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Abstract - In this experiment, we compared the in vivo effects of phenylhydrazine (PHZ) and bleeding treatment on the 
redox status and glutathione antioxidative mechanism parameters in the plasma and red blood cells (RBC) of rats. 
Results showed a lower level of reactive oxygen species (ROS), a higher level of lipid peroxidation and the effective 
antioxidative role of the glutathione system in the blood of bleeding rats. PHZ-treatment induced higher concentrations 
of ROS and an accumulation of oxidized glutathione in the plasma, while the glutathione system showed a satisfactory 
antioxidative capacity in the RBC of rats. When comparing the two anemic groups, the PHZ-treated rats showed 
marked oxidative stress in the plasma. 
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INTRODUCTION 

Anemia is usually induced by bleeding or PHZ 
treatment under experimental conditions (Rapo-
port, 1986). Successive bleeding of animals or hu-
mans causes the stimulation of erythropoiesis and 
as a consequence there is an increase in the number 
of reticulocytes in peripheral blood. PHZ-induced 
anemia is the result of rapid hemolysis due to 
damage and the complex interactions between PHZ 
and red blood cell (RBC), proteins and lipids (Stern, 
1989; Fukushima and Kon, 1990).  

Oxygen is a primary oxidant in metabolic 
reactions which are required in order to obtain 
energy by oxidizing various organic molecules. Oxi-
dative stress is a consequence of these reactions and 
can be defined as an impaired balance between the 
development of reactive oxygen species (ROS) on 
the one hand and antioxidant defense mechanisms 
on the other hand (Halliwell and Gutteridge, 1999). 
The redox state of a biological system is kept within 
a narrow range under normal conditions. Cells and 

tissues have the mechanisms to restore the redox 
state after temporary exposure to high concentra-
tions of ROS. 

The most important mechanisms of redox 
homeostasis is based on the ROS-associated 
induction of a redox-sensitive signal cascade that 
leads to a higher expression of antioxidative 
enzymes or the elevated intensity of the cysteine 
transport system, which maintains the high level of 
glutathione in cells. Since mitochondria are a major 
site of free radical generation, they are highly 
enriched with antioxidants including glutathione 
(GSH) and enzymes, such as Mn-containing 
superoxide dismutase (Mn SOD) and glutathione 
peroxidase (GSH-Px), which are presented on both 
sides of their membranes in order to minimize 
oxidative stress in the organelle (Halliwell and 
Gutteridge, 1999).  

The induction of oxidative stress and damage 
has been observed following exposure to various 
xenobiotics, one of them being PHZ. 
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In order to induce high reticulocytosis, since 
reticulocytes are a valuable source of information 
for many of the metabolic pathways and especially 
the oxidative stress response system, we 
experimentally induced anemia by successive daily 
bleeding and by PHZ-treatment, both of which are 
the most common procedures. The goal of this 
study was to compare the redox state, oxidative 
damage and glutathione antioxidative mechanisms 
in the plasma and RBC in bleeding- and PHZ-
induced anemia in rats.  

MATERIALS AND METHODS 

Chemicals 

PHZ, chemicals for solutions and enzymes were 
obtained from Sigma (St.Louis, MO, USA) and 
Merck (Darmstadt, Germany).  

Animals, RBC collection and incubation 

In this study, the RBC of rats (Wistar albino, male, 
250-350 g body mass) were used. The animals 
were kept at 21 ± 1 0C and exposed to a 12 h light 
– 12 h dark cycle. All rats were housed in 
individual cages and given a standard diet and 
water ad libitum. Control groups were obtained 
from untreated (I) and 0.9% NaCl-treated (0.5 ml 
0.9% NaCl for three days) rats (II). Reticulocytosis 
was induced by PHZ treatment (35 mg/kg body 
weight for 3 days) (III) and by daily bleeding of the 
rats (1.5-2 ml of blood from the tail vein) for 8 
days (IV). After 7 (I, II and III) and 9 days (IV) the 
rats were anaesthetized by ether and blood was 
taken by exsanguination. Blood was collected in 
tubes containing heparin.  

For redox status determination the collected 
blood was centrifuged for 10 min at 5000 rpm, the 
plasma was separated, while the RBC were washed 
three times with NaCl 0.9%. Washed-out 
erythrocytes were lysed with dH2O (1:3, v/v) at 0oC 
for 30 min. All samples were extracted from plasma 
and lysate. After extraction the samples were stored 
at -80oC until analysis (in less than 1 month). 

Evaluation of ROS concentrations 

The concentrations of ROS were determined 
after extraction using the following protocol: ½ vol 
3 M perchloacetic acid and 2 vol of 20 mM EDTA 
were added to 1 vol of plasma. After extraction on 
ice (15 min) and centrifugation for 4 min/15 000 
rpm the extracts were neutralized using 2 M K2CO3.  

The spectrophotometric determination of the 
superoxide anion (O2

.-) was based on the reduction 
of nitroblue tetrazolium (NBT) in the presence of 
O2

.- (Auclair and Voisin, 1985). The determination 
of the hydrogen peroxide (H2O2) concentration was 
based on the oxidation of Phenol Red (PR) in the 
presence of Horse Radish Peroxidase (HRPO) as a 
catalyst (Pick and Keisari, 1980).  

Evaluation of lipid peroxide level 

The level of lipid peroxidation products was 
determined on the basis of the reaction of lipid 
peroxidation products (malondialdehydes) using 
the Ohkawa method with thiobarbituric acid 
(thiobarbituric acid reactive substances - TBARS) 
(Ohkawa et al., 1979).  

Evaluation of glutathione level 

The level of reduced glutathione (GSH) was 
determined on the basis of GSH oxidation with 5.5-
dithio-bis-6.2-nitrobenzoic acid using the Beutler 
method (1975a) and the concentration was expressed 
as nmol/ml plasma (RBC). Concentrations of 
oxidized glutathione (GSSG) were determined 
enzymatically by glutathione reductase using the 
Beutler method (1975b) after inhibition of GSH 
oxidation by N-ethylmaleimide. The level of GSSG 
was expressed as nmol/ml plasma (RBC). 

Evaluation of AOS enzymes activity 

The antioxidative enzymes activities were deter-
mined in lysate.  

Glutathione peroxidase (GSH-Px) activity was 
assayed following the oxidation of nicotinamide 
adenine dinucleotide phosphate (NADPH) with t-
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butyl-hydroperoxide as a substrate (Maral et al., 
1977). The activity of glutathione reductase (GR) was 
determined using the method of Glatzle et al. (1974). 
The method is based on the capacity of GR to 
catalyze the reduction of GSSG to GSH using 
NADPH as a substrate. Glutathione-S-transferase 
(GST) activity for 1-chloro-2,4-dinitrobenzene 
(CDNB) as a substrate was measured according to 
the method of Habig et al. (1974). The activities of 
GSH-Px, GR and GST were expressed in U/ml RBC. 

Statistical analysis 

All values are expressed as mean ± SEM. Statistical 
evaluation was calculated by one way ANOVA. For all 
comparisons, p < 0.05 was considered as significant.  

RESULTS 

The effects of PHZ and successive bleeding 
treatment on the redox status were evaluated in the 
plasma and RBC of Wistar albino rats. The 
obtained results showed that all parameters 
followed for the placebo control (II) were not 
different compared to the control (I). 

The ROS levels in the plasma of the groups of 
animals investigated are shown in Fig. 1. The 
concentration of O2

.- was significantly higher in the 
plasma of the PHZ-treated rats, compared to the 
control (I) and bleeding groups (IV) (Fig.1). H2O2 
concentration was significantly higher in the 
plasma of the PHZ-treated rats (III), compared to 
the control (I) (Fig. 1). 

The TBARS level, an indicator of oxidative 
damage processes, was significantly higher in the 
plasma of the bled rats (IV), compared to the 
control (I) (Tab. 1). In the plasma of the PHZ-
treated rats, the GSH level was significantly lower, 
which was followed with a high GSSG and GSSG/2 
GSH ratio, compared to the control group (I) (Tab. 
1). The results for the bled rats (IV) were 
reciprocally different – the GSH level was 
significantly higher, which followed with lower 
concentration of the GSSG and GSSG/2 GSH ratio, 
compared to the PHZ treated group (I) (Tab. 1). 

The TBARS levels in the RBC of all investigated 
groups of animals were not changed. The RBC 
concentration of GSH was significantly higher, 
while the GSSG level and GSSG/2 GSH ratio were 
significantly lower in both anemic groups in 
comparison with the control group (I) (Table. 2). 
When the two groups of anemic rats were 
compared, the level of GSH was significantly lower 
in the PHZ (III) vs. bled rats (IV). 

The GSH-Px activity was not different in the 
investigated groups of rats (Fig. 2). The activity of 
GR was significantly higher in the bled rats 
compared to the control group (Fig. 2). The activity 

Fig. 1. The plasma ROS concentrations in control (I and II), 
PHZ-treated (III) and bled rats (IV). Values represent means ± 
SEM for 5 animals per group. *p < 0.05, compared to the 
control group (I), #p<0.05, PHZ-treated versus bled rats 

Fig. 2. The activities of lysate glutathione peroxidase (GSH-Px), 
glutathione reductase (GR) and glutathione-S-transferase 
(GST) in control (I and II), PHZ-treated (III) and bled rats 
(IV). Values represent mean ± SEM for 5 animals per each 
group. Values for GSH-Px are in U/ml RBC x 104, and for GR 
in U/ml RBC x 105 and GST are in U/ml RBC x 103. *p < 0.05, 
compared with the control group (I), #p < 0.05, PHZ-treated 
versus bled rats 
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of GST was significantly lower in the PHZ-treated 
rats compared to the control group. When two 
groups of anemic rats were compared, the activity 
of the GST was significantly lower in the PHZ (III) 
vs. the bled rats (IV) (Fig. 2). 

DISCUSSION 

In experimental conditions reticulocytosis can be 
induced by daily bleeding or PHZ treatment (Kostić 
et al., 1990; Marković et al., 2006; 2007; 2009). 
Recent studies have showed that PHZ-induced 
reticulocytes are a simple model system for 
investigating anemia and apoptosis (Diwan et al. 
2008; Ramot et al. 2008; Savill et al. 2009).  

Our results showed no significant alterations in 
the levels of the ROS in the plasma of the bled rats, 
but showed a significantly high level of TBARS. The 
elevated level of lipid peroxidation in the bled rats 
may be the consequence of hemorrhagic shock 
which results in oxidative stress and is followed by 
significant elevations in TBARS (Mauriz et al., 2001). 

In the plasma and RBC of the bled animals the 
concentration of GSH is significantly higher, while 
the concentration of GSSG and the ratio GSSG/2 
GSH, are significantly lower in this group of anemic 
animals. All these changes and the efficacy of the 
glutathione status are a consequence of the higher 
activity of GR in the bled rats. Glutathione 
reductase catalyzes the reduction of oxidized GSH 
back into GSH, the latter being the co-substrate of 
GSH-Px (Gul et al., 2000). Higher GR activity 
provides conservation of GSH which is a primary 
protective molecule from the oxidative stress of the 
RBC. Based on the presented results, we can 
conclude that the glutathione system is efficient in 
the antioxidative defense of RBC of bleeding-
induced anemic animals, but less efficient in the 
plasma of the bled animals considering the high 
levels of the TBARS. 

According to our results, PHZ treatment was 
followed by an accumulation of O2

.- and H2O2 in the 
plasma. On the other hand, there was no change in 
lipid peroxidation in either the plasma, or the RBC 

of the PHZ-treated animals. The high levels of ROS 
cause the elevation of Heinz body formation in the 
RBC of the PHZ-treated rats (Marković et al., 
2009), indicating that proteins (e.g. hemoglobin) 
could be the main site of PHZ-induced damage of 
RBC (McMillan et al., 2005). 

The presented results also showed that the 
GSSG/2GSH ratio is significantly higher in the 
plasma of PHZ-treated rats, which indicates an 
inefficient metabolism of the glutathione system 
and could be one of the causes of ROS 
accumulation. We can also conclude that the 
plasma of the PHZ-treated rats is the main site of 
oxidative stress mainly because the glutathione 
antioxidative mechanisms are less efficient in the 
scavenging of ROS, but there is good protection of 
this mechanism against lipid peroxidation. 

In the RBC of PHZ-treated rats, the 
GSSG/2GSH ratio is significantly lower compared 
to the control group. In this condition, GSH 
probably reacts rapidly as a scavenger of some of 
the ROS (Kalyanaraman et al., 1996), and directly 
or indirectly reduces semidehydroascorbate and in 
that way stops the process of lipid peroxidation 
(Chan et al., 1999). These reactions, directly or 
indirectly, result in the production of GSSG which 
is then reduced intracellularly to GSH with GR 
through a NADPH-dependent reaction (Mates, 
2000).,GSH protected the RBC of anemic rats from 
oxidative damage, mainly by stopping the chain 
reaction of peroxidation, and this antioxidative 
system was more inefficient in the protection of 
hemoglobin oxidation (Marković et al., 2009).  

In the RBC of PHZ-treated animals the activity 
of GST is significantly lower compared to the 
control group, as well as compared to the group 
treated by daily bleeding. The role of GST is seen 
through detoxification, transport and synthesis 
(Bolt, 1996), but it is also one of the oxidative 
stress-inducible enzymes. The high level of 
peroxynitrites in the RBC of PHZ- treated animals 
(Markovic et al., unpublished data) may be the 
cause of the halting of GST activity (Wong et al, 
2001).  
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When the two groups of anemic animals are 
compared, there is an accumulation of ROS and a 
less effective glutathione antioxidative system in the 
plasma of the PHZ-treated rats, as well as 
hemorrhagic shock-induced lipid peroxidation in 
the plasma of the bled rats. All these data indicate 
higher oxidative stress in the plasma and RBC of 
the PHZ-treated group compared to the group of 
bled rats.  

Previous data showed that PHZ-induced 
reticulocytes maturated into erythrocytes normally 
in vitro (Gronowicz et al., 1984), as well in vivo 
(Kostić et al., 1990). In addition, our recent studies 
showed that PHZ-induced reticulocytes are an 
experimental system for oxidative stress. However, 
when compared with untreated erythrocytes, 
reticulocytes represent a system adapted to 
oxidative stress (Marković et al., 2006, 2007). 
Taking all this into account, this study contributes 
to a better definition of the metabolic processes in 
PHZ-induced reticulocytes, as simple model system 
for investigation of anemia, apoptosis and mito-
chondria-based processes.  

Acknowledgment - This work was supported by the Ministry 
for Science and Technological Development of the Republic 
Serbia, Grant No 143035B. 

REFERENCES 

Auclair, C. and E. Voisin (1985). Nitroblue tetrazolium 
reduction. In: Handbook of Methods for Oxygen 
Radical Research. RA Greenwald (ed), CRC Press, Inc.: 
Boka Raton. 

Beutler, E. Reduced glutathione (GSH) (1975a). In: Beutler E, 
ed. Red Cell Metabolism. A Mannual of  Biochemical 
Methods. New York: Grune and Straton. 

Beutler, E. Oxidized glutathione (GSSG) (1975b). In: Beutler E, 
ed. Red Cell Metabolism. A Mannual of Biochemical 
Methods. New York: Grune and Straton. 

Bolt, H. M. (1996). Human GSH-transferase in risk assessment. 
In: Snyder, R., Sipes, I.G., Jollow, D. J., Monks, T. J., 
Kocsis, J. J., Kalf, G. F., Greim, H., and C. M. Witmer, 
eds. Biological Reactive Intermediates V. New York: 
Plenum Press. pp. 405-409.  

Chan, A. C., Chow, C.K., and D. Chiu (1999). Interaction of 
antioxidants and their implication in genetic anemia. 
Proc. Soc. Exp. Bio.l Med. 222, 274-282. 

Diwan, A, Koesters, A. G., Capella, D., Geiger, H., Kalfa, T. A., 
and G.W. II Dorn (2008). Targeting erythroblast-specific 
apoptosis in experimental anemia. Apoptosis 13, 1022-
1030. 

Fukushima, Y. and H. Kon (1990): On the mechanism of 
deformability in human erythrocytes due to Heinz body 
formation: a flow EPR study. Toxicol. Appl. Pharmacol. 
102, 205-218.  

Glatzle, D., Vuilleumier, J. P., Weber, F., and K. Decker (1974). 
Glutathione reductase test with whole blood, a 
convenient procedure for the assessment of riboflavin 
status in humans. Experientia 30, 665-667. 

Gronowicz, G., Swift, H., and T. Steck, (1984). Maturation of the 
reticulocyte in vitro. J. Cell. Sci. 71, 177-197. 

Gul, M., Kutay, F. Z., Temocin, S., and O. Hannien (2000). 
Cellular and clinical implications of glutathione. Indian 
J. Exp. Biol. 38, 625-634. 

Habig, W. H., Pabst, M. J., and W. B. Jakobay (1974). 
Glutathione S-transferase. J. Biol. Chem. 249, 7130-
7139. 

Halliwell, B. and J. M. C. Gutteridge (1999). In: Free Radicals in 
Biology and Medicine. 3rd ed. New York:  Oxford 
University Press Inc. 

Kalyanaraman, B., Karoui, H., Singh, R. J., and C.C. Felix 
(1996). Detection of thiyl radical adducts formed during 
hydroxyl radical- and peroxynitrite-mediated oxidation 
of thiols – a high resolution ESR spin-trapping study at 
Q-band. Anal. Biochem. 241, 75-81. 

Kostić, M. M., Živković, R. V., and S. M. Rapoport (1990a). 
Maturation-dependent changes of the rat reticulocyte 
energy metabolism and hormonal responsiveness. 
Biomed. Biochim. Acta. 49, 178-182. 

Maral, J., Puget, K. and A. M. Michelson (1977). Comparative 
study of superoxide dismutase, catalase and glutathione 
peroxidase levels in erythrocytes of different animals. 
BBRC 77, 1525-35. 

Marković, S. D., Ognjanović, B. I., Štajn, А. Š., Žikić, R. V., 
Saičić, Z. S., Radojičić, R. M., and M. B. Spasić (2006). 
The effects of nitroglycerine on the redox status of rat 
erythrocytes and reticulocytes. Physiol. Res. 55, 389-396. 

Marković, S. D., Vukajlović, M. Dj., Ognjanović, B. I., Štajn, A. 
Š., Žikić, R. V., Saičić, Z. S., Radojičić, R. M., Jones, D. R., 
and M. B. Spasić (2007). The effects of molsidomine and 
3-morpholinosydnonimine on redox status of rat 
erythrocytes and reticulocytes: a comparative study. 
Cell. Biochem. Funct. 25, 251-258. 

Marković, S. D., Milošević, M. P., Djordjević, N. Z. Ognjanović, 
B. I., Štajn, A. Š., Saičić, Z. S., and M. B. Spasić (2009). 
Time course of hematological parameters in bleeding-
induced anemia. Arch. Biol. Sci. 61, 165-170. 



594 SNEŽANA D. MARKOVIĆ ET AL. 

Mauriz, J. L., Matilla, B., Culebras, J. M., Gonzàlez, P., and J. 
Gonzàlez-Gallego (2001). Dietary glycine inhibits 
activation of nuclear factor kappa B and prevents liver 
injury in hemorrhagic shock in the rat. Free. Radic. Biol. 
Med. 10, 1236-44. 

Matés, J. M. (2000). Effects of antioxidant enzymes in the 
molecular control of reactive oxygen species toxicology. 
Toxicology 153, 83-104. 

McMillan, D. C., Powell, C. L., Bowman, Z. S., Morrow, J. D., 
and D. J. Jollow (2005). Lipids versus proteins as major 
targets of pro-oxidant, direct-acting hemolytic agents. 
Toxicol. Sci. 88, 274-283. 

Ohkawa, H., Ohishi, N., and K. Yagi (1979). Assay for lipid 
peroxides in animal tissues by thiobarbituric acid 
reaction. Anal. Biochem. 95, 351-358. 

Pick, E. and Y. Keisari (1980). A simple colorimetric method 
for the measurement of hydrogen peroxide produced by 
cells in culture. J. Immunol. Meth. 38, 161-170. 

Ramot, Y., Koshkaryev, A., Goldfarb, A., Yedgar, S., and 
G. Barshtein (2008). Phenylhydrazine as a partial 
model for β-thalassemia red blood cell he-
modynamic properties. Br. J. Haematol 140, 692-
700. 

Rapoport, S. M. (1986). In: The reticulocyte. CRC Press Inc., 
Bocca Raton, Florida. 

Savill, N. J., Chadwick, W., and S. E. Reece (2009). Quantitative 
analysis of mechanisms that govern red blood cell age 
structure and dynamics during anaemia. PLOS Comput. 
Biol. 5, 1-19.  

Stern, A. (1989). Drug-induced oxidative denaturation in red 
blood cells. Semin. Hematol. 26, 301-306. 

Wong, P. S., Eiserich, J. P., Reddy, S., Lopez, C. L., Cross, C. E., 
and A. van der Vilet (2001). Inactivation of glutathione 
S-transferases by nitric oxide-derived oxidants: 
exploring a role for tyrosine nitration. Arch. Biochem. 
Biophys. 394, 216-228. 

ГЛУТАТИОНСКИ СТАТУС У КРВИ ПАЦОВА НАКОН РЕТИКУЛОЦИТОЗЕ ИЗАЗВАНЕ 
ФЕНИЛХИДРАЗИНОМ И КРВАРЕЊЕМ 

1 СНЕЖАНА  Д. МАРКОВИЋ, 1AНА Д. ОБРАДОВИЋ, 1 ЈОВАНА Б. ЖИЖИЋ, 1 БРАНКА И. 
ОГЊАНОВИЋ, 1 А. A. ШТАЈН, 2 ЗОРИЦА С. САИЧИЋ, и 2М. Б. СПАСИЋ  

1Институт за биологију и екологију, Природно-математички факултет, Универзитет у Крагујевцу, 
34000 Крагујевац, Србија 

2Одељење за физиологију, Институт за биолошка истраживања “Синиша Станковић”, 
11060 Београд, Србија 

Циљ овог рада је био да се испрате in vivo ефекти 
фенилхидразином (PHZ) и крварењем индуко-
ване ретикулоцитозе на параметре редокс и глу-
татионског антиоксидативног статуса у плазми и 
црвеним крвним ћелијама (RBC) пацова. Резулта-
ти показују нижи ниво реактивних врста кисео-
ника (ROS), виши ниво липидне пероксидације и 
ефикасну антиоксидациону улогу глутатионског 

система у крви исквављених пацова.  Третман 
PHZом проузроковао је више концентрације 
ROSа и акумулацију оксидованог глутатиона у 
плазми, док је глутатионски систем показао ефи-
касан антиоксидативни капацитет у RBCу пацо-
ва. Када се упореде две анемичне групе, израже-
нији оксидациони стрес се јавља у плазми пацова 
третираних PHZом.  

 




