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Abstract - The expression of CY P1A, abiomarker for the presence of xenobiotic compounds, was examined in three fish
species from the wider vicinity of Bar harbor in winter and spring. Induction of CYP1A was observed in winter and
increased further in spring. Several PCBs were found in seawater in winter. They decreased below the limit of detection
in spring, when the PAH fluorene was detected. It is concluded that the constant presence of CY P1A expression is prob-
ably due to pollutants in the environment, whereas increased expression of CY P1A in spring results from exposure of

the fish to fluorene.
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INTRODUCTION

Cytochrome P450 isozymes are responsible for the bio-
transformation of xenobiotic compounds such as PAHs
and PCBs. In fish, they are represented by the CYP1A
subfamily of proteins (Goskgyrand Forlin, 1992;
Stegeman and Hahn, 1994). The presence of
CYP1A is awell-established in vivo biomarker of expo-
sure of fish to xenobiotic compounds. Induction of
CYP1A occurs through ligand binding of xenobiotic
compounds to a cytoplasmic arylhydrocarbon receptor
(AhR) (Van der Oostetal., 2003). Ligand binding
activates the receptor, which leads to dissociation of heat-
shock and immunophilin-related proteins. Upon heterod-
imerization with the arylhydrocarbon nuclear transloca-
tor, nuclear trangl ocation of the complex proceeds. Thisis
followed by its specific binding to the xenobiotic-re-
sponse element on the DNA upstream from the CY P1A
gene promoter and upregulation of gene transcription,
which leads to elevated mRNA and protein levelsand in-
creased CYP1A catalytic activity (Fig. 1).

Several approaches exist for the determination of
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CYP1A induction: measurement of CYP1A mRNA by
Northern analysis, evaluation of increased protein levels
by Western blotting, ELISA, the use of histochemical
techniques, and catalytic measurements of either ethox-
yresorufin-O-deethylase (EROD) or aryl hydrocarbon
hydroxylase (AHH) activities (Bucheil and Fent,
1995). Generdly, there is good correlation between
CYP1A mRNA, protein levels, and EROD activity.

In thiswork, relative changes of CY P1A concentra-
tions in the hepatopancreas of common hake (Merluccius
merluccius), tub gurnard (Trigla lucerna) and thin-lipped
gray mullet (Liza ramada) caught near Bar (Montenegro)
were examined by immunoblot analysis. This locdlity is
characterized by moderate anthropogenic influence and
industrial activity, and all of the examined fish species
are of considerable commercia importance. Our aim was
to characterize the possible ecologica impact of chemi-
cal contaminantsin the light of their toxicological poten-
tial. The examination of CYP1A expression described
here is the first of its kind to be carried out in Serbia and
Montenegro.
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Fig. 1. Schematic illustration of CY P1A induction.

XC-xenobiotic compounds, AhR-aryl hydrocarbon receptor, Arnt-aryl hydrocarbon nuclear translocator, HSP-heat shock protein.

MATERIALSAND METHODS

Animals

Specimens of Merluccius merluccius, Trigla lucerna
and Liza ramada were collected by trawling in the wider
vicinity of Bar harbor (UTM CM 3.6) as shown in Fig. 2.
The investigations took place in winter (25" February)
and spring (25" May). At least seven (and up to nine) in-
dividual fish of each species during one season were
pooled. The fish were killed immediately by spinosecto-
my according to standard anima care regulations. The
hepatopancreas was quickly removed, washed in ice-cold
0.15 M NaCl and frozen in liquid nitrogen. Individuals of
the same size were selected to ensure uniformity of sam-
ples.

Isolation of the microsomal fraction

The microsomal fraction of the hepatopancreas was
prepared following the procedure of Krauss et al.
(1983). Tissues were excised and homogenized (1g liv-
er/Iml) in STM buffer: 0.25 M sucrose, 50 mM Tris-HCI,
pH 7.4, 4 mM MgCl,, 1 mM PMSF) and pelleted at
10,000 g and 4°C for 25 min. The post-mitochondrial su-
pernatant was then centrifuged at 150,000 g and 4°C for
60 min. The obtained microsomal pellets were resus-
pended in STM buffer.

SDS-polyacrylamide gel electrophoresis and
immunoblot analysis

For SDS-polyacrylamide gel electrophoresis (SDS-
PAGE) microsomal proteins (20 ug) were loaded onto
4% stacking/12% separating slab gels as described by
Laemmli (1970). The gels were stained using Coo-
massie Brilliant Blue R-250. Proteins separated by SDS-
PAGE were electroblotted onto PVDF membranes (Hy-
bond-P, Amersham Pharmacia Biotech). Immunaoblot
analysis was performed according to Towbin et al.
(1979) using a polyclonal antibody to fish CYP1A
(CP226, Biosense Laboratories, Norway). | mmunoreact-
ive bands were identified with the aid of an enhanced
chemiluminescence (ECL) detection system (Santa Cruz
Biotechnology) according to the manufacturer’s instruc-
tions. Antigen-antibody complexes were analyzed with
Total Lab (Phoretix) electrophoresis software and chan-
ges of the relative concentrations of CYP1A in different
samples were compared. Protein concentrations were de-
termined accordingto L ow ry et al. (1951).

Determination of PCBs and PAHSs in water

Concentrations of PCBs were determined by gas
chromatography (GC) with an ECD detector and linear
programmable temperature vaporizer (PTV) injector.
Those of PAHs concentrations were determined by gas
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Fig. 2. Map of the Adriatic coast of Montenegro. The location in the
wider vicinity of Bar harbor (UTM CM 3.6) where the sea water sam-
ples were collected and the fish caught is indicated.

chromatography (GC) with a FID detector and a linear
programmabl e temperature vaporizer (PTV) injector. The
absence of individual peaks was reported not as zero, but
as less than the detection limit. Seawater was always
sampled from the greatest possible depth (60 m).

RESULTS AND DISCUSSION

Whereas heavy pollution causes the sudden death of
large numbers of fish, exposure to sublethal levels of pol-
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Fig. 3. Electrophoretic profiles of microsomal fraction proteins pre-
pared from the hepatopancreas of Merluccius merluccius (lanes 1 and
2), Trigla lucerna (lanes 3 and 4), and Liza ramada (lanes 5 and 6); w-
winter, s-spring. Proteins (20 pg) were subjected to 12% SDS-PAGE.
The gels were stained with Coomassie Brilliant Blue R-250.

lutants has to be estimated by measurements of specific
biochemical, physiological, or histological responses of
fish(M ondonetal., 2001). Although chemical analy-
ses of the environment and tissues provides information
about the presence of specific xenobiotic compounds,
they are not particularly indicative of the concentrations
to which the animals were exposed and cannot serve as
bioaccumulation markers for exposure assessment. For
example, in field studiesthe highest PAH tissue levelsare
frequently observed in fish from sites with the lowest
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Fig. 4. Immunablot analysis with anti-CY P1A antibody (A) and quantification of antigen-antibody complexes (B). Lanes 1 and 2 —
Merluccius merluccius; 3 and 4 — Trigla lucerna; 5 and 6 — Liza ramada; w — winter; s— spring. Proteins (20 pg) were subjected to 12%
SDS-PAGE and electroblotted to membranes. Immunoblotting was performed with a polyclonal antibody for CY P1A. Antigen-antibody
complex formation was detected using an ECL detection system. Antigen-antibody complexes (changes of the relative concentrations of
CYP1A), were analyzed by densitometry using Total Lab (Phoretix) electrophoresis software.
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Table 1. Concentrations of PAHs (A) and PCBs (B) in seawater collected from alocation in the wider vicinity of Bar harbor (UTM CM 3.6).

A

Seasons winter spring

PAHs (ng/l) (ng/l)
Acenaphthylene <10 <10
Fluorene <10 554
Phenantrene <10 <10
Anthracene <10 <10
Pyrene <10 <10
Benz(A)anthracene <10 <10
Chrysene <10 <10
Benzo(B)fluoranthene <10 <10
Benzo(K)fluoranthene <10 <10
Benzo(A)pyrene <10 <10
Benzoperylene <10 <10
Indeno(1.2.3.cd)pyrene <10 <10
Dibenzo(A)anthracene <10 <10

PAH sediment levels, probably because low levels of in-
duction in fish from sites with low contamination limit
PAH metabolism, whereas increased metabolic clearance
occurs in fish from polluted sites due to greater induction
of enzymatic activity (Van der Oostetal., 1997).
A highly sensitive in vivo biomarker of exposureto PAHs
and PCBs in a wide variety of different fish species is
represented by the inducible hepatic enzyme CYP1A.
The induction of CYP1A is an early-warning signal that
reflects adverse biological responses to environmental
toxins(BucheliandFent, 1995). The given enzyme
is an important sensitive biomarker because observable
response-inducing concentrations of xenobiotics are usu-
aly too low to be detected by other methods (M ach a-
| aet al., 2000). In this work, we compared changes of
CYPI1A levels with seasonal fluctuations of xenobiotic
concentrations in the environment.

Proteins prepared from the hepatopancreatic micros-
omal fraction were separated by SDS-PAGE and stained
with Coomassie Blue. Whereas interspecies differences
in protein profiles were established (Fig. 3, lanes 1 and 2,
3 and 4, and 5 and 6), no qualitative or quantitative in-
traspecies or seasonal variations in protein profiles were
observed (Fig. 3). Following Western analysis with a pol-
yclonal antibody to CY P1A (Fig. 4A) and quantification
of antigen-antibody complexes (Fig. 4B), species-specif-
ic levels of CYP1A expression were observed in all three

B

Seasons winter spring
PCBs (ng/l) (ng/l)
2,4,4‘-tr|( ;ngrg)bmhenyl 20 <10
22’55 -teétgigglz(;robl phenyl 15 <10
2,2°455 -?sgéei%rll;)robl phenyl <10 <10
22344 ,5’£Q§Igiﬁc$?lorobl phenyl <10 <10
2,244 ,5,5’(—S§I§acsak)ﬂorobl phenyl 15 <10
22344 Sipzsgg%c)hl orobiphenyl <10 <10

speciesin winter. In spring, the relative concentrations of
CYP1A increased in a species-specific manner. In Mer-
luccius merluccius, Trigla lucerna, and Liza ramada, the
relative CYP1A concentration increased by about 13%,
8%, and 47%, respectively (Fig. 4A, lanes 2, 4, and 6).

Chemical analyses of PAH and PCB content in sea
water are shown in Table 1. The presence of PAHS was
observed only in spring, when the concentration of fluo-
rene was 0.554 ng/l (Table 1A). Compared to the values
reported in the criteria for PAH concentration in marine
water for Canada, this concentration was below the rec-
ommended maximum concentration (12 pg/l) (Nag-
p al, 1993). In winter, the concentrations of PAHs were
below the limit of detection, as established using a GC
column (<0.01 pg/l), whereas the concentrations of sev-
eral PCBs were increased. The concentrations of pch28,
pch52 and pcb153 were 20, 15, and 15 ng/l, respectively
(Table 1B). In light of the recommended maximal total
PCB concentration of 0.1 ng/l (Nagpal, 1992), the
concentrations of PCBs in the wider vicinity of Bar har-
bor could be taken as significant contamination of the
seawater. However, compared to the minimal concentra-
tion of PCBs of 42 ng/L reported to exert a negative im-
pact on marine organisms as stated in the Environmental
Quality Standards for the Mediterranean Sea in Isradl
(2002), these concentrations remained at an acceptable
level.
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The apparently elevated constitutive levels of
CY P1A that were observed in fish caught in winter in the
wider vicinity of Bar harbor probably resulted from the
presence of PCBs. The observed induction of CYP1A in
spring primarily resulted from the exposure of fish to an
elevated concentration of the PAH fluorene. The ab-
served change at the molecular level represents the first
signal demonstrating that pollutants have entered the or-
ganisms, been distributed among their tissues, and dlicit-
ed toxic effects on critical targets. However, our findings
do not necessarily imply deleterious effects, as links be-
tween the level s of exposure, the degree of tissue contam-
ination, and early adverse effects on fish need to be estab-
lished further.
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EKCITPECHUJA CYP1A Y XEINTATOITAHKPEACY MERLUCCIUS MERLUCCIUS, TRIGLA
LUCERNA U LIZA RAMADA (PISCES) ¥ LIUPEM PETHOHY JIYKE BAP, IPHA I'OPA

MUPJAHA MUXAWJIOBUR!, JEJIEHA APAMBAIIINR?, IECAHKA BOT'OJEBURY, CBETJIAHA JIUHURY, HEBEHA I'PJOBURY,
WJINJAHA TPUTOPOBY, CBETJIAHA UBAHOBWRA-MATWHRY, CBETJIAHA JIABYC-BJIATOJEBUR2, BECHA MAPTHHOBUWR!,
M. IETPOBUR?, ATEKCAHJIPA YCKOKOBWRY, MEJIUTA BUJTAKOBUR! u T. TIOBHAHOBUR?!
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11060 Beorpan, Cpbuja; 2 Hucmumym 3a 3awmumy 30paéma “ Munan Josanosuh-bamym” , 11000 Beorpax, Cp6uja

Excnpecuja CYPLA, 6uomapkepa Ha IPUCYCTBO KCEHO-
OuoTHKa, TOCMAaTpaHa je y TpH BpcTe puda yJIOBJBCHHX Ca
HIMpET JIOKaIUTeTa Oapcke Jiyke TOKOM 3uMe M Iposeha.
Wupykiuja CY P1A koja je yodeHa y 3UIMCKOM TIEPHOLY,
nmonatHo je yBehana y mponehnom. Hexonnko PCB koju
cy npoHaljeHH y MOPCKOj BOAH TOKOM 3UMe, HHje JeTEeK-

ToBaHO y nponche kana je orkpuen PAH dayopen. 3ak-
JBYYEHO je Ia je ctaimHo mpucyctBo ekcipecuje CY P1A
HajBepOBaTHHjE MOCIENUNA IPUCYCTBA IIOJIyTaHATa Y
KUBOTHO] CpenuHH, nomaTHo yBehame ekcmpecuje
CYP1A y mponehe mocnenuna je m3narama puda ¢uryo-

peHy.



