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ABSTRACT: Due to the fact that a considerable part of Europe, including some regions of Poland, is
considered to be deficient in selenium, it seems necessary to develop a selenium map for different regions of
Poland, which will be used in future to prepare a prophylaxis programme against selenium deficiency in
animals. The aim of the study was to determine selenium content in selected organs (liver and kidneys) of roe
deer from different regions of Poland as an indirect method of assessing environmental abundance of this
element. Material for the study was collected from 28 sites located in 15 provinces of Poland. Selenium
concentrations in organs were determined using spectrofluorometric methods. Mean selenium concentration in
roe deer from Poland was 0.088 pg/g wet weight (w.w.) in liver and 0.503 pg/g w.w. in kidneys. Organ selenium
concentrations in the studied animals varied considerably according to geographical location. Most areas of
Poland are deficient in environmental selenium, as evidenced by the low content of this element in the organs

of roe deer.
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INTRODUCTION

A considerable part of Europe, including some
regions of Poland, is considered to be deficient in
selenium (Flueck et al., 2012; Kabata-Pendias &
Pendias, 1999; Pilarczyk et al., 2008a, b; Pilarczyk et al.,
2009; Zust et al., 1996). Most authors highlight the
need to monitor selenium status in animals, due to a
very narrow margin of safety between deficient, optimal
and toxic levels (Flueck et al., 2012; Witkowska et al.,
1991). Therefore, it is necessary to develop a selenium
map for different regions of Poland, which will be used
in future to prepare a prophylaxis programme against
selenium deficiency in animals. Studies on selenium
concentrations in Poland and around the world have
mainly focused on farm animals. There is scant scientific
literature on animals living freely in the wild (roe deer,
red deer, fallow deer, wild boar). Because free-living
animals live in close association with their habitat
throughout their lifetime, they are a good indicator of
environmental selenium. Research on environmental
selenium levels includes measurements of selenium
concentrations in organs of free-living animals of the
terrestrial ecosystem. Many different species of animals
were used in such environmental studies, including
wild boar (Sus scrofa), red deer (Cervus elaphus), roe
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deer (Capreolus capreolus) and fallow deer (Dama
dama) (Amici etal., 2012; Humann-Ziehank et al., 2008,;
Lazarus etal., 2008; Pilarczyk et al., 2010; Vikeren et
al., 2005, 2011). Good bioindicators are those animals
which meet specific conditions such as large
population size, broad territorial range of a species,
appropriate trophic level, availability and accessibility
(Tataruch & Kierdorf, 2003). Roe deer is one of the
most important game animals in Europe and meets the
requirements describe above.The aim of the study was
to evaluate selenium content in selected organs (liver
and kidneys) of roe deer from different parts of Poland.

MATERIALS & METHODS

Most chemicals were obtained from Chempur®
apart from 2,3-diaminonaphthalene (DAN) which was
obtained from Sigma-Aldrich. The analytical procedure
was verified by determining selenium concentration
in the reference material NCS ZC 71001 (bovine liver)
(China National Analysis Center for Iron and Steel,
Beijing, China). All chemicals used were of analytical
reagent grade. The experimental material used in this
study consisted of liver and kidney samples obtained
from roe deer (Capreolus capreolus). A total of 328
(164 liver and 164 kidney) samples collected from 164
roe deer of both sexes were tested. Animals were shot
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during the hunting season between 15 August 2009
and 15 January 2010, in compliance with the hunting
limits set. Material for the study was gathered from 27
sites located in 15 provinces of Poland. No selenium-
supplemented salt licks were used in the Hunting
Clubs, from which the material was obtained. The timing
of hunting conformed to the Regulation of the Minister
of Environment of 16 March 2005 establishing seasons
of hunting warrantable animals (Journal of Laws, No
48, Item 458, 2005). The animals harvested from
different provinces were in the same age range of 3 to
4 years. After hunting, hunters determined their age
using the key provided by Przybylski et al. (2010). All
tissue samples were homogenized and then frozen (-
20°C), and stored in the laboratory until analysis. During
collection of samples for chemical determinations we
also collected samples for dry matter determination
(samples of 1 g were dried at 105°C until they became a
solid mass). The result of chemical determination
obtained for wet weight of the sample was converted
into dry matter. Selenium concentrations in organs were
determined using spectrofluorometric methods
(Grzebula & Witkowski, 1977). The samples were
digested in 3.5 ml HNO, at 230°C for 180 min and in 3 ml
HCIO, at 310°C for 20 min. Finally, 3 ml 9% HCI was
added to reduce Se® to Se*". Selenium was derived
with 2,3-diaminonaphthalene (Sigma-Aldrich) under
the conditions of controlled pH (pH 1-2) with the
formation of selenodiazole complex. This complex was
extracted into cyclohexane. EDTA and hydroxylamine
hydrochlorine were used as masking agents. Se
concentration was determined fluorometrically using
a Shimadzu RF-5001 PC spectrofluorophotometer. The
excitation wavelength was 376 nm, and the fluorescence
emission wavelength was 518 nm. The accuracy ofthe
method was verified using certified reference material
NCS ZC 71001 (bovine liver) (China National Analysis
Center for Iron and Steel, Beijing, China). The Se
concentrations obtained were 91.1% of the reference
value. The results were statistically analysed using
STATISTICA 9.0 PL. Tables give arithmetic means (¥ ),
standard error of the mean (SEM), and minimal and
maximal values (range). The normality of variable
distribution was tested by the Shapiro-Wilk test, after
which variables not normally distributed were adjusted
tonormal distribution by logarithmic transformation.
Statistical analysis was performed with log-transformed
data using one-way analysis of variance to test the
effect of each variable separately.Significant
differences were determined using Duncan’s test. The
correlation between liver and kidney selenium
concentrations in the studied animals was determined
by calculating Pearson’s coefficient of correlation (rxyy).

RESULTS & DISCUSSION

The results of tests for mean selenium concentrations
in roe deer organs are shown in Tables 1 and 2. Mean
selenium concentration in roe deer from Poland was 0.088
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pg/g wet weight (w.w.) in liver and 0.503 pg/g w.w. in
kidneys. Our study showed that selenium concentrations
vary considerably according to the province of Poland.
The highest mean concentration of selenium in liver, found
in animals from the Swigtokrzyskie province (0.129 pg/g
Ww.w.), was three times as high as in the Pomorskie province
(0.043 pg/g w.w.).

The lowest mean concentration of selenium in the
liver of roe deer from the Pomorskie province, was
significantly (Pd<0.01; Pd<0.05) lower than that of roe
deer from the other provinces except the Kujawsko-
Pomorskie and Podkarpackie. In addition, mean liver
selenium concentrations of roe deer from the Kujawsko-
Pomorskie and Podkarpackie provinces were
significantly (Pd<0.01) lower than those of roe deer
from the Slaskie (Pd<0.01), Lubelskie and Wielkopolskie
provinces (Pd<0.05); mean liver selenium
concentrations of roe deer from the Podlaskie province
were significantly (Pd<0.05) lower than those of roe
deer from the Opolskie, Zachodniopomorskie,
Warminsko-Mazurskie and Matopolskie provinces;
and mean liver selenium concentrations of roe deer
from the Wielkopolskie province were significantly
(Pd”0.05) lower than those of roe deer from the £.0dzkie
province (Table 1).The highest mean selenium
concentrations in kidneys, found in roe deer (Table 2)
from the Warminsko-Mazurskie (0.868 pg/g w.w.),
Eodzkie (0.845 pg/g w.w.), Swietokrzyskie (0.749 pg/g
w.w.) and Opolskie provinces (0.604 pg/g w.w.), were
significantly (Pd<0.01; Pd<0.05) higher than those of
roe deer from the other provinces, with mean kidney
selenium concentrations of roe deer from the Opolskie
province being significantly (Pd<0.01) lower compared
to animals from the Warminsko-Mazurskie, £.odzkie and
Swigtokrzyskie provinces, but not significantly
different from mean kidney selenium concentrations
of roe deer from the Matopolskie province (0.545 pg/g
w.w.). Mean selenium concentrations in the kidneys of
roe deer from the Warminsko-Mazurskie province were
also significantly (Pd<0.05) higher than those of roe
deer from the Swigtokrzyskie province. The lowest mean
selenium concentrations were found in the kidneys of
roe deer from the Pomorskie (0.314 ug/g w.w.),
Wielkopolskie (0.319 pg/g w.w.) and Podkarpackie
(0.329 ng/g w.w.) provinces and they were significantly
(Pd<0.05; Pd<0.01) lower than in the kidneys of roe
deer from the Warminsko-Mazurskie, Lodzkie,
Swigtokrzyskie, Opolskie, Matopolskie, Mazowieckie
(0.483 pg/g w.w.), Slaskie (0.473 pg/g w.w.), Lubelskie
(0.459 pg/g w.w.), Zachodniopomorskie (0.452 ng/g
w.w.) and Podlaskie provinces (0.447 pug/g w.w.).

Furthermore, mean selenium concentrations in the
kidneys of roe deer from the Matopolskie province
were also significantly (Pd<0.01) higher than those of
roe deer from the Kujawsko-Pomorskie (0.389 pg/g
w.w.) and Lubuskie provinces (0.393 ng/g w.w.).
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In all the roe deer analysed collectively, a highly
significant correlation was observed between selenium
concentrations in liver and kidneys (r,,=0.50;
Pd”0.001), but no significant correlations were found
in particular provinces (Table 3). It can be assumed
from our results that the geochemical characteristics
of the soil substratum (soil parent rock) has a decisive
effect. In general, selenium content of plants reflects
its soil levels and in many cases it is positively
correlated to the total content of this element in the
environment (Kabata-Pendias & Pendias, 1999;
Szymanska & Hawrylak, 2007). The highest liver
selenium concentrations were found in roe deer from
the Swigtokrzyskie province. This area is dominated
by chernozem soils, which are considered the most
fertile, have a high humus content, and occur in
compact areas. The parent material for chernozems are
primarily compacted sediments (loess and clay).
Kabata-Pendias & Pendias (1999) states that increased
amounts of selenium typically occur in soils rich in
organic matter and iron compounds. According to the
same author, the concentration of selenium available
to plants depends mainly on the type of soil. However,
one cannot ignore such factors as soil contamination
with heavy metals and sulphur, the use of phosphate
and nitrogen fertilizers, and low pH of soils (Gupta &
Watkinson 1985). In our study, animals in the
Swigtokrzyskie province were obtained from the
Konskie County, in which soils are known to be least
contaminated with sulphur (1.9%) (Kaminski 2006).
Elevated soil sulphur and phosphorus concentrations
reduce the availability of selenium for uptake by plants,
and thus decrease selenium levels in food. The low
selenium content in roe deer from the Pomorskie
province might be also attributed to the fact that the
sampling area has a chemical plant that manufactures
cadmium- and lead-containing phosphate fertilizers as
well as Poland’s second largest refinery, which
produces fuels, oils and lubricants. These plants are
the largest air polluters in the area. Heavy metals enter
the animal body mainly through ingestion, and to a
lesser extent through inhalation (Silva et al., 2005;
Cizmecioglu & Muezzinoglu 2008; Popiotek-Pyrz et al.,
2003). Selenium absorption in the body depends not
only on the chemical composition of food, but also on
the interactions between Se and other elements.
Florianczyk (1999) reports that Se acts antagonistically
to Cd and Pb. In the presence of these metals,
absorption of selenium from food is decreased. This
explains why the wild animals living in this area have
such low organ concentrations of selenium. This theory
is supported by Dudka (1992) who found high soil
selenium concentrations (0.4-0.6 mg/kg) in the area
under study (vicinity of Wejherowo). The high
concentration of selenium in the surface layer of the
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soil shows that the anthropogenic factor has played a
considerable role.

Table 3. Correlations between kidney and liver
selenium concentrations in roe deer from different

provinces

Province N Coefficient of
correlation (ry,)

Kujawsko-Pomorskie 10 ns
Lubelskie 13 ns
Lubuskie 10 ns
Lodzkie 10 ns
Matopolskie 10 ns
Mazowieckie 10 ns
Opolskie 10 ns
Podkarpackie 10 ns
Podlaskie 10 ns
Pomorskie 10 ns
Slqskie 10 ns
Swigtokrzyskie 10 ns
Warminsko- 10 ns
Mazurskie
Wielkopolskie 12 ns
Zachodniopomorskie 20 ns
Total 164 0.50***

Coefficient of correlation significant at: *** Pd0.001
ns —not significant

According to Pollock (2005), the biochemical
criteria used to detect selenium deficiency based on
liver Se concentrations in deer are as follows: below
0.6 pg/g d.w. — deficient level; 0.6-0.88 pg/g d.w. —
marginal level; above 0.88 pg/g d.w. —optimal level for
deer. McDowell et al., (1995) hold that selenium
concentrations below 3.0 pg/g d.w. in the kidneys of
game animals indicate that this element is deficient.
Considering the above ranges, it can be stated that
liver Se deficiency affects roe deer in all the Polish
provinces studied (Fig. 1). One possible reason is the
low concentration of bioavailable forms of selenium in
the soil, which significantly determines the
concentration of this element in plants consumed by
roe deer. Selenium deficiency in roe deer from Poland
was reported by Wieczorek-Dabrowska (2009) and
Pilarczyk et al. (2008a; 2009; 2011) in Western
Pomerania, and by Borawska et al. (2005) in the
Podlaskie province. An almost 3-fold higher liver
selenium concentration, compared to our results (0.088
ug/g w.w.), was observed by Humann-Ziehank et al.
(2008) in roe deer from Germany (0.27 pug/g w.w.). In
Norway, selenium concentrations in the organs of
animals were also found to vary widely according to
their region of origin (Vikeren et al., 2011). These
authors found the lowest Se concentration in the liver
of roe deer from the Etnedal region (0.46 ng/g d.w.),
and the highest in roe deer from Afjord (4.07 pg/g d.w.).
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Twenty-eight percent of the studied roe deer were
deficient in this element. Wilson & Grace (2001)
reported some cases of white muscle disease in young
red deer and roe deer for selenium concentrations of
d”0.035 pg/g w.w., which they demonstrated in 12.16%
of the roe deer studied. When comparing our results
for kidney Se concentrations in roe deer to the criteria
used to evaluate the environmental abundance, we
found the level of this element to be optimal only in
the Lodzkie (3.009 pg/g d.w.) and Warminsko-
Mazurskie provinces (3.091 pg/g d.w.), and deficient
in the other provinces (Fig. 2).

Special consideration should be given to our
results obtained for roe deer from the £.6dzkie province.
Se levels in animals from this area were observed to be
deficient in liver but optimal in kidneys. This
relationship probably results from the fact that liver
and kidneys play a major role in trace element
metabolism. The largest number of positive correlations
between toxic and essential elements was reported in
these organs (Lopez Alonso et al., 2004). Upon entering
the body, metals are bound by plasma proteins and
move to the liver and kidneys, which are the target
accumulation organs (Ortowski, 2008). In the organs,
metals are bound by metallothionein (MT) whose synthesis

DOLNOSLASKIE
. <0.6 pg/g d.w. — deficicht level

O 0.6-0.88 pg/g d.w. —marginal level

O >0.88 pg/g d.w. — optimal level

KUJAWSKO-

-FUM{?KIE

SWIETOKRZ ‘l’S

MA

is stimulated by selenium-containing glutathione
peroxidase (GSHPx) (Shimizu & Morita, 1990). Glutathione
peroxidase participates in binding of metal ions (especially
Cd), leading to a reduction of its activity in organ cells,
which is associated with the displacement of Se ions from
the active centre (Jurczuk et al,. 2004). For this reason the
body s first depleted of selenium reserves, which are stored
mainly in the liver. Therefore, selenium deficiency first
affects the liver. Selenium reacts with toxic metals (Pb, Cd,
Hg) to form metal selenides, which are excluded from
biochemical processes (liver). Because these compounds
are poorly soluble (kidney excretion problems), they are
accumulated in the kidneys (increased Se) (Ortowski, 2008;
Shimizu & Morita, 1990). This is probably why selenium
concentrations appear to be optimal in the kidneys of roe
deer from the L.odzkie province.

Pollock (2005) believes that hepatic selenium
concentrations are a better indicator of animal selenium
status compared to renal selenium concentrations.
Liver is the principal organ responsible for selenium
homeostasis in the organism. Selenoproteins
(including selenium dependent glutathione peroxidase)
are synthesized and distributed in liver cells. Due to
its high metabolic activity, the liver is particularly
susceptible to the effects of free radicals and their

WARMINSKO-
-MAZURSKIE . ‘

PODLASKIE

PODKARPACKIE

LOPOLSKIE

Fig. 1. Mean selenium concentrations (ug/g d.w.) in the liver of roe deer
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POMORSKIE

7

"L ZACHODNIO-
POMORSKIE

!IELKDFDLSK! E

.< 3.0 nug/g d.w. — deficient level

O> 3.0 pg/g d.w. — optimal level

KUJAWSKO-
-POMORSKIE

-

" MALOPOLSKIE

WARMINSKO-
-MAZURSKIE

ODLASKIE

SWIETOKRZYSKIE

PODKARPACKIE

Fig. 2. Mean selenium concentrations (ug/g d.w.) in the kidneys of roe deer

derivatives. When selenium is deficient, the reserves
of this trace element, which is mainly stored in the liver,
are depleted from the body. In case of selenium
deficiency, selenium is first mobilized from the liver. In
turn, Oh et al. (1976) report that the ratios between
kidney and liver selenium concentrations are important.
According to these authors, lambs fed a low selenium
diet always had a higher concentration of this element
in kidneys than in liver. The opposite situation was
observed when lambs received a high selenium diet,
after which they had higher selenium concentrations
in liver than in kidneys. In our study, liver selenium
concentrations were not higher than kidney selenium
concentrations in any of the provinces under study.

CONCLUSION

We have shown selenium content in the organs of
roe deer to vary considerably according to
geographical location. Most areas of Poland are
deficient in environmental selenium, as evidenced by
the low content of this element in the organs of roe
deer. Mean selenium concentration in roe deer from
Poland was 0.088 pg/g wet weight (w.w.) in liver and
0.503 pg/g w.w. in kidneys. Organ selenium
concentrations in the studied animals varied
considerably according to geographical location. Most
areas of Poland are deficient in environmental selenium,
as evidenced by the low content of this element in the
organs of roe deer.
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