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Abstract

In this study, after the 30 days of boron exposure, the boron bioaccumulation, the catalase (CAT), carbonic anhydrase
(CA) and glucose-6-phosphate dehydrogenase (G6PD) activities and a lipid peroxidation product called malondialdehyde
(MDA) levels in different tissues of Cyprinus carpio were investigated. Boron accumulation was performed by Atomic
Absorption Spestroscopy and biochemical analysis were performed by spectrophotometric method. Boron amounts of all
tissues of the fishes in the aquariums containing 10 mg/L boron were higher than the amounts in control groups. It was
determined that CAT and G6PD activities of the skin of the fishes in the aquarium supplemented with boron decreased
significantly compared to the control group, but the other tissues were not affected significantly. CA activities of the muscle,
liver, gill and brain tissues of the group exposed to 10 mg/L boron water were higher than the control group, while the activity
in intestine, eye and skin tissues decreased compared to the control group. MDA levels in the muscle, liver, and gill tissues of

the fishes in the boron supplemented aquariums decreased compared to the control group.
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Introduction

In recent years, environmental pollution has
reached terrible levels. Especially, the pollutants in
waters frighten the lives of aquatic living beings as
well as human health. Boron (B) is a semimetal and
its utilization increases day by day. Nowadays, boron
is used in different sectors such as fertilizer, drugs,
rocket fuel, in detergents as cleaning and bleaching
agent, in medicine, in production of soaps (Eisler,
1990; Gonzalez et al., 2015; Pahl et al. 2005). Boron
mixes with water in different ways. The mixed boron
affects drinking water and agricultural irrigation
waters (Harari et al., 2012). The most important
resources for drinking water are underground waters.
The boron content of the underground rocks structure
passes to the drinking waters by dissociation
(Schoderboeck et al., 2010). When considering the
relevant studies, the boron concentrations were
observed as 0.017 - 1.9 mg/L in ground water, 0,52 —
9,6 mg/L in sea water, 0.2-1000 mg/L in streams and
hot water (Argust, 1998; Tagliabue et al., 2014,
Wolska and Brijak, 2013). World Health Organization
(WHO) has defined the limit of boron in drinking
water as 0.5 mg/L (WHO, 2012). Environment

Protection Agency has established that boron
concentration shall be lower than 1 mg/L (EPA,
2010).

Turkey ranks first in world with its boron
reserve of 72%. At national level, Kiitahya is one of
the richest regions for boron reserves. Also, there are
many boron processing plants around the province of
Kiitahya. This situation reinforces the potential
increase of boron concentrations in waters of Kiitahya
region and the probability to affect the living beings
by these concentrations (EMW, 2016).

Common carp (Cyprinus carpio) is a fish species
of economic value growing up in all lakes, lagoons,
reservoirs and streams in Turkey and all around the
world (Memis and Kohlmann, 2006; Rechulicz et al.,
2014). Thus, it is one of the most studied fish species
(Roohi and Imanpoor, 2015). Also, Woods (1994)
reported that the range of boron concentrations can be
at 0,5 - 9,6 mg/L levels in natural waters. The aim of
this study is to observe the effect of 10 mg/L boron on
accumulation in different tissues of Cyprinus carpio
and on CAT, CA and G6PD activities and levels of
MDA.
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Materials and Methods

Fish Sampling and Experimental Procedures

In this study, common carp (Cyprinus carpio)
fishes of 11.494+0.24 cm length, 21.77£1.29 g weight
were brought from Mediterranean Aquaculture
Research, Production and Training Institute (Kepez /
Antalya). Boric acid (H3BOs), which is an inorganic
form of boron, has been used in the study. At the end
of one month acclimatization time, a total of 42 fishes
have been randomly distributed in 6 aquariums of
100x30x40 cm dimension. 3 of these aquariums had a
10 mg/L boron concentration. The study was ended
30 days after the addition of boron into the aquariums.
During this time, the physicochemical properties of
aquarium waters (22°C) were regularly controlled and
aquarium water was kept at a level that will not
negatively affect the health of fishes.

Fish Development

The fishes used in the experiments were fed
daily with commercial feeds containing 47.5% raw
protein and 6.5% fats at a 2% rate of their live weight
(Tetra Discus). The food conversion efficiency, the
proportional weight increase and the condition factors
were calculated to observe the development of fishes.

Boron Bioaccumulation

Fish tissues (muscle, liver, gill, brain) were
subjected to combustion before performing boron
analyses. Combustion was performed applying 9+0.1
mL nitric acid and 3+0.1 mL perchloric acid to
samples in a microwave combustion unit (CEM Mars
Xpress). Then, samples were filtered and adjusted to
100 ml. Boron analyses were performed using Atomic
Absorption Spectroscopy (Analytik Jena-ContrAA
300) (APHA, 1992; ASTM, 1985).

Biochemical Analysis

The muscle, liver, brain, gill, eye, skin tissues of
fishes taken from aquariums were conserved at -80 °C
until the dissection and analysis. Before the
biochemical analyses, tissues were homogenized for 3
minutes at 8000 rpm in a chilled 50 uM, pH 7.4
sodium-phosphate buffer containing 0.25 M sucrose
using a homogenizer. Homogenates were centrifuged

30 minutes at +4°C, at 9500 g. Protein quantification
using Bradford assay (1976), MDA Quantification
using Draper and Hadley Method (1990), CAT
Activity using Aebi Method (1974), CA activity using
Wilbur and Anderson method (1948), G6PD activity
using Beutler method (1971) were performed on the
obtained supernatants.

Statistical Analyses

The data of the present study were statistically
analyzed using the SPSS Package Program (IBM),
version 15. The relations of fish development, enzyme
activities and bioaccumulation ratios between groups
were determined using the student t-Test method. The
results were examined at P<0.05 and P<0,001
significance levels.

Results

The average food conversion efficiencies (unit)
of the fishes used in this study were 0.55 and 0.62 in
control and experimental groups respectively; the
average proportional weight increases (unit) were
33.18 and 37.46 in control and experimental groups
respectively; the condition factors (unit) were 1.39
and 1.42 in control and experimental groups
respectively. Although the values obtained for the
experimental group were higher than for control
group without Boron addition, this difference was not
statistically significant.

Boron accumulation levels in tissues of the
fishes in the aquariums containing 10 mg/l boron
water were higher than the levels in control groups,
but this difference was not significant (Table 1).
Boron bioaccumulation in brain tissues was higher
than in other tissues in both groups.

A decrease was observed in CAT enzyme
activities of muscle, intestines, gill, eye and skin
tissues of fishes exposed to boron. While the CAT
activities decrease observed in muscle, intestine, gill
and eye tissues of fishes were not statistically
important (P>0.05); this decrease was found to be
statistically significant in skin tissue (P<0.05). An
increase was observed in CAT enzyme activities of
liver and brain tissues of fishes exposed to 10 mg/L
boron water. However, these CAT enzyme activities
of these tissues were not statistically significant
(P>0.05).

Table 1. Boron bioaccumulation levels of the studied fishes in the experiments (mg/g wet weight)

Control (n=5)

10 mg/L B (n=5) (Ort+SH)

2dfe(((((((3889jnon((((((98989hbki((((((jgsphdknsthpdijihiorj

hetg((8Grubu (Ort+SH)
Muscle ND 0.010+0.005
Liver 0.022+0.017 0.038+0.008
Gill 0.001+0.000 0.029+0.012
Brain 0.044+0.017 0.135+0.004

(ND: Not detected)
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It was determined that the increase in CA
enzyme activities in muscle tissues of fishes exposed
to 10 mg/L boron water was significantly important
(P<0,001). When compared to the control group, the
decrease observed in intestine, eye and skin tissues of
fishes exposed to boron was considered statistically
insignificant (P>0.05). The increase in CA enzyme
activities of liver, gill and brain tissues of fishes
exposed to boron was not important neither (P>0.05).

An important decrease in G-6-PD enzyme
activities of skin tissues of fishes exposed to 10 mg/L
boron water was observed (P<0.001). When
compared to the control group, an increase was
observed in intestine, gill, brain and eye tissues in
fishes exposed to boron. This increase was not
considered statistically significant for intestine, gill,
brain and eye tissues (P>0.05). The decrease in G-6-
PD enzyme activities in liver and muscle tissues in
fishes exposed to boron was not considered
statistically significant neither (P>0.05).

As shown in Table 3, an important decrease in
MDA levels of eye and skin tissues of fishes exposed
to boron was observed. The slight decreases in MDA
levels in muscle, liver, gill, intestine and brain tissues
in fishes exposed to boron were not considered
statistically significant (P>0.05).

Discussion

The average food conversion efficiency, the
proportional weight increase and the condition factors
parameters of the Cyprinus carpio fishes fed daily
with commercial feeds at a 2% rate of their live
weight and kept at a 10mg/L boron concentration
were higher than for the control group, but were not
of statistical significance (P>0.05). Based on this, it is
possible to state that the growth and development of
common carps (C. carpio) in waters with high
concentration of boron such as 10mg/L will not be
affected negatively; on the contrary, the positive
effect of boron at this concentration can be
mentioned. Boron is essential for normal development
of living beings. There are limited data on boron
effects, and especially its lethal effects on aquatic
animals.

Boron accumulation levels in muscle, liver, gill
and brain tissues of the fishes used in the study were

higher than the levels in control groups (P>0.05).
Among the tissues analyzed, Boron accumulation
levels in brain tissue were found to be higher than
other tissues. The accumulation order of boron in
analyzed tissues was observed to be brain > liver >
gills > muscle. Metal accumulation in fishes may vary
according to the metal, environment concentration,
effectiveness time, the species, the development stage,
the metabolic activity, the physicochemical properties
of water, the other metals present in the environment,
the tissues and organs (Bashir et al., 2013; Hollis et
al.,, 1999; Melgar et al., 1997; Saglamtimur et al.,
2003). In a study of Ozkurt (2000), boron
concentrations in Catdren and Kunduzlar Barrage
Lagoons were found to be between 1,25 - 8,52 ppm.
Boron bioaccumulation in muscles tissues of fishes
living in these lagoons was found to be around 50-60
ppm (Ozkurt, 2000). In this study, boron amount in
muscle tissues of C. carpio exposed to boron
concentration (10mg/l) higher than the boron levels of
Catoren and Kunduzlar Barrage Lagoons was found
to be around 10 ppb. This value obtained in our study
for muscle tissue is lower compared to the values
obtained by Kose et al. (2012) for C. carpio. This
may be related to the limited time of one month of our
study.

When analyzing the results obtained, it has been
observed that 10mg/l boron concentration lead to
changes in enzyme activities in different tissues of C.
carpio, but most of these modifications were not
found statistically significant. CAT and G6PDH
activities of skin tissues, CA activities of muscle
tissues of C. carpio fishes exposed to 10 mg/l boron
water were significantly different compared to the
control group fishes (P<0.05), but no significant
difference was observed for the enzyme activities
measured in the other tissues (P>0.05) (Table 2 - 3).
When evaluating the studies about the effects of
boron on animals, no genotoxic effect of boron has
been suggested (Dieter, 1994).

Lipid peroxidation is one of the most important
indicators of the oxidative damage of a cell. MDA
levels are a good indicator of lipid peroxidation. The
increase of MDA levels in tissues is accepted as a
sign of cell damage. Although an important decrease
of MDA levels was observed in eye and skin tissues
of fishes exposed to 10 mg/l boron water, no

Table 2. CAT and CA activities of different tissues of the studied fishes in the experiments

CAT (EU/mg protein)

CA (EU/mg protein)

Control (n=16) Experiment (n=16)

Control (n=16) Experiment (n=16)

Muscle 0.43+0.00 0.3840.00
Intestine 0.57+0.23 0.40+0.09
Liver 1.11+0.23 1.40+£0.2
Gill 0.09+0.03 0.06+0.00
Brain 0.07+0.00 0.11£0.05
Eye 0.09+0.05 0.02+0.00
Skin 0.11+0.01 0.05+0.01*

0.40+0.02 0.68+0.03**
7.28+1.04 6.97+1.25
6.63+0.88 9.55+2.14
1.57+0.11 1.70+0.09
0.69+0.09 0.85+0.05
1.59+0.24 1.51+0.09
3.01+£0.40 2.76+0.37

*P<0.05 **P<0.001
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Table 3. G6PD activities and MDA levels of different tissues of the studied fishes in the experiments

G6PD (EU/mg protein)

MDA (nmol/ml)

Control (n=16) Experiment (n=16)

Control (n=16) Experiment (n=16)

Muscle 0.04+0.02 0.04+0.01
Intestine 0.98+0.82 5+£2.47
Liver 3.46+1.31 2.77+1.28
Gill 0.47+0.04 0.52+0.04
Brain 0.28+0.03 0.34+0.02
Eye 0.48+0.09 0.51+0.07
Skin 0.51+0.08 0.15+0.02**

3.41+0.39 4.544+0.51
5.01+0.4 4.04+0.24
5.25+0.68 6.20+0.50
8.71+1.22 9.74+1.41
3.42+0.34 2.58+0.31
12.79+0.98 7.23+0.52**
6.88+0.65 4.98+0.48*

*P<0.05 **P<0.001

significant difference was determined for the other
tissues. Based on this, it may be concluded that a
concentration of 10 mg/l boron water does not lead to
lipid peroxidation in different tissues of common
carps.

As a result; it can be proposed that growth and
development of common carps (C. carpio) in waters
of 10 mg/l boron are not affected negatively, that
boron bioaccumulation is not important in the tissues,
and that enzyme activities do not show significant
changes except for some tissues. It can be stated that
boron amounts present in surface waters do not
constitute a risk for common carps. However, it is
difficult to state that a longer exposition to 10 mg/I
boron will give the same results in common carps.

Acknowledgements

This research is funded by Dumlupmar
University Scientific Research Project Commission.
Authors would like to thank the commission for
supporting. (Project No. 2014 — 39).

References

Aebi, H. 1974. Catalase Methods of Enzymatic analysis, B.
HU. New York and London, Academic, Press Inc:
673-677.

APHA. 1992. Standart methods for the examination water
and wastewater. 18th Edition, American Public Health
Association, Washington, D.C.

Argust, P. 1998. Distribution of boron in the environment.
Biol. Trace Elem. Res. 66, 131 - 143.
http://dx.doi.org/10.1007/BF02783133.

ASTM. 1985. Standard practice for maintaining constant
relative humidity by means of aqueous solutions.
ASTM Book of Standards, E104-85:695-696.
http://dx.doi.org/10.1520/E0104-02R12

Bashir, F. H., Othman, M. S., Mazlan, A. G., Rahim, S. M., Simon, K. D.
2013. Heavy Metal Concentration in Fishes from the
Coastal Waters of Kapar and Mersing, Malaysia.
Turkish Journal of Fisheries and Aquatic Sciences.
13: 375 - 382.
http://dx.doi.org/10.4194/1303-2712-v13_2_21.

Beutler, E. 1971. Red cell metabolism manual of
biochemical methods.London Academic Press. 68 pp.

Bradford, M.M. 1976. A rapid and sensitive method for the
quantitation of microgram quantities of protein
utilizing the principle of protein-dye binding,

Analytical Biochemistry, 72, 248.
http://dx.doi.org/10.1016/0003-2697(76)90527-3
Dieter, M. P. 1994. Toxicity and carcinogenicity studies of
boric acid in male and female B6C3F1 mice. Environ.

Health Perspect. Suppl. 102: 93 — 97.
http://dx.doi.org/10.2307/3431970

Draper, H. H. and Hadley, M. 1990. Malondialdehyde
determination as index of lipid peroxidation. Methods
in Enzymology, 180: 421-431.
http://dx.doi.org/10.1016/0076-6879(90)86135-I

Eisler, R. 1990. Boron Hazards to Fish, Wildlife, and
Invertebrates: A Synoptic Review. Biological Report
85(1.20).

EMW (Eti Mine Works General Directorate). 2016.
http://www.etimaden.gov.tr/d/page/uretim-turkiye-
bor-rezervleri (accessed August 28 2016).

EPA (U.S. Environmental Protection Agency). 2010. "List
of Contaminants and their MCLs.". Washington, DC.

Gonzalez, P., Sixto, A., Knochen, M. Multi-pumping flow
system for the determination of boron in eye drops,
drinking water and ocean water. Talanta. In Press.
http://dx.doi.org/10.1016/j.talanta.2015.12.040

Harari, F., Ronco, A. M., Concha, G., Llanos, M., Grander,
M., Castro, F., Palm, B., Nermell, B., Vahter, M.
2012. Early-life exposure to lithium and boron from
drinking water. Reproductive Toxicology. 34: 552 —
560. http://dx.doi.org/10.1016/j.reprotox.2012.08.009.

Hollis, L., McGeer, J.C., McDonald, D.G. and Wood, C.M.
1999. Cd accumulation gill, Cd-binding, accumulation
and physiological effects during long term sublethal
cd exposure in rainbow trout. Aquatic Toxicology. 46:
101-119.
http://dx.doi.org/10.1016/S0166-445X(98)00118-0

Kése, E., Uysal, K., Tokatli, C., Cicek, A., Emiroglu, O.,
Arslan, N. 2012. Assessment of boron in water,
sediment and fish tissues of Porsuk Stream, Turkey.
Pakistan Journal of Zoology. 44(5): 1446 — 1449.

Melgar, M.J., Perez, M. Garcia, M.A., Alonso, J. and
Miquez, B. 1997. The toxic and accumulative effects
of short term exposure to Cadmium in rainbow trout
(Oncorhynchus mykiss). Vet. Hum. Toxicol. 39 (2),
79-83. PMID: 9080631

Memis, D., Kohlmann, K. 2006. Genetic characterization of
wild common carp (Cyprinus carpio L.) from Turkey.
Aquaculture, 258: 257-262.
http://dx.doi.org/10.1016/j.aquaculture.2006.03.041

Ozkurt, S. 2000. Boron Accumulation in Carp tissues
(Cyprinus carpio L., 1758) in Dam lakes Cotoren and
Kunduzlar (Kirka-Eskisehir). Turk. J. Biol. 24: 663 —
676.

Pahl, M. V., Culver, B. D., Vaziri, N. D. 2005. Boron and
the kidney. J Ren Nutr. 15: 362 — 370.


http://dx.doi.org/10.1016/0003-2697(76)90527-3
http://dx.doi.org/10.1016/0076-6879(90)86135-I
http://water.epa.gov/drink/contaminants/index.cfm#List
http://water.epa.gov/drink/contaminants/index.cfm#List
http://dx.doi.org/10.1016/S0166-445X(98)00118-0
http://dx.doi.org/10.1016/j.aquaculture.2006.03.041

K. Uysal etal. / Turk. J. Fish. Aquat. Sci. 17: 245-249 (2017) 249

http://dx.doi.org/10.1053/j.jrn.2005.05.001

Rechulicz, J., Ognik, K., Grela, E. R. 2014. The Effect of
Adding Protein-Xanthophylls Concentrate (PX) from
Lucerne (Medicago sativa) on Growth Parameters and
Redox Profile in Muscles of carp, Cyprinus carpio
(L.). Turkish Journal of Fisheries and Aquatic
Sciences. 14: 697 — 703.
http://dx.doi.org/10.4194/1303-2712-v14_3_12.

Roohi, Z., Imanpoor, M. R. 2015. The efficacy of the oils of
spearmint and methyl salicylate as new anesthetics
and their effect on glucose levels in common carp
(Cyprinus carpio L., 1758) juveniles. Aquaculture.
437: 327 - 332.
http://dx.doi.org/10.1016/j.aquaculture.2014.12.019

Saglamtimur, B. Cicik, B. ve Erdem, C. 2003. Effects of
different concentrations of Copper+Cadmium mixture
on the accumulation of copper in the gill, liver, kidney
and muscle tissues of Oreochromis niloticus (L).
Turk.J. Vet. Anim. Sci. 27: 813-820.

Schoderboeck, L., Miihlegger, S., Losert, A., Gausterer, C.,
Hornek, R. 2011. Effects assessment: Boron

compounds in the aquatic environment. Chemosphere.
82: 483 — 487.
http://dx.doi.org/10.1016/j.chemosphere.2010.10.031
Tagliabue, M., Reverberi, A., P., Bagatin, R. 2014. Boron
removal from water: needs, challenges and
perspectives. Journal of Cleaner Production. 77:56 —
64. http://dx.doi.org/10.1016/j.jclepro.2013.11.040
WHO. 2012. Chemical Hazards in Drinking Water: Boron.
Geneva
(Switzerland) www.who.int/water_sanitation_health/
dwag/chemicals/boron/en/ (Access: 20.04.2016).
Wilbur, K.M. and Anderson N.G. 1948. Electrometric and
colorimetric determination of carbonic anhydrase, J.
Biol. Chem., 176: 147-154.
Wolska, J., Brijak, M. 2013. Methods for boron removal
from aqueous solutions. A review. Desalination, 310:
18 - 24. http://dx.doi.org/10.1016/j.desal.2012.08.003.
Woods W. 1994. An introduction to boron: history, sources,
uses, and chemistry. Environ Health Perspect 102:5.
PMCID: PMC1566642.


http://dx.doi.org/10.1016/j.aquaculture.2014.12.019
http://www.who.int/water_sanitation_health/dwq/chemicals/boron/en/
http://www.who.int/water_sanitation_health/dwq/chemicals/boron/en/

