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Previous studies investigating the exposure to metal(loid)s of populations living in the Panasqueira mine
area of central Portugal found a higher internal dose of elements such as arsenic, chromium, lead, manga-
nese, molybdenum and zinc in exposed individuals. The aims of the present study were to evaluate the
extent of genotoxic damage caused by environmental and occupational exposure in individuals previously
tested for metal(loid) levels in different biological matrices, and the possible modulating role of genetic
polymorphisms involved in metabolism and DNA repair. T-cell receptor mutation assay, comet assay,
micronucleus (MN) test and chromosomal aberrations (CA) were performed in a group of 122 subjects
working in the Panasqueira mine or living in the same region. The modifying effect of polymorphisms in
GSTA2, GSTM1, GSTP1, GSTT1, XRCC1, APEX1, MPG, MUTYH, OGG1, PARP1, PARP4, ERCC1, ERCC4, and ERCC5
genes was investigated. Significant increases in the frequency of all biomarkers investigated were found in ex-
posed groups, however those environmentally exposed were generally higher. Significant influences of polymor-
phisms were observed for GSTM1 deletion and OGG1 rs1052133 on CA frequencies, APEX1 rs1130409 on DNA
damage, ERCCT rs3212986 on DNA damage and CA frequency, and ERCC4 rs1800067 on MN and CA fre-
quencies. Our results show that the metal(loid) contamination in the Panasqueira mine area induced
genotoxic damage both in individuals working in the mine or living in the area. The observed effects are
closely associated to the internal exposure dose, and are more evident in susceptible genotypes. The urgent
intervention of authorities is required to protect exposed populations.

© 2013 Elsevier Ltd. All rights reserved.
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1. Introduction dependent on agriculture and farming, and moreover the local river

flowing nearby — Zézere river — feeds the Castelo do Bode dam (located

Mining industry is a major economic resource for many countries,
although it is one of the most hazardous activities, both for workers
and for the surrounding environment. Panasqueira mine area is one of
the most important Portuguese mining sites, and the environmental
effect of this activity is a source of great concern. Environmental studies
performed in this area identified an anomalous concentration of several
metals and metalloids [= metal(loid)s] in stream sediments, superficial
and ground waters from local courses, road dust, soils, and plants for
human consumption from nearby villages (Avila et al., 2008; Ferreira
da Silva et al., 2013; Grangeia et al., 2011; Salgueiro et al., 2008). Indeed,
populations living in the small villages around the mine site are strongly
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90 Km downstream from the mine), the principal water supply for the
Lisbon metropolitan area. Any significant spillages into the river can
cause serious environmental contamination and potential health conse-
quences to populations living downstream.

Most metal(loid)s are very toxic to living organisms and when
present in excess may become an important threat for the human
health. This is also true for even those elements that are considered
as essential (Murray et al., 2009). Major health effects include devel-
opmental retardation, endocrine disruption, kidney damage, immu-
nological and neurologic effects, and several types of cancer (Mudgal
et al.,, 2010).

A number of studies have been published on the genotoxic effects
of metal(loid)s, demonstrating that elements like arsenic (As),
cadmium (Cd), chromium (Cr), iron (Fe), mercury (Hg), manganese
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(Mn), nickel (Ni), lead (Pb), and their compounds increase the fre-
quency of micronuclei (MN), chromosomal aberrations (CA), sister
chromatid exchanges (SCE), and also chromosomal loss (reviewed
in Jadhav et al., 2006). Hartwig (1994) postulated a mechanism of
genotoxicity based on the interference of some metal(loid)s with
the fidelity of DNA repair. Subsequent studies confirmed that
metal(loid)s such as As, Cd, cobalt (Co), and Ni interfere with both
base and nucleotide excision repair (BER and NER) pathways
(HERAGO5, 2007).

Individuals working in the Panasqueira mine and populations living
nearby were previously tested for metal(loid) contents in different
biological matrices (Coelho et al., in press). The results revealed that
the populations are exposed to significantly higher concentrations of
As, Cr, Mn, Mo, Pb, and Zn when compared to matched controls. The
group environmentally exposed showed higher levels of metal(loid)s
than the one occupationally exposed, with females presenting signifi-
cantly higher concentrations of toxic substances than males. Prelimi-
nary studies performed in a smaller group of individuals living and
working in the area revealed increased levels of MN and T-cell receptor
mutations in exposed populations (Coelho et al., 2011, 2012).

The current study was designed to investigate the presence of
genotoxic damage associated with both occupational and environmen-
tal exposure to metal(loid)s. TCR mutation assay, MN test, CA, and
comet assay were analysed as biomarkers of genotoxic effect.

A number of polymorphisms of genes involved in the metabolism
(GSTA2, GSTM1, GSTP1, and GSTT1) and in DNA repair (XRCC1, APEX1,
MPG, MUTYH, OGG1, PARP1, PARP4, ERCC1, ERC(4, and ERCC5) were
selected according to the literature and investigated as possible effect
modifiers (Hartwig, 1994; HERAGO5, 2007; Mateuca et al, 2008;
Skjelbred et al., 2011; Teixeira et al., 2002).

2. Methods
2.1. Study population

The study population consisted of a total of 122 subjects living
in the area of the Panasqueira mine as detailed in Coelho et al.
(in press). Forty-one individuals living in villages located in the
vicinity of the mine and downstream of Zézere river (S. Francisco de
Assis and Barroca do Zézere) were classified as environmentally ex-
posed (16 males and 25 females). The 41 male miners and ex-miners
from the Panasqueira mine represented the group of occupationally ex-
posed. Whereas 40 additional subjects without environmental and/or
occupational exposure to mining activities, or other known toxic expo-
sure, were the controls. The control group included individuals living in
non contaminated areas upstream the river and on the western side of
the mine (Casegas and Unhais-o-Velho). The individuals in the control
group worked mainly in administrative offices and were matched with
the environmentally exposed group by age, gender, lifestyle, and smoking
habits (17 males and 23 females). The criteria used to select the individ-
uals for the study were age over 18 years and living in the same village
for at least 5 years before the study. A questionnaire was used to assess
the personal health status, medical history, medication, diagnostic tests
(X-rays, etc.), and lifestyle factors. All subjects were fully informed
about the procedures and objectives of this study, and signed an informed
consent form. Approval for this study was obtained from the Institutional
Ethical Board of the Portuguese National Institute of Health.

2.2. Sample collection

Blood samples were collected by venipuncture in BD Vacutainer®
CPT™ tubes with sodium heparin for mononuclear leukocytes isola-
tion prior to TCR mutation and comet assays, and in tubes containing
sodium heparin for cytokinesis block MN test, CA, and for genetic
polymorphism analysis.

Samples were transported under refrigeration and stored at approx-
imately +4 °C until mononuclear leukocyte isolation and analysis for
MN test and CA, and at- —20 °C for DNA extraction and genotyping.
All samples were coded and analysed under blind conditions.

2.3. TCR mutation assay

Isolation of mononuclear leukocytes was performed using BD
Vacutainer® CPT™ tubes, following manufacturer's instructions.
The mononuclear leukocyte layer (buffy coat) was removed and
washed three times with ice-cold phosphate buffer solution (PBS)
of pH 7.4, at 1000 rpm (~270 xg) for 10 min. TCR mutation assay
was carried out with flow cytometry according to Garcia-Lest6n
etal. (2011).

2.4. Comet assay

Mononuclear leukocytes were isolated as described in the TCR
mutation assay protocol. Cells were suspended in freezing medium
(50% foetal calf serum, 40% RPMI 1640, 10% DMSO) to obtain
107 cells/mL, and stored at —80 °C until the time of analysis. The
mononuclear leukocytes were quickly thawed at 37 °C. Cell viability
was assessed by trypan blue exclusion technique where in all cases it
was found to be higher than 85%. The alkaline version of the comet
assay was performed as described by Costa et al. (2008) with a num-
ber of modifications. Briefly, cells were suspended in 100 pL low
melting point agarose and dropped (5 pL drops — 4 drops per indi-
vidual, 12 drops per slide) onto a frosted slide precoated with normal
melting point agarose. After lysis, unwinding and electrophoresis the
slides were washed with PBS 7.4 and ice-cold bi-distilled water. They
were then further dehydrated in ethanol solutions (70% and 96%).
Prior to analysis, gels were stained with SYBR Green solution,
washed twice with ice-cold bi-distilled water and left to dry for
30-60 min. Before each slide was scored a drop of water and a
cover slip were placed on top of them. Twenty-five randomly select-
ed cells from each gel (100 cells/donor) were examined.

2.5. Cytokinesis-block MN test

Aliquots of 0.5 mL heparinised whole blood were used to estab-
lish duplicate lymphocyte cultures for cytokinesis-block MN test, as
described in Costa et al. (2006). To determine the total number of
MN in binucleated cells, a total of 1000 binucleated cells with well-
preserved cytoplasm (500 per replicate) were scored for each sub-
ject. MN was scored by the same reader and identified according to
the criteria defined by Fenech (2007).

2.6. CA assay, aneuploidies and gaps

Duplicate lymphocyte cultures for CA were established using 0.5 mL
of heparinised whole blood as described in Roma-Torres et al. (2006).
One hundred metaphases were analysed for each individual, and fifty
from each duplicate culture, according to the criteria of Therman
(1980).

Metaphases with 46 chromosomes were scored. The structural aber-
rations were classified as follows: Total CA frequency (CA-total) was
defined as the number of aberrations, excluding gaps; Chromosome-
type aberrations (CA-chromosome) included chromosome-type breaks,
ring chromosomes, and dicentrics; Chromatid type aberrations (CA-
chromatid) included chromatid-type breaks. Aneuploidies (cells with
45 and 47 chromosomes) and gaps (single and double) were also
scored.
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2.7. DNA extraction and genotyping

Genomic DNA was obtained from 200 pL of heparinised whole blood
samples using a commercially available kit according to the
manufacturer's instructions (QIAamp DNA extraction kit — Qiagen,
Hilden, Germany). Each DNA sample was stored at —20 °C until analysis.

The GSTA2 Ser112Thr (rs2180314) polymorphism was genotyped
by real-time PCR (AB7300) using TagMan® SNP Genotyping Assays
from Applied Biosystems (ABI Assays reference: C_22275149_30)
according to the manufacturer's instructions. To carry out the allelic dis-
crimination the DNA samples were quantified by PicoGreen dsDNA
Quantification Reagent (Molecular Probes, Eugene, OR, USA) according
to the method of Silva et al. (2009). GSTM1 and GSTTI analyses for gene
deletions were carried out by a multiplex PCR as described by Lin et al.
(1998) with minor modifications described by Teixeira et al. (2002).
The GSTP1 polymorphism Ile105Val (rs1695) was determined by PCR
and RFLP according to the method of Harries et al. (1997) with minor
modifications described in Teixeira et al. (2004).

The XRCC1 Arg194Trp (rs1799782) and Arg399GIn (rs25487),
APEX1 Asp148Glu (rs1130409), MPG Lys17GIn (rs3176383), MUTYH
GIn335His (rs3219489), OGG1 Ser326Cys (rs1052133), PARP1 Val762Ala
(rs1136410), PARP4 Gly1280Arg (rs13428) and Pro1328Thr (rs1050112),
ERCC1 Lys504GIn (rs3212986), ERCC4 Arg415GIn (rs1800067), and
ERCC5 Asp1104His (rs17655) and Cys529Ser (rs2227869) gene poly-
morphisms were determined by Real-Time PCR using TagMan®
SNP Genotyping Assays from Applied Biosystems (ABI Assays refer-
ences: C_11463404_10, C_622564_10, C_8921503_10, C_32323403_10,
C_27504565_10, C_3095552_1, C_1515368_1, C_8700143_10,
C_8700142_10, C_2532948_10, €_3285104_10, C_1891743_10
and C_15956775_10, respectively) following Conde et al. (2009), Costa
et al. (2008), Gomes et al. (2010), and Silva et al. (2010).

2.8. Statistical analysis

The three groups of exposure were compared by socio-demographic
(ie., gender, age, village of residence and years of work if miner) and
lifestyle factors potentially influencing the levels of genotoxicity
(i.e., smoking habits). The Chi-square test was applied for categor-
ical variables and the analysis of variance (ANOVA) was applied for
continuous variables. The effect of exposure on the level of genotoxicity
biomarkers was preliminarily tested through ANOVA. To achieve a bet-
ter approximation to the normal distribution, a log-transformation of
the data was applied to TCR-Mf and %DNAT. No transformation was
needed for MN frequency. The Kruskal-Wallis test was performed for
CA-total, CA-chromosome, CA-chromatid, and aneuploidies. Best fitting
multiple regression models were used to estimate the effect of the ex-
posure. Linear regression was applied on the log-transformed TCR-Mf
and %DNAT; negative binomial regression on non transformed data
was carried out with MN and CA-total; lastly, Poisson regression on
non transformed data was fitted for CA-chromosome, CA-chromatid,
and aneuploidies. All models included age, smoking habit (smokers
were classified as ever/never smokers given the high number of heavy
smokers that declared to be ex-smokers), and actual confounders. A
possible role as effect modifiers of candidate biomarkers of susceptibil-
ity on genotoxic damage induced by exposure was also tested. When
the number of subjects with homozygous mutations was small, these
were merged with the group of subjects with heterozygous mutations.
Thus, a dominant model was hypothesised in this case; an additive
model was tested in all other cases. Mean ratio (MR) was used as the
point estimate of effect accompanied by its 95% confidence interval
(CI). To take into account the village of origin and to evaluate the accu-
mulation of exposure from the work and the environment, the occupa-
tionally exposed population was divided into: i) subjects occupationally
and environmentally exposed (working in the mine and living in vil-
lages near the mine); and ii) subjects only occupationally exposed,
(working in the mine and living in villages upstream the river). Linear

regression on log-TCR-Mf and log-%DNAT, and negative binomial re-
gression on CA-total were fitted to estimate the effect of exposure
according to these new groups. Adjustment for age, smoking habit
and parameter-specific actual confounders was applied. An ancillary
analysis was carried out to quantitatively assess the association be-
tween metal(loid) concentration and genotoxicity. The study subjects
were divided into three groups according to the tertile distribution of
each metal(loid). The resulting three-level factors [one factor for each
metal(loid)] were, in turn, fitted in a regression model on the
genotoxicity biomarkers. For each biomarker, the best fitting regression
method was chosen. All models included age, smoking habits, and
model-specific confounders. The critical limit for significance was set
at P<0.05. The statistical software used for the analyses were
StataCorp. 2011, Stata Statistical Software: Release 12, College Station,
TX: StataCorp LP and SPSS Inc. Released 2004, SPSS for Windows, Ver-
sion 13, Chicago, SPSS Inc.

3. Results

General characteristics of the study populations are summarised in
Table 1. The group of occupationally exposed subjects was composed
by males only, and differed also from the others because of the much
higher proportion of smokers.

Univariate comparisons of genotoxicity biomarkers by study group
are reported in Table 2. Significant differences were found for all
biomarkers except for the frequency of aneuploidies (47), with higher
values in the exposed groups, particularly in the environmentally
exposed.

The genotoxic effect of exposure, age, and smoking habits, adjusted
for the presence of confounding factors, was evaluated with multivari-
able modelling (Table 3). Significant increases observed in exposed
groups when compared to controls confirmed the result of univariate
analysis, with the only exception of MN which did not show any signif-
icant differences. The environmentally exposed group showed signifi-
cantly higher %¥DNAT, CA-total, CA-chromosome and CA-chromatid
when compared to the control group. The occupationally exposed
group showed significantly higher TCR-Mf and %DNAT. Significant effect

Table 1
Description of the study population.

Variable Controls Environmentally Occupationally P
exposed exposed value
Total 40 41 41
Duration of work - - 25.07 + 7.07
(years, current
miners)*
Ex-miners 34
Duration of work - - 18.30 £+ 10.19
(years)?
Time since stop - - 16.25 + 18.13
working (years)*
Village
S. Francisco de Assis 0 (0%) 19 (46%) 9 (22%) <0.001°
Casegas 16 (40%) 0 (0%) 0 (0%)
Barroca do Zézere 0 (0%) 22 (54%) 8 (19%)
Unhais-o-Velho 24 (60%) 0 (0%) 24 (59%)
Gender
Female 23 (59%) 25 (61%) 0 (0%) <0.001°
Male 17 (43%) 16 (39%) 41 (100%)
Age (years)®
56.60 + 61.71 £ 135 62.05 + 757 0.063¢
12.58
Smoking habits
Never smokers 25 (62%) 32 (78%) 16 (39%) 0.001"
Ever smokers 15 (38%) 9 (22%) 25 (61%)

¢ Mean + standard deviation.
b Chi-square test.
¢ ANOVA test.
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Table 2
Levels of genotoxicity biomarkers in the study groups.

Controls Environmentally exposed Occupationally exposed
N Mean =+ SD N Mean + SD N Mean 4+ SD P value®
TCR-Mf (10~%) 39 3.80 + 2.11 34 492 + 3.86 38 5.80 + 393 0.018
%DNAT 40 1240 + 3.04 41 2458 + 7.75 41 18.73 £ 7.60 <0.001
MN (%o) 40 645 + 447 41 8.46 + 5.27 41 498 + 3.06 0.002
CA-total 40 2.65 + 2.11 41 5.56 + 2.92 41 324 + 245 <0.001
CA-chromosome_type 40 0.55 + 1.04 41 122 + 139 41 0.71 + 1.10 0.018
CA-chromatid_type 40 2.10 £ 1.52 41 434 £ 2.56 41 2.54 +£ 190 <0.001
Aneuploidies (45) 40 1.65 + 1.46 41 332 + 1.77 41 2.66 + 1.51 <0.001
Aneuploidies (47) 40 0.13 +£ 033 41 0.20 + 046 41 032 + 0.57 0.221
Gaps-single 40 0.83 + 1.03 41 2.15 + 1.86 41 1.39 + 1.51 0.001
Gaps-double 40 0.00 + 0.00 41 0.37 + 0.54 41 0.17 + 044 <0.001

o

ANOVA test.

of age was observed for TCR-Mf in the 61-70 years age-group and also
for %DNAT in individuals older than 71 years (>71). No significant effect
of smoking habits was observed on any biomarker. Higher mean ratios
(MR) were generally observed in individuals living in the polluted
villages than in those who worked in the mine.

The effect of gender was evaluated only in the group of exposed
residents and in controls, since miners were only males. Only MN
frequency was influenced by this factor, with exposed females
showing significantly higher frequencies than males in controls
(MR: 1.78; 95% CI: 1.17-2.70) and in the environmentally exposed
group (MR: 1.51; 95% CI: 1.17-2.70). The effect of exposure in this
biomarker was revealed by the increased MR in females environ-
mentally exposed as compared to non exposed females (MR: 1.41;
95% CI: 1.00-1.97). No significant differences between males were
observed.

The presence of synergy between occupational and environmental
exposure was evaluated comparing miners living in polluted villages
vs. those living in villages upstream the mine. No biomarker showed
higher frequency in the group of subjects exposed to metal(loid)s
from both sources (data not shown).

To evaluate the effect of metal(loid) concentration on the selected
biomarkers we used measure of individual exposure for our subjects
available from the study mentioned above (Coelho et al., in press).
Subjects were divided according to the tertile distribution of each
metal(loid) level, in all biological matrices analysed (blood, urine, hair,
fingernails, and toenails). Most specific results were obtained for As,
Mn and Pb in toenails (TN) (Table 4). Levels of As in the 3rd tertile
were significantly associated with the levels of ¥DNAT, MN, CA-total,
CA-chromosome, and CA-chromatid. Mn levels in the 3rd tertile deter-
mined a significant increase of MN, CA-total and CA-chromosome.

Table 3

Higher levels of Pb were generally associated with higher frequencies
of CA-total, CA-chromosome and CA-chromatid.

The influence of several polymorphisms of genes encoding for
metabolic and DNA repair enzymes on the level of genotoxicity markers
was evaluated and statistically significant results are gathered in
Table 5. The wild type homozygous or positive (in the case of GSTM1) ge-
notypes were always the reference category. CA-total and CA-
chromosome MRs increased in the GSTM1 positive exposed individuals;
the increases were more pronounced in the environmentally exposed
group. Besides, a significantly higher mean of the CA-chromosome MRs
was observed in the null control group. GSTM1 null exposed individuals
showed significant decreases in the CA-total and CA-chromosome MRs .
A significant increase in the mean %DNAT ratio was observed in the ho-
mozygous wild type subjects for APEX1 polymorphism from the environ-
mentally exposed group, and in TG heterozygous individuals from the
occupationally exposed group. CA-total and CA-chromatid MRs were
significantly increased in the OGG1 homozygous wild type exposed
groups and in the control individuals carrying the G variant allele.
Also, the same parameters were significantly reduced in occupationally
exposed G allele carriers. The ERCC1 genotypes influenced the ¥DNAT
MR in the environmentally exposed group (GG and GT + TT), and in
the occupationally exposed individuals carrying the T variant allele. Sim-
ilarly to what has been observed for GSTM1, ERCC1 genotypes showed sig-
nificantly increases of CA-chromosome MR in environmentally exposed
homozygous wild type individuals and an opposite trend in controls,
where T allele carriers show higher frequencies. Finally, CA-
chromatid MR significantly increased in environmentally exposed
wild type homozygotes for ERCC4 polymorphism, while environ-
mentally exposed individuals with the A variant allele showed lower
frequencies for CA-chromatid (P < 0.01) and MN (P = 0.051).

Effect of exposure, age and smoking habits on the biomarkers of genotoxicity. Adjustment for age, smoking and genotoxicity parameter-specific actual confounders.

TCR-Mf %DNAT MN CA-total CA-chromosome CA-chromatid
MR 95% Cl MR 95% Cl MR 95%Cl MR 95% Cl MR 95% Cl MR 95% Cl
Exposure
Controls (N = 40) 1.00 1.00 1.00 1.00 1.00 1.00
Env. exposed (N = 41) 0.99 (075132) 178  (154206) 121 (0.89,164) 2157 (157293) 268" (152472) 2057 (153273)
Occup. exposed (N = 41) 138" (1.041.82) 145™ (125168) 075 (0541.02) 1.12 (081,156) 1.23 (067,226) 124 (0.91,1.69)
Age (years)
25-50 (N = 23) 1.00 1.00 1.00 1.00 1.00 1.00
51-60 (N = 35) 130 (093,1.82) 096 (080,1.14) 135 (092,1.99) 120 (082177) 1.73 (090,331)  1.09 (0.75,1.58)
61-70 (N = 38) 178" (1.28248) 113 (095134) 117 (0.80,1.68) 1.0 (0.84172) 1.04 (057,191) 124 (0.87,1.76)
>71 (N = 26) 1.28 (089,1.83) 130" (1.09156) 114 (0.77,1.68) 127 (087,187) 094 (0.47,1.88) 130 (0.92,1.84)
Smoking habits
Never smokers (N = 73) 1.00 1.00 1.00 1.00 1.00 1.00
Ever smokers (N = 49) 0.88 (0.69,1.12)  1.09 (096,123) 081 (061,1.07) 1.13 (0.87,148)  1.02 (0.64,162) 121 (0.94,1.56)
* P <0.05.

** P <0.01. MR - Mean Ratio
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Table 4

Effect of the levels of As, Mn, and Pb in toenails on the genotoxicity parameters. Estimates adjusted for age, smoking and genotoxicity parameter-specific actual confounders.

TCR-Mf %DNAT MN CA-total CA-chromosome CA-chromatid
MR 95% CI MR 95% Cl MR 95% CI MR 95% Cl MR 95% CI MR 95% Cl
As
1st tertile 1.00 1.00 1.00 1.00 1.00 1.00
2ndtertile 086  (0.75132) 103 (0.88,121)  1.13 (084153) 116 (0.83,1.62) 207 (0904.78)  1.06 (0.75,1.49)
3rd tertile 096  (1.04,1.82) 142" (1.22,1.66) 1677 (1.28220) 1.96™ (144268) 457 (2.109.95) 157" (1.142.17)
Mn
1st tertile 1.00 1.00 1.00 1.00 1.00 1.00
2ndtertile 108  (0.81,145) 101 (084121) 123 (0951.71) 132 (094186) 171 (082356)  1.09 (0.78,1.54)
3rd tertile 102 (0.761.38) 1.8 (099,140)  141™  (1.07187) 1.72F (122241) 218  (1.05451) 131 (0.95,1.82)
Pb
1st tertile 1.00 1.00 1.00 1.00 1.00 1.00
2ndtertile 105  (093,1.82)  1.11 (093,134) 125 (092,1.71) 154"  (1.102.16)  1.93 (0894.18) 149" (1.052.12)
3rd tertile 136 (099,1.89) 1.1 (092133) 116 (0.86,156) 143" (200,1.03) 258"  (126530) 124 (0.87,1.75)

* P<0.05.
** P < 0.01.Mean Ratio.

4. Discussion

The results obtained in the environmental geochemical cam-
paigns performed near Panasqueira mine reported a high degree of
contamination by several metal(loid)s (Avila et al., 2008; Ferreira
da Silva et al., 2013; Grangeia et al., 2011; Salgueiro et al., 2008).
These findings were implemented by biomonitoring studies which
found higher concentrations of metal(loid)s, such as As, Cr, Mn,

Table 5

Mo, Pb and Zn in the blood, urine, nails, and hair of people living
near or working in the mine (Coelho et al., in press). Preliminary
data showing increased genotoxic damage in these populations
are also available (Coelho et al.,, 2011, 2012). The present study
with a more robust design was aimed to evaluate the genotoxic
damage caused by this contamination and the possible influence of
a set of genetic polymorphisms. For this purpose several biomarkers
of genotoxicity were analysed, including the frequencies of TCR

Influence of biomarkers of susceptibility on genotoxicity parameters (only models showing significant effect are included). Estimates adjusted for age, smoking and genotoxicity

parameter-specific actual confounders.

Control Environmentally exposed Occupationally exposed

N MR (95%CI) N MR (95%CT) N MR (95%CI)
GSTM1 deletion
CA-total
Positive 16 1 14 231" (1.44,3.70) 14 1.78" (1.11,2.86)
Null 24 1.11 (0.71,1.75) 27 0.90 (0.50,1.60) 27 046" (0.25,0.85)
CA-chromosome
Positive 16 1 14 717" (2.38.21.62) 14 388" (1.26,11.60)
Null 24 302" (1.01,9.04) 27 025" (0.07,0.87) 27 0.16 (0.04,061)
APEX1 151130409
%DNAT
T 1 1 12 191 (1.48,2.46) 12 122 (0.94,157)
TG 14 1.02 (0.80,1.29) 15 083 (0.60,1.16) 15 140" (1.01,1.95)
GG 15 0.90 (0.71,1.13) 14 1.01 (0.72,141) 14 113 (0.81,1.58)
0GG1 151052133
CA-Total
cc 23 1 28 258" (1.743.84) 24 179" (1.17,2.74)
CG + GG 17 1.81% (1.15,2.86) 13 0.70 (0.40,1.24) 17 034" (0.18,0.65)
CA-chromatid
cc 23 1 28 238" (1.64,347) 24 1.84™ (1.22,2.76)
CG + GG 17 165" (1.04,2.61) 13 0.75 (0.43,131) 17 033" (0.17,061)
ERCCI 153212986
%DNAT
GG 23 1 21 148" (1.24,1.77) 16 119 (0.99,143)
GT + 1T 17 093 (0.78,1.13) 20 147" (1.13,1.89) 25 144" (1.11,1.87)
CA-chromosome
GG 23 1 21 529" (2.22,12.62) 16 1.08 (0.36,3.23)
GT + TT 17 262" (1.02,6.73) 20 027" (0.09,0.81) 25 091 (0.24342)
ERCC4 rs1800067
MN
GG 29 1 30 142 (1.00,2.01) 30 0.76 (0.53,1.09)
GA + AA 11 113 (0.73,1.75) 11 053 (0.28,1.00) 11 0.96 (0.50,1.85)
CA-chromatid
GG 29 1 30 251 (1.78,3.54) 30 129 (0.90,1.84)
GA + AA 1 1.02 (0.61,1.72) 1 049" (0.25,0.98) 11 0.94 (0.48,1.87)
* P <005.

** P < 0.01.MR - Mean Ratio.
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mutation, MN, and CA, and DNA damage revealed by comet assay
(%DNAT), and genetic susceptibility was evaluated by genotyping
several polymorphisms of genes encoding for enzymes involved
in the metabolism of metal(loid)s and DNA repair process. A signifi-
cant increase in most biomarkers of genotoxicity was found in
exposed populations. Genotoxic damage was found in exposed
populations even after adjustment for confounding factors except
for MN. For this biomarker the effect of exposure was only evident
in females.

To understand the mechanism leading to the observed effects,
several features have to be taken into account. These features are
the source of exposure (environmental/occupational), the informa-
tion given by each biomarker in terms of time frame of exposure
and type of damage, and the specific metal(loid) evaluated. The in-
crease in TCR-Mf appears to be associated with occupational expo-
sure. Whereas the DNA damage (comet assay) was higher with both
sources but more intensely with the environmental exposure. Lastly,
the higher frequency of MN (only in females) and CA seems to be
related to environmental exposure.

Each biomarker reflects different time frame of exposure. Cytoge-
netic alterations detected by CA and MN reflect exposures that may
have been experienced in the few months before sample collection,
although exposure in the previous 2-3 years or even in a much lon-
ger period may affect these biomarkers (Liu et al., 2010). Mutations
detected by the TCR mutation assay reflect exposures experienced
during a period of months to 2-3 years before sampling (Taooka
et al., 2006). The comet assay provides information on more recent
exposures (few hours/days) and reflects a type of damage that is
easily repairable. The use of different matrices, such as blood,
urine, hair, fingernails and toenails provides additional informa-
tion. This is used to interpret the association between exposure
and early biological effects in terms of time frame. The blood and
urine samples generally reflect recent exposures such as days to few
weeks. Whereas hair, nails, and particularly toenails reflect expo-
sures occurring in the last weeks to months. The differences between
recent and past exposures for some elements, such as Cd and Pb
may be not straightforward as these accumulate in the human
body for years. However, the combination of results from all the
matrices allows a better understanding of the effects of each type
of exposure.

As described in Coelho et al. (in press) the two exposed groups
have different types of exposure. The environmentally exposed
group experienced a pronounced and continuous (past and recent)
exposure to As, a moderate but continuous exposure to Mg, Mn and
Zn, a recent exposure to Mo and past exposure to Cr, Ni and S. The
occupationally exposed group experienced a continuous exposure
to Zn, recent exposure to Se, and long standing exposure to As,
Mn and Pb. Additionally when we evaluated the genotoxic effect
of metal(loid) concentration according to their tertile distribution,
significant results were obtained for As, Mn and Pb for the majority
of the matrices, particularly toenails which presented several sig-
nificant differences in the two higher tertiles (Table 4). Considering
all the previous factors, we can say that our results seem to point to
environmental exposure to As (mainly) and Mn as the main condi-
tions inducing genotoxic damage at short term (high levels of DNA
damage — %DNAT) and medium-long term (increased frequencies
of MN and CA). Similarly, although with a lower degree of evidence,
occupational exposure to As, Mn, and Pb appeared to induce genotoxic
damage at short term level (high %DNAT), and at medium term
(increased TCR-Mf). The increase in TCR-Mf seems to be associated
with exposure to Pb as significant increases in the mutation frequency
were observed in the second and third tertiles for blood and hair Pb
contents, and in the highest tertile for toenails (P = 0.060). Garcia-
Leston and co-workers have an extensive work on this field and they
also found a significant increase in TCR-Mf due to occupational expo-
sure to Pb (Garcia-Lestén et al., 2010, 2011, 2012).

The major effects of the confounding factors were observed for
age in the TCR-Mf and in the ¥DNAT, with significantly higher levels
in older groups, and for gender in the MN frequency, with signifi-
cantly higher frequencies in females. The effect of age on TCR-Mf
has been previously described. Akiyama et al. (1995) found a signif-
icant increase in TCR-Mf associated with age (increasing 2 x 10™°
for every 10 years of age). The rise in mutation frequency is due to
errors associated with DNA replication in each cell division, so the
mutation frequency increases in proportion to the number of cell di-
visions and, in addition, the efficiency of the DNA repair processes
decreases with age.

A comprehensive paper published by Méller (2006) describes the
presence of association between age and the basal level of DNA damage
reporting a significant increase in the levels of this damage in older
individuals. This is quantified by comet assay for various age levels.
Besides, there are several studies reporting an association between gen-
der and cytogenetic damage detected by MN frequency. Bonassi et al.
(1995) found that the MN frequencies in females were 20-30% higher
than males. This finding may be attributed to preferential aneugenic
events involving the X chromosome (Barale et al., 1998; Surrallés
etal, 1996). To take into account the potential effect of these param-
eters on the association between exposure and genotoxic damage all
regression models used in this analysis included age and gender as
potential confounder or effect modifier.

Polymorphic genes involved in the metabolism of contaminants
may modulate the extent of damage due to environmental and/or
occupational exposure to genotoxic agents (Pavanello and Clonfero,
2000). The identification of genetic polymorphisms which have a
key role in modulating genetic damage can help to minimise risks
for susceptible subjects (Costa et al., 2008). In the present study we
found a significant influence of GSTM1 on the effect of exposure to
genotoxic agents. This polymorphic gene has been extensively stud-
ied, as individuals presenting the null genotype have a decreased
ability to detoxify carcinogens, thus having a higher sensitivity to
genetic damage and an increased cancer risk (Rossi et al., 2009).
Accordingly, our results showed among the control group a higher
CA-chromosome MR in the GSTM1 null individuals. On the other
hand, the effect of this genotype on the presence of exposure was
the opposite i.e. lower CA-total and CA-chromosome MRs . Two of
the major studies which evaluated the influence of GSTM1 deletion
on CA frequencies were performed by Rossi et al. (2009) and
Skjelbred et al. (2011). None of these studies, that investigated can-
cer cases vs. control individuals and a population of healthy indi-
viduals, respectively, found any significant effect of these
modifications.

DNA repair mechanisms are vital responses to multiple types of
DNA damage, specifically those from exposure to environmental
and endogenous carcinogens (McWilliams et al., 2008). Genetic var-
iations in DNA repair genes may modulate DNA repair capacity and,
therefore influence risk for development of cancer and other muta-
tion related diseases (Kiyohara and Yoshimasu, 2007). As regards
the DNA repair genotypes analysed, significant influences were found
for APEX1 rs1130409, OGG1 rs1052133, ERCC1 rs3212986, and ERCC4
rs1800067. The APEX1 gene encodes the major apurinic/apyrimidinic
(AP) endonuclease and has a major role in the BER of DNA damage
(Shen et al., 2005). A significant increase in the DNA damage MR was
found in both exposed groups in individuals carrying the T allele. This
result is in agreement with evidence supporting an association be-
tween the G allele and lower levels of DNA damage with a conse-
quent decreased risk of a number of human cancers (Yu et al.,
2012). The human OGG1 gene encodes a protein responsible for exci-
sion of 8-0xoGua, the main base lesion caused by oxidative damage
to DNA. If the lesion is not repaired, it can pair with adenine leading
to a GC to TA transversion. Significant influence of exposure on CA-
total and CA-chromatid was observed in all exposed individuals
wild type homozygous, as well as in the control carriers of the
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variant G allele. The vast majority of studies report a lower ability of
the G allele to repair DNA damage and consequently this genotype
should increase mutagenic events (Bravard et al., 2009; Yamane
etal, 2004). Our results also showed a combined effect of exposure
and genotype in occupationally exposed people carrying the vari-
ant G allele, although these findings go in the opposite direction
i.e. decreases in the MRs . With regard to this result, it has been sug-
gested that the effect of this polymorphism on DNA repair capacity
may differ with the type and extent of exposure and can be
influenced by the interaction with other genetic polymorphisms
(Mateuca et al., 2008). The excision repair cross-complementing
(ERCC) gene family reduces damage to DNA via NER. The ERCC1
gene encodes a protein that, along with ERCC4, functions in a com-
plex involved in the 5’ incision made during NER process (van
Vuuren et al., 1995). Our results for this polymorphism showed
significant combined effect with exposure in both exposed groups
concerning ¥DNAT (increases in the MR), and only in the environ-
mentally exposed group for CA-chromosome (decrease in the
MR). These contrasting results might be in part explained by the differ-
ent genotoxic endpoint detected by these assays. The number of reports
analysing the effect of this polymorphism is scarce. Costa et al. (2008)
did not find a significant influence in any of the genotoxicity biomarkers
studied, whereas Zienolddiny et al. (2006) found T allele to be less fre-
quent in non-small cell lung cancer cases with higher PAH-DNA adduct
levels, and speculated that individuals presenting the T allele may have
suboptimal DNA repair capacity. In agreement with this report the re-
sult of this study showed an increase in the CA-chromosome MR in
the control individuals carrying the T allele. Finally, the influence of
ERCC4 polymorphism on the frequency of MN and CA-chromatid
seems to be due to the protective effect of the A allele (lower frequen-
cies) in the environmentally exposed group. Also for this polymorphism
fewer reports have been published. No effect was observed by Costa
et al. (2008) on MN test, SCE or comet assay results. In addition, Park
et al. (2002) reported no significant relationship between ERCC4 and
lung cancer. Nevertheless, significant association between the A allele
and breast cancer risk was reported by Smith et al. (2003), particularly
when in combination with the variants alleles of XRCC1 (rs1799782
and rs25487) and XRCC3 (rs861539).

The increase in genotoxicity and mutagenicity, particularly observed
in susceptible individuals, is likely due to a combination of mechanisms
initiated by the exposure to metal(loid)s. The possible factors are induc-
tion of oxidative stress and damage to DNA, and the presence of inter-
ferences with DNA repair systems and signal transduction pathways.
A possible increase of the carcinogenic risk may be considered in this
population as a consequence of these systems perturbance.

5. Conclusions

Overall our results are consistent with previous studies investi-
gating the type and concentration of metal(loid)s present in the
area (Coelho et al., in press; Ferreira da Silva et al., 2013). Present
findings are also consistent with preliminary studies (Coelho et al.,
2011; Coelho et al., 2012) pointing to increased genotoxic damage
experienced by populations environmentally and occupationally ex-
posed to metal(loid) contamination derived from the Panasqueira
mine activities. To strengthen the absence of causal association be-
tween mine activities and this damage, the level of most biomarkers
was quantitatively associated with the intensity of genotoxic exposure.

The extent of genetic damage associated with exposure to
meta(loid)s was modulated by selected genetic polymorphisms
of enzymes involved in the metabolism of metal(loid)s and DNA
repair processes. Still the data is difficult to interpret and definitive
conclusions on their influence cannot be reached.

In conclusion, the presence of genotoxic damage in exposed pop-
ulations, their consistency with individual data of exposure, and the
identification of sub-groups of susceptible populations pose a public

threat that may result in an increased risk of developing cancer and
other diseases. Competent authorities are urged to intervene in this
area and implement preventive policies aimed to help in protecting
exposed populations.
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