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Abstract

The Uruguay river basin supports intensive agricultural and forest production, and
receives municipal sewage discharge and industrial effluent. Therefore, the river receives
xenobiotic compounds which can be distributed in sediments, biota, water and particu-
late matter. There is evidence of the ability of several of these compounds to interfere with
the endocrine system and the sediments are an important source. The aim of this study
was to determine whether exposure of immature Cyprinus carpio to Uruguay river sedi-
ments undergo physiological and endocrine alterations. A 30-day semi-static assay was
performed using sediments from four sites along the Uruguay river and compared with
an unexposed group in dechlorinated water as a negative control. The results showed
that plasma vitellogenin levels increased along the river, and significant differences were
found in exposed fish. Significant difference in hepatosomatic index was observed in
fish exposed to sediment from an industrial site. In the histological analysis, only repro-
ductive stage of males showed differences, where the number of primary spermatocyte
accumulations was lower in exposed ones, and some exposed individuals from industrial
sites presented with testis-ova. Our results suggest that the Uruguay river sediments are
a source of endocrine-disrupting compounds available to the aquatic organisms.

Keywords: endocrine disruptors, sediments, bioassay, Cyprinus carpio, Uruguay river

1. Introduction

The endocrine system is the main regulator of important metabolic processes such as nutri-
tion, development and reproduction. It is responsible for the maintenance of homeostatic
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mechanisms through regulatory actions positive and negative that allows keeping hormone
levels in balance [1].

Several natural and synthetic chemical compounds released into the environment by human
activities have the ability to interfere with the normal functioning of the endocrine system
[2-4, 7, 8, 12-18]; these compounds are called endocrine disruptors (EDCs). The term endo-
crine disruptor defines, by both, to a compound or set of exogenous chemical compounds
(natural or synthetics) that alter the normal functioning of the endocrine system through
alterations in hormonal balance, causing effects on exposed organisms and including about
his progeny [1, 5, 6].

A wide variety of EDC sources have been documented, including municipal sewage discharges
and industrial effluents (e.g., pulp mills), as well as some pesticides and their metabolites [1, 7, 8].
Some of these compounds are persistent and lipophilic, and their concentrations are higher in
sediments than in river water [9]. Growing scientific evidence shows that the EDCs can exert
estrogenic, androgenic, antiandrogenic, and antithyroid actions on aquatic organisms and can
induce alterations in the functional development and reproduction of fish [10-13]. Several
studies have detected high concentrations of EDCs in sediments, suggesting that the sedi-
ments could be responsible for the observed alterations; however, bioavailability of EDCs is
complex. Sediments could be acting as a sink and reducing EDC bioavailability or rereleasing
the chemical compounds into the water and acting as a source. The possible exposure routes
to aquatic organisms include direct uptake of free compounds across the gills or skin and
ingestion of sediment particles [9]. Several laboratories and field studies have reported that
fish exposed to sediments experience significant alterations in endocrine functions [14-19].

Several approaches have been employed to show effects derived from the exposure to chemical
compounds; however, those based on the use of biomarkers are the most widely used. These
have been defined as “xenobiotically induced variations in cellular or biochemical components,
processes, structures or functions that are quantifiable in a biological system” [20]. The first level
of action of a compound or mixture of chemical compounds occurs in the biochemical-molec-
ular component, triggering responses that tend to maintain the functioning of the organism
within the homeostatic levels. If the exposure concentrations are high or are maintained during
periods of prolonged time, the answers may not be enough to counteract the effect. In such a
case, the agency triggers in the first instance mechanisms of compensation and then repair [21].

The Uruguay river is the natural border between Uruguay from Argentina and supports
intensive agricultural and forest production and receives a variety of municipal sewage dis-
charges and industrial effluents [22-24]. Since 1992, studies carried out by the Administration
Commission of the Uruguay River (CARU) show the presence of some EDCs like chlorinated
compounds (aldrin, dieldrin, HCH, HCB, DDT and its derivatives) and PCBs in fish [25].
Other works from the lower Uruguay river, detected in water and sediments several chemi-
cals such as resin acids, phytosterols, polychlorinated dibenzo-p-dioxins, and dibenzofurans
[26, 27]. At the time of the study was carried out, a large pulp mill was under construction
at Fray Bentos along the Uruguay river and was associated with considerable controversy
[28]. Pulp mill effluents have been associated with endocrine impacts in Canada as well as in
other countries [29]. The main objective of this study was to determine whether exposure of
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immature common carp to Uruguay river sediments undergo physiological and endocrine
alterations. Cyprinus carpio was exposed to sediments collected upstream and downstream of
the construction site to provide a baseline prior to the initiation of effluent discharges from
the new pulp mill facility. Indicators widely used for monitoring the effect of plasma vitel-
logenin levels, condition factor, liver and gonad somatic indexes and histology of gonads on
the reproductive systems of fish were evaluated.

2. Methodological approach

The study was implemented applying a combination of field activities and laboratory, in
order to evaluate the potential of the sediments of the Uruguay river of interfere with the
normal functioning of the endocrine system and generate effects to reproductive level in fish.

Sediments have been selected as exposure matrix since that several compounds cataloged
as endocrine disruptors have high affinity for them and that they have been identified in
previous studies as one of the main sources of persistent estrogenic contaminants [6]. On
the other hand, several crop protection compounds recognized as endocrine disruptors have
been detected in water and fish in the Uruguay River [25, 30].

A battery of biomarkers was selected for the study, which included early warning signs
(plasma vitellogenin levels) and late ones (condition factor, hepato and gonadosomatic indi-
ces and histological analysis of gonads). These were evaluated under controlled laboratory
conditions by exposing juvenile individuals of Cyprinus carpio to sediments from different
sectors of the Uruguay river.

The presence of vitellogenin, an estrogen-inducible protein, in plasma indicates a high
internal concentration of estrogenic compounds, both of endogenous origin as exogenous
(xenoestrogens) [31]. Therefore, the presence of detectable concentrations of vitellogenin in
plasma of males or immature individuals has been proposed as a biomarker of exposure to
xenoestrogenic compounds [1, 31-34]. Several studies have shown the interference of various
compounds or mixture of these on the functioning of the endocrine system. Such is the case,
where Cyprinus carpio males captured in the effluent channel of a plant of household waste
treatment, presented levels of plasma vitellogenin significantly elevated [32]. These effects
can lead to alterations in the structure of the trophic webs, causing changes in the transfer
flows of matter and energy to and from the aquatic ecosystem. They can also cause a stock
reduction or a loss in the quality of commercially exploitable species, by the accumulation of
xenobiotics in tissues (bioaccumulation and/or biomagnification) [3, 35].

Gonadosomatic (GSI) and hepatosomatic indices (HSI) reflect the dynamics of the use of
energy by organisms. Changes in IGS are directly related to sex, age and reproductive stage
[30]. Therefore, an acceleration of the maturation of the gonadal cells by exposure to xenoes-
trogens will be reflected in an increase in the IGS and vice versa. While the changes in the IHS
are linked to alterations in the main functions of the liver as the synthesis and degradation of
hormones and detoxification of xenobiotics. In this sense, exposure to xenobiotics can cause
an increase in the size of the liver [37].

19
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Although through changes in somatic indices, it is possible to demonstrate the existence of
effects, it is not possible to elucidate the mechanism (s) by which changes were generated. In
this sense, by analyzing histological sections of the gonads, it is possible to determine if the
increase in size is due, for example, to acceleration in the maturation of the reproductive cells
induced by exposure to xenoestrogens.

Finally, the condition factor reflects the degree of adaptability of the organism to environ-
ment, in terms of an adequate energy balance between physiological needs and the increase
in body biomass. Therefore, exposure to natural or artificial stressors will cause changes in
the storage and transfer of lipids and proteins tending to counteract the effect of the stressor
in detriment of the increase in body weight [38].

Cyprinus carpio “common carp” is a teleost fish belonging to the Cyprinidae family. It is origi-
nally from Asia with a great ability to adapt to different media, has been widely introduced
worldwide. In our country, the introduction was made for commercial purposes in the 1960s
from Brazil [39]. It has wide ranges of temperature tolerances (12-32°C) and acidity (pH 5-10),
resists low levels of dissolved oxygen (1-2 mg/l) and high turbidity. It is an omnivorous spe-
cies, mainly benthophages [36]. About its reproductive characteristics, this species reaches its
sexual maturity between 18 months and 2 years of life, depending mainly on the temperature
of the water. The gonadal differentiation is within the category of differentiated gonocho-
rist, starting at 50 days post-birth [40—42]. The Organisation for Economic Co-Operation and
Development (OECD) and the United States Environmental Protection Agency (EPA) con-
sider Cyprinus carpio as a good bioindicator specie for evaluation effects of endocrine disrup-
tion [43, 44] and has already been used in several studies [32, 40, 41, 45-48]. This allows the
comparison of the results obtained with those generated in other studies.

3. Materials and methods

3.1. Sediment samples

The sediments samples were collected with an Eckman dredge in December 2006, transported
at 4°C to the laboratory, the proportion of organic carbon in each sample was determined by
calcination and then were stored at —20°C until bioassay. The zones were selected considering
representative sectors of the diverse anthropic activities developed in the basin (Figure 1):

(a) Paysandu-PY (S. 32°19” W58°06): near to the mouth of the Sacra Stream. This stream
receives the sewage and industrial effluents of the Paysandu city.

(b) Nuevo Berlin-NB (S 32°59” W 58°04"): located at North of the Fray Bentos city. This site
presents an important agricultural use, especially soybean and forestry. On the other hand,
according to hydraulic studies carried out under the installation of a pulp mill in the city of
Fray Bentos, this one zone would not be influenced by the plume of the effluent. Therefore, it
could be considered as a preimpact point in future monitoring.

(c) Las Canas-LC (S 33°15 W 58°16"): located at South of the Fray Bentos city, is a tourist and
agricultural area.



First Approach to Screening Endocrine Disruption Activity in Sediments from the Uruguay River...
http://dx.doi.org/10.5772/intechopen.78736

(d) Juan Lacaze-JL (534°26" W 57°27'): located in the Rio de la Plata river (Colonia Department).
It is an urban-industrial area and is directly influenced by discharge form an elemental chlo-
rine bleached Kraft pulp mill (was considered a positive control).

3.2. Experimental design

The assay was performed in January 2007. Immature common carp were obtained from the
National Direction of Aquatic Resources Fish Hatchery (DINARA - Villa Constitucion sta-
tion). They were transported in plastic bags, which were injected with oxygen and placed
in ice. Once received in the laboratory, total weight (g), total and standard length (cm) of
the totality of the individuals were recorded (mean body length, 7.2 + 0.9 cm; mean weight,
9.0 + 3.2 g) The fish were acclimatized for 15 days in an aerated pool (800 L of dechlorinated
water, renewed every 2 days). During the acclimation period as well as during the assay, they
were fed ad libitum with commercial feed (Marplatense S.A., Montevideo, Uruguay) and were
kept under controlled temperature conditions (22 +/- 1°C), light: dark cycle (12:12 h) and
percentage of dissolved oxygen (89 +/- 1%).
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Figure 1. Study area and location of the sediment sampling zones. PY Paysandu, NB Nuevo Berlin, LC Las Cafias, JL
Juan Lacaze.
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Forty-eight hours prior to the start of the assay, the collected sediments were placed in 30-1
tanks in a 1:10 ratio (sediment/water), in order to allow them to decant. Each of the treatments
(sectors of the river) was analyzed in triplicate (total 12 fish tanks) and included three tanks
with dechlorinated water and no sediment (negative control). Four fishes were placed in each
tank randomly and were weighed and measured at the beginning of the assay. The spatial
location at de laboratory of the treatments and controls was established randomly by using
a table of random numbers. The assay was semi-static, with water replacement every 7 days
and an exposure time of 30 days.

3.3. Plasma vitellogenin (VTG) levels

Once the bioassay was completed, blood samples were extracted from the vena caudalis using
heparinized syringes for plasma VTG analysis (heparin solution 20 units/ml). Plasma was
separated by centrifugation (Universal 32R, Hettich Zentrifugen) at 1500 rpm for 10 min, and
plasma VTG was quantified using antibody pre-coated enzyme-linked immunosorbent assay
kits (Biosense Laboratory, Bergen, Norway; product no. V01003402) [49]. The microplates
were measured at a wavelength of 492 nm in a Biorad 680 microplate reader spectropho-
tometer (Hercules, CA, USA). The VTG concentration was calculated based on a standard
calibration curve and expressed in pg/ml [50, 51].

3.4. Gonadal histology

The individuals were sacrificed by cervical dislocation, and the gonad was removed. Gonads
were immediately weighed and fixed in 10% phosphate buffered formalin at pH 7.4. Then
the tissue was dehydrated gradually through the passage through alcohol 70°, 96°, 100° and
chloroform and embedded in paraffin. The cuts were made using a Reichert-Jung microtome
at 5 um. Finally, they were re-hydrated and stained with Harris’s hematoxylin and eosin. The
fish were sexed, and the reproductive maturity of the gonad cells was determined according
to Smith and Walker in 2004 using an optical microscope with 10x, 20x and 40x eyepieces
(Olympus Vanox; Tokyo, Japan) and photographed using a digital camera [36, 52-53].

3.5. Physiological indices

The somatic indices were calculated according to the following morphometric parameters:
body weight (g), liver weight (g) and gonad weight (g).

For the condition factor, in first instance, was analyzed the length-weight relationship (log-
log curve) from which the slope was obtained (p). This value was the allometric coefficient
and was used in the equation Eq. 1.

K - weight 1 1
= \Stlengt? ] ™ 00 @)

The hepatosomatic index (HSI) and gonadosomatic index (GSI) of each fish were determined
according to Egs. (1) and (2)
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_( liver mass

HSI = (body mass) x 100 2)
_ ( gonad mass

GSI = <W> x 100 (3)

3.6. Statistical analysis

Normality and homogeneity of variance were verified, and a single factor analysis of vari-
ance or Kruskal-Wallis test was used to determine differences between the physiological indi-
ces and plasma VTG levels. Statistical significance was confirmed by Tukey’s post hoc test;
p <0.05 was considered significant.

4. Results

4.1. Plasma VTG levels gonadal histology

Plasma VTG levels are presented in Figure 2. The values increased along a latitudinal gradient
from Paysandu to Juan Lacaze (means: control = 0.360, Paysand1 6.128 and Juan Lacaze = 9989)
accompanied of a reduction in the data dispersion. Only significant differences were observed
among the sediment of exposed groups with the control (Tukey’s HSD, p <0.05); however, no
differences were detected among the exposed groups.
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Figure 2. Plasma vitellogenin levels in common carp exposed to sediments from the Uruguay River. Vertical bars
indicate the 95% confidence intervals. *Indicate significant differences (p < 0.05).
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4.2. Gonadal histology

The gonadal histological analysis of females revealed that oocyte stages was not different
between exposed and unexposed groups and that all oocytes were in the previtellogenic and
perinucleolar stages according to the classification made by Smith and Walker [36] (Figure 3C, D).
No significant differences were observed in relation to the size of the oocytes (control group
range: 59-114 um, Paysandu range: 79-113 um, Nuevo Berlin range: 66-109 um, Las Cafas
range: 74-116 um) nor in the amount of them within the displayed field.

Regarding testicular development, this in general does not have a clear differentiation,
and it is only possible to observe a delay in maturity of the exposed individuals respect to

Figure 3. Photographs of gonadal histology. (A) male from control (20x); (B) male from Nuevo Berlin (20%); (C) female
from the control (20x); (D) female from Nuevo Berlin (10x). PSA primary spermatocyte accumulation, OPP oocytes in
previtellogenic and perinucleolar stage, Ct cytoplasm, N nucleus.
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Treatment Sex distribution (males/females) Testis-ova (number/males)
Unexposed 9/3 0/9

Paysandu 9/3 1/9

Nuevo Berlin 4/8 0/4

Las Canas 4/8 0/4

Juan Lacaze 10/2 1/10

Table 1. Sex distribution between treatments and the control and the occurrence of testis-ova.

Treatment K GSI HSI
Unexposed 2.6+04(12) 0.5+0.6 (12) 1.3+0.8 (12)*
Paysandu 2.8+0.3 (12) 0.5+0.6 (12) 1.7 £0.6 (12)
Nuevo Berlin 2.6+0.5(12) 1.3+£1.0(12) 1.8+0.6 (12)
Las Canas 2.6+04(12) 0.9+0.6 (12) 0.9+0.6 (12)*
Juan Lacaze 2.8+0.4 (12) 0.6 +0.8 (12) 25+0.4 (12)*

Values are given as mean + standard deviations for each treatment, and respective n in parentheses. *indicates statistical
differences between treatments (p < 0.05). K: condition factor, GSI: gonadosomatic index, HSI: hepatosomatic index.

Table 2. Physiological indices in the exposed and unexposed groups.

control. This delay is observed by a decrease in the number of accumulations of primary
spermatocytes (Figure 3A, B). Some individuals exposed to sediments from industrial sites
(Paysandu and Juan Lacaze) presented oocytes in testicular tissue (testis-ova) (Table 1).

4.3. Physiological indices

Values of the physiological indices in the exposed and unexposed groups are given in Table 2.
No significant differences were observed among the groups for the condition factor (K) or
gonadosomatic index (GSI); however, significant differences in HSI were detected. Post-
hoc comparisons revealed that fish exposed to sediment from Juan Lacaze had significantly
increased HSIs compared with those in the control (p = 0.04) and Las Cafas groups (p = 0.02)

5. Discussion

The results obtained in plasma vitellogenin levels indicate a marked effect of the treatments.
Several known sources of endocrine disruptors are located in the Uruguay river basin, and
previous studies have detected some EDCs in sediments [27] that could be responsible
for the observed alterations. However, only significant differences were observed in Las
Canas and Juan Lacaze treatments. In the first one, the increase may be due to the contribu-
tion of known estrogenic pesticides such as chlorpyrifos, endosulfan, and cypermethrin
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from agricultural surrounding areas [54]. Additionally, phytoestrogens released by crops
as a defense strategy may be reaching the river in overland runoff. In particular, soybeans
contain high levels of genistein, daidzein, and glycitein, which can elicit alterations in
endocrine function in wildlife and humans [55]. Juan Lacaze receive untreated municipal
sewage effluent containing a complex cocktail of natural (estrone or 17b-estradiol) and
synthetic estrogens used in oral contraceptives as well as surfactants used in soaps and
detergents (alkylphenols and alkylphenolpolyethoxylates) Furthermore, the plasma VTG
concentrations in fish were highest where deposition processes were predominant at Juan
Lacaze and where pulp mill effluent was discharged near the sampling site. In that sense,
several works worldwide have documented the increase in vitellogenin plasma in juvenile
individuals exposed to effluents from cellulose plants [14, 56, 57]. Elevated levels of VTG in
males and immature females were clearly an estrogen-mediated response. It is important
to note that VTG levels were not affected by the sex ratio, as shown by similar VTG con-
centrations in the Las Cafias and Juan Lacaze groups with opposite sex ratios, same when
comparing the Paysandu and Nuevo Berlin treatments.

The gonad histology analyses indicated that female fish did not exhibit differences in matura-
tion state. Unlike other works carried out under similar conditions, not differences in the stage
of oocyte development were observed [33, 58, 59]. Whereby it could only be a trophoblastic
but not protoplasmic growth, this could be checked by increasing the exposure time to see if
there are changes in the stages in the individuals with the highest number of cells. However,
sediment-exposed males presented delayed testicular maturation than that in the unexposed
group. Jobling et al. reported that the induction of VTG in males is negatively correlated with
testicular maturation, and Devlin and Nagahama observed retarded gonadal maturation in
C. carpio males exposed to estrogenic compounds [60, 61]. Changes in sex ratios and intersex
individuals have been reported in common carp exposed to EDCs [40, 41, 61]. However, the
intersex condition occurs naturally in approximately 5% of the population in this species [7].
Thus, the presence of individuals with testis-ova observed in our study was possibly a natural
phenomenon and may not have been caused by exposure to contaminated sediments.

The condition factor showed higher values in all the treatments with respect to the control
group; however, the differences are not statistically significant, and this agrees with the
results obtained by Orrego et al. [14]. The significant increase in liver mass at Juan Lacaze
may have been caused by induction of the hepatic mixed function oxidase system in response
to discharge of persistent organic compounds from the pulp mill effluent [62-64]. Increased
protein synthesis generates proliferation of endoplasmic reticulum, which can be reflected in
increased hepatocyte size [65-69].

6. Conclusions

This study is the first report about endocrine disruption in fish exposed to sediment from
the lower Uruguay river. The results can be considered a reference condition for monitor-
ing the impacts of the new ECF bleached Kraft Eucalyptus pulp mill. Nonpoint (soybean-
wheat crops) and point sources (municipal sewage and pulp mill effluent) can explain the
VTG induction observed in immature fish and suggest the presence and bioavailability of
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EDCs in the sediments. The specific agents responsible for the toxic effects were not identified
because it was beyond the scope of this study. Future research is needed to identify the causal
agents (natural or synthetic) and to determine exposure routes (e.g., grazing on sediments or
bioconcentration from the water column). Finally, in relation to the adequacy of the bioassay
developed to be applied as a monitoring tool, since Juan Lacaze sediments generated the
greatest changes in the analyzed biomarkers, confirming their inclusion as a positive control.
Likewise, the selection of negative controls (without sediment exposure) showed the lowest
levels of changes as well as the lowest dispersion of values between replicates.
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