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Keywords: cichlid (Labidochromis lividus) fingerlings during 7 and 30 days, respectively. The growth
Aquatic plant performance of fish and water quality parameters were compared between the L. minor
Aquaculture and control groups in triplicate. The results of static test showed that L. minor removed
Water treatment the total nitrogen ammonia (TAN) and total phosphorus (TP) by 43.7% and 52.38% after
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48 h and 7 days, respectively. The results of flow test revealed that the survival rate (%)
and growth performance including final weight, final length, weight gain, specific growth
rate (SGR%), body weight increase (BWI%) and daily growth index (DGI) of fish cultured
in a water recirculation system containing L. minor as a biofilter were significantly higher
than the control (P<0.05). The utilization of L. minor decreased the concentrations of
TAN, TP, electrical conductivity (EC) and total suspended solids (TSS) by 41%, 37.80%,
2.60% and 81.11% compared to the control after 30 days of cultivation period. The nitrate
(NO3') concentration increased to the maximum level on day 20 and then it decreased
significantly on day 30 in the L. minor treatment (P<0.05). These findings indicated that
the usage of aquatic plant, L. minor could be considered as an effective biological method
for water treatment in aquaculture.

© 2020 Published by Elsevier B.V.

1. Introduction

Nowadays, aquaculture industry is growing rapidly worldwide (Mehana et al., 2015). One of the serious problems in
aquaculture is the discharge of inorganic nutrients, particularly nitrogen and phosphorus into surface waters (Ferdoushi
et al., 2008). The discharge of nutrient rich effluents into water bodies lead to eutrophication and algal blooms, which
ultimately depletes oxygen and reduces the water quality (Selvarani et al.,, 2015). Furthermore, the concentrations of
nitrogen compounds and phosphorus are regularly increased in intensive and semi-intensive aquaculture systems, which
adversely effect on water quality and subsequently fish health and production.
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Ammonia is the major nitrogenous waste product excreted by aquatic animals (Alabaster and Lloyd, 1980), which exists
in equilibrium as both molecular ammonia (NH3) and ammonium ion (NH;") in aquatic environments (Rezagama et al.,
2017). The two forms of ammonia can be converted into one another depends on the pH and temperature. The molecular
ammonia is predominantly formed at higher pH and temperature and is more toxic than ionic form because of its higher
permeability to biological membranes (Randall and Tsui, 2002; Rezagama et al., 2017). Ammonia induce acute toxicity
to vertebrates through effects on the central nervous system, which lead to an increase in extracellular glutamate level
of brain, excessive activation of NMDA receptors and eventually neuronal cell death (Randall and Tsui, 2002). Chronic
ammonia concentrations also decrease the growth and disease resistance of aquatic animals (Lemarie et al., 2004).

Various methods including biological nitrification, ion exchange and air-stripping have been administrated to remove
ammonia from water and wastewater (Widiastuti et al., 2011; Sandip and Kalyanraman, 2017). Phytoremediation is an
energy-efficient and less expensive alternative method that acts based on biological processes, in which plants are used
to remove nutrients and pollutants from medium (Fang et al.,, 2007; Lee, 2013; Zhang et al,, 2014). Some plants are
preferential to absorb ammonium ion (NH4") as nitrogen source, so that phytoremediation can be used as one effective
way for NH4 ™ removal (Olguin et al., 2007). Xu and Shen (2011) showed that NH4* as a preferred nitrogen source can be
absorbed by duckweeds.

Duckweed is a small and simple floating aquatic plant that belongs to lemnaceae family (Wang et al., 2014). This aquatic
plant is distributed all over the world and has ability to grow rapidly and absorb mineral nutrients (Priya et al., 2012; Zhang
et al.,, 2014). In the recent years, the duckweed has been used in treatment of municipal wastewater (Dalu and Ndamba,
2003; El-Kheir et al., 2007) and as biofilter in aquaculture (Velichkova and Sirakov, 2013). Selvarani et al. (2015) reported
that duckweed (Lemna minor) achieved the maximum removal efficiency of NH3, NO™3 and PO,~ in different municipal
wastewaters at the rate of 96%, 98% and 96%, respectively. The results of another study showed that ammonia and
phosphate removal efficiency of duckweed from stabilized domestic wastewater was 30.8% and 28.7%, respectively (Matos
et al.,, 2014). In recent years, several studies have evaluated the nutrient removal efficiency of different aquatic plants from
municipal and industrial wastewaters (EI-Shafai et al., 2007; Xu and Shen, 2011; Samimi and Shahriari Moghadam, 2018).
To the best of our knowledge, there are no enough reports on the administration of aquatic plants as biological filter to
remove the ammonia and phosphorous from water in aquaculture.

Globally, ornamental fish production is growing rapidly as a profitable activity in aquaculture industry (Jaleel et al.,
2015). The increased demand for aquarium fish can be fueled using and semi-intensive and intensive systems. A
consequence of high-density aquaculture is the increased nitrogenous wastes excretion especially ammonia which
adversely affects the growth, health and survival of fish. Ammonia toxicity depends on several factors such as the life stage
of fish. Several studies have reported more sensitivity of fish species to ammonia in the growing stages (Mallett and Eddy,
1995; Karasu Benli and Koksal, 2005; Gomutka et al., 2014). Ambient ammonia concentration is a key factor for intensive
culture of fish larvae and juvenile. The administration of suitable method for treatment and reuse of water is also vital
for cost-effective fish production. Therefore, this study was conducted to evaluate the efficiency of duckweed (L. minor)
for removal of total nitrogen of ammonia (TAN) and total phosphorous from recirculation water system used to culture
African cichlid (Labidochromis lividus) fingerlings. The survival rate (%) and growth performance of fish were evaluated
at the end of experimental period. Moreover, the fluctuations of total suspended solids (TSS), electrical conductivity (EC)
and pH during cultivation period were determined.

2. Materials and methods

We conducted two separate experiments to evaluate the efficiency of a species of duckweed for removal of the total
ammonia nitrogen (TAN) and total phosphorus from water. The duckweeds were collected from a pond in a greenhouse
in Mashhad, Khorasan Rasavi province, Iran. They were transferred to Aquatic Lab. in Ferdowsi University of Mashhad,
Iran and stocked in a 200-L tank to acclimatize to laboratory conditions for two weeks. Taxonomy experts identified the
plant as Lemna minor using the identification keys.

2.1. Static test

For this experiment, we designed two treatments consisted of the L. minor and control in triplicate. Six-glass aquariums
(45 x 30 x 40 cm) were filled with 15 L of Tap water whose properties are shown in Table 1. The concentrations of the
total ammonia nitrogen (TAN) and total phosphorus (TP) were reached to 5 mg L~! and 3 mg L™, respectively by adding
the analytical salts (Merck)[NH4Cl and K,HPO4] into water of each glass aquarium. These concentrations were chosen
based on the literature review on the TAN and TP concentrations in effluents of fish farms (Mustapha and Akinshola,
2016; Coldebella et al., 2018). The duckweeds (L. minor) were inoculated in each aquarium with a surface area of 0.13
m? at density of 150 g wet weight. The aquarium without duckweeds was considered as control treatment. The water
temperature was kept at 25 °C using an aquarium heater. The auxiliary light for growth of duckweeds was provided
using white fluorescent light in a 16-h light/8-h dark cycle. The concentration of TAN was measured after 0, 6, 12, 24
and 48 h using ultraviolet visible spectrophotometer (DR 5000™ model, HACH Co., USA) at the wavelength of 425 nm.
The TP concentration also detected on days 0, 3, 5 and 7 using UV/visible spectrophotometer (WPA model, Biochrom Co.,
USA). The experiment was done in triplicate. Removal efficiency of TAN or TP in each time was calculated using following
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Table 1

The physicochemical properties of water used in static test of duckweed (L. minor).
Parameters Unit Concentration
Total ammonia nitrogen (TAN) mg L~! 0
Nitrate (NO3;™-N) mg L~! 247 £ 0.16
Total phosphorus mg L~! 0.17 + 0.02
pH - 7.60 £+ 0.2
Electrical conductivity (EC) uS cm™! 938 + 33 £ 12.58
Dissolved oxygen mg L! 6.21 + 0.10

L Fluorescent Lamp bl

Fig. 1. Schematic figure of a water recirculation system for the flow test of duckweed (L. minor).

equation, where R is removal efficiency (%), Ca is concentration in control group (mg L~!) and Cg is concentration in L.
minor group (mg L™1).

R (%) = [C — C5/Cal x 100

2.2. Flow test

This experiment was performed using a water recirculation system as experimental unit (Fig. 1). The components of
each unit consisted of a glass aquarium (45 x 30 x 40 cm), a plastic container (50 x 30 x 20 cm), water pump (RS-4000
model, China), pipes and a controllable valve. The glass aquarium equipped with aeration and heating system was filled
with 30 L of Tap water. The plastic container also w filled with 20 L of water and inoculated with 150 g wet wt. of
duckweed (L. minor). The water of aquarium was supplied to the top of the plastic container by a pump at a flow rate
of 3.5 L min~!. The effluent water from the plastic container was returned into the aquarium. The water level inside the
plastic container was controlled with a valve at the level of 15 cm. The system without duckweed was considered as the
control. This experiment was done in three replicates.

One hundred and twenty healthy African cichlid (Labidochromis lividus) fingerlings were purchased from a local
ornamental fish farm and transferred to the Aquatic Lab. (Ferdowsi University of Mashhad, Iran). The fish were stocked
into a 300-L tank to acclimatize to laboratory conditions and fed on commercial pellets (Salvea 9015F, BioMar®, France) at
rate of 3.5% of body weight for two weeks. The proximate composition of the supplied feed was as follows: crude protein
42%, crude lipid 28%, carbohydrates (NFE) 20.9% and ash 6.1%. Then, 17 fish (average weight of 2.07 £+ 0.041 g; average
length of 5.65 £ 0.098 cm) were randomly stocked into glass aquarium of each water recirculation system that aerated
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for 48 h. After startup of system, the fish were fed three times daily (8:00, 12:00, and 16:00) at rate of 3.5% of body weight
during 30 days of experimental period. The duckweeds were kept under 16-h light/8-h dark regime. Water temperature
was also tried to adjust to 25 °C using an aquarium heater. Water of each system was replaced with freshwater at rate
of 20% every 10 days. Water quality parameters including temperature, dissolved oxygen, pH and electrical conductivity
(EC) were measured daily using the portable multi-meter model AZ-8603. The water temperature and dissolved oxygen
were recorded as 24.74 + 1.06 °C and 6.9 + 0.18 mg L™!, respectively. Water samples were collected from each system
on days 0, 10, 20 and 30 to measure the concentrations of total ammonia-nitrogen (TAN), nitrate-nitrogen (NO3~-N),
total phosphorus (TP) and total suspended solids (TSS). The nitrate concentration was measured using ultraviolet visible
spectrophotometer (DR 5000™ model, HACH CO., USA) at the wavelength of 500 nm. The TAN and TP concentrations
were measured as mentioned in 2.1 section. At the end of the experimental period, the all fish of each aquarium were
individually anesthetized using 500 mg L~! clove powder and their weight and length were measured. The growth
performance and survival rate of the fish were calculated using following equations:

Weight gain (g) = (W¢ — W)

Specific growth rate (SGR; % body weight day~') = [LnW; — LnW;/Time] x 100
Condition factor % (CF) = [W(g)/Ls (cm)®] x 100

Daily growth index (DGI) = [(Wf — W;)/Time]

Body weight increase % (BWI) = [(Wf — W;)/W;] x 100

Survival rate (%) = (N¢/N;) x 100

where W;, Wy, Lg, N; and N and are initial weight, final weight, final length, initial number of fish and final number of
fish, respectively.

2.3. Statistical analysis

The data were presented as mean + SD . Statistical analysis was assessed using IBM SPSS software (version 19.0).
The normality of data was evaluated using Kolmogorov-Smirnov test. One-way repeated measures analysis of variance
(ANOVA with repeated measures) was used to assess the significant differences between the means. The significant
differences between two independent and paired samples were determined using Independent-Sample T test and
Paired-Sample T-test, respectively. A probability level of P < 0.05 was applied for all analyses.

3. Results
3.1. Static test

The variations in total ammonia nitrogen (TAN) concentration of water during 48-h of static test is shown in Fig. 2.
The TAN concentration in L. minor treatment showed no significant difference compared to the control treatment after 0,
6 and 12 h (P > 0.05), but this value decreased significantly compared to the control at times of 24 h and 48 h (P < 0.05).
In the control treatment, TAN concentration did not change significantly during 48 h (P > 0.05). The TAN level in L. minor
treatment decreased significantly after 12 h until the 48 h (P < 0.05).

The comparison of the total phosphorus (TP) concentration in two treatments of static test revealed the reduction
of TP concentration in L. minor treatment compared to the control on days 5 and 7 of the experiment (P < 0.05). The
TP concentration decreased significantly during the 7-days of the experiment in the control treatment (P < 0.05). The
statistical analysis indicated that the TP concentration decreased significantly from 3th day to 7th day in L. minor treatment
(P < 0.05) (Fig. 3).

3.2. Flow test

3.2.1. Growth performance and survival rate of fish

The growth performance and survival rate of African cichlid (L. lividus) cultured in a recirculation water system (flow
test) for 30 days are shown in Table 2. The final weight, final length, weight gain, specific growth rate (SGR%), daily growth
index (DGI) and body weight increase (BWI%) of fish cultured in system containing L. minor were significantly higher than
the control (P < 0.05). In treatment of L. minor, the survival rate of fish was significantly higher than the control (P <
0.05).
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Fig. 2. Total ammonia nitrogen (TAN) concentration of water in different treatments of static test at various time intervals. Bars with different
capital letters in each time are significantly different (mean + SD, Independent-Sample T test, P < 0.05). Bars with different lowercase letters in
each treatment are significantly different (mean + SD, ANOVA with Repeated Measures, P < 0.05).
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Fig. 3. Total phosphorus concentration of water in different treatments of static test at various time intervals. Bars with different capital letters in
each time are significantly different (mean + SD, Independent-Sample T test, P < 0.05). Bars with different lowercase letters in each treatment are
significantly different (mean £ SD, ANOVA with Repeated Measures, P < 0.05).

3.2.2. Water quality assessment

The efficiency of L. minor used in a water recirculation system for removal of the total ammonia nitrogen (TAN), nitrate
(NO;™) and total phosphorus (TP) during 30 days of flow test is shown in Fig. 4. The TAN concentration was 0 mg L' at
the first day of the experiment in the both treatments. On the days 20 and 30, the TAN concentrations were significantly
lower in L. minor than the control (P < 0.05). During 30 days, the concentration of TAN did not change significantly in the
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Table 2
Growth performance, feed utilization parameters and survival rate of African cichlid (L. lividus)
fingerlings cultured in different treatments of flow test for 30 days (Mean + SD, n = 3).

Parameter Treatment

Control Lemna minor
Initial weight (g) 2.04 £ 0.010* 2.10 £ 0.30°
Initial length (cm) 5.59 + 0.079° 5.72 + 0.068*
Final weight (g) 3.41 + 0.01? 442 + 0.41°
Final length (cm) 6.79 + 0.10° 7.31 £ 0.18°
Weight gain (g) 1.37 £ 0.152 2.31 + 0.43°
SGR (%BW day™') 171 £ 0.14* 246 + 0.34°
Daily growth index (DGI) 0.045 + 0.005% 0.077 + 0.014°
Body weight increase (BWI%) 67.45 + 7.27° 109.96 + 21.55°
CF (%) 1.08 + 0.004° 1.12 £ 0.022
Survival rate (%) 76.46 + 5.88* 96.07 + 3.40°

The values with different letters in the same row are significantly different (Independent-Sample
T test, P < 0.05).

control treatment (P > 0.05), whereas this value decreased significantly in L. minor treatment (P < 0.05) (Fig. 4a). In control
treatment, the nitrate concentration increased during the first 10 days of experiment and it did not alter significantly until
30th day (P > 0.05). In L. minor treatment, the nitrate concentration increased to the highest level on day 20, and then
it decreased significantly on day 30 (P < 0.05). The nitrate concentration was significantly higher in L. minor treatment
compared to the control on day 20 (P < 0.05) (Fig. 4b). The results showed that the total phosphorous (TP) concentration
was lower in L. minor treatment compared to the control on days 20 and 30 (P < 0.05). The TP concentration increased
significantly during 30 days of the flow test in the both treatments (P < 0.05) (Fig. 4c).

The trend of pH changes during 30 days of the flow test in two different treatments is shown in Fig. 5. The pH value
altered from 7.70 4+ 0.015 to 7.29 4 0.14 and from 7.72 &+ 0.01 to 7.22 £ 0.12 in the control and L. minor treatments,
respectively. There were no significant differences between pH values of the both treatments at different time intervals
(P > 0.05).

The comparison of electrical conductivity (EC) value between two treatments of the flow test revealed the reduction
of this value in L. minor treatment compared to the control on days 20 and 30 (P < 0.05). In the control treatment, the EC
concentration increased significantly from the first day of experiment to 30th day (P < 0.05). In the L. minor treatment, the
lowest EC concentration was observed on day 20 but this value increased significantly at the end of experiment (P < 0.05)
(Fig. 6).

Fig. 7 shows the fluctuations of total suspended solid (TSS) in two treatments of the flow test at different time intervals.
There were no significant differences between the TSS concentrations of two treatments on days 0, 10 and 20 (P > 0.05).
The TSS value in L. minor treatment was significantly lower than the control treatment on day 30 (P < 0.05). In the
control treatment, the TSS concentration increased from the first day of experiment to day 10 (P < 0.05), but it did not
change significantly until 30th day (P > 0.05). The TSS concentration increased during the first 10 days, but it decreased
significantly until the 30th day in the L. minor treatment (P < 0.05).

4. Discussion

Phytoremediation, the use of plants for treatment of contaminated water systems, is an emerging technology that
promises efficient, cost-effective and environment-friendly cleanup of wastewater (Schnoor et al., 1995; Mahujchariya-
wong and Ikeda, 2001). Duckweeds as small free-floating aquatic plants are able to absorb the nutrients from wastewater
(Goopy and Murray, 2003; Nafea, 2016). In the present study, the potential efficiency of duckweed (L. minor) to remove
total ammonia nitrogen (TAN), nitrate (NOs~) and total dissolved phosphorous (TP) from water used in cultivation of
African cichlid (L. lividus) fingerlings was investigated under static test and flow test.

In fish, ammonia as a byproduct of protein metabolism is excreted through gill epithelium, and occurs in two forms of
un-ionized ammonia (NHs3) and ionized ammonia (NH4 ") in natural waters (Francis-Floyd et al., 2009). Increased ammonia
concentration in the water bodies either damage ammonia excretion or cause a net absorption of ammonia from the water
that lead to an elevation in body ammonia levels. The end results are a decline in survival, growth inhibition, variety
of physiological dysfunctions and death (Tomasso, 1994; Randall and Tsui, 2002). Ammonia tolerance varies between
0.068-2.00 mg NH;L~! and between 0.09-3.35 mg NH;L~! in freshwater and marine fish, respectively (Eddy, 2005).
Therefore adjusting the ammonia concentration of water bodies is essential for successful production of different fish
species. Duckweed preferentially absorbs ammonium more than other sources of nitrogen from water medium (Porath
and Pollock, 1982). The results of the static test revealed that duckweeds were able to absorb NH4* from water, so that the
TAN concentration of water decreased by 13.95% and 43.7% after 24 h and 48 h of treatment with L. minor, respectively.
Selvarani et al. (2015) reported that L. minor achieved the removal efficiency of 96% NH3;-N in 25% dilution of municipal
wastewater after a week. The maximum ammonia removal percentage (96.449%) from wastewater of a petrochemical
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Fig. 4. Total ammonia nitrogen (TAN) (a), nitrate (b) and total phosphorus (c) concentrations of water in different treatments of flow test at various
time intervals. Bars with different capital letters in each time are significantly different (mean + SD, Independent-Sample T test, P < 0.05). Bars
with different lowercase letters in each treatment are significantly different (mean + SD, ANOVA with Repeated Measures, P < 0.05).

company by L. gibba was also determined at ammonia concentration of 5 ppm and duckweeds residence time of 11 days
in wastewater (Samimi and Shahriari Moghadam, 2018). Matos et al. (2014) showed that the ammonia removal efficiency
of duckweed from domestic wastewater was 30.8%. The different removal efficiency rate may be due to difference in
duckweed species, residence time and ammonia concentration and pH of wastewater.

The effluent from fish farms contains different concentrations of pollutants such as phosphorous, which plays important
role in causing eutrophication of natural waters (Nordvarg, 2001; Gyllenhammar and Hakanson, 2005). The removal of
phosphorous from wastewater using aquatic macrophytes has been discussed in the literatures (Srivastava et al., 2009;
Gao et al.,, 2009; Yu et al., 2019). The results of static test showed that the total phosphorous (TP) concentration decreased
significantly from 3.63 mg L~! to 2.92 mg L~! and from 3.78 mg L™! to 1.80 mg L™! in control and L. minor treatments
after a week, respectively. The TP concentration in L. minor treatment was significantly lower than the control treatment
on days 5 and 7. The reduction of TP concentration in the control treatment was probably due to its deposition during
the experiment period. The maximum TP removal efficiency by L. minor was 52.38% after a week. Nassar et al. (2015)
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Fig. 6. Electrical conductivity (EC) of water in different treatments of flow test at various time intervals. Bars with different capital letters in each
time are significantly different (mean + SD, Independent-Sample T test, P < 0.05). Bars with different lowercase letters in each treatment are
significantly different (mean + SD, ANOVA with Repeated Measures, P < 0.05).

reported that phosphorus removal efficiency from agriculture wastewater by duckweed at 10 days hydraulic detention
times (HDT) was 68.3%. The phosphorus removal rate from 50% diluted swine lagoon liquid by growing L. minor under
field condition was 45.7% after six weeks (Cheng et al., 2002).

The results of flow test revealed the enhancement of the survival rate and the growth performance including final
length, weight gain, SGR%, DGI and BWI% of African cichlid fingerlings cultured in a water recirculation system contained
L. minor compared to the control after 30 days. The survival rates of fish were recorded as 96.07 + 3.40% and 76.46 + 5.88%
in the L. minor and control groups, respectively. Similarly, the usage of two macrophytic plants L. minor and Wolffia arrhiza
in recirculation aquaculture system (RAS) improved the growth performance of common carp (C. carpio) fingerlings but
they had no significant effect on the survival rate of fish (Velichkova and Sirakov, 2013). In fact, this issue could be
attributed to the improvement of water quality treated with L. minor. Indeed, water quality parameters are key factors
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Fig. 7. Total suspended solids (TSS) of water in different treatments of flow test at various time intervals. Bars with different capital letters in
each time are significantly different (mean + SD, Independent-Sample T test, P < 0.05). Bars with different lowercase letters in each treatment are
significantly different (mean + SD, ANOVA with Repeated Measures, P < 0.05).

for the growth and heath of fish in a water recirculation system. Timmons et al. (2002) reported that deterioration of
water quality in recirculation aquaculture system (RAS) resulted in reduced growth and increased stress in the fish. In
the current study, the use of L. minor led to the reduction of the TAN by 28.94% and 41% compared to the control on days
20 and 30. Velichkova and Sirakov (2013) found that ammonium concentration decreased by 19.6% in the RAS with a
biofilter consisting of L. minor and W. arrhiza compared to the control. Our results showed that the nitrate concentration
was higher in L. minor treatment than the control on day 20, probably the results of the growth of the bacteria involved
in the nitrification process, which can lead to accumulation of nitrate in the water. Velichkova and Sirakov (2013) also
attributed the higher accumulation of nitrate in the RAS contained L. minor and W. arrhiza to nitrification process. In fact,
the presence of duckweeds in water medium can provide additional surface for the attachment of nitrifies (Zimmo et al.,
2004). The accumulation of nitrate may be also due to the preferential absorption of TAN by duckweeds as a nitrogen
source. It was found that the free-floating macrophyte plant Landoltia punctate preferred to absorb NH4™ more than NO3~
when both nitrogen sources were available (Fang et al., 2007). Hasan and Chakrabarti (2009) also reported that duckweed
plants uptake available ammonium before beginning to absorb nitrate. According to the results, the nitrate concentration
reached the maximum level of 19.5 mg L~! on day 20, but it decreased to 9.4 mg L~ at the end of cultivation period. The
removal of NO3;~ may be attributed to the microbial denitrifying activity in the rhizosphere of L. minor. Lu et al. (2013)
found that root of two common aquatic duckweed species; Spirodela polyrrhiza and L. minor secrete bioactive compounds
that stimulate the nitrogen-removal efficiency of the denitrifying bacterium Pseudomonas fluorescens.

In the present study, the total phosphorous (TP) concentration of water increased gradually in the two treatments of
the flow test with culture period. The TP concentration increased to 0.82 mg L™! after feeding African cichlid fingerlings
for 30 days in the control treatment. The usage of L. minor as biofilter resulted in the reduction of TP by 37.80% compared
to the control after 30 days of rearing period. These findings were in line with Velichkova and Sirakov (2013) who stated
that L. minor and W. arrhiza as biofilter decreased the TP by 20% in a RAS for the cultivation of common carp (C. carpio)
fingerlings compared to the control. Ferdoushi et al. (2008) also reported that phosphate phosphorus (PO4-P) decreased
by 36.5% from water of fish pond filtrated by L. minor for four months.

The pH values of water were slightly alkaline during cultivation period in the both treatments. The pH value decreased
from 7.72 £ 0.01 to 7.22 + 0.12 in the L. minor treatment. Mal et al. (2015) found that pH of effluent from fish farm
decreased by 15% after passage through the aquatic macrophyte Eichhornia crassipes as a biofilter. The pH of water was
weakly alkaline in a RAS containing L. minor and W. arrhiza (Velichkova and Sirakov, 2013). Our results showed the
elevation of electrical conductivity (EC) of water during 30 days of flow test in the both treatments. Treatment of water
with L. minor led to the decrease in EC values by 4.73% and 2.60% compared to the control on days 20 and 30, respectively.
Velichkova and Sirakov (2013) also reported that the EC value of water treated with L. minor and W. arrhiza decreased by
10.37% after 40 days. The reduction of EC may be attributed the uptake of macronutrients (calcium, magnesium, potassium,
sodium, chloride, sulfate, carbonate) by aquatic plants from water medium (Mal et al., 2015). In the current study, the
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maximum total suspended solids (TSS) removal of 81.11% was observed in L. minor treatment on day 30. The turbidity of
25% diluted municipal wastewater decreased by 93% after treatment with L. minor for one month (Selvarani et al., 2015).
It was suggested that all the plant matter decrease the turbidity by absorption of colloidal materials (Center et al., 2002).
The concentration of suspended sediments can be reduced in water bodies covered with dense macrophytes (Ferdoushi
et al., 2008).

5. Conclusion

In the present study, we evaluated the potential efficiency of duckweed (L. minor) for removal of total nitrogen
ammonia (TAN) and total phosphorus (TP) from water under the static and flow tests. The results of static test revealed
that L. minor was able to remove effectively the TAN and TP from water medium. The administration of L. minor as a
biofilter in a water recirculation system for cultivation of African cichlid (L. lividus) fingerlings improved the survival
rate and growth performance of fish by enhancement of water quality. The treatment of water with L. minor decreased
significantly the concentrations of TAN, nitrate, TP, electrical conductivity (EC) and total suspended solids (TSS) during
cultivation period. These findings indicated that the duckweed (L. minor) could be considered as an effective and
environment-friendly biofilter in aquaculture industry.

Declaration of competing interest

The authors declare that they have no known competing financial interests or personal relationships that could have
appeared to influence the work reported in this paper.

Acknowledgments

The authors thank the faculty of Natural Resources and Environment of Ferdowsi University of Mashhad for providing
equipment and facilities. The research of the corresponding author is supported by a grant from Ferdowsi University of
Mashhad, Iran (No. 2/51049).

References

Alabaster, ].S., Lloyd, R., 1980. Water Quality Criteria for Freshwater Fish. Butterworth, London, pp. 85-102.

Center, T.D., Hill, M.P., Cordo, H., Julien, M.H., 2002. Water hyacinth. In: Van Driesche, R. (Ed.), Biological Control of Invasive Plants in the Eastern
United States. USDA Forest Service publication FHTET, pp. 41-64.

Cheng, ]., Landesman, L., Bergmann, B.A., Classen, ].J., Howard, J.W., Yamamoto, Y.T., 2002. Nutrient removal from swine lagoon liquid by Lemna minor
8627. Trans. ASAE 45 (4), 1003-1010.

Coldebella, A., Gentelini, A.L., Piana, P.A., Coldebella, P.F., Boscolo, W.R,, Feiden, A., 2018. Effluents from fish farming ponds: a view from the perspective
of its main components. Sustainability 10 (1), 1-16. http://dx.doi.org/10.3390/su10010003.

Dalu, J.M., Ndamba, J., 2003. Duckweed based wastewater stabilization ponds for wastewater treatment (a low cost technology for small urban areas
in Zimbabwe). Phys. Chem. Earth, A/B/C 28 (20), 1147-1160.

Eddy, F., 2005. Ammonia in estuaries and effects on fish. J. Fish Biol. 67 (6), 1495-1513. http://dx.doi.org/10.1111/.1095-8649.2005.00930.x.

El-Kheir, W.A,, Ismail, G., EI-Nour, F.A., Tawfik, T., Hammad, D., 2007. Assessment of the efficiency of duckweed (Lemna gibba) in wastewater treatment.
Int. ]. Agric. Biol. 5, 681-689.

El-Shafai, S.A., El-Gohary, F.A., Nasr, F.A,, Van Der Steen, N.P., Gijzen, H.J., 2007. Nutrient recovery from domestic wastewater using a UASB-duckweed
ponds system. Bioresour. Technol. 98 (4), 798-807.

Fang, Y.Y., Babourina, O., Rengel, Z., Yang, X.E., Pu, P.M., 2007. Ammonium and nitrate uptake by the floating plant Landoltia punctate. Ann. Bot. 99
(2), 365-370.

Ferdoushi, Z., Haque, F., Khan, S., Haque, M., 2008. The effects of two aquatic floating macrophytes (Lemna and Azolla) as biofilters of nitrogen and
phosphate in fish ponds. TrJFAS 8, 253-258.

Francis-Floyd, R., Watson, C., Petty, D., Pouder, D.B., 2009. Ammonia in Aquatic Systems, Vol. 16. UF/IFAS University of Florida (UF)/Institute of Food
and Agricultural Sciences (IFAS), FA, pp. 1-5.

Gao, J., Xiong, Z., Zhang, ]., Zhang, W., Mba, F.0., 2009. Phosphorus removal from water of eutrophic Lake Donghu by five submerged macrophytes.
Desalination 242, 193-204.

Gomutka, P., Zarski, D., Kupren, K., Krejszeff, S., Targonska, K., Kucharczyk, D., 2014. Acute ammonia toxicity during early ontogeny of ide Leuciscus
idus (Cyprinidae). Aquacu. Int. 22, 225-233. http://dx.doi.org/10.1007/s10499-013-9677-y.

Goopy, J.P., Murray, P.J., 2003. A review on the role of duckweed in nutrient reclamation and as a source of animal feed. Asian-Aust. ]. Anim. Sci.
16 (2), 297-330.

Gyllenhammar, A., Hakanson, L., 2005. Environmental consequence analyses of fish farm emissions related to different scales and exemplified by
data from the Baltic - a review. Mar. Environ. Res. 60, 211-243.

Hasan, M., Chakrabarti, R., 2009. Use of Algae and Aquatic Macrophytes as Feed in Small-Scale Aquaculture. FAO Fisheries and Aquaculture Technical
Paper No. 531, FAO, Rome, p. 135.

Jaleel, M.A., Musthafa, M.S., Ali, AJ., Mohamed, M., Kumar, M.S.A., Natarajan, V., Thiagarajan, G., 2015. Studies on the growth performance and
immune response of koi carp fingerlings (Cyprinus carpio koi) fed with azomite. ]. Biol. Nat. 4, 160-169.

Karasu Benli, A.C., Koksal, G., 2005. The acute toxicity of ammonia on tilapia (Oreochromis niloticus L.) larvae and fingerlings. Turk. ]. Vet. Anim. Sci.
29, 339-344.

Lee, J.H., 2013. An overview of phytoremediation as a potentially promising technology for environmental pollution control. Biotechnol. Bioprocess
Eng. 18 (3), 431-439.

Lemarie, G., Dosdat, A., Coves, D., Dutto, G., Gasset, E., Ruyet, J.P.G., 2004. Effect of chronic ammonia exposure on growth of European seabass
(Dicentrarchus labrax) juveniles. Aquaculture 229, 479-491.


http://refhub.elsevier.com/S2352-1864(20)30025-0/sb1
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb2
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb2
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb2
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb3
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb3
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb3
http://dx.doi.org/10.3390/su10010003
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb5
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb5
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb5
http://dx.doi.org/10.1111/j.1095-8649.2005.00930.x
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb7
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb7
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb7
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb8
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb8
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb8
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb9
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb9
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb9
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb10
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb10
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb10
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb11
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb11
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb11
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb12
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb12
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb12
http://dx.doi.org/10.1007/s10499-013-9677-y
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb14
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb14
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb14
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb15
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb15
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb15
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb16
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb16
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb16
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb17
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb17
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb17
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb18
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb18
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb18
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb19
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb19
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb19
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb20
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb20
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb20

M. Sarkheil and O. Safari / Environmental Technology & Innovation 18 (2020) 100747 11

Ly, Y., Zhou, Y., Nakai, S., Hosomi, M., Zhang, H., Kronzucker, HJ., Shi, W., 2013. Stimulation of nitrogen removal in the rhizosphere of aquatic
duckweed by root exudate components. Planta 239 (3), 591-603. http://dx.doi.org/10.1007/s00425-013-1998-6.

Mahujchariyawong, J., Ikeda, S., 2001. Modelling of environmental phytoremediation in eutrophic river—the case of water hyacinth harvest in tha-Chin
river. Thai. Ecol. Model 142 (1/2), 121-134.

Mal, R., Sampaio, P.R.L, Parolin, P., 2015. Biofilter efficiency of Eichhornia crassipes in wastewater treatment of fish farming in Amazonia. Phyton, J.
Exp. Bot. 84 (1), 244-251.

Mallett, M., Eddy, F.B., 1995. Effect of ammonia on the early life stages of carp (Cyprinus carpio L.) and roach (Rutilus rutilus). In: Mller, R., Lloyd, R.
(Eds.), Sublethal and Chronic Effects of Pollutants on Freshwater Fishes. Blackwell, Oxford, pp. 339-352.

Matos, F.T.D., Lapolli, F.R., Mohedano, R.A., Fracalossi, D.M., Bueno, G.W., Roubach, R., 2014. Duckweed bioconversion and fish production in treated
domestic wastewater. ]J. Appl. Aquacu. 26 (1), 49-59. http://dx.doi.org/10.1080/10454438.2014.877740.

Mehana, E., Rahmani, A., Aly, S., 2015. Immunostimulants and fish culture: an overview. Annu. Res. Rev. Biol. 5, 477-489. http://dx.doi.org/10.9734/
ARRB/2015/9558.

Mustapha, M., Akinshola, F., 2016. Ammonia concentrations in different aquaculture holding tanks. West Afr. J. Appl. Ecol. 24 (1), 1-8.

Nafea, E.M.A., 2016. Characterization of environmental conditions required for production of livestock and fish fodder from duckweed (Lemna gibba
L.). ]. Mediterr. Ecol. 14, 5-11.

Nassar, H.F.,, Shaban, A.M., Bassem, S.M., Abdel-Gawad, F.K., 2015. Utilization of duckweed (DW) in nutrient removal from agricultural wastewater
and producing alternative economic animal fodder. Der Pharma Chem. 7 (12), 280-285.

Nordvarg, L., 2001. Predictive models and eutrophication effects of fish farms. In: Acta Universitatis Upsaliensis, Vol. 602. Comprehensive summaries
of uppsala dissertations from the Faculty of Science and Technology, Uppsala, ISBN: 91-554-4932-8, p. 44.

Olguin, EJ., Sanchez-Galvan, G., Perez-Perez, T., 2007. Assessment of the phytoremediation potential of Salvinia minima baker compared to Spirodela
polyrrhiza in high-strength organic wastewater. Water Air Soil Pollut. 181, 135-147.

Porath, D., Pollock, J., 1982. Ammonia stripping by duckweed and its feasibility in circulating aquaculture. Aquat. Bot. 13, 125-131.

Priya, A., Avishek, K., Pathak, G., 2012. Assessing the potentials of Lemna minor in the treatment of domestic wastewater at pilot scale. Environ.
Monit. Assess 184, 4301-4307.

Randall, DJ., Tsui, T.K.N., 2002. Ammonia toxicity in fish. Mar. Pollut. Bull. 45, 17-23.

Rezagama, P.A., Hibbaan, M., Budihardjo, M.A., 2017. Ammonia-nitrogen (NH3-N) and ammonium-nitrogen (NH}—N) equilibrium on the process of
removing nitrogen by using tubular plastic media. J. Mater. Environ. Sci. 8, 4915-4922.

Samimi, M., Shahriari Moghadam, M., 2018. Optimal conditions for the biological removal of ammonia from wastewater of a petrochemical plant
using the response surface methodology. Global J. Environ. Sci. Manage. 4 (3), 315-324.

Sandip, M., Kalyanraman, V., 2017. Existing biological nitrogen removal processes and current scope of advancement. Res. J. Chem. Environ. 21 (7),
1-12.

Schnoor, J.L, Light, L.A., McCutcheon, S.C., Wolfe, N.L,, Carreira, L.H., 1995. Phytoremediation of organic and nutrient contaminants. Environ. Sci.
Technol. 29 (7), 318A-323A.

Selvarani, A.J., Padmavathy, P., Srinivasan, A., Jawahar, P., 2015. Performance of duckweed (Lemna minor) on different types of wastewater treatment.
Int. J. Fish. Aquat. Stud. 2 (4), 208-212.

Srivastava, J., Singh, N., Chandra, H., Singh, D., Nautiyal, A.R., 2009. Removal of soluble reactive phosphorus (SRP) from water by aquatic macrophytes.
Res. Environ. Life Sci. 2 (3), 167-172.

Timmons, M.B., Ebeling, ].M., Wheaton, F.W., Summerfelt, S.T., Vinci, BJ., 2002. Recirculating Aquaculture Systems, second ed. Cayuga Aqua Ventures,
Ithaca, NY, USA, p. 800.

Tomasso, J.R.,, 1994. Toxicity of nitrogenous wastes to aquaculture animals. Rev. Fish. Sci. 2, 291-314.

Velichkova, K.N., Sirakov, LN., 2013. The usage of aquatic floating macrophytes (Lemna and Wolffia) as biofilter in recirculation aquaculture system
(RAS). TrJFAS 13, 101-110. http://dx.doi.org/10.4194/1303-2712-v13_1_13.

Wang, W., Yang, C., Tang, X, Gu, X, Zhu, Q., Pan, K,, Hu, Q., Ma, D., 2014. Effects of high ammonium level on biomass accumulation of common
duckweed Lemna minor 1. Environ. Sci. Pollut. Res. Int. 21 (24), 14202-14210. http://dx.doi.org/10.1007/s11356-014-3353-2.

Widiastuti, N., Wu, H., Ang, H.M., Zhang, D., 2011. Removal of ammonium from greywater using natural zeolite. Desalination 277 (1), 15-23.

Xu, J., Shen, G., 2011. Growing duckweed in swine wastewater for nutrient recovery and biomass production. Bioresour. Technol. 102, 848-853.

Yu, S., Miao, C., Song, H., Huang, Y., Chen, W., He, X., 2019. Efficiency of nitrogen and phosphorus removal by six macrophytes from eutrophic water.
Int. ]. Phytoremediation http://dx.doi.org/10.1080/15226514.2018.1556582.

Zhang, K., Chen, Y.P., Zhang, T.T., Zhao, Y., Shen, Y., Huang, L., Gao, X,, Guo, J.S., 2014. The logistic growth of duckweed (Lemna minor) and kinetics
of ammonium uptake. Environ. Technol. 35 (5-8), 562-567.

Zimmo, O.R., Van Der Steen, N.P., Gijzen, HJ., 2004. Quantification of nitrification and denitrification rates in algae and duckweed based wastewater
treatment systems. Environ. Technol. 25 (3), 273-282. http://dx.doi.org/10.1080/09593330409355461.


http://dx.doi.org/10.1007/s00425-013-1998-6
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb22
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb22
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb22
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb23
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb23
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb23
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb24
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb24
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb24
http://dx.doi.org/10.1080/10454438.2014.877740
http://dx.doi.org/10.9734/ARRB/2015/9558
http://dx.doi.org/10.9734/ARRB/2015/9558
http://dx.doi.org/10.9734/ARRB/2015/9558
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb27
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb28
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb28
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb28
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb29
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb29
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb29
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb30
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb30
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb30
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb31
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb31
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb31
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb32
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb33
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb33
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb33
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb34
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb35
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb35
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb35
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb36
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb36
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb36
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb37
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb37
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb37
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb38
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb38
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb38
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb39
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb39
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb39
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb40
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb40
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb40
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb41
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb41
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb41
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb42
http://dx.doi.org/10.4194/1303-2712-v13_1_13
http://dx.doi.org/10.1007/s11356-014-3353-2
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb45
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb46
http://dx.doi.org/10.1080/15226514.2018.1556582
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb48
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb48
http://refhub.elsevier.com/S2352-1864(20)30025-0/sb48
http://dx.doi.org/10.1080/09593330409355461

	Phytoremediation of nutrients from water by aquatic floating duckweed (Lemna minor) in rearing of African cichlid (Labidochromis lividus) fingerlings
	Introduction
	Materials and methods
	Static test
	Flow test
	Statistical analysis

	Results
	Static test
	Flow test
	Growth performance and survival rate of fish
	Water quality assessment


	Discussion
	Conclusion
	Declaration of competing interest
	Acknowledgments
	References


