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ABSTRACT. This study assessed the limnology from the Medium Uruguay River Basin in Uruguaiana, 
Brazil, with a focus on the concentration of heavy metals (Cd, Cu, and Mn), to assess the toxicological 
potential (cytotoxicity and genotoxicity) for humans using as biological matrix of study human leukocyte 
cells. The conductivity, resistivity, and dissolved O2 levels exceeded the limits recommended by the 
National Environmental Council (Conselho Nacional do Meio Ambiente - CONAMA). The percentage of 
non-viable human leukocyte cells exposed to water samples was approximately 20% higher than that of the 
negative control (<3%), but similar to the positive control. The DNA damage index was high for all heavy 
metal concentrations assayed when compared to the negative control 12±2.96, p < 0.0001, with a range of 
155.66±23.89 to 194.33±23.23, but similar to the positive control (210.62±27.48). Moreover, the 
leukocyte degeneration index was higher in all samples containing heavy metals than in the negative 
control (4%), which demonstrates to be due the presence of Cu (11.8-12.5%), Cd (13-15.6%), and Mn 
(15.6-22.5%). Taken together, our results show that the quality from water samples analyzed is below than 
recommended by CONAMA and offers risk of contamination by heavy metals for the general population. 
Keywords: ecotoxicology, genotoxicity, limnology, heavy metals, Uruguay River Basin. 

Cd, Cu e Mn da Bacia do Rio Uruguai em Uruguaiana, RS, Brasil, e seu potencial 
toxicológico para leucócitos humanos 

RESUMO. Este estudo avaliou a limnologia de amostras de água da bacia do rio Uruguai Médio, Brasil, 
focando as concentrações de metais pesados (Cd, Cu e Mn), para determinar o potencial toxicológico 
(citotoxicidade e genotoxicidade) utilizando como matriz biológica células leucocitárias humanas. A 
condutividade, resistividade e níveis de O2 dissolvido nas amostras analisadas excederam o limite 
recomendado pelo Conselho Nacional de Meio Ambiente (CONAMA). O percentual de células 
leucocitárias humanas não viáveis expostos às amostras de água foi de aproximadamente 20% maior que o 
controle negativo (<3%), mas similar ao controle positivo. O índice de dano ao DNA foi maior para todas 
as concentrações de metais testadas quando comparadas ao controle negativo (12±2,96), p < 0,0001, com 
uma variação de 155,66±23,89 a 194,33±23,23, mas estatisticamente semelhante ao observado para o 
controle positivo (210,62±27,48). Adicionalmente, o índice de degeneração leucocitário foi maior em todas 
as amostras contendo metais pesados que o controle negativo (4%), pela presença de Cu (11,8-12,5%), Cd 
(13-15,6%) e Mn (15,6-22,5%). Analisando esses dados conjuntamente, nossos resultados demonstram que 
a qualidade das amostras de água analisadas encontra-se abaixo da recomendada pela CONAMA e oferece 
risco de contaminação por metais pesados para a população em geral. 
Palavras-chave: ecotoxicologia, genotoxicidade, limnologia, metais pesados, Bacia do rio Uruguai. 

Introduction 

The loss of biodiversity in continental water 
ecosystems is primarily caused by pollution and 
eutrophication, which increase sedimentation in 
water sources and in turn compromise the 
equilibrium of ecosystems (Ternus, Souza-Franco, 
Krombauer,  Mocellin,  &  Dal  Magro,  2011).  This 

scenario explains a decrease in water quality, making 
it inappropriate for human consumption (Nawab  
et al., 2015). 

The increase in human activity such as waste 
disposal in rivers results in deposition of different 
sediments (Possamai, Viana, Schulz, Costa, & 
Casagrande, 2007). These sediments include heavy 
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metals that, isolated or as organometallic 
compounds, have negative effects on ecosystems 
and, consequently on human health through trophic 
transference along the food chain or by direct 
exposure to them (Chakarvorty et al., 2015), as is the 
case of water sample analyzed in this study. In 
Uruguaiana city there is.  

Environmental contamination by heavy metals is 
probably associated with the intensity or frequency 
of anthropogenic activity industrial waste dumping. 
As a result, metals such as cadmium (Cd), copper 
(Cu), and manganese (Mn) appear as contaminants 
that are accumulated in particulate sediment forms 
(Jesus, Costa, Mendonça, & Zandonade, 2004).  

It has been accept that heavy metals are able to 
oxidize several organic matrixes, as different types of 
human cells. Moreover, heavy metals may have 
different sites of chemical interaction or bound with 
proteins, enzymes, DNA, RNA, carbohydrates 
and lipids. The metals’ characteristics interfere with 
the cells physiology and may lead them to several 
and irreversible injuries (Frederickson, Koh, & 
Bush, 2005; Sliwinski et al., 2009; Pereira et al., 
2015). 

In Uruguaiana is sort of a routine to consume 
fish from the Uruguay River and its tributaries, as 
well as to use its waters for recreation. In addition, 
the uptake of drinking water in the city is made 
directly from the Rio Uruguay, after a treatment. 

Thus, the aims of this study were to analyze the 
limnologic parameters and to detect and quantify 
heavy metal concentrations (Cd, Cu, and Mn) in 
water samples from the Salso I Stream, a tributary of 
the Uruguay River, and from the river in 
Uruguaiana (Rio Grande do Sul, Brazil) in order to 
obtain the realistic water quality conditions. The 
study also sought to determine whether the heavy 
metal concentrations found could have cytotoxic 
and genotoxic effects on human leukocytes, which 
are cell models to investigate toxicity and exposures 
to xenobiotics, such heavy metals (Pereira et al., 
2015). 

Material and methods 

Twelve sites were chosen for water sample 
collection. Four were from the Salso I Stream near 
an urban landfill which had additional exposure to 
human influence originating from rural and urban 
areas. Two sites were further downstream; the 
remaining six samples were collected from the 
Uruguay River. These included three sites upstream 
from the city’s drinking water collection site. The 
three remaining sites were located downstream 
(Table 1). 

Table 1 Location of water sampling points: Urban Garbage 
Deposits - Salso I Stream, and Uruguay River, Uruguaiana 
Municipality, RS, Brazil. 

Salso I Stream  
Sampling spots Geographic coordinates 
1 29°46′16.01″S 57°1′54.50″W 
2 29°46′15.57″S 57°1′52.19″W 
3 29°46′02.75″S 57°1′57.50″W 
4 29°46′01.32″S 57°02′0.03″W 
5 29°44′26.14″S 57°4′42.67″W 
6 29°44′27.08″S 57°4′44.36″W 

Uruguay River 
Sampling spots Geographic coordinates 
7 29°44′40.71″S 57°5′0.18″W 
8 29°44′43.37″S 57°5′3.70″W 
9 29°44′46.19″S 57°5′8.02″W 
10 29°44′49.55″S 57°5′14.19″W 
11 29°44′53.99″S 57°5′20.00″W 
12 29°44′54.35″S 57°5′20.71″W 

Collection sites were chosen on the basis of 
some selection criteria. Private properties were 
excluded, whereas publicly accessible areas and 
locations near the urban garbage deposit were 
included.  

The glassware used in the laboratory was 
prepared for use by treating with 30% HNO3 
overnight, washing three times with Milli-Q water, 
and drying at 60°C. 

Limnological evaluation and heavy metal determination 

Limnological evaluation and quantification of 
heavy metal concentration were performed 
according to Resolution Number 357 of the 
CONAMA (2005) for classification Freshwater C-2. 

The limnological assay was performed using the 
HI 9828 Multiparameter Water Quality Meter 
(Hanna Instruments; Woonsocket, RI, USA). The 
instrument measured pH, dissolved oxygen, 
conductivity, resistance, temperature, and salinity. 
For nitrite and ammonia content analyses the 
commercial Kit (Alfakit; Florianópolis, SC, Brazil) 
was used. 

The quantitative analyses for heavy metals were 
performed using an atomic absorption 
spectrophotometer (PinAAcle500; PerkinElmer Inc., 
Waltham, MA, USA). Before of the metals analysis, 
the water samples were filtered through of 
membrane with 0.45 μm in order to separate the 
metals dissolved from metals in suspension. After 
that, 250 mL of each water sample was treated with 
concentrated HNO3, according to the protocol 
established by the Associação Brasileira de Normas 
Técnicas (ABNT) NBR 13809:1997.  

The water used was previously distilled and 
deionized on an ion-exchange column and purified 
using a Milli-Q system (Millipore®, Billerica, USA) 
with resistivity of 18.2 MΩ cm-1. The reagent used 
for the decomposition of LS (HNO3, 65%, 1.4 kg L-1, 
Merck®, Darmstadt, Germany) was a redistilled 
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analytical grade (model duoPUR distillation 
Subboiling Distillation System, Milestone®, 
Sorisole, Italy). All materials were decontaminated 
by immersion in an aqueous HNO3 20% (v/v) 
solution for 24 hours and subsequently rinsed with 
distilled/deionized water. 

For each of the heavy metals Cd, Cu, and Mn, 
standard curves were prepared from the GFAAS 
Mixed Standard solution (Lot# 22-175JB, PE# 
N9300244; PerkinElmer Inc.) to obtain the 
corresponding line equation and R² values, using the 
following equations: Cd, y = 0.02004x – 0.00042 
(R² = 0.9985); Cu, y = 0.00497x – 0.00366 (R² = 
0.9986); and Mn, y = 0.0024x + 0.00002 (R² = 
0.9998). All sample measurements were made three 
times and the average values are reported, and all 
reagents were PA, supra pure to avoid metal 
contamination. The minimum detectable limit for 
Cd, Cu, and Mn were 0.069 μg L-1, 0.024 μg L-1, and 
0.083 μg L-1, respectively. 

Toxicological evaluations 

The experimental protocols used for the 
cytotoxicity and genotoxicity analyses, including 
venous blood collection, were approved by the 
Research Ethics Committee of the Universidade 
Federal de Santa Maria (UFSM), under registration 
number 0089.0.243.000-07.  

The cytotoxicity and genotoxicity evaluations 
and the human leukocyte degeneration indices were 
performed after heavy metal concentrations were 
determined, as the experimental heavy metal 
concentrations were to be similar to those of the 
samples. Tests were performed on heavy metal 
solutions prepared in phosphate-buffered (pH 
7.4).  

The metals concentrations used in this study take 
into account the bioaccumulation concept and the 
data from our laboratory that show cytotoxicity, 
mutagenicity, and genotoxicity of heavy metals 
concentrations from ≤1 μg mL-1 to 50 μg mL-1 in ex 
vivo studies in human leukocytes, that is, in very low 
range concentration (Pereira et al., 2015; and data 
not shown), such as observed in results from sample 
water analysis in this study. Then, for these 
toxicological assays, solutions of metals were 
prepared to reflect the low, intermediate, and high 
sample concentrations. In this sense, it was prepared 
three concentration for Cd, two for Cu, and six for 
Mn due the major range than others. 

The venous blood was collected after 12 hours 
overnight fasting by venipuncture using top 
Vacutainer® (BD diagnostics, Plymouth, UK) tubes 

with heparin from a single donator over 18 years 
old, healthy, without any medication use. The blood 
sample were aliquoted and then used for cytotoxic 
and genotoxic assays. 

The venous blood was collected after 12 hours 
overnight fasting by venipuncture using top 
Vacutainer® (BD diagnostics, Plymouth, UK) tubes 
with heparin from a single donator over 18 years 
old, healthy, without any medication use. The blood 
sample were aliquoted and then used for cytotoxic 
and genotoxic assays. 

The number of leukocytes was standardized (8 × 
10³ cells mL-1) for cell viability, oxidative damage of 
DNA (Pereira et al., 2015), and leukocyte 
degeneration assays (Camargo, Santos, & Zonta, 
1999). All tests were performed in triplicate and 
always with the same group division: Negative 
Control composed solely of the leukocyte 
suspension (LS); Positive Control composed of LS 
and 4 mM H2O2; and Sample Tests, LS plus Cd, 
Cu, or Mn at a concentration equal to that found in 
a sample during the heavy metal analysis. Samples 
were incubated at 37°C for 1 hour, with slow and 
continuous mixing by inversion. 

For heavy metal cytotoxicity evaluation, cell 
viability was determined by membrane integrity 
analysis using the trypan blue method (Burow et al., 
1998).  

A comet assay was used to evaluate genotoxicity, 
performed according the guidelines for comet assay 
use (Tice et al., 2000). Leukocytes were stained with 
a commercial kit (Labtest®). The analysis was 
performed in triplicate, using a microscope to count 
100 cells per slide and classify the DNA damage 
level of each, from 0 (no damage) to 4 (maximum 
damage). The average damage level obtained for 
each treatment allowed calculation of the 
corresponding damage index. Damage indices 
ranged from 0 (100 cells × 0) to 400 (100 × 4).  

The leukocyte degeneration index (LDI) was 
evaluated according to Lima, Soares, Grecco, 
Galizzi, & Cançado, (2001), where LDI = toxic 
neutrophils/total neutrophils × 100.  

Data analysis 

The data were subjected to the Kolmogorov-
Smirnov test to check the normality, and showed a 
Gaussian distribution. Following, the data from cell 
viability assay, comet assay, and LDI were analyzed 
with a one-way analysis of variance (ANOVA) and 
Dunnett’s test, considered significant when p < 
0.05, and expressed as average and standard 
deviation. 



442 Costa et al. 

Acta Scientiarum. Biological Sciences Maringá, v. 38, n. 4, p. 439-446, Oct.-Dec., 2016 

Results and discussion 

Table 2 shows the results of the water 
limnological and heavy metals evaluations from 
Salso I Stream and the Uruguay River, including 
pH, conductivity, resistivity, salinity, dissolved 
oxygen content, temperature, total ammoniacal 
nitrogen, and nitrite, with CONAMA 
recommended limits noted. 

All samples showed a pH within the acceptable 
range (6-9), with exception of sample 10 (Table 2). 
There was no sample within an acceptable 
conductivity range, that is, less than 100 μS cm-1. 
Almost all of them had resistivity lower than the 
reference values.  

Acceptable freshwater salinity levels are under 
0.5 ppm. Only sample 6 showed salinity higher than 
the established limit. Freshwater dissolved oxygen 
has a stipulated a limit not minor than 6 mg L-1, and 
all the samples showed low levels of oxygen. 
Samples 7, 9, and 12 that presented pH between 8 
and 8.5 showed ammonium contents over the 
permissible levels. Nitrite concentration in all 
samples was within the permissible range. 

The limnologic parameters have no direct 
relationship with cytotoxicity or genotoxicity. 
However, the limnology of waters may affect the 
oxidative status of the heavy metals dissolved or in 
suspension. This status may favor the absorption of 
metals in organic matrixes. 

The results of the heavy metal analysis are also 
presented in Table 3. All samples showed Cd levels 
over the permissible limit (1 μg L-1), ranging from 
2.33 μg L-1 to 10.47 μg L-1. Samples from sites 3, 5, 6, 
8, 10 and 11 showed Cu levels over the currently 
permissible limits. All analyzed water samples 
showed Mn at levels much higher than that 
permitted (100 μg L-1), with concentrations ranging 
from 164.2 μg L-1 to 2,390 μg L-1. 

Table 2. Limnological analysis of water samples from Urban 
Garbage Deposits, Salso I Stream, and Uruguay River, 
Uruguaiana Municipality, RS, Brazil. 

Sample pH Con.a Res.b Sal.c O2
d T°Ce NH4

f NO2
g 

1 8.57 210 4.76 0.10 4.32 23 ND 0.01 
2 8.21 200 5.00 0.09 4.51 22.4 ND 0.015 
3 8.48 220 5.54 0.10 4.28 22.4 0.10 0.01 
4 8.51 110 9.09 0.05 4.16 22.6 0.25 0.025 
5 8.47 110 9.09 0.05 4.02 22.6 0.25 0.025 
6 8.00 143 0.69 0.72 2.19 22.4 1.00 0.01 
7 8.10 240 4.16 0.11 3.62 23.3 2.00 0.05 
8 7.98 240 4.16 0.11 3.91 23.6 1.50 0.1 
9 8.18 510 1.96 0.24 4.54 23.7 3.00 0.2 
10 9.28 400 2.50 0.19 5.14 22.8 2.00 0.1 
11 8.00 200 5.00 0.09 4.70 23.06 0.10 0.01 
12 8.14 470 2.12 0.23 2.91 23.6 2.00 0.025 
CONAMA 6-9 ≤100 ≥10 ≤0.5 ≥6 # * 1 
aConductivity (μS cm-1); bResistivity (mω cm-1); cSalinity (ppm); dOxigen dissolved 
(mg/L); eTemperature in °C; fAmmonia (mg L-1 N-NH4); gNitrite (N-NO2 mg L-1); # 
Variable; *3.5 mg L-1 in pH < 7.5, 2 mg L-1 in pH >7.5<8, 1 mg L-1 in pH >8<8.5, 
and 0.5 mg L-1 in pH >8.5; ND = Not detected. 

 

Table 3. Heavy metal analysis of water samples from Urban 
Garbage Deposits, Salso I Stream, and Uruguay River, 
Uruguaiana Municipality (RS), Brazil. 

Sample Cd (μg L-1) Cu (μg L-1) Mn (μg L-1) 
1 2.33±0.355* ND 205.4±12.34* 
2 10.47±0.096* ND 255.1±19.33* 
3 6.32±0.609* 10.04±0.975 164.2±19.1* 
4 7.98±0.684* 7.836±0.99 189.4±11.25* 
5 5.58±0.542* 10.35±1.13 400±27.28* 
6 2.5±0.139* 10.57±0.955 1,796.8±58.36* 
7 5.43±0.499* 7.6±0.684* 267±8.36* 
8 2.94±0.288* 10.72±1.01 436.3±23.33* 
9 3.5±0.145* 7.748±0.345* 2,390±67.77* 
10 4.03±0.39* 10.18±0.441 1,000.8±72.5* 
11 2.26±0.197* 10.48±0.667 184.55±12.14* 
12 4.06±0.399* 7.68±0.973* 298.95±18.79* 
CONAMA 1 9 100 
MD 0.069 0.024 0.083 
ND = Not detected; MD = minimum detectable; *Statiscally significant (p<0.05) 
from CONAMA values. The data are shown as mean and standard deviation from 
heavy metals concentration (μg L-1). 

It is well established that Cd is very mobile in 
aquatic environments, especially in water bodies rich 
in organic material, where it is present in sediments 
as Cd2+ and Cd3+ and is not, in this case, likely to 
undergo a redox reaction (Pierangeli et al., 2005). 

Furthermore, Cd is absorbed by aquatic organisms, 
and then taken up by aquatic plants and animals that 
may be consumed by human beings (Matsuo & Val, 
2007). Increased exposure to Cd may cause several 
disorders in humans, such as acute or chronic 
intoxications (Dias, Alleoni, Casagarande, & 
Camargo, 2001). 

Cu is highly dependent on pH in all 
environments. Thus, in aquatic systems with acidic 
pH, this metal is usually dissolved in water (Milesi, 
Biasi, Restello, & Hepp, 2008). However, at a pH of 
about 8, Cu is mostly precipitated in the form of 
copper hydroxide or in stable complexes with 
sulfides, which exert oxidative effects and 
dissociation (Scheffer, Sodré, & Grassi, 2007). 

The adsorption by metallic oxyhydroxides and 
clay minerals reduces the bioavailability of Cu 
(Tapia et al., 2011). However, by its ingestion, 
vertebrates may accumulate Cu in their livers 
(Bücker, Carvalho, & Alves-Gomes, 2006). The 
damage to humans caused by this food chain is 
linked to the generation of free radical species and 
consequently oxidative stress, which can induce 
degenerative diseases (Baierle et al., 2010). 

Mn is a metal naturally found in the 
environment (Molin, Costa, Rieger, Pra, & Lobo, 
2010) after being introduced in the organic systems 
of vegetables and animals (Silvia, Vitti, & Trevizan, 
2007). The fact that all analyzed water samples had 
higher levels of Mn lead us to suggest that the 
environment is compromised, considering that 
leaching into streams (Ortiz, Godoi, Polakiewicz, & 
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Pires, 2008) and ground pollution seem to be 
determining factors in increased Mn contents in the 
analyzed samples (Agourakis, Camargo, Cotrim, & 
Flues, 2006). 

In high pH environments, Mn is mainly present 
in Mn3+ and Mn4+ oxidation states, which are the 
most reactive forms for complex formation, and 
which contribute, indirectly, to sediment formation 
and the low oxygen dissolved (Who, 2011). 

However, complexes formed by Mn²+ are prone 
to being weakly solvated and are readily available for 
its absorption by plants (Moreira, Prochnow, Kiehl, 
Neto, & Pauletti, 2006), especially when the 
environment (redox potential) provides high 
conductivity and low resistivity in water (Camargo et 
al., 1999), as in the analyzed samples. 

Although there are few toxicokinetic studies of 
heavy metals, it has been shown in rats that the oral 
absorption of Mn is increased when applied in 
inorganic forms and at elevated doses, which are 
easily transported through Mn-contaminated water 
and food (Dorman, Struve, James, McManus, 
Marshall, & Wong, 2001). 

In mammals, Mn is a metal that is involved in 
important homeostatic mechanisms, mainly in the 
liver, pancreas, kidneys, and adrenal glands-organs 
that accumulate Mn when ingested in an excessive 
amount (Yoon et al., 2011). On the other hand, 
gastrointestinal ulcers, neurotoxic effects, and 
hematological disturbances are attributed to Mn 
toxicodynamics (Yoon et al., 2011). 

The heavy metals concentration performed for 
genotoxicity and cytotoxicity tests on human 
leukocytes were, for Cu, from samples 3 and 6, 
10.04 μg L-1 and 10.5 μg L-1, respectively; for Cd, the 
selected concentrations were of the samples 6 (2.5 μg L-1), 5 (5.58 μg L-1), and 2 (10.47 μg L-1), renamed 
Cd (6), Cd (5), and Cd (2), respectively. Finally, for 
Mn the selected concentrations were of the samples 
3 (164.2 μg L-1), 12 (298.95 μg L-1), 5 (400 μg L-1), 10 
(1,000.8 μg L-1), 6 (1,796.8 μg L-1), and 9 (2,390 μg 
L-1), which were named Mn (3), Mn (12), Mn (5), 
Mn (10), Mn (6), and Mn (9), respectively. 

The heavy metals concentration performed for 
genotoxicity and cytotoxicity tests on human 
leukocytes were, for Cu, from samples 3 and 6, 
10.04 μg L-1 and 10.5 μg L-1, respectively; for Cd, the 
selected concentrations were of the samples 6 (2.5 μg L-1), 5 (5.58 μg L-1), and 2 (10.47 μg L-1), renamed 
Cd (6), Cd (5), and Cd (2), respectively. Finally, for 
Mn the selected concentrations were of the samples 
3 (164.2 μg L-1), 12 (298.95 μg L-1), 5 (400 μg L-1), 10 
(1,000.8 μg L-1), 6 (1,796.8 μg L-1), and 9 (2,390 μg 
L-1), which were named Mn (3), Mn (12), Mn (5), 
Mn (10), Mn (6), and Mn (9), respectively. 

Figures 1A and Aa shows the percentage of 
nonviable leukocytes after exposure to different 
heavy metal concentrations. The samples Cu (3), Cu 
(6), Cd (6), Cd (5), Cd (2), Mn (3), Mn (12), Mn 
(5), Mn (10), Mn (6), and Mn (9), had a greater 
proportion of nonviable cells than did the negative 
control, F (2.986), p < 0.05. However, the percentage 
found for all the treatments (<20%) is considered 
adequate to give credibility to genotoxicity tests. 

Figures 1B and Bb presents the DNA damage 
indices for human leukocytes exposed to different 
concentrations of heavy metals. All of the heavy 
metals in the assayed concentrations showed higher 
indexes of damage than did the negative control 
12±2.96, F(13.92), p < 0.0001, with a range of 
155.66±23.89 to 194.33±23.23, but similar to the 
damage index found for the positive control 
(210.62±27.48). 

Figures 1C and Cc presents the degenerative 
index of leukocytes exposed to different Cu, Cd, and 
Mn concentrations. The results show the presence 
of cytotoxicity, as evidenced by an increase in the 
frequency of increased granulation in neutrophils, 
with all samples showing a significant increase 
compared to the negative control (4%), F(8.62), with 
p < 0.0001. Cu had a leukocyte degeneration index 
ranging from 11.8% to 12.5%; Cd, from 13.0% to 
15.6%; and Mn, from 15.6% to 22.5%. 

It is well established that heavy metals such as 
Cu, Cd, and Mn can cause changes in cellular 
physiological processes (Williams et al., 2010), 
including the inhibition of cellular repair 
mechanisms and, consequently, causing defects in 
cellular cycle regulation (Merzenich et al., 2002). 
They also induce the formation of inclusion bodies 
and cellular stress response (Eichler, Ransom, & 
Smoyer, 2005), formation of reactive oxygen species 
(ROS) (Lee, O’Connor, & Pfeifer, 2002), depletion 
of glutathione (Mikhak et al., 2008), development of 
cancer, premature aging (Merzenich et al., 2002), 
and development of degenerative diseases such as 
Huntington Disease (Williams et al., 2010). 

Genotoxicity of Cd could be explained through 
mechanisms beyond ROS formation such as the 
inhibition of DNA repair mechanisms and the 
suppression of apoptotic mechanisms (Hengstler et 
al., 2003). On the other hand, Cu, Zn, and Mn have 
an important role in the conversion of ROS to 
H2O2, through the dismutation of Cu-Zn 
superoxide (CuZn-SOD) and Mn superoxide (Mn-
SOD). A dysfunction in Mn-SOD, or even lack of it 
due to mitochondrial DNA depletion, leads to a 
reduction in its antioxidant activity, which can result 
in various pathological disorders such as vascular 
dysfunction (Wenzel et al., 2008). 
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Figure 1. A and Aa-Percentage nonviability leukocyte cells; B and Bb-DNA damage index of leukocyte cells; C and Cc-Degenerative 
index of leukocyte cells. Data were analyzed by one-way ANOVA followed by Dunnet’s Test (n=3) and expressed by average ± S.E.M., 
with p < 0.05. a, b Superscript letters represent statistical difference. NC=Negative control; PC=Positive control. 

Moreover, the presence of H2O2 and other ROS 
creates breaks in several strands of DNA, mainly at 
guanine residues (Lee, et al., 2002). Nevertheless, 
protein or enzyme complexes with Cd2+ or Cu2+ 
inhibit excision repair, a replication correction system, 
favoring the genetic mutations that are propagated 
through the cellular cycle (Merzenich et al., 2002). 

It seems that Cd plays a central role among the 
heavy metals, acting as either inductor or inhibitor 

of the process of apoptosis. It can induce the activity 
of caspase-3 in vitro (Shimoda, Nagamine, Takagi, 
Mori, & Waalkes, 2001), or it can induce oxidative 
stress, as already described, leading to genomic 
instability, implying that it is essentially a carcinogen 
(Bal & Kasprzak, 2002). 

The increased granulation in neutrophils is 
known as toxic granulation, which can have 
different etiologies (Bain, 2007). In this study, a 1-h 
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exposure of leukocytes to various concentrations of 
Cu, Cd, and Mn was sufficient to induce increased 
formation of abnormal granulation in the 
neutrophils, probably by increasing the phagocytic 
process of these cells. 

Conclusion 

The analyzed water samples show limnological 
parameters of conductivity, resistivity, dissolved O2, 
and ammoniacal nitrogen, in dissonance with 
CONAMA Resolution 357. Cu, Cd, and Mn 
concentrations were also over the limit established 
by the legislation for nearly all tested samples. 

The genotoxicity and cytotoxicity assays of 
human leukocyte exposed to different 
concentrations of Cu, Cd, and Mn, equal to those 
found in river water samples, show elevated indexes 
of DNA damage and cellular degeneration. 

References 

Agourakis, C. D., Camargo, C. M. I., Cotrim, B. M., & 
Flues, M. (2005). Comportamento de zinco e 
manganês de pilhas alcalinas em uma coluna de solo. 
Quimica Nova, 29(5), 960-964. 

Associação Brasileira de Normas Técnicas [ABNT]. 
(2016). NBR 13809 - Água - Tratamento preliminar de 
amostras para determinação de metais - Método da 
espectrometria de absorção atômica/emissão em chama. 
Retrieved from <http://www.abntcatalogo.com.br/ 
norma.aspx?ID=4657> 

Baierle, M., Valentini, J., Paniz, C., Moro, A., Junior, B. 
F., & Garcia, C. S. (2010). Possíveis efeitos do cobre 
sanguíneo sobre parâmetros hematológicos em idosas. 
Jornal Brasileiro de Patologia e Medicina Laboratorial, 46(6), 
463-470. 

Bain, B. J. (1997). Hematologia: Um guia prático. Porto 
Alegre, BR: Artmed. 

Bal, W., & Kasprzak, K. S. (2002). Induction of oxidative 
DNA damage by carcinogenic metals. Toxicoology 
Letters, 127(1-3), 55-62. 

Bücker, A., Carvalho, W., & Alves-Gomes, J. A. (2006). 
Avaliação da mutagênese e genotoxicidade em 
Eigenmannia virescens (Teleostei: Gymnotiformes) 
expostos ao benzeno. Acta Amazônica, 36(3), 357-364. 

Burow, M. E., Weldon, C. B., Tang, Y., Navar, G. L., 
Krajewski, S., Reed, J. C. … Backman, B. S. (1998). 
Differences in susceptibility to tumor necrosis factor α-induced apoptosis among MCF-7 breast cancer cell 
variants. Cancer Research, 58(1), 4940-4946. 

Camargo, O. A. F., Santos, A. G., & Zonta, E. (1999). 
Alterações eletroquímicas em solos inundados. Ciência 
Rural, 29(1), 171-180. 

Chakarvorty, M., Dwivedi, A. K., Shukla, A. D., Kumar, 
S., Niyogi, A., Usmani, M., & Pati, J. K. (2015). 
Geochemistry and magnetic measurements of 
suspended sediment in urban sewage water vis-à-vis 

quantification of heavy metal pollution in Ganga and 
Yamuna Rivers, India. Environmental Monitoring and 
Assessment, 187, 604. doi: 10.1007/s10661-015-4794-x. 

Conselho Nacional do Meio Ambiente [CONAMA]. 
(2015). Resolução nº 357. Retrieved on March 25, 2015 
from 
http://www.mma.gov.br/port/conama/res/res05/res 
35705.pdf  

Dias, N. M. P., Alleoni, L. R. F., Casagarande, J. C., & 
Camargo, A. C. (2001). Isotermas de adsorção de 
cádmio em solos ácricos. Revista Brasileira de Engenharia 
Agrícola e Ambiental, 5(2), 229-234. 

Dorman, D. C., Struve, M. F., James, R. A., McManus, B. 
E., Marshall, M. W., & Wong, B. A. (2001). Influence 
of dietary manganese on the pharmacokinetics of 
inhaled manganese sulfate in male CD rats. Toxicology 
Science, 60(2), 242-251. 

Eichler, E. T., Ransom, F. R., & Smoyer, E. W. (2005). 
Differential induction of podocyte heat shock proteins 
by prolonged single and combination toxic metal 
exposure. Toxicology Science, 84(1), 120-128. 

Frederickson, C. J., Koh, J. Y., & Bush, A. I. (2005). The 
neurobiology of zinc in health and disease. Nature 
Reviews Neuroscience, 6(6), 449-462. 

Hengstler, G. J., Bolm-Audorff, U., Faldum, A., Janssen, 
K., Reifenrath, M., Götte, W. … Oesch, F. (2003). 
Occupational exposure to heavy metals: DNA damage 
induction and DNA repair inhibition prove co-
exposures to cadmium, cobalt and lead as more 
dangerous than hitherto expected. Carcinogenesis, 24(1), 
63-73. 

Jesus, C. H., Costa, A. E., Mendonça, F. S. A., & 
Zandonade, E. (2004). Distribuição de metais pesados 
em sedimentos do sistema estuarino da ilha de Vitória-
ES. Química Nova, 27(3), 378-386. 

Lee, H. D., O’connor, R. T., & Pfeifer, P. G. (2002). 
Oxidative DNA damage induced by copper and 
hydrogen peroxide promotes CG→TT tandem 
mutations at methylated CpG dinucleotides in 
nucleotide excision repair-deficient cells. Nucleic Acids 
Research, 30(16), 3566-3573. 

Lima, A. O., Soares, B. J., Grecco, J. B., Galizzi, J., & 
Cançado, J. R. (2001). Métodos de laboratório aplicados à 
clínica - técnica e interpretação. Rio de Janeiro, BR: 
Guanabara Koogan. 

Matsuo, A., & Val, A. (2007). Dietary tissue cadmium 
accumulation in an amazonian teleost (Tambaqui, 
Colossoma macropomum Cuvier). Braziliam Journal of 
Biology, 67(4), 657-661. 

Merzenich, H., Hartwig, A., Ahrens, W., Beyersmann, D., 
Schlepegrell, R., Scholze, M. … Jockel, K. H. (2001). 
Biomonitoring on carcinogenic metals and oxidative 
DNA damage in a cross-sectional study. Cancer 
Epidemiology Biomarkers Prevention, 10(5), 515-522. 

Mikhak, B., Hunter, J. D., Spiegelman, D., Platz, A. E., 
Wu, K., Junior, E. W. J., & Giovannucci, E. (2008). 
Manganese superoxide dismutase (MnSOD) gene 
polymorphism, interactions with carotenoid levels and 
prostate cancer risk. Carcinogenesis, 29(12), 2335-2340. 



446 Costa et al. 

Acta Scientiarum. Biological Sciences Maringá, v. 38, n. 4, p. 439-446, Oct.-Dec., 2016 

Milesi, V. S., Biasi, C., Restello, M. R., & Hepp, U. L. 
(2008). Efeito de metais cobre (Cu) e zinco (Zn) sobre 
a comunidade de macroinvertebrados bentônicos em 
riachos do sul do Brasil Acta Scientiarum. Biological 
Sciences, 30(3), 283-289. 

Molin, D. D., Costa, B. A., Rieger, A., Pra, D., & Lobo, A. 
E. (2010). Determinação das características de 
toxicidade ambiental do percolado de um aterro de 
resíduos industriais perigosos (estudo de caso). Tecno-
Lógica, 14(1), 5-10. 

Moreira, G. S., Prochnow, I. L., Kiehl, C. J., Neto, M. L., 
& Pauletti, V. (2006). Formas químicas, 
disponibilidade de manganês e produtividade de soja 
em solos sob semeadura direta. Revista Brasileira Ciência 
do Solo, 30(1), 121-136. 

Nawab, J., Khan., S., Shah, M. T., Qamar, Z., Din, I., 
Mahmood, Q., & Huang, Q. (2015). Contamination 
of soil, medicinal, and fodder plants with lead and 
cadmium present in mine-affected area, Northern 
Pakistan. Environmental Monitoring and Assessment, 187, 
605. doi: 10.1007/s10661-015-4807-9. 

Ortiz, N., Godoi, L. E., Polakiewicz, L., & Pires, F. A. M. 
(2008). Monitoramento de águas de superfície 
densamente poluídas - o córrego Pirajuçara - 
localizado na região metropolitana de São Paulo. 
Exacta, 6(2), 245-257. 

Pereira, L. P., Silva, F. E. B., Flores, E. M. M., Schrekker, 
H. S., Machado, M. M., & Oliveira, L. F. S. (2015). In 
vitro ZnCl2 cytotoxicity and genotoxicity in human 
leukocytes: Zero-order kinetic cellular zinc influx. 
Acta Scientiarum. Health Sciences, 37(1), 63-68. 

Pierangeli, P. A. M., Guilherme, G. R. L., Curi, N., Silva, 
N. L. M., Lima, M. J., & Costa, S. T. E. (2005). Efeito 
do pH na adsorção e dessorção de cádmio em 
latossolos brasileiros. Revisata Brasileira de Ciências do 
Solo, 29(4), 523-532. 

Possamai, F. P., Viana, E., Schulz, H. E., Costa, M. M., & 
Casagrande, E. (2007). Lixões inativos na região 
carbonífera de Santa Catarina: análise dos riscos à 
saúde pública e ao meio ambiente. Revista Ciência & 
Saúde Coletiva, 12(1), 171-179. 

Scheffer, W. E., Sodré, F. F., & Grassi, T. M. (2007). 
Fatores que governam a especiação do cobre em 
ambientes aquáticos urbanos: evidências da 
contribuição de sulfetos solúveis. Quimica Nova, 30(2), 
332-338. 

Shimoda, R., Nagamine, T., Takagi, H., Mori, M., & 
Waalkes, P. M. (2001). Induction of apoptosis in cells 
by cadmium: quantitative negative correlation 
between basal or induced metallothionein 
concentration and apoptotic rate. Toxicological Sciences, 
64(2), 208-215. 

Silva, S. L. M., Vitti, C. G., & Trevizam, R. A. (2007). 
Concentração de metais pesados em grãos de plantas 
cultivadas em solo com diferentes níveis de 

contaminação. Pesquisa Agropecuária. Brasileira, 42(4), 
527-535. 

Sliwinski, T., Czechowska, A., Kolodziejczak, M., Jajte, J., 
Jarosinska, M. W., & Blasiak, J. (2009). Zinc salts 
differentially modulate DNA damage in normal and 
cancer cells. Cell Biology International, 33(4), 542-
547. 

Tapia, P., Santander, M., Pávez, O., Valderrama, L., 
Guzmán, D., & Romero, L. (2011). Biosorción de 
iones cobre con biomasa de algas y orujos 
deshidratados. Revista de Metalurgia, 47(1), 15-28. 

Ternus, R. Z., Souza-Franco, G. M., Krombauer, M. E. 
A., Mocellin, J. C., & Dal Magro, J. (2011). Influence 
of urbanisation on water quality in the basin of the 
upper Uruguay. River in western Santa Catarina, BR. 
Acta Limnologica Brasileira, 23(2), 189-199. 

Tice, R. R., Agurell, D., Anderson, D., Burlinson, B., 
Hartmann, A., Kobayashi, H., Miyamae, Y. ... Sasaki, 
Y. F. (2000). Single cell gel/comet assay: guidelines for 
in vitro and in vivo genetic toxicology testing. 
Environmental Molecular Mutagenesis, 35(3), 206-221. 

Wenzel, P. P.; Schuhmacher, S.; Kienhofer, J.; Muller, J.; 
Hortmann, M.; Oelze, M … Daiber, A. (2008), 
Manganese superoxide dismutase and aldehyde 
dehydrogenase deficiency increase mitochondrial 
oxidative stress and aggravate age-dependent vascular 
dysfunction. Cardiovascular Research, 80(2), 280-289. 

Williams, B. B., Kwakye, G. F., Wegrzynowicz, M., Li, D., 
Aschner, M., Erikson, M. K., & Bowman, B. A. 
(2010). Altered manganese homeostasis and 
manganese toxicity in a Huntington’s disease striatal 
cell model are not explained by defects in the iron 
transport system. Toxicology Sciences, 117(1), 169-179, 

World Health Organization [WHO]. (2011). Manganese in 
Drinking-water. Background document for development of 
WHO Guidelines for Drinking-water Quality. Retrieved 
from <http://www.who.int/water_sanitation_health/ 
dwq/chemicals/manganese.pdf> 

Yoon, M., Schroeter, D. J., Nong, A., Taylor, D. M., 
Dorman, C. D., Andersen, E. M., & Clewell, H. J. 
(2011). Physiologically based pharmacokinetic 
modeling of fetal and neonatal manganese exposure in 
humans: describing manganese homeostasis during 
development. Toxicology Sciences, 122(2), 297-316. 
 
 

Received on May 19, 2016. 

Accepted on October 25, 2016. 

 
 

License information: This is an open-access article distributed under the terms of the 
Creative Commons Attribution License, which permits unrestricted use, distribution, 
and reproduction in any medium, provided the original work is properly cited. 
 

 


