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ABSTRACT
The present study was conducted to measure acute toxicity (96-hr LC50 and lethal concentrations) of water-borne metals
mixture (zinc, iron, nickel, lead and manganese) on two fish species, Ctenopharyngodon idella and Hypophthalmichthys
molitrix at constant pH (7), water temperature (30°C) and total hardness (200mgL-1). The two fish species demonstrated
inconsistent tolerance limits, while concerning 96-hr LC50 and lethal concentrations against 19 mixtures of five metals.
The mixture of five metals (Fe+Zn+Pb+Ni+Mn) caused significantly higher toxicity to the fish, with lethal
concentrations of 41.81±14.93 and 69.10±15.22 mgL-1(96 hr LC50), respectively. However, least toxicity to the fish was
caused by Zn+Ni and Zn+Pb mixtures, with the mean LC50 and lethal concentrations of 81.92±7.75 and 134.45±31.79
mgL-1, respectively. Regarding overall sensitivity of two fish species, Ctenopharyngodon idella depicted least sensitivity
to metals mixtures with a mean LC50 and lethal concentrations of 77.86±13.90 and 122.40±23.74 mgL-1, respectively.
Ctenopharyngodon idella was less sensitive to metal mixtures compared to Hypophthalmichthys molitrix in the present
study.
Key words: LC50, Lethal concentrations, Metals mixtures, Ctenopharyngodon idella, Hypophthalmichthys molitrix.

INTRODUCTION
Unintended or processed spillage and relevance
of sewage mire to agricultural land, dumping of industrial
and urban wastes, as well as mining and smelting of
natural ores, and deterioration of natural resources due to
controlled or unrestrained human activities are the
foremost environmental concerns in current epoch
(Ghosh and Singh, 2005). Water is most imperative for
mankind amongst natural resources, as its quality is in a
straight line allied with human welfare (Jabeen, 2012).
Together with the explosive and petroleum products,
phenol, textile dyes and other perilous wastes as well as
an abundant array of organic and inorganic pollutants are
being frequently released into ecosystem. Due to their
non-biodegradable nature, heavy metals are the main
element of inorganic pollutants as they persist in
environment and can enter into the body through food, air
and contaminated water, (Jadhav et al., 2010). Growth
abnormalities,
macro-DNA
damage,
structural
deformities mostly vertebral deformities, chromosomal
aberrations, respiratory disorder, and behavioral
anomalies are major toxic effects of heavy metals to fish
(Golovanova, 2008). Mentioned reasons make it
extremely essential to identify at what time they turn out
to be toxic, and at what level these substances are present
in nature, as they can persist for a long time, bio-magnify
and bio-accumulate in aquatic ecosystem (Azmat and
Javed, 2011).
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To gauge the toxicity of metals to the fish,
delicate methods are applied, as effects of pollutants on
aquatic organisms can be assessed promptly by doing so
(Azmat et al., 2012). Digestive and reproductive
problems, slowed growth, damage in nervous system and
brain can come into being due to elevated levels of lead
in the fish bodies (Crandall and Goodnight, 1963; Katz,
1979). For hemoglobin and myoglobin development in
fish, iron is the most vital element as it also plays an
important part for the whole aquatic organism’s growth.
Unluckily, raised industrial wastes polluted the natural
ecosystem and this nutrient (iron) enlarged at momentous
contamination stage (Hussain et al., 2011). Nickel and
manganese are naturally existing micro-nutrients in the
aquatic environment (Hayat et al., 2007). As a trace
element for electron transfer in catalytic reactions, zinc is
very necessary. On the other hand, surfeit ingestion of
metals chronically escort towards bioaccumulation in the
body organs (Nussey et al., 2000). A grey-listed metal,
nickel (Mason, 1996), for numerous animal species, is an
element of less importance (Phipps et al., 2002), and if it
is present in abundance, than the endurance,
augmentation, behavior, and reproduction of aquatic
animals is affected by (Wong et al., 1993) owing to
bioaccumulation in higher trophic levels in the terrestrial
ecosystem are considered. Numbers of commotions in
human beings are caused by it also (Sreedevi et al.,
1992), even if its effects are not likely. To assess the
health of an aquatic ecosystem, fish are extensively used.
Pollutants upsurge in the food chain, are liable for
unfavorable effects and fatality of aquatic organisms
(Farkas et al., 2002). Fish may concentrate mass quantity

25

J. Vet. Anim. Sci. (2013), Vol. (1-2): 25-30

of metals from the water as they are frequently at the top
of aquatic food chain (Mansour and Sidky, 2002).
Larger stress is placed by metal mixture on the
activities and fish growth rates as compared to single
metals. It was observed that the developmental stages of
common carp to a greater extent, were not being affected
remarkably by single metal, on the other hand a variety of
alterations in its development stages caused by metal
mixture (Ramesha et al., 2003). Metal mixture effect is
more toxic than that of the effect of single metal and
differs in its toxicity on living organisms. Specific
composition, concentration and duration of exposure of
metal mixture on the fish are major factors for toxicity
(Javed, 2012). This requires the risk evaluation of metal
mixtures on fish as toxicity of metals in a mixture form is
increased due to interactions of different metals and
metallic ions contest for their binding sites in an
organism (Otitoloju, 2003). That is why, in line to protect
freshwater fisheries in the Punjab province, it is
important to disclose their lenience limits against
mixtures of lead, nickel, iron, zinc and manganese under
delicate exposures in the laboratory.

MATERIALS AND METHODS
At constant pH (7), water temperature (30°C)
and total hardness (200mgL-1), an experiment on acute
toxicity (96-hr LC50 and lethal concentrations) of waterborne metals mixture including five metals (zinc, iron,
nickel, lead and manganese) to the two fish species viz.
Ctenopharyngodon idella and Hypophthalmichthys
molitrix, was performed by means of static water system
in glass aquaria. Ctenopharyngodon idella of average
weight
(5.01±1.67g),
average
fork
length
(71.31±12.29mm)
and
average
total
length
(81.01±12.02mm) were utilized for this experiment while
Hypophthalmicthys molitrix used, had an average weight,
fork and total lengths of 4.84±11.79g, 66.07±11.57 and
75.92±11.73mm, respectively. By using a pump fixed
with capillary system, fresh air was provided to all the
aquaria used in the experiment. After preparing stock
solutions of iron, zinc, lead, nickel and manganese, the
following 19 mixtures were prepared on metallic ion
equivalence basis by dissolving required amounts of
various stock solutions of metals.
50 liter de-chlorinated tap water of pH (7), total
hardness (200mgL-1) and water temperature (300C) was
filled in meticulously cleaned metal free aquaria. To
conduct the acute toxicity tests (96-hr LC50 and lethal
concentrations) against each metal mixture at constant
hardness, temperature and pH, each fish species was
independently tested. Each test dose was estimated by
means of three replications, moreover, the fish mortalities
were observed twice a day. The concentration of metal
mixture inside the experimental aquaria was steadily

increased from zero to 50% in 6 hours to finally 100% in
8 hours to keep away instant stress from the fish. For both
LC50 and lethal concentration tests with each species of
fish, the test concentrations for all metals mixtures and
fish species were started from zero with an augmentation
of 0.05 and 5 mgL-1 (as total concentration on metallic
ion basis) for low and high concentrations, respectively.
During 96 hours of each acute trial, feed was not given to
the fish. To find out the acute responses throughout the
period of 96 - hour, a group of 10 fish of each species
were tested against metal mixture. The dead fish were
separated instantly at the time of mortality whereas no
mortality was observed among the control fish reared
under metal free water surroundings
Mixture
#
1
2
3
4
5
6
7
8
9
10

Mixture
Fe+Pb
Fe+Ni
Fe+Mn
Fe+Zn
Zn+Pb
Zn+Ni
Zn+Mn
Pb+Ni
Pb+Mn
Ni+Mn

Mixture
#
11
12
13
14
15
16
17
18
19

Mixture
Fe+Zn+Pb
Fe+Zn+Ni
Fe+Zn+Mn
Zn+Pb+Ni
Zn+Pb+Mn
Pb+Ni+Mn
Fe+Zn+Pb+Ni
Fe+Zn+Pb+Mn
Fe+Zn+Pb+Ni+Mn

The analyzed data was adequately corresponds
to the required metallic ion concentrations in the test
media. The estimation of 96-hr LC50 and lethal
concentrations at 95 % confidence intervals was made by
using the Probit analyses method (Hamilton et al., 1977).
Analysis of variance and Tukey’s /Student Newnan-Keul
tests (Steel et al., 1996) were applied to observe and
determine the statistical differences among the variables
specific for this study.

RESULTS AND DISCUSSION
Ninety
days
old
two
fish
species,
Ctenopharyngodon idella and Hypophthalmichthys
molitrix were exposed, separately, to 19 mixtures.
i. Ctenopharyngodon idella: Ctenopharyngodon idella
showed significantly variable HMM tolerance, in terms
of both 96-hr LC50 and lethal concentration, as evident
from Table 1. This fish had significantly lowest mean 96hr LC50 value of 51.60±0.87 mgL-1 against HMM # 18
that was statistically similar to the mean value of
52.36±1.17 mgL-1 determined for HMM # 19
(Fe+Zn+Pb+Ni+Mn). Therefore, this fish showed
significantly more sensitivity to the mixture # 18
(Fe+Zn+Pb+Mn) and 19 (Fe+Zn+Pb+Ni+Mn). This fish
was significantly least sensitive to a mixture of lead and
manganese (92.10±0.39 mgL-1). The lethal concentrations
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of HMMs, varied significantly between a maximum mean
value of 165.33±1.16 and a minimum of 79.86±1.22
mgL-1 determined for mixture # 9 and 19, respectively.
This fish was significantly more sensitive to a mixture of
Fe+Zn+Pb+Ni+Mn, followed by that of HMM # 18
(Fe+Zn+Pb+Mn). The difference between these two
mean values was statistically significant at p<0.05 (Table
1).
ii. Hypophthalmichthys molitrix: Table 1 represents
sensitivity levels of Hypophthalmichthys molitrix towards
96-hr LC50 and lethal concentrations of 19 mixtures. This
fish exhibited significantly variable tolerance limits
against mixtures of different metals. Fish were
significantly more sensitive to five metal mixture
(Fe+Zn+Pb+Ni+Mn) with the mean LC50 and lethal
concentrations of 31.25±1.24 and 58.34±0.58 mgL-1,
respectively while fish were significantly least sensitive
to Zn+Ni mixture (HMM # 6) with the mean LC50 and
lethal
concentrations
of
76.44±0.95
and
120.14±0.95mgL-1, respectively.
The overall tolerance limits of two fish species
determined in terms of 96-hr LC50 against 19 mixtures
are also presented in Table 1. While comparing the two
fish species, Hypophthalmichthys molitrix showed
significantly higher sensitivity to HMMs with a mean
value of 59.63±11.01 mgL-1 while Ctenopharyngodon
idella were significantly least sensitive (77.86±13.90
mgL-1). The overall sensitivity of the two fish species
against various HMMs varied significantly. Fish were
significantly more sensitive to mixture # 19
(Fe+Zn+Pb+Ni+Mn), followed by that of 18
(Fe+Zn+Pb+Mn) with statistically significant difference
while it was significantly least due to HMM # 9
(Pb+Mn).
Table 1 also shows the lethal concentrations of
two
fish
species
against
19
mixtures.
Hypophthalmichthys molitrix were significantly more
sensitive to metals mixtures with the mean metallic ion
concentration
of
97.85±16.20
mgL-1
while
Ctenopharyngodon idella exhibited significantly least
sensitivity with the mean value of 122.40±23.74 mgL-1.
The differences between the two fish species, for their
ability to tolerate 19 mixtures, varied significantly. Fish
were significantly less sensitive to HMM # 5 (Zn+Pb)
while they showed significantly higher sensitivity for a
mixture of five metals (Fe+Zn+Pb+Ni+Mn) with a mean
lethal concentration of 69.10±15.22 mgL-1, followed by
that of mixture # 18 (Fe+Zn+Pb+Mn) with statistically
significant difference (Table 1).
The toxicity of a variety of metals to the fish
alters broadly for the purpose of their various
physicochemical characteristics (Arora et al., 2012). A
bulk of investigations has been performed on the toxic
impacts of single metal species. However, in natural

waters organisms are characteristically exposed to the
mixtures of metals. Therefore, with the intention of
presenting data sustaining the convenience of freshwater
fish as bio-marker of heavy metal’s pollution, the acute
toxicity of mixture of five metals viz. iron, zinc, lead,
nickel and manganese has been conducted for the two
commercially
imperative
fish
species
viz.
Ctenopharyngodon idella and Hypophthalmichthys
molitrix.
Static bioassay tests were executed to evaluate
the acute toxicity of mixture of iron, lead, zinc,
manganese and nickel, independently, on 90-day old
Ctenopharyngodon idella and Hypophthalmichthys
molitrix. The present research divulges that the two fish
species demonstrated significantly inconsistent tolerance
limits, in terms of 96-hr LC50, against mixture of five
metals. Amongst five fish species, significant differences
were scrutinized for their sensitivity to mixture of metals
(Mebane et al., 2012; Azmat et al., 2012). Amongst 19
treatments, a mixture of five metals (Fe+Zn+Pb+Ni+Mn)
caused significantly elevated toxicity to the fish, in terms
of 96-hr LC50 and lethal concentrations. Concerning
overall sensitivity of two fish species, Ctenopharyngodon
idella were significantly less sensitive than
Hypophthalmichthys molitrix. The present outcomes are
assenting with the results of Hua and Qixing (2009).
They conducted an experiment to foretell the secluded
and collective effects of metals (Cd and Zn) on grass carp
(Ctenopharyngodon idella). The calculated LC50 (96-hr)
values signified that acute toxicity of zinc was
significantly lower than cadmium. The 96-hr LC50 of
cadmium and zinc were 26.86 and 33.14 mgL-1,
respectively. Metals mixture revelation for 96 hours was
synergistic while it was antagonistic due to 48 hour
exposure duration. Acute techniques allow us to assess
swiftly the effects of toxicants on the organisms. The
decisive factor of lethal toxicity is mortality, the ultimate
response of an organism to a toxic effect. With reference
to these processes, the sensitivity of organisms of diverse
phylogenetic ranks and a range of developmental stages
to toxicants has been frequently compared (Bellas et al.,
2001; Abdullah and Javed, 2006; Javed and Abdullah,
2006; Azmat, 2011; Kakinen et al., 2011). Jackson et al.
(2005) evaluated the acute toxicity of heavy metal
mixture (Zn+Pb) to Callianassa Kraussi was in hard
water. The mixture of zinc and lead emerged out as more
toxic than the individual metals with appreciably additive
effects on fish tolerance limits (Mebane et al., 2012).
Significant variations in the tolerance limits of
three fish species (Catla catla, Labeo rohita and Cirrhina
mrigala), were determined by their lethal concentrations
against metals mixture (Hussain et al., 2011; Azmat and
Javed, 2011). The overall sensitivity of the two fish
species against various HMMs varied significantly. Fish
were significantly more sensitive to mixture # 19
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Table 1 Tolerance limits of two fish species, as 96-hr LC50 and lethal concentrations (µgL-1), against various metals mixtures.
Mixtures #
Mixture 1 (Fe+Pb)
Mixture 2 (Fe+Ni)
Mixture 3 (Fe+Mn)
Mixture 4 (Fe+Zn)
Mixture 5 (Zn+Pb)
Mixture 6 (Zn+Ni)
Mixture 7 (Zn+Mn)
Mixture 8 (Pb+Ni)
Mixture 9 (Pb+Mn)
Mixture 10 (Ni+Mn)
Mixture 11 (Fe+Zn+Pb)
Mixture 12 (Fe+Zn+Ni)
Mixture 13 (Fe+Zn+Mn)
Mixture 14 (Zn+Pb+Ni)
Mixture 15 (Zn+Pb+Mn)
Mixture 16 (Pb+Ni+Mn)
Mixture 17 (Fe+Zn+Pb+Ni)
Mixture 18 (Fe+Zn+Pb+Mn)
Mixture 19 (Fe+Zn+Pb+Ni+Mn)
*Overall Means (Treatments)

C. idella
82.29±0.98f
(75.55-88.15)
89.80±0.77b
(81.69-96.36)
84.60±0.68e
(77.23-91.21)
91.20±1.42ab
(83.75-97.41)
81.51±0.65f
(69.46-93.38)
87.40±0.29c
(79.39-94.01)
86.47±0.69c
(78.69-92.91)
86.36±0.38cd
(78.66-92.86)
92.10±0.39a
(81.12-103.00)
91.92±1.10a
(86.51-97.14)
86.85±0.69cd
(78.65-93.46)
71.63±1.14g
(63.06-78.49)
84.91±0.99de
(78.03-90.39)
72.41±0.46g
(64.15-78.91)
56.52±0.77j
(48.42-62.24)
64.45±0.94h
(57.46-70.01)
62.00±0.99i
(55.45-67.04)
51.60±0.87k
(45.80-56.41)
52.36±1.17k
(47.17-56.67)
77.86±13.90a

Mean 96-hr LC50 (µgL-1)
Overall Species Means
H. molitrix
58.34±0.44g
70.32±16.94i
(52.23-63.52)
52.16±0.58i
70.98±26.62i
(45.24-57.58)
59.47±0.64g
72.04±17.77h
(50.91-66.50)
55.06±0.99h
73.13±25.55g
(48.47-60.73)
71.81±0.23b
76.66±6.85 d
(65.70-77.06)
76.44±0.95a
81.92±7.75b
(69.82-82.12)
64.18±1.12e
75.33±15.76e
(57.13-70.46)
66.65±0.65d
76.51±13.94d
(61.05-71.66)
69.04±0.94c
80.57±16.31c
(60.57-75.73)
76.28±1.23a
84.10±11.06a
(70.17-81.46)
62.57±0.45f
74.71±17.17f
(56.91-67.32)
56.22±1.08h
63.93±10.90k
(49.16-61.77)
64.85±0.36e
74.88±14.18f
(58.57-70.32)
59.47±0.60g
65.94±9.15j
(50.91-66.50)
53.54±1.50i
55.03±2.10n
(47.06-58.91)
58.66±0.58g
61.56±4.09l
(51.24-64.49)
55.60±0.80h
58.80±4.52m
(49.12-60.73)
41.45±1.03j
46.53±7.17o
(36.59-45.61)
31.25±1.24k
41.81±14.93p
(25.21-35.62)
59.63±11.01b

C. idella
126.65±1.03f
(116.57-143.49)
135.25±1.42cd
(125.04-152.36)
131.19±0.46e
(119.90-150.53)
135.04±0.94d
(123.82-156.25)
156.93±0.96b
(134.04-205.99)
136.84±0.21c
(124.95-158.30)
135.61±0.86cd
(124.70-153.92)
136.33±0.54cd
(124.57-157.02)
165.33±1.16a
(144.55-206.00)
132.65±0.78e
(124.45-144.36)
134.78±0.87d
(123.19-155.91)
114.92±1.02h
(103.12-138.63)
123.92±0.90g
(114.71-140.37)
115.50±069h
(104.46-136.65)
91.82±0.79j
(83.02-108.88)
96.36±0.44i
(88.06-111.55)
91.58±0.85j
(83.81-106.41)
85.36±0.90k
(77.53-98.72)
79.86±1.22l
(73.05-91.88)
122.40±23.74a

Mean lethal concentrations (µgL-1)
Overall Species Means
H. molitrix
96.42±0.41g
111.54±21.38i
( 88.01-110.18)
87.09±0.09jk
111.17±34.05i
( 78.13-104.16)
111.27±0.84d
121.23±14.09d
(98.34-135.51)
94.79±0.79h
114.92±28.46g
(85.29-111.13)
111.97±1.01cd
134.45±31.79a
(103.24-126.08)
120.14±0.95a
128.49±11.81b
(110.46-136.14)
107.09±0.98e
121.35±20.17d
(96.52-125.38)
102.48±1.46f
119.41±23.94e
( 94.15-116.30)
18.53±0.61b
91.93±103.80l
(106.59-140.65)
113.30±1.36c
122.98±13.68c
(104.54-128.41)
95.47±1.09gh
115.13±27.80f
(87.75-108.66)
90.91±0.39i
102.92±16.98j
(82.47-105.87)
102.54±0.89f
113.23±15.12hi
(92.86-120.34)
111.27±0.56d
113.39±2.99hi
(98.34-135.51)
86.23±0.97k
89.02±3.95m
(77.92-101.05)
95.25±1.12gh
95.80±0.78k
(86.28-111.29)
88.12±0.66j
89.85±2.44m
(79.83-103.62)
67.91±0.80l
76.63±12.34n
(61.48-78.78)
58.34±0.58m
69.10±15.22o
(51.44-71.86)
97.85±16.20b

(Means with similar Superscripts in a single column and row* are statistically non-significant at p< 0.05)

The values within brackets are the 95% confidence intervals (mgL-1)

C. idella= Ctenopharyngodon idella ; H. molitrix= Hypophthalmichthys molitrix
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(Fe+Zn+Pb+Ni+Mn), followed by that of 18
(Fe+Zn+Pb+Mn) with statistically significant difference
while it was significantly least due to HMM # 9
(Pb+Mn). The comparative sensitivity of two fish species
viz. Salvelinus confluentus and Oncorhynchus mykiss to
zinc and cadmium in single and binary form was
determined with the help of paired bioassay. Salvelinus
confluentus were almost 50 % more tolerant to zinc and
twice as tolerant of cadmium as compared to
Oncorhynchus mykiss. Cadmium caused toxicity equal to
that of Cd+Zn mixture, to Oncorhynchus mykiss while
the toxic effect of Cd+Zn mixture to Salvelinus
confluentus was higher than cadmium alone (Hansen et
al., 2002). Zhou et al. (2011) evaluated the acute toxicity
of metallic ions (copper, zinc and cadmium)
independently or in mixture form for Chinese minnow
(Gobiocyprius rarus). Fish showed dissimilar sensitivity
to heavy metals that relies on developmental stages and
duration of exposure. Synergistic lethal effects were
exhibited by Cu+Cd and Cu+Zn mixtures. The improved
toxicity of fish implied insertion of metals mixture
contemplations in risk evaluation of heavy metals.
Conclusions: In conclusion, the two fish species were
significantly more sensitive to mixture # 19
(Fe+Zn+Pb+Ni+Mn), followed by that of 18
(Fe+Zn+Pb+Mn) with statistically significant difference.
Of the two fish species, Ctenopharyngodon idella were
significantly least sensitive towards the 19 metals
mixtures both in terms of LC50 and lethal concentrations.
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