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ABSTRACT: Short-term chronic toxicity tests were conducted to investigate the adverse effects of mercury
(Hg) on growth (measured as dry weight) and survival of seabass larvae, Lates calcarifer, and the modifying
effects of salinity. Seven-day static-renewal tests were conducted at four salinities: 2, 10, 20 and 30 psu. The
experiments were repeated three times for each salinity. Results indicated that seabass larvae were very
sensitive to low concentrations of Hg. Based on the actual measured Hg concentrations, the mean NOEC,
LOEC and LC

50 
values for survival were 30.8, 52.5 and 46.2 µg L-1, respectively, while the mean NOEC,

LOEC, IC
25

 and IC
50

 values for growth were 5.2, 12.6, 8.5 and 19.2 µg L-1, respectively. Salinity did not have
any significant effects on the toxicity of Hg on survival and growth of seabass larvae. One possible explanation
is that Hg preferentially forms very strong complexes with sulfhydryl groups (-SH) in proteins rather than
with chloride.

KEYWORDS: mercury, toxicity, seabass larvae, salinity, growth, survival.

INTRODUCTION

Mercury (Hg) is recognized as one of the most
toxic pollutants to living organisms because of its
toxicity at very low concentration. Mercury can be
bioaccumulated and biomagnified in aquatic food
chains1,2 and can adversely affect human health
through seafood consumption. The effects of Hg
toxicity are well documented after the Minamata
incident in Japan during 1953 to 1961.3,4

The toxicity of Hg and other heavy metals is
influenced by a number of physico-chemical and
biological factors.5 Variations in physico-chemical
factors can modify chemical speciation of metals
because the various existing chemical species have a
different capacity to bind to and/or to cross biological
barriers, and consequently to be delivered to
accumulatory sites inside the organism and then exert
toxic effects.6 Among these factors, salinity is an
important modifying factor. Salinity (or chloride ion)
can cause the complexing of inorganic and organic Hg
and influences the chemical speciation of Hg7 which,
in turn, affects its bioavailability and toxicity to living
organisms. The toxicity of heavy metals generally
increases with decreasing salinity,8,9 but this remains
uncertain with Hg. McLusky et al10 reported that the

effect of salinity on Hg toxicity was not well defined.
Although there was a trend of increased toxicity at
lower salinities, the differences were not statistically
significant; however, no explanations were provided
for these findings.

This study was undertaken to investigate the toxic
effects of Hg on growth and survival of seabass larvae,
Lates calcarifer, and the modifying effects of salinity on
Hg toxicity. Toxicity tests with the embryo-larval and
early juvenile life stages of fish, which are the most or
among the most sensitive life stages, can be used to
estimate the safe concentrations to fish over their
entire life cycle and can also be useful in establishing
water quality criteria.11 L. calcarifer was selected as a
test organism because of its economic importance in
Thailand and in other ASEAN (Association of South-
East Asian Nations) countries and because of its
tolerance to a wide range of salinities. Moreover, it has
shown to be a sensitive fish species for toxicity
testing12 and is often used as test species in Thailand.
The results obtained from this study will be useful for
Thai national organization such as the Pollution
Control Department for setting up or developing
coastal water quality standard for aquatic life and
human health protection.
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MATERIALS AND METHODS

The toxicity of Hg was evaluated by conducting
static-renewal tests with seabass larvae, L. calcarifer.
The 7-d larval fish survival and growth tests were
conducted according to the protocol for sublethal
toxicity tests using tropical marine organisms
described in CPMS-II13 and standard test procedures
outlined in U.S. EPA.14 The experiments were
conducted at four salinities: 2, 10, 20 and 30 practical
salinity units (psu) which represent estuarine and
seawater conditions. To assess the relatively sensitivity
of the test fish from different batches, the experiments
were repeated three times for each salinity.

Experimental SetupExperimental SetupExperimental SetupExperimental SetupExperimental Setup
Seabass larvae (approximately 10 days old)

obtained from a commercial fish hatchery were
acclimated to each test salinity in the laboratory for
48-72 h prior to beginning the tests. The fish were fed
with newly-hatched Artemia nauplii (<24 h old) during
the acclimation period. Batches of water used for
acclimation and testing at each salinity were prepared
by diluting natural filtered seawater with dechlorinated
tap water until the desired salinity (±1 psu) was
reached. The batches of water were stored and
aerated in 100-L polyethylene tanks.

For each salinity, a series of five concentrations of
Hg in geometric interval (3.2, 10, 18, 32 and 56 µg Hg
L-1), plus a negative control were tested. Treatments
were made from a 1,000 µg Hg L-1 stock solution
prepared by dissolving 0.1354 g of analytical grade
mercuric chloride (HgCl

2
)

 
in 100 mL of distilled water.

Tests were conducted in 1-L glass beakers containing
1 L of test solution. Four replicates were prepared for
each treatment. Ten fish were randomly distributed
into each test container. The fish were fed with newly-
hatched Artemia nauplii (<24 h old) twice a day on Days
0-6, increasing the amount of food proportionally as
the fish grew. Artemia nauplii was provided so that
there was only a small quantity of uneaten food left in
the test containers. The fish were not fed on the last
day of the tests (Day 7). The experiments were
conducted at ambient temperature (26-30 ºC) with
12:12 h light:dark photoperiod. Test solutions were
not aerated during the exposure period and were
renewed daily.

Water quality parameters (temperature, pH, salinity
and dissolved oxygen [DO]) were measured at the
beginning of the test and every 24 h in the freshly
prepared (new) test solutions, with the exception of
DO which was measured in the new and old test
solutions. Approximately 90% of the test solutions were
renewed daily. In order to confirm the actual Hg
concentrations, subsamples of freshly prepared

solutions as well as the old solutions after 24-h
exposure period were analyzed for Hg by the cold
vapor atomic absorption spectrophotometer
technique.

The number of surviving and dead fish in each test
container were counted and recorded daily. Dead fish
and other debris were removed when the solutions
were renewed. The criterion for determining fish
mortality was the cessation of movement, even after
gentle prodding. At the end of the test, the number of
surviving fish was counted in each replicate. To
determine growth (dry weight), the fish were rinsed in
a distilled water ice bath to remove any salts and debris,
transferred to pre-weighed foil pans, and dried at 105
ºC for a minimum of 6 h. After cooling in a dessicator,
the pans were weighed.

For the tests to be considered valid, mean control
survival had to be >80% and there must be at least a
2- to 4-fold increase in dry weight during the 7-d test
period. In addition, water quality parameters had to
be maintained within acceptable ranges.

Data AnalysisData AnalysisData AnalysisData AnalysisData Analysis
The endpoints measured in the 7-d larval fish test

were adverse effects on survival and growth
(measured as dry weight). The statistical endpoints
determined were the NOEC, LOEC, LC

50
, IC

25
 and IC

50

values. The NOEC (No Observed Effect Concentra-
tion) is the highest concentration tested that does not
result in a statistically significant adverse response
relative to the control. The LOEC (Lowest Observed
Effect Concentration) is the lowest concentration
tested that results in a statistically significant adverse
response relative to the control. Both the NOEC and
LOEC values for survival and growth were calculated
using the TOXSTAT software program.15 An LC

50

(concentration that was lethal to 50% of the test
organisms) value was estimated for survival using the
EFFL software program. For growth, IC

25
 and IC

50

values (concentration that resulted in 25% and 50%
inhibition on growth, respectively) were estimated by
the linear interpolation method using the ICPIN
program.16

RESULTS AND DISCUSSION

Table 1 shows the results of measured Hg
concentrations in freshly prepared and old test
solutions. Measured Hg concentrations were generally
within 20 to 30% of the nominal concentrations.
Analyses of the old test solutions showed that the
concentrations of Hg were approximately 40-80%
lower than the Hg concentrations in the new solutions.
Moreover, this reduction in measured Hg concen-
tration was greater at the higher concentrations
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compared to lower concentrations. A decrease in Hg
concentrations after addition to water has been also
reported by Sharp and Neff17 and Laporte et al6 The
loss of Hg from the test solutions was due to volatili-
zation, adsorption on the container walls18,19 and
uptake by the larval fish and Artemia nauplii. Based on
these data, daily renewal of test solutions is
recommended to ensure continuous exposure to the
desired Hg concentrations for the duration of the tests.
All results reported in this study are based on
measured Hg concentrations of the new test solutions.
The results of survival and growth of larval seabass
after 7-d exposure to various Hg concentrations and
at four salinities (2, 10, 20 and 30 psu) are summarized
in Table 2. No mortality was observed in any of the
controls. For the growth data, mean initial weight per
individual fish in the three experiments ranged from
0.13-0.45 mg dry weight. Mean final weight in the

controls ranged from 1.35-2.99 mg dry weight. This
represented a 7- to 10-fold increase in the weight of
the control fish relative to the initial fish weight. This
exceeded the criterion of a 2- to 4-fold increase in
weight specified in CPMS-II.13 The variation in fish size
used in this study was due to different batches of fish
available from the hatchery. However, the difference
in initial fish weight did not appear to affect the toxicity
of Hg to seabass larvae as indicated by the similar
results obtained. Studies on other aquatic species also
indicated that Hg toxicity did not change significantly
with varying size. Verma et al20 reported that the size
of a freshwater fish, Notopterus notopterus ranging from
40 to 120 mm, had no significant effect on the toxicity
of Hg to the fish. Similar results were also reported for
the white shrimp, Penaeus setiferus, by Green et al.21

A summary of statistical endpoints for each test
(NOEC, LOEC, LC

50
, IC

25
 and IC

50
) is presented in Table

Salinity Nominal Hg Hg Concentration in Hg Concentration in
(psu) Concentration (µg L-1) New Solutions (µg L-1) Old Solutions (µg L-1)

2 0 ND ND
3.2 2.6 - 4.1 1.6 - 2.3
10 9.0 - 13.2 4.2 - 5.9
18 17.2 - 23.4 4.6 - 7.1
32 31.6 - 40.7 7.2 - 10.3
56 54.9 - 69.4 10.7 - 17.1

10 0 ND ND
3.2 3.1 - 3.2 1.2 - 1.3
10 10.0 - 10.3 2.3 - 3.6
18 18.4 - 18.9 4.5 – 5.0
32 32.4 - 32.8 6.6 - 7.8
56 54.5 - 56.1 9.2 - 12.1

20 0 ND ND
3.2 2.7 - 4.2 1.1 - 2.3
10 8.2 - 13.2 3.0 - 4.9
18 14.9 - 23.5 4.8 - 5.9
32 26.7 - 40.8 7.0 - 8.4
56 45.1 - 63.1 7.2 - 10

30 0 ND ND
3.2 2.5 - 3.7 1.1 - 1.4
10 8.6 - 10.6 2.3 - 3.3
18 15.7 - 19.3 3.1 - 4.6
32 26.9 - 34.1 5.6 - 7.2
56 47.2 – 70.0 6.7 - 8.7

ND = Not dectected (<0.3 µg L-1 Hg)

Table 1.     Nominal and measured mercury concentrations in new (freshly prepared) and old (after 24-h exposure
period) test solutions. Values represent the range of concentrations measured in the three experiments
of each salinity.
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3. Statistical comparison (ANOVA) revealed that those
endpoints were not significantly different between the
four salinities tested (p> 0.05), suggesting that salinity
had no significant influence on the Hg toxicity on the

Salinity Exp. Nominal Actual Mean Mean Individual     Growth
(psu) No. Concentration Concentration Survival1 Growth1       (%of Control)

(µg L-1) (µg L-1) (%) (mg dry weight)     (N = 4)
(N = 4) (N = 4)

2 1 Control <0.3 100 1.35     100
3.2  4.08 100 1.37     101.5
10 13.19 100 1.02     75.6
18 23.39 92.5 0.69*     51.1
32 40.69 92.5 0.46*     34.1
56 69.34 40* 0.30*     22.2

2 Control <0.3 100 2.83     100
3.2 2.63 100 2.82     99.7
10 8.98 100 2.07*     73.1
18 17.22 100 1.43*     50.5
32 31.58 95 0.97*     34.3
56 55.58 77.5* 0.42*     14.8

3 Control <0.3 100 1.76     100
3.2 3.2 100 1.56     88.6
10 10.1 100 1.09     61.9
18 18.37 97.5 0.79*     44.9
32 32.18 92.5 0.53*     30.1
56 54.89 22.5* 0.47*     26.7

10 1 Control <0.3 100 1.73     100
3.2 3.09 100 1.52     87.9
10 10.03 100 0.95*     54.9
18 18.42 100 0.68*     39.3
32 32.52 92.5 0.38*     22
56 55.50 32.5* 0.16*     9.3

2 Control <0.3 100 2.79     100
3.2 3.08 100 2.76     98.9
10 10.18 100 1.98*     71
18 18.38 100 1.27*     45.5
32 32.77 97.5 0.92*     33
56 56.09 70* 0.40*     14.3

3 Control <0.3 100 1.36     100
3.2 3.17 100 1.23     90.4
10 10.3 92.5 0.81*     59.6
18 18.88 100 0.57*     41.9
32 32.39 82.5* 0.38*     27.9
56 54.52 22.5* 0.33*     24.3

Table 2. Survival and growth of larval seabass after 7-d exposure to various mercury concentrations. Three
experiments were conducted at different times for each salinity and each experiment consisted of four
replicates per concentration.

survival and growth of seabass larvae. The mean
NOEC, LOEC and LC

50
 values for survival were 30.8,

52.5 and 46.2 µg L-1, respectively, while the mean
NOEC, LOEC, IC

25 
and IC

50
 values for growth were 5.2,
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12.6, 8.5 and 19.2 µg L-1, respectively. From these
results, survival was significantly reduced at
concentrations greater than 30.8 µg L-1, while growth
was significantly reduced at concentrations greater
than 5.2 µg L-1.

Salinity Exp. Nominal Actual Mean Mean Individual     Growth
(psu) No. Concentration Concentration Survival1 Growth1       (%of Control)

(µg L-1) (µg L-1) (%) (mg dry weight)     (N = 4)
(N = 4) (N = 4)

20 1 Control <0.3 100 2.99    100
3.2 4.21 97.5 2.38    79.6
10 13.17 100 2.05*    68.6
18 23.46 92.5 1.45*    48.5
32 40.80 87.5 0.75*    25.1
56 63.10 5* 0.25*    8.4

2 Control <0.3 100 1.32    100
3.2 3.13 100 1.25    94.7
10 10.37 100 1.08    81.8
18 18.64 92.5 0.71*    53.8
32 33.31 85 0.66*    50
56 58.75 32.5* 0.42*    31.8

3 Control <0.3 100 2.47    100
3.2 2.65 100 2.29    92.7
10 8.18 100 1.63*    66
18 14.91 100 1.18*    47.8
32 26.66 97.5 1.06*    42.9
56 45.11 55* 0.63*    25.5

30 1 Control <0.3 100 1.28    100
3.2 3.23 100 1.18    92.2
10 10.57 100 0.80*    62.5
18 19.30 90 0.60*    46.9
32 31.26 40* 0.32*    25
56 59.06 0* 0*    0

2 Control <0.3 100 1.43    100
3.2 3.72 100 1.27    88.8
10 10.32 100 1.08*    75.5
18 19.08 90 0.80*    55.9
32 34.10 82.5 0.58*    40.6
56 60.97 20* 0.51*    35.7

3 Control <0.3 100 1.90    100
3.2 2.45 100 1.79    94.2
10 8.64 100 1.34*    70.5
18 15.71 90 0.96*    50.5
32 26.85 97.5 0.81*    42.6
56 47.2 5 2.2* 0.55*    29

Table 2. (Cont.)

Water quality parameters recorded during the three
experiments ranged from: dissolved oxygen in old test
solutions, 2.6-7.0 mg L-1; in new test solutions, 5.9-7.8
mg L-1; temperature, 25.0-29.3 ºC; and pH, 6.4-8.4
(Table 4). Salinity ranged within ± 1 psu in each of the

1Asterisks indicate values where responses were significantly (P < 0.05) lower than the control.

Exp. = Experiment
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salinities tested. All water quality parameters were
within acceptable ranges and were not likely to have
adversely affected test results.

The bioavailability and toxicity of heavy metals are
critically dependent upon their chemical speciation.22

At low chloride (Cl-) concentrations, the speciation of
inorganic Hg is dominated by three uncharged
complexes, HgCl

2
, HgOHCl and Hg(OH)

2
, with

Hg(OH)
2
 being the most abundant.23 At high Cl-

concentrations,the anionic HgCl
4

2- is the most
predominant form6,23  and has little or no toxicity.24

Mercury differs from other toxic heavy metals in that
the uncharged HgCl

2
 is the most bioavailable form

instead of the free metal ion.6, 23,24 The concentration
of HgCl

2
 is more abundant at low Cl- than at high Cl-

concentrations.6,23 This should result in an increase in
Hg toxicity with decreasing salinity, but the results
obtained from this study are not consistent with that
assessment.

According to the Hard and Soft Acid-Base (HSAB)
principles, Hg is a soft acid and can react faster with
soft bases especially N- and S- containing ligands,25,26

but much more strongly to S- than N- containing
ligands.27 Thus a possible mechanism that reduces the
effect of Cl- on Hg toxicity is that Hg preferentially
forms strong complexes with sulfhydryl groups (-SH)
in proteins1,3,28,29 than with Cl-. The sulfhydryl binding
would predominate over Hg(II)-Cl complexes,
neutralizing effect of Cl- concentrations. This result is

similar to the case of sediments containing high organic
matter contents that salinity had no effect on Hg
adsorption, attributed to organic complexation
predominating over Cl- complexation.30 Because fish
contain large amounts of proteins, the amount of
sulfhydryl groups contained in fish tissues may
determine the amount of Hg that could be adsorbed.
Mason et al23 also speculated that Hg may be
sequestered within the cell membrane and react very
fast with the sulfhydryl groups.

Growth was found to be a more sensitive measure
of adverse effects than survival (Table 3). The
inhibitory effect of Hg on growth of seabass larvae was
probably due in part to the impact of Hg on prey
capture ability. The reduction in feeding may be due
to a loss of coordination and earlier satiation of hunger
from neurotoxic effect by Hg.31 Mercury also inhibits
the intestinal absorption of nutrients such as amino
acids and sugars in fish32 causing a reduction in
growth. In this study seabass larvae were fed with
Artemia nauplii which can tolerate very high
concentrations of Hg24 and can absorb Hg from the
test solutions. Consequently, the seabass larvae could
uptake Hg via Artemia as well. However, the direct
uptake of Hg from water occurs almost entirely across
the gills, while the uptake through the skin is minimal.28

Sublethal concentrations of Hg also affect ion
transport and osmoregulatory function in fish by

Salinity Exp. Temperature pH     Dissolved Oxygen (mg L-1)
(psu) No.     (° C)

    Before Renewal       After Renewal
     (Old Solutions)      (New Solutions)

2 1 26.0 - 28.7        7.1 - 7.7 4.0 - 6.8 6.8 - 7.8
2 25.2 - 28.9        7.2 - 7.8 4.7 - 6.5 7.0 - 7.8
3 26.0 - 28.4        6.4 - 7.8 5.6 - 7.0 7.3 - 7.8

10 1 27.0 - 28.1        7.1 - 7.8 4.2 - 6.2 7.0 - 7.4
2 25.6 - 29.3        7.0 - 8.0 4.1 - 5.9 6.8 - 7.5
3 26.0 - 28.8        6.9 - 7.9 5.1 - 6.7 6.7 - 7.5

20 1 27.5 - 28.5        7.2 - 8.0 2.6 - 6.9 6.1 -7.8
2 25.0 - 27.6        7.5 - 8.1 4.5 - 6.6 6.8 - 7.2
3 26.2 - 28.3        7.3 - 8.1 4.5 - 6.1 6.4 - 7.0

30 1 27.2 - 29.2        7.8 - 8.0 4.0 - 5.4 6.0 - 6.2
2 25.0 - 28.5        7.6 - 8.2 4.1 - 5.9 6.1 - 6.8
3 26.4 - 28.6        7.7 - 8.4 4.0 - 5.4 5.9 - 6.7

Table 4.  Water quality parameters of recorded in 7-d larval seabass survival and growth tests at each salinity

Exp. = Experiment
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inhibition of Na+/K+ -ATPase activity.33,34

The toxicity values of Hg on larval seabass
compared to other tropical aquatic organisms (fish,
shrimp, prawn, bivalve, crab and phytoplankton) are
shown in Table 5. Mercury was found to be more highly
toxic to larval invertebrates than larval fish. The
seabass larvae were more sensitive to Hg toxicity than
the juvenile stage of seabass, milkfish Chanos chanos
and cresent grunter Therapon jarbua. This is because
earlier life stages of aquatic organisms are generally
more sensitive to metal toxicity than older stage or
adults.8,11 Comparison to other tropical fish larvae
could not be made due to a lack of the data. It would
be expected that phytoplankton species are more
sensitive to metal toxicity than other animals. However,
the opposite result showed that Tetraselmis sp. was less
sensitive to Hg than larval seabass. This is possibly due
to the use of a static test resulting in a large reduction
of Hg in the test solutions in which the algae could
tolerate over 96-h exposure. In comparison to other
metals copper (Cu), cadmium (Cd) and zinc (Zn) tested
by Thongra-ar and Musika,35 Hg was found to be more
toxic to larval seabass than the other three metals with
the toxicity ranking of Hg > Cu > Cd > Zn. The toxicity
of Hg on growth of seabass larvae is greater than that
of Cu, Cd and Zn by approximately 200-, 300- and
1000-fold, respectively.

The lethal concentration (LC
50

) and inhibition
concentration of growth (IC

25
 and IC

50
) for Hg to the

seabass larvae tested over a 7-d period are much
higher than the concentrations found along the entire
coastline of Thailand which ranged from <0.01 to 0.54
µg L-1 during 1997 to 1998.36 With few exceptions,
generally the level of Hg in Thai coastal waters does
not exceed the National Coastal Water Quality
Standard of 0.1 µg L-1.36 For the protection of aquatic
life, the recommended interim ASEAN marine water
quality criteria for total concentration of Hg in
seawater is 0.16 µg L-1. 4 This value is approximately 1/
280 and 1/120 of the values of the 7-d LC

50
 and 7-d

IC
50

 values, respectively, obtained in this study. This
suggests that if Hg concentrations in the aquatic
environment meet the recommended criteria, seabass
larvae would not be adversely affected.

This study suggests that, in nature, seasonal
fluctuations in salinity in an estuarine environment is
not likely be an important factor influencing the
toxicity of Hg on seabass larvae. However, additional
testing with other estuarine organisms is recom-
mended to further evaluate effects of salinity on Hg
toxicity to other living organisms. In addition, studies
on other environmental factors influencing Hg toxicity,

such as temperature and pH, should be investigated
to fully characterize the adverse effects of Hg on
aquatic organisms.
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