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Ochratoxin A (OTA) is a potential inducer of a tubular-interstitial nephropathy in humans and
animals. In our study we addressed the question of involvement of apoptosis in the development of OTA-provoked nephrotoxicity. LLC-PK1 kidney cells were treated with nanomolar
and micromolar concentrations of OTA for different lengths of time. The apoptotic process was
estimated by morphological (haematoxylin/eosin staining, fluorescent staining of DNA free
ends – TUNEL assay) and biochemical (MAPKs and Hsps) changes of cells. Forty-eight hours
of treatment with 5 ´ 10–6 M OTA significantly decreased cell viability and induced apoptosis
in 30.7 % of cells. In addition, a transient activation of ERK was observed as well as a strong
and prolonged activation of stress kinases, JNK and p38 MAPK, after 12 and 48 hours of treatment. Expression of Hsp72 and Hsp27 was not affected by OTA. The results suggest that
apoptosis mediated by activation of JNK and p38 MAPK might play an important role in
OTA-induced nephrotoxicity in LLC-PK1 cells.

INTRODUCTION
Ochratoxin A (OTA) is produced as a secondary fungal
metabolite of some Aspergillus and Penicillium strains
and is a frequent contaminant of feed and foodstuffs.1,2
OTA is hazardous to humans and animals because of its
nephrotoxic, hepatotoxic, immunosuppressive, teratogenic, and carcinogenic effects.3–8 Kidneys are the main
target of OTA.9 OTA is known to affect multiple sites of
the nephron: acute exposure mainly affects the proximal
parts, while chronic exposure leads predominantly to damage of the proximal tubule.2 Epidemiological studies
implicate OTA with endemic nephropathy (EN), a pro-

gressive renal fibrosis, and tumours of the urinary
tract.10,11 It has been shown in animals that OTA induces
a tubular-interstitial nephropathy similar to EN as well
as renal adenoma and carcinoma.12,13
Some aspects of OTA toxicity have been attributed
to the phenylalanine moiety responsible for the inhibition of protein synthesis by competitive inhibition of phenylalanil-tRNA synthase. The open lactone moiety of OTA
molecule is structurally analogous to active sites of some
mitochondrial enzymes, thus OTA may interfere with
oxidative processes such as reactive oxygen species (ROS)
formation and lipid peroxidation (LPO).14–16 OTA toxicity has been also related to the impairment of intracel-

* Dedicated to Professor @eljko Ku}an on the occasion of his 70th birthday. Presented at the Congress of the Croatian Society of
Biochemistry and Molecular Biology, HDBMB2004, Bjelolasica, Croatia, September 30 – October 2, 2004.
** Author to whom correspondence should be addressed. (E-mail: kbarisic@pharma.hr)

386

K. BARI[I] et al.

lular calcium handling, competitive inhibition of transport carrier proteins located in the inner mitochondrial
membrane (ATPase, succinate dehydrogenase, and cytochrome c oxidase), inhibition of incorporation of orotic
acid into the RNA, and interference with signal transduction in some cell types.10,16,17
Therefore, exposure to OTA can cause cell deregulation and death: either through overproduction of ROS
and LPO, and disruption of the Ca2+ transport, or through
inhibition of protein synthesis and inhibition of phenylalanine metabolism leading to the reduction of phosphoenolpyruvate carboxykinase and gluconeogenesis, ultimately inducing severe cell disturbances.18–21
Cells typically die either by apoptosis or necrosis.22
Although the two types of cell death can be differentiated biochemically and morphologically, these processes
are more similar than previously thought.23 In necrosis
the cell membrane loses its integrity and the cell content
is released causing an inflammatory response, while in
apoptosis the cell content remains »well-packed« in the
apoptotic bodies and no inflammation occurs. However,
both types of cell death can be induced by the same pathophysiological signals, can be prevented by anti-apoptotic mechanisms, and once initiated can switch to the
other type of cell death.23
OTA has been reported to activate apoptotic responses
in several cell types, including Hak, HeLa cells, MDCKC7, MDCK-C11, OK, and NRK-49F fibroblasts.24–26
Apoptosis of liver and kidney cells has been observed
after OTA administration to mice and rats in vivo.27,28 Induction of apoptosis via the JNK pathway has been suggested for some OTA-induced changes in the renal function as well as for part of its teratogenic action.9,29 The
carcinogenic potential of OTA has been also correlated
with its capacity to induce apoptosis and affect cell signalling in gap junctional communication-proficient rat
liver and human kidney epithelial cells grown in vitro.10
However, the exact molecular mechanisms involved in
the induction of apoptosis by OTA have not yet been
fully clarified.
In this study, the molecular mechanism of OTA toxicity was investigated in the LLC-PK1 epithelial kidney
cells. The ability of different OTA concentrations to induce apoptotic signals was estimated by biochemical
and morphological changes in LLC-PK1 cells.

dium hydrogen carbonate. Cells were plated in 6 well plates, usually at a plating density of 1–3 x 106 cells/ml.
Cells were harvested by removing the medium, washing in phosphate-buffered saline (PBS; 20 mmol dm–3 phosphate buffer, 150 mmol dm–3 NaCl, pH = 7.2), treating with
trypsin (0.25 % solution in PBS) for 5 min, and centrifuging at 600 g at 4 °C for 5 min.

EXPERIMENTAL

Fluorescent Staining of DNA Fragments (TUNEL
Assay)

Cell Culture
A pig kidney cell line corresponding to the proximal epithelial cells, LLC-PK1, was cultured at 37 °C in a 5 % CO2 atmosphere in MEM culture medium supplemented with 10 %
heat-inactivated foetal bovine serum (FBS), 100 IU/ml
(» 60 mg/ml) penicillin, 100 mg/ml streptomycin, 2.5 mg/ml
amphotericin B, 290 mg/ml L-glutamine and 2.5 mg/ml soCroat. Chem. Acta 78 (3) 385–392 (2005)

Treatment
LLC-PK1 cells were treated with 0.10, 0.25, 0.50, 1.00, and
5.00 x 10–6 M OTA for 2, 4, 6, 12, 24 or 48 hours. OTA was
dissolved in ethanol at a concentration of 5 x 10–6 M, and
the final concentration was obtained by appropriate dilution
in the culture medium. The final ethanol concentration in
the medium was 0.025 %. Ethanol was added to the control
cells in a final concentration of 0.025 %.

Trypan Blue Exclusion Assay
To assess cell viability, 0.5 ml of 0.4 % Trypan blue solution was added to the test tube. 0.3 ml PBS was added to
0.2 ml cell suspension, the suspension was mixed and then
incubated for 10 min. Non-viable cells (dye-stained) as well
as viable cells (unstained) were counted under light microscopy.

Whole Cell Lysis
Treated and untreated LLC-PK1 cells were washed twice
with cold PBS and lysed with 100 mL of ice-cold wholecell lysis buffer (50 mmol dm–3 Tris-HCl pH = 8.0, 137
mmol dm–3 NaCl, 1 % Nonident P-40, 10 % glycerol, and a
»Complete protease inhibitor« cocktail tablet). After 20 minutes, cell lysates were centrifuged at 4 °C at 14000 rpm.
Samples were denatured by boiling for 3 minutes with 6 ´
Laemmli sample buffer (0.375 M Tris-HCl pH = 6.8, 12 g/100
ml SDS, 3 % glycerol, 0.2 g/100 ml bromophenol blue, 12 %
b-mercaptoethanol in distilled water).

Haematoxylin/Eosin Staining of Cells
In order to visualize and estimate apoptotic cells, LLC-PK1
cells were stained with haematoxylin/eosin following OTA
treatment. For this purpose, LLC-PK1 cells were cultured
on coverslips in small Petri dishes. Confluent cells were
treated with OTA as described in Treatment. After removal
of culture medium, cells were stained with haematoxylin
and eosin using Kiernan’s method.30

Terminal deoxyribonucleotidyl transferase (TDT)-mediated
dUTP-digoxigenin nick end labelling of DNA (TUNEL assay) was used for visualizing and estimating apoptotic cells.
The assay was carried out using dUTP-fluorescein isothiocyanate (FITC) according to the manufacturer’s instructions
(In Situ Cell Death Detection Kit, Boehringer Mannheim,
Germany).
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Western Blotting
Western blot analysis was performed in order to assess
ERK1/2, JNK 1/2, p38, Hsp27 and Hsp72 protein expression as well as ERK1/2, JNK 1/2 and p38 activation (phosphorylation).
35 mg of total proteins was loaded for each sample onto
a 12 % polyacrylamide gel usually run at 100 V. Transfer
onto nitrocellulose membrane was conducted at 250 mA for
90 minutes. Membranes were blocked for one hour with
blocking buffer containing 4 g BSA in 100 ml of TBS+T
(25 mmol dm–3 Tris pH = 7.6, 150 mmol dm–3 NaCl, 0.05 %
Tween 20). Membranes were probed overnight at room
temperature with either anti-JNK-P antibody (Promega) diluted 1:5000 in blocking buffer, anti-ERK-P antibody (Promega) diluted 1:5000 in blocking buffer, anti-p38-P antibody
(Promega) diluted 1:2000 in blocking buffer, anti-JNK1(FL)
antibody (Santa Cruz Biotechnology) diluted 1:800 in blocking buffer, anti-ERK1(C-16) antibody (Santa Cruz Biotechnology) diluted 1:1000 in blocking buffer, anti-p38(C-20)
antibody (Santa Cruz Biotechnology) diluted 1:1000 in
blocking buffer, anti-Hsp27 antibody (Stressgene) diluted
1:5000 in blocking buffer, anti-Hsp72 antibody (Stressgene) diluted 1:1000 in blocking buffer or anti-actin antibody
(Sigma) diluted 1:1000 in blocking buffer. A horseradish
peroxidase-conjugated secondary antibody (Amersham Biosciences) diluted 1:4000 in the solution of 4 g BSA in 100
ml of TBS+T was used to allow detection of the appropriate bands using an enhanced chemiluminescence reagent
and film. All experiments were repeated at least three times
and representative blots were analyzed using the ScionImage software for Windows (Scion Corporation).

by higher OTA concentrations (>1 mmol dm–3 for most
cultured kidney epithelial cell lines).29,31,32 It has been
reported that OTA affects multiple sites of the nephron;
acute exposure mainly affects the proximal parts, while
chronic exposure affects predominantly proximal tubules.
LLC-PK1 cells are therefore widely used as the in vitro
model of cultured tubular epithelial cells, since they retain several characteristics of the proximal tubule cells.2,33
To investigate whether OTA impairs cell viability,
we incubated LLC-PK1 cells with different OTA concentrations for 12, 24, and 48 hours. As shown in Figure 1,
5 mmol dm–3 OTA significantly decreased viability of
LLC-PK1 cells after 12 (by 50 %), 24 (by 76 %), and 48
(by 84 %) hours of treatment, while 1 mmol dm–3 OTA
significantly decreased cell viability only after 24 (by
45 %) and 48 (by 67 %) hours of treatment. Lower OTA
concentrations (100–500 nmol dm–3) affected significantly the viability of LLC-PK1 cells only if the cells
were treated with OTA for 48 hours.
We addressed the question whether the observed decrease in viability of LLC-PK1 cells reflects necrotic or
apoptotic cell death. We therefore estimated the morphology of adherent LLC-PK1 cells exposed to the same OTA
treatment by haematoxylin/eosin staining and TUNEL
assay. Our results demonstrate that both low (250–500
nmol dm–3) and high (1–5 mmol dm–3) OTA concentrations significantly increased the number of LLC-PK1
cells undergoing apoptosis after 24 and 48 hours of
treatment, as summarized in Figure 2.

Activation of MAPKs by OTA
Data from this study were analyzed by a one-way analysis
of variance (ANOVA) followed by a multiple comparison
procedure (Dunnett’s test). The level of P<0.05 was considered statistically significant for all the tests performed. We
also performed Levene’s test and established homogeneity
of variance among all the groups of data assessed. The
SPSS computer program for MS Windows, release 6.0, was
used for statistical analysis.

RESULTS AND DISCUSSION
Time- and Dose-dependent Viability of LLC-PK1
Cells Treated with OTA
The fungal metabolite OTA has been shown to exert
chronic damaging effects in mammals at low concentrations.2,31 Chronic exposure to OTA leads to impairment
of renal function and morphology as well as to increased
incidence of renal adenoma and carcinoma. The mechanism of action of low OTA concentrations (<1 mmol
dm–3 for most cultured kidney epithelial cell lines) has
not yet been unveiled satisfactorily. It seems that the disruption of cell viability by necrosis is associated with
impaired protein synthesis and/or ROS generation caused

Schramek et al. have shown that OTA has the ability
to activate members of the mitogen-activated protein kinase (MAPK) family.29 MAPKs are important participants
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Figure 1. Effects of OTA on LLC-PK1 cell viability. Cells were treated with OTA in a concentration range from 100 nmol dm–3 to 5
mmol dm–3. Cell viability was examined after 12, 24 and 48 hours
by the Trypan blue exclusion assay. Values for untreated control
cells were taken as 100 % and values for OTA-treated cells were
taken as the decrease of the number of viable (unstained) cells expressed in percents. Data represent the mean + SD of three replicates for each experimental condition. Significantly different from
control values, ¿P<0.05; significantly different from control and
itself, *P<0.05.
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Figure 2. Apoptosis induction by OTA. LLC-PK1 cells were treated
with OTA in a concentration range between 100 nmol dm–3 and
5 mmol dm–3 for 24 and 48 hours. Cells were stained with haematoxylin/eosin and TUNEL assay, and quantification of apoptotic cells
was performed. Data represent the mean + SD of six replicates for
each experimental condition. Significantly different from control values,
*P<0.05.

in the intracellular signalling pathways that transduce
signals from the plasma membrane into the nucleus,
thereby influencing various cellular responses such as cell
growth and transformation, as well as differentiation and
invasion.34–36 There are four major classes of MAPKs, including extracellular signal-regulated kinase 1/2 (ERK1/2),
c-Jun N-terminal kinase/stress-activated protein kinase
(JNK/SAPK), p38 MAPK, and big MAPK (BMK)/ERK5.
MAPKs are activated by phosphorylation of both threonine and the neighbouring tyrosine regulatory site by a
specific upstream protein kinase.37
Upon activation, MAPKs phosphorylate other cytoplasmatic proteins and translocate from the cytoplasm to
the nucleus to regulate the activity of transcription factors, thus modulating the expression of different genes.
It is known that many mitogens and growth factors
activate ERK1/2 pathways to evoke cell survival and
proliferation.38,39 However, stress kinases, JNK and p38
MAPK, are involved in the transduction of pathological
signals and respond to proinflammatory and stressful
physical or chemical stimuli.40,41 JNK activation has been
shown to be associated with apoptosis in some cell types
by induction of AP-1-dependent gene expression.42–44
On the other hand, p38 MAPK is necessary for stress-induced expression of proinflammatory cytokines and growth
factors.45,46 The role of p38 MAPK in terms of cell
death was mostly considered to be sensitizing to or enhancing apoptosis.47 It has been reported that OTA induces JNK activation and apoptosis in MDCK-C7 cells,
another well established renal epithelial cell line.9 To investigate whether OTA affects MAPKs activation in LLCPK1 cells, we monitored the expression and activation
Croat. Chem. Acta 78 (3) 385–392 (2005)

of ERK1/2, JNK1/2 and p38 MAPK after 2, 4, 6, 12 and
24 hours of treatment. Summarized results of these experiments are shown in Figure 3. Two hours of OTA
treatment caused activation of ERK1/2 in a dose-dependent manner (Figure 3a). This activation was transient; 4and 6-hour OTA treatments did not activate ERK1/2 (data
not shown). However, we observed strong activation of
JNK and p38 upon 6 (Figure 3b; we got the same expression pattern after 6 and 12 hours of treatment), 12
(Figure 3b) and 24 hours (Figure 3c) of OTA treatment.
It is known that a dynamic balance between the antiapoptotic ERK pathway and the pro-apoptotic JNK/p38
MAPK pathways is important for determining whether a
cell survives or undergoes apoptosis.48 Our results suggest that this balance was disrupted. Pro-apoptotic JNK/p38
MAPK signals directed cells towards programmed cell
death while a transient activation of ERK1/2 pathway
was not strong enough to stimulate cell survival.

Expression of Hsp72 and Hsp27 Is
not Affected by OTA
Highly conserved heat shock proteins (Hsps) accumulate
in cells responding to heat and to a variety of other stressful stimuli. Hsps, which function mainly as molecular
chaperones, allow the cells to adapt to changes in their
environment and to survive under lethal conditions. There
is interplay between the molecules taking part in cell
stress and cell death responses, and Hsps appear to function at key regulatory points in the control of apoptotic
process. Hsp72 (inducible member of the Hsp70 family)
and Hsp27 (member of the small Hsps family) are known
as regulators of the intrinsic pathway of apoptosis operating at several control points, including inhibition of
apoptosis inducing factor (AIF), inhibition of apoptosome formation and thereby prevention of caspase-9 maturation, and inhibition of caspase-3.49–53 In addition, Hsp70
and Hsp27 modulate the extrinsic pathway of apoptosis
by inhibiting the Daxx pathway and JNK activation.54,55
We have previously reported that the expression of Hsp70
family members, Hsp72 and Hsc73, in LLC-PK1 and
MDCK cells as well as in rat kidney tissue is not affected by OTA treatment.56 In this study, we monitored the
expression of Hsp72 and Hsp27 in LLC-PK1 cells exposed to high and low OTA concentrations for different
periods of time. As shown in Figure 4, OTA did not affect the expression either of Hsp72 or Hsp27. Hsp genes
are regulated at the transcriptional level by the heat shock
factor (HSF), which binds to the heat shock promoter element (HSE).57,58 Under stressful conditions, HSF1 is
hyperphosphorylated on multiple serine residues in a
ras-dependent manner by the MAPK family members
and the resulting phosphorylated trimers have a capacity
to bind DNA and translocate from the cytoplasm to the
nucleus.59 Under normal growth conditions, HSF1 activity is repressed and exists in an inert monomeric state
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Figure 3. OTA provokes activation of MAPKs. LLC-PK1 cells were exposed to OTA in a concentration range from 100 nmol dm–3 to 5
mmol dm–3 for 2 (a), 6 and 12 (b), and 24 (c) hours. Western blot analysis was performed as described in Experimental. Representative
blots for expression and activation of ERK, JNK and p38 MAPK are shown. Data represents the mean + SD of relative intensity of MAPKs
activation.

characterized by constitutive phosphorylation on critical
serine residues located in the regulatory domain.60 JNK
has been reported to be the MAPK kinase in mammals
that binds HSF-1 in its conserved domain and phosphorylates HSF-1 within its regulatory domain. Phosphory-

lation of HSF-1 by JNK leads to suppression of its transcriptional activity by rapidly clearing HSF1 from sites of
transcription.61,62
We suggest that OTA-induced JNK activation prevented hsp genes overexpression in LLC-PK1 cells by a
Croat. Chem. Acta 78 (3) 385–392 (2005)
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Figure 4. OTA does not affect expression of Hsp72 and Hsp27. LLC-PK1 cells were exposed to OTA in a concentration range from 100
nmol dm–3 to 5 mmol dm–3 for 6, 12, and 24 hours. Western blot analysis was performed as described under Experimental. Data represent the mean + SD of the relative intensity (RI) of Hsp72 (a) and Hsp27 (b) expression.

similar mechanism. Thus, Hsp72 and Hsp27 could not
exert their protective function which, together with stress
kinases activation, contributed to the induction of apoptosis in LLC-PK1 cells by OTA.

CONCLUSIONS
In this study, we have examined the effects of OTA on
survival of LLC-PK1 cells, cultured kidney epithelial
cells that have retained several characteristics of the proximal tubule cells.
The fungal metabolite OTA has been shown to exert
chronic damaging effects in mammals at low concentrations. It seems that the disruption of cell viability by necrosis is associated with impaired protein synthesis and/or
ROS generation caused by higher OTA concentrations
(>1 mmol dm–3 for most cultured kidney epithelial cell
lines). The mechanism of action of low OTA concentrations has not yet been unveiled satisfactorily. However,
apoptosis has been suggested to be an important event in
OTA-provoked cytotoxicity.
In our study, LLC-PK1 cells were treated with high
and low OTA concentrations (from 100 nmol dm–3 to 5
mmol dm–3) for different periods of time, and we found
that the observed decrease in cell viability was associated with an increased number of apoptotic cells. Apoptosis, estimated by morphological and biochemical changes in LLC-PK1 cells, was mediated by strong and prolonged activation of JNK and p38 MAPK. In contrast,
the activation of anti-apoptotic MAPK, ERK1/2, was
transient. Moreover, the level of expression of Hsp72 and
Hsp27, important inhibitors of the apoptotic process,
was not affected by OTA. Therefore, we suggest that the
signals transduced by those protective molecules were
not strong enough to shift the anti-apoptotic/pro-apoptotic balance within LLC-PK1 cells towards cell survival.
Acknowledgement. – This work was supported by the Croatian Ministry of Science, Education and Sports (grant No.
0006631).

Croat. Chem. Acta 78 (3) 385–392 (2005)

REFERENCES
1. T. Kuiper-Goodman and P. M. Scott, Biomed. Environ. Sci.
2 (1989)179–248.
2. M. Gekle and S. Silbernagl, Kidney Blood Press. Res. 19
(1996) 225–235.
3. F. S. Chu, Mutat. Res. 259 (1991) 291–306.
4. G. Dirheimer and E. E. Creppy, IARC Sci. Publ. 115 (1991)
171–186.
5. P. Krogh, Food Chem. Toxicol. 30 (1992) 213–24.
6. X. Wei and K. K. Sulik, Am. J. Med. Genet. 47 (1993) 862–
871.
7. T. Kuiper-Goodman, Food Addit. Contam. 13 (1996) Suppl:
53–57.
8. J. I. Pitt, Br. Med. Bull. 56 (2000) 184–92.
9. M. Gekle, G. Schwerdt, R. Freudinger, S. Mildenberger, D.
Wilflingseder, V. Pollack, M. Dander, and H. Schramek, J.
Pharmacol. Exp. Ther. 293 (2000) 837–844.
10. A. Horvath, B. L. Upham, V. Ganev, and J. E. Trosko, Toxicon 40 (2002) 273–282.
11. A. Pfohl-Leszkowicz, T. Petkova-Bocharova, I. N. Chernozemsky, and M. Castegnaro, Food Addit. Contam. 19 (2002)
282–302.
12. A. Kane, E. E. Creppy, R. Roschenthaler, and G. Dirheimer,
Toxicology 42 (1986) 233–243.
13. I. Baudrimont, A. M. Betbeder, A. Gharbi, A. Pfohl-Leszkowicz, G. Dirheimer, and E. E. Creppy, Toxicology 89
(1994) 101–111.
14. P. R. Cheeke, Mycotoxins in cereal grains and supplements,
in: P. R. Cheeke (Ed.), Natural Toxicants in Feeds, Forages, and Poisonous Plants, Interstate Publishers, Inc., Danville, 1988, pp. 87–136.
15. H. Xiao, S. Madhyastha, R. R. Marquardt, S. Li, J. K. Vodela, A. A. Frohlich, and B. W. Kemppainen, Toxicol. Appl.
Pharmacol. 137 (1996) 182–192.
16. Y. H. Wei, C. Y. Lu, T. N. Lin, and R. D. Wei, Toxicology 36
(1985) 119–130.
17. H. Meisner and S. Chan, Biochemistry 13 (1974) 2795–
2800.
18. M. D. Jacobson, Trends Biochem. Sci. 21 (1996) 83–86.
19. M. Vogt, M. K. Bauer, D. Ferrari, and K. Schulze-Osthoff,
FEBS Lett. 429 (1998) 67–72.

OTA-INDUCED TOXICITY AND APOPTOSIS

20. R. R. Marquardt and A. A. Frohlich, J. Anim. Sci. 70 (1992)
3968–3988.
21. E. E. Creppy, Ochratoxin A in food: molecular basis of its
chronic effects and detoxication, in: M. Eklund, J. L. Richard, and K. Mise (Eds.), Molecular Approaches to Food Safety-Issues Involving Toxic Microorganisms, Alaken Inc.,
Fort Collins, 1995, pp. 445–450.
22. D. L. Vaux, G. Haecker, and A. Strasser, Cell 76 (1994)
777–779.
23. S. Y. Proskuryakov, A. G. Konoplyannikov, and V. L. Gabai, Exp. Cell Res. 283 (2003) 1–16.
24. M. C. Seegers, L. H. Bohmer, M. C. Kruger, M. L. Lottering, and M. de Kock, Toxicol. Appl. Pharmacol. 129
(1994) 1–11.
25. G. Schwerdt, R. Freudinger, S. Mildenberger, S. Silbernagl,
and M. Gekle, Cell Biol. Toxicol. 15 (1999) 405–415.
26. M. E. O’Brien, A. H. Heussner, and D. R. Dietrich, Toxicol.
Sci. 63 (2001) 256–264.
27. F. Atroshi, I. Biese, H. Saloniemi, T. Ali-Vehmas, S. Saari,
A. Rizzo, and P. Veijalainen, J. Pharm. Pharm. Sci. 3 (2000)
281–291.
28. J. Petrik, T. @ani}-Grubi{i}, K. Bari{i}, S. Pepeljnjak, B.
Radi}, Z. Feren~i}, and I. ^epelak, Arch. Toxicol. 77 (2003)
685–693.
29. H. Schramek, D. Wilflingseder, V. Pollack, R. Freudinger,
S. Mildenberger, and M. Gekle, J. Pharmacol. Exp. Ther.
283 (1997)1460–1468.
30. J. A. Kiernan, Histological and Histochemical Methods, 2nd
ed. Pergamon, London, 1990, pp. 96–97.
31. L. Delacruz and P. H. Bach, J. Biopharm. Sci. 1 (1990) 277–
304.
32. M. Gekle, C. Sauvant, G. Schwerdt, and S. Silbernagl, Kidney Blood Press. Res. 21 (1998) 277–279.
33. R. N. Hull, W. R. Cherry, and G. W. Weaver, In vitro 12
(1976) 670–677.
34. H. Schramek, E. Feifel, E. Healy, and V. Pollack, J. Biol.
Chem. 272 (1997) 11426–11433.
35. T. S. Lewis, P. S. Shapiro, and N. G. Ahn, Adv. Cancer Res.
74 (1998) 49–139.
36. R. Montesano, J. V. Sorino, G. Hosseini, M. S. Pepper, and
H. Schramek, Cell Growth Diff. 10 (1999) 317–332.
37. D. Bokemeyer, M. Lindemann, and H. J. Kramer, Hypertension 32 (1998) 661–667.
38. S. Yano, M. Komine, M. Fujimoto, H. Okochi, and K. Tamaki, Biochem. Biophys. Res. Commun. 301 (2003) 841–
847.
39. A. Apati, J. Janossy, A. Brozik, P. Bauer, and M. Magocsi,
J. Biol. Chem. 278 (2003) 9235–9243.

391
40. K. J. Blumer and G. L. Johnson, Trends Biochem. Sci. 19
(1994) 236–240.
41. R. Seger and E. G. Krebs, FASEB J. 9 (1995) 726–735.
42. A. J. Whitmarsh and R. J. Davis, J. Mol. Med. 74 (1996)
589–607.
43. Z. Xia, M. Dickens, J. Raingeaud, R. J. Davis, and M. E.
Greenberg, Science 270 (1995) 1326–1331.
44. L. Butterfield, B. Storey, L. Mass, and L. E. Heasley, J.
Biol. Chem. 272 (1997) 10110–10116.
45. R. Beyaert, A. Cuenda, W. Vanden Berghe, S. Plaisance, J.
C. Lee, G. Haegeman, P. Cohen, and W. Fiers, EMBO J. 15
(1996) 1914–1923.
46. R. Winzen, M. Kracht, B. Ritter, A. Wilhelm, C. Y. Chen,
A. B. Shyu, M. Muller, M. Gaestel, K. Resch, and H. Holtmann, EMBO J. 18 (1999) 4969–4980.
47. J. L. Kummer, P. K. Rao, and K. A. Heidenreich, J. Biol.
Chem. 272 (1997) 20490–20494.
48. F. Bosch, M. Hatzoglou, E. A. Park, and R. W. Hanson, J.
Biol. Chem. 265 (1990) 13677–13682.
49. J. M. Bruey, C. Ducasse, P. Bonniaud, L. Ravagnan, S. A.
Susin, C. Diaz-Latoud, S. Gurbuxani, A. P. Arrigo, G. Kroemer, E. Solary, and C. Garrido, Nat. Cell Biol. 2 (2000)
645–652.
50. A. Saleh, S. M. Srinivasula, L. Balkir, P. D. Robbins, and E.
S. Alnemri, Nat. Cell Biol. 2 (2000) 476–483.
51. H. M. Beere, B. B. Wolf, K. Cain, D. D. Mosser, A. Mahboubi, T. Kuwana, P. Tailor, R. I. Morimoto, G. M. Cohen,
and D. R. Green, Nat. Cell Biol. 2 (2000) 469–475.
52. M. Jäättelä, D. Wissing, K. Kokholm, T. Kallunki, and M.
Egeblad, EMBO J. 17 (1998) 6124–6134.
53. P. Pandey, R. Farber, A. Nakazawa, S. Kumar, A. Bharti, C.
Nalin, R. Weichselbaum, D. Kufe, and S. Kharbanda, Oncogene 19 (2000) 1975–1981.
54. S. J. Charette, J. N. Lavoie, H. Lambert, and J. Landry, Mol.
Cell. Biol. 20 (2000) 7602–7612.
55. H. S. Park, J. S. Lee, S. H. Huh, J. S. Seo, and E. J. Choi,
EMBO J. 20 (2001) 446–456.
56. K. Bari{i}, J. Petrik, L. Rumora, I. ^epelak, and T. @ani}Grubi{i}, Arch. Toxicol. 76 (2002) 218–226.
57. R. I. Morimoto, Science 259 (1993) 1409–1410.
58. C. Wu, Annu. Rev. Cell Dev. Biol. 11 (1995) 441–469.
59. R. I. Morimoto, Genes Dev. 12 (1998) 3788–3796.
60. M. P. Kline and R. I. Morimoto, Mol. Cell. Biol. 17 (1997)
2107–2115.
61. R. Dai, W. Frejtag, B. He, Y. Zhang, and N. F. Mivechi, J.
Biol. Chem. 275 (2000) 18210–18218.
62. J. Park and A. Y. Liu, J. Cell. Biochem. 82 (2001) 326–338.

Croat. Chem. Acta 78 (3) 385–392 (2005)

392

K. BARI[I] et al.

SA@ETAK
Okratoksin A izaziva apoptozu u LLC-PK1 stanicama aktiviraju}i JNK i p38 MAPK
Karmela Bari{i}, Lada Rumora, József Petrik, Ivana ^epelak i Tihana @ani}-Grubi{i}
Okratoksin A (OTA) mo`e izazvati tubularno-intersticijsku nefropatiju u ljudi i `ivotinja. Cilj na{eg istra`ivanja bio je ispitati ulogu apoptoze u nastanku nefrotoksi~nosti koju uzrokuje OTA. Na{ eksperimentalni model bile su LLC-PK1 bubre`ne stanice izlo`ene djelovanju OTA, od nanomolarnih do mikromolarnih koncentracija kroz razli~ita vremenska razdoblja. Apoptoza je u stanicama utvr|ena na temelju morfolo{kih (bojanje
stanica hematoksilin/eozinom, fluorescentno bojanje slobodnih krajeva DNA tzv. TUNEL) i biokemijskih (MAP
kinaze, Hsps) promjena. 48-satno izlaganje stanica 5 x 10–6 M OTA zna~ajno je smanjilo stani~nu vijabilnost i
potaknulo apoptozu u 30,7 % stanica. Osim toga, utvr|ena je kratkotrajna aktivacija ERK te sna`na i dugotrajna aktivacija JNK i p38 MAPK nakon 6-, 12- i 48-satnoga tretiranja. OTA nije utjecao na razinu Hsp72 i
Hsp27. Rezultati istra`ivanja ukazuju da je apoptoza posredovana aktivacijom JNK i p38 MAPK va`an doga|aj
u razvoju nefrotoksi~nosti izazvanoj djelovanjem OTA na LLC-PK1 stanice.
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