
Introduction

Environmental pollution with toxic substances, e. g.
heavy metals, is a serious problem. Cadmium (Cd) is one

of the most toxic heavy metals. Occupational exposure to
cadmium is common due to its wide industrial application.
Uncontrolled Cd emissions from industrial sources pro-
duces a threat to the health of the general population [1, 2].
Smoking is a major source of exposure to Cd in the gener-
al population [1, 3], excessive alcohol consumption being
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Abstract

The involvement of some low-molecular thiol compounds in the mechanisms of peroxidative action
of cadmium (Cd) and ethanol (EtOH) was studied. Concentrations of reduced glutathione (GSH), metal-
lothionein (Mt) and thiol (-SH) groups in protein and non-protein fractions were assessed in the ho-
mogenates of the liver and kidney of rats exposed to Cd (50 Cd/dm3 of drinking water) and EtOH (5 g
EtOH/kg body weight/24 h, intragastrically), singly or in combination, for 12 weeks. 

Exposure to Cd caused a reduction in the concentration of GSH and non-protein SH groups in the liver
and kidneys with a simultaneous increase in Mt level in these organs. The concentration of total SH groups
increased only in kidneys. Administration of EtOH had no effect on Mt concentration in both organs, but
caused a reduction in the concentration of GSH and non-protein SH groups. A reduction in the level of
total SH groups following exposure to EtOH was also noted in the liver. In the group of rats with a simul-
taneous exposure to Cd and EtOH, GSH concentration was decreased in the liver compared to the control
and Cd-exposed animals, and in the kidney in comparison to the control and EtOH-receiving rats. Follow-
ing the combined exposure to Cd and EtOH, the concentration of non-protein SH groups decreased in the
liver and kidneys in comparison to the control and Cd-exposed rats, and in the liver also in comparison to
the EtOH group. Mt concentration increased in the liver and kidneys of animals exposed to a combination
of Cd and EtOH, compared to the control and EtOH group, but was reduced compared to the Cd group.
Combined administration of Cd and EtOH caused an increase in the concentration of total SH groups in
the kidneys compared to the control, Cd and EtOH groups. A negative correlation was found between GSH
concentration and malondialdehyde (MDA) levels and positive correlation between Mt and MDA. 

The intensity of lipid peroxidation as well as GSH and Mt concentrations influencing this process in
the state of combined exposure to Cd and EtOH results both from independent actions of these substances
and interactions between them. 

The study outcome seems to indicate that the Cd- and EtOH-induced reduction in GSH and non-protein SH
groups in the liver and kidneys may be one of the mechanisms that leads to lipid peroxidation in these organs.
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another health-threatening problem. As ethanol (EtOH)
abusers can also be occupationally or environmentally ex-
posed to Cd, interactions between these two substances are
an important epidemiological and medical issue.

Both Cd and EtOH exert nephro- and hepatotoxic ef-
fects. The lesions are to a certain degree related to the in-
duction of cell membrane lipid peroxidation by these sub-
stances, which has been confirmed in our previous study
[4, 5] and by other authors [6, 7, 8, 9, 10, 11]. An increase
in the concentration of malondialdehyde (MDA, lipid per-
oxidation index) and disorders in the enzymatic antioxi-
dant barrier (superoxide dismutase SOD and catalase
CAT) were observed in the liver and kidney of animals
exposed to Cd or EtOH singly [5]. Although Cd and EtOH
induce lipid peroxidation, combined exposure to these
substances did not result in their synergistic action [5].

Despite a number of studies conducted so far, the
knowledge of the mechanism of lipid peroxidation under
the influence of Cd and EtOH, particularly at a combined
exposure, is not sufficient. As SH groups are lipid perox-
idation stimulating factors [12, 13], the present study on
the development of peroxidative changes at a combined
exposure to Cd and EtOH has focused on a likely partic-
ipation of SH group-containing compounds, such as re-
duced glutathione (GSH) and metallothionein (Mt) in the
mechanisms of peroxidative action of Cd and EtOH.

GSH plays a key role in the system of cell defence,
being involved in detoxication of many xenobiotics through
feedback reaction in the second phase of biotransformation
[14, 15]. GSH also protects cells against oxidative stress
[15, 16]. Its role in this process is directly associated with
the presence of reduced SH groups. Both the exposure to
Cd and to EtOH causes changes in the GSH level [17, 18]. 

Mt is a low-molecular protein, rich in cysteine
residues, responsible for the maintenance of zinc (Zn)
and copper (Cu) homeostasis in the organism, and for
detoxication of heavy metals, including Cd [19, 20, 21].
Mt synthesis is increased not only following exposure to
heavy metals but also due to the action of other factors
that induce oxidation disturbances [22, 23, 24, 25]. It al-
lows the assumption that Mt can, like GSH, act as an an-
tioxidant and free radical scavenger.

As the liver and kidneys, which play important roles
in Cd and EtOH biotransformation and detoxication
processes and can be damaged by these substances, ex-
hibit the highest levels of SH groups, we decided to de-
termine the concentrations of GSH, Mt and SH groups in
these organs both after separate and combined adminis-
tration of these two substances. The findings can help
elucidate the mechanisms of interactions between these
compounds in the process of lipid peroxidation, assessed
previously in the same experimental model [5].

Experimental Procedures

Thirty-two adult (8-week-old) male Wistar rats, ini-
tial b. wt. 170 g, were used in the study. The animals were

kept in standard breeding conditions (22 ± 2°C, relative
humidity 50 ± 10%, natural 24 h cycle) and had unlimit-
ed access to drinking water and standard LSM diet
(Agropol, Motycz, Polska). The energetic value of the
diet was 12.2 MJ/kg. Cd concentration (determined in
our laboratory) in the fodder was 0.122 μg/g.

The experiment lasted for 12 weeks. The rats were
randomly divided into 4 groups of 8 animals each: 
(1) control group, divided into two subgroups, of which

one received Cd-free and EtOH-free redistilled water;
the animals of the other were additionally given phys-
iological saline (0.9% NaCl) through an intragastric
tube in the same way EtOH was administered in
groups 3 and 4; 

(2) Cd group — animals were given to drink an aqueous
solution of cadmium chloride at a concentration of 50
mg Cd/dm3 as the only liquid; 

(3) EtOH group — rats drank redistilled water and re-
ceived intragastrically 5 g EtOH/kg b. wt./24 h in
a total dose divided into two equal doses (2.5 g/kg b.
wt. each) for 5 days a week (the first dose was admin-
istered at 8 a. m., the other 6 h later); 

(4) Cd + EtOH group, animals were exposed to Cd in
drinking water (like the Cd group) and were given
EtOH (like the EtOH group). 
The experiments were approved by the Bia³ystok

Local Ethical Committee for Experiments on Animals.
After the experiment termination in barbiturate anaes-

thesia (intraperitoneal administration of 30 mg Vetbutal/kg
b. wt.) the liver and kidneys were collected for investiga-
tion. The organs were directly washed in cold 0.9% NaCl
and weighed. The biological material was not directly used
for analysis but was frozen at -80°C. The concentrations
of GSH, Mt and SH groups were determined in the liver
and kidneys and correlated with the previously described
MDA concentrations in these animals [5].

The applied model of rat exposure to Cd and EtOH cor-
responds to the natural exposure of humans to these xeno-
biotics. Cd concentrations in the blood and urine of rats con-
tinuously intoxicated with 50 mg Cd/dm3 [5, 21, 26] are
within a range of values noted in inhabitants of areas heavi-
ly contaminated with Cd or Cd workers [2, 27]. The intra-
gastrical dosage of 5 g EtOH/kg b. wt. /24 h is equivalent to
consumption of about 0.7 l/day of 40% vodka in men [5,
10]. Since the rate of EtOH oxidation in rat is three times
faster than in humans (0.1 g/kg b. wt./h), the animals need
a higher dose of EtOH than humans to produce comparable
toxic effects [10]. Thus, the level of EtOH treatment used
in this study may be tantamount to its misuse in people.

Analytical Procedures

Glutathione (GSH) Determination

The concentration of GSH in the 5% homogenates of
liver and kidneys (prepared in 5% metaphosphoric acid,
MPA) was measured using Bioxytech GSH-400 test
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(OXIS, USA). The method involves two steps. The first
step leads to the formation of substitution products be-
tween a patented reagent and all mercaptans (RSH) pre-
sent in the sample. The second step specifically trans-
forms the substitution products obtained with GSH into
a chromophoric thione whose maximal absorbance wave-
length is 400 nm.

Metallothionein (Mt) Determination

The concentration of Mt in liver and kidney ho-
mogenates was assayed colorimetrically using the Micro
Mt spec kit (Ikzus Environmental, Italy). The assay is
based on the chemical determination of cysteine residues
by Ellman's reaction [28]. Endogenous thiols such as
GSH, free cysteine, etc. do not interfere with the assay.

The homogenates (0.5 g tissue with the addition of 1.5
ml homogenating buffer) were centrifuged at 30,000 x g
for 20 min at 4°C. Then, after obtaining a supernatant,
metallothionein was precipitated with alcohol, resuspend-
ed in denaturing buffer and chemically reacted with Ell-
man's reagent Bis (3-carboxy-4-nitrophenyl) disulfide.
The absorption was read at 412 nm.

To obtain the concentration of Mt (nmol Mt) per gram
of tissue, the following formula was applied:

in which 0.1 g is the amount of tissue equivalent to 0.3 ml
of supernatant subjected to precipitation; ncys is the num-
ber of cysteine residues present in the investigated Mt (20
for most mammals); nmol CysMt is the concentration of
sulfhydryl groups, i. e. cysteine residues, due to metal-
lothionein present in the sample.

Sulfhydryl Groups (SH) Determination

The concentrations of SH groups were estimated in
protein and non-protein fractions (after deproteinization
10% of homogenates of liver and kidney prepared in

0.9% NaCl) according to Ellman [29]. Results are ex-
pressed as mmol/g tissue and μmol/g tissue. 

Statistical Analysis

Since there were no differences in any of the studied
parameters between the two control subgroups the results
have been presented together as one-control group. Data
are mean ± SEM of eight rats in each group. Experimental
groups were compared using a one-way analysis of vari-
ance (ANOVA) by the Kruskal-Wallis ranks test. Spear-
man rank correlation analysis was performed to investi-
gate the relationship among variables. Differences and cor-
relations were considered statistically significant at p <
0.05. To discern the possible interactions between Cd and
EtOH, two-way analysis of variance (ANOVA/MANO-
VA) was used. F values having p < 0.05 were considered
significant. Statistical tests were performed using Statisti-
ca version 5.0 (StatSoft, Tulsa, OK, USA).

Results

GSH, Mt, Non-Protein SH and Total SH
Concentrations in Liver

Exposure to Cd caused a reduction in the concentrations
of GSH and non-protein SH groups compared to the con-
trol group (by 40% and 30.5%, respectively) (p < 0.001),
while Mt concentration increased by 32.7% (p < 0.001)
(Table 1). The concentration of total SH groups did not dif-
fer from control group.

In the animals exposed to EtOH a decrease was noted
in the concentrations of GSH (by 44.7%, p < 0.001), non-
protein SH groups (by 8.7%, p < 0.05) and total SH
groups (by 9.6%, p < 0.05) compared to the control
group. EtOH had no effect on Mt concentration (Table 1). 

Combined exposure to Cd and EtOH caused a reduc-
tion in GSH concentration compared to the control group
(by 50.1%, p < 0.001) and Cd group (by 16.8%, p < 0.05)
(Table 1). Administration of EtOH to the animals which
received Cd caused a reduction in the concentration of
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Table 1. Effects of cadmium (Cd), ethanol (EtOH) and their combination on GSH, Mt, total SH and non-protein SH concentration in
the liver.

Values are means ± SEM of 8 rats. Values are significantly different (ANOVA + Kruskal-Wallis ranks test) compared to: *control, 
† Cd, and ‡ EtOH groups. 



non-protein SH groups, both compared to the control and
Cd or EtOH-receiving animals, by 43% (p < 0.001), 17.9%
(p<0.01) and 37.6% (p<0.001), respectively. The concen-
tration of total SH groups was within the control range.

The ANOVA/MANOVA analysis revealed that the
changes in concentration of the thiol compounds exam-
ined in the liver of the animals exposed to a combined ac-
tion of Cd and EtOH were not only due to an independent
effect of Cd (the effect was observed for GSH, Mt and
non-protein SH groups) or EtOH (for GSH and non-pro-
tein SH groups), but also resulted from interactions be-
tween these substances (for GSH, Mt and total SH
groups) (Table 2). 

It was found that the concentrations of GSH and non-
protein SH groups in the liver were negatively correlated
with MDA levels (Table 3). However, positive correla-
tion was observed between MDA concentration and Mt
level in this organ. The concentration of non-protein SH

groups was positively correlated with GSH, but negative-
ly with Mt. No correlation was noted between the levels
of total SH groups and the other parameters examined. 

GSH, Mt, Non-Protein SH and Total SH 
Concentrations in Kidneys

Exposure to Cd caused a reduction in the concentra-
tion of GSH (by 58.6%, p<0.001) and non-protein SH
groups (by 17.6%, p<0.01), with a simultaneous increase
in the levels of Mt (by 28.3%, p<0.001) and total SH
groups (16.1%, p<0.01) in kidneys (Table 4). 

In rats exposed to EtOH, a decrease was noted in the
levels of GSH and non-protein SH groups compared to the
control group by 46.6% (p<0.001) and 27% (p<0.01), re-
spectively. The concentrations of Mt and total SH groups
were similar to control values (Table 4).
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Table 2. F values calculated with ANOVA/MANOVA analysis for main effects Cd or EtOH and interactive effect Cd and EtOH in the liver.

NS, not significantly different.

Table 3. Correlation coefficients for the studied parameters in liver.

Data are presented as correlation coefficients (r) and the level of statistical significance (p)

Table 4. Effects of cadmium (Cd), ethanol (EtOH) and their combination on GSH, Mt, total SH and non-protein SH concentration in
kidney.

Values are means ± SEM of 8 rats. Values are significantly different (ANOVA + Kruskal-Wallis ranks test) compared to: *control,
†Cd and ‡EtOH groups. 



In the group of animals that underwent a combined
action of Cd and EtOH, GSH concentration was reduced
compared to the control (by 59.8%, p < 0.001) and EtOH
groups (by 26.1%, p < 0.01), while the level of non-pro-
tein SH groups decreased compared to the control and Cd
groups (by 67.5%, p < 0.001 and 18.1%, p < 0.05, respec-
tively) (Table 4). Administration of EtOH to the Cd-ex-
posed rats caused an increase in Mt concentration, com-
pared to the control group (by 11.5%, p < 0.01) and to the
EtOH group (by 14.2%, p < 0.01), although this effect
was smaller than in the rats exposed to Cd alone (by
13.1%, p < 0.01) (Table 4).

Two-way analysis of ANOVA/MANOVA showed that
the changes in the parameters examined in the kidneys of
animals exposed to a combined action of Cd and EtOH
were the result of an independent effect of Cd (in the as-
sessment of GSH, Mt, non-protein and total SH groups)
or EtOH (GSH, Mt, non-protein and total SH groups), as
well as by interactions between them (Table 5) 

Kidney MDA concentration was found to be nega-
tively correlated with GSH concentration and positively
correlated with Mt and total SH groups (Table 6). GSH
concentration showed positive correlation with non-pro-
tein SH groups and was negatively correlated with Mt
and total SH groups. Positive correlation was noted be-
tween the concentration Mt and total SH groups in the
kidneys. 

Discussion

The study assessed the levels of GSH, Mt and SH
groups in the liver and kidneys of rats exposed both

singly and in combination to Cd and EtOH. Moreover,
the paper was aimed at finding out the possible connec-
tion of lipid peroxidation and these thiol compounds. For
this purpose, the relationship between GSH, Mt and SH
groups and previously determined MDA concentrations
[5] was investigated. 

The experiment revealed the significant role of Cd- or
EtOH-induced alterations in GSH concentration in lipid
peroxidation in the liver and kidneys. The involvement of
GSH in redox processes may be related to the presence of
SH groups [14, 15]. During these processes induced by
prooxidants, the reduced SH groups in GSH are used to
scavenge free radicals. As a result, oxygenated GSH form
is produced (disulfide GSH — GSSG) and GSH is re-
duced [18, 30]. It can thus be assumed that GSH reduc-
tion in the liver and so a decrease in non-protein SH
groups following EtOH administration may be due to the
interaction between free radicals that are produced during
its biotransformation and SH groups in GSH. The signifi-
cant independent effect of EtOH on the level of GSH and
non-protein SH groups noted in the kidney seems to indi-
cate that EtOH can induce lipid peroxidation through its
effect on GSH levels. GSH not only reacts with free radi-
cals, but also forms conjugates with numerous substances,
including heavy metals [14, 15, 16]. The reduced level of
GSH, and thus of non-protein SH groups, in the liver and
kidneys of rats exposed to Cd, may result from the high
affinity of this metal to thiol groups [13, 31, 32]. The for-
mation of Cd complexes with the substances that contain
thiol groups causes a reduction in the level of these sub-
stances [31, 32, 33]. More pronounced changes in GSH
under the effect of Cd vs. EtOH in the kidney, compared
to the liver, may result from metabolic differences. EtOH
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Table 5. F values calculated with ANOVA/MANOVA analysis for main effects of Cd or EtOH and interactive effect of Cd and EtOH
in the kidneys.

NS, not significantly different.

Table 6. Correlation coefficients for the studied parameters in kidneys.

Data are presented as correlation coefficients (r) and the level of statistical significance (p).



is metabolized mainly in the liver and hence its harmful
effects are visible in this organ. Cd accumulates in the kid-
ney, which is a Cd critical organ. 

The increase in Mt concentration due to Cd exposure,
especially in the kidneys, can be caused by enhanced syn-
thesis of this protein under the effect of Cd, which is its
major inducer [34, 35]. Increased Mt synthesis in the kid-
ney is a likely cause of changes in the concentration of
total SH groups under the effect of Cd. Positive correla-
tion between Mt level in the organs examined and MDA
concentration allows the assumption that the increase in
Mt concentration is a defensive response of the organism
to Cd- and EtOH-induced lipid peroxidation. Other au-
thors also have suggested that Mt synthesis can be in-
duced in oxidative stress conditions. This protein can act
as an antioxidant and scavenger of free radicals such as
superoxide, hydroxyl and peroxyl radicals [22, 23, 36].
The mechanisms of the antioxidative action of Mt are not
well known and are still being explored. 

Statistical analysis has confirmed that changes in
GSH and Mt concentrations in the liver and kidneys, and
in the level of total SH groups in the liver of animals ex-
posed simultaneously to Cd and EtOH, may result from
independent actions of Cd and/or EtOH, but can also be
caused by interactions between these substances. Low Mt
concentrations in the liver and kidneys observed in rats
exposed to Cd and EtOH jointly, compared to those re-
ceiving Cd alone, is consistent with lower accumulation
of this heavy metal noted in these animals [5]. 

The analysis of numerical values of ANOVA/MANO-
VA (F) variance coefficients seems to indicate that the re-
duced GSH level in the liver of rats exposed to Cd and
EtOH was mainly caused by the action of EtOH, while in
the kidney by Cd. This organ-related differentiation of
GSH changes in conditions of a combined exposure to
Cd and EtOH may result, at least partly, from the produc-
tion of free radicals due to EtOH biotransformation in the
liver and Cd accumulation in the kidneys. 

The present findings suggest that the Cd- and/or
EtOH-induced reduction in GSH and non-protein SH
groups in the liver and kidney can be a mechanism lead-
ing to lipid peroxidation in these organs exposed to these
substances. The combined exposure to Cd and EtOH is
associated both with an independent action of each of
these substances and with their interactions.
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