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Abstract Keywords

The present study was aimed at evaluating the effects of different concentrations of the most  Behavioral changes, chloramphenicol, Clarias
commonly used fish antimicrobial drug, chloramphenicol (CAP), on the behavior and gariepinus, hematology, sublethal toxicity
hematological parameters of Clarias gariepinus. Fish specimens were exposed to three
(2.5, 5.0 and 10.0mg L") sublethal concentrations of CAP and a control. Abnormal behavioral
changes were observed in fish exposed to higher concentration of CAP. Blood erythrocytes
were sampled on days 1,5,10 and 15 postexposure to evaluate hematological parameters.
Results showed concentration- and time-dependent significant increase in packed cell volume
after day 5 of exposure (p <0.05). Hemoglobin values also significantly decreased from day 5,
whereas values of mean cellular volume significantly decreased throughout the experimental
period (p<0.05). A mixed trend was observed in the mean values of red blood cells, white
blood cells, mean cellular hemoglobin and mean cellular hemoglobin concentration as well as
neutrophils. Activities of lymphocytes were significantly increased in all CAP-treated fish during
the exposure period, whereas no significant differences were observed in values of monocytes,
eosinophils and basophils among the treatment groups and control. Consequently, precautions
must be taken, especially when high concentrations of CAP are used in long-term treatments of
C. gariepinus in aquaculture.
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Introduction formation. Veterinary use of pharmaceuticals and other
personal care products (PPCPs), such as nutraceuticals
(bioactive food supplements) and other consumer chemicals,
including fragrances and sun-screen agents, could result in
diffuse dispersion or release into the aquatic environment
comparable to, for instance, pesticides (Kiimmerer, 2004).
CAP is degraded by biological, chemical and photolytic
means and undergoes oxidation, reduction and condensation
reactions upon exposure to light in aqueous solution.
Photochemical decomposition of CAP in vitro by ultravio-
let-A light leads to the formation of p-nitrobenzaldehyde,
p-nitrobenzoic acid and p-nitrosobenzoic acid (de Vries et al.,
1994). The half-life of CAP in soil at 25°C is 4.5 days; in
pond water, the half-life is 10.3 days at 25°C and pH 8 and
20.8 days at 37 °C and pH 6. The pharmaceutical drug, CAP,
and other PPCPs have been detected from groundwater, river
water, ocean water, sediments and soil, thus posing a risk to
economically important nontarget species (Halling-Sgrensen
et al., 1998). Hirsh et al. (1999) reported on the detection of
CAP in the effluent of one sewage treatment plant and in
surface water in the United States at concentrations of 0.56
and 0.06 pg/L ", respectively. CAP was also detected in water

Chloramphenicol (CAP) is a phenicol compound and a broad-
spectrum antibiotic effective against a wide variety of Gram-
positive and -negative bacteria, including most anaerobic
organisms (Kreutzmann, 1977). Because of resistance and
safety concerns, it is no longer a first-line agent for any
infection in developed nations, but in low-income countries,
however, CAP is still widely used because it is inexpensive
and readily available (Fergusoma et al., 2005; Ye et al., 2008).
The most serious adverse effect associated with CAP
treatment is bone marrow (BM) toxicity, which may occur
in two distinct forms: BM suppression, which is a direct toxic
effect of the drug and is usually reversible, and aplastic
anemia (a form of anemia when the BM ceases to produce
sufficient red and white blood cells [RBCs and WBCs]). CAP
prevents protein chain elongation by inhibiting peptidyl
transferase activity of the bacterial ribosome. It specifically
binds to A2451 and A2452 residues in the 23 S ribosomal
RNA of the 50 S ribosomal subunit, preventing peptide bond
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(112.3 ng/Lfl) and sediment (0.196 mg/kgfl) from a fresh-
water aquaculture pond in China (Lu et al., 2009). In Nigeria,
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CAP residue of 0.837£0.165 ppm has been detected from
fish in a farm at Ibadan, Southern Nigeria (Adetunji et al.,
2012). Because fish are particularly sensitive to the contam-
ination of their environment, the presence of PPCPs in the
water may significantly alter their physiological, biochemical
and hematological processes. The increase in aquaculture
production, especially in intensive systems, has encouraged
farmers to use antibiotics to prevent bacterial diseases in
farmed fish. These antibacterial drugs have been reported to
have several hazards and side effects, such as immune
suppression, nephrotoxicity, decreased growth and increased
incidence of resistant bacterial strains as well as residue
problems (Tafalla et al., 1999). Oxytetracycline (OTC), for
example, was reported to suppress the immune functions in
Cyprinus carpio and Oncorhynchus mykiss (Grondel et al.,
1987; Siwicki et al., 1989). OTC and oxonilic acid (AO)
suppress total WBC in Oncorhynchus mykiss (Lundén et al.,
1998). Similarly, flunequine had a mitogenic effect in eel,
Anguilla anguilla (Van der Heijden et al., 1996). Kreutzmann
(1977) observed that CAP and OTC administration resulted in
erythropoietic perturbation in eel A. anguilla, through
decreased number of erythroblasts and dysfunctional erythro-
cyte metabolism. Florfenicol, a fluorinated analog of CAP,
was reported to suppress lymphocyte proliferation and
antibody responses in rainbow trout (Lundén & Bylund
2000, 2002). Caipang et al. (2009) also reported that
florfenicol modulated the immune response and antioxidant
defense system in Atlantic cod and may, in turn, affect their
ability to resist bacterial pathogens. Sulfamerazine depressed
some hematological and immunological parameters in rain-
bow trout (Saglam & Yonar, 2008). Barros-Becker et al.
(2012) reported that exposure of Zebra fish larvae to OTC
elicited widespread inflammation process though the larvae
and, in turn, showed improved regeneration capacity.

There is a paucity of scientific documentation on CAP
toxic effects on the behavior and hematological parameters in
most indigenous fish species of Africa. Clarias gariepinus
was selected for the present study because it is indigenous to
Africa and can be found in other tropical countries of the
world. It is of commercial importance and an aquaculture
candidate that can narrow the gap between demand and
supply of animal protein in developing countries. The species
is also an attractive model for ecotoxicological research
because of its availability throughout the season, wide
distribution in the environment and easy acclimatization to
laboratory conditions. The present study was thus designed to
investigate the effects of sublethal concentrations of CAP on
behavior and hematological parameters, including RBCs,
WBCs, hemoglobin (Hb), packed cell volume (PCV), mean
cellular volume (MCV), mean cellular hemoglobin (MCH),
mean cellular hemoglobin concentration (MCHC) and differ-
ential WBC counts, in freshwater fish C. gariepinus under
sublethal exposure.

Methods

Experimental fish and chemicals

A total of 300 freshwater African catfish C. gariepinus
(Teugels; family: Clariidae; order: Siluriformes) were col-
lected from nearby ponds and lakes with the help of local
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fishermen. They were transported to our laboratory at the
University of Nigeria Nsukka (Nsukka, Nigeria) and there-
after given prophylactic treatment by bathing twice for
2 minutes in 0.05% KMnOy to prevent any dermal infection.
The fish had mean (£standard deviation) wet weight and
length of 16.42+1.74g and 29.43 +3.42cm, respectively.
They were acclimatized in three (300-L) plastic tank
capacitites for 3 weeks using nonchlorinated tap water
distributed in the University of Nigeria Nsukka. The fish
were fed on 35% crude protein diet at 3% body weight daily
at 7:00a.m. Tanks were aerated continuously using an air
pump to prevent dissolved oxygen (DO) depletion. The
experiment was carried out in an indoor experimental system
under the natural photoperiod of a 14:10 light-dark cycle
prevalent at Nsukka (Nigeria) in the months of June to July
when the experiment was conducted. The fish were treated in
accord with the rules conforming to principles of laboratory
animal care as set by the institutional animal care committee
of the University of Nigeria Nsukka. The behavioral
responses of fish were observed daily, and the control
group showed normal behavior during the experimental
period. The time at which the fish loses its sense of balance
and displayed upside-down movement, faster opercular
activity, surfacing and gulping of air, erratic swimming,
hyperactivity and staying motionless on the bottom of the
aquarium was noted. The physicochemical properties of the
test water were analyzed daily using standard methods
(APHA, AWWA, WPCE, 2005) and maintained within
a normal range (water temperature, 25.60-26.40°C; pH,
7.20-7.70; dissolved oxygen, 6.64—7.65mg/L ™", conductivity
250-305puScm ™' and hardness in terms of CaCO; was
198-240mg/L "', respectively). For the present study, com-
mercial pharmaceutical preparations of CAP sodium succin-
ate (99.9%; Imperial Drug Industries, Mumbai, India)
containing 187.58 mg of CAP as the active ingredient were
used as the stock solution.

In vivo exposure experiment

One hundred and eighty fish from the acclimatized batch were
used for the in vivo experiment. The aquaria were aerated
continuously to avoid DO depletion. The fish were not fed
24 hours before commencement of the exposure to CAP and
throughout the duration of the experiment, as recommended
by Ward & Parrish (1982) and Reish & Oshida (1987).
The fish were randomly divided into four groups of 60 fish
each without regard to sex. Each group was further
randomized into three replicate experiments of 20 fish per
replicate in 40-L glass aquaria (60 x 30 x 30 cm size). Fish in
the first and second treatment groups were exposed to tap
water only (control) and 2.5 mg/L ™" of CAP, respectively. The
third and fourth groups were treated with 5.0 and 10.0 mg/L ™"
CAP, respectively. The experiment was conducted in a static
renewal bioassay system in which the water and CAP were
changed daily to maintain constant CAP concentration. The
test concentrations (2.5, 5.0 and 10.0mg/L ") were prepared
by dilution from the stock. The dose schedule selected was
based on preliminary investigation involving a range of doses
and from a previous report of CAP in fishes (Kasagala &
Pathiratne, 2008).
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Blood collection and hematological analysis

Blood was collected on the first day (1 d) of exposure to CAP.
Thereafter, blood was collected on the 5th (5d), 10th (10d)
and 15th (15d) days postexposure. On each sampling day,
5 fish from each replicate experiment was anesthetized with
MS 222 to minimize stress. Blood was obtained by cardiac
puncture using a hypodermic heparinized syringe. The
collected blood sample was transferred into small vials,
which were also previously rinsed with heparin. Every
sampled fish was removed from the experimental system to
avoid getting blood a second time from the same fish.

RBC counts were estimated using a Neubauer hemocyt-
ometer, as described by Rusia and Sood (1992). Briefly,
0.02mL of blood was pipetted from the blood sample and
added to 4 mL of the RBC diluting fluid (Toisson’s solution)
in a clean test tube to make a 1:200 dilution of the blood
sample. The diluted blood sample was loaded onto a
Neubauer counting chamber, and all RBCs in the five
groups of 16 small squares in the central area of the
Neubauer chamber was counted using a light microscope at
40x objective. The number of cells counted for each sample
was multiplied by 10000 to obtain the RBC count per
microliter of blood. Hematocrit (PCV) was determined using
the microhematocrit method of Nelson and Morris (1989), in
which the capillary tubes were filled with blood and
centrifuged for 5 minutes at 14 000 x g using a microhema-
tocrit centrifuge (Hawkesley & Sons, Ltd, Lancing, UK) at
room temperature. Soon after centrifuging, the hematocrit
was read using the microhematocrit reader. The result was
expressed as the percentage of whole blood. Hb determination
was done using the cyanmethemoglobin method (Blaxhall &
Daisley, 1973). Briefly, 0.02mL of blood was mixed with
4mL of Drabkin’s solution. This was allowed to stand for
10 minutes for full color development to occur. Absorbance
was read at 540 nm with a Unican spectrophotometer against
the blank. For determination of leucocytes, 0.02 mL of blood
was pipetted into a small test tube containing 0.38 mL of
WBC diluting fluid (Turk’s solution).to make a 1:20 dilution
of the blood sample. The diluted sample was loaded on to the
Neubauer counting chamber, and all cells on the four corner
squares were counted using a light microscope at 10x
objective. The total number of WBCs was calculated in
mm® x 10%. While counting, the numbers of different types of
leucocytes (neutrophils, monocytes, lymphocytes, eosinophils
and basophils) in the blood smears were identified as
described by Hibiya (1982) and Chinabut et al. (1991). The
number of each type of leukocytes was calculated as a
percentage. Erythrocyte indices, such as MCHC, MCH and
MCYV, were calculated from the results of RBC count, WBC
count, Hb and PCV (Dacie & Lewis, 1984) according to
standard formulae:

Hb (g/d1)

Hb (g/dl) x 10
MCH 1) = '
(pg/cell) RBC count in millions/mm3

PCV (%) x 10
MCV (fl/cell) = '
CV (fl/cell) RBC count in millions/mm?

Effects of chloramphenicol in Clarias gariepinus 3
Statistical analysis

The data obtained were statistically analyzed by using SPSS
16.0 software (SPSS, Inc., Chicago, IL). Data were subjected to
one-way analysis of variance and Duncan’s multiple range tests
to determine the significant difference at the 5% probability
level. Results were expressed as means = standard error.

Results
Behavioral changes in fish

Behavioral responses of fish were observed daily. The control
and the group exposed to 2.5 mg/L~" of CAP showed normal
swimming behavior and natural coloration of skin during the
experimental period. Abnormal behavioral changes, such as
swimming near the water surface, loss of equilibrium, erratic
swimming, circling movement, hyperactivity and staying
motionless on the bottom of aquarium tank, were however
observed in fish exposed to 5.0 mg/L ™" of CAP on day 15 and
in fish exposed to 10.00 mg/L " of CAP 10 days after the start
of the experiment. The observed clinical signs of the toxic
effects of CAP on the fish were lightening in skin color of the
body surface, erosion of fins and tails and increased mucus
secretions from the whole body. No fish mortality was
recorded in both the experiment and control groups through-
out the experimental period.

Hematological parameters

Changes in hematological profiles, such as PCV, RBC, WBC,
Hb, MCV, MCH and MCHC, are presented in Table 1. PCV
was not significantly affected after CAP exposure on day 1,
but it however induced both concentration- and time-
dependent significant decrease (p <0.05) in PCV from day
5 onward. No significant differences were observed in the
RBC count among the treatment groups at different sampling
intervals, except on day 15, where exposure to 10.00 mg/L "
of CAP significantly reduced RBC counts (p <0.05), when
compared to the control. No significant difference in WBC
counts was observed in fish specimen exposed to CAP on
days 1 and 5. However, continued exposure of the fish to the
drug resulted in significant increase in WBC counts (p <0.05)
in all tested concentrations on the 10th and 15th days. No
significant change was observed in Hb values on day 1
postexposure, but there was a significant decrease in all fish
groups exposed to CAP from day 5 onward, compared to the
control (p <0.05). There was both a concentration- and time-
dependent significant decrease (p <0.05) in MCV values in
all treated groups, compared to the control, during the whole
experimental period. MCH values were significantly reduced
in 10.00mg/L~" of CAP on the Ist day and in 5.00 and
10.00mg/L™" on the 5th and 10th days of exposure,
respectively, compared to the control (p <0.05). Exposure to
CAP on day 15 resulted in a significant decrease of MCH
values at all tested concentrations (p <0.05), compared to the
control. No significant differences in MCHC were evidenced
after exposure to CAP on days 1 and 5. Exposure to the drug,
however, induced a significant increase in MCHC at 5.00- and
10.00-mg/L " concentrations on day 10 and at all concentra-
tions on day 15. The effects of CAP to differential WBC
counts are shown in Table 2. Neutrophil values were
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Table 1. Effects of exposure to sublethal CAP concentrations on RBC parameters in C. gariepinus.

Duration (days)

Parameter (s) Concentration (mg/L) 1 5 10 15
PCV (%) Control 30.66 £ 2.08%! 30.33+1.52*  29.00 £2.00%! 30.00 £ 2.00%!
25 30.00 £ 4.35%! 21.00+1.002  16.67 £6.65% 15.12 4 8.54%3
5 28.67 4+ 1.15 17.67+3.21°2 1633 +5.85" 12.17 +5.92%
10 20.61 4 3.21"" 16.67+2.52°2  12.67+5.03% 10.00 £ 1.00%3
RBC (x10° cells/mm?) Control 1.33 4+1.33%! 1.43 £1.73%! 1.42 +3.22%! 1.54 4 2.84%1
25 1.16 +0.15% 1.12 +0.25% 1.11 +0.40%! 1.08 +0.45%!
5 1.16 £0.57% 1.06 +0.11% 1.05 +0.20™! 1.06 +0.20%!
10 1.13+0.12% 1.04 +0.30%! 1.03 +0.53% 0.91 +0.56"!
WBC (x10* cells/mm?) Control 3.50 4 1.59"! 3.50 £+ 1.50%! 3.76 £3.76% 5.90 + 5.90°!
25 3.52 +0.39%! 3.56 +2.53%! 6.70 + 1.02° 7.88 +2.9
5 3.55+0.25% 3.69 +2.76% 8.00 + 0.90"? 9.34 +0.45%
10 3.594+0.70%! 3.72 4+ 0.69%! 8.34 4 (.74 11.934+1.97%
Hb (g/dL) Control 10.20 £ 0.72% 10.16 £0.35*"  10.08 & 1.00%! 10.06 + 1.85%
25 10.14 + 1.454 6.96 £ 0.35"2 6.30 £ 1.15"2 5.58 +£4.27"
5 10.12 4+ 1.01% 5.52 +1.08%* 5.16 + 1.69%* 4.08 +1.70°2
10 10.10 4 1.07%! 5.07 +0.85" 433+2.51" 2.00 +0.50°°
MCV (fl/cell) Control 185.60 +£10.88*!  183.46+10.3*"  182.09+6.07*!  180.81 +6.23%
2.5 174.18 £10.92°"  148.69+8.60°%  133.73+6.41%  118.15+2.06*
5 163.05+6.981  135.174+9.59%  130.92+9.43  114.25+3.82%
10 13730 £4.954" 10771 £4.19%  103.24 £1.032 10224 +2.24%
MCH (pg) Control 49.95+13.8" 4990+£2.39*"  45.04+£11.54""  47.41+10.13"
2.5 48.33 4 2.40%! 47314+6.05*  44.63 +9.06 39.07 +11.03%*
5 48.18 4+ 13.9" 3824 +9.90°  3546+14.72°2  28.67 £41.94%
10 38.29 +1.63"! 36.11+35.0°0  31.64+£33.29°2  26.12+15.6%
MCHC (g/dL) Control 33.25+0.03" 3421+ 1.14"  40.01 £3.89" 40.02 +10.11%!
25 33.33 £0.19% 35.17+0.09"  43.63+0.15% 50.10 =+ 2.54°!
5 33.52 £2.9%! 35.194+1.95*  50.01 £2.03% 51.30 £2.11°!
10 34.26 +0.96"! 35.88+0.98*  50.02+4.07" 53.40 + 3.00°!

Values with different alphabetic (lowercase) superscripts differ significantly (p <0.05) between different concentrations within the
same exposure duration. Values with different numeric superscripts differ significantly (p <0.05) between different exposure
periods within the same concentration. Results are expressed as mean = standard error of the mean.

Table 2. Effects of exposure to sublethal CAP concentrations on differential WBC counts (percentage) in C. gariepinus.

Duration (days)

Parameter (s) Concentration (mg/L) 1 5 10 15
Neutrophils Control 18.66 £3.21* 18.68 +5.02%! 19.33 £2.08* 20.33 +2.51%!
25 19.33 +1.52% 20.66 + 12.2% 20.73 £ 2.08% 23.00 4 2.64%
5 19.37 + 3.00* 22.66 + 10.06*! 2533 4+2.08% 26.33 +2.30"
10 21.25 +£4.16" 24.66 4+ 11.37°! 25.66 +2.51% 26.01 & 2.00°2
Lymphocytes Control 52.33 +4.93" 53.11 +2.00" 55.33+2.51° 54.00 +2.64"!
25 60.67 £ 2.30°! 60.67 + 13.3! 62.43 4+ 2.08"! 63.33 +2.08""
5 61.00 £ 2.00°! 65.33 4 10.06"! 67.66 & 0.57"2 67.01 & 1.00°3
10 62.00 + 3.46°! 66.33 + 10.06°* 68.31 +5.77° 68.13 +4.16%
Monocytes Control 0.30 4 0.01%! 0.30+0.01%! 0.33 4+0.02°! 0.34+0.01%!
2.5 0.30+0.01%! 0.34 +0.02°! 0.36 +0.08%! 0.35 4+ 0.05%!
5 0.41 +0.03%! 0.54 +0.01%! 0.53 +1.52%! 0.50 + 1.54%!
10 0.43 +0.33%! 0.40 +0.00%! 0.52+0.57%! 0.50 +0.00%!
Eosinophils Control 1.46 +1.73%! 1.50 +0.04%! 1.60 +0.06%! 1.61 +0.57%
2.5 2.00 £ 1.00%! 2.16 £0.57%! 2.50 £0.57%! 2.54 +0.00%!
5 2.10 + 1.54%! 2.30 4+ 0.00%! 2.344+0.00! 2.30 4+ 0.00%!
10 2.30 + 1.73%! 2.40 +0.00%! 1.10 £ 0.00™! 1.80 + 0.00%!
Basophils Control 1.30£0.00"! 1.33 +£0.57" 1.33 +£0.57" 1.35 +0.00"!
25 1.32 +0.00! 1.66 + 1.54%! 1.71 £0.00*! 2.00 + 0.00%!
5 1.34 +0.00%! 1.60 + 0.00*! 1.90 + 0.00%! 1.90 +0.00*!
10 1.50 + 0.00%! 1.70 +0.00*! 1.80 + 0.00%! 1.88 +0.00*!

Values with different alphabetic (lowercase) superscripts differ significantly (p <0.05) between different concentrations within the
same exposure duration. Values with different numeric superscripts differ significantly (p <0.05) between different exposure
periods within the same concentration. Results are expressed as mean = standard error of the mean.

significantly higher on the 5th and 10th days of exposure in
the highest CAP treatment (10.00mg/L~") group, when
compared to the control (p<0.05). The neutrophil count
was, however, significantly higher in the entire CAP-tested
concentrations on day 15, compared to the control (p <0.05).

Lymphocytes were the most dominant leucocyte species in
the peripheral blood of C. gariepinus exposed to CAP. When
compared to the control group, there was a significant
increase in lymphocytes in the CAP-exposed fish (p <0.05).
There was no difference in the percentage number of
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monocytes and basophils in the treatment group, when
compared to the control. Also, eosinophils did not vary in
the CAP-treated fish throughout the study period.

Discussion

The observed behavioral alterations in the CAP-exposed fish
indicate internal disturbances of the body system and may be
attributed to neurotoxic effects of the drug by acetylcholin-
esterase (AChE) inhibition, which removes the neurotrans-
mitter, acetylcholine, and the subsequent interference with
normal transmission in cholinergic synapses and neuromus-
cular junctions of the nervous system, thus affecting the
normal functioning of nerves (Miron et al., 2005). Wang et al.
(2009) reported that exposure of Tra catfish (Pangasianodon
hypophthalmus) to enrofloxacin antibiotic severely depressed
AChE activities in various organs of the fish. In fish, it has
been observed that the inhibition of AChE was associated
with disorders of respiration, swimming and feeding behavior
(Payne et al., 1996).

Analysis of the hematological parameters in fish can
provide important information about the physiological status
of the fish and can be used as health indicators in the aquatic
environment (El-Sayed et al., 2007). The progressive decrease
in RBCs and Hb in C. gariepinus treated with CAP is an
indication of an impaired erythropoietic process and even
erythroblastopenia, which, in turn, disrupts the maturation of
erythrocytes. This appears discernible in the significant
reduction of the MCV in the CAP-treated fish, when
compared to the control. Also, the reduction of Hb value in
the treatment groups, when compared to the control, is an
indication that the Hb biosynthetic process was adversely
affected. This could limit the oxygen-carrying capacity of the
fish blood. Earlier studies (Kasagala & Pathiratne, 2008;
Kreutzmann, 1977) had shown that antibiotics cause damage
to hemopoietic tissues. Thus the anemia observed in the
present study, when compared to the control group, represents
one of several adverse effects of CAP on hemopoietic
processes and thus calls for close monitoring of peripheral
blood cells of farm animals treated with antibiotics. Similar
findings were reported in European eel (A. anguilla) exposed
to CAP and OTC (Kreutzmann, 1977), C. carpio exposed to
CAP (Kasagala & Pathiratne, 2008), Oreochromis niloticus
exposed to praziquantel (El-Banna et al., 2008) and in
O. mykiss exposed to verapamil (Li et al., 2011). There was
significant increase in WBCs after day 5 and 10 exposure of
the fish to CAP, respectively. Similar to the present finding,
Saravanan et al. (2011) reported a significant increase in
WBCs in C. carpio exposed to pharmaceutical drugs clofibric
acid and diclofenac. Significant increase in WBCs has also
been reported in Cirrhinus mrigala (Saravanan et al., 2012)
after exposure to different concentrations of pharmaceutical
drug ibuprofen. WBCs are involved in the regulation of
immunological function in many organisms and the observed
increase in WBC count in CAP-treated fish after some days of
exposure indicates immune and protective response
(Saravanan et al., 2011). The significant decrease in PCV
after day 5 exposure to CAP may be the result of an
appreciable decline in hematopoiesis. The hematological
indices of the CAP-treated fish were adversely affected.
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Blaxhall & Daisley (1973) reported that mature erythrocytes
have larger volume than immature ones. Decreased MCV
shows that erythrocytes shrunk as a result of water imbalance,
stress, microcytic anemia or the production of immature
erythrocytes. The significant reduction in MCV in CAP-
treated fish, when compared to the control, is an evidence of
the production and subsequent release of immature erythro-
cytes into the general circulation to compensate for the
adverse effects of CAP on the hemopoietic tissues of the fish.
Exposure of C. gariepinus to CAP also resulted in a
significant decrease in MCHC, except on day 15, and MCH
only on day 15. The significant reduction in MCH and MCHC
is a good indication of defective Hb biosynthesis in the fish.
Similar decreases in MCV, MCH and MCHC have been
reported in fish exposed to different concentrations of
pharmaceutical drugs (Kasagala & Pathiratne, 2008; Li
et al., 2010; Velisek et al., 2009). Changes in differential
leukocyte count are recognized as a sensitive indicator of
environmental stress and provide an overview of the integrity
of the immune system (Cole et al., 2001). CAP treatment has
a stimulatory effect on the lymphocyte whose number
increased significantly in the peripheral blood of
C. gariepinus. A similar increase was found in O. mykiss
treated with sulphadiazine and trimethoprin mixture (Lundén
& Bylund, 2002), with a concomitant rise in antibody titer.
Lymphocytosis was also reported in A. anguilla treated with
CAP (Kreutzmann, 1977). Antibiotics-induced lymphocytosis
was found in rainbow trout, O. mykiss given oral administra-
tion of florfenicol (Lundén et al., 1999) and in A. anguilla
treated with flumequine (Van der Heijden et al., 1996). On the
contrary, lymphocytopenia was observed in O. mykiss and in
C. carpio treated with OTC and AO (Lundén et al., 1998;
Rijkers et al., 1980). Pharmacological studies (Grondel et al.,
1987; Horsberg et al., 1994) have shown that metabolic
products of CAP, florfenicol and OTC accumulate, bind to
and affect kidney tissues in Salmo salar and C. carpio. In
consequence thereof, the balance of immunocompetent cells
and RBCs in the bloodstream is affected. The observed
neutrophilia in C. gariepinus resulting from CAP treatment is
in agreement with the increased neutrophil in zebra fish
(Danio rerio) larvae treated with OTC (Barros-Becker et al.,
2012). Apart from the significant increase in lymphocytes
throughout the duration of the experiment and neutrophils on
day 15, CAP had no significant effect on monocytes,
eosinophils and basophils. Similar to the present finding, no
significant difference in these leukocyte differentials have
likewise been reported in fish exposed to various concentra-
tions of toxicants (Mohammad et al., 2012; Nwani et al.,
2012; Roy & Nath, 2012; Velisek et al., 2009).

In Nigeria, there is no published information on the level
of CAP or any other pharmaceutical products in the aquatic
ecosystem. This lack of monitoring data calls for systematic
environmental monitoring programs for such products in our
water bodies in view of the hazards and side effects associated
with their excessive use.

Conclusion

In conclusion, the results of the present study indicate that
sublethal exposure to the pharmaceutical drug, CAP, alters
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behavioral and hematological parameters in C. gariepinus.
The studied parameters could provide useful information for
evaluating the physiological effects of CAP on C. gariepinus,
but more-detailed laboratory study are needed before they can
be established as special biomarkers for monitoring pharma-
ceuticals in the aquatic environment.

Acknowledgements

All experiments were carried out in accord with the guide-
lines for the care of experimental animals as approved by the
ethical committee of the University of Nigeria (Nsukka,
Nigeria).

Declaration of interest

The authors thank the head Department of Zoology
and Environmental Biology of University of Nigeria Nsukka
for providing support, materials and equipment for the
project.

References

Adetunji VO, Popoola AF, Odetokun IA. (2012). Heavy metal (lead,
cadmium) and antibiotics (tetracycline and chloramphenicol) residues
in fresh and frozen fish types (Clarias gariepinus, Oreochromis
niloticus) in Ibadan, Oyo State, Nigeria. Pakistan J Biol Sci 15:
895-899.

APHA, AWWA, WPCF. (2005). Standard methods for the examination
of water and waste water. 21st ed. New York: American Public Health
Association.

Barros-Becker F, Romero J, Pulgar A, Feijoo CG. (2012). Persistent
oxytetracycline exposure induces an inflammatory process that
improves regenerative capacity in Zebra fish larvae. PLoS One 7:
e36827. doi: 10.1371/journal.pone.0036827.

Blaxhall PC, Daisley KW. (1973). Routine hematological methods for
use with blood. J Fish Biol 5:771-781.

Caipang CMA, Lazado CC, Brinchmann MF, Berg I, Kiron V. (2009).
In vivo modulation of immune response and antioxidant defense in
Atlantic cod, Gadus morhua following oral administration of oxolinic
acid and florfenicol. Comp Biochem Physiol Part C 150:459—464.

Chinabut S, Limsuwan C, Kitswat P. (1991). Histology of walking
catfish, Clarias batrachus. Aquatic Animal Health Research Institute,
Thailand.

Cole MB, Arnold DE, Watten BJ, Krise WF. (2001). Hematological and
physiological responses of brook charr, to untreated and limestone-
neutralized acid mine drainage. J Fish Biol 59:79-91.

Dacie JV, Lewis SM. (1984). Practical hematology. 6th ed. New York,
London: Churchill.

de Vries H, Hemelaar PJ, Gevers AC, et al. (1994). Photoreactivity of
chloramphenicol in vitro and in vivo. Photochem Photobiol 60:
249-252.

El-Banna SA, Zaghlol NF, Saad TT. (2008). The effects of praziquantel
on selected hematological and biochemical indices in Nile Tilapia
(Oreochromis niloticus) with tapeworm infestation. J Arabian
Aquacult Soc 3:80-93.

El-Sayed YS, Saad TT, El-Bahr SM. (2007). Acute intoxication of
deltamethrin in monosex Nile tilapia, Oreochromis niloticus with
special reference to the clinical, biochemical and hematological
effects. Environ Toxicol Pharmacol 24:212-217.

Fergusona J, Baxter A, Young P, et al. (2005). Detection of chloram-
phenicol and chloramphenicol glucuronide residues in poultry muscle,
honey, prawn and milk using a surface plasmon resonance biosensor
and Qex kit chloramphenicol. Anal Chim Acta 529:109-113.

Grondel JL, Nouws JFM, van Muiswinkel WB. (1987). The influence of
antibiotics on the immune system: immunopharmakokinetic investi-
gations on the primary anti-SRBC response in carp Cyprinus carpio L.
after oxytetracycline injections. J Fish Dis 10:35-43.

Drug Chem Toxicol, Early Online: 1-7

Halling-Sgrensen B, Nielsen SN, Lanzky PF, et al. (1998). Occurence,
fate and effects of pharmaceutical substances in the environment—a
review. Chemosphere 36:357-393.

Hibiya T. (1982). An atlas of fish histology: normal and pathological
features. Tokyo: Kodansha.

Hirsch R, Ternes T, Haberer K, Krata KL. (1999). Occurrence of
antibiotics in the aquatic environment. Sci Total Environ 225:
109-118.

Horsberg TE, Martinsen B, Varma KJ. (1994). The disposition of 14C-
HORS florfenicol in Atlantic salmon (Salmo salar). Aquaculture 122:
97-106.

Kasagala KHDT, Pathiratne A. (2008). Effects of waterborne
chloramphenicol and oxytetracyclene exposure on hematological
parameters and phagocytic activity in the blood of Koi carp.
Cyprinus  carpio. In: Bondad-Reantaso MG, Mohan CV,
Crumlish M, Subasinghe RP, eds. Diseases in asian aquaculture
VI. Fish health section. Malina, Philippines: Asian Fisheries
Society, 283-296.

Kreutzmann HL. (1977). The effects of chloramphenicol and oxytetra-
cycline on hematopoiesis in the European eel (Anguilla anguilla).
Aquaculture 10:323-334.

Kiimmerer K. (2004). Pharmaceuticals in the environment. Sources,
fate, effects and risks. 2nd ed. Berlin: Springer-Verlag Berlin
Heidelberg.

Li Z, Velisek J, Zlabek V, et al. (2011). Chronic toxicity of verapamil on
juvenile rainbow trout (Oncorrhynchus mykiss): effects on morpho-
logical, hematological and antioxidant responses. J Hazard Mater 185:
870-880.

Li Z, Velisek J, Zlabek V, et al. (2010). Hepatic antioxidant status and
hematological parameters in rainbow trout, Oncorhynchus mykiss,
after chronic exposure to carbamazepine. Chem Biol Interact 183:
98-104.

Lu XW, Dang Z, Yang C. (2009). Preliminary investigation of
chloramphenicol in fish, water and sediment from freshwater aqua-
culture ponds in China. Int J Environ Sci Tech 6:597-604.

Lundén T, Bylund G. (2000). The influence of in vitro and in vivo
exposure to antibiotics on mitogen-induced profileration of lymphoid
cells in rainbow trout Oncorhynchus mykiss. Fish Shellfish Immunol
10:395-404.

Lundén T, Bylund G. (2002). Effect of sulphadiazine and trimethoprim
on the immune response of rainbow trout (Oncorhynchus mykiss). Vet
Immunol Immunopathol 85:99-108.

Lundén T, Miettinen S, Lonnstom LG, et al. (1998). Influence of
oxytetracycline and oxolinic acid on the immune response of
rainbow trout (Oncorhynchus mykiss). Fish Shellfish Immunol 3:
217-230.

Lundén T, Miettinen S, Lonnstom LG, et al. (1999). Effect of florfenicol
on the immune response of rainbow trout (Oncorhynchus mykiss). Vet
Immunol Immunopathol 67:317-325.

Miron D, Crestani M, Schetinger MR, et al. (2005). Effects of the
herbicides clomazone, quinclorac and metsulfuron methyl on
acetycholinesterase activity in the silver catfish (Rhamdia quelen)
(Heptapteridae). Ecotoxicol Environ Saf 61:398-403.

Mohammad NSM, Soltani M, Kamali A, et al. (2012). Effects of
organophosphate, diazinon on some hematological and biochemical
changes in Rutilus frisii kutum (Kamensky, 1901) male brood stocks.
Iranian J Fish Sci 11:105-117.

Nelson DA, Morris MW. (1989). Basic methodology, hematology and
coagulation, Part IV. In: Nelson DA, Henry JB, eds. Clinical diagnosis
and management by laboratory methods. 17th ed. Philadelphia (PA):
‘W.B. Saunders, 578-625.

Nwani CD, Okeke OC, Onyishi GC, et al. (2012). Toxicity and effects of
diazinon on behavior and hematological parameters of African catfish
Clarias gariepinus. Zool Ecol 22:246-253.

Payne JF, Mathien A, Melvin W, Fancey LL. (1996).
Acetylcholinesterase, an old biomarker with a new future? Field
trials in association with two urban rivers and a paper mill in
Newfoundland. Mar Pollut Bull 32:225-231.

Reish DJ, Oshida RS. (1987). Manual of methods in aquatic environment
research. Part 10. Short-term static bioassay. FAO Fish Tech Paper
247:62.

Rijkers GT, Teunissen AG, Van Oosterom R, Van Muiswinkel WB.
(1980). The immune system of cyprinid fish: the immunosuppressive
effect of the antibiotic oxytetracycline in carp (Cyprinus carpio L.).
Aquaculture 19:177-189.

RIGHTS LI N Hiy



Drug and Chemical Toxicology Downloaded from informahealthcare.com by 196.46.245.59 on 10/07/13
For personal use only.

DOI: 10.3109/01480545.2013.834348

Roy B, Nath S. (2012). Some hematological investigations on
Oreochromis niloticus (Trewavas) following exposure to thia-
methoxam. Acta Zoologica Lituanica 21:301-305.

Rusia V, Sood SK. (1992). Routine hematological tests. In: Mukerjee
KL, ed. Medical laboratory technology. New Delhi: Tata McGraw
Hill, 252-258.

Saglam N, Yonar ME. (2008). Effects of sulfamerazine on selected
haematological and immunological parameters in rainbow trout
(Oncorhynchus mykiss). Aquac Res 40:395-404.

Saravanan M, Karthikas S, Malarvizhi A, Ramesh M. (2011).
Ecotoxicological impacts of clofibric acid and diclofenac in
common carp (Cyprinus carpio) fingerlings: hematological, biochem-
ical ionoregulatory and enzymological responses. ] Hazard Mater 195:
188-194.

Saravanan M, Usha DK, Malarvizhi A, Ramesh M. (2012). Effects of
Ibuprofen on hematological, biochemical and enzymological param-
eters of blood in an Indian major carp Cirrhinus mrigala. Environ
Toxicol Pharmacol 34:14-22.

Siwicki AK, Anderson DP, Dixon OW. (1989). Comparisons of
nonspecific and specific immunomodulation by oxolinic acid, oxy-
tetracycline and levamisole in salmonids. Vet Immunol Immunopathol
23:195-200.

Effects of chloramphenicol in Clarias gariepinus 7

Tafalla C, Novoa B, Alvarez JM, Figueras A. (1999). In vivo and in vitro
effect of oxytetracycline treatment on the immune response of turbot,
Scophthalmus maximus (L). J Fish Dis 22:271-276.

Van der Heijden MH, Helders GM, Booms GH, et al. (1996). Influence
of flumequine and oxytetracycline on the resistance of the European
eel against the parasitic swimbladder nematode Anguillicolacrassus.
Vet Immunol Immunopathol 52:127-134.

Velisek J, Stesjskal V, Kouril J, Svobodovo Z. (2009). Comparison of the
effects of four anaesthetic on biochemical blood profiles of Perch.
Aqualcult Res 40:354-361.

Velisek J, Svobodova Z, Piackova V. (2007). Effects of 2-phenoxyethanol
anaesthesia on hematological profile on common carp (Cyprinus
carpio) and rainbow trout (Oncorhynchus mykiss). Acta Vet 76:487-92.

Wang N, Nkejabega N, Hien NN, et al. (2009). Adverse effects of
enrofloxacin when associated with environmental stress in Tra catfish
(Pangasianodon hypophthalmus). Chemosphere 17:1577-1584.

Ward GS, Parrish PR. (1982). Manual of methods in aquatic environ-
mental research. Part 6. Toxicity tests. FAO Fish Technical Paper, no.
185 FIRI/T185.

Ye S, Hu YY, Li A, et al. (2008). Determination of chloramphenicol
residues in sediment in marine environment. Mar Environ Sci 27:
269-271.

RIGHTS LI N Hiy



