoli cells by the action of lactate dehydrogenase is the main
source of energy of germ cells and disruption of this pathway negatively
affects normal reproductive physiology (Schulz et al., 2010; Zanatta
et al.,, 2011). The exposure of zebrafish to treated effluent from the
Klabin pulp and paper mill resulted in significantly lower levels of
lactate in the testes and an associated increase in LDH activity. We
assume that the elevated LDH activity in the pulp mill exposed fish is
part of the compensatory mechanism in response to the low lactate
levels.

Beyond its role as a cellular nutrient, lactate can indirectly act as a
signaling molecule in pathways related to apoptosis and oxidative
balance in mammals. Both low levels of lactate and high consumption
of lactate can affect cell function. For example, the absence of lactate
availability into germ cells leads to increased apoptosis (Erkkild et al.,
2002; Bustamante-Marin et al., 2012). The increased turnover of lactate
can contribute to the generation of free radicals and oxidative stress.
Lactate is known to activate protein kinases including Akt and p38
MAPK in germ cells from rats indirectly, by increase of ROS levels
(Galardo et al., 2014).

Several studies have shown that exposure of fish to pulp and paper
mill effluent is associated with increased oxidative stress and ROS
formation (Oakes et al., 2005). For example, exposure of zebrafish to
effluent from bleached sulfite or bleached kraft mills contributed to the
increased production of 2-thiobarbituric acid reactive substances, lipid
hydroperoxides, and the induction of ethoxyresorufin-O-deethylase
activity (EROD) and fatty acid oxidase (FAO) activity. The oxidative
effects of the effluent can be attributed to both its composition and
origin, as well as the presence of metals with redox activity, such as
copper (Oakes and Van Der Kraak, 2003). Our studies showed that total
ROS was elevated in the testes of zebrafish exposed to 4% pulp mill
effluent for 14 days. It will be interesting to determine if the Klabin
effluent has elevated iron or copper content that may contribute to the
increased oxidative stress.

P38 is a protein of the MAPK family that responds to extracellular
stress signals including oxidative, physical or inflammatory stressors
(Roux and Blenis, 2004). Several isoforms are expressed in various
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tissue types, including germ and Sertoli cells in mammals (Rossitto
et al., 2015; Zhu et al., 2015) and its functions are thought to be con-
served across the vertebrates including fish (Li et al., 2011; Zhu et al.,
2015). The activated p38 MAPK (pP38) performs functions that are
dependent on the cell type and the physiological/biochemical context
(Petersen et al., 2005) including the activation and expression of genes
related to oxidative defenses (Gutiérrez-Uzquiza et al., 2012). In Sertoli
cells, P38 MAPK mediates actions such as cytoskeleton reorganization
leading to phagocytic functions of the cell (Hai et al., 2014) and in germ
cells is involved in the promotion of sperm motility, being also present
in the acrosome (Zhu et al., 2015) The testicular microenvironment is
considered highly vulnerable to oxidative stress due to the abundance
of unsaturated fatty acids and ROS-generating system by mitochondrial
metabolism and the actions of xanthine oxidase and NADP oxidase as
well as cytochrome p450 (Rossi et al., 2016). Thus, the importance of
P38 activation in response to oxidative changes provides a measure of
cell protection.

Zebrafish exposed to pulp mill effluent for 14 days had decreased
levels of activated pP38 MAPK in the testis. This can be occurring by a
direct effect of effluent compounds inhibiting P38 MAPK activation or
by an indirect effect on the extracellular and/or intracellular oxidant
environment. Galardo et al. (2014) described that lactate metabolism to
pyruvate in germ cells can activate the NAD(P)H oxidases, generating
ROS. Based on the data from incubation of whole testis in presence of
lactate, we detected an increase of pP38 MAPK total content, similar to
that described by Galardo et al., 2014. So we suggest that the decreased
lactate may be partly responsible for decreasing pP38 MAPK content in
the testis of fish exposed to the effluent. In addition, the low lactate
content, increased total ROS and reduced pP38 MAPK may all con-
tribute to the impairment of ongoing spermatogenesis in the zebrafish.

The chemical composition of pulp mill effluents is complex and as a
result it has been difficult to identify the causative agent(s) responsible
for reproductive effects in fish. Defining these agents is complicated by
the presence of a myriad of compounds in effluents and that their levels
may vary with the type of wood being processed, the chemicals used
and the products formed during pulp and paper mill production and
treatment (Ratia et al., 2013; Lopes et al., 2013). As for the effluent
from the Klabin mill there were low levels of sterols such as stigmas-
terol and f-sitosterol but high levels of phenols and resin acids. It is not
clear if these contribute to the reproductive responses measured in this
study. High levels of resin acids can be indicative of in-plant losses of
treatment chemicals, wood furnish freshness as well as reduced effluent
treatment efficiencies, and these have been associated with re-
productive impairment in fish (Kovacs et al., 2013). In the case of kraft
mills and mills using mechanical pulping, wood furnish, water usage
and the type of bleaching and effluent biological treatment were not
distinguishing factors concerning potential effluent-related effects on
fish reproduction (Kovacs et al., 2011). While in general the organic
content of pulp mill effluents is predictive of effects on fish reproduc-
tion (Kovacs et al., 2013), it is necessary to test individual mills and
their constituents for their potential to affect reproduction.

In summary, this study describes a short term in vivo test with the
zebrafish that was used to demonstrate that effluent from a Brazilian
pulp mill affects testicular and hepatic function and that these re-
sponses in the testis are associated with effects on energy reserves
(lactate content, lactate dehydrogenase activity), cell signaling (pP38
MAPK) and oxidative stress. Future studies should determine if this
effluent represents a hazard to native species and if biochemical mar-
kers of testicular function are affected at other mills and thereby will
have utility in identifying the constituents within pulp mill effluent that
contribute to these responses.

Declarations of interest

None.



A.J.G. Castro et al.

Acknowledgements

This project was supported by a grant from the CNPq/PVE
(#401440/2014-1). We thank the Klabin Pulp and paper mill for pro-
viding the effluent used in this study. The authors are grateful to Prof.
Rodrigo Otavio Alves de Lima of the Departamento de Patologia - CCS -
UFSC for providing input on the analysis of the liver histology. Allisson
J G Castro (CNPq/PVE 401440/2014-1 and CNPq/PDJ 438246-2016-0)
and Ivana I E Baptista (CNPq/PVE 401440/2014-1) were supported by
postdoctoral fellowships.

References

Bergmeyer, H.U., 1983. Methods of Enzymatic Analysis, 3rd ed. vol. 3. Verlag Chemie,
Deerfield Beach, pp. 118-125.

Burtis, C.A., Ashwood, E.R., Bruns, D.E., 2007. Tietz Fundamentals of Clinical Chemistry,
6th ed. Saunders Elsevier, St. Louis, pp. 2007 (ISBN: 978-0-7216-3865-2).

Bustamante-Marin, X., Quiroga, C., Lavandero, S., Reyes, J.G., Moreno, R.D., 2012.
Apoptosis, necrosis and autophagy are influenced by metabolic energy sources in
cultured rat spermatocytes. Apoptosis 17, 539-550.

Chiang, G., Barra, R., Diaz-Jaramillo, M., Rivas, M., Bahamonde, P., Munkittrick, K.R.,
2015. Estrogenicity and intersex in juvenile rainbow trout (Oncorhynchus mykiss)
exposed to Pine/Eucalyptus pulp and paper production effluent in Chile. Aquat.
Toxicol. 164, 126-134.

Clescer], L.S., Greenberg, A.E., Eaton, A.D., 1999. Standard Methods for the Examination
of Water and Wastewater, 20th Ed. American Public Health Association,
Washington DC.

Costigan, S.L., Werner, J., Oulelet, J.D., Hill, L.G., Law, R.D., 2012. Expression profiling
and gene ontology analysis in fathead minnow (Pimephales promelas) liver following
exposure to pulp and paper mill effluents. Aquat. Toxicol. 122-123, 44-55.

Crespo, D., Assis, L.H., Furmanek, T., Bogerd, J., Schulz, R.W., 2016. Expression profiling
identifies Sertoli and Leydig cell genes as Fsh targets in adult zebrafish testis. Mol.
Cell. Endocrinol. 437, 237-251.

Erkkild, K., Aito, H., Aalto, K., Pentikdinen, V., Dunkel, L., 2002. Lactate inhibits germ cell
apoptosis in the human testis. Mol. Hum. Reprod. 8, 109-117.

Galardo, M.N., Regueira, M., Riera, M.F., Pellizzari, E.H., Cigorraga, S.B., Meroni, S.B.,
2014. Lactate regulates rat male germ cell function through reactive oxygen species.
PLoS One 31, e88024.

Gutiérrez-Uzquiza, A., Arechederra, M., Bragado, P., Aguirre-Ghiso, J.A., Porras, A.,
2012. p38 mediates cell survival in response to oxidative stress via induction of an-
tioxidant genes. J. Biol. Chem. 287, 2632-2642.

Hali, Y., Houa, J., Liu, Y., Yanga, H., Li, Z., He, Y., 2014. The roles and regulation of
Sertoli cells in fate determinations of spermatogonial stem cells and spermatogenesis.
Semin. Cell Dev. Biol. 29, 66-75.

Halliwell, B., Whiteman, M., 2004. Measuring reactive species and oxidative damage in
vivo and in cell culture: how should you do it and what do the results mean? Br. J.
Pharmacol. 142, 231-255.

Hewitt, L.M., Kovacs, T.G., Dubé, M.G., MacLatchy, D.L., Martel, P.H., McMaster, M.E.,
Paice, M.G., Parrott, J.L., van den Heuvel, M.R., Van Der Kraak, G.J., 2008. Altered
reproduction in fish exposed to pulp and paper mill effluents: roles of individual
compounds and mill operating conditions. Environ. Toxicol. Chem. 27, 682-697.

Hou, L., Xie, Y., Ying, G., Fang, Z., 2011. Developmental and reproductive characteristics
of western mosquitofish (Gambusia affinis) exposed to paper mill effluent in the
Dengcun River, Sihui, South China. Aquat. Toxicol. 103, 140-149.

Johnson, R., Wolf, J., Braunbeck, T., 2009. OECD Guidance Document for the Diagnosis
of Endocrine-Related Histopathology of Fish Gonads. Organisation for Economic Co-
operation and Development, France.

Khan, R.A., 2010. Influence of sediment contaminated with untreated pulp and paper mill
effluent on winter flounder, Pleuronectes americaus. Arch. Environ. Contam. Toxicol.
58, 158-164.

Kovacs, T., Martel, P., O'Connor, B., Parrott, J., McMaster, M., Van Der Kraak, G.,
MacLatchy, D., van den Heuvel, M., Hewitt, L.M., 2011. Kraft mill effluent survey:
leads toward best management practices for eliminating effects on fish reproduction.
Environ. Toxicol. Chem. 30, 1421-1429.

Kovacs, T.G., Martel, P.H., O'Connor, B.I., Hewitt, L.M., Parrott, J.L., McMaster, M.E.,
MacLatchy, D.L., Van Der Kraak, G.J., van Den Heuvel, M.R., 2013. A survey of
Canadian mechanical pulp and paper mill effluents: insights concerning the potential
to affect fish reproduction. J. Environ. Sci. Health A Tox. Hazard. Subst. Environ. Eng.
48, 1178-1189.

Li, M., Liu, J., Zhang, C., 2011. Evolutionary history of the vertebrate mitogen activated
protein kinases family. PLoS One 6, €26999.

Lopes, A.C., Mounteer, A.H., Stoppa, T.V., Aquino, D.S., Santiago Aquino, D., 2013.
Biological activity of bleached kraft pulp mill effluents before and after activated
sludge and ozone treatments. Water Sci. Technol. 67, 333-339.

Lora, A.J., Molina, A.M., Bellido, C., Blanco, A., Monterde, J.G., Moyano, M.R., 2016.

47

Comparative Biochemistry and Physiology, Part C 206-207 (2018) 41-47

Adverse effects of bisphenol a on the testicular parenchyma of zebrafish revealed
using histomorphological methods. Vet. Med. 61, 577-589.

Lowry, O.H., Rosebrough, N.J., Farr, A.L., Randall, R.J., 1951. Protein measurement with
the folin phenol reagent. J. Biol. Chem. 193, 265-275.

Merilainen, P., Krasnov, A., Oikari, A., 2007. Time- and concentration-dependent meta-
bolic and genomic responses to exposure to resin acids in brown trout. Environ.
Toxicol. Chem. 26, 1827-1835.

Milestone, C.B., Orrego, R., Scott, P.D., Waye, A., Kohli, J., O'Connor, B.I., Smith, B.,
Engelhardt, H., Servos, M.R., MacLatchy, D.L., Smith, D.S., Trudeau, V.L., Arnason,
J.T., Kovacs, T., Heid Furley, T., Slade, A.H., Holdway, D.A., Hewitt, L.M., 2012.
Evaluating the potential of effluents and wood feedstocks from pulp and paper mills
in Brazil, Canada, and New Zealand to affect fish reproduction: chemical profiling
and in vitro assessments. Environ. Sci. Technol. 46, 1849-1858.

Munkittrick, K.R., McMaster, M.E., Mc Carthy, L.H., Servos, M.R., Van Der Kraak, G.J.,
1998. An overview of recent studies on the potential of pulp-mill effluents to alter
reproductive parameters in fish. J. Toxicol. Environ. Health B Crit. Rev. 1, 347-371.

Oakes, K.D., Tremblay, L.A., Van Der Kraak, G.J., 2005. Short-term lab exposures of
immature rainbow trout (Oncorhynchus mykiss) to sulfite and kraft pulp-mill effluents:
effects on oxidative stress and circulating sex steroids. Environ. Toxicol. Chem. 24,
1451-1461.

Oakes, K.D., Van Der Kraak, G., 2003. Utility of the TBARS assay in detecting oxidative
stress in white sucker (Catostomus commersoni) populations exposed to pulp mill ef-
fluent. Aquat. Toxicol. 63, 447-463.

Orn, S., Svenson, A., Viktor, T., Holbech, H., Norrgren, L., 2006. Male-biased sex ratios
and vitellogenin induction in zebrafish exposed to effluent water from a Swedish pulp
mill. Arch. Environ. Contam. Toxicol. 2006 (51), 445-451.

Orrego, R., Pandelides, Z., Guchardi, J., Holdway, D., 2011. Effects of pulp and paper mill
effluent extracts on liver anaerobic and aerobic metabolizing enzymes in rainbow
trout. Ecotoxicol. Environ. Saf. 74, 761-768.

Parrott, J.L., Hewitt, L.M., Kovacs, T.G., MacLatchy, D.L., Martel, P.H., van den Heuvel,
M.R., Van Der Kraak, G.J., McMaster, M.E., 2010. Responses in a fathead minnow
(Pimephales promelas) lifecycle test and in wild white sucker (Catostomus commersoni)
exposed to a Canadian bleached kraft mill effluent. Water Qual. Res. J. Can. 2010
(45), 187-200.

Petersen, C., Svechnikov, K., Froysa, B., Soder, O., 2005. The p38 MAPK pathway med-
iates interleukin-1-induced Sertoli cell proliferation. Cytokine 32, 51-59.

Ratia, H., Rdménen, H., Lensu, A., Oikari, A., 2013. Betulinol and wood sterols in sedi-
ments contaminated by pulp and paper mill effluents: dissolution and spatial dis-
tribution. Environ. Sci. Pollut. Res. 20, 4562-4573.

Rossi, S.P., Windschiittl, S., Matzkin, M.E., Rey-Ares, V., Terradas, C., Ponzio, R.,
Puigdomenech, E., Levalle, O., Calandra, R.S., Mayerhofer, A., Frungieri, M.B., 2016.
Reactive oxygen species (ROS) production triggered by prostaglandin D2 (PGD2)
regulates lactate dehydrogenase (LDH) expression/activity in TM4 Sertoli cells. Mol.
Cell. Endocrinol. 434, 154-165.

Rossitto, M., Philibert, P., Poulat, F., Boizet-Bonhoure, B., 2015. Molecular events and
signalling pathways of male germ cell differentiation in mouse. Semin. Cell Dev. Biol.
45, 84-93.

Roux, P., Blenis, J., 2004. ERK and p38 MAPK-activated protein kinases: a family of
protein kinases with diverse biological functions. Microbiol. Mol. Biol. Rev. 68,
320-344.

Schulz, R.W., Franca, L.R., Lareyre, J., Le Gac, F., Chiarini-Garcia, H., Nébrega, R.H.,
Miura, T., 2010. Spermatogenesis in fish. Gen. Comp. Endocrinol. 165, 390-411.

Silva, P., Rocha, M.J., Cruzeiro, C., Malhao, F., Reis, B., Urbatzkab, R., Monteiro, R.A.F.,
Rocha, E., 2012. Testing the effects of ethinylestradiol and of an environmentally
relevant mixture of xenoestrogens as found in the Douro River (Portugal) on the
maturation of fish gonads—a stereological study using the zebrafish (Danio rerio) as
model. Aquat. Toxicol. 124-125, 1-10.

Tana, J., Nikunen, E., 1986. Impact of pulp and paper mill effluent on egg hatchability of
pike (Esox lucius L.). Bull. Environ. Contam. Toxicol. 36, 738-743.

van den Heuvel, M.R., 2010. Recent progress in understanding the causes of endocrine
disruption related to pulp and paper mill effluents. Water Qual. Res. J. Can. 45,
137-144.

Van Der Kraak, G.J., Munkittrick, K.R., McMaster, M.E., Portt, C.B., Chang, J.P., 1992.
Exposure to bleached kraft pulp mill effluent disrupts the pituitary-gonadal axis of
white sucker at multiple sites. Toxicol. Appl. Pharmacol. 115, 224-233.

Vigano, L., Benfenati, E., Bottero, S., Cevasco, A., Monteverde, M., Mandich, A., 2010.
Endocrine modulation, inhibition of ovarian development and hepatic alterations in
rainbow trout exposed to polluted river water. Environ. Pollut. 158, 3675-3683.

Zanatta, L., Zamoner, A., Gongalves, R., Zanatta, A.P., Bouraima-Lelong, H., Bois, C.,
Carreau, S., Silva, F.R., 2011. Effect of 1a,25-dihydroxyvitamin D3 in plasma
membrane targets in immature rat testis: ionic channels and gamma-glutamyl
transpeptidase activity. Arch. Biochem. Biophys. 515, 46-53.

Zhu, M., Sun, W.J., Wang, Y.L,, Li, Q., Yang, H.D., Duan, Z.L., He, L., Wang, 2015. P38
participates in spermatogenesis and acrosome reaction prior to fertilization in
Chinese mitten crab Eriocheir sinensis. Gene 559, 103-111.

Zunino, P., Soares, C.L.H., 2007. Changes in the sex hormone level, plasma metabolites
and histopathological alterations of gonad of fish exposed to pulp and papers mill
effluent. In: Proceed. SETAC Europe 17th Annual Meeting, SETAC Europe, Portopp.
136.



