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Chapter — 1 General Introduction
1. Background of the study

Aquaculture, the farming of aquatic animals and plants has

tumed out to be an important industry world wide. Aquaculture

production systems used across the world differ Widely depending on

the species being cultured, the geographical location and

socioeconomic context. Extensive, semi-intensive and intensive

methods can be employed to produce shrimp and fish. Extensive

methods have proved economically viable in the brackishwater area

(Beveridge, 1987). Environmental issues have always been a point of

debate in shrimp farm development. While the harvest from capture

fisheries around the world has stagnated, aquaculture is viewed as a

sound option to increase fish production and to play a vital role in

providing food and nutritional security. However, the shrimp farming

sector has been strongly opposed by environmental groups on many

occasions not only in India but in many other countries around the

globe. Legal interventions have been sought to curtail shrimp culture

to preserve the coastal environment and the ecologl. Though the

polarization of opinion on the adverse impact of aquaculture in the

nineties was very strong, there are signs of more tolerance lately to

accommodate diverse views and opinions to allow development of

shrimp farming in an environment friendly and sustainable manner.

In India, commercial shrimp farming started gaining roots

during the mid-eighties only and during this period, this actually
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Chapter — 1 General Introduction
attained peak in most of neighboring Asian countries especially China

and Taiwan. Shrimp culture begun booming in early l990’s in India.

However, the industry collapsed in 1995 - 96 due to disease

outbreaks. Since then, shrimp aquaculture industry is facing severe

criticism for the adoption of unsustainable culture practices, such as

the discharge of pond water with high nutrients. Nitrogen plays a key

role in aquaculture systems due to its dual functioning as a nutrient

and toxicant. The excessive accumulation of toxic inorganic nitrogen

in culture systems deteriorates the pond system by reducing the

growth rate and survival rate of cultured organisms. Most of the

coastal states in India are new to commercial scale shrimp farming.

The lack of awareness on good farming practices and appropriate

extension services have in fact led to a host of problems.

2. Sustainable development of shrimp farming - some
~

issues for consideration

It is generally accepted that the days of maximum production

oriented unsustainable shrimp farming practices are gone. Present

day production has to take note of not only the markets but a host of

technical issues as well as the concerns of the environment. The

subject matter of sustainable shrimp farming is broad from farm level

management practices to integration of shrimp farming into coastal

area management, shrimp health management and policy,

Carbon / nitrogen ratio optimization and periphyton development 2



Chapter - 1 General Introduction
socioeconomic and legal issues. The Aquaculture Authority permits

stocking of post larvae up to 6 nos m-2 for farms within the CRZ and

up to 10 nos m-2 outside the CRZ (Aquaculture Authority News,

2006). It is gratified to see that high percentage of farms are

embracing low stocking densities in the country and enjoying a high

success rate in doing so. The low stocking densities are working in

terms of economics as well. Adoption of low stocking densities will be

one of the key elements of sustainability in the years to come and

needs to be promoted among the shrimp farmers.

The sustainability of the shrimp farming in Kerala is facing

severe risks and crisis like degradation of estuarine ecosystem due to

indiscriminate discharge of shrimp farm effluents loaded with high

inorganic nitrogen, crop loss due to poor environmental conditions

and recurrence of diseases due to the stress and strain the farmed

shrimps are prone to. The shrimp farming sector has received

criticism for excessive use of formulated feed containing high protein

shrimp feed, of which around 50% is getting accumulated at the pond

bottom as unconsumed (Avnimelech, 1999; Hari et al., 2004; Hari ct

a1., 2006). The waste materials accumulated with the feces from the

cultured stock, dead organism and organic fertilizers undergo

decomposition. Thus, shrimps are exposed to toxic ammonia-N and

nitrite*N, which are responsible for stress and strain in cultured

shrimps. After oxygen, ammonia-N is the second most limiting factor
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Chapter — 1 General Introduction
in the culture system for shrimp stocking density (Raveh and

Avnimelech, 1979; Blackburn et al., 1988; Piedrahita, 1988; Krom

and Neori, 1989; van Dam, 1990; Colt and Oriwicz, 1991; Hargreaves,

1998; Monroya et al., 1999). Furthermore, the discharge of inorganic

nitrogen rich pond effluents increases pollution in the main water

sources. Maintenance of good water quality with minimum water

exchange and retention of nitrogenous nutrient input into harvestable

products are thus emerging as most important requirements for

sustainable shrimp farming.

3. Development of shrimp aquaculture in India

India, by virtue of having 8118 km long coastline, 2.02 million

sq. km of Exclusive Economic Zone (EEZ) and extensive geographical

stretch with varied terrain and climate, supports a wide diversity of

inland and coastal wetland habitats. There are 3.9 million ha of

estuaries and 3.5 million ha of brackishwater areas in the country.

Out of this, 1.2 million ha of coastal area have been identified as

suitable for brackishwater aquaculture and by the adoption of

sustainable practices, it can yield optimum quantities of shrimp and

other commercially valuable finfish and shell fish species.

The over exploitation of shrimp from natural sources and the

ever increasing demand for shrimp and shrimp products in the world

food market has resulted in a wide gap between the demand and
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Chapter — 1 General Introduction
supply shrimp. This has necessitated the need for exploring new

avenues for increasing shrimp production. The state-wise potential

area and status of shrimp culture development in India is given in

Table 1.1. The estimated brackishwater area suitable for undertaking

shrimp cultivation in India is around 11.91 lakhs ha spread over 10

states and union territories viz. West Bengal, Orissa, Andhra Pradesh,

Tamil Nadu, Pondicherry, Kerala, Karnataka, Goa, Maharashtra and

Gujarat. Of this, only around 1.2 lakhs ha are now under shrimp

farming and hence lot of scope exists for entrepreneurs to venture into

this field. The marine products export from India has been rising over

the years and the current export is worth about US $ 1478 million

(FAO, 2005). The major markets for Indian shrimp are Japan,

Westem Europe and USA. Frozen shrimp is the largest export item in

terms of value contributing 64% of the total export earnings followed

by frozen cephalopod (15%), frozen fish (11%), dried fish (2%), etc...A .\,- . .

Today India stands amongst the major shrimp producing countries in
'\­

the world with a growth rate of about 300.0 % over the last decade.

In India, shrimp farming has been traditionally practiced in the

coastal states of West Bengal and Kerala. The traditional trap and

hold farming system was characterized with low production levels of

mixed species of finfishes and shell fishes. The importance of

introducing scientific farming techniques will increase production and

profitability from the traditional system.

Carbon / nitrogen ratio optimization and periphyton development 5



Chapter — 1 General Introduction
Like any other agriculture / animal husbandry practice, shrimp

culture has also been affected by health and disease problems.

Initially, some bacterial diseases in localized shrimp farms with low

mortality rates were noticed. However, viral diseases such as Monodon

baculo virus and white spot virus disease syndrome were reported

from shrimp farms in 1995 followed by a slump in Indian shrimp

farming. Heavy stocking densities and poor farm management

practices were attributed as major reasons for such disease out

breaks in the country.

4. Role of carbohydrate addition in the shrimp culture

system

The tiger prawn, Penaeus monodon (Fabricius) is the most

extensively cultured crustacean in South-East Asian countries. This

species is known to possess high growth rate and adapt to various

culture systems. Penaeus monodon is considered as a candidate

species for brackishwater culture. Protein is an essential nutrient for

this culture organism and the major source of ammonium-N in

culture farms is typically protein rich feed. Aquatic animals excrete

ammonium-N, which may accumulate in the pond. Protein is an

expensive feed component and high dependency on artificial feeding

increases feed cost considerably. The expensive protein fraction

should, therefore, be at optimal level. Furthermore, the protein

Carbon / nitrogen ratio optimization and periphyton development 6



Chapter - 1 General Introduction
sparing effect of non-protein nutrients such as carbohydrate may be

effectively utilized for reducing the feed cost. In highly aerated ponds,

ammonium-N is oxidized by bacteria to nitrite-N and nitrate-N. Unlike

carbondioxide, which is released to the air by diffusion or forced

aeration, there is no effective mechanism to remove the nitrogenous

metabolites out of the pond. Thus, intensification of aquaculture

system is inherently associated with enrichment of the water with

ammonium-N and other inorganic nitrogenous species. The

management of such systems depends on developing methods to

remove these compounds from culture pond.

Removal of excessive nitrogen from culture pond is commonly

carried-out by frequent exchange and replacement of pond water.

However this practice is constrained by the following reasons:

1. Environmental regulations prohibit the release of

nutrient rich water into environment;

2. The danger of introducing pathogens into the external

water;

3. The rich expense incurred in pumping huge volume of

water.

Another approach is based on means to encourage and enhance

nitrification of ammonium and nitrites to the relatively inert nitrate

species. This is often done by employing biofilters, essentially

immobile surfaces serving as substrate to the nitrifying bacteria. A

Carbon / nitrogen ratio optimization and periphyton development 7



Chapter — 1 General Introduction
high surface area with immobilized nitrifying biomass enables a high

nitrifying capacity in a controlled environment. One problem

associated with biofiltration is the high cost involved and the need to

treat and digest a large mass of feed residues.

An additional strategy that is getting more attention presently is

the removal of ammonium from water through its assimilation into

microbial proteins by addition of carbonaceous materials to the

system. If properly adjusted, added carbohydrates can potentially

eliminate the problem of inorganic nitrogen accumulation. A further

important aspect of this process is the potential utilization of

microbial proteins as a source of feed protein for fish or shrimp.

This, however, depends upon the ability of the animal to harvest

such bacteria and to digest and utilize the microbial protein. One

obvious constraint is the minimal size of particles that can be taken

up by the fish and shrimp. Taghon (1982) reported that benthic

invertebrates were able to take up microscopic glass bead when they

were coated with proteins. This demonstrates that the chemical

nature of particles may favor their harvesting by cultured organisms.

The fact that relatively large microbial cell clusters are formed due to

flocculation, alone or in combination with clay or feed particles (Harris

and Mitchell, 1973; Avnimelech et al., 1982, 1984) and the resultant

microbial protein additionally favors the growth of shrimp and fish.

Carbon / nitrogen ratio optimization and periphyton development 8



Chapter — 1 General Introduction
Controlling inorganic nitrogen by manipulating carbon /

nitrogen ratio is a potential method for aquaculture systems. This

approach offers a practical and inexpensive means to reduce the

accumulation of inorganic nitrogen in culture ponds. Such a strategy

can be practiced as an emergency response, ie., addition of a

carbonaceous substrate in case of increased ammonium

concentration. It is possible to add cheap sources of carbohydrates

such as cassava meal and flour. However, additional pond aeration

may be required to compensate the additional oxygen consumption.

The conventional control measures include intensive exchange of

pond Water. Furthermore, it is not always practical to stop feeding to

slow down TAN (Total ammonia nitrogen) build up. The proposed

method enables to keep a high biomass and to bring-out a corrective

means in case of failure of conventional control measures.

A more advanced approach is to adjust protein level in feed so

as to avoid the build up of inorganic nitrogen in pond Water. This

approach was tested and proven successfully in intensive ponds that

are continually mixed and aerated. The intensive culture of fish in

these ponds is based on a system that is similar to biotechnological

reactors (Avnimelech, 1998]. The addition of carbohydrates was done

as a part of recycling and increased utilization of protein through the

utilization of microbial proteins. Production and utilization of

microbial proteins (SCP, single-cell protein) have been studied

Carbon / nitrogen ratio optimization and periphyton development 9



Chapter —- 1 General Introduction
extensively during the last few decades (Tannenbaum and Wang,

1975). The major problem involved in economically sound utilization

of SCP culture is harvesting, dehydration and packing of the material.

In contrast, for in situ microbial protein culturing in the pond, all

these expensive processing stages are not needed since harvesting is

done by fish and shrimp, as part of the system.

Applicability of the same approach in earthen stagnant ponds is

not trivial and has to be further studied in conventional fish and

shrimp ponds. The addition of carbohydrates to feed may result in an

accelerated sedimentation of organic matter to the pond bottom,

where microbial biomass is not utilized by fish or shrimp and may

increase the organic load in the pond.

The adjustments of the carbon / nitrogen ratio in feed as a

means to control the pond water quality and sediment quality are

studied. The objectives of this study are to evaluate the basic

reactions and mechanisms affecting this process; to demonstrate its

potential; to develop the quantitative means needed to adjust the

carbon / nitrogen ratio and to control inorganic nitrogen

accumulation in the farming system.

5. Periphyton based aquaculture

The term ‘periphyton‘ refers to the microfloral community living

attached to the surfaces of submerged objects in water (Wetzel, 1983).

Carbon / nitrogen ratio optimization and periphyton development 1Q
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This definition, however, does not include fungal, bacterial, protozoan

and other attached animal components, which are included in the

German word ‘Aufwuchs’. Depending on the substrate types,

periphyton communities are again subdivided as ‘Epilithon’ grown on

rock, ‘Epipelon’ on mud or silt, ‘Epipsammon’ on sand and

‘Epiphyton’ on submerged macrophyte substrates. In microbiology,

periphyton is often referred to as ‘Biofilms’ (Nielsen et al., 1997;

Shankar et al., 1998; Shankar and Mohan, 2001). In aquaculture, the

term periphyton has been used in a broader sense. Periphyton is

defined as the entire complex of sessile aquatic biota attached to the

substratum and includes associated detritus and microorganisms.

Thus, the periphyton community comprises bacteria, fungi, protozoa,

phytoplankton, zooplankton, benthic organisms and a range of other

invertebrates and their larvae. Any material providing surface area,

including coral reef, branches of different trees, higher aquatic plants,

bamboo, PVC pipes etc., can be used for periphyton production.

The idea of periphyton based aquaculture is originally derived

from the traditional method, (bush trap testing) locally called ‘padal

fishing’ a unique fishing method used in the Ashtamudi estuary,

Vambanad is of Kerala (South India). Locally available tree branches

such as mango, mangroves and bamboo poles are placed in shallow

open waters. These branches are known as padals which act as

shrimp and fish aggregating devices. A large number of post larvae of

Carbon / nitrogen ratio optimization and periphyton development 1 1



Chapter — 1 General Introduction
shrimp and fingerlings find shelter beneath the padals, foraging the

peri and epiphyton developed from the submerged twigs and other

structures used to construct them (Thomas et al., 2004), such as

‘acadjas’ of Cote Ivory Coast, West Africa (Welcomme, 1972) and the

‘samarahs’ of Cambodia (Shankar et al., 1998). Dense masses of tree

branches or bamboo are established in lakes, lagoons or rivers the

fish and shrimp are attracted by the provision of shelter from

predators, suitable breeding habitats and the availability of natural

food. These unique tools used in capture fisheries have recently been

considered as models for novel periphyton based aquaculture

systems.

There are two basic food sources for all organisms in extensive

and semi-intensive ponds: primary productivity from algae and

protein rich supplementary feed. Algae produce organic matter by

using solar energy and carbondioxide through photosynthesis which

can be further utilized, indirectly through secondary trophic levels

(zooplankton, benthos, and invertebrates etc.) and directly, through

grazing by fish and shrimp. Heterotrophic microorganisms are

essential components of the food web in these two food source as thus

decompose organic matter and release nutrients which can again be

utilized by algae or consumed by the cultured organism (Colman and

Edwards, 1987; Moriarty, 1997). However, a common assumption

particularly in aquaculture is that the phytoplankton community is

Carbon / nitrogen ratio optimization and periphyton development 12
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most important in terms of energy fxation and fuelling of the food

web. Research has shown that macrophytes and periphyton are

significant dominant contributor to primary production (Moss, 1998).

6. Objectives, hypotheses and outline of the thesis

Controlling the inorganic nitrogen by manipulating carbon /

nitrogen ratio is a method gaining importance in aquaculture

systems. Nitrogen control is induced by feeding bacteria with

carbohydrates and through the subsequent uptake of nitrogen from

the water for the synthesis of microbial proteins. The relationship

between addition of carbohydrates, reduction of ammonium and the

production of microbial protein depends on the microbial conversion

coefficient. The carbon / nitrogen ratio in the microbial biomass is

related to the carbon contents of the added material. The addition of

carbonaceous substrate was found to reduce inorganic nitrogen in

shrimp culture ponds and the resultant microbial proteins are taken

up by shrimps. Thus, part of the feed protein is replaced and feeding

costs are reduced in culture systems.

The use of various locally available substrates for periphyton

based aquaculture practices increases production and profitability

(NFEP, 1997; Ramesh et al., 1999; Wahab et al., 1999a; Azim et al.,

2001; Keshavanath et al., 2001a; Azim et al., 2002). However, these

Carbon / nitrogen ratio optimization and periphyton development 13
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techniques for extensive shrimp farming have not so far been

evaluated. Moreover, an evaluation of artificial substrates together

with carbohydrate source based farming system in reducing inorganic

nitrogen production in culture systems has not yet been carried-out.

Furthermore, variations in water and soil quality, periphyton

production and shrimp production of the whole system have also not

been determined so-far.

This thesis starts with a general introduction (present chapter),

a brief review of the most relevant literature, results of various

experiments and concludes with a summary (Chapter — 9). The

chapters are organised conforming to the objectives of the present

study. The major objectives of this thesis are, to improve the

sustainability of shrimp farming by carbohydrate addition and

periphyton substrate based shrimp production and to improve the

nutrient utilisation in aquaculture systems.

The specific objectives of the present study can be outlined as:

1. To optimize the protein percentage in shrimp feeds by the

control of carbon / nitrogen ratio.

2. To evaluate the effect of various mode of carbohydrate

application and diet having various protein levels for the

production and sustainability of Penaeus monodon.

Carbon / nitrogen ratio optimization and periphyton development 14
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3

4

5

6

7

8

9

To monitor the carbohydrate addition shrimp production

relationship and culture sustainability for increasing the total

revenue of the harvested shrimp and reducing the feed cost.

To examine the stocking density and carbohydrate addition

relationship in the yield and sustainability of Penaeus monodon.

To asses the efficiency of various types of carbohydrates in the

control of inorganic nitrogen and increasing production of

Penaeus monodon.

To monitor the substrate based periphyton effect on water and

soil quality parameters and to evaluate the quantitative

production of additional excellent natural food source for the

culture organism.

To optimize the fertilization rates in periphyton production in

the absence of shrimp grazing pressure.

To asses the combined effects of periphyton and addition of

carbohydrate in the production and sustainability of Penaeus

monodon.

To reduce the water based inorganic nitrogen discharge in to

environment this making shrimp farming more ecologically and

environmentally sustainable.
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Review of Literature

As demand for fish, crustaceans and other aquatic organisms is

increasing and capture fisheries reaches its maximum level of

exploitation, food production through aquaculture attracts global

attention. For the successful rearing of tiger prawn, development of a

balanced artificial ration is essential (Banerjea, 1967). The optimum

amounts of dietary protein and energy play key roles in the growth of

shrimp in culture ponds (Tiemeier et al., 1965; Hastings, 1967).

Studies in shrimp have indicated that those diets which are low in

both protein and total energy resulted in reduced weight gain (Lee and

Putnam, 1973; Garling and Wilson, 1976). High dietary protein

essential for faster tissue growth and maintenance, is an expensive

component of formulated diets and protein may be catabolised to

meet the energy requirements of somatic growth (Capuzzo and

Lameasten, 1979; Sedgwick, 1979). Higher dietary protein feed

deteriorates the water and soil quality in shrimp grow-out ponds

(Boyd, 1989). Furthermore, Avnimelech and Lacher (1979) and Boyd

(1985) reported that total fed feeds only 50% of the feed is utilized by

the cultured organism. The remaining 50% dietary protein feed is

assumed to constitute feed waste, which is a major source of

ammonium-N (Gaudy and Gaudy, 1980; Heaper, 1988). Colt and

Armstrong (1981) reported that accumulation of toxic inorganic

nitrogen species such as NH4* and N02" in water is one of the major
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problems affecting the sustainability of shrimp farming. Ammonia-N

is a highly toxic compound because it can easily cross most biological

membranes and cause pH alterations which may reduce survival

rates and impair various physiological mechanisms (Schmidt-Nielson,

1983; Campbell, 1991). The release of dissolved nutrients by a shrimp

farm leads to an increase in their concentration in the receiving water

body. This increase has been termed as ‘hypernutrification’ (Gowen

and Bradbury, 1987). Increasing levels of total nitrogen, total

inorganic nitrogen and total phosphorus in shrimp pond water poses

serious environmental problem (Boyd, 1990).

The most widely documented process associated with

commercial culture is the high accumulation of organic matter due to

the deposition of solid waste from undigested feed (Brown et al., 1987;

Gowen et al., 1991). The aquaculture industry is focusing on the

development and refinement of water recycling technologies due to

concerns related to the potential negative impacts of production on

the environment (Klontz, 1979; Rosenthal, 1994). Typically,

mechanical filtration removes particulate matter, while biological

filtration removes dissolved wastes, including ammonia (Brune and

Gunther, 1981; Kaiser and Wheaton, 1983; Losordo, 1991). However,

it is not economically viable in a high surface area due to the higher

cost. At the same time, good water quality is essential for ensuring

survival and adequate growth rate (Boyd, 1990; Burford, 1997].
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Aquatic animals excrete ammonium, which may accumulate in

the pond bottom. A different approach is to estimate the amount of

carbohydrate needed to be added in order to immobilize the

ammonium excreted by the fish or shrimp in the culture system

(Avnimelech and Lacher, 1979; Boyd, 1985; Muthuwani and Lin,

1996). The manipulation of shrimp culture system for improved water

quality and shrimp production requires a definite understanding of

various physical, chemical and biological processes (Boyd, 1986).

Reduction of dissolved inorganic nitrogen can be established in

intensive, well aerated and circulated fish or shrimp ponds by the

application of organic carbon sources (Avnimelech et al., 1989). The

organic carbon rich substrates such as glucose, cassava and sorghum

meal were used to control carbon / nitrogen ratio (Avnimelech et al.,

1994). The control of inorganic nitrogen accumulation in pond is

based upon carbon metabolism and nitrogen immobilizing microbial

process. Bacteria and other microorganisms use carbohydrates

(sugar, starch and cellulose) as a food, to generate energy and to

produce proteins and new cells (Avnimelech, 1999). The resulting

heterotrophic bacterial production (single cell protein) may be utilized

as a food source of fish and shrimp (Beveridge et al., 1989;

Rahmathulla and Beveridge, 1993; Burford et al., 2004a) and thus

lowering the demand for supplemental feed protein (Avnimelech,

1999). Schroeder (1978) reported that carp can filter out particles
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larger than 20 — 50 um. According to Odum (1968) Mugil cephalus

take up particles small as 10 pm. Interestingly Taghon (1982), found

that benthic invertebrates were able to take up microscopic glass bead

when they were coated with proteins.

Pond production systems in Southern Asian countries are

becoming increasingly reliant on external resources (feed, fertilizers)

to supplement or stimulate autochthonous food production in fish

pond. Hickling (1962) and Heaper (1988) have demonstrated that fish

production in fertilized ponds does not increase in direct proportion to

increased fertilizer addition and that above a certain level, increasing

fertilizer rates does not further increase fish yield. In most feed driven

pond production systems, only about 15 — 30% of nutrient input is

converted into harvestable products, the remainder being lost to the

sediment, effluent water and the atmosphere (Acosta-Nassar et al.,

1994; Gross et al., 2000). In nutrient rich environment, the substrate

acted merely as a platform for periphyton (Moss, I998). On the other

hand, periphyton biomass in open water habitats strongly depended

on substrates type (Blinn et al., I980; Hansson, 1992; Vymazal and

Richardson, 1995). The amount of periphyton biomass per surface

area was found to be highly variable and was influenced by water

depth (Konan-Brou and Guiral, 1994; Light and Beardall, 1998;

Keshavanath et al., 2001a), nutrient availability (Elwood et al., 1981;

Fairchild et al., 1985) grazing pressure (Hatcher and Larkum, 1983;
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Hansson et al., 1987; Hay, 1991; Huchette et al., 2000) and

seasonality, including environmental parameters (Hatcher and

Larkum, 1983; Carpenter, 1986; Bothwell, 1988; Arfi et al., 1997;

Ledger and Hildrew et al., 1998).

The term ‘periphyton’ is applied to the complex of sessile biota

attached to submerged substrata such as stones and sticks and

includes not only algae and invertebrates but also associated detritus

and microorganisms. The assemblage of attached organisms on

submerged surfaces, including associated non-attached fauna are

referred to as periphyton (van Dam et al., 2002). The feasibility of

periphyton based systems has been explored in brackishwater fish

ponds in West Africa (Welcomme, 1972; Hem and Avit, 1994; Konan­

brou and Guiral, 1994). Periphyton is a complex matrix of algae and

heterotrophic microbes attached to submerged surfaces in streams

and other shallow waters. It serves as an important food source for

invertebrates and some fish (Apesteguia and Marta, 1979; Newman

and Mclntosh, 1989; Cattaneo et al., 1993). Periphyton based

aquaculture systems offer the possibility of increasing both primary

production and food availability for culture organism (Legenedre et al.,

1989; Hem and Avit, 1994; Guiral et al., 1995; Wahab et al., 1999a).

Greater abundance of net phytoplankton in ponds probably relates to

higher nutrient input in those ponds (Boyd, 1989). Biochemical

oxygen demand and ammonia-nitrogen were most closely related to
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phytoplankton abundance and community variation in the grow-out

ponds. Ammonia-nitrogen is an important algal nutrient (Boyd, 1989)

and BOD is a measure of the organic material in ponds which is

closely related to phytoplankton communities (Tookwinas and

Songsangjinda, 1999). In shrimp ponds, ammonia concentration was

not significantly affected by pond depth, although nitrite and nitrate

were inversely related to pond depth (Carpenter et al., 1986).

Presumably, reducing water depth in a pond with a high

phytoplankton density will reduce light limitation of phytoplankton

growth and thereby enhance nutrient uptake (Piedrahita, 1991). A

periphyton mat consists of a solid matrix embedded with bacteria,

algae, protozoa, fungi, zooplankton and small invertebrates (Kalpan et

al., 1987; Bender and Phillips, 2004; Garcia-Meza et al., 2005). The

selection of suitable species (Wahab et al., 1999a; Azim et al., 2001),

selection of locally available substrates and the optimization of

fertilizer dose are the major steps in periphyton based aquaculture. It

is evident that periphytic algae need to be grazed constantly and kept

at low biomass to maintain their high productivity (Hatcher, 1983;

Hay, 1991; Huchette et al., 2000). Trials have demonstrated that fish

production from ponds supplied with additional substrates for

periphyton production is higher than that from substrate free controls

(Legendre et al., 1989; Konan et al., 1991; Hem and Avit, 1994; Guiral

et al., 1995; NFEP, 1997; Wahab et al., 1999a; Azim et al., 2001).
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Laboratory based grazing trails also indicated that algal feeding

species, such as Tilapias, can ingest more plant based food per unit

time when presented as periphyton than as plankton (Dempster et al.,

1993)

Miller and Falace (2000) suggested two mechanisms for

increasing fish production in artificial reef based system: (1) the

additional shelter provided by the substrate allows more of the

resource to flow into cultured organism biomass and (2) the new

primary production and attached benthic secondary production

fostered by the artificial substrate support a new food web, part of

which will end up in cultured species biomass. Maximum periphyton

biomass level is reported to be coinciding with the euphotic zone

(Konan-Brou and Guiral, 1994; Keshavanath et al., 2001c). Wahab et

al. (1999a) reported 53 genera of periphyton collected from scrap

bamboo in fish ponds among which 12 genera were observed in verity.

Huchette et al. (2000) identified 32 species of diatom as periphyton

along with other micro and macro organisms from both animal and

plant kingdoms growing on artificial substrates in Tilapia cages. The

periphyton quantity varied substantially with substrate type,

fertilization level, environment conditions and taxonomic composition

(Paine and Vadas, 1969; Heaper, 1988; Makarevich et al., 1993;

Napolitano et al., 1996; Ledger and Hildrew, 1998; Huchettu et al.,

2000; Keshavanath et al., 2001a). The increased fertilization rate
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amplified pond productivity. However, it results in drastic production

of inorganic nitrogen in the culture system (Bormann et al., 1968;

Vitsousek et al., 1979; Schimel and Firestone, 1989; Dail et al., 2001).

Konan-Brou and Guiral (1994) and Keshavanath et al. (200la)

reported that maximum periphytic biomass levels coincided with

photosynthetic compensation and the depth of culture pond. The

biodegradable substrates viz. sugarcane bagasse, paddy straw, dried

water hyacinth (Eichomia crassipes), kanchi, PVC pipes and bamboo

poles were used in the culture system for the periphyton production

but the highest periphyton growth occurred on bamboo poles

(Ramesh et al., 1999; Umesh et al., 1999; Azim, et al., 2001;

Keshavanath et al., 2001a; Azim ct al., 2002; Joice ct al., 2002;

Mridula et al., 2003). Microbial communities containing algae, blue

green algae, bacteria, protists, zooplankton and fungi embedded in an

extracellular polysaccharide matrix develop on submerged surfaces.

Within these communities, autotrophic or heterotrophic biomass

dominates, depending on light, dissolved oxygen and nutrient

availability (Hepher et al., 1989).

Worldwide aquaculture has been increasing rapidly in the last

decade, approximately at an average rate of more than 10% per year

(Muir, 1995; Tacon, 1997; Pedini and Shehadeh, 1997; World Bank,

1998; FAO, 2001), mainly due to the combined effects of increasing

world population (Caddy and Griffiths, 1995), and the increasing
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demand for aquaculture products in developed countries (Tacon,

1997; Lem and Shehadeh, 1997). Modified extensive production of

juvenile shrimp is gaining increased attention worldwide as a

potential means to improve aquaculture production via application as

a transitional nursery system (i.e. between the hatchery and grow-out

ponds). Stocking juvenile shrimp into grow-out ponds, as opposed to

post larvae, is thought to improve production mainly by; increasing

early survival rates in ponds, because juveniles are likely to be hardier

and therefore more able to adapt to pond conditions (Samocha et al.,

2002), and also to reduced grow-out duration (Samocha et al., 1993;

Peterson and Griffith, 1999). Reduced growth and survival at higher

densities are attributed to a number of factors like, a decrease in the

availability of space and natural food sources (Maguire and Leedow,

1983; Peterson and Griffith, 1999); an increase in adverse shrimp

behavior such as cannibalism (Abdussamad and Thampy, 1994); the

degradation of water quality (Nga et al., 2005); and accumulation of

undesirable sediment (Arnold et al., 2005, 2006). It is believed that

added surface area created by the substrates enhance the

colonization of epiphytic biota, which in turn provides a natural food

supplement for the shrimp (Moss and Moss, 2004; Burford et al.,

2004b). Shrimp was also cultured both with and without the addition

of artificial substrates, on the surface of artificial substrates colonized

with epiphytic biota, at each density to ascertain if Penaeus monodon
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benefit from the addition of substrates during intensive production

(Moss and Moss, 2004).

In shrimp culture systems, phytoplankton and bacteria play a

crucial role in the processing of nitrogenous wastes (Shilo and Rimon,

1982; Diab and Shilo, 1988). The use of low protein feed led to a

significant reduction in the feed based inorganic nitrogen

accumulation in the pond (Li and Lovell, 1992). The addition of

carbohydrate enhances the total heterotrophic bacterial population in

the pond, which in turn results in further reduction of inorganic

nitrogen. Middelburg and Nieuwenhuize (2000a), Benner (2002) and

Bronk (2002) found that the presence of microbial community uptake

the different nitrogenous substrates. Heterotrophic bacteria nitrogen

uptake focused on dissolved inorganic nitrogen (DIN), especially

ammonium-N (NI-14*) and nitrate-N (NO3") as an important nitrogen

source (Antia et al., 1991; Middelburg and Nieuwenhuize, 2000b;

Bronk, 2002; Zehr and Ward, 2002 ; Berman and Bronk, 2003). Thus,

the low toxic inorganic nitrogen levels in the pond (Wahab et al.,

2003) and utilization of microbial cells as feed act as favorable factors

for the augmented shrimp production (Avnimelech, 1999; Burford et

al., 2003, 2004b). The utilization of microbial protein depends on the

ability of the target animal to harvest the bacteria and its ability to

digest and utilize the microbial protein (Avnimelech, 1999). Extensive

conditions and carbohydrate addition to the water column also
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resulted in a significant increase in the THB count, together with

observed lower TAN concentrations in water and sediment (Bronk,

2002). Carbohydrate addition also caused a significant reduction in

N02--N concentration in the water column, which can be attributed to

low availability of TAN as substrate for nitrification (Avnimelech,

1999; Hari et a.l., 2004). Furthermore, lower TAN in the sediment

positively influenced the food intake and health of the shrimps

(Avnimelech and Ritvo, 2003). The addition of carbohydrate to

intensively well-mixed production systems will reduce the TAN

concentration through immobilization by bacterial biomass

(Avnimelech and Mokady, 1988; Avnimelech et al., 1989; 1994; and

Avnimelech, 1999). According to Avnimelech (1999) TAN

concentrations were found low (2.0 mg 1'1) in carbohydrate added

shrimp culture, when compared to the findings of Chen and Tu (1991)

(6.5 mg 1-1) and Thakur and Lin (2003). Cotner et al. (2000) showed

that water samples collected from Florida Bay having a TAN

concentration of 7.4 - 17.1 pg 1'1 enhanced microbial growth with

glucose addition. Water exchange in ponds is limited or even null,

leading to the accumulation of organic residue and to the

development of dense heterotrophic microbial population (McIntosh,

2000; Avnimelech, 2003). In intensive aquaculture systems, inorganic

nitrogen, including toxic ammonia and nitrite accumulate in the water

(Mclntosh, 2000). This problem is prevented through the addition of
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carbonaceous substrates leading assimilation of the soluble inorganic

nitrogen and its incorporation into microbial protein (Chamberlain et

al., 2001; Tacon et al., 2002). The microbial protein, aggregated in

microbial flocs serves as a rich source of amino acids and growth

factors to fish and shrimp, leading to a significant recycling of protein

and higher utilization of feed (Avnimelech et al., 1994; Chamberlain et

al., 2001; Tacon et al., 2002). Recent research showed that

carbohydrate addition in extensive shrimp ponds improved the

nitrogen retention efficiency and had a positive effect on production

(Hari et al., 2004).

The shrimp growth recorded in carbohydrate added culture

conditions was not limited by any of the water quality parameters as

they fell in the favorable limits for Penaeus monodon production (Chen

et al., 1990; Hariati et al., 1996). The comparable net shrimp yield

and FCR showed the possibility of reducing the dietary protein level in

favor of addition of carbohydrate to the water column without any

significant reduction in shrimp production (Hari et al., 2004). The

reduction in TAN and N02--N levels observed in carbohydrate added

treatments could only be attributed to the increased THB population,

which immobilized TAN for the synthesis of new bacterial cells (Hari et

al., 2004). Burford et al. (2004b) suggested that ‘flocculated particles’

rich in bacteria and phytoplankton could contribute substantially to

the nutrition of the Litopenaeus vannamei in intensive shrimp ponds.
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Survival rates were similar in various experiments showed that

water and sediment quality were favorable for Penaeus monodon

cultivation (Hariati et al., 1996). Shrimp rely on natural foods even in

fed ponds. Studies using stable isotope have shown that the natural

biota can contribute to shrimp nutrition in less intensive systems

(Parker and Anderson, 1989; Cam et al., 1991; Burford, 2000).

Focken et al. (1998) found that 71% natural food in the stomachs of

Penaeus monodon in semi—intensively managed fed pond. Four to ten

percent of 15N-enriched natural biota were retained by shrimp within

48 hours (Burford, 2000). O’Keefe (1998) suggested a reduced dietary

protein level (25 - 30%) for Penaeus monodon in extensive type of

shrimp culture systems against 30 — 40% and 40 — 50% in semi­

intensive and intensive type of culture, respectively. Depending on the

culture system, 16 - 21% of the total amount of nitrogen available in

the system was retained in shrimp biomass. These values concur with

14% retention in semi intensive Penaeus vannamei ponds (Teichet­

Coddington et al., 2000), 18% retention in semi-intensive Thai

shrimps ponds (Briggs and Funge-Smith, 1994) and 21 — 22%

retention in intensive Penaeus monodon shrimps ponds (Jackson et

al., 2003). However, in closed intensive Penaeus monodon rearing

systems, a 23 - 31% N recovery was recorded (Thakur and Lin, 2003).

The nitrogen budget in the carbohydrate added shrimp culture system

revealed that 16 - 21% of the total nitrogen input was retained in the
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shrimp, 0.22 - 0.49% in the water, 67 - 71% in the sediment, and 2.1

- 2.7% was lost through water exchange (Hari et al., 2006). Extensive

shrimp farming with low water exchange pollutes less surrounding

surface waters than all other shrimp farming systems (Hari et al.,

2006y
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1. Introduction

Tiger shrimp, Penaeus monodon (Fabricius) is the prime marine

-candidate species used for aquaculture in South East Asia. Asian

countries are contributing to 91% of the world shrimp production

(FAO, 2002). Of the total global shrimp production 90% comes from

extensive and modified extensive types of farming (FAO, 2001).

Aquaculture contributes significantly to the world food supply,

providing around 30% of fisheries production (Anon, 1994; Shahidul

et al., 2003). Since further resources are exploited beyond their

sustainable limit by capture fisheries, aquaculture is expected to

continue to have an important role in catering to the ever increasing

demand for fish. However, aquaculture systems today have expanded

large enough to have significant impact on environment, such as pond

culture and cage culture systems produce a lot of wastewater by huge

nutrient loading to the environment which might be a source of water

pollution (Naylor et al., 1998, 2000). These circumstances have forced

industry to use recirculating systems in aquaculture systems both in

sea water as well as fresh water (Tanaka et al., 1994; Krom, 1989),

which is very expensive and not profitable. The high concentration of

ammonia produced by uneaten feeds and fish waste are toxic to the

organism cultured in aquaculture systems (Roger and Klementon,

1985). Aquatic animals require high concentration of protein rich feed

and the source of ammonium is typically high protein rich feed
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supplied by the farmers. Major ecological impact of shrimp farming is

the discharge of nutrient rich waters in to coastal waters that may

cause severe damage to the ecosystem (Colt and Armstrong, 1981;

Folke and Kautsky, 1992; Naylar et al., 1998; Shang et al., 1998). A

reduction in environmental quality of estuary can have a negative

effect on shrimp pond operations (Paul and van Veen, 1978; Smith,

1996, 1999). Discharging water from ponds is a common management

practice to ensure adequate water quality for shrimp growth. The

discharge of high load of nutrients and suspended solids bring about

adverse effects on the receiving water like enhancing ammonia-N

content (Naylor et al., 1998; Smith et al., 1999). Therefore, efficient

method for removal of ammonia-N and increase in yield from

aquaculture system are needed for the development of sustainable

shrimp farming techniques.

Poor shrimp survival and yield in extensive shrimp culture

system have been attributed to several factors, including low quality

of shrimp seed, poor environmental conditions and management

(Sinh, 1994; de Graaf and Xuan, 1998; Johnston et al., 1999;

Johnston et al., 2000a, b). Better environmental conditions are

essential for the survival and adequate growth in shrimp (Boyd, 1976;

Burford, 1997). Low primary productivity and rapid rate of benthic

decomposition have already been suggested as possible factors

limiting shrimp production (Alongi et al., 1999a, b). One of the
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potential measures to improve sustainability in shrimp production

system is the addition of organic carbon rich substrate (glucose,

cassava, sorghum meal or cellulose) to control the carbon / nitrogen

ratio (C / N ratio) (Avnimelech, 1999). Reducing water exchange to 0%

in carbohydrate added treatments have no significant effect on shrimp

growth, survival or production (Hopkins et al., 1993; Hopkins, 1994;

Hopkins et al., 1995a, b; Martinez—Cordova et al., 1995; 1996). In

USA, the regulation of pond discharge has led to the efforts for

minimizing water exchange (Tucker, 1985; Wang, 1990; Hopkins et

al., 1993). Reduction of dissolved inorganic nitrogen can be

established in extensive system, well aerated and circulated fish or

shrimp ponds by the application of organic carbon sources

(Avnimelech et al., 1989; Avnimelech, 1999). The manipulation in the

C / N ratio may result in a shift from an autotrophic to a

heterotrophic system (Avnimelech, 1999; Browdy et al., 2001). The

heterotrophic bacterial population utilizes the inorganic nitrogen to

synthesize bacterial protein and new cells (single cell protein) and it

may be utilized as a food source by the culture organism (Schroeder,

1987; Beveridge et al., 1989; Rahmatulla and Beveridge, 1993)

especially shrimp (Burford et al., 2004a), thus minimizing the demand

for supplementary feed protein (Avnimelech, 1999). Taghon (1982)

found that benthic invertebrates were able to take up microscopic

glass beads when they are coated with proteins.
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The effect of addition of organic carbon source with constant

mixing and aeration on the reduction of inorganic nitrogen in

aquaculture ponds of extensive, intensive or super intensive types is

reported by Avnimelech (1999). An investigation on the effect of

addition of organic carbon source and optimization of protein

percentage in the shrimp feed in extensive stagnant shrimp ponds by

water quality and shrimp production is warranted. The suspended

solids distributed in the water column are believed to contribute to

the success of this technique. Sine the bulk of shrimp is still grown in

extensively managed stagnant Water ponds, even a small impact of

carbohydrate addition on production and sustainability will have a

major effect on global shrimp production.

The objectives of the present study are:

1. To determine the suitable dietary protein level for the

addition of carbohydrate.

2. To assess the level of enhancement of heterotrophic bacterial

population due to the addition of carbohydrate in extensively

managed shrimp ponds.

3. To evaluate whether the addition of carbohydrate is useful in

improving the ecological sustainability in shrimp farms.

4. To examine whether the addition of carbohydrate helps in

increasing shrimp production.
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2. Materials and methods

Experiment design

Tank allocation for each treatment was done following

completely randomized design and triplicate tanks were maintained

for each treatment. The experiment had a 2 x 2 factorial design with

two levels of dietary protein (25% and 40%) with and without

carbohydrate source addition directly to the water column. The

treatments without carbohydrate addition are abbreviated as P25 and

P40, while the treatments with carbohydrate addition are abbreviated

as P25 + CH and P40 + CH.

Experimental setup

The experiment was carried out in 1200 liter fiber reinforced

plastic (FRP) tanks having an effective bottom area of 1.86 m2. All the

tanks were provided with uniform sediment layer (6 cm thick) brought

from an extensive shrimp culture pond (Pokkali shrimp farm). The

culture tanks were filled with 26 ppt saline water from Cochin

estuary, which was pumped into a concrete tank and kept for 1 week

for conditioning. The water level was maintained at 50 cm without

water exchange during the 60 days experiment. Post larvae of

Penaeus mondon (PL 20) purchased from a commercial hatchery were

nursed for 30 days in FRP tanks at a stocking density of 250 m"2.

After 30 days, uniform sized (0.357 :1: 0.01 g) juveniles were stocked at
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density of 6 juveniles m-2 in the culture tank. To stimulate

phytoplankton bloom, culture tanks were fertilized with urea and

super phosphate at a rate of 4 and 1 g m'2 week"1 during the first

three weeks of the experiment. 25% and 40% crude protein diets were

prepared for shrimp diet (Higashimaru Feeds India Limited,

Kuthyathodu, S.India). Locally purchased tapioca flour was used as

carbohydrate source. Shrimps were fed with experimental feed at 15%

of initial weight and adjusted gradually to 6% at the end of the

culture. The pelleted shrimp feed distributed evenly over the tank’s

surface, twice daily at 08.00 and 18.00 hours. Pre-weighed

carbohydrate was mixed with tank water in a beaker and applied to

the Water column uniformly followed by first feeding during the day.

Shrimps were harvested by draining the tanks; individual length,

weight and survival were recorded.

The quantity of carbohydrate (CH) added in the

experiment

Carbohydrate addition was calculated following Eq. (1)

(Avnimelech, 1999), and assuming that the added carbohydrate

contains minimum 50% carbon, the CH addition needed (ACH) to

reduce the total ammonia nitrogen concentration by 1 g N m-3 is 20 g

m'3.
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ACH = AN / 0.05 (1)
It can be assumed that the ammonium flux into water,

ANH4*, directly by excretion or indirectly by microbial degradation of

the feed residues, is roughly around 50% of the feed nitrogen

(Avnimelech, 1999):

AN = Quantity of feed x %N in feed x %N excretion (2)

The amount of carbohydrate addition needed to assimilate the

ammonium flux into microbial protein is calculated using Eqs. (1) and

(2)1

ACH = Quantity of feed x %N in feed x %N excretion / 0.05 (3)

According to Eq. (3), 390 gm tapioca flour is required for each

kg of 25% dietary protein and 620 gm tapioca flour for each kg of 40%

dietary protein.

Water and sediment quality monitoring

Water quality parameters viz, temperature (mercury

thermometer), salinity (hand refractometer), water pH (pH pen) and

secchi disk reading were measured directly from the tank and

dissolved oxygen (Winkler method, APHA, 1995) in site at 09.00 AM

on a daily basis. Water samples were collected using horizontal water

sampler from three locations of each tank and pooled together.

Sediment and water samples were collected on biweekly basis between

09.00 and 10.00 hours. The water samples were filtered through
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GF/ C Whatman glass fiber filter and the filtrate was analyzed for

nitrate-N (cadmium reduction), nitrite-N and total ammonia nitrogen

(TAN) (Phenol hypochlorite method) (Grasshoff et al., 1983). Biological

oxygen demand (5 days BOD) of water samples was estimated

following APHA (1995). Monthly chlorophyll—a in non-filtered water

column samples was analyzed following standard methods (APHA,

1995). Sediment samples were collected from six locations using PVC

pipes (2 cm diameter). Sediment pH was measured by pH pen. The

organic carbon in the sediment was determined following El Wakeel

and Riley (1957). Exchangeable TAN, nitrite-N and nitrate-N in the

sediment were (Mudroch et al., 1996) also estimated. The net protein

value (NPV) of shrimp was measured by Jean guillaume et al. (2001).

Monthly observation of total heterotrophic bacteria (THB) count in the

water and sediment was also estimated by the standard procedures

(APHA, 1995) and expressed as colony forming unit (cfu).

Shrimp production was measured by:

The growth of shrimp was estimated with the help of formula

Growth = (Final measure1nent_7gInitialmeasurement) X 100

Initial measurement
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The specific growth rate (SGR) was calculated by following the

formula

SGR = (log final weight —10,g initial weight) X 100

Days of experiment

Feed conversion ratio (FCR) was calculated following the

formula

FCR = Feed consumed JDry weight}

Live weight gain (Wet weight)

Protein efficiency ratio (PER) = Live weight gain

Protein consumed in dry weight

Food conversion efficiency (FCE)

= Total live weight gained blfish X IOQ

Total dry weight of feed offered

Average daily weight gain (ADG) = Final weightg— initial weight

Time interval

Survival rate (%) == Final number of shrimp X100

Initial number of shrimp
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Statistical analysis

All the non-repeatedly measured variables (shrimp growth,

yield, SGR, FCR, FCE, PER, ADG, survival rate and net protein value

of shrimp] were analyzed by One-Way ANOVA Tukey HSD software

using SPSS 11.5. Daily, biweekly and monthly water and sediment

parameters were compared by using Two-Factor ANOVA without

replication was performed using Microsoft Excel 2000 XP. Significant

treatment effects were separated by calculating the least significant

difference at 5% level.

3. Results

Water and sediment quality parameters

The mean values of daily water quality parameters such as

temperature, water pH, dissolved oxygen, salinity and secchi disk

readings are shown in Table 2.1. N0 significant difference (P>0.05)

was observed among the treatments in temperature (28.12 — 28.13

°C), water pH (7.84 — 7.88) and dissolved oxygen (5.99 - 6.12 mg 1'1).

However, secchi disk reading showed significant variation (P<0.05)

among treatments, with higher value in treatment P25 and P40 + CH

(50.97 and 51.37 cm), while it was lower in treatment P25 + CH and

P40 (45.90 and 49.00 cm). The dietary protein level and carbohydrate

addition had no significant effect (P>0.05) on the alkalinity, BOD and
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soil pH (Table 2.2), the values being in the range 51.00 — 52.43 mg

CaCO3 1-1, 3.50 - 4.45 mg 1'1 and 7.80 —- 7.85 respectively.

The mean values of biweekly water and sediment treatment

wise TAN, nitrite-N, nitrate-N and THB results were summarized in

Table 2.2. The treatment with carbohydrate addition showed

significant reduction (P<0.05) in inorganic nitrogen production in

water and sediment. The treatment P40 showed significantly (P<0.05)

higher water TAN (9.02 pg 1'1), nitrite-N (3.59 pg 1'1) and nitrate-N

(7.47 pg 1'1) concentration while it was lowest in the treatment P25 +

CH (3.04, 0.96 and 1.95 pg 1'1). The results of ANOVA showed that

‘dietary protein level in the diet have significant effect (P<0.05) in the

production of inorganic nitrogen concentration in sediment. Higher

THB population in water and sediment were observed in carbohydrate

added treatments (P25 + CH and P40 + CH) (Table 2.2). However,

chlorophyll-a and organic carbon showed no significant differences

(P>0.05) between the treatments.

The effect of carbohydrate addition and dietary protein levels on

water and soil quality of treatments during the culture period is

shown in Fig. 2.1 and in Fig. 2.2 respectively. The results revealed

that addition of carbohydrate to water column was effective in

reducing (P<0.05) the TAN and nitrite-N levels during the rearing

period. Among the sampling periods treatment P40 showed highest

water TAN (23.65 pg 1-1), nitrite-N (11.41 pg 1-1) in sampling period
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foLu' and in nitrate-N (21.64 ug 1'1) concentration was observed during

the sampling period five (Fig. 2.1). In sediment highest TAN

concentration was observed in treatment P40 (53.24 pg 1'1) followed by

treatment P25 (52.31 ug 1'1) during the sampling period five. The THB

population during the culture period in water ranged from 47.33 —

132.67 x 105 cfu ml-1 while in sediment it ranged from 9.39 — 25.66 x

107 cfu ml-1 (Fig. 2.1 & 2.2). During the culture period treatment P40

+ CH showed higher THB concentration followed by treatment P25 +

CH. Results showed that the addition of carbohydrate source had a

significant effect on (P<0.05) the THB count and it was useful in

promoting the growth of THB population both in water and sediment

(Fig. 2.1 & 2.2).

Shrimp yield parameters

Details of shrimp harvested from experimental ponds with and

without carbohydrate source addition are shown in Table 2.3.

Significantly higher individual shrimp weight was recorded in the

treatment P40 + CH, P40, and P25 + CH (2.40 - 3.02 g) than in P25

treatment (1.35 g). Higher shrimp yield was recorded in P25 + CH

(14.2 g m'2) when compared to P25 (7.4 g m*2). The treatments with

carbohydrate added (P40 + CH and P25 + CH) showed significantly

(P<0.05) higher SGR value than without carbohydrate added
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treatment (P40 and P25). The carbohydrate addition have significant

effect (P<0.05) on shrimp SGR than the dietary protein level. Lower

FCR values (3.33) were recorded in carbohydrate added treatment

(P25 + CH) than P25 (6.18) and it was not significantly different

(P>0.05) from P40 (3.28) and P40 + CH (2.68). The dietary protein

level with the addition of carbohydrate had a significant effect (P<0.05)

on the FCR values among the treatments. The one-way ANOVA results

showed that the ADG values of P25 + CH, P40 and P40 + CH (0.03 —

0.04 g m'2) were significantly different (P<0.05) from the treatment

P25 (0.01 g m'2). PER (1.17) and net protein value (NPV) (27.17%)

results also showed that treatment P25 + CH utilized the maximum

protein for yield. Survival of the shrimp did not vary significantly

(P>0.05) among the treatments (68 — 74%).

4. Discussion

The nature of water quality is an important tool in aquaculture

pond management, because results of such analysis are indicative on

the suitability of water for aquaculture production or the

concentrations of some of the parameters are suboptimal (Boyd et al.,

1994). According to Boyd (1976) the optimum ranges for extensive

shrimp culture variables are water temperature 26 - 32 °C, pH 7.5 ­

8.5, alkalinity 50 - 90 mg CaCo3 1'1 and dissolved oxygen 4.5 - 8.0 mg
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1'1. In the present study, the water temperature, water pH, alkalinity

and dissolved oxygen were found to be in optimal ranges during the

culture periods, while the secchi disk reading showed significant

variations. Chei (1992) recommends the optimum water secchi disk

value at 40 — 50 cm. Dewan et al. (1991) and Ahmed (1993) observed

an inverse relationship between secchi value and chlorophyll-a in

ponds. In the present study, chlorophyll—a concentration showed

significant variations. Binch et al. (1997) found that alkalinity, water

and bottom soil pH are significantly correlated with shrimp yield. The

results of the present study revealed that the temperature, dissolved

oxygen, alkalinity, water and bottom soil pH variables were in the

optimal ranges and there is no significant variation among treatments

during the culture.

Addition of carbohydrate to the pond water column resulted in

significant reduction in the concentration of TAN both in water and

sediment and this finding concurs with that of Avnimelech and

Mokady (1988), Avnimelech et al. (1989), (1994) and Avnimelech

(1999) reported significant reduction of TAN in the commercial-scale

ponds of Tilapia both in sediment and water column due to the

addition of carbohydrate. In the present study, carbohydrate added

treatments (P25 + CH and P40 + CH) showed significant increase of

total heterotrophic bacteria population during the culture period.

Burford et al. (2004a) strongly support the view that the addition of
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carbohydrate in culture system facilitated the increase of

heterotrophic bacterial population during the culture time. In the

shrimp culture system, the toxic nitrogenous wastes were effectively

used by the phytoplankton and microbial activities (Shilo and Rimon,

1982; Diab and Shilo, 1988). However, the water TAN concentrations

in treatment P40 (9.02 1: 9.30 ug 1-1) was higher when compared to

treatment P40 + CH (3.73 :1: 4.30 pg 1'1). Low TAN concentrations were

recorded in the present study due to the addition of carbohydrate, on

the other hand, higher THB were observed in water and sediment in

these treatments. The concentrated bacterial population in the pond

water or soil with carbon source is the goal of reducing inorganic

nitrogen production in the shrimp and fish culture system (Boyd et

al., 1984; Tucker and Lloyd, 1985; Chiayvareesajja and Boyd, 1993;

Queiroz and Boyd, 1998). The dissolved inorganic nitrogen limitation

can be established in the culture system, fish or shrimp pond by

adding a carbon-rich several other substrate like glucose and cassava

meal cellulose powder (Avnimelech and Mokady, 1988; Avnimelech et

al., 1989; Avnimelech et al., 1994; Avnimelech, 1999) and molasses

(Burford et al., 2004b). In the present study, tapioca flour was used

as a carbohydrate source for the microbial consumption by increasing

the bacterial population. Bacteria utilized the added carbohydrate as

food and synthesized microbial protein through the subsequent

uptake of nitrogen from the system (Avnimelech et al., 1994).
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Subsequent reduction of inorganic nitrogen and enhancement of THB

in the carbohydrate added treatment strongly agrees with the above

statement. The resulting heterotrophic bacterial production (single­

cell protein) may be utilized as a food source by Carp and Tilapia

(Schroeder, 1978; Beveridge et al., 1989; Rahmatulla and Beveridge,

1993). Avnimelech et al. (1989) demonstrated a practical technique to

recycle excess N into fish or shrimp. The proliferation of bacterial

population in aquaculture ponds results in a number of benefits

(Boyd, 1995), such as reduction of blue green algal population,

inorganic nitrogen concentration, increasing dissolved oxygen and

promotion of organic matter decomposition.

Wang et al. (1992) reported that ammonia-N and organic carbon

were increased in response to dietary protein concentration. The

results of the present study showed that dietary level had a significant

effect on the concentration of toxic inorganic nitrogen species and in

organic carbon. The rate of dietary protein in pelleted feed was

particularly promoting the level of organic carbon in the system

(Rubright et al., 1981; Garson et al., 1986; Anderson et al., 1987;

Hemandez-Liamas et al., 1993). The addition of carbohydrate in to

extensive culture system is a potential means to reduce the

concentration of inorganic nitrogen (Avnimelech and Mokady, 1988;

Avnimelech et al., 1989, 1994; Avnimelech, 1999; Browdy et al.,

2001). The control of inorganic nitrogen was made possible by the

Carbon I nitrogen ratio optimization and periphyton development 45



Chapter — 2 Optimization of protein percentage

utilization of the inorganic-N to synthesize bacterial protein and new

cells (Avnimelech, 1999). Avnimelech et al. (1992, 1994) proved that

addition of carbohydrate reduced the need of dietary protein

concentration. In the present study 25% dietary protein feed and 40%

dietary protein feed were used for comparing dietary protein. The

usage of higher dietary protein level (40% dietary protein feed) was

resulted in the production of more inorganic nitrogen concentration in

the culture system. Conversely, while applying the appropriate level of

dietary protein level (25% dietary protein feed) with addition of

carbohydrate was found effective the production of inorganic

nitrogen production at very low levels, besides showing better survival

and higher shrimp yield. On the other hand, according to Garson et

al. (1986) the 25% dietary protein pelleted feed alone was not

sufficient to cater the required supplemental nutrients to Penaeus

monodon in intensive farming system.

No significant difference was observed in the survival among

the treatments and it can be attributed to the ideal water and soil

quality conditions prevalent in the culture systems (Hernandez­

Llamas et al., 1995). Among various treatments, the net shrimp yield

was significantly higher in carbohydrate added treatments. Burford et

al. (2004b) suggested that ‘flocculated particles’ rich in bacterial and

phytoplankton could contribute substantially to the nutrition of the

Litopenaeus vannamei in intensive shrimp ponds. Natural food from
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the shrimp pond contributed 75.09% of Penaeus subtilis stomach

contents while the formulated feed contributed only 15.16% in semi­

intensive culture system (Nunes et al., 1997). The utilization of

microbial protein depends on the ability of target animal to harvest

bacteria and its ability to digest and utilize the microbial protein

(Avnimelech, 1999). The net shrimp yield with low protein diet (25%)

together with addition of carbohydrate was comparable with the

treatment having 40% dietary protein and this finding would manifest

that Penaeus monodon can well utilize additional protein, which may

be derived from the bacterial biomass, as a consequence to the

addition of carbohydrate. The carbohydrate addition was beneficial in

the extensive shrimp culture practices by increasing the production,

reduced feed cost and the reduced inorganic nitrogen production in

water and soil of the culture system. These results are highly useful in

making the shrimp farming more ecologically sustainable and

economically viable.

In conclusion, addition of carbohydrate to the extensive shrimp

culture system reduced the demand for dietary protein level from 40%

to 25% without compromising the shrimp production. The direct

addition of carbohydrate to water column was useful in increasing the

total heterotrophic bacterial population and resulted in augmenting

shrimp production. The levels of inorganic nitrogen species in water

column were lower due to the subsequent uptake by bacteria.
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Profitability of the shrimp farming operation can be improved by the

addition of carbohydrate to ponds by reducing the feed cost and

fetching higher revenue from harvested shrimp. Furthermore, the

utilization of microbial protein by the shrimp was also useful in

increasing the net protein value (NPV) in shrimp. This type of culture

will definitely improve the sustainability of shrimp farming under

extensive and modified extensive methods of farming systems due to

conversion of more N inputs of the pond in to harvestable products.
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1. Introduction

Penaeus monodon, the tiger prawn is the most extensively

cultured crustacean in South—East Asia (FAO, 2000). Owing to its

high growth rate (CIFRI, 1985), ability for adaptation to various

culture systems (Alava and Lim, 1983) and good response to

compounded feed (Lee, 1971; Forster, 1972; Aquacop, 1976; Dall,

1992), Penaeus monodon is proved an ideal species for mass

cultivation in estuarine and brackish water ecosystem. Shrimp

farming has been a rapidly growing industry in many tropical and

subtropical regions due to its high export potential. However, the

increasing importance of shrimp aquaculture may influence the

productivity of shrimp farms (Anon, 1994). Consecutive farming

practices increase the toxic inorganic nitrogen concentration, which

may cause stress to culture organisms affecting adversely to their

growth (Dall et al., 1990). Coastal brackishwater shrimp farms are

known to exert substantial impact on surrounding environment.

Therefore, shrimp farming industries have been under increasing

pressure to reduce environmental impacts and improve sustainability

(Wu et al., 1994). Physical and chemical properties of water in shrimp

farms are useful indicators of farm management practices (Dierberg

and Kiattisimkul, 1996) and, at the same time, properties of effluent

water are important to understand the impact of farm effluents on the

receiving environment (Chua et al., 1989). Environmental
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manipulation to boost culture production requires a basic

understanding of the physical, chemical and biological processes

occurring in the culture system. The addition of carbohydrate source

helps to increase the microbial population and these microorganisms

utilize the inorganic nitrogen present in the culture system to produce

microbial protein. Feed present in the culture system has also been

found to influence water quality and shrimp health (Jory, 1995;

Burford and Williams, 2001). The shrimps cultured in extensive

culture system utilize the organic matter, bacteria, phytoplankton,

and zooplankton which results in high shrimp yield (Bombeo-Tuburan

et al., 1993; Allan et al., 1995). Reduction in eutrophication results

from optimizing pond water quality. This has been achieved largely by

trial and error approach of new designs and management based on

indoor observations. However, there is increasing need to understand

the natural processes taking in place pond systems which would be

helpful in reducing discharge loads and improve water quality (Tacon,

1996; Burford et al., 2001; Jory et al., 2001).

Shrimp farming industry is facing increasing pressure to lower

its environmental impact (Naylor et al., 1998). A major concern is the

discharge of nutrients from shrimp farms into coastal waters, while

largely contributes to increased algal bloom, oxygen depletion and

reduced biodiversity. Most of the nutrients discharged from intensive

shrimp farms originate from formulated protein rich feeds (P‘unge­
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Smith and Briggs, 1998). Experimental studies indicated that feed

inputs during the production cycle account for the bulk of nitrogen

inputs to many shrimp ponds (Briggs and Funge-Smith, 1994;

Jackson et al., 2003). Nitrogen (N) plays a key role in the dynamics of

aquaculture systems due to its dual role, in various fonns, as a

nutrient and toxicant. Dynamics of nitrogen in intensive aquaculture

ponds have been studied by Hargreaves (1997), Lorenzen et al. (1997)

and Lefebvre et al. (2001).

Therefore, efforts to improve feeding strategies must focus on

both optimizing production and minimizing waste. One of the

potential management measures to improve the sustainability in

shrimp production systems is the addition of organic carbon rich

substrate (glucose, cassava, sorghum meal or cellulose) to control the

carbon / nitrogen ratio (C / N ratio) (Avnimelech, 1999). Reduction of

dissolved inorganic nitrogen can be achieved in intensive, well aerated

and circulated fish or shrimp ponds by the application of organic

carbon sources (Avnimelech et al., 1989; Avnimelech, 1999). The

resulting bacterial production (single cell protein) may be utilized as a

food source by carp or tilapia (Schroeder, 1987; Beveridge et al., 1989;

Rahmatulla and Beveridge, 1993) and shrimp (Burford et al., 2003;

I-Iari et al., 2004). Further improving the technique of carbohydrate

addition in extensive production systems can have a major impact on

the sustainability of shrimp farming, especially when considering that
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the vast majority of shrimp production in Asia is still harvested from

extensively managed ponds.

Manipulations of shrimp culture systems to improve water

quality and to enhance production require a thorough understanding

of the physical, chemical and biological processes taking place (Boyd,

1986). The objectives of present study are,

(1) To examine the effectiveness of various modes of

carbohydrate application in the production and sustainability of

shrimp farming.

(2) To find out whether the addition of carbohydrate can lower

the protein content of the applied feed.

(3) To monitor which mode of carbohydrate application

increases the heterotrophic bacterial population.

(4) To find out whether the application is useful in augmenting

the shrimp production and

(5) To quantify the extent of reduction in toxic inorganic

nitrogen levels in the pond by the various modes of application.

2. Materials and methods

Experiment design

The experiment tanks were allocated following complete

randomized design with 25% and 40% dietary protein level with or

without carbohydrate addition. 40% dietary protein feed was
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pulverized and repelletised with the addition of required quantity of

carbohydrate source at 620 g per kg of feed, which resulted a 25%

protein diet with carbohydrate application through the diet were

conducted for the comparison. A 25% and 40% protein diet were

further abbreviated as P25 and P40. The treatments that received

carbohydrate addition to the water column are further referred to as

P25 + CH and P40 + CH. The dietary protein feed repelletised with

carbohydrate was abbreviated as CHD.

Experimental setup

The experiment was carried out in 6 m3 concrete tanks having

an effective bottom area of 6 m9. All the tanks were provided with a

uniform 7 cm thick sediment layer taken from an extensive shrimp

culture pond. Lime was added initially at 3 kg tank'1. Culture tanks

were filled with 22 ppt saline water from the Cochin estuary. Water

level in the culture tanks was maintained at 100 cm during the whole

culture period. Overflow pipes facilitated a runoff of rainwater with

minimum mixing with tank water. To stimulate phytoplankton

development, culture tanks were fertilized with urea and super

phosphate at the rate of 4 and 1 g m'2 week-1 during the first six

weeks of culture. Cattle dung was also added to the tanks at 5, 2, 3

and 2 kg tank'1 at the onset of the 2nd, 3rd, 5"‘ and 7th week of culture,

respectively. Twenty days old post larvae (PL 20) of Penaeus monodon
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purchased from a commercial hatchery were stocked in the tanks at a

density of 7 PL m-2. Commercial shrimp feeds containing 25% and

40% crude protein were used during the experiment (Higashimaru

Feeds India Limited, Kuthyathodu, S.India). Tapioca flour was used as

carbohydrate source. The quantity of carbohydrate was calculated

following Avnimelech (1999); i.e. 390 g and 620 g tapioca flour per kg

of the 25% and 40% diet fed, respectively.

Treatments were executed in triplicate and were assigned

randomly to the 15 tanks used in this study. Daily feeding rates of

shrimps were 15% body weight at the start of the experiment, and

declined gradually to 3% at the end of the culture period. Feed was

distributed evenly over the tank’s surface, twice daily at 08.00 and

18.00 hours. The pre-weighed tapioca flour was mixed in a beaker

with tank water and uniformly distributed over the tank’s surface

directly after the feed application at 8.00 AM. Shrimps were harvested

by draining the tanks 120 days after stocking. Individual length,

weight and survival were recorded.

Water and sediment quality parameters

Temperature (mercury thermometer), salinity (hand refracto

meter), water pH (pH pen) and transparency (Secchi disc) were

measured directly from the tank and dissolved oxygen (Winkler

method, APHA, 1995) daily in situ at 09.00 AM. Sediment and water
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samples were collected on biweekly basis between 09.00 and 10.00

hours. Water samples were collected using a horizontal water sampler

from three locations of each tank and pooled together before analysis.

Composite water column samples were filtered through a GF/ C

Whatman glass fiber filter and the filtrate was analyzed for nitrate-N

(cadmium reduction), nitrite—N and total ammonia nitrogen (TAN)

(phenol hypochlorite method) (Grasshoff et al., 1983). The biological

oxygen demand (5 day BOD) of the water samples were estimated

following APHA (1995). Monthly chlorophyll-a in non-filtered water

column samples was analyzed following standard methods (APHA,

1995]. Sediment samples were collected from six locations using 2

cm diameter PVC pipes. Sediment pH was measured by pH pen. The

organic carbon in the sediment was determined following EI Wakeel

and Riley (1957). Exchangeable TAN, nitrite-N and nitrate-N were

measured according to Mudroch et al. (1996). The net protein value of

shrimp was measured by Jean guillaume et al. (2001). Monthly

observation of total heterotrophic bacteria (THB) count in the water

and sediment was estimated following the standard procedures

(APHA, 1995) and expressed as colony forming units {cfu).

Statistical analysis

Daily, biweekly and monthly water and sediment parameters

were compared using Two-Factor ANOVA without replication using
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Microsoft Excel 2000 XP. All the non-repeatedly measured variables

(shrimp growth, yield, SGR, FCR, FCE, PER, ADG, survival rate and

net protein value of shrimp) were analyzed by One-Way ANOVA Tukey

HSD software using SPSS 11.5. Significant treatment effects were

separated by calculating the least significant difference at 5% level.

3. Results

Water quality parameters

The daily water quality parameters viz. water pH, dissolved

oxygen (DO) and secchi disk reading were not shown any significant

variation (P>0.05) in treatments (Table 3.1). Treatments wise

significant variations (P<0.05) were observed in the parameters such

as alkalinity, salinity, biological oxygen demand (BOD) and

temperature. Table 3.1 shows the significant variation of salinity

which can be attributed to the temperature variation. The addition of

carbohydrate to water column significantly reduced (P<0.05) the total

ammonia nitrogen (TAN) (Fig. 3.1a), in treatment P25 + CH (5.91 pg l‘

1) when compared to the addition of carbohydrate to the diet (7.04 pg

1'1) and the treatment P25 showed the concentration 9.79 pg l-1. The

details of TAN concentrations are shown in Table 3.2. The addition of

carbohydrate reduced the nitrite~N concentration and the lowest value

was recorded in the treatment P25 + CH (Fig. 3.lb). The nitrate-N
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(concentration of the treatments fluctuated between 3.13 — 3.61 pg l-1,

however, no significant variations (P>0.05) were observed (Table 3.2).

The total heterotrophic bacterial population (THB) in the carbohydrate

added Water column treatments showed significant increase (P<0.05)

when compared to other treatments (Fig. 3.1d). The highest THB

population was observed in P25 + CH (37.0 X 105 cfu ml-1) and in

treatment CHD, 23.5 X 105 cfu ml"1 which were not statistically

significant (P>0.05). Treatment wise THB values are given in Table

3.2. Carbohydrate with out addition, addition to either water column

or diet did not had any significant effect (P>0.05) on chlorophyll-a

(Table 3.2).

During the culture period the highest TAN production was

recorded at sampling period 3 (Fig. 3. la) while the maximum value in

nitrite-N was observed in the sampling period 4 (Fig. 3.1b) whereas

nitrate-N was highest at sampling period 5 (Fig. 3.1c). The-temporal

variation of inorganic nitrogen production decreased in carbohydrate

added water column treatments. THB population showed increase

during the culture period. There is no variation in chlorophyll-a

during the culture period.

Sediment quality parameters

No significant variation (P>0.05) was observed among

treatments in soil pH and the values ranged between 8.24 — 8.33. The
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sediment TAN levels in the experimental tanks with carbohydrate

addition in water column showed significant difference (P<0.05) (Table

3.2). The lowest mean TAN concentration was observed in the

treatment P25 + CH (17.84 pg l-1). During the culture period variation

(P<0.05) was observed and the highest TAN concentration was

recorded in treatment P40 at sampling period 9 (38.92 pg 1-1) (Fig.

3.2a). The sediment nitrite-N and nitrate-N levels in the treatment

were not significantly (P>0.05) affected by carbohydrate addition

(Table 3.2). During the culture period nitrite-N and nitrate-N

concentrations showed increase (Fig. 3.2b and c). There was no

treatment wise effect on organic carbon level in the sediment (P>0.05)

(Table 3.2). During the culture period increase was observed in

organic carbon which was in the range 6.09 - 17.98 pg 1-1 (Fig. 3.2d).

The addition of carbohydrate to water column had significantly

influenced the THB population both treatment wise and did not show

any significant variation (P>0.05) in treatment CHD (Table 3.2) (Fig.

3.2e). High THB population was recorded in treatment P25 + CH

(74.56 X 107 cfu ml-1) in contrast to lowest in treatment P40 (41.54 X

107 cfu ml-1).

Growth, yield and survival of shrimp

Results of shrimp yield, individual weight, SGR, FCR, PER,

FCE, ADG, net protein value and survival rate are presented in Table
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3.3. Individual shrimp weight and shrimp yield were significantly

higher (P<0.05) in carbohydrate added treatment. The higher shrimp

yield was recorded in P40 + CH (154 g m"2) and it was not different

from (P>0.05) treatment P25 + CH (148 g m'2) and P40 (138 g m-2).

Significantly higher (P<0.05) SGR values were observed in low protein

diet with addition of carbohydrate (P25 + CH) than high protein diet

(P40) without carbohydrate addition. SGR was more influenced by the

carbohydrate addition (P<0.05) than the dietary protein level (P>0.05)

however, there is no interaction with higher dietary protein.

Significantly lower (P<0.05) FCR values showed in carbohydrate added

treatments (P25 + CH) than P25 and was comparable to P40 and P40

+ CH. The results of the present study showed that addition of

carbohydrate, dietary protein level and their interaction had a

significant effect on the PER values. The shrimp survival ranged from

77 - 83% and the dietary protein level or the addition of carbohydrate

had no significant effect (P>0.05).

4. Discussion

One of the major water quality problems in the culture system

is the accumulation of toxic inorganic nitrogenous species at the pond

bottom. Avnimelech (1999) reported that the addition of carbohydrate

in to intensive aquaculture is a potential means to reduce the

concentration of inorganic nitrogen. Among inorganic nitrogen
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species, TAN concentration is the most dangerous toxic component in

the system, the toxic TAN concentration was low (5.91 - 14.69 pg l-1)

in the present study when compared to 6.5 mg 1'1 reported by Chen et

al. (1990) and Thakur and Lin (2003) (198 - 519.1 pg l-1) in Penaeus

monodon rearing systems. Ammonia-N and nitrite-N are two

compounds that can be toxic to shrimp (Chien, 1992). The results of

the present study showed that the dietary protein levels had

significant role in the production of toxic inorganic nitrogen

concentration in the shrimp culture systems as higher TAN and

nitrite-N levels were recorded in treatments fed with high percentage

of protein diets. The concentration of toxic inorganic nitrogen

especially ammonia-nitrogen was higher in the culture system fed

with total protein feed (Das et a1., 1995) which concurs with the

present results. Glencross et al. (2001) reported that the lower protein

level in the diet was lower the ammonia concentration in the culture

system. The present study proved that addition of carbohydrate

directly to the water column was much more useful in significantly

reducing (P<0.05) the inorganic nitrogen production both in water and

soil (Table 3.2). Similar effect of inorganic nitrogen reduction has been

reported by Avnimelech and Mokady (1988), Avnimelech (1999),

Burford et al. (2003), Hari et a1. (2004). Martin et al. (1998) showed

that high protein diet and feces could increase the concentration of

particle and dissolved matter in the sediment. Decomposition of
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bottom waste results in the formation of TAN, nitrite-N and nitrate-N

(Blackburn et al., 1988; Garnier and Barillier, 1991). TAN is directly

excreted by the shrimp (Burford and Williams, 2001; Burford and

Longmore, 2001). The results of the present study showed that TAN

was increased in response to dietary protein concentration and total

protein fed. Rinj (1996) stated that accumulation of inorganic

nitrogen, particularly ammonia-N, in the sediment is common in

pellet fed ponds.

In the present study no significant difference could be noted in

organic carbon in ponds with or without carbohydrate addition.

However, the organic carbon showed a gradual increase during the

progressive of culture (Fig. 3.2d). The organic wastes produced in the

culture system are finally converted into organic carbon and that will

be deposited in the pond bottom (Abdel-Rahman ct al., 1979; Pascual

et al., 1983). The present experiment results revealed that the

carbohydrate application through diet did not have any significant

effect in sustainability and shrimp yield. Toxic inorganic nitrogen

control induced by feed (carbohydrate source) availability of bacteria

and its increase (Avnimelech et al., 1992). The treatment CHD result

showed that there is no significant variation in the THB population

when compared with carbohydrate added to the water column

treatment.
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In shrimp aquaculture ponds, the variation of BOD during the

culture period is mainly due to the phyto-zooplankton growth which is

stimulated by the addition of fertilizers and wastage of product that

supplied as feed (Francis et al., 2003). The present study resulted

BOD showed significant variation between the treatments. However,

chlorophill-a did not show treatment wise variation in the study.

Phytoplankton numbers and primary production rates were high in

conventional shrimp and fish ponds (Yusoff and McNabb, 1989;

Knud-Hansen et al., 1991; Burford, 1997). The addition of

carbohydrate to water column was useful in the significant increase of

the THB population during the culture period, which might have

utilized the inorganic nitrogen species. It has been reported that

deleterious nitrogenous wastes were effectively used by the

phytoplankton and microbial activity in shrimp culture system (Shilo

and Rimon, 1982; Diab and Shilo, 1988). During the initial sampling

period chlorophyll-a did not show significant variation (Table 3.2) and

the steady increase in chlorophyll-a concentration after the eight week

showed the utilization of inorganic nitrogen from water. Thus, it

appeared that the increase of THB population was useful in reducing

toxic inorganic nitrogen concentration in carbohydrate added to the

water column treatments. According to Avnimelech (1999) the

inorganic nitrogen can be controlled by its utilization to synthesize

bacterial protein and new cells. Furthermore, the utilization of
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microbial protein depends on the ability of target animal to harvest

bacteria and its ability to digest and utilize the microbial protein

(Avnimelech, 1999). The juvenile and adult shrimp eat a wide variety

of micro-invertebrates and phyto-zooplankton material (Dall, 1992;

Smith et al., 1992). The diet also changes seasonally, depending on

prey availability (Wassenberg, 1990). The biochemical composition of

the major prey items of shrimp were determined by Dall et al. (1991,

1992]. They found the natural diet to be high in protein (70 to 80%).

Low TAN concentration in shrimp farms can be limitation of

phytoplankton growth (Burford and Gilbert, 1999). The higher yield in

the pond where carbohydrate added to water column of the present

study revealed that Penaeus monodon is capable of utilizing the

additional protein, which might have derived from the bacterial

biomass, produced by the addition of carbohydrate.

The individual shrimp weight and net shrimp yield were

significantly higher in carbohydrate added to the water column

treatments. In the present study, the similar net shrimp yields were

observed in the treatment P25 + CH and P40. It has been reported

that toxic nitrogen concentration was reduced while the heterotrophic

production increased in carbohydrate added ponds (Avnimelech,

1999; Burford et al., 2003; Burford et al., 2004b). Favorable

conditions, better food and environment will helps to increase the

yield and survival of shrimp (Robertson and Phillips, 1995; Paez­
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Osuna et al., 1997). However, the present results revealed that

carbohydrate addition to pond did not have any significant effect on

the survival of shrimp. Similar survival rates in all treatments showed

that water and sediment quality were favorable for Penaeus monodon

cultivation (Hariati et al., 1996). Table 3.3 showed the addition of

carbohydrate to the water column with 25% dietary protein feed

produced higher SGR, FCR, PER, ADG and net protein value when

compared to CHD, P25 and P40. The treatment P40 + CH is equal or

higher but it is not significantly different. Austreng et al. (1977)

observed that the carbohydrate application results tended to produce

more protein and less fat in culture species bodies. The higher shrimp

yield in the carbohydrate added treatments in the present study

showed that Penaeus monodon can well utilize the additional bacterial

protein as a result of carbohydrate addition.

In conclusion, manipulation C / N ratio by the addition of

carbohydrate in extensive shrimp culture system improved the water

quality in ponds by reducing toxic inorganic nitrogen levels. The mode

of carbohydrate application through diet had no significant effect in

reduction of toxic inorganic nitrogen production and increasing the

shrimp yield. The demand for dietary protein level can be significantly

reduced in favor of carbohydrate addition to the water column without

compromising the shrimp production. The added carbohydrate to the

water column facilitated increased heterotrophic bacterial growth
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{which in turn augmented shrimp production. . The protein level in the
E

Ziiet was reduced from 40% to 25% without compromising shrimp

production. The culture minimized the Water discharge due to the

minimum production of inorganic nitrogen. Carbohydrate addition in

combination with reduction of the dietary protein level improved the

sustainability of shrimp farming in extensive shrimp culture systems.
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I

Introduction
Over the past three decades, shrimp farming sector had

undergone spectacular changes due to the intervention of innovative

technologies which were very much useful for enhancing guaranteed

returns and profit and therefore a renewed interest was seen among

the shrimp farmers of the country. The potential of aquaculture to

meet the challenges of food security and to generate employment and

foreign exchange earning are clearly demonstrated during the rapid

expansion of this sector with a higher annual growth rate when

compared to that of livestock. If aquaculture is to develop and provide

for current and future needs in a sustainable manner, development of

ecologically sustainable farming systems are the essential pre­

requisites. Penaeus monodon is the prime candidate and extensively

cultured shrimp and therefore, development of suitable ecofriendly

culture method is essential for its sustainable production (Shi-Yen

and Chun-Yang, 1992). Recently aquaculture industry is paying

much attention on the development and refinement of a culture

systems which can alleviate negative impacts of water and soil

nitrogenous toxicants developed from the inputs used in the ponds

[Klontz, 1979; Rosenthal, 1994). In most feed-driven ponds, less than

30% of nutrients inputs are converted into harvestable products, the

remainder being lost to sediments, effluent water and atmosphere

[Acosta-Nassar et al., 1994; Beveridge et al., 1994; Olah et al., 1994).
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Pond production systems are also reliant on the environment at large

to disperse and assimilate wastes (Beveridge and Phillips, 1993).

Increasing the efficiency of resource use and improving productivity in

general at the on-farm level and promoting responsible aquaculture

are some of the essential steps to be followed in this direction.

Shrimp aquaculture is one of the fastest growing economic

activities in coastal areas of the Asia-Pacific region where more than

85% of world’s farmed shrimp is produced (FAO, 2002). Shrimp

farming in Asia-Pacific region has been expanding since the early

seventies and reached an industrial scale followed by increasing

demand for shrimp in the export market. Despite rapid explosion of

shrimp farming in Asia-Pacific region for the last two decades, water

and sediment qualities and their implications in shrimp production as

well as the impacts of farm effluents on the receiving ecosystem

remains poorly understood. Coastal brackishwater shrimp farms are

claimed to exert substantial impacts on the surrounding environment.

Therefore, shrimp farming industries have been under increasing

pressure to reduce environmental impacts and improve sustainability

(Wu et al., 1994). Physical and chemical properties of water in shrimp

farms are useful indicators of the farm environment (Dierberg and

Kiattisimkul, 1996) and at the same time, properties of effluent waters

are important to understand the impacts of farm effluents on the

receiving environments (Chua et al., 1989). Although treatment of
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‘arm effluents and reuse for shrimp offers a potential tool for reducing

mvironmental impacts (Chin and Ong, 1994), shrimp farms in

developing countries usually lack these systems. Environmental

-manipulation to boost aquaculture production requires a basic

understanding of the physical, chemical and biological processes

occurring in the systems. To understand the chemical processes and

to establish information on the fate of the added nutrient particularly

nitrogen is essential (Daniels and Boyd, 1989].

Most of the Asian countries including India and South

American countries experienced serious decline, even collapse in

cultured shrimp production. The production losses are principally due

to poor rearing environment, management practices and outbreak of

diseases (Primavera, 1998) and these issues have also raised

questions relating to its sustainability in purely practical terms. The

intensification of aquaculture activities has brought about severe

degradation of land resources, deterioration of water and soil

qualities, salination and land use pattern, thus threatening the long­

term sustainability of aquaculture (Phillips et a1., 1993, Primavera,

1998). Loading of ponds and the surrounding surface waters with

prawn farming effluents has also been linked to outbreaks of diseases

and production loss (Joseph et a1., 2001]. In recent years, there is a

serious concern about potential environmental impacts of shrimp

farming and the necessity of managing shrimp farms based on

Carbon / nitrogen ratio optimization and periphyton development 68



%Chapter — 4 On farm trial on carbohydrate addition

environmental interactions. Though a wealth of information is

available on the water and sediment characteristics of intensive and

semi intensive shrimp ponds (Jackson et al., 2003; Martin et al.,

1998; Tookwinas and Songsangjinda, 1999; Hopkins et al., 1993],

similar information on feed driven extensive shrimp grow outs are

rare. Wahab et al. (2003) reported that though most of the water

quality parameters are within acceptable levels in the extensive

shrimp ponds of Bangladesh, sub lethal levels of ammonia can be

present and create stressing conditions. Bashar and Amin (2003)

reported that there exists marked variation in the water quality of

pond, discharge points and adjacent river of the extensive and semi

intensive shrimp farms of Bangladesh. The ecology and shrimp

production in the extensive shrimp ponds of Mekong delta Vietnam

were subjected to series of studies, notably by Alongi et al. (1999 a 85

b) who reported that high suspended solids and nutrient

concentrations, low and highly variable pH and dissolved oxygen

concentrations, and variations in salinity due to intense rainfall limit

shrimp production. Inadequate management practices and

environmental deterioration (Binch et al., 1997) were also attributed

as reasons for the low production of these ponds. The available

information on Pokkali shrimp culture are mostly on quantification of

annual production of shrimp during when these fields were used for

trapping and holding of shrimps (Menon, 1954; George, 1974; Kurup
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ct al., 1992). Nair et al. (1988) made an attempt to correlate the

environmental parameters with the shrimp catch in the Pokkali fields

under trap and grow system and reported that the conditions for

growth are good only for those fields located proximal to estuarine

mouth.

The objective of this study is to evaluate the on-farm production

on two feeds, one divided with high protein diet (Pelleted diet with

about 40% of protein normally used as supplementary feed in the

farming practices) and another with low protein diet (25%) with the

addition of carbohydrate by conducting trials in extensive farming

system.

The objectives of the present study are:

(1) To develop a practical and inexpensive means to reduce the

accumulation of inorganic nitrogen in the pokkali shrimp farms

of Kerala.

(2) To effectively control inorganic nitrogenous species in the

effluent discharge from the Pokkali fields and reciprocally

converting the N inputs of the pond in to the maximum

harvestable product.

(3) To develop a technology by which dietary protein level

4O%applied in the shrimp farms to 25% without compromising

shrimp production.
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(4) To reduce the feed cost in the shrimp farming and ensure

higher profit from the harvested shrimp.

(5) To improve the environmental sustainability of extensive

shrimp farming system.

2. Materials and method

Experiment design

The experiments were designed with two different dietary

protein levels viz. 40% dietary protein (P40) and 25% dietary protein

feed with carbohydrate addition treatments (P25 + CH) for comparison

of shrimp yield and environmental conditions in the Pokkali fields of

Kerala where Penaeus monodon cultured. Eight earthen Pokkali

ponds, each having 250 mi’ bottom area (shrimp—rice alternate farms)

of Cochin, Kerala were selected for the on-farm trials. The ponds were

prepared following the usual pre-stocking procedures of an extensive

shrimp farm, which includes draining up of the ponds after rice

cultivation, cleaning the aquatic weeds and remaining of the rice crop,

strengthening of the dike and periphery. Lime was applied at 2000 kg

ha'1. Elimination of the weed and predatory fishes were done by the

application of tea seed cake at 60 kg ha-1. Saline water used to fill the

ponds was filtered through nylon net screens to avoid the entry of fish

eggs and larvae. Water depth was maintained at 1 meter throughout

the experimental period. Initially, cattle dung was applied at 1000 kg
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ha'1 crop-1. However, urea and single super phosphate were added to

water column at 80 and 20 kg ha"1, respectively on a weekly basis for

first two months to initiate algal bloom in ponds. Lime was added to

the pond at 10 kg pond-1 week"1 to maintain the pH and alkalinity. PL

20 of Penaeus monodon (0.016 :t 0.01 g) purchased from the

commercial hatchery was stocked @ 6 PL m*2.

Four randomly allocated ponds were used for each treatment.

Commercial 25% and 40% crude protein shrimp feeds were used for

the experiment (Higashimaru Feeds India Limited, Kuthyathodu,

S.lndia). Shrimps were fed with 20% of their initial body weight, and

gradually the feeding rate declined to 4% at the end of the culture

period. Tapioca flour was pre-weighed and applied uniformly over the

pond surface on a daily basis. At 390 g tapioca flour for each

kilogram of 25% dietary protein feed were used. Shrimps were

harvested on 105"‘ day of culture, total shrimp yield from each ponds

were estimated, and sub samples were weighed and counted for

calculating the average weight and shrimp survival.

Water and sediment quality parameters

Water quality parameters, temperature (mercury thermometer),

dissolved oxygen; Winkler method (APHA, 1995), salinity (hand

refracto meter), water pH (pH-Scan-Eutech instruments, Singapore)

Carbon / nitrogen ratio optimization and periphyton development 7 2



Chapter - 4 On farm trial on carbohydrate addition

and transparency (Secchi disc) were measured in situ at 09.00 AM on

daily basis. Water samples were collected using a horizontal water

sampler from three locations of each pond and pooled together.

Sediment samples were collected from three locations using PVC pipes

(4 cm diameter). Both water and sediment samples were transported

to the laboratory with in two hours after collection in iceboxes and

analysed. Sediment and water samples were collected on biweekly

basis between 09.00 and 10.00 hours. Composite water column

samples were filtered through a GF/ C Whatman glass fiber filter and

the filtrate was analyzed for nitrate-N (cadmium reduction), nitrite-N

and total ammonia nitrogen (TAN) (phenol hypochlorite method)

(Grasshoff et al., 1983). Chlorophyll-a in non-filtered water column

samples was performed using standard method (API-IA, 1995).

Biological oxygen demand was measured (5 day) API-IA (1995).

Sediment pH was measured by pH pen. The organic carbon in the

sediment was determined following El Wakeel and Riley (1957).

Exchangeable total ammonia nitrogen (TAN), nitrite-N, nitrate-N in the

sediment were measured (Mudroch et al., 1996). The net protein

value of shrimp was measured by Jean guillaume et al. (2001).Tota1

heterotrophic bacteria (THB) count in the water and sediment was

estimated following the standard procedures (APHA, 1995) and

expressed as colony forming units (cfu).
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Statistical analysis

All the non-repeatedly measured variables (shrimp growth,

yield, SGR, FCR, FCE, PER, ADG, survival rate and net protein value

of shrimp) were analyzed by ANQVA: Single-Factor software using

Microsoft Excel 2000 XP. Daily, biweekly and monthly water and

sediment parameters were compared by using Two-Factor ANOVA

without replication was performed using Microsoft Excel 2000 XP.

Significant treatment effects were separated by calculating the least

significant difference at 5% level.

3. Results

Water quality parameters

The results of the daily and biweekly water quality parameters

from different treatments such as temperature, water pl-I, dissolved

oxygen (DO), biological oxygen demand (BOD), salinity, secchi disk

reading and alkalinity results are presented in Table 4.1 and 4.2

respectively. Temperature (32.6 - 32.7 °C), DO (5.8 mg 1'1), BOD (4.4

mg 1'1), salinity (14.8 - 14.9 ppt) and alkalinity (8.6 — 8.8 mg CaCo3 1'1)

did not vary significantly (P>0.05) between the treatments. However,

significant variations (P<0.05) were observed in water pl-I and secchi

disk reading, the mean pH values for treatment P40 and P25+CH
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were respectively 7.6 and7.7 while the secchi disc reading of the

former treatments were 60.9 and 59.4 cm respectively.

The total ammonia nitrogen (TAN) concentrations was low in

treatment P25 + CH when compared to P40 which was significantly

different (P<0.05). Total heterotrophic bacterial (THB) population

showed significant variation (P<0.05) in carbohydrate added

treatments. Highest THB was recorded in P25 + Cl-I (57.04 x 105 cfu

ml'1) (Fig. 4.ld). Nitrite-N, nitrate-N and Chlorophill-a did not show

any significant variation (P>0.05) (Table 4.2) between the treatments.

The inorganic nitrogen concentration of nitrite-N, nitrate-N and

TAN showed a decreasing tendency with the advancement of culture

period (Fig. 4. la, b, c). Whereas THB and chlorophyll-a concentrations

showed an increasing trend during the culture period. The values of

THB and chlorophyll ranged from 40.59 - 57.04 x 105 cfu ml'1 and

17.97 — 18.89 pg 1'1 respectively (Table 4.2).

Sediment quality parameters

TAN and nitrate-N showed significant variation (P<0.05) in the

treatment and lower values were observed in the treatment P25 + CH

(Table 4.2). The THB population also showed significant increase

(P<0.05) in P25 + CH where the mean value was 53.8 x 10" cfu ml"1

(Fig. 4.2d). The soil parameters such as pH, nitrite-N, nitrate-N and

organic carbon did not show any significant difference (P>0.05) among
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the treatments. The results of the sediment quality parameters are

presented in Table 4.2.

The addition of carbohydrate significantly reduced (P<0.05) the

TAN concentrations from 26.6 (P40) to 25.7 pg 1'1 in treatment P25 +

CH. TAN and nitrite-N in the sediment showed temporal variation due

to the accumulation (Fig. 4.2a, b). The nitrate-N concentration did not

vary during the experiment and the level was in the range 0.03 - 0.16

pg 1'1 (Fig. 4.2c).

Shrimp yield and survival

The shrimp harvest details such as individual shrimp weight,

net shrimp yield, FCR, SGR and survival rate are given in Table 4.3.

In the treatment P25 + CH the individual shrimp weight at harvest

was higher than that of treatment P40. In P25 + Cl-I where the low

protein diet with addition of carbohydrate to the water column was

added to the water column was resulted in the production of 64.4 gm

-2 while in the treatment P40, the application of 40% diet has resulted

only the shrimp production of 44.8 m-2. The shrimp production

between these two treatments was also found significantly different

(P<0.05). The higher SGR was also recorded in treatment P25 + CH

which was significantly different (P<0.05) from the treatment P40.

Significant difference (P<0.05) was also observed in FCR value, which

was lowest in treatment P25 + CH than to P40. The variables of PER,
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FCE, ADG and NPV were higher in the treatment P25 + CH and it was

significantly different (P<0.05) from that of treatment P40. The

survival of shrimp was not affected (P>0.05) by the application of

tapioca powder in treatment P25 + CH and it ranged between 35.5 —

42.2%.

Cost and economic analysis of on-farm trial

The results of the cost and economic analysis of on-farm trial

details are given in Table 4.4. The total variable cost is much higher in

treatment P40 (IRS. 97, 420.0 /-) when compared with the treatment

P25 + CH (IRS. 73, 302.0 /-). In P40 and P25 + CH treatments total

applied quantity of dietary protein shrimp feed is 1320 kg. The cost of

1 kg of 40% dietary protein feed is IRS. 46.0 /- while the same in the

case of 1 kg of 25% dietary protein feed is IRS. 26.0 /-. The total

tapioca powder applied along with 25% dietary shrimp feed is 130 kg

which was purchased at the rate of IRS. 10.0 /- kg. The cost of feed

and carbohydrate source for P25 + CH was lower than P40 due to the

higher cost of high protein shrimp feed. The harvested shrimp from

P25 + CH and P40 belonged to 40 and 50 counts, respectively. The

total revenue from the harvested shrimp (ha-1) was 54% higher in

treatment P25 + CH than in P40 due to the combined effect of better

yield and higher price of shrimp commensurate with their marketable

size. A 40% reduction of feed cost was recorded in the P25 + CH
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treatment when compared to treatment P40. The net profit from the

P25 + Cl-I was IRS. 1,14,292.0 /- which was much higher than P40

(IRS. 20,422.0 /-). Furthermore, the benefit cost ratio was

significantly higher in treatment P25 + CH (1.4) than in treatment P40

(0.2) (Table 4.4).

4. Discussion

The results of the present study revealed that the growth of

Penaeus monodon was far better in carbohydrate added culture

system when compared to high protein fed treatment. Catacutan

(1991) and Rosas et al. (2000) also reported similar findings with

carbohydrate application. Pond dynamics is governed by complex

interaction between water column and sediment components (Funge­

Smith and Briggs, 1998). In the present study, the treatment with

carbohydrate addition showed significant reduction in TAN both in

sediment and water column. These results are in full conformity with

the findings of Avnimelech and Mokady (1988), Avnimelech et al.

(1989, 1994) and Avnimelech (1999). A critical DO concentration of

2.5 mg 1'1 is required for normal growth of Penaeus monodon (Allan

and Maguire, 1993). In the present study, the mean concentration of

D0 level was 5.8 mg 1'1 which is well above the critical limits and

there was no significant difference could be discernible between the

treatments. In extensive culture systems, dissolved oxygen
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concentrations at early morning were in the range 3 and 5 mg 1'1

which is considered favourable for growth in Penaeus monodon

without causing stress (Hariati et al., 1996). The optimal conditions

for farming of Penaeus monodon recommended by NACA (1994) are as

follows: dissolved oxygen, 3.8 — 6.0 mg 1'1; water pH, 7.5 - 8; salinity,

10 - 20 ppt; and ammonia, <0.l mg N 1'1. In the present study, these

parameters were with in the prescribed limits of NAGA (Table 4.1 and

4.2).

In the present study TAN level in the water column was 1.40 —

4.50 pg 1-1 which is very low compared to 25 - 50 pg 1'1 as reported

Briggs and Funge—Smith (1994), Phillips (1994) and Jackson et al.

(2003). In P25 + CH, the TAN concentration in the water and sediment

significantly decreased during the progression of culture period. TAN

is produced by microbial degradation of waste feed and by shrimp

excretion (Burford and Williams, 2001; Burford and Longmore, 2001);

TAN is rapidly utilised by the phytoplankton community (Burford and

Glibert, 1999). In the present study, addition of carbohydrate to the

water column was found useful in reducing the TAN concentrations

and concurrently, higher THB population was observed both in water

and sediment. According to McGoogan and Galtin (1998), Rudacille

and Kohler (l998)and Conquest et al. (1998), the addition of properly

adjusted carbonaceous material have the ability to potentially

eliminate ammonium from the system and increase the bacterial
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population. Mahamood (1986) reported usage of natural isotope

abundance to identify the food source of post larval and juvenile

Penaeus monodon in aquaculture ponds. Chen and Chen (1992) and

Rothlisberg (1998) observed that Penaeus monodon can eat plankton

directly over the grow-out period. In the present study, the

contribution of phytoplankton to natural food did not vary

significantly among the treatments as evidenced by the chlorophyll-a

concentrations. However, significant increase was observed in the

concentration of chlorophyll-a during the culture period. It can be

attributed to the concentration of organic wastes in the pond bottom

which might have enhanced the rate of primary production and

chlorophyll-a as reported by Hopkins et al. (1993, 1995a, b).

In sediment, significantly higher TAN and nitrate-N

concentrations were observed in the higher protein diet fed (P40)

treatment. Waste accumulated in the sediment (unconsumed feed

pellets, faeces, etc.) are degraded and ammonia-N, nitrite-N and

nitrate-N are formed (Blackburn et al., 1988; Garnier and Barillier,

1991). Furthermore, ammonia is released in the water through the

excretion of the shrimp (Wajsbrot ct al., 1989). The maximum

sediment TAN level reported during the present study is 47.69 pg 1'1

(P40). Chien (1989), Morales et al. (1991) and Rinj (1996) reported

that the most common problem in feed fed ponds is the accumulation

of organic matter and of inorganic nitrogen, particularly ammonia—N
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ranging from 50.0 — 250 ug 1'1 in the sediment. Due to the addition of

carbohydrate to the water column, significant increase in organic

carbon accumulation might have taken place which might have

derived from the dead and decayed section, metabolic wastes from

cultures organisms and faeces wastages, etc. (Boyd, 1992; Martin et

al., 1998).

Nair et al. (1988) reported invariably low DO values in the

Pokkali fields, conversely, in the present study, values the DO value

was not subjected to extreme fluctuations. The water pH ranged from

7.6.to 7.7 and this in comparison with the optimal levels of 7.5 - 8.0

as reported by NACA (1994) indicate that the pH levels are ideal for

shrimp farming. Pokkali field are characterised by acid sulphate soils

and therefore the pH will be comparatively low (Nair et a1., 1988)

Joseph et a1. (2001) reported the BOD levels in Kandeleru creek-water

(Andhra Pradesh, India) as 14.6 mg 1'1, where ponds were stocked

with shrimps @ 20 - 28 m'2 and this in comparison with BOD levels in

the present study is farther. TAN levels in the extensive shrimp farms

of Bangladesh were in the range 0.5 - 2.6 mg 1-1 (Wahab et al., 2003)

and this is far higher observed in the present study. Nair et al. (1988)

reported ammonia concentrations from seasonal Pokkali fields in the

range 0.5 to 2.5 mg l-1 during the summer months and this is on a

higher side when compared to the values recorded from carbohydrate

added treatments. The lower ammonia levels recorded now can be due
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to the application of carbohydrate in these ponds. It can be asserted

that pl-I, DO, water TAN and BOD in the present study are below the

levels as prescribed by the Govt. of India at discharge points in creeks

or estuary which are used as sources and disposal points for shrimp

farming (Aquaculture Authority of India, 2001). Morales et al. (1991)

reported that the concentrations of (NI-I4 - NI-Ia)-N ranging from 23.4 to

236 mg kg'1 wet sediment, from shrimp ponds in Spain and for (N02 ­

N03)-N, concentration could range from 6.4 to 16.2 mg kg-1. These

values (ammonia and nitrite) are far above those observed in the

present study. Pond bottom conditions are reported to be very crucial

for shrimp growth and its well-being since it lives most of the time

near the bottom burrows in to the soil and ingest bottom soil (Boyd,

1989; Chien, 1989, Avnimelech and Ritvo, 2003). The highest levels of

TAN and N02 in sediments recorded in the carbohydrate added

treatment was 25.7 |J moles 1'1 and therefore it can reasonably be

inferred that the floor conditions of CH added ponds are highly

favourable for the shrimp for its dwelling and is not critical in

providing sensitivity to diseases.

The addition of carbohydrate to the culture system favours

microbial development as it provides a food source and it facilitates

subsequent uptake of nitrogen from the culture system, by the

synthesis of microbial proteins (Avnimelech et al., 1992). The present

study proved that the addition of carbohydrate source significantly
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increases THB population in the water and sediment in the Pokkali

fields. The utilisation of microbial protein depends on the ability of

target animal to harvest bacteria and its ability to digest and utilise

the microbial protein (Avnimelech, 1999). The higher yield in the

carbohydrate added treatment showed that Penaeus monodon can

well utilise the additional protein derived from the harvested bacterial

biomass as result of carbohydrate addition in the farms. It would thus

appear that the principal of microbial protein synthesis by the

addition of carbohydrate source and its consumption by the shrimp is

equally effective at par with the indoor and out door experiments

carried out in the earlier part of this thesis. The net shrimp yield, FCR

and net protein value were higher in the treatment fed with 25%

protein diet together with carbohydrate addition to the water column.

Similarly, better feed and protein conversion coefficients were

recorded in tilapia, fed with low protein and carbohydrate source

(Avnimelech and Mokady, 1988; Avnimelech et al., 1989). The on—farm

results showed that the dietary protein level had a significant effect on

the level of toxic inorganic nitrogen species. Chua et al. (1989),

Robertson and Philips (1995) and Paez-Osuna et al. (1997) reported

that there exist a direct correlation between the increase of toxic

inorganic nitrogen level both in water and sediments of shrimp grow­

outs commensurate with the dietary protein concentration in the total

protein feed applied to the system. Governments of several developed
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countries have already been adopting policies to reduce the pollution

of aquatic environments from shrimp farm effluents, thus stressing

the importance of studies on the production of waste product from

aquaculture farms (Gonzalez-Vila et al., 1996; Twarowska et al., 1996;

Easter et al., 1996). Based on the results of the present study, it can

be asserted that the addition of carbohydrate to the water column is

useful in significantly reducing the toxic inorganic nitrogen species in

the culture system and thus immensely useful in maximising the

harvestable product from the nitrogen applied in the shrimp farms

and reciprocally reducing the wastage of nitrogen through farm

effluent. The higher growth rate and yield of culture organism can be

attributed to the favourable toxic inorganic nitrogen level (Shilo and

Rimon, 1982; Diab and Shilo, 1986) and increases the heterotrophic

bacterial population in the carbohydrate added ponds (Burford et al.,

2003; Burford ct al., 2004b). Protein conversion efficiency of the

shrimp in carbohydrate added ponds were higher, revealing that the

input feed protein along with the microbial protein were effectively

converted into shrimp biomass. Moriarty (1976) proved that

increasing bacterial population in the culture system could be an

important consideration in the growth and yield of penaeid shrimp.

This may suggest that shrimp may derive some direct nutritional

benefit from bacteria. The presence of higher level of bacterial

population and relatively lower level of inorganic nitrogen in the
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carbohydrate added treatment would manifest that the tapioca flour is

a good source of organic carbon as it was well utilised by the

heterotrophic bacterial population. Several other carbohydrate

sources like glucose and cassava meal cellulose powder (Avnimelech

and Mokady, 1988; Avnimelech et al., 1989; Avnimelech et al., 1994;

Avnimelech, 1999), molasses (Burford et al., 2004a) were used in the

fish and shrimp ponds to reduce the inorganic nitrogen production.

The economic analysis of on-farm trials was carried out and the

results showed that the combination of low protein diet together with

carbohydrate addition substantially reduced the feed cost in contrast

to the high protein feed driven pond. The selection of Tapioca flour as

the carbohydrate source was a much more practical approach,

basically of three reasons such as (1) due to its low coast (IRS. 10 kg

1) (2) easy availability (3) low protein content. Carbohydrate

application promoted shrimp growth with out special sparing effect

and nitrogen excretion was lowered (Gauquelin, 1996). The combined

effect of high shrimp yield and higher market prize for the shrimp

produced from carbohydrate added source increases the revenue by

54% and the net profit by 400% when compared to the high protein

diet. Hari et al. (2004) proved that the carbohydrate addition with low

protein feed was useful in the substantial reduction of feed cost and

improving the net shrimp yield.
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In conclusion, the innovative approach of feeding low protein

shrimp diet with addition of carbohydrate in the extensive shrimp

farms was found practicable approach for improving the ecological

sustainability and increasing production and profitability.
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60,000 nos.
1320 kg

1320 kg
130 kg
3 months
200 units

44 l

wrest (5.83%)

action

\ ' (1011 (1.94%)

‘1’ot|.l fixed coats

1;‘; shrimp yield (kg had)

am: shrimp (ms. kg“)

analysis

ma profit (lRS.)

goal production costs

ms: return (lRS.)

"Benefit / cost ratio

150.0
30.0
150.0

1.2

0.5

1.5

3.0
0.3

46.0
26.0
10.00

2500.00
1.50

5.00
27.30

3000.0
1800.0
600.0
3840.0
500.0
480.0
240.0

15000.0
60720.0

0.0
0.0

7500.0
300.0
2240.0
1200.0

97 ,420.0

5,680.0
1,890.0

7570.0

447.9”

280.0

1,0,4990.0

3000.0
1800.0
600.0
3840.0
500.0
480.0
240.0

15000.0
0.0

34320.0
1300.0
7500.0
300.0

3222.0
1200.0

73,302.0

4,274.0
1,422.0

5696.0

644.3“

300.0

7s,99s.o
1,2s,412.o° 1,9a,29o.o°
2o,422.o" 1,14,292.o“0.2’ 1.4‘

Results from ANOVA single—factor

Treatments with mean values in same row with different superscripts differ significantly (P<0.05)
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1. Introduction

The production of brackishwater shrimps showed a strong

increase in the 70's and 80’s. In 1990, the world production reached

some 750,000 MT (FAO, 1992). However, many problems arose in

most of the producing countries (Thailand, Philippines, Indonesia,

Equator and in India). In general, the decrease in productivity of

aquaculture sites was imputed to over-intensification total surface of

ponds on the same site, stocking densities, number of rearing cycles

per year leading to the deterioration of the surrounding environment

(Folke and Kautsky, 1992) and of pond water and pond sediment

quality (Lin, 1989; Chen, 1992; Phillips et a1., 1993). Stress reduced

shrimps resistance to pathogenic diseases, resulted in mass mortality

(Liao, 1990; Chua, 1993). Development of aquaculture activities at a

particular site cannot be carried out only by considering planned

facilities and the quality of the water on the site at its origin (Briggs,

1993). There is a strong relationship between the quality of the water

in the pond and that in the water in the surrounding environment.

Degradation of surrounding water quality will be faster as the

quantities of wastes discharged entering in the environment increase,

and as the site is confined (Martin et al., 1993), that is to say as the

volume and flow of the receiving body are decreased.

An inverse relationship exists between Food Conversion Ratio

FCR and waste production. FCR is related to parameters dealing with
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nutrition adjustment of the daily food ration to size and biomass, and

to parameters such as stocking density. Many works show an inverse

relationship between the growth of shrimp and stocking density (Ray

and Chien, 1992; Lee et al., 1986; Daniels et al., 1995; Sandifer et al.,

1987)

Wastes generated by aquaculture activities, mainly faeces and

unconsummated feed pellets, first settle in the sediment. As a

consequence organic wastes and metabolites of degraded organic

matter accumulate in the sediment of ponds (Boyd, 1992; Fast and

Boyd, 1992; Hopkins et al., 1994). Part of the waste is flushed out of

the ponds, immediately or later after the organic matter has been

degraded.

Many authors have studied waste formation and pond

management (Wang, 1990; Hopkins et al., 1993, 1994), including

water and sediment in shrimps ponds (Hunter et al., 1987; Chen et

al., 1990; Boyd, 1992; Ray and Chien, 1992; Funge-Smith, 1993;

Tunvilai et al., 1993a, b; Boyd et al., 1994). Nevertheless, studies on

the dynamic and quantification of nutrient flows in marine shrimp

ponds are few. One report is that of Briggs and Funge—Smith (1994)

on nitrogen and phosphorus budgets in commercially operated

marine shrimp ponds in south-east Asia (stocking density ranging

from 5 to 50 shrimp m-2). However, the new tendency is to rear

shrimps with stocking densities lower than 10 to 25 shrimp m"2.
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The high profitability and generation of foreign exchange have

provided the major driving force in global expansion of shrimp

culture, attracting both national governments and international

development agencies. The key factor in the growth of Asian shrimp

industry has been private sector initiative including the environment

of multinational corporations (Chamberlain, 1991; Bailey and

Skladany, 1991). Nutrient content of the feed will influence growth,

survival and the amount of metabolic and excreted waste products

entering the system. A substantial consequence of artificial feeding is

the amount of waste produced through pellet fragmentation, leaching

loss, residual feed and undigested material have been reported.

Feeding strategies have also been found to influence water quality and

shrimp health (Jory, 1995; Burford and Williams, 2001). A major

source of ammonium is the typically protein rich feed because of the

energy production pathway and the oxidation and catabolism of

proteins (Heaper, 1988). Shrimp industry is characterized by

extensive and intensive production in relatively small farms which

stock at high densities and input of formulated feeds, intensive

aeration, and relatively low rate of water exchange (Kongkeo, 1997).

The extensive shrimp culture systems are characterized by low rate of

water exchange and long retention time and therefore, the processes

taking place within the pond will have a major bearing on water

quality. The stress induced by poor water quality which may result in
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reduced growth rates, weakened resistance to disease or direct

mortality problems with water quality are often linked to culture

intensity (Wang and Fast, 1992). Extensive and Intensive farming is

characterized by rapidly increasing level of inputs added to the ponds,

which are subjected to recycling. Pond process may be expected to

respond to these increasing inputs, resulting in changes in many

water quality parameters.

Effluents from aquaculture ponds typically are enriched in

suspended organic solids, nitrogen and phosphorus. This may

contribute significantly to elevated nutrient loadings in coastal

environments (Chua et al., 1989; Dierberg and Kiattisimkul, 1996;

Paez-Osuna et al., 1997; Paez-Osuna et al., 1998). Available

information indicated that in shrimp pond most of these materials

originate from supplementary feeds (Briggs and Funge-Smith, 1994;

Robertson and Phillips, 1995; Paez-Osuna et al., 1997). Water

exchange is still a common management practice in shrimp pond

operation because of the deleterious effects of effluents from shrimp

ponds on water quality of coastal zone (Ziemann et al., 1992; Twilley

ct al., 1993; Dierberg and Kiattisimkul, 1996; Bardach, 1997). The

cumulative impact of pond effluent on the environmental quality of

estuaries is proportional to the discharge volume and nutrient

concentration (Twilley, 1989; Csavas, 1994). A reduction in

environmental quality of the estuary can also have a negative effect on
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shrimp pond operation (Smith, 1996). Several methods have been

proposed to ameliorate the impact of shrimp pond effluents on the

water quality of adjacent estuaries including, improved pond designs

(Dierberg and Kiattisimkul, 1996; Sandifer and Hopkins, 1996),

reducing the inorganic production in the pond and minimizing the

water exchange rates (Hopkins et al., 1993; Martinez-Cordova et al.,

1995}

In highly aerated ponds, ammonium is oxidized by bacteria to

nitrite and nitrate species. Unlike carbon dioxide, which is released to

the air by diffusion or forced aeration, there is no effective mechanism

to release the nitrogenous metabolites out of the pond. Thus,

intensification of aquaculture system is inherently associated with

enrichment of the water with respect to ammonium and other organic

nitrogenous species. The management of such system depends on

developing methods to remove these compounds from the pond. The

strategy which is presently getting more attention is the removal of

ammonium from water through its assimilation into microbial

proteins by the addition of carbonaceous materials to the system. If

properly adjusted, added carbohydrates can potentially eliminate the

problem of inorganic nitrogen accumulation. A further important

aspect of this process is the potential utilization of microbial protein

as a source of feed protein for shrimp or fish. Utilization of microbial

protein depends upon the ability of the animal to harvest the bacteria
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and its ability to digest and utilize the microbial protein. The

objectives of this study are:

(1) To find out the effectiveness of C / N ratio in the control of

inorganic nitrogen accumulation during culture period in

shrimp farms stocked with different stocking density.

(2) To evaluate various stoking densities with 25% dietary

protein feed with and without carbohydrate addition.

(3) To examine the shrimp growth and yield in each stocking

density.

2. Materials and methods

Experiment design

The experiment tanks allocation for each treatment followed a

complete randomized design with 25% shrimp dietary protein feed

with or without carbohydrate addition directly to the water column.

The juvenile Penaeus monodon were stocked at a density of 3, 7 and

12 m'2. The treatments without carbohydrate addition are abbreviated

as 3, 7 and 12, while the treatments with carbohydrate addition as 3

+CH,7+Cl-I and 12 + CH.

Experimental setup

The experiment was carried out in 6 m3 concrete tanks having

an effective bottom area of 6 m2. All the experimental tanks were
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provided with a uniform sediment layer (7 cm thick) collected from the

pokkali shrimp farm. Lime was added initially at 3 kg tank"1 and

cattle dung @ 5 kg tank"1. Culture tanks were filled with 25 ppt saline

water from Cochin estuary by pumping after conditioning for one

week. For stimulating phytoplankton bloom, the tanks were fertilized

with cattle dung at 5, 2, 3, and 2 kg tank"1 at 2"“, 3"‘, 5"‘, and 7*h

week respectively. Urea and super phosphate were also added at the

rate of 4 and l g week-1 for first six week. Twenty days old post larvae

(PL 20) (0.015 zt 0.01 g) of Penaeus monodon purchased from a

commercial hatchery were stocked in the tank at a density of 3, 7, 12

juveniles m'2. Commercial shrimp feed containing 25% crude protein

(I-iigashimaru Feeds India Limited, Kuthyathodu, India) was used for

the experiment. Carbohydrate source for addition to water column

was purchased from local market. Tapioca flour was used as

carbohydrate source, the quantity being calculated following

Avnimelech (1999); i.e. 390 g tapioca flour for each kg of 25% dietary

protein, respectively.

Shrimps were fed with experimental feed at 15% of initial weight

and adjusted gradually to 3% body weight at the end of culture. Feed

was distributed evenly over the tank’s surface, twice daily at 8.00 and

18.00 hours. Pre-weighed carbohydrate source was mixed with tank

water and applied to the water column uniformly followed by the

feeding during the morning. Shrimps were harvested after draining
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the tanks on 100th day of culture; individual length, weight and

survival were recorded.

Water and sediment quality parameters

Daily water quality parameters such as temperature (mercury

thermometer), salinity (hand refractometer), secchi disk

(transparency) and pl-I (pH pen) were measured directly from the tank

and dissolved oxygen (Winkler method, APHA, 1995) daily in situ at

09.00 AM. Biweekly water samples were collected using horizontal

water sampler from three locations of each tank and pooled together.

Sediment samples were collected from six locations using PVC pipes

(2 cm diameter). Sediment and water samples were collected on

biweekly basis between 09.00 and 10.00 hours. The water samples

were filtered through GF/C Whatman glass fiber filter and the filtrate

was analyzed for nitrate-N (cadmium reduction), nitrite-N and total

ammonia nitrogen (TAN) (Phenol hypochlorite method) (Grasshoff et

al., 1983). Chlorophyll-a in non-filtered water column samples was

analyzed following standard methods (APHA, 1995). Biological oxygen

demand (5 days) of water samples was estimated following APHA

(1995). The organic carbon in the sediment was determined following

El Wakeel and Riley (1957). Exchangeable TAN, nitrite-N and nitrate­

N in the sediment were also measured (Mudroch et al., 1996). Total

heterotrophic bacteria (THB) count in the water and sediment was
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also estimated by the standard procedures (APHA, 1995) and

expressed as colony forming unit (cfu).

Statistical analysis

Statistical analysis of daily, biweekly water and sediment

quality parameters were done by ANOVA: Two-Factor without

Replication performed using Microsoft Excel 2000. For non-repeatedly

measured variables (individual growth rate, net shrimp yield, SGR,

FCR, FCE, PER, ADG, Survival rate) were analyzed by One-Way

ANOVA, Tukey HSD software using SPSS 11.5. Significant treatment

effect was separated by calculating the least significant difference at

5% level.

3. Results

3.1. Stocking density 3 m"

Daily water quality parameters viz., temperature, water pH,

dissolved oxygen, salinity, secchi disk reading and biweekly alkalinity

with 3 and 3 + CH additions are shown in Table 5.1 8s 5.2. No

significant difference could be seen between these parameters

(P>0.05). Biological oxygen demand showed significant difference

(P<0.05). The total ammonia nitrogen (TAN), nitrite-N, nitrate-N,

chlorophyll-a, total heterotrophic bacteria (THB) of the water and Soil

total ammonia nitrogen, nitrite-N, nitrate-N, total heterotrophic
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bacteria and organic carbon are summarized in Table 5.2. In water,

nitrite-N and THB in water showed significant difference (P<0.05) (Fig.

5.1). The ANOVA showed that nitrate-N showed significant difference

(P<0.05) (Fig. 5.1).

Among the sediment parameters, soil pH, Organic carbon and

nitrite-N (Fig. 5.2) showed no significant difference (P>0.05) (Table

5.2). Conversely, TAN, nitrate-N and THB showed variation during the

sampling period (Fig. 5.2).

Treatment 3 with 25% dietary protein with addition of

carbohydrate source, water and soil TAN, nitrite-N and nitrate-N were

found low when compared to treatment without addition of

carbohydrate. THB concentration showed slight increase in

carbohydrate added treatment when compared to treatment without

carbohydrate addition (Tables 5.2).

The average individual shrimp weight recorded in 3 + CI-I was

30.8 :l: 1.5 g and this was very high when compared with 26.7 i 1.9 g

recorded in treatment without carbohydrate addition. SGR, FCR, PER,

FCE and ADG were higher in 3 + CH than 3. The one-way ANOVA

result showed significant difference (P<0.05). The carbohydrate added

treatment evinced high shrimp yield. Net shrimp yield was also high

in 3 + CH treatments but statistically it was not significant (Table

5.3).
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3.2. Stocking density 7 ma

Temperature, pH, dissolved oxygen, salinity and secchi disk

reading, ANOVA results of various water quality parameters in 7 and

7 + CH are shown in Table 5.1. No significant difference (P>0.05) was

seen.

Among the treatments, biweekly water TAN, nitrite—N, nitrate-N

and THB showed significant difference (P<0.05) (Fig. 5.1). The

sediment nitrite-N (Fig. 5.2), organic carbon and soil pH showed no

significant difference (P>0.05). Sediment TAN, nitrate-N and THB

showed significant difference (P<0.05) (Fig. 5.2). The mean values with

standard deviation are shown in Table 5.2.

The individual shrimp average weight in 7 + CH was higher

than that of 7. The SGR and FCR were also higher in carbohydrate

added treatment. The addition of carbohydrate to the water column

with 25% protein diet had a significant effect (P<0.05). No statistical

difference in shrimp survival was observed (P>0.05) between the

treatments (Table 5.3).

3.3. Stocking density 12 m'2

Temperature, pH, dissolved oxygen, salinity, secchi disk reading

and alkalinity did not vary between the treatments (Table 5.1 85 5.2).

No significant difference was found between these parameters

(P>0.05).
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The mean values with standard deviation of water TAN, nitrite­

N, nitrate-N, THB (Fig. 5.1) and chlorophyll-a are presented in Table

5.2 and the values showed significant difference (P<0.05). Addition of

carbohydrate may increase the level of water and soil THB population

(P<0.05) (Fig. 5.1 85 5.2). The mean values with standard deviation of

sediment TAN, nitrite-N, nitrate-N, organic carbon, bulk density and

THB are summarized in Table 5.2. Significant variation was found in

the sediment TAN, and nitrate-N (P<0.05). However, no significant

difference (P>0.05) was observed in sediment nitrite-N and organic

carbon. Conversely, sediment THB showed significant difference

(P<0.05).

The individual shrimp average weight showed a significant

difference (P<0.05). SGR and FCR were higher in carbohydrate added

tank when compared to tank without carbohydrate addition (P<0.05).

No significant difference (P>0.05) was observed in the survival rate

(Fable 5.3).

3.4. Comparison of different levels of stocking density

without addition of carbohydrate

In treatment where no addition of carbohydrate was done, there

was no significant difference (P>0.05) in respect of temperature, water

pH, dissolved oxygen, salinity and secchi disk (Table 5.1).
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However, water TAN, nitrite-N, nitrate-N, THB,
chlorophyll-a and the sediment TAN, nitrate-N and THB (Fig. 5.2)

were showed significant variation (P<0.05) (Table 5.2). Conversely,

sediment pH, nitrite-N and organic carbon showed no significant

difference (P>0.05) between different stocking density.

The net shrimp yield was found higher in stocking density 12

followed by 7 and 3. The individual shrimp average weight was

highest in 3 followed by 7 and 12, the difference is statistically

significant (P<0.05). The SGR and FCR were higher in 3 followed 7

and least at 12 which were also significantly different (P<0.05).

Survival rate of shrimp did not vary among the treatments (P>0.05).

Higher survival rate was recorded at 3 followed 7 and it was least at

12 (Table 5.3).

3.5. Comparison of different levels of stocking density

in treatment having addition of carbohydrate

In the treatment of 3 + CH, 7 + CH, 12 + CH addition, no

significant difference (P>0.05) was observed in respect of temperature,

water pH, sediment pH, dissolved oxygen, salinity and secchi disk

reading (Table 5.1 8:. 5.2). However, significant difference was observed

(P<0.05) in water quality parameters such as TAN, nitrite-N, nitrate-N,

THB, (Fig. 5.1) BOD, alkalinity and chlorophyll-a (Table 5.2).
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Significant difference was also observed in respect of sediment TAN,

nitrate-N and THB (Fig. 5.2). However, no significant difference

(P>0.05) was found in nitrite-N and organic carbon.

The individual average shrimp weight at harvest was highest

(P<0.05) in 3 + CH followed by 7 + CH while it was least in 12 + CH.

The addition of carbohydrate to the water column had significant

effect (P<0.05) on shrimp yield. The higher SGR was observed in the

treatment with 3 + CH followed by 7 + CH and 12 + CH which was

significantly different (P<0.05). FCR value was highest in 3 + CH

followed by 7 + CH and was lowest in 12 + CH. Among the three, no

significant difference (P>0.05) was observed in survival rate. The

survival rate was very high in 3 + CH treatments while it was low in

12 + on (Table 5.3).

4. Discussion

Controlling the inorganic nitrogen by manipulating the carbon /

nitrogen ratio is one of the potential control methods suitable for

aquaculture systems. The daily water quality parameters

temperature, water pH, dissolved oxygen salinity and secchi disk

reading were with in the favorable limit during the culture period.

Banerjea (1967) and Boyd (1974) reported that the above daily

variables were in the acceptable level it will help survival and growth

of the culture species. In the present study, the soil pH was found to
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be 6.6 which did not show any variation between treatments. The

bottom soil pH is an important variable in pond aquaculture and

values between 6.5 - 7.5 normally considered as acceptable (Jackson,

1958; McLean, 1982; Boyd and Tucker, 1992; Hendershot et al., 1993

and Bloom, 1999). It has also reported that a significant reduction in

TAN in both sediment and water column was recorded in treatments

with carbohydrate addition (Avnimelech, 1999; Avnimelech et al.,

1989; 1994). In the present study, TAN concentrations of water and

sediment showed a cumulative increase in control tanks with stocking

density of 3, 7, 12 when compared with treatments 3 + CH, 7 + CH

and 12 + CH. The low TAN concentration seen in carbohydrate added

treatments irrespective of stocking density is indicative of the effect of

carbohydrate addition in reducing the concentration of inorganic

nitrogen. This approach seems to be a practical and inexpensive

means to reduce the accumulation of inorganic nitrogen in the pond.

Avnimelech and Mokady (1988) reported that the addition of

carbohydrate is an effective method to reduce concentrations of

inorganic nitrogen in intensive aquaculture practices and the results

of the present study strongly corroborate with this findings. The

results of present study revealed there was an increase in the level of

toxic inorganic nitrogen commensurate with the increase of stocking

density. Ghosh and Mohanty (1981), Brady (1990), Phillips et al.

(1993), Ayub et al. (1993) and Csavas (1994) reported that the toxic
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inorganic nitrogen concentration in culture systems increases by the

rate of feeding, unconsumed feed and the rate of excretion and the

present findings show full agreement with the above.

In the present study, the significant increase was noticed in

total heterotrophic bacterial (THB) count in both water and soil of all

carbohydrate added treatments and it can be attributed to the

addition of carbohydrate. Aikyama et al. (1989) reported that

carbohydrate source (glucose and starch) application to the culture

system provided better environment for multiplying bacterial

population. The reduction of TAN and corresponding increase of THB

observed in the present study can be attributed to the utilization of

TAN from water and sediment as reported by Avnimelech and Mokady

(1988), Avnimelech et al. (1989, 1994) and Avnimelech (1999). The

heterotrophic bacteria may utilize TAN, DO (dissolved oxygen) and

convert them to microbial protein. Microorganisms present in shrimp

culture systems can take up significant amounts of NH4*, and

consumed oxygen from the water column (Pomeroy et al., 1965). It

may also be noted that the significant increase of TI-IB might have

resulted in significant decrease of BOD in carbohydrate added

treatment. Moriarty (1996, 1997 and 1998) recommended that

augmented microbial population can increase BOD consumption.

According to the available reports (Schroeder, 1987; Beveridge et al.,

1989; Rahmatulla and Beveridge, 1993 and Avnimelech, 1999) the
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heterotrophic bacteria produced single cell protein might be utilized

as a food source by carp and tilapia whereby lowering the demand for

supplemental feed protein In the present study, higher shrimp yield,

FCR and FCE were recorded in the carbohydrate added treatments

when compared to the control. Utilization of microbial protein

depends on the ability of the target animal to harvest (Avnimelech,

1999). Several studies on the diet of Penaeus species in estuaries and

coastal waters indicated that shrimps feed mostly on small phyto­

zoobenthos (Tiews et al., 1976; Marte, 1980; 1982; Smith et al.,

1992). It has also reported that Penaeus monodon is able to select

microbial food (Apud et al., 1981 and El-Hag, 1984).

The survival rate of shrimp was similar among treatments,

which showed that carbohydrate addition to ponds does not have any

significant effect in survival. According to Chen and Kou, (1992) the

similar survival rate encountered in the present study is indication of

providing optimal condition for cultured organism. It would appear

that addition of carbohydrate to the pond did not make the habitat

unhospitable to Penaeus monodon as the water quality parameters

were well with in favorable limits (Chen et al., 1990; Hariati et al.,

1996). However, the survival rate was lower in 12 and 12 + CI-I when

compared to other treatments and this can be attributed to the effect

of high stocking density. High mortality of 40 - 50% has been reported

in dense culture systems (8 kg m"2) (Avnimelech and Lacher, 1979;
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Boyd, 1985 and Muthuwani and Lin, 1996) due to the ammonium

excreted by the fish or shrimp in the pond.

In the present study, net shrimp yield was significantly high in

carbohydrate added treatments. Furthermore, the individual shrimp

weight, SGR, FCR, FCE, PER, and average daily weight attained also

showed higher values in carbohydrate added treatments. The studies

conducted with dietary feed containing constant protein level revealed

that the presence of microbial protein may influence the PER and FCE

in Penaeus monodon (Abdel-Rahman et al., 1979; Hajra et al., 1988

and Teshima and Kanazawa, 1986). The higher growth rate and

shrimp yield observed in carbohydrate added treatment can be

attributed to the low inorganic nitrogen levels and better-feed

utilization as reported by Wahab et al. (2003). Similarly lower TAN in

sediment might have positively influenced the food intake and health

of the shrimps as opined by Avnimelech and Ritvo (2003). Maximum

individual shrimp weight observed in treatment 3 + CH might be due

to low stocking density. According to Biddle et al. (1977) and Bautista

(1986), low stocking density in the culture may facilitate maximum

area for foraging and therefore, individual shrimp growth will be

relatively higher.

In conclusion, the manipulation of C / N ratio by carbohydrate

addition is possible in stocking densities up to 12 m'2 and the

possibility of application of this technology in higher stocking
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densities need to be investigated. Based on the results of the present

study, it can be recommended that C / N ratio can be manipulated in

the semi intensive farming system of Penaeus monodon for the

economic and ecological sustainability.

Carbon / nitrogen ratio optimization and periphyton development 1()5
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Comparative study on the performance of
various carbohydrate sources in the control
of inorganic nitrogen concentration in the
grow-out of Penaeus monodon (Fabricius)
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1. Introduction

The tiger prawn, Penaeus monodon offers a higher potential as

one of the prime candidature species for large-scale commercial

culture in India. Shrimp farming in ponds is one of the major

aquaculture activities in the tropical and subtropical countries

contributing 26.1% of the global shrimp production (Tacon, 2003).

Low inputs of feed, fertilizers and low stocking densities in extensive

and modified extensive types of culture contribute to the bulk of

global shrimp production (90%) (FAO, 2001). Shrimp (Penaeus

monodon) production in Taiwan was declined since 1988 due to

pathogenic and non-pathogenic factors discharged into open waters

(Liao and Chen, 1996). Late in 1994, massive shrimp mortality

associated with diseases were increasingly reported from southem

Thailand, India and Malaysia (Wongteerasupaya et al., 1996). The

pathogenic organisms found in shrimp ponds were discharged with

the wastewater, flowed to the sea, were transported to other areas and

then pumped into other shrimp farms. In order to reduce the

transformation of disease effects to reduce pond discharge as little as

possible, have been undertaken during the culture period (Bashour

and Al-Jaloud, 1984; Wang, 1990). However, absence of water

circulation in culture pond may cause acute water and soil acute

toxicity to cultured organisms causing severe stress and leading low

survival rate (Twilley, 1989; Millamena, 1990; Hopkines et al., 1994).

Carbon / nitrogen ratio optimization and periphyton development 1()6
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Further more, the waste generated during culture, mainly feces and

unconsumed feed, settle on the bottom. Mineralization of

accumulated organic matter under anaerobic conditions leads to the

formation of toxic metabolites like ammonia-N and nitrate-N, spoiling

the living environment of the shrimp. Aquatic animals including

shrimp excrete nitrogen waste in the form of ammonium, which may

accumulate in the pond. The discharge of nutrient rich effluents from

culture ponds to coastal waters is becoming a major environmental

concern with the expansion of shrimp culture operation in many parts

of world (van Dam, 1990; Fast and Boyd, 1992; Hopkins et. al., 1994;

Avnimelech and Ritvo, 2003).

Protein is the main expensive component in diet and in artificial

feeds when shrimps are cultured intensively. Dietary protein has been

reported as the most essential nutrient for the growth of shrimps

(Andrews et. al., 1972; Balazs et. al., 1973; Forster and Beard, 1973;

Venkataramiah et. al., 1975; Alava and Lim, 1983). High protein diet

is mainly used for the faster growth rate and higher survival in

shrimp culture. However, optimal protein requirement level can be

reduced by the addition of non-protein source such as cheap

carbohydrate sources. Feed represents about 60% of the production

cost in the extensive, semi-intensive and intensive farms. Therefore,

attention has been paid towards reducing feed cost by way of use of

less expensive and highly nutritive ingredients or by better

Carbon / nitrogen ratio optimization and periphyton development 1()7
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consumption and assimilation of feeds by the animals. Shrimp growth

depends on the nutritional quality of dietary protein. The protein

content of feed mainly depends expensive ingredients like fish meal,

shrimp meal etc. At the same time, carbohydrate ingredients are the

last expensive dietary energy sources. The effectiveness of various

kinds of carbohydrate sources has been studied in different penaeid

species since 1969. The application of carbohydrate source can

reduce the amount of protein utilization and following this principle

Shiau and Peng (1992) had evaluated the effectiveness of glucose,

dextrin and starch as carbohydrate sources in the farming of Penaeus

monodon. McGoogan and Galtin, 1998; Rudacille and Kohler, 1998;

Conquest et al., 1998 reported that the adjustment of C / N ratio in

the feed can effectively control the pond water quality.

The present study was undertaken with a view to evaluate

effectiveness of five locally available carbohydrate sources such as

Potato flour (P), Yam flour (Y), Rice flour (R), Wheat flour (W) and

Tapioca flour (T) in controlling the inorganic nitrogen production by

adjusting C /N ratio.

2. Materials and Methods

Study area

The experiment was carried out in 15 reinforced rectangular

reinforced concrete tanks concrete tanks ,each having 6 m3 having an

Carbon / nitrogen ratio optimization and periphyton development 1()8
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effective bottom area of 6 m2, with a depth 1 m. The experiment tank

was provided with a uniform sediment layer (7 cm thick) collected

from the extensive shrimp culture pond of Cochin. All tanks were

completely independent and fully exposed to natural sunlight.

Experimental design

Five various carbohydrate sources were selected for the

evaluation of their performance in controlling the inorganic nitrogen

production by adjusting C /N ratio. The tank allocation for each

treatment was done completely randomized and triplicate tanks were

maintained for each treatment. Commercial shrimp feed containing

25% crude protein (I-Iigashimaru Feeds India Limited, Kuthyathodu,

S.India) was used for the experiment. Carbohydrate source were

purchased from local market. Potato flour (P), Yam flour (Y), Rice flour

(R), Wheat flour (W) and Tapioca flour (T) were sieved through 35 1.1

and used as carbohydrate source. The quantity of carbohydrate added

was calculated following the theory of Avnimelech (1999); i.e. 390 g of

each carbohydrate source for each kg of 25% dietary protein,

respectively. Shrimps were fed with experimental feed at 15% of initial

weight and adjusted gradually to 3% body weight at the end of the

culture. Feed was distributed evenly over the tank’s surface, twice

daily at 8.00 and 18.00 hours. Pre weighed carbohydrate source was

mixed with tank water and applied to the water column uniformly

Carbon / nitrogen ratio optimization and periphyton development 1()9
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followed by the feeding in the morning. Shrimps were harvested after

draining the tanks on 105"‘ day of culture, their individual length,

weight and survival were recorded.

Tank preparation and stocking

Before beginning the experiment, tanks were drained and

cleaned. Lime was added initially at 3 kg tank‘ and cattle dung @ 5

kg tank-1. Culture tanks were filled with 24 ppt saline water drawn

from the Cochin estuary, stored in concrete storage tank and kept for

one week for settlement. The tanks were fertilized with cattle dung @

5,2, 3, and 2 kg tank'1 at 2"“, 3"‘, 5'1‘, and 7"‘ week respectively. Urea

and super phosphate were also added @ 4 and 1 gm week-1 for first

six weeks.

Twenty days old post larvae (PL 20) (0.015 i 0.01 g m'2) of

Penaeus monodon purchased from a commercial hatchery were

stocked in the tank at a density of 7 juveniles m-2.

Water and sediment quality monitoring

Water quality parameters such as temperature (mercury

thermometer), salinity (hand refractometer), pH (pH pen) and secchi

disk (transparency) were measured directly from the tank on a daily

basis and dissolved oxygen following Winkler method (API-IA, 1995) in

situ at 09.00 AM. Biweekly water samples were collected using

Carbon / nitrogen ratio optimization and periphyton development 1 1()
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horizontal water sampler from three locations of each tank and pooled

together. Sediment samples were collected from six locations using

PVC pipes (2 cm diameter). Sediment and water samples were

collected on biweekly basis between 09.00 and 10.00 hours. The

water sample was filtered through GF/C Whatman glass fiber filter

and the filtrate was analyzed for nitrate-N (cadmium reduction),

nitrite-N and TAN (total ammonia nitrogen) (Phenol hypochloriate

method) (Grasshoff et al., 1983). Biological oxygen demand (BOD) (5

days) of water samples was estimated following APHA (1995). The

organic carbon in the sediment was determined following El Wakeel

and Riley (1957). Exchangeable TAN, nitrite-N and nitrate-N in the

sediment were measured following Mudroch et al., 1996) Monthly

chlorophyll-a in non-filtered water column samples was analyzed

following standard methods (APHA, 1995). Total heterotrophic

bacteria (THB) count in the water and sediment were also estimated

by the standard procedures (APHA, 1995) and expressed as colony

forming unit (cfu).

Harvesting

At the end of the experiment tanks were drained and shrimps

were collected. Total length of the shrimp was measured using a dial

reading caliper from the tip of the rostrum to the tip of the telson. The

Carbon / nitrogen ratio optimization and periphyton development 1 11



Chapter - 6 Performance of various carbohydrate source

weight was measured by weighing the animals from each treatment,

after removing the water from their body with tissue paper.

Data analysis

Statistical analysis of daily, biweekly and monthly water and

sediment quality parameters were analyzed using Two-Factor ANOVA

without replication was performed using Microsoft Excel 2000. For

individual growth rate, net shrimp yield, SGR, FCR, FCE, PER, ADG,

Survival rate One-Way ANOVA Tukey HSD software using SPSS 11.5.

Significant treatment effects were separated by calculating the least

significant difference at 5% level.

3. Results

Water quality parameters

The water quality parameters such as temperature, water pH,

dissolved oxygen, salinity, alkalinity of the different treatments were

in the range 28.29 - 28.52 °C, 8.26 — 8.39, 5.30 — 5.52 mg 1'1, 24.79 ­

24.88 ppt and 55.22 - 58.55 mg CaC03 1'1 respectively. There was no

significant differences (P>0.05) in any of the above water quality

parameters among the different treatments (Table 6.1 and 6.2). The

secchi disk readings ranged from 57.79 - 60.33 cm (Table 6.1). Potato,

yam and rice flour added treatments showed significant difference

(P<0.05) in secchi disk reading when compared to wheat and tapioca

flour added treatments (P<0.05).

Carbon / nitrogen ratio optimization and periphyton development 1 12
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Among the various treatments, potato flour and yam flour

added treatments showed significant difference (P<0.05) from that of

rice flour, wheat flour and tapioca flour carbohydrate added treatment

in respect of BOD. The BOD values ranged from 2.98 — 4.35 mg 1-1

(Table 6.2). The nitrite-N ranged from 0.97 - 1.29 pg 1-1, and while

comparing the variation among the treatments, potato added

treatment showed significantly difference (P<0.05) from yam, rice and

tapioca flour added while and there was no difference between potato

and wheat (P>0.05) . In the case of Nitrate-N, it ranged from 2.97 —

3.22 pg 1'1 and among various treatments Potato showed significant

difference (P<0.05) from that of rice and wheat. THB values ranged

from 69.04 — 86.21 x 1O5cfu ml"1 and the rice and tapioca treatments

showed significant difference from other treatments. Chlorophyll-a

values ranged from 27.83 — 38.76 pg 1'1, and among the treatments,

the yam, rice and wheat flour added treatments showed significant

difference (P<0.05) from tapioca. The results of the water quality

parameters recorded from various treatments at biweekly intervals are

shown in Table 6.2.

The temporal variation of water quality parameters depicted in

Fig. 6.1. The TAN concentration over the sampling periods peaked at

5631 day (Period 5) and the highest concentration recorded was 14.39

pg 14 (W). The results of the two-way ANOVA showed that, besides

carbohydrate addition, the dietary protein level had a significant effect

Carbon / nitrogen ratio optimization and periphyton development 1 13
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inthe inorganic nitrogen level (P<0.05) in water. The highest nitrite-N

value observed during the culture period 2.72 pg 1'1 (W) is on 28"‘ day

(Period 3). Where as the same in respect of nitrate-N concentration

was registered on 42114 day 4.87 pg 1'1 (W) (Period 4). The THB counts

showed a gradual increase in all treatments and highest THB count

was recorded in treatment rice (145 x 105 cfu ml'1).

Sediment quality parameters

The results of the soil analysis of different treatments (Table

6.2) revealed that addition of different carbohydrate sources did not

have any significant effect (P>0.05) in soil pH during the culture

period and this parameter showed a variation from 6.57 — 6.63. The

rice flour and tapioca flour added treatment showed significantly

lower (P<0.05) TAN concentration when compared to potato and yam.

The TAN was in the range from 14.71 - 17.18 pg 1'1 in various

treatments. The nitrite-N varied from 0.41 - 0.59 pg 1'1, and among

the treatments significant difference (P<0.05) was observed in yam,

rice, wheat and tapioca when compared with potato. Nitrate-N was in

the range 1.84 - 2.11 pg 1-1 potato, wheat and tapioca showed

significant variation from yam. Notably, organic carbon in Potato flour

added treatment showed significant difference (P<0.05) from yam and

rice. The yam, wheat and tapioca flour added treatments showed

significantly different from rice. The organic carbon varied between

Carbon / nitrogen ratio optimization and periphyton development 1 14
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11.62 — 12.50 pg 1-1 and the Potato, yam and rice flour added

treatment showed significant difference (P<0.05) with wheat and

tapioca. In the case of soil THB population, it ranged from 44.63 —

60.83 x l07cfu ml"1. Tapioca showed significant variation (P<0.05)

with potato, yam and rice flour.

In the case of soil TAN (Fig. 6.2) higher concentration (P<0.05)

was observed on 56th day (Period 5) with 28.82 pg 1'1 in treatment T.

Thenceforth the soil TAN concentrations showed lowering and at the

end of the culture, it was plummeted to 9.46 pg 1'1 in treatment W. In

nitrite-N the highest value was observed on 28¢“ day (Period 3) with

0.97 pg l-1 in treatment T and thereafter a significant reduction was

noticed (P<0.05). The nitrate-N values varied from 1.35 - 1.86 pg 1'1 in

the treatments, the highest nitrate-N value was observed at the 42nd

day (Period 4) of culture. Thereafter (Period 4) a significant reduction

was observed in nitrate-N concentration. The THB also showed

gradual increase during the progression of culture period, which

ranged from 8.07 — 124.00 x 107cfu ml-1.

Shrimp harvest production details

The One-Way ANOVA results and mean values of individual

shrimp weight, net shrimp yield, SGR, FCR, PER, FCE, ADG and

survival rate are presented in Table 6.3. Among the different variables

there is no significant variations (P>0.05) could be observed among
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various treatments. Individual shrimp weight gain values were in the

range of 25.70 — 26.95 g. The net shrimp yields of different treatments

were in the range 141.37 — 147.01 g m-2 and the highest value was

recorded in treatment P (P>0.05). The SGR values ranged from 6.75 ­

6.76 while FCR ranged between 1.19 — 1.24. FCR of P (1.19), W (1.20)

was lower (P>0.05) than T (1.24). The protein efficiency ratio varied

from 3.18 - 3.30 while feed conversion efficiency ranged from 81.09

- 84.33% whereas average daily weight gain was in the range 0.214 —

0.216 g. Survival rate of the shrimp did not vary (78.57 — 80.95%)

among the different treatments.

4. Discussion

In the present study, the efficiency of five cheap carbohydrate

sources were compared in terms of controlling the inorganic nitrogen

production by adjusting C / N ratio in shrimp culture. Shi-Yen and

Chun-Yang (1992) compared three carbohydrate sources, viz. glucose,

dextrin and corn starch in favor of substituting in the dietary protein.

In the present study, there was no significant differences in the water

and soil quality parameters such as in temperature, water pH,

salinity, soil pH and dissolved oxygen. Water pH and soil pH are

important variable in pond aquaculture, a neutral condition (pH 7) is

ideal but values from 6.5 - 8.5 are normally considered acceptable

(Banerjea, 1967; Boyd, 1974; Munsiri et a1., 1995; Boyd, 1995).
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Hariati et al. (1996) found that the dissolved oxygen concentrations

between 3.0 - 5.0 mg l-1 were considered favorable for growth of

Penaeus monodon without causing stress. In transparency the secchi

disk readings showed significant difference among various treatments

and it can be attributed to variation of nutrients during the culture

and this finding is complementary to that of Hari ct al. (2004), Smith

et al. (2002) and Kuo-Feng Tseng et al. (1998).

All the carbohydrate sources applied to water column of

various treatments were found effective in optimizing the carbon /

nitrogen ratio which is manifested by the significant increase in the

total heterotrophic counts and this finding fully concur with Burford

ct al. (2003). Furthermore, the high heterotrophic bacteria counts

observed due to addition of carbohydrate in all treatments is found to

be accomplished by a reduction of biological oxygen demand (BOD) in

various treatments. Bratvold and Browdy (1998 and 2001) reported

that total bacterial counts and oxygen consumption rate were

comparable in zero water exchange shrimp ponds. High concentration

of two nitrogen species Ammonia-N and nitrite-N are toxic to shrimp

(Chien, 1992).

In the present study, TAN concentration levels in the water

column ranged from 0.43 - 14.00 pg 1'1 and this much lower when

compared to Al-Zeid et al. (1988) who reported a concentration of 750

- 3250 pg 1'1 TAN in the commercial shrimp farms. It appears that the

Carbon / nitrogen ratio optimization and periphyton development 117
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Hariati et al. (1996) found that the dissolved oxygen concentrations

between 3.0 — 5.0 mg l-1 were considered favorable for growth of

Penaeus monodon without causing stress. In transparency the secchi

disk readings showed significant difference among various treatments

and it can be attributed to variation of nutrients during the culture

and this finding is complementary to that of I-Iari et al. (2004), Smith

etal. (2002) and Kuo-Feng Tseng et al. ( 1998).

All the carbohydrate sources applied to water column of

various treatments were found effective in optimizing the carbon /

nitrogen ratio which is manifested by the significant increase in the

total heterotrophic counts and this finding fully concur with Burford

ct al. (2003). Furthermore, the high heterotrophic bacteria counts

observed due to addition of carbohydrate in all treatments is found to

be accomplished by a reduction of biological oxygen demand (BOD) in

various treatments. Bratvold and Browdy (1998 and 2001) reported

that total bacterial counts and oxygen consumption rate were

comparable in zero water exchange shrimp ponds. High concentration

of two nitrogen species Ammonia-N and nitrite-N are toxic to shrimp

(Chien, 1992).

In the present study, TAN concentration levels in the water

column ranged from 0.43 — 14.00 pg 1-1 and this much lower when

compared to Al-Zeid et al. (1988) who reported a concentration of 750

— 3250 pg 1-1 TAN in the commercial shrimp farms. It appears that the
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addition of all types of carbohydrate was useful in the control of TAN.

As shrimp are carnivorous omnivorous organisms and are mainly

bottom living organism (New, 1987), the sediment inorganic nitrogen

production also affect in the survival and growth of the organism. The

sediment TAN showed a significant reduction after the 56'-h day of

culture and the sediment nitrite-N and nitrate-N values were also

showed similar reduction. Conversely, a significant increase of

sediment THB could be observed during the culture period.

Avnimelech (1999) reported that with the addition of sugar (glucose)

and cassava meal as carbonaceous substrate, there was a significant

reduction in the accumulation of TAN, nitrite-N and nitrate-N

concentration in Tilapia farms. With the addition of different

carbohydrate source, there was significant increase in organic carbon

was also observed. The carbon content may deposited at the bottom

after the utilization of carbohydrate source assuming that added

carbohydrate contain 50% carbon (Avnimelech and Lacher, 1979;

Boyd, 1985; Muthwani and Lin, 1996). The inorganic nitrogen

accumulation in the culture system is by metabolism and nitrogen

immobilizing microbial processes. Bacteria and other microorganisms

use carbohydrate sources as food, to generate energy and grow i.e., to

produce proteins and new cells (Avnimelech, 1999). The increase

registered in THB population (17.33 - 133.27 x 1O5cfu ml"1) in

treatments applied with various carbohydrate sources in the present
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study would indicate that carbohydrate is accompanied by the

immobilization of inorganic nitrogen. It appears that all the

carbohydrate sources can be utilized as a potential means to reduce

the concentration of inorganic nitrogen from the culture system,

which concurs with the findings of Avnimelech (1998), Avnimelech

and Lacher (1979) and Avnimelech and Mokady (1988).

The water and sediment characteristics of five treatments where

five different sources of carbohydrate were applied revealed that all of

them are effective in bringing down the water and sediment inorganic

nitrogen production due to their capability in enhancing the water

and soil total heterotrophic bacterial population. However, nitrite-N

value in water was slightly higher in potato (1.29 pg 1'1) when

compared to other treatments, while it was lowest in tapioca and rice.

Conversely, TAN and Nitrite-N in sediment showed higher values in

rice and tapioca. Cotner et al. (2000) reported that glucose addition to

water reduced TAN concentration from 17.1 - 7.4 pg 1-1 due to the

enhancement of microbial growth. The results of the present study

show that the various carbohydrate sources studied are equally

effective for the control of carbon / nitrogen ratio.

The survival rates of shrimp were also similar among the

treatments which indicate that all carbohydrate sources did not have

any adverse effect in destroying the shrimp habitat. According to

Ansuman Hajra et al., (1988) the high survival rates of shrimp are
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mainly due to the favorable limit of environmental conditions for the

organism. Removal of accumulated inorganic nitrogen from water and

sediment increased shrimp yield from 1.0 to 6.2 ton ha"1 year'1 and

the survival from 10% to 60% (Lemonnier and Brizard, 2001). In the

present study, the net shrimp yield and FCR were comparable in all

treatments and it maybe inferred that the level of interaction between

the low dietary protein (25%) and different types of carbohydrate

sources were similar. Furthermore, the lower TAN level in sediment

might have influenced positively the food intake and health of the

shrimp (Avnimelech et al., 1995; Avnimelech, 1999; Hari et al., 2004).

In conclusion, the five locally available carbohydrate sources such as

Potato flour (P), Yam flour (Y), Rice flour (R), Wheat flour (W) and

Tapioca flour (T) are equally eifective and useful in controlling the

inorganic nitrogen production in shrimp ponds by adjusting C /N ratio

and reducing the level of protein in the shrimp feed.
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Chapter - 7 Periphyton production 111 two substrates

1. Introduction

Demand for crustaceans and other aquatic organisms

increases, while natural fisheries fastly approaching the optimal level

of exploitation and therefore, aquaculture is the only solution for

enhancement of production. The community of microscopic algae that

grow attached to a variety of submerged substrata is an essential

component of lotic ecosystems. This community, called periphyton, is

responsible for most of the primary production (Mclntire, 1973;

Apesteguia and Marta, 1979) and constitutes the food source for

several invertebrates (Cattaneo et al., 1993). It also plays a major role

in the metabolic conversion and partial removal of biodegradable

material in ponds and rivers (Lau and Liu, 1993). Microbial food webs

are integral part for all aquaculture ponds and have a direct impact

on productivity (Moriarty, 1997). The term periphyton refers to the

microbial communities living on submerged surfaces, including

bottom sediments, submerged plants and solid natural or man made

underwater structure. The term ‘periphyton’ is applied to the complex

of sessile biota attached to submerged substrata such as stones and

sticks, and includes algae and invertebrates but also associated

detritus and microorganisms. South Asia contributes to about 90% of

the world’s aquaculture production, the bulk of which is from ponds

and rice fields (FAO, 2000). Growth in production is possible by

increased reliance on external resources like fertilizers and feed.
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Because of the higher cost of external inputs there is a diminishing

interest among the farmers to continue with the farming practices

(0’Riordan, 1992). Periphyton based aquaculture through the use of

artificial substrates in the shrimp farms, can improve the efficiency of

conversion of nutrients into harvestable products. The idea of

periphyton based aquaculture is originally derived from traditional

methods, such as the ‘padal fishing’ a unique fishing method in the

Ashtamudi estuary of Kerala (South India). Locally available tree

branches such as mango and mangroves are kept submerged in

shallow open water which act as shrimp and fish aggregating devices.

A large number of post larvae of shrimps and fish fingerlings find

shelter beneath the padals, foraging the peri and epiphyton developed

from the submerged twigs and other structures used to construct

them (Thomas et al., 2004). Sustainable use of natural resources to

enhance the production of low input aquacultme system can help to

increase the income and food security of people in rural areas (NACA,

2000). Periphyton based aquaculture can be one of the essential

means of increasing shrimp production. The feasibility of periphyton

based systems has been explored in brackishwater fish ponds in West

Africa (Welcomme, 1972; Hem and Avit, 1994; Konan-Brou and

Guiral, 1994) and was found to enhance primary production and food

availability and increase shrimp production. Trials have demonstrated

that the aquaculture production with additional substrates for
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periphyton production is higher than that from substrate free controls

(Legendre et al., 1989; Konan et al., 1991; Hem and Avit, 1994; Guiral

ct al., 1995; NFEP, 1997; Wahab et al., 1999b; Azim et al., 2002). The

external resources such as feed and fertilizers supplement or

stimulate autochthonous food production in the grow-out system for

shrimp growth. In most feed driven ponds, only less than 30% of

nutrients inputs are converted into harvestable products, the

remaining being lost to the sediment, effluent water and the

atmosphere (Acostra-Nassar et al., 1994; Beveridge ct al., 1994; Olah

ct al., 1994). Culture systems are also reliant on the environment at

large to disperse and assimilate waste (Beveridge and Phillips, 1993).

The development of viable low cost technologies and their

applications to current farming practices would help in enhancing

aquaculture production. By providing suitable substrates,

heterotrophic food production can be increased which will support the

shrimp production. Substrates provide the site for epiphytic microbial

production which can be eaten by shrimp. The shrimp harvested

microorganisms directly in significant quantities, either from

microbial biofilm on detritus or from naturally occurring flocks in

water column (Schroeder, 1978). There is high variability in

periphyton communities and abiotic factors like light, temperature,

nutrient availability or type of substrate. The organisms colonizing

substrates include microalgae, micro, meio and mesofauna, fungi and
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bacteria. Most of them are small organisms with short life cycle of

days or weeks, making the communities highly dynamic and

responsive to environmental changes (Vermaat and Hootsmans,

1994). Experiments with artificial substrates have shown that

periphyton can increase the production of pond harvestable product

compared to systems without substrates (Pardue, 1973; Hem and

Avit, 1994; Wahab et al., 1999a, b; Azim et al., 2002; Keshavanath

and Wahab, 2001, Keshavanath et al., 2001a, b).

This chapter presents the results of the experiments conducted

to evaluate the effectiveness of two locally available artificial

substrates such as Bamboo and Kanchi in the production of

periphyton under different types of fertilization application in varied

levels. The objectives of this study are shown below:

1. To assess whether the addition of Bamboo and Kanchi as

artificial substrates in the grow-outs make any changes in

the optimal water and soil quality requirements of the

shrimp.

2. To find out the optimum dosage of fertilizer consortium

applied in the grow-out for maximum production periphyton.

3. To find out the variation in the suspended and attached algal

growth in different substrata used for the study.
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2. Materials and methods

Experimental design

The experiment was carried out in concrete tanks having an

reflective bottom area of 6m2. The experimental tanks were filled with a

uniform sediment layer (7 cm thick) collected from the pokkali shrimp

farm. Lime was added initially at 3 kg tank"1. Bamboo and kanchi

(Bambusa sp.) were used as substrate for periphyton growth plus

while the treatment without substrate was used as control.

Experiments were maintained in triplicate following complete

randomized design. Cattle dung, urea and super phosphate were used

as fertilizers in this study. In treatment 1C cattle dung, urea and

super phosphate were applied at the rate of 1500,100 and 50 kg ha'1

respectively with out substrate. Whereas the above fertilizers with the

given dosages with Bamboo substrate is the treatment 1 B while the

above fertilizer dose with substrate kanchi is considered as treatment

1 K. Second fertilizer dose of cattle dung 3000 kg ha-1, urea 150 kg

ha"1 and super phosphate 100 kg ha"1 with substrate bamboo stands

for treatment 2 B while second fertilizer dose with substrate kanchi

is the treatment 2 K. In the third fertilizer dose, cattle dung 4500 kg

ha"1, urea 200 kg ha"1 and super phosphate 150 kg ha-1 respectively

with substrate bamboo represents treatment 2.5 B while the above

fertilizer dosages with substrate kanchi is the treatment 2.5 K. The

bamboo poles (mean length - 2.0 m the effective water area in 1.5 m
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and mean diameter — 5.5 cm) were vertically planted the pond at a

density of 9 poles m-2 while kanchi were planted horizontally at a

density of 34 poles m4’ (mean length - 2.0 m and mean diameter - 1.5

cm). Culture tanks were filled with 22 ppt saline water pumped from

the Cochin estuary which was conditioned for a period of one week.

The tanks were drained on the 75"‘ day of experiment.

Water and sediment quality parameters

Water quality parameters such as temperature (mercury

thermometer), salinity (hand refractometer), transparency (secchi

disk) and pH (pH pen) were measured directly from the tank while

dissolved oxygen was measured following Winkler method (APHA,

1995) at 09.00 AM on a daily basis. Biweekly water samples were

collected using horizontal water sampler from three locations of each

tank and pooled together. Sediment samples were collected from six

locations using PVC pipes (2 cm diameter). Sediment and water

samples were collected on biweekly basis between 09.00 and 10.00

hours. The water samples were filtered through GF/C Whatman glass

fiber filter and the filtrate was analyzed for nitrate-N (cadmium

reduction), nitrite-N and total ammonia nitrogen (TAN) (Phenol

hypochlorite method) (Grasshoff et al., 1983). Chlorophyll-a in non­

filtered water column samples were analyzed following standard

methods (APHA, 1995). Biological oxygen demand (5 day BOD) of
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water samples was estimated following APHA (1995). The organic

carbon in the sediment was determined following El Wakeel and Riley

(1957). Exchangeable TAN, nitrite-N and nitrate—N in the sediment

were also measured (Mudroch et al., 1996). Total Kjeldahl nitrogen in

the periphyton was estimated (Mudroch et al., 1996). Total

heterotrophic bacteria (THB) count in the water and sediment was

estimated following standard procedures (APHA, 1995) and expressed

as colony forming unit (cfu).

Determination of periphyton biomass

From each tank three poles were selected randomly and 2 x 2

cm?’ samples of periphyton were taken from different depths per poles.

The areas were carefully scraped with the scalpel blade to remove the

periphyton. After the sampling the poles were replaced to the original

place. The materials collected were pre weighed and dried at 105°C

until constant weight and kept in dessiccator. The samples are then

transferred to a muffle furnace and ashed at 450°C for 6 hours and

weighed. The dry matter, acid free dry matter and ash content were

determined by weight following APHA (1995).

The pheophytin-a concentrations were determined by the

following standard method APHA (1995). After the removal, the

material was immediately transferred to tube containing 10 ml 90%

acetone, sealed and transferred to the refrigerator for storing
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overnight. Samples were homogenized for 30 sec with a tissue grinder

and centrifuged for 10 min at 3000 rpm. The supernatant was

transferred to the cuvettes, acidified by addition of three drops of 0.1

N HCI and absorption measured for the pheophytin-a.

Study of taxonomic composition of periphyton and

plankton

The periphyton samples were taken from randomly selected

poles from an area of 2 x 2 cmz, each of different depth per pole and

pooled together. The samples were collected on biweekly basis after

the substrate installation. Pooled samples were preserved in 5%

buffered formalin and after the vigorous shaking, a 1 ml of sub

sample was transferred to a Sedgewick-Rafter cell (S-R cell), the

number of colonies were counted on 10 randomly selected field of

chamber under a binocular microscope (Azim et al., 2001). The

periphyton sample densities were calculated by the formula.

N= (Px Cx 100)/S

Where N = number of periphyton cells per cm? surface area; P =

number of periphytic units counted in ten fields; C = volume of final

concentrate of the sample (ml); S = area of scraped surface cm2.

For the taxonomic identification of plankton, the samples were

collected by passing 5 liter of water taken from the four locations of

each tank and filtered through a 45 p mesh size plankton net. The
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concentrated sample was then transferred to a 100 ml measuring

cylinder and made up to 100 ml with distilled water. Then the

samples were preserved with 5% formalin solution. The 1 ml of

plankton sub samples were estimated by using Sedgewick-Rafter cell

(S-R cell) under the microscope. The plankton densities were

calculated by the formula:

N= (Px Cx 100)/L

Where N = the number of plankton cells per liter of original

water; P = the number of plankton counted in the ten fields; C = the

volume of the final concentration of the sample (ml); L = the volume

(liters) of the tank water sample.

Taxa were identified to genus level using keys of Ward and

Whipple (1959), Prescott (1962), Belcher and Swale (1976), Bellinger

(1992) and Sreekumar (1996).

Statistical analysis

Statistical analysis of daily, biweekly and monthly (THB) water,

sediment quality parameters and periphyton biomass (dry matter,

pheophytin-a, ash content, protein, nitrogen (%) and ash free dry

matter) were done by ANOVA: Two-factor without replication

performed using Microsoft Excel 2000. The periphyton and plankton

taxonomic data were analyzed by SPSS 11.5 One-way Tukey-HSD
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test. Significant treatment effect was separated by calculating the

least significant difference at 5% level.

3. Results

Water and sediment quality parameters

The water quality parameters in treatment with or with out

substrates and fertilization effect were: temperature (30.17 — 30.83

°C), dissolved oxygen (6.69 — 6.81 mg 1'1) and salinity (20.89 - 21.00

ppt) and there was no significant difference (P>0.05) among the

treatments. On the other hand, water pH (8.36 — 8.52), secchi disk

reading (56.67 - 62.39 cm) and soil pH (8.29 — 8.42) have shown

significant difference (P<0.05). The water quality parameters with

mean with standard deviation are given in Table 7.1 and 7.2. The

highest water pl-I was recorded in 2 K treatment in contrast to lowest

in 2.5 B. Highest secchi disk reading was observed in 2.5 B while it

was lowest in 1 K. In the case of soil pl-I the highest value was

observed in 2.5 K where as it was lowest in 2 B treatment (Table 7.2).

Among the water quality parameters, biological oxygen demand

(3.01 — 3.38 mg lrl), alkalinity (43.44 — 53.50 mg CaCO3 1'1), total

ammonia nitrogen (TAN) (4.81 — 6.41 pg 1'1), nitrite-N (0.20 — 0.34 pg l­

1) and total heterotrophic bacteria showed statistically significant

difference among the treatments (P<0.05) (Table 7.2). Among the

various water quality parameters, nitrate-N (0.63 — 0.76 pg 1-1) and
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chlorophyll-a (39.61 - 55.94 pg cm"2) showed significant difference

(P<0.05) between the treatments (Table 7.2). Among the sediment

quality parameters, total ammonia nitrogen (TAN) (14.36 — 30.51 pg 1"

1), nitrite-N (0.08 - 0.14 pg 1'1), nitrate-N (0.30 — 0.43 pg 1'1), organic

carbon (11.07 - 18.03 p 1-1) and total heterotrophic bacteria (89.33 —

144.22 x 107 cfu ml-1) showed significant difference (P<0.05) (Table

7.2). In treatment where higher levels of fertilization was applied (2.5

B and K), the water and soil total ammonia nitrogen and soil organic

carbon showed high values which was statistically significant

(P<0.05). Highest total ammonia nitrogen in water was observed in 2.5

K treatment (6.41 pg 1-1) which was found significantly different

(P>0.05) from 2.5 B treatment (6.13 pg 1'1). In respect of soil,

treatment 2.5 K showed highest total ammonia nitrogen followed by

2.5 B (Table 7.2).

During the culture period, higher total ammonia nitrogen

concentration in water was recorded during the fifth sampling period

(569 day of culture) (Fig. 7.1a) whereas in soil it was during the third

sampling period (28th day of culture) (Fig. 7.2a). Similarly, a gradual

increase was observed in nitrite-N, nitrate-N contents of water with

the progression of experiment (Fig. 7.1b and c). The total

heterotrophic bacteria (Fig. 7.1d) in water and soil (Fig. 7.2d) were

considerably higher towards the end of the experiment. The increase

of soil nitrite-N and nitrate-N were shown strong direct correlation
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with the dosage levels of fertilization applied indifferent treatments

(Fig. 7.2b and c).

Periphyton and plankton biomass

Periphyton biomass recorded from various treatments are

shown in Table 7.3. The results show that there exist significant

difference (P<0.05) in the periphyton production among various

treatment, showing the least values in treatment 1 B and 1 K while it

was highest in (P<0.05) in the treatment 2 B with the production

high quantity and quality algal periphyton (Table 7.3). The percentage

of protein concentration was maximum in the order of treatments 2.5

B (37.22%) and 2 B (36.17%), 2.5 K (32.06%) and 2 K (31.17%),

however, there was no significant variations (P>0.05) among these

treatments. The pattern of periphyton development (dry matter and

pheophytin-a) during the sampling periods showed variation with the

level of fertilization application (Fig. 7.3a and c). Altogether 72 genera

of periphyton were identified from various treatments and the

numerical strength of various genera of periphyton encountered in

different substrates based treatments are shown in Table 7.5.

In respect of periphyton dry matter, pheophytin—a, ash content,

protein and nitrogen (%) and acid free dry matter, significant

difference (P<0.05) was observed, commensurate with different levels

of fertilization (Table 7.3). The difference in respect development of
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periphyton dry matter, no significantly difference (P>0.05) was noticed

between treatments 2.5 B (1.80 mg cm'2) and 2.5 K (1.76 mg cm'2).

However, these treatments showed higher mean dry matter which can

be attributed to the higher levels of fertilization application in these

treatments. While comparing the periphyton production in the

treatments subjected to the same level of application of fertilizers,

bamboo (2 B) showed significantly higher (P<0.05) periphyton

production, in contrast to other treatments. Chlorophyll-a content

was significantly lower in l K, on the other hand, it was very high in

2.5 B and 2.5 K. Furthermore, the treatment 2 B and 2 K were not

found significantly different (P>0.05) from 2.5 K (Table 7.2).

Chlorophyll-a concentrations at different fertilization levels and

different sampling periods are shown in Fig. 7.3b. In the case of

pheophytin-a, the highest mean value was recorded in treatment 2 B

(1.51 pg cm-2) while it was lowest in 1 K (1.39 pg cm'2). Lowest mean

value of ash content was recorded in 2.5 K while the highest value

was in 2 B. In ash free dry matter the highest mean value was

observed in 2.5 B in contrast to the lowest mean value in 2.5 K (Table

7.3).

The genera wise abundance of plankton in control, two types of

substrata and varied levels of fertilization are presented in Table 7.4.

Although planktons were more abundant at higher levels of

fertilization, the number of plankton recorded from various treatments
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did not show any significant difference (P>0.05). 69 genera of

phytoplankton belonging to Chlorophyceae (16 genera), Cyanophyceae

(6 genera), Cryptophyceae (2 genera), Crysophyceae (10 genera),

Euglenophyceae (5 genera), Pyrrhophyceae (14 genera), Rhodophyceae

(11 genera) and in zooplankton, Crustacea (5 genera), Rotifer (7

genera) were identified, among them Pyrrhophyceae appeared as the

most dominant group in the all treatments.

4. Discussion

Water and sediment quality parameters

Improving aquaculture sustainability and its accessibility by

introducing artificial substrates in aquaculture systems is useful in

increasing the surface area for attachment of natural food organisms.

The results of the present study showed that the type of substrate

used had no significant effect (P>0.05) on temperature, dissolved

oxygen and salinity. The variations in water quality make severe

impacts on shrimp health and survival (Boyd, 1990). For the best

survival and growth of shrimp, the dissolved oxygen concentration

above 4.0 mg 1'1 is essential (Boyd and Fast, 1992; Hall and Van

Hamm, 1998). In the present study, dissolved oxygen ranged from

6.69 - 6.81 mg 1'1 in various treatments. Water pl-I showed significant

difference among treatments and was in the range of 8.36 — 8.52. It

has been reported that shrimps become stressed outside their optimal
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pH range of 7.0 — 9.0 (Boyd and Fast, 1992; Binch et al., 1997 and

Phillips, 1998). Both substrate wise and fertilization levels wise,

secchi disk reading showed significant difference. Garg and Bhatnagar

(1996) observed that ammonia-N, nitrite-N and secchi disk reading

showed increase commensurate with increasing application of

fertilizer dose and the results of the present study fully concur with

this. Similarly, the inorganic concentration of water and soil also

showed an increasing trend with different levels of application of

fertilizers. In the culture of the experiment, maximum water TAN

concentration was observed in treatment 2.5 K with value of 6.41 pg l"

1. Weitzel et al. (1979), Stevenson and Stoermer (1982) and Morin and

Cattaneo (1992) have reported that TAN levels in water were in the

range of 24.63 - 68.98 pg 1'1 during periphyton based culture. The

inorganic nitrogen concentration in sediment showed very high values

in treatments 2.5 K and 2.5 B when compared to other treatments. It

may be inferred that the high level of fertilization application in 2.5 K

and 2.5 B might have amplified pond productivity which in turn

caused the accumulation of inorganic nitrogen in the pond bottom as

opined by Bormann et al. (1968), Vitsousek et al. (1979), Schimel and

Firestone (1989) and Dail et al. (2001). Sediment nitrite-N and nitrate­

N level also showed significant increase in treatments having high

level of fertilization application (2.5 B and 2.5 K). It would thus appear

that the high rate of fertilization application might have promoted the
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growth of organic and inorganic nutrient load in the culture system as

reported by Poernomo and Singh (1982), Apud et al. (1989) and Boyd

(1989). Interestingly, the soil pH values in treatment 2.5 B and 2.5 K

were significantly higher when compared to other treatments.

According to Dent (1986), Boyd and Teichert-Coddington (1994) and

Munsiri et al. (1995) the accumulation of management inputs such as

fertilizers and organic matter are responsible for the high soil pH in

the aquaculture systems. Soil pl-I is an important variable and an

ideal value in the range 6.5 - 8.5 is normally considered as acceptable

(Boyd, 1995). High soil pH deteriorates the water quality and affects

adversely the survival and growth of the cultured species (Banerjea,

1967; Boyd, 1974).

It is very interesting to observe that there exist an inverse

relationship between of total heterotrophic bacteria population and

biological oxygen demand concentration in the culture system during

sampling periods. Moriarty (1997), Remesh et al. (1999) and Umesh et

al. (1999) reported that low rate of oxygen in ponds is attributed to

the consumption by the heterotrophic bacterial population. Bell and

Ahlgren (1987) also strongly agrees with oxygen consumption of

bacteria. The results obtained from the substrate based culture

system in the present study revealed that there is a direct correlation

between the level of fertilization application and population of

heterotrophic bacteria in the substrate aquaculture ponds.
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Middc-lburg and Nieuwenhuize (2000a), Benner (2002) and Bronk

(2002) found that the presence of microbial community may uptake

the different nitrogenous substrates produced in ponds. The uptake of

nitrogen by the heterotrophic bacteria is mostly focused on dissolved

inorganic nitrogen (DIN) form, especially ammonium-N (NI-I4‘) and

nitrate-N (N03-) which are the important nitrogen sources (Antia et al.,

1991; Middelburg and Nieuwenhuize, 2000b; Bronk, 2002; Zehr and

Ward, 2002; Berman and Bronk, 2003). The significant increase in

hcterotrophic bacterial population in water and soil resulted in the

utilization of inorganic nitrogen concentration which might have

helped in to the plummeting of inorganic nitrogen level in treatments

where high rate of fertilization were applied.

The results of the present study revealed that there was

significant enhancement in the concentration of Chlorophyll-a and

organic carbon in treatments commensurate with increased dosage of

application of fertilization (Table 7.2). Dewan ct al. (1991) and Ahmed

(1993) reported that the chlorophyll-a concentration showed an

increase with high dosage of fertilization application. According to

Doering and Ovitatt (1986), Doering ct al. (1986, 1987) the organic

carbon level showed an increase with the pond production which is

further dependent on the level of application of fertilizer. While

comparing the water and soil quality parameters and level of

application fertilizers in various treatments in the present study, it
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can be concluded that the level of administration of fertilizer in 2 B

treatment was ideal in providing the optimal soil and water quality

parameters when compared to other treatments, followed by 2 K.

Periphyton biomass

Primary and secondary productivity were subjected to very

series studies in extensive aquaculture ponds, particularly in tropical

countries. The periphyton concentrations were measured by nitrogen

(%), dry matter and pheophytin-a concentrations. In the present

study, the periphyton biomass was found in Bamboo substrate (2.5 B)

followed by 2 B. Konan—Brou and Guiral (1994) reported that the

periphton biomass production was very in Bamboo substrate among

various substrate studied. The results of present study are

corroborated with Konan—Brou and Guiral (1994). According to

Keshavanath et al. (2001a) maximum periphytic biomass level

coincides with the high level of fertilization and among various

substrates studied, bamboo was recommended as best substrate for

the substrate based aquaculture. In the present study also higher dry

matter was observed in the treatment 2.5 B which was characterized

by high periphyton production, however there was no significant

variation could be observed in treatments 2.5 K and 2 B. It would

thus appear that the fertilization level can be optimized at 2 B level.

Hem and Avit (1994) and Keshavanath et al. (2001a) were of the view
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bamboo is far superior for the production of periphyton and

increasing fish productivity. The variation in the values in respect of

dry matter, pheophytin-a, ash content and ash free dry matter in

different treatments indicate that level of fertilization has an

important bearing on the above parameters. Huchette et al. (2000)

reported that the ash content of periphyton show variation among

different levels of application of fertilization. Based on the results of

the present study, Treatment 2B is very ideal for the high production

and ecological sustainability in aquaculture farms when compared to

other treatment studied and therefore can be recommended.

According to Makarevich et al. (1993) and Huchette et al. (2000), the

temporal increase in periphyton nitrogen (%), dry matter, ash

content, pheophytin-a and ash free dry matter can be attributed to

the non grazing effect by organisms. In the present study, no culture

animals were maintained in the treatments and the results are

comparable to non grazing situation. In the present study 72 genera

of periphyton planktons were identified from each treatment. Azim et

al. (2002) identified 60 periphyton genera from bamboo based fresh

water aquaculture ponds and while comparing the present results

with that of Azim et al (2002), generic strength of plankton in the

present study is very high. Conversely, Huchette et al. (2000)

identified only 32 species of diatom as periphyton along with other
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micro and microorganisms from both animal and plant kingdoms on

artificial substrates in Tilapia cages. The quantity of periphyton varied

substantially with substrate type, fertilization level, environment

conditions, grazing pressure and taxonomic composition (Paine and

Vadas, 1969; Heaper, 1988; Makarevich et al., 1993; Napolitano et al.,

1996; Ledger and I-lildrew, 1998; Huchettu et a1., 2000; Keshavanath

ct al., 2001a). Shrimp were absent in this experiment, and there was

chance of very minor grazing by zooplankton, mollusks and other

invertebrates (especially chironomid larvae) possibly in a lower extent

as suggested by Huchette et al. (2000). In the present trial

macrobenthic organisms especially chironomid larvae were observed

moving around the surface of the bamboo and kanchi during the

periphyton sampling.

Plankton biomass

The treatments with bamboo as the substrate showed higher

plankton production when compared to other treatments and the

plankton production varied with fertilization levels. In the present

study, maximum plankton production was observed in 2 B treatment

which was significantly higher. Reynolds (1984), Dempster et al.

(1993), Delince (1992) established very strong correlation between

plankton production chlorophyll-a. The results of chlorophyll-a (Table

7.2) showed that nutrient concentration (fertilization level) had a
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strong correlation with phytoplankton productivity (Boyd, 1990). In

the present study, 69 planktons were identified from each treatment.

This is very higher when compared to Azim et al. (2002) who reported

43 plankton genera from the fresh water aquaculture pond provided

with bamboo as substrate. The phytoplankton production showed

significant increase due rich nutrient concentration due to the high

level of fertilization application .In fish ponds, the nitrate-N

accumulates in the systems (Heinsbroek and Kamstra, 1990; Kamstra

et al., 1996), however, in the present study, the nitrate-N content

showed no significant difference in treatments during the

experimental periods. In the present study there was a steady

increase in the phytoplankton production during the period of

experiment and this is indicative of the healthiness of the system as

opined by Mollah and Haque (1978) Dewan ct al. (1991) and Wahab et

al. ( 1999b).

From the practical point of view, the addition of substrates to

aquaculture system increases the primary and secondary production

due to the additive effect of periphyton and phytoplankton based

components of production. Shrimps feed planktonic algae for there

growth (Johnston et al., 1999; 2000a; 2002). Shrimps generally

require food sources such as benthic algae, algal detritus or plant

fodder, that can harvested more efficiently (Dempster et al., 1993;

Yakupitiyage, 1993).
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Due to the addition of substrates to water column the algae

growing on substrates, associated bacterial and zooplankton biomass

are exploited directly by shrimps (Reynolds, 1984; Prejs, 1984; Horn,

1989; Dempster et al., 1995; I-Iuchette et al., 2000). This results in

higher shrimp yield. No negative effect on water and soil quality was

observed due to the incorporation of artificial substrate. In the present

study, the maximum periphyton ash content was observed in

treatment 2 B. The periphyton based pond production depends on the

nutritional quality of periphyton, grazing efficiency of shrimp,

availability of other food source in pond and environmental

conditions.

In Conclusion, for the better periphyton production, bamboo is

recommended as a substrate to fix at water column. The fertilizer dose

with (Treatment 2 B and 2 K) cattle dung — 3000 kg ha'1, urea — 150

kg ha'1, and super phosphate — 100 kg ha"1 respectively is

recommended for optimal periphyton growth. Among the periphyton

substrates, both bamboo and kanchi will not make any adverse effect

on water and sediment quality parameters of the grow outs. These

substrates are easily available and are having the advantage of using

repeatedly for a considerable span. These substrates based

periphyton production can improve the sustainability and profitability

of shrimp farming in the country.

Carbon / nitrogen ratio optimization and periphyton development 142



Amo_oV__: _€§U£cwfi sgu WHQCUMHKUW E0_H£_Eu fig 32 U58 E WUEM; 508 2c25_wU__PGOuGU:QO__ “:05? __8U&_O>; (>072 EOhM 3__‘_8~_I I I F I_w:__W an :8 mad “ gg_w¢@_O H ®N__ON _m_E__O H gg__¢N_O H as mWN_O “aw830 “ fig 82 _O H Q3wag H fig “O2 H mamBMW‘? H asmN_N__O H OO__NGOQO H Ow_®_%N_O fi N3“HQH fiwgB86 H“ $3Q80 H fig“SO H go8¢N_O H W3N3: H fig°%__“_ H N_©_©WBQO H OO__NQHQO H EKGgNN.O H 3%“Wm: an ism82$ H OQMW Ham H 8% Ass Mafia 5% 580$“MF_O H $8 “£6 H Rag _§__ befiw“go “ $6 ‘$6 U“ t__© ____ Mg om“ad H“ QMW °_~©N_O H fig am B63“QHH. H 88 “NM: um E 8 §__ ohagogagum Md m Dd“NQN“HQ H O __ 0_&§>aw H SWUEV MEOEHGUMP$93 fl°u“aat£ gum’ _8:°3_°__:_ uoangzfig uo gagged“ “~30 *0“; hangH _b “Sub



_mo_oVn: %_EmOE___wa hflgw B&__Up_&:w HGUMUEMU SE 38 05% 5 82d> 538 MHGUEHGUHP“S0515 ‘_OHUG_TO>/H__ <>Oz< EOh_fl 8_s8~_UQGGH _¢W H NN_¢_:“COM H“ MQWH“NH _O H ®¢_O_wN_O_O “H VH _OgN_¢_Ofi “ $3‘NH_O H" N¢_w__~_O_2 “ 3%nngg H 32 _‘CH6 H ©N_'O‘Q06 flv_®_O‘BN4 H 3&6LON H OW_Nm_w_:__O H“ mqfi_bN_®¢ fi $2; “OQHW H ©W_®MUHgm; H as“Q6 H :3D86 H N__Ohad H GQMWNQ80 H “Md63: U“ 3%dNm_®¢ Hzd:d@O_O H E__O“SO fi 86nag; H 26m@N_@ H gg_w@©_O H WW6ax: “ asD26 H $6U86 fl QQOMm; fi ®w_®_pad H Mug__g_O_ an $_$ud©®_¢¢ H OOSOMOGQO H N;nwO_O H O2Q2: an EmD36 H E__8“WED an WqmA__wHfi_N¢ H Egg 8@@_N¢ H fig‘: H 99?? H :_WOH UFQWN H 8% __'_E gob: m_E_8Om_¢ H“ 8232 ‘O an £6O86 H" SO__£__“ H“ :2__8_O “ adngg H 3%€¢®.©¢ H Nqg HH-F0.0 H“ $6U36 H“ 80tad “ amfl_O©_N H“ 8%Q26 H Mam"U3: U“ 328@O_O an NQOu@O_O an $6UOm.N H $2Q80 H ando3O_ H“ %_$ “$6 H $3‘BNNQH H fig 02$ “ ___®@_u®O_O H“ WQOU¢O_O H“ WW6U9; an $6L3 “U @w_Nm D9; “H $3“WED H WW609+ “ 52‘$0.0 fl O2O30 H 80UHQN an 32£86 a $3O86 H £0uNO_O H“ ON_O“Rd H” HM:_wN_©_O H“ ©N_@O80 H 2: ___O__O H“ 30U36 H gdugd H“ 8:__8_O H gm“‘gs H 3%“gs *2:Us _O “ $6U36 H“ ON_O__“_g__ H 2;Omwg‘ H ggGOQO ":66____ mg COQHQQ Umgwho____ ma zémbmz____ ma ZQEZ__’_ ma Z5In mom”3s_=_> bfiugf unogiuwA380 5 _Q'__b__n_o_Ho_£Ois gone: ma____ we zégg____ ma 2-852____ we Z5____ "88 mg bE=s__<____ mg com033:9 5:23 “SIBV" DdI D_NMNMN“M Q“OHam fl 538“ wgflogduhk5:65’ “H0838 ‘HI H3; flu uGOBaO_0>o‘ ___i_______n___ Ea “>2 flOz:at8 ‘O uO8_ENS o:'___



OOH; H “G6UNHS H QQNMUUNW.O H HQNU¢~_N_ an 3%Ed H E:“go H $2mm: H“ NR6__©N_N_ H NNRMQ26 H OW_New¢@_© H“ ®N_N¢ON__O H 9“;“$3 H OQHAmodvn: %gO€_wE _8'S“V WECUEUQSM EUHOQU as 30h O5 E 829, 506 3cUE§U__'__886 H Mw_¢U36 H“ :8ggd H kg£2‘ H 839:6 fl _$__Q36 an Q:fi_N_@_O “ HQW 0fi©_O H 2;_w@N_© H EH 9“ UNQMH “H ¢@_N_Ns_©H_O H W¢_N SQTO H MQNfi$_Mw H: M 6*“ BQNS H“ ®N_O¢__NH_O H“ _W_H fl@O‘O fl @m__GWQO H ON; __¢N_O HN_mH___U86 H R;__N_N_¢ H :38: _O H ©m_Nnw®O.F H 3%‘ad H“ Q‘;ommd “HoggOudU=QO|_ 305%; hO“_Ud_“|O3,H_ (>072 spa mgsmom_°\°_ _HUwO_£Z3 580$_“_EU mg bfime bu 09¢ £w<A°\°_ EBCOO fig$80 ma @'EfEgOgE$80 may Bfifie bev_ D_NN Ddxfl QN “H“Ham H Q88‘ mEU_5flU__r__U___dM_a>suauupgn 82“ ‘2_d__3 afluogflm __O_gw2_aOO 8flamNO_:_ ‘ad adds: flOuha_:hU“ HO "052 53:2_ ”___“___



E 62 H“ 8_8___g__§ H :3__2_W2 “ O33_$_8_ fl 5:6___8_¢WM yd 86$£°O.F_: H NO__£__$__: U“ *“:_8%22 H gzsans“ fl gs?______$© “ $6?n_‘VO___O_ “_ N_©_:&___$_g “ 8+?_g_:_ “ 56$‘$8 “ $68‘S_S H $53has “ OO_%Egg “ 26;£2 62 “ 86$33$ fl N2?____£_g_ H MQOQV_8_2_ H $68_____:2 fl 86$£88 “ ___:S3_g_g fl Nb_N$___8__® “ 86;£38 H 38$_1fi_O__ fl 8_8__U_____O_¢O H BN8__8_8 fl 8&2n__8_g M“ OOd2____O___W “ OO62____g_mW H“ __u2$hfidmfl U" @M_O@§__LN_fi: “ sgflfi___R_8_ “ $63____$_:N “ NQO;___O__NNN H h©_WO¢__8_s “ $63£88 “ 39$“S2 “ 86$as “ 32____g_2 an 862__3__um_ an Mfi_mO_____ug__w “ sgfl__g_$ H MM_$On__£__8 “ FQVQWBa: U“ gagB88 H" SH :_‘Q12 “ b©_gNhas “ Osg9;: “ “HagD38 an $62__$_n__g “ 89$has an N©_N8“Q3 H“ O06;0S_Om_ an MQQNN_ _ _ _’_ _ _agmm fl 80%'2; 8 H 5&2. “ _ __ _‘EWWQ H ggmw'OM_N_¢_ H NQWWN__ ___\~ H J ____:‘83$ H 30$__o__Nom H B0600_H_._ _“ J.qv_~_‘H __¢~_ a BQQDN__N_@_Ofi_ an $_g©L" ‘U “_>.:_Keg H 3__:__8_g_ “ $__2' - “ _ . _ ‘aNQ_fib an NQMOW.@O_g_ “ 8_fiNN_ . H _ _ x___GQQWW H OO_g_M__.MO_MO H FQGWD_ _>_ _ ";_*__8___°_ g 88”__¢$8_ * 8_$8__2__mo_ H N986____%_3 H 868€__:__ fi $62_Q___m__ H M260___ “____:’K__u_2_g_ U" oz:hggfi H OQQHQQH506$ H“ fiM_2_©__g_M_£ an F0609uggm “H MQNNNH'S_g H 5&2|_,_H_¥' “ _. _H_§@W_M¢ “ 3:0gggg H 8_:§_k_N__©¢_ U“ OQMKV£2 _8 “ 86$D88 H 86$fi__*_o_8_ “ 86$W. __ U“ _’_‘_ 3. _ ’_I _ “ ___._‘__:_§N@,ON_ H Q_____©_ QQQQOWON H“ h©_¢:_H©_ “___@N_@Qb_ H OQQNV:__g_% “ MM_ONW____\_W_$HN “ 868fi___G__$ “ :__§___H__g_g_ “ 86$8F©_ _ WH “ NQQNW‘$_%_ an NQQQV__W__£ * $_y$DO__8¢ H sisnmg: H OQGQM_ SH “ _ . _ _8@N___O H fiM_:‘¢£__¢w_2W_ an b©_N_O¢___9__WW “ OQNNMn.¢B_NW H 36$figg “ 5&5__‘__:_"fl fi 36$___>__ “ ____ QM§.9__ H“ "Se“SW8 H“ OO_©g_O___WM___uW H“ 38%___;_s fi 868:32 H 86832% H O39V H _ _ _ _ _ _ K’:__gNN_©2 “ \_©_2_W288 g O383$_8 H saw__@Q:_ “ Sam_ON_8H an “H60?‘8_WO_ an 88¢__$_tg “ OQQHNN__g___Um “ 02$x__hg__“_ “ 82$__©N_©¢ “ \_©_\_O¢Iglg “ S58L_W_W¢ U“ F©_gNU29“ an CQQON_g_£ H Qqommn__g_:__ “ g_:_*_V ‘Nfi'hH U“ 8_b_hWI __ “ _____W__*_W_ “ 0°62:_8_¢£ fl $62figs H 8&3352 an WQWWNs©W.©N an ssh£88 U" 86;‘$8 “ 868____O_g H BQNG‘$8 U“ 228$Egg H“ ggflQ8: a Q28.$__& H N_©__NN___®_WN_ N “ 9:32______N_ “ 8“?__$_a “ $68__$_2_ “ H063_ “_3_.K J _ __3@N_W¢~ U“ Ooshfifi_¢N_flW fl OQONVUOQOQ an OQMVWfi___@O_Q__ H“ MQNOM____$‘8_ H NQOOW__L_N__HN_ H FQONM__W0_@NNN an OO_HWO_§Qm_O© an MQFOW396;?" H MMNNQQOQON H SSN§¢b_N¢ H MM_M°¢___Bb_N© H NW5“;QNO_MD H OQQQW__¢©_QW “ S6:fis__mO_ fi MQNVM_____w_S M“ _$__8¢_ ._ _>_ an _____;_ag_8 “ $__%n'MW_N©__ an kbdficp'OO_O_O_ an 86288,9" a 8+38NN_NN a Nbgfi___%d© H 868kn? “ Q65n__£_S fl gdgLqg an $__$388 “ 86%38 H" nag__:_¢N H“ NQN2&O_N_2 H“ OQWQN2__mG__QN “ NM_NhM‘S18 “ 8_N8_$_$ “ fiM_W_$__$_g_ “ _$_0S_“__2g H’ B5"U32 a $__gM8¢©_8~ H“ sdg88_2_ H NQQN338 H B25_g$ “ SOS“gs H 82¢3g_8_ “ $___§uBag fl $6:Egg H gag_“__%_$ U" Q32u¢@'N¢ U“ N28__£_$ H $53__8__N_ “ ggfi"mas H OQMHM'_ ' H _'_ _ H§_fi__@ H“ MM'£bfi$_OM_ “ 8'°£BOQQOH H“ MQWMWL_O_N_N an ODS:“SAN H NW6:uD¢Q_$ “ NQMON__°M_g_ fl NQOOM38_MM an OOMQQ_____:_.N2 “ ~_°'*_:_BNQOH “ OO_¢W_3@__w_N_ an NQOQU______UO_VN “ b©_$_€WN_ONN_ an FQQNON‘8_¢© “ N_O_Ww¢‘W060 an OO_$¢__$_; H Q‘;_ . ' _ “ _ ‘U '8WU._@_ an N©_N_Vn_$__$ fl NWSDMuflqfim “ OO__ _¢OHQNN fl g_‘_Q_":3 an 8_g_°ON_O_ “ gH_WN_'©fi_$ an OOAQH'86: Q 8_g&UN©_QW “ 26:__8_m_ “ gfi=Mb.NW “ N_D_t___H__*__©_ a 38__MWd_$ H“ 83$__NO_NW H OQNUN__‘:_OO_ ggug_8_8 MRQNNMT I,‘,4  91I"Q,‘Q‘.b_‘ A¢ ' ‘ l‘_"_'_I“E____§___3“S5”:%_&gagEggoauu___g_°_5___E__m£35fig_8_____asggugogufig_8______u___§___8°gag639%:ggmugga"E20°§§§q<fig38ENcemuexhE228%ggwlmEgagwm5%gasfigScumflaugmouEEOUu__2°____O“°Qn____§___2E____<EEBQfig§H n _ _ _ ___ll'Iq \ L» \ I |lpEh_|HH¥VO\1\‘AHPUHnWw’ Hl_“ 1 H. _ l __ O _ _Vy ‘id ‘sfihr,L| “V VI‘ ‘ .""‘ ‘O! l‘O‘ ‘IZIIO: '1' zit!‘ ii!1|‘: | I I I ‘ I‘ I .1 ‘ _ ‘.‘- I ‘WI ‘la. "1-..’ ‘I \ .‘."'..lk -' '..-l. -l‘._‘.l1U " ..‘..".D'..Q



‘BN6? an MM_¢:_'$_¢© M" _s_m_$__OQ_OO_ “ 8_OMO__2__M@ U“ 8_NM¢___$____w an MMWQQHa__8____¥ an 86;23$ “ 56$QWQOQOH “ $39: ‘:65 an MN_N__hQ___O___$ H $6;988 M“ 86%__@O.:_NO H“ NM_NW:_328 U“ BRN__g_$ H B©_@_fi__~_¢_Ow “ Q82uNh_W_ “ OO_OQ_000‘; H Egg;LQ_$_ H" $______w_UW¢_NW M" N060UOMIMN an OO__F.W@_¢O_ “ N_©_:‘U_' '_ an _ ._ H_$_E H“ NQSN3_8_g H Q28____g_$ g OQQS.2__°2 “ BOA?QOQNOH an OO___HW¢_8_N: H“ OO_QWw__8_5 U“ OQWOQ__¢¢_¢¢ an 8_2N_MO_9: ad 2___2_W‘QQQ “ N©_:_W'g_QNM “ MM_¢fiV_ _~_ __ ‘. “ ___ _ ;._~_~'__8_8~“ “ b©_N@N‘£2: H QQSD__:_g_ H 52%_8__§ “ MQNS_©__W© U“ MHQQ3_§_gg_ “ QWVWWh__8_$ fl 26$n___g_g “ 86g‘Eng H $6:____g_$ H O38_8_@@ “ OO_Q$___ U“ v_ __’_ L__8_$ U“ QQOSB2__ON_ an $6;£29‘ “ 8‘:‘$60 “ QQQ8BOG: “ SflgD__ON_.g_ U“ N_O__$%:__O*_ A" 86$§fi__2 fl C063n___S_£ H $_8¢z:_g “ S__H__$53$ H 8A8_ __ _ an V_ _H 3__Nm_¢2 U“ MQO2__.©q@V_ H 8_W_W__.:__°O an MM_Q$.8_MNN H CO6?‘__‘Q@_fi_ “ F©_@3_o_L_W_W@ an Mfi__©@£N_W_W__u “ 26$Bfiqg“ H OO_¢2§OG_WW H“ NO_¢QH_g~“__$H “ NEED?L‘O_W@ U“ QWOOMI Jplyot _l US_:__: “ _$_g_98$ H" gag33$ “ gag‘N060 “ NQQNug_N___ an MM_QaB__WQ_Q@ fl Sfih%___m_ “ 8?:‘UOW_ON H mug32$ “ 86$23$ “ SO:__g_g_ H 8°?_v_ “ :.‘._kg fl fiN_¢N_u____2z H“ 86;figs H O_D_N:__8_2 “ 86:888 H 34%igg U“ OQSN"$6 pd 8$_u__M__“_£ “ 3?BUN‘; fl Ema£2 _g_ “ SSWkg H ggfi_ * J __‘____g_$ “ 362U3: H Bgflu®___M@ fi NQEN_s_$ “ 8g_08? “ 8&3kg fl 8&2ugs “ N©_:__tgg an 8:08$ H NONON03$ an 863_8_B “ 8::_H___ “ _H H8__O:W H 85“%O_O: * ghg33$ “ 868€__m_g “ 03$____8_£ a 8&9“__g__é “ 89$_2_%_ fl s_3_wfig U“ B38_Ow_N@_ fl Sgs£__=:__ H Rv_:W§_g_$_ H 8252180 an 03$___8_G H MESkqa “ fig_ _ H! H _ _ _'2 __@ “ b©_$W‘gay an NQSQ__NQ_b¢ fi OQNWF_b_:2 a NMSQN‘O06? H _$__$Lfldg H MQGWW__.O0_3_ fl 2*?flag “ N©_O$e_$_m§ H ggw__S_£_ H $62_¢M_OO fl MUQQWC‘$62 H Nbdwh__Qm_FO_ “ N_©_®¢Wfigdg H 2&9“___ N _ _8O@.¢N U“ SdgDid: H 88M__ug_£_ H 85¢§®m'N© U“ :___‘©W“ham “ __‘g8n_._g_2_ H 56$_d__n___g2 “ 8_¢O¢gt _8_ H NO_M$e_$__§ H 56$__u______‘__$ an gagg_$_; H 008$08$ H NE:égg H 8__é_____gg_ an QH_$@__h _ _ _ H" x _ x U______:_O°_ U“ NQAWOV___8_$ fi 8&9‘___8_3 “ OO_hW©%g_8_ U“ NQNS___8_$ “ Q2?a___§_8 “ 26$__.fi~__O: an Nb_O:H3__mK__NW H 0062“n___N_~__OM_ H OO_b_N____N:§ fl 8A3___g_:_ U“ gagA___:_g_ H figs£.O@_OO__ H Q33fi__m_:_2 H 86$_._@ “ ."'Iseq: “ Ssfl__8g fl $62__£_$ fl 86%§g_$ “ 38*‘__°£__S “ gdgn__2_$ “ O2:n_g__: fl 85$Egg “ 85”"__'$_g “ 066$._BN_S “ 36$D8‘OO H Sgfiusdm H gag33$ “ 56%§£_8_ “ 86:’ _ .__ “ 3 _ _b_~KMQOV U“ NQWNM386$ H BQMVN__BN¢_@¢ H“ @N__@Vu__WN_NN an 8_¢Q¢B__‘W'NW U“ NQBNW____Wb_HO U“ Mqwfifin©N_fi© an 8_g_LO_©~_ H" MM_0ON3865 “ OQMNW_§_N_fi_hO_ an 8_;@§N°_¢M H” OQNQMBN@'N_ __ an B©_@Q¢3$_Ob H MQQNN3NO_©Q fl OO_NflO__  “ 3 __ %“:60 H ggflA38 H 03%“£8 an 56$"Hag “ 86%_um___; H 2:838$ “ 8&2__g_8 fl QggU88 “ aw;u_W_$_ fl 89$‘ag fl SdgEgg “ gagUSS an $6:Egg “ 86$U35 “ BQWQ‘. _‘_ J _ __\.___wm_¢© H coda__'gdo_ an nan!‘.860 * °°_°#~_> __ "_ U“ :__"__*_°_8_s H nm__%__2_mo_ H s__8_}__ _~_~ S _ H _awqg H "M63A_____w_$_ H "Q20'N¢_OOmN an fiM_OfiNN ‘figs U“ OOINNL‘__bF_:_ qhqufic N _ _ _ _1660‘ RAID”! i MNTHMHFS Dh"m?N8___mI _ ._O_n' q again l_h°_o' Q ~.°_o_ '1 ‘,__J'-l ' t‘_"'w.[A\_ ‘ ’_ :' J ‘if’.S’ _ . H 3.} _* ‘Uawqmm H bqsm__'Q_-$_ U“ N060“__0¢_NbMN H“ MQBWQ ~___OW_Ofl H OO_8ma'fl0_flfl “ Mfl__Tfl_‘_% H P. _ R.g_wo_8_ an “gs”__g___n_ H s_N_m__n0_°N_ fl egg"un0_°W fl 8__bfi__OQ_OO fi ___o_°nn“J3 H ____ ___'8__3_nN_ U“ "mg;%$_ON an MQWOO__WN‘NW “ fiqbflfivNU_OQ an OO_~hMxWO_QW H O_O_OOVO._“._'_:H _Dad” H mqtqD;_°m fl 8_@$__;_g H 868“_M#_W_ “ 8_N¢fiun_____W “H 506:"i _ . 1.. ._.. :’ - , ._ .|..' .‘ "‘ ‘ ‘ I‘ I...‘ -V - . I ‘1- _L 'd’:'O"v . Ad,‘ J!"-_, la‘ ." ' _:' C!‘_|‘_ I ‘ ' -‘.' '|‘IEgg____Em8Riofiflflflm3£_%§E_§__E__h__€_§__m_§§§_____£8%§&°8€6____€§m£EaE&S38§§__§_€Q_fi@gfi<fig3°““HUGE:EgwtgEigia£382gig“:Ei=_iE6:EEESUEeswqigouflzamzooE=_E___X__X_6E___E_i°__$_¢E__§_§gUEgoE;__%_£QE<_:dBobgggggmgEggB_£9_fiE§8afiiiufl3.’.Q"!‘.\.II.)‘."“."“-I!‘ . '



Amqovmv Qflsmgfl “Ohm” natgbaa E205“ 5; as OE: E 85_d> GGUE as nufiugg<>oz< __fl§_T”Co __fl8____’__ Eek B____8~__ I57’ U“ Cc V-‘Ii }_ “.___j_%__ 0 I’; “ _I _ Ha‘; H“ O __k '1: }_H _I ___~H I O “:.3 '__ E “ C_ >_ __ _3_____°flv__ 5_:g‘_@: U“ gU_ON___‘L Q Q:__WO_N¢_8_$_n_N_@_ _WU“ Q25“ 508“ 88$“ ggg__ND_¢®¢ H" OO_q2_zN_N&D“ §©_WQ@._ “ -Qt —‘_.Nm_W_ _ an MM_ONW__NW_WW an ads__WO_O: H 8__OW'©©__©_ H MQOVWUMQNO H NQOMW__%_g_ * N_©_:__®__®W_W© “ QH_¢_m©_ __ H H _ _~“8__:v__ : “ 868__£:S H Oo_NN¢fig? H Egg;‘@069 H 8_mN¢Egg “ QQMKN__@V_®NN H 80$_3®q2_ H fiM_£_N____ _*_ an _>__ ‘Vun_.NN_WW an @@_N__¢€NO_w© M“ MQOONfi_O_oN~ U“ MQQBM___N_WO_ “ Nfi___¢n‘@__WW U“ M@_S¢__WV_W¢_ H“ MQMNN€ob__M fl 86$| _» H “ .2.” __§_~6_¢: H“ MM_$Nfig _N__ H _$_MNM3__$H_Wh_ H QQNNM__88_ H fiN__ 3UQQVW “ 3:;_g_:N “ Ed?_v8_:_ H $62|_______, ’ H" _ *_‘B8_$ M NQQONL3? “ NGN:£¢M_; “ $62‘s62 an 868BFQOQ H“ NQWQN__$_g H ¢O_¢SE88 “ OQNSH__ an J . _ _u¢O'¢N “ OQNOn®°_hN “ MM_b@U$_p_‘ H 8_g__3“___2_ H h©_N_N“NOAH? U“ MQNAQ__W¢_N° “ 88$UL __8 H OQQNN“v__’Hn8®O_§ Q “ OO_z©_N©_W©“ gmg__H “ J _ _OQNWW H“ MHQGQHNn__$_g “ 89:_ __._‘_ H J _HUflfiflom H "gnawD__o____E M 862U_IuIH I.I__®M_N2_‘ H b@_w@®_u__3£ “ Eds.______~_‘_ “ 3.. _ _Um__NNN “ $6?R_N__2_ U“ s____n_' _ _ ' H _>_ _u _~°__S_gm H mM__mm______o__wN H gfimJ): H“ _____ H_ggwv H $_g___u2__: H“ QC‘;___“O___58205g__g_£U583U__°__h§_U______EWIKOEQULQU_EU_E_qW<Zfig309m=___$8Zw=E8lu_QN



__¢H_N_OV H sflmé__HO_FN¢ H“ sgg_g_g$ H N_©.®QN¢_____g_8_ * $82__©¢__mON H 3%:“NQNHN fl NQQO:__WO_MWN© “H NQWOHW‘Ohm: H“ N_©_OoWH__N_~_©©H H“ BQNNQ.w@_W©H H OO_¢®N___W¢_QU®W U“ FQWQOV___WO_WW_ fl N_©_2u:‘NH _¢WN U“ Nb_N_V@__Om_NW_ fl MQNQWa©®_©~¢w U“ 8_E_$Q; __  an_®N__O “ $68__ _ ‘ma H 56$__N~__N_8 “ 0%A2 gfi fi 93$__N_¢dO_ U“ MQQNN‘GONOH H“ 8_¢WP__¢@'NN©© M" 82$__2_NON pd 8&2____@®_¢OH H QQNQA:__¢N__N_N an MHQWWM:8$_*§ fl OOQNMZ__$©g U“ WQOQL1 H_ N  _88¢: fl GigLQWWN H“ Ego. .' C ‘ ‘ ‘_ _ _ _'§©N_WN_ H“ fi@_¢NO___W©_@©M H“ fiQN_@N_' _ _ H 3.0“ H.‘yaqs fl magma__mm_$_ H N_©_o°w8NO_N© fi 8_\_E__Nb_WM__ H NQHQQ.__.HI _ Q. QC_ _ H“ 3. _ H __ ___¢¢_O2N H 53% 'W@_N@2 U“ 500$ __E__t__2 U“ OQNQMH __8‘_8_ H MMEEV 'N@_M:_ H MQFQON____g___“; “ @M_Os__ __g_$___H an N_O_@2__ __'£|$@ “ N_©_@_ : ___wNO_fl©@ U“ FQNQNH __NN_O©N H $0¢¢_©NN® H“ QU_WN_Q@H '¢___¢O@H “ @@_W®b¢N __N®_®N_¢_ H OQDHMNN ‘¢@_WO:H H N_©_©¢NNN __©®_N©:H H \b__fiNm: ___NW_®mfifi_ a OO_¢NQ_: ‘gag H Nb_O@@N__ __£gg an OO_©mHWfi ___OD_QH _M H 8.©M%H GNQQH _© U“ gag:.NOOQ_ fi Qu_@:_N_ __gm§__ H OOAVMVH __mm_ON_N@ H MQNWN: “VQAQWOH an _WM_N_ ‘@©_©W_ H OO_©N_@__:__g_ H MHN_NWO~‘QQQQ H Nbdb:m@M_©WW fl 268.¢Q©mH® H“ OQNELL_W_¢OH fi @@_:_M___N_N_WNfi H OO_@@m#__@©_@:H H QQNQWH__3_Og H OO_®©O~__O¢_©@_ an N_©_O©O___WN__NMH fl N_©_OOW___"O~_©~_~ an N_N_N___WN__O¢N an COED:':__O¢ H“ FQMHOH“MN__¢N_H “ OQQQQ‘©¢_@N H“ OO‘®@@_ . _ ____. _ _ H__©¢_N©F U“ N©_gON____©O_N_NN H fifi__N@N©_©:‘_ fl fi@_W¢@@_HQOFNN U“ b©_¢@WN_L_N_©¢N H cg: ~ _'W®_G@H H“ N906:__@N__NQH “ MM.¢N@__%_m_w H“ OONWNHngmg U“ N©_fi@w_L 28$ “ NQWNQW_H__O:§ H 2: Cass fi 86$____;_$_ H $2 ___g_8@ H ggg_“_N_:_W H 8__§___dWO_ONH H MHQGNNU__©O_NmN H 8&3_g_m§H H s_m_g___O_ dg “ BS2“£98 U“ 88;680: “ FQQOQ_H___&_g_ H QH_NE__H__a_gN H $_gO__OW__W@® “ Gag“2_W©N “ 8©t_____2_8_ H 8:5as S “ $62‘“$62 H gag&M__NNN “ b©_©@W_“N065 H“ OQQMON___E__H@ H MQHMQ‘NQQW fl N_©‘:u@a@®_MNb H OO__m_W©H__¢mH_O¢¢ H N_©_@q_H___M©_©W¢ H QO_QN¢___M¢.WM; an NM_V_W“N___N_m H“ OOAOQ__QU_£N an N_©_O@2~52 _ H Nfi_@fib_3m$_ _ “ $_W$_H__g__E__ U“ @N_M@©___g_Oa H 25;as 68 H 88$__:__NWN fl $32figg g $03n___g_g a R:_W©LQMFQ H“ OO_©_@N “_N_¢N© an sgm:I_ .b.._ I .__N©_O©H H FQWZ:__8_m§ fl MQMFS°__;Q_ “ fizz__g_$_ H $68nag “ gm“gag H 808f __Qq©©_ an N_©.©QOHfig: “ 5&2DN¢_BN_ H gdg388 “ N©_@MNWWQWNOW “_" 29 HON __OO_¢W®fl an Nfi_©N_:: __H®'HN¢_v an @QwN_@QN __@W_HNOfi H“ N_©_@fi~@_ nwN_©8W “ ¢¢¢¢___OO_®@© H glga __:__OWO_ “ BA EN ___O_BOV “ oqgg __NN_Wwfi H MQQNON 'fiW_N@fi “ N©_©__Hg_H_$_%_ “ MQOWOH _$__% £ OO22 % EROMOM U“ ON_®©® “@060 M“ oO_8N_ __g.$_ yd OQNE:3 _ an __ H___“Dag: H OO_NWH____8_8_ an MQVWMHH“___M©_W@ H OO_fifi¢nN___h§ H” Gag__S$ H sag__O®__fiN H MQOOOQQQQWN H“ OO_@¢N___%_2_ H“ ax:pg; 2 H gm;‘®M_©N© H 882__dg_$g H OO_§@_QVQOGN H NQFWE__“m__8N H g_§O_Hi E: NB‘ P2 Piuh‘CoeaofifiEgmsoksgoM_a°_§____§mfiasvayomgig399§§°N%Uggguouoanaflugu3°?UE__5__~__G____SU=_BwOgmgsUmnmfimqggqwggéggkgs“$880920Umq8°§Q<flag_3O___QEMEQENC9_“mUhU__~_EgaéEH35“Eggwmm“(£300COUENSUCOOgmwgauEEEMOUE§HwO~U%_§fiw3EW£5=W_U_C<Eg§<O__“_0h____aO3uzeigog\ E_a _MT ‘Na M G‘U U‘ n I d j as \ ‘aged \Ill...‘ ‘ll"'.-'lll I I ‘ 0... II ‘ ..I I‘ . ‘ . l“‘,“‘ '.| I‘ I .-:‘ -. \ l"':‘.l3 .' ‘ii. ...Y":-.'.l‘ u, l6‘l“""



8 ¢W© U" MM w©© HG ¢©¢ H” __UQ¢N@ Q: _m¢_ H $_©$ __O_“__N_¢N U“ gagW“ ONM H“ 3 ma O_ wH¢ “ NQNNOH _wg_5_ “ N_©_N_w© “@®_:: U“ 2H_Nfi@NM @NN U“ Nb @F@ ‘OW gm a MQSHO __NV_O_N H NN_:_N_ __w¢_NWN H MqflfifiMG W2“ H DO aw MN 2% H OOFWG __8_$_ U“ OQQWV __@O_@®~ U“ $63__ _ OW? “ OO ¢NN_ W_ VD? H Nbdfifi __$_$_ H“ N©_O_W __N@_N_@_ an OQOWO¢® QFM “ DO ONE NN Owfi H OO'Ng __wN__@N__ H $53 __©N_WON H ~b_m@~_QC W¢N “ MM NON MN R: H“ MHMHAWQ __MM_QON fl Q38 ‘N@_©mN an 88¢N© WOW N WM ME: PG N@_ H ®M_ONO_ __©@_¢_“__ H OQONF ‘CNS: H @fi'©OWQ? _©W H an QQNH _@ GNN Q MHQGQ: .O_\WOM U“ OO_NO@ __O¢_fiOmH H N_©_N_®O_5 9% U“ QM 52 gm N¢N H N_©_®OO_ LONE“ H OOMKQ ___©W_~_m= H N_©__N@‘$8 U“ N©_g¢‘OV_WOH “ MMSWQ'@N.N_®~ an mH_:‘_W__©O_NO H MUN; :‘__Nfi_¢@ M“ @fi_N@M'O¢_¢O H OQMMQ__N___W~H H OO_©©_'MK__N©__ H OO_b¢©LWASN an b©_m@©__©W_NN~ fl CQQOW.:H_®N_ H“ CO6?“N@_N@ 8“ MQOOW__¢©_©ON U“ QQFND.OW.G@ an M@_FW¢__ON_@@ H MN_$¢.O©‘O® U“ NQNWW__g_g_ G" MQHON___W‘_W_ H MQGNN‘sfig H“ MQQNF__©O_©N_ H BQOOQL __W¢_ H @M_N_NN___N@_WN_N H h©_¢©N__fi®_@®N H FQOWW'_|u_N__9: U“ WQWQW__©M_O¢_ an F©__NW‘Q:_N_ g 8__ s“$_8_ H N©_N©®D562 “ 80%_w_£_h_w_ H OO_W@®__©_@ON fi gdgwas “ 56$_$_g H OQQE::_ _ __ ___ _ _ _ _'_ 1”" _ _‘__ _U an ._ _NW Q2" H" CO NNNH $0 NWN H“ OQOONHE 2“ “ Nb GQNH 0% :Q H OOANMHWW Oz” H Nb ON: GF Hg“ an OO_©@O_2 9% fi 8 MN: mm OON “ OO‘¢©O~#0 R? fl 8 D2: O@ fimfi H 28$‘M6 ¢¢© M“ O0 0_N~ _w_& QWN H OQOWMZ ‘NQQL H géw_@©N__vH Nb MN: OO NONHMQ©©:NO OWN fi Nb $2 OB MN; H“ N_©_®©¢_Om mg H N0 OWE @© HAW H 2H_ON_©_:H N¢W H" Nb Qw: ‘L FOG H MQGQNH©_ WOW H OO H9: “B 5:“ H $.823 MQN “ OQ gm W: 0: an QU_@s_2_ V2“ fi N© NW: _O NON “ F©_@©M___OO_©W “ 36%___$_;N H 825__®W_V©N H OQSS__N©_®W H 88$‘_F©_©Wfi ya g_8©__2__©W_ U“ 882__s_8_ fl $62:88 H 822____8_8N H“ gee ___:_8_ H $82__2_N_MN fl $__mg_I85 fi 86%‘fig H 8_Og_U. _ an _ _ H _‘Nqfi: H fi@_$©':‘_¢©H fl $_8W__m“__© H OQWNW.NN_©W “ figs__®N___ON H" “hm.2 _mm fi N_©_ONN___©@_W¢_ “ NHQL_®_©W~ Mn N©_W®©A_s_8_ fl ggmwK06: H“ OO_@O_~___¢F_OHN H fi@_HN@__:___“: H WNW__N_©_N_¢H H MHQQNOH"J H H ____ ___W__OW_ H NQQNN__®@_N@_ H s.$©QVQWQH H FQNNMQWQQWH H“ N_©_ONN___¢__ON~ H“ N_©_mK___W'NW'W2 um 868%N__m_ an 2H_®NN_3&6: H OQWOW__%_g “ 825__$_m§ H NQMNQRQNQN “ CD62:__¢®_©N_ H b©_®¢V“ONSN; “ Q_H_©@O__ _ _ k_ _ _ _ __ _ ’*6 NMHWN fl Nb NOWQ NW bgfi H“ N_©_©_©_ _WC OOH H BO NOMH Gm ¢wNMW gm U“ Nb ©H© 3 GQHWC fix “Wm H2: O0 FNNH“ Emmaan NN_®_5H OQOOWH_ I ____ . _ _ _ _ugflvow an cogsn‘©®_¢N@ H“__G¢_®w H“ N@_@@©____©N_NON H OO__WNO_‘ _ . . _¢O_®WW_ an MQNWWOH__mO_©WH H N_©_M:®_‘MHQAUH H b©_~:_____N_N_¢oN N" OQMMHH'W©.@O®_ an OO_O©@©£3: H“ $3:_g_8_ U“ 56$__$_$_ H MQQNF. ._ Q ¢’¢ H ‘Lb _@@ON H UQWQWF___wO__2_ H 8%:H82: H MQQWQ__g_O_“__ H 86$GagagggmE%____m__E£B3653fiogomgsu_E°‘EmOmE__€bq€___°EEmS98U__U§__3O~u3<W_3m‘__°E8W<Umfiflfinmflgé3°“mg:EasgmEasgogang:___§___E:%=Eggsmm§________8sURszcmzco___§__w8°6E=__:§§o555820E:_3§_mOE__E_p_fiE<U__fl_ _0|O|a_ O_ “H13°Fgossgg“figggmzmE_€S_6um "Nb H an 2": ‘mo gsBO Nfifl “O0 _§NQ __b¢flH____dm_\~_ ‘fiofiié ____@°0_. _ .5.‘ ‘ ____::, ':' ct­‘ , | }) Pp", 7‘..2nfl h©_Nfi~ __“ Hfi_O°m_an ~_o_nm_~_'8 ‘Ll!’-T‘.. .'.. (-1.3T 1|’|_. I. ._‘|..__ _ ’'~O_NOfi an OO-N@©__W@_GN__ an OO_@@a_____h_:_O_P~ i hoéfleL: __§ Q _:_V_u___cL. \ :0 x ‘C :__:'2_n H nqga__OW.OO_ an °O'@WN~____mw_m:H H N_.U_NN_e‘fl°_£°- H” fifi NHQ‘.HH‘“ I... ... ...._1 l‘>I’I’P'h ‘ii-‘.1‘-3' I.‘ ' 1 -I... :2,‘| F? I'D.’ I?‘___¢H A2 H moo'nQ_ON~ H "nth:?b_b$ an b0_¢fiN‘.':"__\| ‘ a: 9:‘l"_.'._'I.l_I _‘ ‘IQ’__cm_“_ d q N'w_\'k.e‘ . . I . .'vo.N_mH fl 0°68___o~_¢NH H Maya‘Q; 65 H fig ‘EN'M~'¢°“ “ fifi_~_~‘W!:°|‘$ . nu’, ‘_"-‘_‘__:‘ ‘.4. ' Q .1 ‘(allu‘o°h___:::_u:a3°?gg __ESw_6Q_36~m°_~Dgag$25' ‘!§r:Ds~‘~_~'. ‘ \‘.\" ’_~



Amodvnc buqsaflwa hos wuacgkunflm Hflflkume as 38 U5 5 gag 808 SE muflflgdokb\ ‘ <>Oz< _€a'oGo _h8_P__ spa wzflmum_ .' _ I_I’I_ In  I_.. _O_’_  _U _ __ _ __ I_' ______VW_©WN H NQWHW__N_W_©ON H“ OQSWO__N@_NMN H“ $6?_m_WN__NWfi fi @mH_OO¢'¢©_NN_ H MUQMQHfl8_M§ H OOSM6g©©_O©N H MOON?‘©®_®O_ H gmg ____©©__©_ H NQQVW___W_w~“N “H MQQOF __‘®Q@h_ U“ MHQWWNLQOWN H ~_©__@W LO_@_N “ OO_©_:u°OO_©©N H Smwg _"N_m_©@_ fl MMSNM“OM60 H OO_®©_ ‘WWNO fi OO_@®__:H_®©H an QHSNO __WW_O®_ H“ OO_N¢¢___$__ : fi OO_~W© fi__w©®_O©_ H“ 506:‘____$_E_ an ggm____g.% “ $8?‘g_%_ “ 8__§___qg_N U“ 86$“$8 U“ $8__§_m:_ “ $68__‘$_g_ H OQGOW08$ fl OM:n_N©_2 H Si:aqa “ OQMVBLW_@© H $62_h_w_m“_ H 8gEQWW an MN_¢©Nsat g 863a@O_WN an sgfi___$§ H $9:d@b_NW “ 8\__2m©_®W_ H OQOVNLQOW “ OQHW_WW_©@ fl mug:fimugg “ fi@_Q¢N_ _ _ _‘_ ___mm_om_ H oqwvm_H _ 0 _ _ __ H ___ _H_ _ _ :1: Hm;__$N H $63 __oo_E__ “ “gm: _wmw_$N “ 88“.. . . .. 9aww_©__ “ mo;___ _ H _ _ ___ _ ___g_$ fl 862O29; “ $_8£‘ __©_ 6:; fl N_©_©O:_ ‘S _¢VE_ “ MHQONWQ __©W_@®®@ H 2H_~_@E_ __MN_¢ON© an mM_©NW¢ __O©_;E_ H QHMWOW____g_8_ H“ F©_@O_W m@W_NN_ “ OO‘@:_U ____N_q@W H QU_O®_ ____fiV_WW “ QQOOW 882 H“ OQQNH n__NO_O_ “ N_©_N__:‘O®‘fiFM “ QO_N®¢ __N_¢_©N¢ an OO__ _© __N__ dmfl an Egg __NO_¢N_MH an QHMZW ‘CW2: H 00¢ __N__O¢_ U“ F©_W@¢~_ Iva",  ‘_ H“ II H.‘ I -I __. ____ ___ .__OI _ _ _ ii", I _ _ _ _ L 3°h_¢309UOkNQQ:Q___¢UggéaN283U=NHGLQv~_u_______EW3_Q_____Up_mU€____Q=G~QW<fig308wggazU_EmQ=OE$350365U§_OWO€U_:QU__QEH_ Q“ ____H _ _u"_ an I _  ___ _ _ __..“ “   “  ._. ____©H_N_¢~ an cod: __;____§ H“ s__£ 8m__mN_ an mmdwm °_8_8_ an Swot Ema? H w¢_ 3mN_oN_ H mm_8_lgghos3°?Gmusoa



Vfi 3 -[_ ;___“__°§ gs 9________~w T: _ N ___°__E_____ gut Em N Fm mg _  _     O m m_N+%_:­figinE­OEm 2"] © mm V m N _ _m 2|.‘ Q W __ M N _i _ O _ M‘ _ ‘ ‘W _ Am Ni? ZV_N+i k'1 _ Nd nWI’0Q_ 0°? mM% O2 P__ _r_ I __ _ __ _“WI Ivw" _m _ I" mm um" “mm “Eu_ __” "H HIW "H__""_ HP _I_U“__w""II_ I "I_ mm “H H mun WI    IH     ‘I_I -‘PI"H" NCONm_____'XNITmN+gut 9___fl_E_wm@ Q ¢ M N P*“‘é \ |_?,I|_r ‘ll \_ L _ s'__ _______V:  I __ Qo_+%m _‘ V _“ \\ ’_ z_m_g_z_rT Nd‘O MQ0 IvQ6_i gj ___°_§____ gg E mi 5 ___°__E____ gg _____V;_N_|T| gm g__n_E~ ¥_m_N _ 2% U:__QE~WU __ WA 3V: % % J L  _ _m _+_ A‘\ AA ‘O& F no0 _+i z_2_=_zv_N|*|Km_N_;_x__|V___m_‘|_-Ik__' nV M“OTNI QA i Q2+Z<PEV Enhoaoagfi hug’? “Dada 0“: “O uq0fl:“O_0>0‘ flO“hnn:__0m ‘Id flO““dNm:uHUu “O 800:0 UnaH S _wE



1 |i_xx. __ mav____UTo__F%_v;~|_|__m£|.|0_+_;_£__°_)_v gg g___n_E~wf _ M N F% m m_N- ‘ F  _i   O_ I’_ _ n08 wNIP___°___W____g w§_ Egg 9_____E~w© ® V m N ___ F _I 1:‘, L I _ 1!{ ¥N+ 3 WIt _ fi___ fl + _rfi_3_1| ‘E __ F|\ ’_ m NIX;   __  _ __ _ \ __‘ fv_ F _ _T_ m T-I HT__W023_ _ ‘{ m E _ tr CON_ om"5O863 n£6 W2 Lad3_V_m_Nl_|____°_E=__ as Egs 9_____E~mm mIN+ Y Q m v M N F_ _ _ L L Q |__ _ I “ _ I T O_ ¥N+L f 3A ‘II _| Nd___\( h_ __1$_:¥ (_ n_ v_ _%%  _    _h_L_y|”______\___ILfl_  \ fi 3 Vm _+ II  # no_ 0 _+ I? mo‘I I i‘QNLT_l_|2g_zA8H] A A___O=fl_5° 2% Q:_ v__ m_N_|_| gs m____H_E__“w_mm_N _ W Q m ¢ MU N P_ 1’ If !Y‘ '| ‘V ‘ I 1’* OQ ¥N+ \ _o_j  _¢ _i|i_\A_ j_ mN|_|X!_| TI  _\ VON M7* _ _ |_V: / / \ on __I |\\_\__ e+ _o_‘VonUPI.‘(I?  L _’__2____z _ ;_’;_ z<___Ag A V'__ou0n_l__G“_ M838’ aflfiamufifl 2: “O un0amO_9>0‘ flflgnhtflm ‘id flOM“UNM=uk0H MO uflfiufl OakGI as ‘mg



; fi _mm _  4 %   lam mm  T__ wkH! £|.U ___°_E____ gg Ef gs 9____QE“w‘ Q xix‘ _® © Q G N F__ ¥N+ _1 A Ml _  IF’ O__ mw _ gmv__+_ '_ m_|m_+_  T ZN.C_;F_aO2__n_E_ 9 ___°_“~_____U 2% Q: w|'_ I ___°__2____ gg Q:+ V‘ @ II _v_ W N gg _w_________~m _ gg 9____‘_____~m@ @ Q M N Fm@_N+ © ® V MU N _‘ _m®_N+i _‘L I“ _I + O  _I 1‘! ‘Ir’ \'\ _ Ov_ N [Xi > v_ Nixl j __ ‘‘ _fl-I ‘  o©_ _ r hixmx 1mow mmM: Al_ m|__>_E°__°_P_o m m: _ _ __¢:“E >5Ag Ag309$“ nO“udNat0u aaflufiug “Dug WMGEOMA _GOfi“fld__HOuh:“ fig _flOUh_-Hn__m_H0.“IQ fi_b _MME



Chapter - 8

Effects of periphyton and addition of
carbohydrate in the production and
sustainability of Penaeus monodon

(Fabricius)
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1. Introduction

Penaeus monodon is the most widely farmed shrimp species in

Southeast Asia under different farming practices. In recent years

shrimp aquaculture production in Asia is suffering from a number of

problems. One of the major factors confronting sustainable shrimp

aquaculture is the rampant outbreak of diseases due to the

‘accumulation of inorganic nitrogen in the pond bottom and the

consequent environmental degradation and obsolete grow-out

management practices (Primavera, 1998). The low survival and poor

shrimp productivity are the consequent effects (de Graaf and Xuan,

1998; Johnston et al., 1999, 2000a). Ammonia-N is a highly toxic

compound because it can easily cross most of the biological

membranes and thus causing pl-I alterations which may reduce

survival rates and impair various physiological mechanisms (Schmidt­

Nielson, 1983; Campbell, 1991). The brackishwater shrimp

aquaculture has been widely accepted an avocation for improving the

financial benefits and poverty alleviation of local communities

(Johnston et al., 2000b). The development of low cost technologies

and their farm level adoption would help in improving the

sustainability of aquaculture production and also mitigating risk

associated with farming (Samocha et al., 1993; Peterson and Griffith,

1999). The costs of formulated feed coupled with labour required for

feeding are major components for the increasing cost of shrimp
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production (Lawrence and Lee, 1997). Optimizing the feeding strategy

is a prime consideration in intensive shrimp pond management which

involves knowledge on nutritional requirements, feed formulation and

feed management. It is well known that the nutrient content of the

feed will influence growth, survival and the amount of metabolic and

excreted waste products entering the system (Smith et a1., 2002). A

major concern is the discharge of nutrients from shrimp farms into

coastal waters, with the potential to contribute to the recurring algal

blooms, oxygen depletion of bottom waters and reduced biodiversity.

Most of the nutrients discharged from intensive shrimp farms

originate from the formulated feed (Funge-Smith and Briggs, 1998).

Therefore, efforts to improve feeding strategies must focus on both

optimizing production and minimizing waste.

Periphyton based aquaculture is recognized as one of the

essential means of increasing shrimp production and therefore

artificial substrates have been added to the culture system for

facilitating the periphyton production. The term ‘periphyton’ is applied

to the complex of sessile biota attached to submerged substrata such

as stones and sticks, and includes algae and invertebrates but also

the associated detritus and microorganisms (We1comme, 1972; Hem

and Avit, 1994). The added surface area provided by the substrates

enhance the colonization of epiphytic biota, which in tum provides a

natural food supplement for the shrimp (Moss and Moss, 2004;
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Burford et al., 2004a). Shrimps generally require food sources such as

bcnthic animals, benthic algae, algal detritus or plant fodder, which

can be harvested more efficiently (Dempster et al., 1993;

Yakupitiyage, 1993). According to Taghon (1982), benthic

invertebrates were able to ingest microscopic glass beads when they

were coated with proteins. Information on shrimp diet of Penaeus

species are enormous (Tiews et al., 1976; Marte, 1980, 1982; Smith et

al., 1992) indicating that shrimps feed mostly on small planktons and

zoobenthos. Penaeus monodon also have the ability to select these

foods (Apud et al., 1981; El Hag, 1984).

Shrimp farming has undergone rapid development from

traditional, extensive rearing systems to a large scale industrial and

commercial production, and therefore considerable research efforts

were made to develop artificial cheap protein rich diets. However, the

knowledge on the contribution of such diets to shrimp growth in

ponds is very scarce. To improve the sustainability of shrimp

production, addition of organic carbon rich substrates (glucose,

cassava and cellulose) to control the carbon / nitrogen ratio was

attempted (Avnimelech, 1999). This technology was applied for the

reduction of dissolved inorganic nitrogen in extensive and intensive

systems. The application of organic carbon sources for adjustments in

the carbon / nitrogen ratio in the feed was well practiced in aerated

and circulated shrimp and fish aquaculture ponds (Avnimelech et al.,
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1989; Avnimelech, 1999; Browdy et al., 2001; Hari et al., 2004, 2006).

On the otherhand, Pardue (1973), Hem and Avit (1994), Wahab et al.

(1999a, b), Azim et al. (2002), Keshavanath and Wahab (2001) and

Keshavanath et al. (2001a, b) reported that artificial substrate based

culture will substantially increase the production of pond harvestable

biomass where compared to grow-outs without substrates.

Against this backdrop, a further step ahead is attempted in the

development of a technology that combines the advantages of

substrate based system (Bamboo and Kanchi) and carbohydrate

source addition in the farming of shrimp under extensive system of

culture.

The objectives of the present study are as follows:

1. To evaluate the periphyton and phytoplankton quality

and quantity in with and with out substrates as well as

addition of carbohydrate source.

2. To monitor the water and soil quality parameters in

various treatments with and with out substrate as well

as carbohydrate addition.

3. To compare the shrimp production and yield in
different treatments as mentioned above.

4. To explore the possibility of minimizing the protein

content of the supplementary feed of shrimp both in

favor of periphyton and carbohydrate in the grow-outs.
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2. Materials methods

Experimental design

The experiments were carried out in outdoor concrete tanks

having an effective bottom area of 6m‘-’. The experimental tanks were

provided with a uniform sediment layer (7 cm thick) collected from the

pokkali shrimp farm. Lime was added initially at 3 kg tank“. Bamboo

and kanchi were used as substrate (Bambusa sp.) with and without

carbohydrate source while addition of carbohydrate and without

substrate have used as control. The treatments were maintained

triplicate using complete randomized design. To stimulate the

phytoplankton bloom the tanks were fertilized with the dose of cattle

dung, urea and super phosphate @ 3000, 150 and 100 kg ha"1

respectively (based on the results of chapter 7), the treatment with

addition of carbohydrate here in called control as treatment CH,

addition of carbohydrate with bamboo substrate treatment called as B

+ CH, addition of carbohydrate with kanchi substrate treatment called

as K + CI-I, without addition of carbohydrate with bamboo substrate

treatment called as B and without addition of carbohydrate source

with kanchi treatment called as K. The experimental tanks were

planted with bamboo poles (mean length - 2.0 m the effective water

area in 1.5 m and mean diameter - 5.5 cm) vertically in to the pond

bottom, at a density of 9 poles m"? while kanchi was planted

horizontally at the pond @ 34 kanchi poles m"? (mean length - 2.0 m
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and mean diameter — 1.5 cm). The tanks were filled with 22 ppt saline

water. The water level in the culture tank was maintained at 100 cm

during the culture period. Twenty days old Penaeus monodon post

larvae (0.015 1: 0.01 g) purchased from a commercial hatchery were

stocked in the culture tank at a density of 7 post larvae m-2. Shrimps

were daily fed with 25% dietary protein feed @ 15% of their initial

biomass and adjusted gradually to 6% towards the end of the culture.

The tapioca powder used as the carbohydrate source was purchased

from local market. The pelleted 25% protein feed was distributed

evenly over the tank surface twice daily at 08.00 and 18.00 hours.

The required quantity of tapioca flour was mixed with tank water in a

beaker and applied to the water column uniformly followed by the

feeding in the morning.

The required quantity of tapioca flour on a daily basis was

estimated following Avnimelech (1999), Hari et al. (2004, 2006). In the

substrate installed tanks periphyton dry matter and % of nitrogen

production were measured for calculating the amount of

carbohydrate. The quantities of tapioca powder added to in various

treatments during the period of experiment are shown in Table 8.1.

Harvesting

Shrimps were harvested on 80°‘ day of culture by total draining

of water. The individual length and weight were measured using a dial
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reading caliper from the tip of the rostrum to the tip of telson. Specific

growth rate, net shrimp yield, and individual shrimp yield were

recorded during the sampling days.

Water and sediment quality parameters

Water quality parameters such as temperature (mercury

thermometer), salinity (hand refractometer), secchi disk

(transparency) and pH (pl-I pen) were measured directly from the

culture tank and dissolved oxygen was measured following Winkler

method (API-IA, 1995) in situ at 09.00 AM daily. Biweekly water

samples were collected using horizontal water sampler from three

locations of each tank and pooled together. Sediment samples were

collected from six locations using PVC pipes (2 cm diameter).

Sediment and water samples were collected on biweekly basis between

09.00 and 10.00 hours. The water samples were filtered through

GF/ C Whatman glass fiber filter and the filtrate was analyzed for

nitrate-N (cadmium reduction), nitrite-N and total ammonia nitrogen

(TAN) (Phenol hypochlorite method) (Grasshoff et al., 1983).

Chlorophyll-a in non-filtered water column samples were analyzed

following standard methods (API-IA, 1995). Biological oxygen demand

(5 day BOD) of water samples was estimated following API-IA (1995).

The organic carbon in the sediment was determined following El

Wakeel and Riley (1957). Exchangeable TAN, nitrite-N and nitrate-N in
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the sediment were also measured (Mudroch et al., 1996). Total

Kjeldahl nitrogen in the periphyton was estimated (Mudroch et al.,

1996). Monthly total heterotrophic bacteria (TI-IB) count in the water

and sediment was also estimated following standard procedures

(APHA, 1995) and expressed as colony forming unit (cfu).

Determination of periphyton biomass

From each tank three poles were selected randomly and sample

of periphyton from 2 x 2 cm? area was taken from different depths per

poles. The samples were collected on biweekly basis between 09.00

and 10.00 hours. The areas were carefully scraped with the scalpel

blade to remove the periphyton. After the sampling the poles were

kept back in the original place. The materials collected were pre

weighed and dried at 105°C until constant weight and kept in a

dessiccator. The samples were then transferred to a muffle furnace

and ashed at 450°C for 6 hour and weighed. The dry matter, acid free

dry matter and ash content were determined by weight difference.

API-IA (1995) standard methods were used for the determination.

The periphyton-a concentrations were determined following

standard method APHA (1995). After removal, the material was

immediately transferred to a tube containing 10 ml 90% acetone,

sealed and transferred to the refrigerator for storing overnight.

Following the samples collected in the morning were homogenized for
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30 seconds with a tissue grinder and centrifuged for 10 min at 3000

rpm. The supernatant was transferred to the cuvettes and then

acidified by the addition of three drops of 0.1 N HC1 and absorption

measured for the periphyton-a.

Species composition of periphyton and plankton

The periphyton samples were taken from randomly selected

poles 2 x 2 cm? samples each of different depth per pole and pooled

together. The samples were collected on biweekly basis after the

substrate installation. Pooled samples were preserved in 5% buffered

formalin and after the vigorous shaking, a 1 ml of sub sample was

transferred to a Sedgewick-Rafter cell (S-R cell), the number of

colonies was counted on 10 randomly selected field of chamber under

a binocular microscope (Azim et al., 2001). The periphyton sample

densities were calculated by the formula.

N= (PxCx 100)/S

Where N = number of periphyton cells per cm?’ surface area; P =

number of periphytic units counted in ten fields; C = volume of final

concentrate of the sample (ml); S = area of scraped surface cm2.

For the taxonomic identification of plankton, the samples were

collected by passing 5 l of water taken from the four locations of each

tank and filtered through a 45 p mesh size plankton net. The

concentrated sample was then transferred to a 100 ml measuring
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cylinder and made up to 100 ml with distilled water. Then the

samples were preserved with 5% formalin solution. The 1 ml of

plankton sub samples were estimated using Sedgewick-Rafter cell (S­

Rcell). The plankton densities were calculated by the formula.

N= (Px Cx 100)/L

Where N = the number of plankton cells per liter of original

water; P = the number of plankton counted in the ten fields; C = the

volume of the final concentration of the sample (ml); L = the volume

(liters) of the tank water sample.

Taxa were identified to genus level using keys of Ward and

Whipple (1959), Prescott (1962), Belcher and Swale (1976), Bellinger

(1992) and Sreekumar (1996).

Statistical analysis

Statistical analysis of daily and biweekly water, sediment

quality parameters and periphyton biomass (dry matter, chlorophyll­

a, pheophytin-a, ash content and ash free dry matter) were done by

ANOVA: Two-Factor without Replication were performed using

Microsoft Excel 2000. The periphyton and plankton taxonomic data

were analyzed by SPSS 11.5 Tukey-HSD test One-way ANOVA. The

shrimp yield, individual shrimp weight, SGR and the survival rate

were statistically performed by SPSS 11.5 Tukey-HSD test One-way
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ANOVA. Significant treatment effect was separated by calculating the

least significant difference at 5% level.

3. Results

Water quality parameters

In the periphyton based culture of shrimp, temperature, water

pl-I, dissolved oxygen (DO), and salinity did not showed significant

difference (P>0.05) between treatments while secchi disk reading and

soil pH were shown significant difference (P<0.05) among the

treatments. The highest secchi disk reading was observed in the

treatment CH (55.27 2|: 1.88 cm) while it was lowest in K (52.59 1: 1.45

cm). In the case of soil pl-I, it was highest in treatment K (8.52 :1: 0.11)

whereas it was lowest in CH (8.44 i 0.10). Mean value with standard

deviation of these parameters are shown in Table 8.2 81; 8.3.

The mean and standard deviation of various water quality

parameters studied such as biological oxygen demand (BOD), total

ammonia nitrogen (TAN), nitrite-N, nitrate-N, total heterotrophic

bacteria (THB), chlorophyll-a and alkalinity are presented in Table

8.3. The alkalinity did not show significant difference (P>0.05) among

the treatments. Significantly highest BOD values were recorded in the

treatment K (3.21 i 0.12 mg 1'1) while it was lowest in B + Cl-I

treatment (2.97 i 0.29 mg l-1). The pattern of variation of BOD values

in various treatments during the culture period is shown in Fig. 8.1a.
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ln respect of water TAN (4.67 :1: 0.99 ug 1'1) and nitrite-N (0.36 :1: 0.06

ug1'1) significantly higher values were recorded in treatment K while

it was lowest in treatment CH (TAN 4.04 i 0.84 ug 1'1 and nitrite-N

0.28 1 0.05 ug 1'1) (Table 8.3). Conversely higher value of nitrate-N

was observed in treatment B (0.57 :t 0.08 ug 1'1) while it was least in

treatment Cl-I (0.49 :t 0.03 ug 1'1) (Table 8.3). The pattern of variation

of water TAN, nitrite-N and nitrate-N concentrations during the

culture period are shown in Fig. 8.lb, c and d. With regard to total

heterotrophic bacterial count and ch1orophyl1—a, significantly higher

values were observed in the treatment B + C1-I (141.63 i 44.17 x 105

cfu ml'1 and 51.14 i 8.05 ug cm'2) while it was lowest in B (120.85 1

46.45 x 105 cfu ml'1) and K (45.28 :1: 7.34 ug cm'2) (Table 8.3). The

total heterotrophic bacterial population count in water in various

treatments during the culture period is depicted in Fig. 8.1e.

While examining the temporal variation of biological oxygen

demand, it can be seen that there was a reduction of this parameter

towards the end, from 3.36 - 2.49 mg 1'1. Commensurate with the

decrease of BOD, the quantity of unicellular organism (THB) showed

an increase trend during the experimental period, which registered an

increase from 60.06 to 186.10 x 105 cfu m1'1. The inorganic nitrogen

concentration (TAN, nitrite-N and nitrate-N) showed it peak level at

the sampling period three and four (Fig.8.1) and thenceforth, a

reduction was noted towards the end of culture.
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Sediment quality parameters

The variation of sediment Total ammonia nitrogen (TAN), nitrite­

N, nitrate-N, organic carbon and total heterotrophic bacterial

production are shown in Table 8.3. The nitrite-N concentration (0.09 ­

0.20 ug l-1) did not show significant variation (P>0.05) between

treatments. B and K treatments showed significantly higher (P<0.05)

TAN (17.46 i 4.70 ug 1'1 in treatment K), nitrate-N (0.18 i 0.06 ug l-1

in treatment K) and organic carbon (14.05 :1: 2.71 ug 1'1 in treatment

K] concentrations during the culture (Table 8.3). Significantly higher

soil heterotrophic bacterial population was seen in treatment B + CH

(187.65 x 107 cfu ml'1) while it was lowest in treatment K (137.08 x

107 cfu ml"1). The pattern of variation in respect of TAN, nitrite-N,

nitrate-N, THB and organic carbon concentrations during the culture

period are depicted in Fig. 8.2a, b, c, d and e.

During the culture period, the inorganic nitrogen level of soil

TAN showed its peak in the fourth sampling period (23.57 ug 1-1) while

the highest nitrate-N was observed in the fourth sampling day (on 42

th day) (0.23 ug 1-1) (Fig. 8.2). The nitrite-N, organic carbon and

heterotrophic bacterial population level showed a gradual increase

with the progression of culture and the values recorded from various

treatments were not uniform (Fig. 8.2).
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Taxonomic composition of periphyton

The qualitative and quantitative variation of periphyton in the

bamboo and kanchi treatments with addition of carbohydrate source

and without addition of carbohydrate source are presented in Table

8.4. Treatment bamboo with addition of carbohydrate showed higher

periphyton production (45560.74 cells or colonies 1-1) during the

culture which was significantly different from other treatments

(P<0.05) while the lowest periphyton production was observed in the

treatment kanchi (l6245.25 cells or colonies 1'1). The periphyton

community comprised of members of 7 groups of phytoplankton and 2

groups of zooplankton. 72 genera of plankton were identified of which

61 genera were represented by phytoplankton whereas the

representation zooplankton was very low with 11 genera. Details

showing the genera of various phyto and zooplankton identified under

various groups, numerical strength of plankton in various treatments

during the culture period with mean and standard deviation are

shown in Table 8.4. The group wise details of phytoplankton

belonging to periphyton are Chlorophyceae (13 genus), Cyanophyceae

[8 genus), Cryptophyceae (2 genus), Crysophyceae (10 genus),

Euglenophyceae (4 genus), Pyrrhophyceae (13 genus), and

Rhodophyceae (11 genus). Zooplankton cells genera were divided into

Cmstacea (4 genus) and Rotifera (7 genus). Chlorophyceae and

Carbon / nitrogen ratio optimization and periphyton development 156



Chapter — 8 Effects of periphyton and addition of carbohydrate

Pynhophyceae were the most predominant groups of phytoplankton

encountered under periphyton.

Taxonomic composition of phytoplankton

The abundance of plankton by genera and group wise (in cells

or colonies 1'1) in various treatments during the culture is presented

in'l‘able 8.5. 7 groups of phytoplankton and 2 groups of zooplankton

were identified from each treatment. Highest plankton production was

observed in treatment B + CI-I addition (20491.68 cells or colonies 1-1)

while it was lowest in treatment K (4893.69 cells or colonies 1'1).

Statistically significant difference (P<0.05) was observed in plankton

production among the treatments. 76 genera of plankton communities

were identified of which 64 genera belonged to phytoplankton cells

and 12 genera belonged to zooplankton cells (Table 8.5). Details of

phytoplankton genera identified under various groups are as follows:

Chlorophyceae - 16 genus, Cyanophyceae - 6 genus, Cryptophyceae ­

2 genus, Crysophyceae - 10 genus, Euglenophyceae - 5 genus,

Pyrrhophyceae -14 genus, and Rhodophyceae - 11 genera.

Zooplankton cells under Crustacea were represented by 5 genus while

7 genera were identified under Rotifera. Chlorophyceae appeared as

the most dominant group in the present study followed by

Pyrrhophyceae, Rhodophyceae and Crysophyceae.
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Periphyton biomass

Periphyton biomass in each treatment was estimated and the

results are presented in Table 8.6. Periphyton dry matter, chlorophyll­

a, pheophytin-a, nitrogen (%) and ash content showed significant

ditierence (P<0.05)_ between treatments. Highest value of periphyton

biomass dry matter was observed in the treatment B + CH (1.44 1;

0.05 mg cm'1’) and the lowest was in treatment K (1.30 zt 0.06 mg cm"

9). Ash free dry matter did not show any significant difference (P>0.05)

between the treatment, but the highest values were recorded in the

treatment B + CH followed by K + CH. Pheophytin-a concentrations

showed an increase over time (Fig. 8.3) and highest level was observed

in treatment B + CH. The temporal variation of Periphyton biomass in

various treatments are presented in Fig. 8.3.

Proximate composition such as protein and nitrogen of

periphyton were analyzed and the results are gives in Table 8.6.

Protein content ranged from 30.89% in Kanchi to 38.61% in B + CH.

Ash content was highest in B + CH with 32.17% whereas in other

treatments it was in the range 29.22 - 31.06% . Nitrogen content

was lowest in treatment K with 4.79 while it was highest in treatment

B + CH with 5.99%.
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Harvested shrimp

The individual shrimp weight, net yield, SGR and survival rate

in various treatments are shown in Table 8.7. One-way ANOVA

results showed that the individual shrimp weight was significantly

difierent (P<0.05) among treatments. The highest individual shrimp

weight was recorded in treatment B + CH (27.48 g) while it was lowest

in treatment CH (24.43 g). The highest SGR was recorded in

treatment B + CH (7.51) whereas it was lowest (7.40) in treatment CH.

Net shrimp yield did not show significant difference (P>0.05) between

treatments, the maximum yield was observed in treatment B + CH

(161.83 g m'2) followed by treatment K + CH (150.50 g m-2) while it

was lowest in treatment CI-I (130.31 g m"2). Interestingly, there was no

significant difference (P>0.05) was observed in survival rate among

various treatments. The highest survival rate was recorded in B + CH

treatment (84.13%) while it was lowest in treatment CH (76.19°/o).

4. Discussion

The properly adjusted and added carbohydrate was found

useful in reducing the inorganic nitrogen concentration in the culture

pond by the well utilization of heterotrophic bacterial population

(Avnimelech, 1999). In the previous studies conducted in this

connection, several other carbohydrate sources like glucose and

cassava meal cellulose powder (Avnimelech and Mokady, 1988;
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Avnimelech et al., 1989; 1994; Avnimelech, 1999), molasses (Burford

ctal., 2004b) and tapioca (l-Iari et al., 2004; 2006) were used in fish

and shrimp ponds to reduce the inorganic nitrogen concentration for

increasing the yield and getting high survival rate. In the present

study, tapioca flour was used as carbohydrate source for the direct

application to the culture system. The biodegradable substrates like

sugarcane bagasse, paddy strew, dried water hyacinth (Eichomia

crassipes), kanchi, PVC pipes and bamboo poles were used in the

culture system as artificial substrates for the periphyton production.

Among them, highest periphyton growth was concentrated on bamboo

poles (Ramesh et al., 1999; Umesh et al., 1999; Azim, 2001;

Keshavanath et al., 2001a; Azim et al., 2002; Joice et al., 2002;

Mridula et al., 2003). In the present study, B + CH, K + CH addition

and B, K were the four treatments used for the study.

With regards to water quality parameters of various treatments,

no significant difference was observed in the case of dissolved oxygen

(D0) concentration in any of the treatments and this may be

attributed to the addition of aeration to the culture system. On the

contrary, the biological oxygen demand (BOD) showed variations

among the treatments and this would manifest the differential rates of

consumption pattern of oxygen by the microorganisms in different

treatments. Several studies proved the reduction of BOD level in

substrate installed tanks compared to non substrates tank (Ramesh
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etal., 1999; Umesh et a1., 1999; Keshavanath et al., 2001a, b, 2002,

2004; Dharmaraj et al., 2002; Joice et al., 2002; Mridula et al., 2003).

In the present study also the BOD values were comparatively low in

the substrate added treatments, a finding which fully concurs with

the above. However, the BOD values were extremely low in the

treatments which were provided with both artificial substrata and

addition of carbohydrate. Interestingly, in respect of total

heterotrophic bacterial population, a glaring difference was registered

between substrate installed and non substrate added treatments,

showing higher values in substrate addition and it was highest in

treatment having both the addition of substratum and carbohydrate.

According to Kalpan et al. (1987), Bender and Phillips (2004) and

Garcia-Meza et al. (2005) periphyton mat consist of a solid matrix

embedded with bacteria, algae, protozoa, fungi, zooplankton and

small invertebrates. A significant reduction in total ammonia nitrogen

(TAN) in both the water and soil recorded in the treatments of CH, B +

CI-I and K + Cl-I was observed and it concurs with the findings of

Avnimelech and Mokady (1988), Avnimelech et al. (1994, 1989),

Avnimelech (1999) and I-Iari et al. (2004, 2006). Cotner et al. (2000)

are of the view that the addition of low concentration of carbohydrate

was useful in reducing TAN concentrations and results increasing of

THB in both the water and soil column.
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Results of the ANOVA show that there exist significant

variations in the nitrite-N nitrate-N and chlorophyll-a concentrations

among the treatments. In ponds and lakes, phytoplankton

productivity is positively correlated with nutrient concentrations

(Boyd, 1990) and in periphyton based ponds, this relationship is

interfered with by competition and interactions between periphyton

and phytoplankton. Higher chlorophyll-a content in substrates

treatment indicates the phytoplankton production, which is an

indication of the positive effect on plankton nutritional quality (Azim

ct al., 2002). In the present study, organic carbon concentration is

high in without carbohydrate addition substrate treatment when

compared to carbohydrate added treatments. In shrimp farms,

organic carbon is produced from the accumulation of both organic

matter from the unconsumed food metabolites and remains of dead

organisms at the pond bottom (Grave-Lizarraga, 1995). Moriarty

(1997) reported that most of the bacteria in a pond are saprophytic

heterotrops, which are using organic matter for growth and energ by

decomposing detritus.

The periphyton biomass production was measured as dry

matter, chlorophyll-a, pheophytin-a, ash content and ash free dry

matter. The results in respect of these parameters showed that

substrates with addition of carbohydrate produced higher periphyton

organisms with highest production B + CI-I treatment (Bamboo +
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Carbohydrate addition). Keshavanath et al. (2001a) and Azim et al.

{200l) reported that bamboo produced higher periphyton biomass

when compared to other artificial substrates. According to Azim et al.

(2001) microbial organisms and meio-macrofauna grown in the

periphyton may also be utilized by cultured organism and therefore,

the need for artificial feed can be substantially reduced by providing

the substrates in aquaculture ponds. In the present study, 72 genera

of periphyton planktons were identified from the treatments. The

quantity of periphyton varied substantially with substrate type,

fertilization level, environment conditions and taxonomic composition

(Paine and Vadas, 1969; Heaper, 1988; Makarevich et al, 1993;

Napolitano et al, 1996; Ledger and I-lildrew, 1998; I-Iuchettu et al,

2000; Keshavanath et al, 2001a). B + CH treatment showed higher

quantity of periphyton which was significantly different, from the

other treatments which was followed by K + CH. According to Heaper

ct al. (1989) the basic changes of plankton food production may due

to the variation of nutrients and environmental changes of culture

system. Dharmaraj et al. (2002) also reported that plankton

production was higher in substrate plus feed treatment than in

substrate alone treatment, attributing the difference to the manuring

effect of unconsumed feed and the faecal matter. Dewan et al. (1991)

and Ahmed (1993) established the relationship between

phytoplankton production of chlorophyll-a with fertilization effect.
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The individual shrimp weight and net shrimp yield was higher

in treatment B + CH followed by K + CH though it was not

significantly different. Azim et al. (2002) reported that bamboo poles

substrate based periphyton growth will help to increase individual

weight at harvest as well as net yield of cultured organism. The

highest growth was probably related to the highest abundance of

periphyton phytoplankton and zooplankton and the ability of

organism to utilize (Martinez-Cordova et al., 1998). The higher growth

rate and shrimp yield can also be attributed to the low inorganic

levels (Wahab et al., 2003) and increased heterotrophic production in

the carbohydrate added ponds (Avnimelech, 1999; Burford et al.,

2003; Burford et al., 2004b). Furthermore, lower TAN levels in water

and sediment also positively influenced the food intake and health of

the shrimps (Avnimelech and Ritvo, 2003). Among the treatments,

there was no significant difference in the survival rate of shrimp

though higher survival rate was observed in treatment B + CH

followed by K + CH. This can be attributed to the improved water

quality parameters primarily associated with the consistency of

culture pond (Miller, 1976; Parker and Davis, 1981; Ayinla et al.,

1994; Johnston et al., 2000b). The substrate with addition of

carbohydrate performs better sustainable culture practice when

compared with other traditional practices.
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In conclusion, the aim of aquaculture is to maximize production

of cultured organism in a sustainable manner. The experiment carried

out involves substrates - periphyton - shrimp - environment

relationship with and without carbohydrate addition interference.

Periphyton grown on bamboo and kanchi poles is an excellent natural

food for shrimp species and supports to further enhance the growth

and survival of farmed organism. Manipulation carbon / nitrogen

ratio by the addition of carbohydrate to the extensive shrimp culture

system facilitated increase of heterotrophic bacterial production which

in turn utilize the inorganic nitrogen species in the culture system,

thus making the shrimp farming more ecologically sustainable by

reducing inorganic nitrogen production and economically viable by

minimizing the requirement of artificial feed. The demand for high

quality dietary protein content in shrimp feed can also be

substantially reduced in favor of carbohydrate addition to the water

column, thus making the farming more ecologically friendly. This is a

new novel approach to shrimp culture, the technology is appropriate

under all circumstances, from the nursery to the grow-out systems,

from the commercial level to resource poor and marginal shrimp

farmers of the country.
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Table 8. 1
The quantity of carbohydrate added in each
treatment during the culture period

Days of culture
Quantity of

Treatments carbohydrate
added (5)

'1 day -15 days CH 0.75
B+CH 1.23
K+CH 1.17

B 1.15
K 1.12

16 days - 30 days CH 2.50
B+CH 3.01
K+CH 2.94

B 2.95
K 2.90

30 days - 45 days CH 5.00
B+CH 5.58
K+CH 5.53

B 5.51
K 5.43

45 days - 60 days CH 7.00
B+CH 7.60
K+CH 7.55

B 7.54
K 7.50

60 days - 75 days CH 8.50
B+CH 9.18
K+CH 9.10

B 9.13
K 9.04

175 days - 100 days CH 11.00
B+CH 11.75
K+CH 11.72

B 11.69
K 11.65
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Chapter - 9 summary
Aquaculture production systems used across the world differ

widely depending on the species being cultured and on the

geographical location and socio-economic context. Tiger shrimp,

Penaeus monodon (Fabricius) is the most widely used candidate

species for shrimp farming in South-East Asia. Worldwide

aquaculture has been increasing rapidly in the last decade;

approximately at an average rate of more than 10% per year (Muir,

1995; Tacon, 1997; Pedini and Shehadeh, 1997; World Bank, 1998;

FAO, 2001). Asian countries contribute to 91% of the world shrimp

production (FAO, 2002). Of the global shrimp production, 90% comes

from extensive and modified extensive types of farming (FAO, 2001). A

sound knowledge on the biology of this species, its rapid growth,

bigger size and good demand in both domestic and export markets

have made it the most dear species for culture in the brackishwater

grow-out of India. One of the major problems encountered in shrimp

aquaculture system is the accumulation of toxic inorganic species

(NI-14* and N02‘) in the pond sediment. The prime source of

ammonium to the farming system is typically from the protein rich

feed. Only 20 - 40% of the nitrogen is incorporated to the shrimp

tissue, while the remaining is lost to the pond and ultimately to the

environment. As such no effective mechanism is available to remove

the nitrogenous metabolites accumulation in the pond bottom. The

high feed input and shrimp stocking density applied in the shrimp
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aquaculture system result in the enrichment of the water with the

ammonium and other inorganic nitrogenous species. The

management of such system thus calls for developing methods to

remove these compounds from the pond. One of the common

solutions used to remove the excessive nitrogen is by resorting to

frequent exchange of water. However, this approach is becoming

highly regulated in order to maintain environmental sustainability by

avoiding excessive release of nutrients into environment, t.he danger of

introducing pathogens to the environment during water exchange,

high operational cost incurred in pumping etc. Another approach

would be encouraging adoption of a technology for enhancing

nitrification process of the ammonium and nitrite to the relatively

inert nitrate species. This is often done by employing bio-filters,

however, the high cost and surface area involved in treating and

digest a large mass of feed residue is one of the main problems

associated with this technology. An additional strategy that is

presently giving attention is the removal of ammonium from the water

through its assimilation in to microbial protein by addition of

carbonaceous material to the system (Avnimelech, 1999). The addition

of properly adjusted carbohydrates could potentially eliminate the

problem of inorganic nitrogen accumulation. An added advantage of

this technologr is the potential utilization of microbial protein as a

source of protein for fish and shrimp. The technology developed based
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an the introduction of artificial substrates in the culture system for

increasing the production of natural food attached to surface areas

(periphyton) was also found to be effective in the harvesting of

nutrients. In the present study, a pioneer attempt was made to

develop a technology for the reduction of inorganic nitrogen in water

and sediment and feed protein wastage by the addition of

carbohydrate, and also to reduce damage to the ecosystem and to

convert nitrogen in to harvestable product by both the addition of

carbohydrate and introduction of substrates based aquaculture. The

developing eco-friendly, economically sustainable and scientific

culture practice incorporating innovative management strategies will

be useful in improving the marketable yield and income from the

farming of the tiger prawn.

This study encompasses the results of seven experiments which

are presented in 7 chapters. The topic is adequately introduced in the

first chapter and an exhaustive review of the relevant literature on the

subject is made in Chapter 1. The optimal dietary protein level was

assessed for the addition of carbohydrate in Penaeus monodon, with a

view to know whether the addition of carbohydrate will helps in

increasing the shrimp production and reducing the feed cost. 'I\vo

dietary protein levels 25% and 40% (P25 and P40) with or without

carbohydrate source addition (P25 + CH and P 40 + CH) were

compared at a stocking density @ 6 post larvae (PL 20) of Penaeus
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monodon m"2 (0.357 i 0.01 g). The quantity of carbohydrate was

calculated following Avnimelech (1999); i.e. 390 g and 620 g tapioca

flour kgl of the 25% and 40% diet fed, respectively. The addition of

carbohydrate source was found useful in significantly (P<0.05)

reducing the total ammonia nitrogen (TAN) in the water and sediment.

Protein level in the diet had a significant effect (P<0.05) in the

inorganic nitrogen concentration in the sediment. Treatment P40

showed higher (P<0.05) water TAN, nitrite-N and nitrate-N level, while

it was lowest in the treatment P25 + CH. Total heterotrophic bacterial

(THB) population both in the water column and sediment increased

[P<0.05) during the period. Lower specific growth rate (SGR), and

higher feed conversion ratio (FCR) were recorded in P25 treatment

when compared to other treatments. Higher shrimp yield was

recorded in P25 + CH when compared to P40. Survival of shrimp was

not effected by the treatments. The results revealed that the demand

for dietary protein level 40% can be lowered to 25% in favour of

carbohydrate addition to the water column without compromising

shrimp production. Furthermore, addition of carbohydrate was useful

in reducing toxic inorganic nitrogen levels in the pond as well as

effluents.

The effect of various mode of carbohydrate application and diets

having various protein levels were evaluated in the production and

sustainability of Penaeus monodon. Five treatments viz. carbohydrate
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added to the diet (CHD), 25% protein diet (P25), 25% protein diet with

carbohydrate source addition to the water column (P25 + CH), 40%

protein diet (P40) and 40% protein diet with carbohydrate source

addition to the water column (P40 + CH) were compared. The

experiments were carried out in 6 m2 concrete tanks, with a muddy

bottom and stocking density of 7 post larvae (PL 20) of Penaeus

monodon m-2 (0.015 zt 0.01 g). Tapioca flour was used as

carbohydrate source and applied to the water column after the first

feeding during the day. A 40% dietary protein feed was pulverized

and repelletised after adding carbohydrate source at 620g kg"1 of feed.

While the addition of carbohydrate was resulted in changing the

carbon / nitrogen ratio of the feed at par with a 25% protein diet.

Addition of carbohydrate to the water column significantly reduced

(P<0.05) the concentration of total ammonia nitrogen (TAN), in

treatment P25 + CH (5.91 pg 1-1) in contrast to the addition of

carbohydrate to the diet (7.04 pg 1-1) while the treatment P25

registered high TAN concentration 9.79 pg 1'1. THB population

showed significant increase (P<0.05) during the culture period. No

significant variation (P>0.05) in chlorophyll-a was observed during the

culture period. Higher specific growth rate (SGR) and lower feed

conversion ratio (FCR) were recorded in P25 + CH treatment among

other treatments (P<0.05). Higher shrimp yield was recorded in P25 +

CH (148.4 g m"2) than P25 (113.9 g m'2) and CHD (124.9 g m'2)
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[P<0.05). Net protein value (%) and protein efficiency ratio (PER) were

significantly higher (P<0.05) in P25 + CH treatment. Survival of the

shrimps was not affected by treatments (P>0.05). The application of

carbohydrate through the diet had no significant effect in reducing the

toxic inorganic nitrogen production and in increasing the shrimp

yield. Addition of carbohydrate to the water column will be helpful in

increasing heterotrophic bacterial growth, which will supply bacterial

protein to enhance the shrimp production, thus, a reduction of

percentage of protein in diet from 40% to 25% is possible without

compromising shrimp production. This technology is highly useful in

reducing the feed cost. A reduction of toxic inorganic nitrogen levels in

the pond as well as effluents is also useful in making the farming

more ecologically sustainable and eco-friendly.

On-farm trails were carried out to prove the viability of

carbohydrate addition in an extensive shrimp farming system of

Penaeus monodon in improving sustainability, reducing feed cost and

growth performance when fed with a low protein feed. 25% dietary

protein with carbohydrate (P25 + CH) and 40% dietary protein (P40)

were compared in earthen ponds each having 250 m2 area. The

stocking density was maintained @ 6 post larvae (PL 20) of Penaeus

monodon m-2 (0.016 :l: 0.01 g). Tapioca flour was used as carbohydrate

source which was directly applied to the water column after the first

feeding during the day. Total ammonia nitrogen (TAN) concentration
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in water and sediment in treatment P25 + CI-I was significantly lower

(P<0.05) when compared to P40. Highest THB value was observed in

the treatment P25 + CH (57.04 x 105 cfu ml'1) due to the addition of

carbohydrate. Low protein diet with addition of carbohydrate to the

water column showed a significant effect (P<0.05) in the shrimp yield

in P25 + CH when compared to P40 and the values were 64.4 and

44.8 g m-2 respectively. Chlorophyll-a showed significant increase

(P<0.05) during the culture period and the value ranged from 9.7 ­

45.1 pg 1'1. The variables PER, FCE, ADG and NPV were higher in the

treatment P25 + CH and it was significantly different (P<0.05) from

P40. Survival of shrimp was not affected (P>0.05) by the treatment

and it was 35.5% and 42.2% in P40 and P25 + CH respectively. Total

variable cost was much higher in treatment P40 (IRS. 97, 420.0/-)

when compared to P25 + CH (IRS. 73, 302.0/-). Cost of feed and

carbohydrate source for P25 + CH was lower than P40 since the latter

is costly due to high protein content. Total revenue from the harvested

shrimp (ha'1) was 54% higher in treatment P25 + CH than in P40 due

to the combined effect of better yield and higher price of shrimp due to

their precarious size. Net profit from the P25 + CH was IRS.

l,14,292.0/- which was significantly higher than P40 (IRS.

20,4220/-). The benefit cost ratio was significantly (P<0.05) higher in

treatment P25 + CH (1.4) than to P40 (0.2). By applying the

technology, the farming can become more economically viable due to
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the reduction of dietary protein level by the addition of carbohydrate

to the water column. Farming on the basis of this technology is very

useful in improving the ecological sustainability of extensive shrimp

farming system. The technology would benefit the extensive farming

practices by increasing production; reducing feed cost and production

of low level of inorganic nitrogen in the pond and furthermore, low

discharge of nutrients into the environment.

Stocking density and carbohydrate addition relationship in the

yield and sustainability of Penaeus monodon (Fabricius) were studied.

25% dietary protein feed with and without carbohydrate addition were

the treatments used in the study. Carbohydrate was applied to the

water column followed by the first feeding during morning. The

experiments were carried out in 6m3 concrete tanks stocked with 3, 7

and 12 post larvae m‘? of Penaeus monodon (PL.2O) (0.015 1: 0.01 g).

TAN concentrations of water and sediment showed a cumulative

increase in treatment with out carbohydrate when compared with

treatments 3 + CH, 7 + Cl-I, 12 + Cl-l. Low TAN concentration observed

in carbohydrate added treatments are clear manifestation of its ability

to reduce the concentration of inorganic nitrogen. The result shows

that there exist a direct correlation between stocking density and level

of toxic inorganic nitrogen irrespective of carbohydrate addition. A

significant increase in the total heterotrophic bacterial (THB) count of

both water and soil was observed due to the addition of carbohydrate.
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In the present study, higher shrimp yield and FCE were recorded in

the carbohydrate added treatments when compared to control. The

survival rate of shrimp was similar between treatments. It may be

concluded that, the manipulation of carbon / nitrogen ratio due to the

carbohydrate addition is possible in varying stocking densities.

Addition of cheap carbohydrate to the system is proved to be very

useful in producing microbial protein, thus enabling more yields from

shrimp culture system. 25% dietary protein with addition of

carbohydrate is a better combination for the farming of shrimp. The

level of inorganic nitrogen showed significant reduction both in water

and sediment, thus making grow-out more ecologically sustainable.

The results of the present study were found to be highly useful in

improving the sustainability and profitability from the intensive and

modified extensive shrimp farming systems.

The efficiency of various type of carbohydrate in the control of

inorganic nitrogen and increasing production of Penaeus monodon

(Fabricius) have been evaluated. The experiments were carried out in

6 m2 tanks having muddy bottom. 25% dietary protein feeds with

addition of each carbohydrate sources such as tapioca flour, wheat

flour, rice flour, potato flour and yam flour as different carbohydrate

source were used for comparison. Stocking density @ 7 post larvae (PL

20) of Penaeus monodon m"? was used in the experiment. In this

study, the results undoubtedly proved that the addition of each cheap
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carbohydrate source has the efficiency to reduce the total ammonia

nitrogen (TAN) and nitrite-N production in the water and soil. Water

TAN showed no significant difference among treatments. Nitrate-N

ranged from 2.97 - 3.22 pg 1'1 in the treatments studied, where as rice

and wheat flour treatments showed significant difference (P<0.05)

from potato flour. During the culture period, sediment TAN values

were in the range 14.71 — 17.18 pg 1-1 whereas THB values ranged

from 69.04 - 86.21 x 1O5cfu ml'1 and among the treatments rice and

tapioca flour showed significant difference (P<0.05). No significant

difference (P>0.05) was observed in individual shrimp weight, shrimp

yield, SGR, and average daily weight between treatments. Survival of

the shrimp was not affected by the treatments (P>0.05). The addition

of carbohydrate was useful in reducing toxic concentration of

nitrogenous species, whereby the environmental conditions can be

made highly favorable for shrimp farming, thus showing a high

survival rate, thus becoming shrimp farming more sustainable and

economically viable.

The efficiency of artificial substrates in the periphyton

production, evaluation of quantity and quality based on the nature of

substrate and optimization of fertilization rates in the production of

periphyton in the absence of shrimp grazing pressure were

investigated. The experiment was carried out in 6m? concrete tanks

with muddy bottom having artificial substrate either with poles of
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bamboo and kanchi. The effect of three dose of fertilizer application,

the first fertilizer dose of cattle dung — 1500 kg ha'1, urea - 100 kg ha­

1, and super phosphate — 50 kg ha'1 (treatment 1 C), first fertilizer

dose with substrate bamboo (treatment 1 B), first fertilizer dose with

substrate kanchi (treatment 1 K), second fertilization dose of cattle

dung - 3000 kg ha'1, urea — 150 kg ha'1, and super phosphate - 100

kg ha"1 with substrate bamboo (treatment 2 B), second fertilization

dose with substrate kanchi (treatment 2 K) and third fertilization dose

of cattle dung - 4500 kg ha'1, urea - 200 kg ha"1, and super

phosphate — 150 kgha-1 with substrate bamboo (treatment 2.5 B),

third fertilization dose with substrate kanchi (treatment 2.5 K).

Bamboo poles and kanchi poles at a density of 9 poles m'2 and 34

poles m"? were studied. 2.5 B showed significantly higher (P<0.05)

periphyton biomass in terms of dry matter, ash content and ash free

dry matter when compared to 1 K and there is no significant

difference with (P>0.05) 2 B. Depending on the fertilization level and

substrate type, water and soil TAN, nitrite-N, organic carbon and

water chlorophyll-a were showed significant variation (P<0.05) during

the experimental period. Percentage of periphyton protein was found

to be significantly higher in 2.5 B and 2 B treatment followed by 2.5

K. 72 genera of periphyton and 69 genera of phytoplankton were

identified. In 2.5 B, fertilization dose was found very effective in

producing higher phytoplankton and periphyton quantity, however
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there was no significant difference (P>0.05) with 2 B treatment. 2 B

treatment exhibit the rapid development of a relatively stable

community showing slight difference with that of treatment 2 K. The

fertilizer dose with (Treatment 2 B and 2 K) cattle dung - 3000 kg ha­

1, urea — 150 kg ha'1, and super phosphate - 100 kg ha"1 respectively

is recommended as optimal for periphyton growth, on the basis of

high quantity of periphyton production and the superior quality of

the periphyton. Bamboo is recommended as a better substrate for

periphyton production. Periphyton substrates, bamboo and kanchi

did not have any adverse effect on water and sediment quality

parameters of the experimental tanks.

The combined effect of periphyton and addition of carbohydrate

in the production and sustainability of Penaeus monodon (Fabricius)

were studied. Tapioca flour was used as carbohydrate source and

applied to the water column immediately after the first feeding during

the day. Poles of either bamboo or kanchi at a density of 9 poles m"?

and 34 poles m"? were used as artificial substrates. Bamboo or kanchi

with 25% protein feed (B, K), addition of carbohydrate source (B + CH,

K + CH) and without substrate with addition of carbohydrate was

used as control (CH), were compared. Stocking density was

maintained @ 7 post larvae (PL 20) of Penaeus monodon m"? (0.015 1:

0.01 g). The application of fertilizer with cattle dung @ 3000 kg ha"1,

urea 150 kg ha'1 and super phosphate 100 kg ha'1 were used for
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enhancing the productivity. The experiment was carried out in 6m?

concrete tanks with sediment layer. Bamboo poles and kanchi poles

at a density of 9 poles m"? and 34 poles m"? erected vertically and

horizontally respectively for the periphyton production. While

comparing those of carbohydrate added treatments with non

carbohydrate added ones, TAN showed significant reduction while

total heterotrophic bacterial production in water and soil showed a

significant increase (P<0.05)in treatments with carbohydrate. B + CH

treatment showed significantly higher (P<0.05) periphyton production

followed by the treatment K + CH. Treatment B + CH showed higher

periphyton production (45560.7 4 cells or colonies 1-1) with progression

of culture which was significantly different (P<0.05) from other

treatments, the lowest periphyton production was observed in

treatment K (16245.25 cells or colonies 1'1). The individual shrimp

weight, net shrimp yield, SGR and survival rate were higher in

treatment B + CH followed by K + CH. Addition of carbohydrate

together with bamboo as the artificial substrate were found to be

effective in reducing the inorganic nitrogen concentration and

enhancing the shrimp yield. Periphyton grown on bamboo and kanchi

poles is an excellent natural food for shrimp species which might have

helped in increasing both growth and survival of the cultured species.

Based on the results of the present study, it can be concluded that

the sustainability and yield of Penaeus monodon can be substantially
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improved by planting bamboo poles as artificial substrates and

addition of carbohydrate to optimizing the carbon / nitrogen ratio in

the extensive culture.
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Abstract

One indoor and one on-fann trial were conducted to evaluate the effect of control of carbonf
nitrogen ratio (C/N ratio) by addition of carbohydrate to the water column in extensive types of
shrimp culture systems. In the indoor experiment, 25% and 40% dietary protein (‘P25' and ‘P40’)
with or without carbohydrate source addition (‘P25+CI-I‘ and ‘P40+CH’) were compared in fiber
reinforced plastic tanks of I200-I capacity stocked with 6 Penaeus monodon juveniles (0.357 i0.0l
g) m‘2. In the on-fann trial, 25% dietary protein with carbohydrate (‘P25+CH’) and 40% dietary
protein (‘P40’) were compared in 250-m2 earthen ponds stocked with 6 post-larvae of P. monodon
m_2. Tapioca flour was used as carbohydrate source and applied to the water column followed by the
first feeding during the day in both experiments. The addition of carbohydrate significantly
(P<0.00l) reduced the total ammonia nitrogen (TAN) in the water and sediment in both
experiments. It significantly ( P<0.05) increased the total heterotropliic bacterial (THB) population
both in water column and sediment. In the indoor experiments, lower specific growth rate (SGR) and
higher feed conversion ratio (FCR) values were recorded in the ‘P25’ treatment compared to shrimps
in other treatments (P<0.0S). Higher shrimp yield was recorded in ‘P25+CH’ (64.43 g m‘2) when
compared to ‘P40’ (44.79 g m_3) (P<0.00I) in the on-farm trial. The FCR value was lower
(P<0.05) in the ‘P25+CH‘ treatment than in the ‘P40’ treatment. The nitrogen retention (%) and
protein efficiency ratio (PER) were higher (P<0.00l) in the ‘P25+ClI’ treatment when compared to
other treatments in both experiments. Survival of the shrimps was not affected by treatmentiii
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(P>0.05). In the on-famt trial the benefit cost ratio was higher in ‘P25+CH‘ treatment than ‘P40’
(1.3 against 0.2) and the profit increased 400% in‘P25+CH’ treatment. A 35% reduction of feed cost
and 54% increase in the revenue from shrimp was recorded in the ‘P25+Cl-l’ treatment when
compared to the ‘P40’. Control of C/N ratio by the addition of a carbohydrate source to the pond
water column benefited the extensive shrimp culture practices in three ways (l) increased
heterotrophic bacterial growth supplying bacterial protein to augment the shrimp production, (2)
reduced demand for supplemental feed protein and subsequent reduction in feed cost and (3) reduced
toxic inorganic nitrogen levels in the pond as well as efiluents.
© 2004 Elsevier B.V. All rights reserved.
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1. Introduction

Shrimp farming in ponds is one of the major aquaculture activities in the tropical and
subtropical countries contributing 26.1% of the global shrimp landing (Tacon, 2003).
Extensive and modified extensive types of the culture, which are characterized by low to
no inputs (feed, fertilizer, etc.) and low stocking densities contribute the bulk of the global
shrimp production (90%) (FAO, 2001). However, the adverse environmental impacts
resulting from the intensification of shrimp culture practices in many of the coastal regions
in the tropics and subtropics (Naylor et al., 1998) have drawn attention to the development
of sustainable shrimp faming techniques.

One of the potential management measures to improve production and nutrient
retention in shrimp culture systems is the addition of organic carbon rich substrate
(glucose, cassava, sorghum meal or cellulose) to control the carbon/nitrogen ratio (C/N
ratio) (Avnimelech, I999). The C/N ratio has been widely used as an index of the rate at
which organic matter will decompose (Alexander, 1961). If the organic matter is low in
nitrogen content (i.e. high C/N ratio), some of the nitrogen for the microbial growth must
be obtained from the water column and will become immobilized as microbial protein
(Boyd, 1996). This phenomenon was utilized in the reduction of dissolved inorganic
nitrogen in intensive, well aerated and circulated aquaculture ponds by the application of
organic carbon sources and adjustments in the C/N ratio in the feed (Avnimelech et al.,
1989; Avnimelech, I999; Browdy et al., 200l). Previous studies have shown that
immobilization of inorganic nitrogen only occurs when the C/N ratio of the organic matter
is higher than 10 (Lancelot and Billen, 1985). The manipulation in the C/N ratio may
result in a shifi from an autotrophic to a heterotrophic system (Avnimelech, 1999; Browdy
et al., 2001). The heterotrophic bacterial population utilizes the inorganic N to synthesize
bacterial protein and new cells (single cell protein) and it may be utilized as a food source
by carp, tilapia (Schroeder, I987; Beveridge et al., 1989; Rahmatulla and Beveridge. 1993)
or shrimp (Burford et al., 2004), thus lowering the demand for supplemental feed protein
(Avnimelech, 1999).

Studies that investigated the effect of addition of organic carbon sources on the
reduction of inorganic nitrogen in aquaculture ponds concentrated on intensive or super
intensive systems with constant mixing and aeration (Avnimelech, 1999). An investigation
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on the effect of addition of organic carbon to extensive stagnant shrimp ponds on water
quality and production has not been done, because keeping suspended solids distributed in
the water column is believed to contribute to the success of the technique. However,
because the bulk of cultured shrimps are still grown in extensively managed stagnant water
ponds, even a small effect of carbohydrate addition on production will have a major effect
on global shrimp production.

The present study aimed to reduce the inorganic nitrogen accumulating in an extensive
shrimp culture system by (1) increasing the C/N ratio of the feed through reducing its
protein content and by (2) increasing the C/N ratio further through carbohydrate addition
to the ponds. These manipulations should facilitate the development of heterotrophic
bacteria and the related in situ protein synthesis, which in tum will contribute to the protein
intake of the shrimps.

2. Materials and methods

One indoor and one on-farm trial were conducted. The indoor experiment had a 2><2
factorial design with two levels of dietary protein (25% and 40%) as first factor and with
and without carbohydrate source addition to the water column as second factor. The
treatments without carbohydrate addition are abbreviated as ‘P25’ and ‘P40’, while the
treatments with carbohydrate source are abbreviated as ‘P25+CH’ and ‘P40+CH’. Based
on the results of the indoor experiment (similar performance of shrimp but a large
difference in water quality parameters and nitrogen input), the ‘P25+CH’ and ‘P40’
treatments were selected for comparison in the on-farm trial.

2.1. Experimental setup

2.1. 1. Indoor experiments
The experiment was carried out in 1200-l fiber reinforced plastic (FRP) tanks having an

effective bottom area of 1.86 m2. All the tanks were provided with a l.lI'lif0l'lTl sediment
layer (4 cm thick) taken from an extensive shrimp culture pond. Culture tanks were filled
with 26 ppt saline water from the Cochin estuary, Kerala State, India, which was pumped
into a concrete tank and kept for l week. The water level was maintained at 50 cm without
water exchange during the 60-day experiment. Twenty-day-old post-larvae of Penaeus
monodon (PL 20) purchased from a commercial hatchery were nursed for 30 days in FRI’
tanks at a stocking density of 250 m'2. The PLs were purchased from a reliable provider
and visually checked for signs of diseases or parasites, which were not found. No tests for
disease screening were performed. After 30 days, uniformly sized (0.357i0.0l g)
juveniles were selected and initial length and batch weight were recorded before stocking
at a density of 6 juveniles mmiz in the culture tanks. To stimulate phytoplankton bloom,
culture tanks were fertilized with urea and super phosphate at the rate of 4 and l g m_2
week” during the first 3 weeks of the experiment. Two shrimp diets were prepared to
provide 25% and 40% crude protein with C/N ratios of l2.9 and 8.1, respectively. The
crude lipid content of both the diets is 7.3%. Locally purchased tapioca flour (flour of
dried roots of tapioca plant Manihot esculenra, which contain 74-76% nitrogen-free
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extracts and <2% crude protein) was used as carbohydrate source. Twenty grams of
carbohydrate was added per gram of N-NI-LI released. The amount of N-NH} released was
estimated assuming that the added carbohydrate contains 50% carbon and that 50% of the
dietary protein input was converted to ammonia. In consequence, 0.39 and 0.62 kg tapioca
flour were applied for each kg of the 25% and 40% dietary protein feed administrated,
respectively. The photoperiod was maintained at 12-h dark and I2-h light for the whole
experimental period.

Triplicate tanks were maintained for each treatment and the tank allocation for each
treatment was completely randomized. Shrimps were fed with experimental feed at 15% of
initial weight and adjusted gradually to 6% at the end of the culture. The pelleted sinking
feed was distributed evenly over the tank’s surface, twice daily at 08:00 and 18:00 h. The
pre-weighed tapioca flour was mixed with tank water in a beaker and applied to the water
column unifonnly followed by the first feeding during the day. Shrimps were harvested
afier draining the tanks: individual length, weight and survival were recorded. Specific
growth rate (SGR), feed conversion rate (FCR), protein efficiency ratio (PER) and
nitrogen retention (%) were calculated as follows:

SGR=[(ln final weight—ln initial weight)>< 100]/days of experiment
FCR="-feed consumed (dry weight)/live weight gain (wet weight)
PER=live weight gain/protein consumed
Nitrogen retention (%)=(nitrogen in shrimp biomass>< 100)/nitrogen in feed given

2.1.2. On-farm trial
Eight 250-m2 earthen ponds, part of a locally traditional shrimp—rice altemating

farming system, were selected for the field experiment. The ponds were prepared
following the usual pre—stocking procedures of an extensive shrimp fann, which includes
draining up of the ponds after rice cultivation. cleaning the aquatic weeds and the remains
of the rice crop, and strengthening of the dike and periphery. Lime was applied at 2000 kg
ha". Elimination of the wild fishes was performed by the application of tea seed cake at
60 kg ha". Saline water used to fill the ponds was filtered through a 300-um nylon
screens to eliminate fish eggs and larvae. Water depth was maintained at l m throughout
the experimental period. Initially, cow dung was applied at 1000 kg ha” crop”.
However, urea and single super phosphate were added biweekly to water column at 80 and
20 kg ham‘, respectively, during the first two months of culture to initiate an algal bloom in
the ponds. Lime was added to the ponds at 5 kg pond" on a biweekly basis to maintain
the pl-l and alkalinity. PL-20 of P. monodon (0.0l6i0.00l mg) purchased from a
commercial hatchery were stocked at 6 PL m"i2.

Four randomly allocated ponds were used for each treatment. Commercial 25%
and 40% crude protein sinking pelleted shrimp feeds (Higashimaru Feeds India
Limited) were used for the experiment. Shrimps were fed at 20% of their initial
biomass and adjusted gradually to 4% at the end of the culture. Tapioca flour was
pre-weighed at 0.39 kg tapioca flour for each kilogram of 25% dietary protein feed,
and applied uniformly over the pond surface on a daily basis. Shrimps were
harvested on 94th day of culture, total shrimp yield from each ponds were estimated,
and subsamples were weighed and counted for calculating the average weight and
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shrimp survival. Shrimp and feed samples were analyzed for moisture and nitrogen (AOAC,
1990)

2.2. Water and sediment quality parameters

Water quality parameters, temperature (mercury thermometer), dissolved oxygen
(portable DO meter-Eutech instruments. Singapore for indoor experiment; Winkler
method (APHA, 1995) for on-farm trial), salinity (hand refracto meter; Atago, Japan),
pH (pl-I-Sean-Eutech instruments, Singapore) and transparency (Secchi disc) were
measured in situ at 09:00 h on daily basis. Water samples were collected using a
horizontal water sampler from three locations of each tank/pond and pooled together.
Sediment samples were collected from three locations using PVC pipes (having 1.5 cm
diameter for indoor experiment, 4 cm for on-tarm trial). Both water and sediment
samples were transported to the laboratory within 2 h afier collection in iceboxes and
analyzed. Sediment and water samples were collected on biweekly basis between 09:00
and 10:00 h. Composite water column samples were filtered through a GF/C Whatman
glass fiber filter and the filtrate was analyzed for nitrate-N (NO;-N) (cadmium
reduction), nitrite-N (NO;-N), total ammonia nitrogen (TAN) (phenol hypochlorite
method) and soluble reactive phosphate (SRP) (ascorbic acid method) (Grasshoff et al.,
1983). Chlorophyll-a in non-filtered water column samples was estimated following
standard method (APHA, 1995). The total nitrogen and phosphate in the water sample
was estimated following persulphate digestion (Grasshoff et al., 1983). Biological
oxygen demand (5-day BOD for indoor and 2-day BOD for on-farm trial) and chemical
oxygen demand of water samples were estimated following APHA (1995). The organic
carbon in the sediment was determined following El Wakeel and Riley (I957).
Exchangeable TAN, NO;-N, N03‘-N in the sediment were measured (Mudroch ct al.,
I996). Total Kjeldahl nitrogen in the water (on-fann trial) (APHA, I995) and sediment
(Mudroch et al., l996) was also estimated. Total heterotrophic bacteria (THB) count in
the water and sediment was estimated following the standard procedures (APHA, 1995)
and expressed as colony forming units (cjit). Records were maintained for the feed,
carbohydrate source, lime, fertilizer input and water exchange. The feed and
carbohydrate cost per hectare and revenue from the shrimps for each treatment were
computed. The cost per kilogram of the carbohydrate source, 25% and 40% protein feed
were Rs. 10, 26 and 46, respectively. The market prices for 40 and 50 counts (number ot
shrimps per kilogram) were Rs. 280 and 300 kg_'.

2.3. Statistical analysis

All non-repeatedly measured variables (shrimp growth, yield, FCR, SGR and PER,
survival and nitrogen retention) were analyzed by a one-way ANOVA for the on-farm trial
and by a two-way ANOVA for the indoor experiment. Survival of shrimp and nitrogen
retention in shrimps was analyzed using arcsine-transfomied data, however, non­
transformed data are presented in the tables. Daily and biweekly sediment and water
quality parameters including THB counts were compared by split-plot ANOVA with
treatments as main factor and time as the subfactor (Gomez and Gomez, 1984). All the
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ANOVA were performed using the SAS 6.21 program (SAS Institute, Cary, NC 27513,
USA). If a main effect was significant, the ANOVA was followed by Tukey’s test at
P<0.05 level of significance.

3. Results

3.1. Indoor experiment

3.1.1. Water and sediment quality parameters
The mean temperature, pH, salinity, Sccchi disc visibility and dissolved oxygen content

of the treatments were in the range of 28.1-29.8 °C; 7.8-7.9, 26.3-26.7 ppt; 45.9 51.4 cm;
6.0-6.1 mg O; 1"‘, respectively. There were no significant differences (P>0.05) in any of
the above water quality parameters among the different treatment tanks. Dietary protein
level and carbohydrate addition had no significant effect on the BOD5, COD, total
alkalinity and SRP. The values ranged between 3.5 and 4. 5 mg O; 1", 213.7 and 230.2
mg 02 1"‘, 51.0419 mg ceco, 1-‘ and 4.2-6.3 umol 1-‘, respectively. The monthly
observation on the chlorophyll-a concentration (24.6—28.4 pg 1*‘) showed no significant
variation between treatments.

The water and sediment quality parameters were summarized in Table 1. The
addition of carbohydrate to the water column (P<0.00l) reduced the TAN and nitrite­
N levels in the experimental tanks. The total nitrogen concentration in the water was
also reduced (P<0.00l) by the addition of carbohydrate. The ANOVA results showed
that the protein level in the diet was having a significant effect (P<0.01) on the water
TAN, nitrite-N and total nitrogen concentrations. The treatment had no significant
effect on the water nitrate-N concentrations; however, its levels in the tanks increased
with time (P<0.00l) (Table 2). TAN, nitrite-N and total nitrogen concentration in the
water column of the different treatments varied with time (P<0.001) (Table 2).

The organic carbon content of the sediment increased (P<0.00l) with time (Table 2);
however, there was no treatment effect, both in temis of protein level and carbohydrate
addition (Table 1). The addition of carbohydrate to the tanks facilitated significant
reduction in TAN in the sediment (Table 1). Bulk density and TKN in the sediment were
not affected by the application of carbohydrate (Table 1).

The THB ranged from 12.1 to 26.9>< 104 cfu m1“"' in the water column and from 24.8 to
62.1 X106 cfu g*' in the sediment. The results of the ANOVA showed that the addition of
the carbohydrate source had a significant (P<0.05) effect on the THB count and it
promoted the growth of Tl-1B population both in water column and sediment whereas the
different protein levels had no effect on it. The THB count in the water increased (P<0.05)
with culture period while the bacterial population in the sediment remained stable during
the culture period (Table 2).

3.1.2. Yield parameters, feed conversion and nitrogen efficiencies
The SGR varied significantly (P<0.01) and higher values were recorded in

treatments ‘P40+CH’, ‘P40’ and ‘P25+CH’ than in ‘P25’ (Table 3). The dietary
protein level had an etfect (P<0.0l) on the SGR of shrimps. The results of the multi­
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Effect of carbohydrate addition and dietary protein levels on the water and sediment quality in indoor and on-fann

trial

Variable Treatments i i if p f pp S.E.M."'
p J j P25? iP25pfrClli P40 7* P40-+CI~l i f

§ignif1cartce(*P-value)ii _

P _ en _ t>_><ct1_*
Indoor experiniertt
Witter quality variable’
TAN (|1g 1")
Nitrite (rig 1")
Nitrate (pg I‘ I)
Total nitrogen (pg l_')
THB (><10“ 411 mi")

Sediment qualiry variable
TAN (us 2-‘)
TKN (112 2-‘)
Organic carbon (pg g")

4.7“ 3.1“
2.2“ 1.0"
5.0 2.0

163.9” 102.6"
17.3"“ 23.9“

36.2" 32.9"“
1381"“ 171.0“
13.6 16.1

Bulk density (g em”) 0.91 0.92
THB (><|0“ cfu mi“)

On-farm trial
Water quafity variable
TAN (pg 1"“)
Nitrite (rig l")
Nitrate (Jig 1"")
TKN (ttg 1-‘)
SRP(uelm5
Chl0l'Op|tyll-it (ltg 1"")
THB (X105 ant 611"‘)

Sediment quality variable
TAN we 0"‘)
Nitrite (pg g")

33.8“ 41.3"“

1.5“

0.14
0.79

49.4“
0.6

13.9

57.1“

29.7“

0.08

Nitrate (pg g") 0.08”
1

TKN (112 2"‘ 1 333.l

Organic carbon (pg g") 20.4
Bulk density (g cm“)
ma (><10’ cfu ml")

0.73
43.9"

9.0"
3.6“

7.5
341.1“

12.1“

36.2"
218.2"

14.5

0.92
24.8“

3.5"
0.16
0.95

68.1"
0.6

18

40.6“

2s.s*'
0.08
0.l4"

337.8
l9.6
0.76

41.5“

3.7“
1.5”“

3.6
199.6“
26.9‘

31.1”
2020"“

l4.6
0.9

62. I“

0.516
0.171
l.ll2
8.88

l6.34

0.8l2
5.976
0.666
0.008
4.976

0.889
0.006
0.087
5.368
0.066
3.463
L270

l.0l4
0.006
0.028

23.020
0.657
0.009
L366

ii ill #1!
aw an-0 NS
NS NS NSin =1--rm in
NS "“" NS

NS " ‘ NS' " NS NS
NS NS NS
NS NS NSNS "" NS

iii

NS
NS
0

NS
it

wt­

i
NS
NS
NS
NS
NS
ii

Mean values in same row with different superscript differ significantly (P<0.0$).
4' SEM: Standard Error Mean value.

* Results from split-plot two way ANOVA; P=Protein level; CH=Carbohydmte addition; P><CH=Protein
level><Carbohydratc addition interaction.

i ‘P XCI-I‘ notation for indoor experiment is the interaction of protein level and carbohydrate addition; for on­
fann trial it represent the treatment effect of P25 +-Cll vs. P40.

comparison (Tukey’s test) showed that FCR of shrimps in ‘P40+CH’, ‘P40’ and
‘P25+CH’ (2.4-3.0) were significantly lower than the ‘P25’ treatment (6.4). The
corrected FCR values were calculated by considering the quantity of carbohydrate
source added to the tanks as feed. On comparing the corrected FCR values the ‘P40’
treatment showed the lowest FCR (3.0), while the difference between ‘P25+CH’ (4.1)
and ‘P40+Cl-1’ (3.9) was not significant. The nitrogen retention (%) and PER was
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Water and sediment quality in indoor and on-farm trial over sampling periodsl

Variable Sampling period S.E.M.

Initial Period Periodl 2 9 Period 9 P611611 P611611 Period 0611603 4 5 6 7
111

Si gnificance‘

P-value

Indoor experiment
Water qualitjv variable
TAN(11gl") 0.1“ 0.2“ 7.1“ 13.5“ 4.6-‘1 ' 07“ 11“ 25Nitrite (111, l"' ) 4 9“ 1 0*
1111111116 (111; 1"‘) 0.6“ 0.2“ 1.3“ 8.1" 2 4“
Total nitrogen 58. I“ 86.8“ 205.!”

(110 1")
THB (><10‘ - - 14.5“

qfu ml  1)

Sediment quality var1'ab!c
TAN (111; g") 11.3“ 22.9“ 40.4“
TKN(|1gg"') 1111.7“ 171.4“ 212.6“

h . ~

­

— 0.67
— — 0.35l . — 1.223411.9“ 316.1“ - 12.39

- 25.6" _ - - 23.33

45.2“ 50.3“ - - - 1.113
2222"“ 257.4" - - 9.1111

Organic 61116611 11.0“ 13.6““ 15.97"“16.46““ 16.6“ 0.72
11-11 0"‘)

Bulk density 0.96 0.89 0.9 0.9 0.9 — — - 0.0l
11; cm“)THB (><10“ 37.7 43.2 5.54
(fir ml_ ')

On-farm trial
Water quality variable
TAN (pg 1-‘)
Nitrite (111; I“ ')

N11161: (111; 1"" ')

TKN (1111 1"" '1

sRP1ug1"h
Chlorophyll-a

(111; I" ')

3.2"“ 4.6"
0.06“ 0.11“
1.3" 1.1"“
2.5“ 415°"
1.49“ 1.58“
9 11“ 5 5b

2.2“ 2.0“ 1.6“ 1.4“ 2.6"“ 2.3“ 0.51
0.12“ 0.12“ 0.25“
0.6“° 1.6“ 1.3“

50.7“-' s9.1"““
0.57““ 0.79“
7.0“ 10.6“

THB(xI05 211.0“ 29.6“ 35.5“ 39.6"“
414 611"‘)

Sedinrent qual1'r_1' variable

TA1~1(111;0"') 17.1" 32.5“ 31.2“ 20.2“
11111616 (111; g"') 0.03“ 0.05““ 0.11"“ 0.05

(111; 2”)

be

6| .2ilhL

0.04“
200*“

52.9““

17.9“

0.16“
0.1“

6s.2"““
0.03“

22.5““

61 .9““

23.3“

0.22“ 0.14“ 0.01
0.6““ 0.4““ 0.16

25.11"“ 95.0" 11.44
0.21“ 0.20"“ 0.11

27.5““ 45.2“ 6.39

69.11“ 73.3" 3.44

36.4"“ 43.2“ 1.59
0.09-‘““ 0.07““*' 0.14“ 0.1“““ 0.02

1~1i11~.11¢(111; g") 0.14" 0.00“ 0.09“ 0.07“ 0.17“ 0.04“ 0.11“ 0.16" 0.04
TKN(11g g"'1 121.7“ 291.1“ 324.6““ 347.0*'““ 355.7"““ 391.s““ 410.3““ 441.4“ 21.66
Organiccarbon 10.11“ 1s.9““ 19.5““ 19.7““ 19.5“*‘ 22.3““*‘ 24.3'~'“ 25.1“ 1.13

1311111 density 0.94" 0.67“ 0.77“ 0.76“ 0.71“ 0.66“ 0.72“ 0.72“ 0.03
(2 9111"")T111=1(><10" .“  .“  5.‘
1111 1111- ‘1 %

I70 46 3 Sl 5 Sl 4 .10“ 58.0" 53.4“ $3.0“ 3.l7

#00
Iii
iii
iii

iii

iii
iii
iii

mu

NS

iii
Iii
iii
iii
#0‘
ii

iii

iii
Qlili

NS
IP00

Olllfil

iii

iii

Mean values in same row with different superscript differ significantly ( P-<0.05).
J‘ Onc sampling period is 14 days.
'1‘ SEM: Standard Error Mean valtic.

‘ Results from split-plot two way ANOVA.



B. Ilari er ai. / Aquaculture 24! (2004) I 79----I94 I87

higher (P<0.00l) in ‘P25+CH’ treatment when compared to other treatments. Survival
of the shrimps did not vary (P>0.05) among the different treatments (80—88.9%).

3.2. On-farm trial

3.2. I. Water and sediment quality parameters
Water temperature (32.7-32.7 ”C), pH (7.7-7.7), salinity (13.0-13.2 ppt), Secchi disc

transparency (59.5—60.9 em) and dissolved oxygen (5.8—8.9 mg O; l"") did not vary
(P>0.05) between the treatments but did vary over time (P<0.0l). Treatment had no
significant effect (P>0.05) on BOD; and COD of the water and the values ranged from l.6
to 2.0 mg O2 l'"' and from 384.5 to 386.0 mg O2 1"" ', respectively. The total alkalinity was
low and varied with culture period; however, it did not show difference among the
treatments and mean values for ‘25%+CH‘ and ‘40%’ were 8.8 and 8.6 mg CaCO3 l"',
respectively.

Total heterotrophic bacteria (THB) In water

90 T
80 ­

'7.. 70E i
a  "'
u 50 T

40 ~

5" 30¢Q .
I­ 1'

‘amO
1­

|\JO

10 -F0  i ‘ % *1 ~ t * P i" ~ ~ — i — i
initial Period 1 Period 2 Period 3 Period 4 Period 5 Period 6 Period 7

Total heterotrophic bacteria (THB) in sediment
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replicates (n)"—"4 and each period represents biweekly sampling.
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TAN concentrations varied significantly (P<0.0l) among the treatments and lower
level was recorded in ‘P25+CH’ than ‘P40’. Nitrite-N and nitrate-N together with TAN
showed significant variation with respect to time. TKN concentration was significantly
lower in ‘P25+CH’ treatment when compared to ‘P40’ and the TKN values showed an
increasing trend over time. The addition of carbohydrate to the water column had a
profound effect on the THB population of pond water and the results of the split-plot
ANOVA showed a significant variation (P<0.0l) among the treatments and an increase
with time (Fig. 1 and Table 2).

The addition of carbohydrate significantly (P<0.05) reduced the TAN concentration in
the pond sediment from 29.7 (‘P40’) to 25.8 pg gt” (‘P25+CH’). TAN in the sediment
showed variation with respect to time, resulting in a net accumulation (Table 2). Nitrite-N,
TKN, organic carbon and bulk density of the sediment were not affected (P>0.05) by the

Table 3

Effect of carbohydrate addition and protein levels on weight, shrimp yield, SGR, FCR, nitrogen retention (%),
PER and survival (%) of R monodm: in indoor and on-fann trial

7 M pg _ 7 525 X P2$+(1i P40 g_ n4o+§n| _

Treatments (meaniS.l').) S.E.M.‘1' Significance
r(P-value)i-i

PJ CH Pgcnf
Indoor experiment
Individual shrimp

weight gain (g)
Net shrimp yield (g m"2)
Specific growth rate
Feed conversion ratio
Corrected feed conversion ratio

t4:0a“

64:05"
26:03“
64:05"
64:05"

Nitrogen retention l 6.3 i 0.5“
in shrimp (%)

Protein efficiency ratio 0610.05"
Survival rate (%) 80.6%. l7.3

On-farm trial
Individual shrimp

weight gain (g)
Net shrimp yield (g m_:)
Total biomass harvested (g m‘2)
Specific growth rate of Shrimps
Feed conversion ratio
Corrected feed conversion ratio

Nitrogen retention
(%) in shrimps

Protein efficiency ratio
Survival rate (%)

2.4i0.l“ 2.5i0.3"

ll5i03” 111101“
14:01"
10:01“
41:02”

14:02"
10:02“
10:02“

28.9i2.l“ l7.lil.3°

l.3i0.l“
88.9i4.8 88.9il2.7

0.9i'0.l°

211111" 2Lli0£b

6¢4ill2”448i78h
a1si1¢4"6r9:79b
19:01"
L6iOJb
l3i0A

17:01“
12:03“
22:03

4i3i81“ 198132“

2.5i0.4“ r2102”
42.2i l0.S 35.5.’: 7.0

3.0i0.5"

l7.0i L9“
3Bi02"
24:03“
39:05“

22412.0"

Lli0J°
88.9i 9.6

0.13

0.46
0.09
0. l 3

0.02
0.44

0.03
5.77

0.67

5.l2
$.82
0.03
0.l5
0.l8
L90

0.16

1&1

ii ii
Ufifi iii
Ii ll
iii iii
iii i
# iii

iii
NS

NS
NS

NS

Q

NS
ru­

no

#4­

at
NS

ii

i
I
ii
i
NS
ii

ii
N5 .

Mean values in same row with different superscript differ significantly ( P<0.05).
4’ SEM: Standard Error Mean value.

' Results from split-plot two way ANOVA; P=Protein level; C H=Carbohydrate addition; P><CH=Protein
level><Carbohydrate addition interaction.

t ‘P><C H ‘ notation for indoor experiment is the interaction of protein level and carbohydrate addition; for on­
farm trial it represent the treatment effect of P25-+-CH vs. P40.
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treatment. Mean THB count of the sediment varied ( P<0.0l) from 41.5>< 107 (‘40%’) to
53.9>< 107 cfu g'"" (‘P25+CH’) revealing the positive effect of carbohydrate addition on the
bacterial population of the pond sediment. The number of bacteria showed a significant
increase from the initial sampling date to the second and then stabilized for the entire
culture period (Fig. 1, Table 2).

3.2.2. Shrimp yield. F CR, nitrogen retention, PER and survival ("/0)
Individual shrimp weight at harvest was higher (P<0.01) in treatment ‘P25+CH’ than

‘P40’ (Table 3). The addition of carbohydrate to the water column even with low protein
diet had a significant effect (P<0.05) on the shrimp production and the shrimp yield was
64.4 and 44.8 g m"'2 in ‘P25+CH‘ and ‘P40’. respectively. Some wild fishes were also

Table 4

Cost (in*Rs.") and economic analysisof on-fann experiment (per hectare) g _ g__
Particulars Quantity Rate Treatments i i Significance

(R-*7‘) 1725 +rc1~1 P40 (*°"’“'"°1
Variable cost

Pond preparation
Eradication

Labour charge for eradication
Lime

Cowdung
Urea

Super phosphate
Seed

Shrimp feed (25% crude protein)
Shrimp feed (40% crude protein)
Tapioca flour
Salary of farm assistant
Power cost

Harvest cost (Rs. kg "")
Fuel cost
Total variable costs (Rs.)

Fixed costs
interest

Depreciation
Total fixed costs

Production

Total shrimp yield (kg ha")
Price of shrimp (Rs. kg")

Economic analysis
Total production costs
Gross return (Rs.)
Net profit (Rs.)
Benefit/cost ratio

20 man days
60 kg tea seed cake
4 man clays
3200 kg
1000 kg
320 kg
80 kg
60,000 nos.

I320 kg
1320 kg
130 kg
3 months
200 units

441

150.0
30.0

150.0
1.2

0.5
1.5

3.0
0.3

26.0
46.0
10.0

2500.0
1.5

5.0
27.3

193,2

3000.0
1800.0
600.0

3840.0
500.0
480.0
240.0

l5.000.0
34,320.0

0.0
5200.0
7500.0

300.0
3222.0
1200.0

77.2020

4500.0
1500.0
6000.0

644.3“
300.0

3000.0
1800.0
600.0

3840.0
500.0
480.0
240.0

l5,000.0
0.0

60,7200
0.0

7500.0
300.0

2240.0
1200.0

97,4200

4500.0
1500.0
6000.0

441.9“
2110.0

83.2010 103.4200
75.0" 12s,406.0°

110.0730“ 21,9800“ "­
1.3" 0.2”

Mean values in same row with different superscript differ significantly ( p<0.05).
“ USS l=44.65 Indian Rupees (Rs.).
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harvested fi'om the ponds and their quantity is included in the ‘total biomass harvested’ in
Table 3. A higher ( P<0.0l) specific growth rate was recorded in treatment ‘P25+CH’ than
in ‘P40’. The 45.3% nitrogen retention in treatment ‘P25+CH’ was higher than the 19.8%
nitrogen retention in treatment ‘P40’ (P<0.0l). The shrimp survival was not affected
( P>0.05) by the treatments and it ranged between 35.5% and 42.2%. The FCR was lower
(P<0.05) in treatment ‘P25+CH’ than ‘P40’, while the corrected FCR values did not difi'er
between treatments. The protein efiiciency ratio was higher (P<0.0l) in treatment
‘P25+CH’ than in ‘P40’.

The extrapolated cost of feed and carbohydrate source (ha" ') for ‘P25+CH’ was lower
than ‘P40’ due to the higher cost of high protein shrimp feed (Rs. 46 against Rs. 26 kg”).
The harvested shrimps from P25+CH and P40 came under 40 and 50 counts, respectively.
The total revenue from the harvested shrimp (ha""') was 54% higher in treatment
‘P25+CH’ than in ‘P40‘ due to the combined eiTect of better yield and high price of
shrimps according to their marketable size (Table 4). A 35% reduction of feed cost was
recorded in the ‘P25+CH’ treatment when compared to ‘P40’. The net profit from the
‘P25+CH’ treatment was 400% higher than for ‘P40’. The benefit cost ratio was
significantly higher in treatment ‘P25+CH’ than in ‘P40’ (1.3 against 0.2) (Table 4).

4. Discussion

In the present study. the addition of carbohydrate to the water column increased the C/N
ratio and resulted in a significant increase in the total heterotrophic bacterial count. Similar
results were found by Burford et al. (2003). A significant reduction in the TAN in both
sediment and water column was recorded in treatments with carbohydrate addition and
concurs with findings of Avnimelech and Mokady (1988), Avnimelech et al. (1989, 1994)
and Avnimelech (1999). However, the 0.l5—l3.5 pg IT‘ TAN levels in the water column in
the present study were low compared to 500~3000 pg I" TAN levels reported in other
studies (Hopkins et al., 1993). In spite of these low concentrations, the addition of
carbohydrate further reduced the TAN concentrations, and resulted in a higher THB in the
water column and sediment. These finding concur with Comer et al. (2000) who showed
that glucose addition to water samples with a TAN concentration of 7.4~l7.l pg l""
collected from Florida Bay enhanced microbial growth.

Shrimp rely on natural foods even in fed ponds. Studies using stable isotope have
shown that the natural biota can contribute to shrimps nutrition in less intensive systems
(Parker and Anderson, I989; Cam ct al., l99l; Burford. 2000). Foeken et al. (I998)
found 71% natural food in stomachs of P. monodon in semi-intensively managed fed
pond. Four to ten percent of '5N-enriched natural biota were retained by shrimp within 48 h
(Burford, 2000). In the present study, the contribution of the phytoplankton to the natural
food did not vary significantly among the treatments as indicated by the chlorophyll-a
content.

The utilization of microbial protein depends on the ability of the target animal to
harvest the bacteria and its ability to digest and utilize the microbial protein
(Avnimelech 1999). The higher yield in the carbohydrate added treatments of the
present study showed that P. monodon can well utilize the additional protein derived
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from the increased bacterial biomass as a result of carbohydrate addition. Burford ct al.
(2004) suggested that ‘flocculated particles’ rich in bacteria and phytoplankton could
contribute substantially to the nutrition of the Litopenaeus vannamei in intensive shrimp
ponds.

The survival rates of shrimps were similar among the treatments in both experiments
showing that carbohydrate addition to the ponds did not have a significant effect. This may
be due to the fact that the water quality parameters recorded for both the experiments fell
in the favorable limits of P. monodon (Chen ct al., I990; Hariati ct al., I996). However, the
shrimp survival was 56% lower in on-farrn trial when compared to the indoor experiments.
This can be attributed to the presence of crabs and predatory fishes in the experimental
ponds. The initial dose of tea seed cake applied proved to be inefficient to eliminate all the
wild fishes. The occurrence of crabs and wild fishes are one of the constrains in the
extensive shrimp ponds in Kcrala Sate, India, affecting the shrimp survival and yield
(Kurian, I982). Another reason for the lower survival recorded in the on fann trial when
compared to the indoor culture might be the size of the shrimps at the time of stocking. 1’.
monodon PL 20 were stocked directly in the on-farrn trial against 30-day-old nursery
reared juveniles in the indoor trial.

The net shrimp yield from the indoor tanks was significantly higher in carbohydrate
added treatments. The on-fann results were even more encouraging and showed that 25%
protein diet together with carbohydrate addition to the water column resulted in a 43%
higher shrimp yield, 116% higher protein efficiency ratio and a l28% higher nitrogen
retention. No differences were observed between the corrected FCR values. Similarly,
better feed and protein conversion eoefficients were recorded in tilapia, fed with low
protein and carbohydrate source in intensive ponds (Avnimelech, I999).

The results of the indoor experiment showed that dietary protein level had a
significant effect on the concentration of toxic inorganic nitrogen species. Li and Lovell
(I992) reported that ammonia was increased in response to dietary protein concentration
and total protein fed. In both the experiments, the toxic inorganic nitrogen species such
as NH} and N02‘-N (indoor experiment) in water column were significantly reduced by
the addition of carbohydrate. The higher growth rate and shrimp yield can be attributed
to the low inorganic nitrogen levels (Wahab ct al., 2003) and increased heterotrophic
production in the carbohydrate added ponds (Avnimelech, I999; Burford et al., 2004;
Burford ct al., 2003). Furthermore, lower TAN in the sediment positively influenced the
food intake and health of the shrimps (Avnimelech and Ritvo, 2003). Protein conversion
efficiency of the shrimps in carbohydrate added ponds were higher; revealing that the
input feed protein along with the microbial protein were effectively converted by
shrimps into biomass. The feed conversion ratio recorded in the indoor experiment are
relatively higher than on-fami trial, which may be due to the controlled laboratory
condition and the values are comparable with those of Sharitf ct al. (2001). The
corrected FCR values in the on-farm trial showed that the addition of carbohydrate along
with low protein dict did not significantly add much quantity of feed material to the
pond. The nitrogen retention in the shrimps in the carbohydrate added treatment was
28.9% in the indoor tanks and 45.3% in the on-farm ponds, which revealed that input
nitrogen was very effectively utilized by the shrimps and converted into hawestable
products in the carbohydrate treatments. These values are higher than that of Thakur and
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Lin (2003) who recorded 22.8-30.7% of nitrogen retention in R monodon reared in
closed intensive culture systems.

The higher bacterial population and reduced levels of inorganic nitrogen in the
carbohydrate added treatments revealed that the tapioca flour is a good source of organic
carbon as it was well utilized by the heterotrophic bacterial population. In previous studies,
several other carbohydrate sources like glucose and cassava meal cellulose powder
(Avnimclcch and Mokady, I988; Avnimelcch ct al.. I989; Avnimelech ct al., I994;
Avnimelech, 1999), molasses (Burford ct al., 2004) were used in fish and shrimp ponds to
reduce the TAN. In the present study, a more practical approach was made by selecting the
tapioca flour as carbohydrate source, due to its low cost (Rs. 10 l<g'""), easy availability,
low protein content and wide acceptance by the famters as one of the potential feed
ingredients (Hari. 2000).

The realistic economic analysis performed in the on-farm trial showed that the added
carbohydrate with low protein feed substantially reduced the feed cost when compared to
high protein feed. Furthennore, the combined effect of high shrimp yield and higher
market prize for the shrimps increased the revenue by 54% and the net profit by 400%
when compared to the high protein feed. Thus, this technology benefited the extensive
shrimp culture practices in three ways: (I) increased production, (2) reduced feed cost and
(3) reduced inorganic nitrogen in the pond.

In conclusion, manipulation C/N ratio by the addition of carbohydrate to the
extensive shrimp culture system perfonned equally well as observed in intensive ponds
with high levels of aeration and mixing. The demand for dietary protein level can be
significantly reduced in favor of carbohydrate addition to the water column without
compromising shrimp production, making fanning more economically viable. The added
carbohydrate facilitated increased heterotrophic bacterial growth while augmenting
shrimp production. A direct link between the addition of carbohydrate and improved
shrimp production was found. Concurrently, the levels of inorganic nitrogen species in
the water column were lower due to uptake by heterotrophic bacteria, making famting
also more sustainable.

The result of the present study could be useful in improving the sustainability of
shrimp fanning in extensive and modified extensive shrimp culture systems. There
exists scope for further improvement of this management measure by optimizing the
quantity of carbohydrate addition at various intensities of culture, and also comparing
the potential of other carbohydrate sources. Radio or stable isotope studies are also
needed to trace the organic carbon and inorganic nitrogen utilization by the pond microbial
flora and also to quantify the contribution of microbial communities to total pond
production.
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Abstract

Water quality and shrimp production were monitored in extensively managed ponds which were fed a 25% (P25) or 40%
(P40) dietary protein, each diet complemented with or without carbohydrate (CH) addition. The experiment was carried out
in 6-m3 concrete tanks, with a mud bottom and stocked with 7 post larvae (PL 20) of Penaeus monodon per m2. Tapioca
flour was used as carbohydrate source. CH addition reduced total ammonia nitrogen (TAN) and nitrite--nitrogen (NO;---N) in
the water column and TAN in the sediment (P<0.00l). CH addition also increased the total heterotrophic bacterial (THB)
count in water column and sediment (P< 0.05). Lower specific growth rate (SGR) and higher feed conversion ratio (FCR)
were recorded in P25, compared to all other treatments (P<0.05). The 160 g m‘2 shrimp yield in treatment P25+CH was
similar to the 157 g m"2 yield in treatment P40, which was much higher than the ll4 g m_2 yield in treatment P25
(P<0.00l). CH addition to treatment P40, did not result in a higher yield (P>0.05). The protein efficiency ratio (PER) was
higher (P<0.001) in treatment P25+CH compared to other treatments. Survival of the shrimps was not affected by
treatment (P>0.05). A system nitrogen budget revealed that 16% to 21% of the total nitrogen input was retained in the
shrimp, 0.22% to 0.49% in the water, 67% to 71% in the sediment, and 2.1% to 2.7% was lost through water exchange.
The quantity of nitrogen not retained in shrimp biomass to produce 1 kg of shrimp ranged between 109.2 and 164.0 g N.
The total water based N-loss (final pond water N+exchange N-loss) from an extensive type of shrimp culture system was
within the range of 2.7% to 3.2% of the total input nitrogen. The percentage non-retained nitrogen was reduced by CI-I
addition ( P< 0.01). In summary, CH addition to the water column under extensive shrimp culture conditions (1) increased
the nitrogen retention in harvested shrimp biomass (2) reduced the demand for feed protein (3) reduced the concentration of
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TAN and NO{—N in the pond, and (4) reduced nitrogen discharge making extensive shrimp farming more ecologically
sustainable and economically viable.
O 2005 Elsevier B.V. All rights reserved.

iKeyw0rds: Carbohydrate addition; Extensive shrimp culture; Nitrogen budget; Heterotrophic bacteria; Water quality; Sustainability; Penaeus
* nonodon

l. Introduction

Shrimp farming is the major aquaculture industry
in Asian countries contributing 91% of the world
shrimp production (FAO, 2001). There is, however,
also a growing concem about the ecological sustain­
ability of shrimp farming. Waste generated during
culture, mainly feces and unconsumed feed, settle
on the bottom. Mineralization of accumulated organic
matter under anaerobic conditions leads to the fonna­
tion of toxic metabolites like NHI and N02", spoiling
the living environment of the shrimps (Fast and Boyd.
1992; Hopkins et al., 1994; Avnimelech and Ritvo,
2003). In addition, with the expansion of the shrimp
industry, the discharge of nutrient rich effluents from
culture ponds to the coastal waters is also becoming a
major environmental concem (Folke and Kautsky,
1992; Naylor et al., 1998; Shang et al., 1998).

Of the nitrogen input to shrimp ponds, 20% to 30%
is retained in shrimp biomass, the rest potentially
polluting the culture environment (Briggs and
Funge-Smith, 1994; Jackson et al., 2003; Thakur
and Lin, 2003). Therefore, to make shrimp fanning
more sustainable, pond management should be geared
towards improving nutrient retention. As a result
fewer nunients will be discharged or lost, improved
water quality and the living environment of the
shrimps will become healthier.

Dissolved inorganic nitrogen can be immobilized
by bacteria in intensively, well aerated and continu­
ously mixed fish or shrimp ponds by the addition of
an organic carbon source (Avnimelech et al., 1989;
Avnimelech, 1999). The resulting bacterial production
(single cell protein) may be utilized as a food source
by carp or tilapia (Schroeder, 1987; Beveridge et al.,
1989; Rahmatullah and Beveridge, 1993) and shrimp
(Burford et al., 2004; Hari et al., 2004), thus lowering
the demand for protein in the supplemental feed
(Avnimelech, 1999). Studies on the effect of carbohy­

drate (CH) addition concentrated on intensive or super
intensive systems with constant mixing and aeration
of pond water (Avnimelech, 1999). However, recent
research showed that carbohydrate addition in exten­
sive shrimp ponds improved the nitrogen retention
efficiency and had a positive effect on production
(Hari et al., 2004). Further improving the technique
of carbohydrate addition in extensive production sys­
tems can have a major impact on the sustainability of
shrimp farming, especially when considering that the
vast majority of shrimp production in Asia still is
harvested from extensively managed ponds.

Manipulations of shrimp culture systems to
improve water quality and to enhance production
require a thorough understanding of the physical,
chemical and biological processes taking place
(Boyd, 1986). Still little is known about these pro­
cesses in extensive shrimp ponds. Therefore, the pre­
sent study investigated the effect of CH addition and
dietary protein level in extensively managed R mono­
don ponds on (i) water quality, (ii) the partitioning of
N-inputs in the pond system and (iii) shrimp produc­
tion. A system N-budget was constructed to visualize
the compartmentalization of N-inputs in the culture
system.

2. Materials and method

One outdoor experiment with a 2-way factorial
design with dietary protein level (25% and 40%) as
first factor and CH addition (with or without) as
second factor was conducted at the School of Indus­
trial Fisheries, Cochin University of Science and
Technology (CUSAT) in India. A 25% and 40%
protein diet were used, further abbreviated as P25
and P40. The treannents that received carbohydrate
addition are further refen'ed to as P25+CH and
P40+CH.
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2.1. Experimental setup

The experiment was carried out in 7.2-m3 concrete
tanks having an effective bottom area of 6 m2 (3 >< 2
m). All the tanks were provided with a uniform 7-cm
thick sediment layer taken from an extensive shrimp
culture pond. Lime was added initially at 3 kg tank" '.
Culture tanks were filled with 22 ppt saline water
from the Cochin estuary, Kerala State, India. A large
closed concrete storage tank was filled to be able to
replace water losses from the culture tanks. The water
level in the culture tanks was maintained at 1 m height
during the whole culture period to provide a water
volume of 6 m3. Overflow pipes facilitated the runoff
of rainwater keeping mixing with tank water minimal.
In addition, it was assumed that the influence of rain
on the results is similar for all treatments. To stimulate

phytoplankton development, culture tanks were ferti­
lized with urea and super phosphate (Fertilizers and
Chemicals Travancore Limited, Udyogamandal, India,
Pin 683 501) at the rate of4 and 1 g m": week"'
during the first 6 weeks of culture. Cow dung was also
added to the tanks at 5, 2, 3 and 2 kg dry matter
tank_' at the onset of the 2nd, 3rd, 5th and 7th week
of culture, respectively. Twenty-day-old post larvae
(PL 20) of Penaeus monodon (0.0l6i0.00l mg)
purchased from a commercial hatchery were stocked
in the tanks at a density of 7 PL m' 2. Sinking pelleted
shrimp feeds containing 25% and 40% crude protein
(Higashimaru Feeds India Limited, Amalgam House,
Plot No.9, Bristow Road, Cochin, India, Pin 682 003)
were used during the experiment. Tapioca flour (flour
of dried roots of tapioca plant Manihot esculenta;
supplied by Ramakrishna Stores, Market Road,
Cochin, India, Pin 682 035) was used as carbohydrate
source.

The quantity of carbohydrate (CH) added was
calculated following Eq. (I) (Avnimelech, 1999),

Table I

and assuming that the added carbohydrate contains
minimum 50% carbon, the CH addition needed
(ACH) to reduce total ammonia nitrogen concentra­
tion by l g N m" is 20 g m'3.

ACH = AN/0.05. (1)
It can be assumed that the ammonium flux into

water, ANHZ, directly by excretion or indirectly by
microbial degradation of the feed residues, is roughly
50% of the feed nitrogen (Avnimelech, I999):

AN = Quantity of feed >< %N in feed. (2)
x %N excretion.

The amount of carbohydrate addition needed to
assimilate the ammonium flux into microbial protein
is calculated using Eqs. (1) and (2):

ACH = Quantity of feed >< %N in feed

x %N excretion/0.05. (3)
In consequence of the Eq. (3), 0.39 kg tapioca

flour was administrated per kg of the 25% protein
diet and 0.62 kg tapioca flour per kg of the 40%
protein diet fed. The proximate composition of the
experimental feeds and the tapioca flour are given in
Table 1.

Treatments were executed in triplicate and were
assigned randomly to 12 tanks. Check trays were
used to collect shrimps from each tank and wet weight
was recorded on biweekly basis. Feeding rate was
calculated from the average weight of shrimp for
each period. Shrimp’s daily feeding rates were 15%
body weight at the start of the experiment, and
declined gradually to 3% at the end of the culture
period. Feed was distributed evenly over the tank’s
surface, twice daily at 08.00 and 18.00 hours. The pre­
weighed tapioca flour was mixed in a beaker with
tank water and unifonnly distributed over the tank’s

Proximate composition (%) of the experimental feeds and carbohydrate source (tapioca flour)

Protein (%) Lipid (%) Ash (%) Fiber (%) NFF. (%)' Moisture (%)

Tapioca flour l.8 i 0.3 0.6 i" 0.l 2.5 i 0.2 4.6 i 0.3P25 25.3 i 0.4 4.4 i 0.2 10.9 i 0.6 4.7 i 0.2P40 40.I i 0.6 6.6 i 0.2 8.9 i 0.3 3.8 i 0.4
76.6 i 0.9
43.4 i 0.3
30.2 i l.8

l3.9 i"0.6
ll.4 "$0.8
10.3 i0.7

P25: 25% dietary protein.
P40: 40% dietary protein.
I Nitrogen free extract.
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surface directly after the feed application at 8.00 a.m.
Shrimps were harvested after draining the tanks 122
days afier stocking. Individual length, weight and
survival were recorded. Triplicate samples of each
batch of fertilizers, shrimp feeds and shrimp carcass
at final harvest were analyzed for moisture and nitro­
gen content (AOAC, 1990).

2.2. Water quality and sediment parameters

Temperature (mercury thermometer), dissolved
oxygen (portable DO meter-Eutech instruments, Sin­
gapore); salinity (hand refracto-meter; Atago, Japan),
pH (pH-Scan-Eutech instruments, Singapore) and
transparency (Secchi disc) were measured daily in
situ at 09.00 a.m. Sediment and water samples were
collected on biweekly basis between 09.00 and 10.00
hours. Water samples were collected using a horizon­
tal water sampler from three locations of each tank
and pooled together before analysis. Sediment sam­
ples were collected from six locations in each tank
using 2-cm diameter PVC pipes. Composite water
column samples were filtered through a GF/C What­
man glass fiber filter and the filtrate was analyzed for
nitrite—N (NO3'—N) (cadmium reduction), nitrite—N
(NO;-N) and total ammonia nitrogen (TAN) (phenol
hypochlorite method), soluble reactive phosphate
(SRP) (ascorbic acid method) (Giasshoff et al.,
1983). Chlorophyll-a in non-filtered water column
samples was analyzed following standard methods
(APHA, 1995). The total nitrogen in the water sample
was estimated following persulphate digestion
(Grasshoff et al., I983). The organic carbon in the
sediment was determined following El Wakeel and
Riley (1957). Exchangeable TAN, NO{—N, NO§—N

Table 2

and total Kjeldahl nitrogen in the sediment were
measured according to Mudroch and Azcue (1996).
Total heterotrophic bacteria (THB) count in the water
and sediment was estimated following the standard
procedures (APHA. I995) and expressed as colony
fonning units (efu). Records were maintained of the
feed, carbohydrate and fertilizer inputs and of the
volume of water exchanged.

2.3. Nitrogen budget

Nitrogen inputs were measured in the initial
water, sediment, the water replaced during exchange,
organic and inorganic fertilizers, feed and the PLs
stocked. The nitrogen from tapioca flour was
included in the budget as feed based nitrogen. Nitro­
gen outputs were measured in the harvested shrimp,
drained water during exchange, and water and sedi­
ment at the day of harvest. Nutrient inputs and out­
puts through water exchange were calculated by
multiplying the nutrient concentration with the
water volume. While calculating the input nitrogen
the rainwater nitrogen was not included because the
contribution of rainwater to the total N-budget was
negligible small. Sediment samples were collected on
the day of stocking and harvesting by taking ran­
domly six cores from each tank and mixing them
homogenously into a composite sample before ana­
lysis. The amounts of the different N-species in the
sediment were estimated by multiplying nitrogen
concentration by sediment mass. The total sediment
mass was calculated based on mean bulk density.
The amount of nitrogen that accumulated in the
sediment during the culture cycles was measured as
the difference between the nitrogen present at stock­

Water quality parameters in the outdoor tanks stocked with Penaeus monodon

Treatments (Mean i SD)

P25 P25+CH P40 P40 +CH

Temperature ( °C)
pH

Surface dissolved oxygen (mg l" ')
Bottom dissolved oxygen (mg I‘ ')
Salinity (ppt)
Secchi disc reading (cm)
Alkalinity (mg caco, 1- ‘)

29.6 i l.9
8.l i 0.4
5.6 i 2.5
4.3 i l.9

21.6 i 2.6
62.4 i 23.4
79.4 i 34.9

29.9 i" l.5
8.1 i 0.4
6.4 i 3.2
4.5 i 2.0

22.2 i 2.8
63.9 i 23.6
84.6 i 33.l

29.3 i l.6
8.l i 0.4
6.3 i 2.7
4.5 i l.9

21.5 i 2.0
58.4 i 2|.
68.2 i" 28.

9

l

29.6i l.4
8.2 i0.5
6.8i3.3
4.9i2.0

2l.8i2.2
6l.6i22.l
86.7i 3l.l

P25: 25% dietary protein; P25 + CH: 25%dietary protein +carbohydrate addition.
P40: 40% dietary protein; P40+CH: 40%dietary protein+carbohydrate addition.
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ing and harvest. (Briggs and Funge-Smith, I994;
Teiehet-Coddington et al., 2000; Thakur and Lin,
2003).

2.4. Statistical analysis

All variables measured at harvest (shrimp
growth, yield, FCR, SGR and PER, survival) and
various components in the nitrogen budgets were
analyzed by two-way ANOVA to determine the
effect of dietary protein level, CH addition and
their interaction. Survival of shrimp was analyzed
using arcsine-transformed data. However, non-trans­
formed data are presented in the tables. Daily and
biweekly sediment and water quality parameters
including THB counts were compared by split­
plot ANOVA with treatments as main factor and
time as the sub-factor (Gomez and Gomes, 1984).
Subsequently, a 2-way ANOVA was carried out to
determine the effect of dietary protein level, CH
addition and their interaction tenn. All the
ANOVA were performed using the SAS 6.21 pro­
gram (SAS Institute, Cary, NC 27513, USA). If a
main effect was significant (alpha=0.05), the
AN()VA was followed by Tukey's test at P<0.05
level of significance.

Table 3

3. Results

3.1. Water and sediment characteristics

3.1.1. Water column

The water quality parameters temperature, pH, sur­
face and bottom dissolved oxygen, salinity, Secchi
disc visibility and alkalinity were not affected by
dietary protein level and CH addition (P>0.05;
Table 2).

The addition of CH reduced water column TAN to
5.9 pg l'"' ' (Table 3). The interaction between protein
level and CI-I addition did not affect any water or
sediment variables. The results of - the two-way
ANOVA showed that besides carbohydrate addition,
the dietary protein level significantly influenced the
water TAN concentration (Table 3). The mean TAN
concentration over the days of sampling peaked at
3lst day (Fig. la). The addition of CH reduced
(P<0.00l) NO{—N concentration. The highest
NOj"'—N concentrations also depended on protein
level (P<0.00l). The mean NOj"'—N concentration
showed two definite peaks on 46th and 76th day of
rearing (Fig. lb). The fluctuation in NO{—N concen­
tration in time was considerably (P<0.00l). but all
treatments peaked at the same days of sampling.

Effect of carbohydrate addition and dietary protein levels on the water and sediment quality in outdoor tanks stocked with Penaeus monodon

Variable Treatments Significance‘

P25 P25 -+ CH P40 P40+CH P CH P X CH
Water quality variable
TAN (pg 1" ‘)
Nitrite—N (No;-N) (pg 1"" ')
SRP (|.tg 1"‘)
ms (>< 10‘ cfu ml" ')

9.8 1 6.9“
2.02 1 3.0“

7.8 1 3.5“
20.8 1 6.9“

5.9i 5.0“
0.8i l.l“

Sediment quality variable
TAN we e‘ ') 20.2 1 8.2"
TKN (pg g‘ ') 224.6 1 84.8“
ma (>< 10“ cfu ml’ ') 45.2 1 29.0"

17.8 1 6.7“
228.4 1 80.2“ 254.0 1 105.2" 249.9 1 97.6" ** us NS
74.6 1 50.7" 4| .5 1 9.6" 72.5 1 12.2" NS H NS

14.71158" 85110.2" ~" W NS
3.4150" 1.9129" M ~~~ NS

9.0 1 5.8“-" |2.4 1 8.7"-" 14.4 1 9.4" - NS NS
37.1 1 14.3" 29.7 1 9.6‘-" 34.3 1 12.2" NS " NS

25.9 1 10.0" 2| .5 1 8.9“ -~ ~ NS

Mean values in same row with a different superscript differ significantly ( p<0.05).
l Results from split-plot two way ANOVA; P=Protein level; Cll=Carbohydmte addition; P><CH=Protein level><carbohydrate addition
interaction.

NS: not significant (P>0.05).
P25: 25% dietary protein; P25-+ CH: 25% dietary protein t-carbohydrate addition.
P40: 40% dietary protein; P40+Cl-l: 40%dietary protein+carbohydrate addition.
TAN: Total ammonia nitrogen; TKN: Total Kjeldahl nitrogen; SRP: Soluble reactive phosphate; THB: Total heterotrophic bacteria.
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Dietary protein level and CH addition had no effect
on the N03“-N concentration in the water column.
The mean NO{—N concentration of the different treat­
ments fluctuated between 3.l and 3.6 pg l" (Fig. le).
The total Kjeldahl nitrogen concentration was not
influenced by CH addition or dietary protein level
(Fig. ld). The total Kjeldahl nitrogen showed a gra­
dual decrease towards the end of culture afier a sharp
increase on 3lst day of the experiment (P<0.00l).

The dietary protein level significantly (P<0.05)
influenced the SRP concentration. The variation in
SRP concentration in time was highly significant
(P <0.00l) and highest values were recorded on
76th day of rearing (Fig. le). Neither the addition of
carbohydrate or variation in protein level had affected
the total alkalinity of the rearing water (P>0.05). A
sharp increase in the total alkalinity was recorded in
all treatment after l6th day of culture, except in
treatment P40, where it increased only afler 31st
day. A decrease in the total alkalinity was recorded
on 76th day in all treatments and thereafter a gradual
increase was recorded till the end of culture (Fig. ll).
Slightly lower mean total alkalinity was recorded in
P40 when compared to other treatments, however this
difference was not statistically significant (P>0.05)
(Table 2; Fig. Ii). Neither addition of carbohydrate or
protein level had any effect on the chlorophyll-a
concentration (P>0.05). Moreover, the observations
on monthly chlorophyll-a concentration during the
rearing period did not show any variation (P>0.05)
(Fig. 2a). CH addition increased the THB count
(P<0.00l), while the dietary protein level did not
have any effect (P>0.05) (Table 3). The THB count
in the water column increased in time (P<0.00l)
(Fig. 2b).

3.1.2. Sediment

The sediment TAN levels in the experimental tanks
were affected by CH addition (P<0.05) and dietary
protein level (P<0.0l) (Table 3, Fig. 3a). CH addi­
tion to the 40% protein diet reduced the sediment
TAN concentration (P<0.05) (Table 3). However, a
similar effect of CH addition was not found with the
25% protein diet (P>0.05), even though the mean
TAN concentration in the sediment in treatment
P25+CH was slightly lower than the mean TAN
concentration in P25 (17.8 vs. 20.2 pg g" ') (Table
3). TAN gradually accumulated in the sediment during
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Fig. 2. Effect of carbohydrate addition and protein levels on the
chlorophyll-a content in water and total heterotrophic bacteria
(THB) (Mean i S.E.) of the outdoor tanks stocked with Penaeus
monodon P25: 25% dietary protein; P25-+<CH: 25% dietary pro­
tein-1 carbohydrate addition; P40: 40% dietary protein; P40+CH:
40% dietary protein+carbohydrate addition.

the culture period (P<0.00l) (Fig. 3a). The NO{—N
and NO§—N levels in the sediment were low when
compared to TAN concentration and were not affected
by the dietary protein level and CH addition
(P>0.05). However, NO;--N and NO3_—N levels in
the sediment increased in time (P<0.00l) (Fig. 3b
and c).

The total Kjeldahl nitrogen in the sediment was
influenced by dietary protein level (P<0.0l) (Table
3). The sediment TKN gradually accumulated in time
(P<0.00l) (Fig. 3d). The organic carbon content in
the sediment more than doubled between stocking and
harvesting from 7.5 to 16.5 pg g" (P<0.00l) (Fig.
3e). Neither addition of carbohydrate or protein level
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Table 4

Results of two-way ANOVA on the effect of carbohydrate addition
and dietary protein levels on weight gain, net yield, SGR, FCR,
PER and survival (%) of Penacus monodun reared in outdoor tanks

Significance

P Cl-1 P X CHiiiSpecific growth rate (SGR) "
Individual shrimp weight gain (g) NS """" NS
Net shrimp yield (g m" 2) " "' "
Feed conversion ratio (FCR) """ ""' "
Corrected feed conversion ratio NS ""' "'
Protein efficiency ratio (PER) ""' "" ‘
Survival rate (%) NS NS NS
PER and survival (%) of Penaeus monodon reared in outdoor tanks
P=Protein level; CH=Carbohydrate addition; P X C ll=Protein
level X carbohydrate addition interaction. NS: Not significant
(P>0.05).

had any effect on the organic carbon content in the
sediment (P>0.05). The mean bulk density of the
sediment by treatment was 0.9 g em" 3 for all treat­
ments (P>0.05). while it reduced in time ( P<0.00l)
(Fig. 3t). Higher sediment THB counts were recorded
in CH added treatments (72.5 and 74.6 X 10° cfu g“ ')
compared to the non-CH-added treatments (41.5 to
45.2><1o° em g"') (P<0.00l) (Table 3) and the
mean THB count increased in time (P<0.00l) in all
treatments (Fig. 2c).

3.2. Shrimp growth, yield, F CR, PER and survival (%)

SGR was more influenced by CH addition
(P<0.00l) than with dietary protein level
(P<0.05), while the interaction was not significant
(Table 4). SGR and individual shrimp weight gain
were higher (P<0.05) in CH added treatments than
P40 (Fig. 4a and b). CH addition, dietary protein
level, and their interaction term all had a significant
effect on net shrimp yield, FCR, corrected FCR and
PER (Table 4). Higher net shrimp yield (P<0.00l)
was recorded in treatment P25+CH (160.0 g m 2)
than in treatment P25 (113.9 g m" 2), and this higher
yield was comparable to the yield in treatments P40
(157.0 g 111"’) and 1=40+c11 (161.1 g m_2) (Fig. 4c).
The mean FCR of treatment P25 +C1-1 (1.1) was lower
(P<0.05) than the mean FCR of treatment P25 (1.5)
and was the same in treatments P40 (1.1) and
P40+CI-I ( 1.1) (Fig. 4d). Corrected FCR values

25.? (Z006) 248---Z63

were calculated by adding the weight of CH addition
to the weight of pellets fed. The corrected FCR was
similar for treatments P25, P25+CH and P40+CH,
which were higher than for treatment P40 (P<0.05)
(Fig. 4e). The PER was 3.6 in treatment P25+CH,
which was higher than for other treatments where the
PER varied between 2.2 and 2.6 (P<0.00l) (Fig. 4t).
Shrimp survival ranged between 77% and 83% and
was similar between treatments ( P>0.05).

3.3. Nitrogen budget

The nitrogen contribution from the tapioca flour
was included in the nitrogen budget as feed nitro­
gen input. The feed nitrogen input accounted for
about 30% and 41% of total N-input in the 25%
and 40% dietary protein treatments. respectively
(Table 5). The contribution to the total N-input of
the initial water ranged between 0.38 and 0.41 g N
tank"' (0.24% to 0.31%), while the contribution of
sediment ranged between 42 and 44 g N tank"'
(27.5% to 33.2%). The PL’s contributed an insig­
nificant amount to the N-input budget (0.01%).
Among the input nitrogen sources, only the feed
originated nitrogen showed significant variation
(P<0.00l).

On average, 16.1% to 21.1% of the N-input was
retained as harvested shrimp (Table 5). To produce 1
kg shrimp, 109.2 g of the total N-input was not
harvested in treatment P25+CH. This was 164.0 g
N in treatment P25, 132.1 g N in treatment P40+CH
and 137.5 g N in treatment P40. The major share of
the N-inputs, 67.3% to 71.3%, remained in the sedi­
ment, and therefore, was not completely lost. Real
losses, which are the sum of water-N, N-exchange
loss and unaccounted-N fluctuated between 9.0% of
total N-input in treatment P25+CH and 15.6% in
treatment P40. CH addition and dietary protein level
did not influence (P<0.05) nitrogen accumulation in
the sediment, water column and the exchange loss.
However, CH addition (P<0.00l) and dietary protein
level (P<0.0l) had an effect on nitrogen retention in
shrimp biomass. Nitrogen retention was 21.1% in
treatment P25+CH and 16.1% in P25. The retention
in treatment P25 was similar to the 16.7% retention in
P40, but worse than the 18.5% retention in treatment
P40+CH. 1n the nitrogen budget, some of the nitro­
gen went unaccounted. The unaccounted-N (6.2% to
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Table 5

Nitrogen budget for different treatments during a I22 day growth experiment on Penaeus monodon stocked in outdoor tanks

Treatments Nitrogen inputs (g N tank ) Nitrogen outputs (g N tank ')

Water Sediment Fertilizers Feed Shrimp Total
input

Water Sediment Exchange Shrimp Total Unaccountedloss output
P25 0.41
(%)' 0.3 1
P25 + cu 0.39
(%)* 0.30P40 0.40
(%)' 0.20
P40-+CH 0.38
(%)' 0.24

44.0
33.2
42.8
32.5
42.5
27.5
43.4
27.8

Significance (P value)‘P NS NSCH NS NS
PXCH NS NS

48.5
36.7
48.5
36.9
48.5
3 l .4

48.5
3 l .l

39.5
29.8
39.9
30.3
63.l
40.8
63.9
40.9

iii

0

0.02
0.0l
0.02
0.0l
0.02
0.0]
0.02
0.0l

l32.4
l00.0
l3 l .7
l00.0
l54.6
l00.0
l56.2
l00.0

iii
NS
NS

0.63
0.48
0.58
0.44
0.76
0.49
0.34
0.22

NS
NS
NS

94.4
7l.3
9| .8
69.9
l04.6
67.7
l04.7
67.3

NS
NS
NS

3.0 2l.32.3 l6.l
3.0 27.72.3 2l.l
4.2 25.92.7 l6.7
3.2 28.72.l 18.5

NS weNS outNS NS

ll9.3
90.l
l23.l
93.8
l35.4
87.6
l37.0
88.]

ii
NS
NS

l3.2
9.9
8.6
6.2
l9.2
l2.4
l9.2
ll.9

NS
NS
NS

' Percentage of total input nitrogen.
i Results from two-way ANOVA.
P=Protein level; CH=Carbohydrate addition; P X Cll—Protein level X carbohydrate addition interaction.
P25: 25% dietary protein; P25 +~CH: 25%dieta|y protein -+- carbohydrate addition.
P40: 40% dietary protein; P40+CH: 40%dietary protein+carbohydrate addition.

12.4%) was not influenced by CH addition or dietary
protein level (P>0.05) (Table 5).

4. Discussion

4.1. Reduction of toxic inorganic compounds

The shrimp growth recorded in the present study
was not limited by any of the water quality parameters
as they fell in the favorable limits for R monodon
production (Chen et al.. I990; Hariati et al., I996).
TAN concentrations were low (5.9-l4.7 pg ll" ') in the
present study, compared to earlier reports by Chen and
Tu (1991) (6.5 mg 1"‘) and Thakur and Lin (2003)
(198-519.1 pg 1' ') for P. monodon rearing systems.
TAN levels peaked on 3lst day of culture followed by
an increase in NO{—N nitrite concentration on 46th
day, showing that it took 5 weeks to establish the
nitrification process. This duration was slightly
shorter than the 8 weeks needed to establish the
nitrification process in R monodon concrete culture
tanks by Thakur and Lin (2003).

In this study, higher dietary protein levels resulted
in significantly higher TAN and NO_{—N concentra­
tions in the water column, and higher TAN concentra­

tions in the sediment. Li and Lovell (1992) reported
that the ammonia concentration increased with
increasing dietary protein concentration and protein
feeding rate. By adding CH to the culture tanks, TAN
and NO{—N concentrations in the water column were
significantly reduced. This agrees with Avnimelech
and Mokady (1988), Avnimelech et al. (I989, 1994)
and Avnimelech (1999) who reported that the addition
of carbohydrate to intensively well-mixed production
systems will reduce the TAN concentration through
immobilization by bacterial biomass. ln the present
study. extensively managed tanks were used, which
means a minimum water exchange and no mixing of
the water column. Under such extensive conditions,
CH addition to the water column also resulted in a
significant increase in the THB count, together with
observed lower TAN concentrations in water and
sediment. CH addition also caused a significant reduc­
tion in N02"-N concentration in the water column,
which can be attributed to low availability of TAN as
substrate for nitrification and hence the production of
NO{—N (Avnimelech, l999; Hari et al., 2004). The
higher nitrite and nitrate values recorded in the P40
treatment also revealed the possibility of more nitrifi­
cation. The insignificant decrease in the alkalinity in
P40 tanks might be due to the increased nitrification;
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where the Hi ions liberated during nitrification nega­
tively affected the alkalinity in order to buffer the
change in pH (Boyd, 1990; Hargreaves, 1998). The
nitrification ultimately leads to the fonnation of
NO3'—N, so one would expect also to find differences
in nitrate concentration as a result of CH addition.
However, the nitrate level was not influenced by CH
addition, and the underlying mechanism needs further
study.

In shrimp culture systems, phytoplankton and bac­
teria play a crucial role in the processing of nitrogen­
ous wastes (Shilo and Rimon. I982; Diab and Shilo.
I988). In the present study no differences were
observed in chlorophyll-a concentration between
treatments. In addition, the chlorophyll-a concentra­
tion remained stable over time. Thus the reduction in
TAN and N02"-N levels observed in CH added treat­
ments could only be attributed to the increased THB
population, which immobilized TAN for the synthesis
of new bacterial cells (Hari et al., 2004).

SRP concentrations recorded in the water column
varied with dietary protein level. Higher phosphor­
ous concentrations in the high protein diets could be
the reason. Unfortunately, the experimental diets
were not analyzed for their phosphate content.
This topic requires further research as phosphorous
accumulation in minimum water exchange systems,
threatens long-term sustainability (Funge-Smith and
Briggs, I998).

4.2. Increased shrimp yields due to CH addition

The comparable net shrimp yield and FCR in
treatments P25 +CH and P40 shows the possibility
of reducing the dietary protein level in favor of addi­
tion of CH to the water column without any signifi­
cant reduction in shrimp production (Hari ct al.,
2004). This was further supported by the interaction
between the protein level and addition of CH to the
pond in most of the production parameters. The use of
low protein feed led to a significant reduction in the
feed based inorganic nitrogen accumulation in the
pond (Li and Lovell, I992). Furthermore the addition
of CH enhances the THB in the pond, which in tum
result further reduction in inorganic N. Thus the low
toxic inorganic N levels in the pond (Wahab et al.,
2003) and utilization of microbial cells as feed act as
favorable factors for the augmented shrimp produc­

tion in P25+CH treatment (Avnimelcch, 1999; Bur­
ford ct al., 2003, 2004). Furthennore, lower TAN in
the sediment positively influenced the food intake and
health of the shrimps (Avnimelech and Ritvo, 2003).
Similar survival rates in all treatments showed that
water and sediment quality were favorable for R
monodon cultivation (Hariati ct al., 1996), and sug­
gest that differences in production are related to food
quality and food availability.

Allan et al. (1995) recorded faster growth of
prawns in well-prepared ponds with an abundant
meiofanua. ln the present study, a similar phytoplank­
ton biomass was present in all treatments as indicated
by chlorophyll-a concentrations, but THB counts,
both in the water column and the sediment, were
higher in CH added ponds. Utilization of microbial
protein depends upon the ability of the target animal
to harvest the bacteria and to digest and utilize the
microbial protein (Avnimelcch, I999; Burford ct al.,
2003. 2004; Hari ct al., 2004). The higher shrimp
yield in the CH added treatments of the present
study showed that R monodon can well utilize the
additional bacterial protein as a result of CH addition.
Studies using stable isotope have shown that the
natural biota contribute to shrimps nutrition in less
intensive systems (Parker and Anderson, I989; Cam
ct al., l99l; Burford. 2000).

4.3. Increased nitrogen retention

The PER in the treatment P25+CH was 3.6 g wet
body weight per gram dietary protein, compared to
2.2-2.6 g g"" found in the other treatments. Com­
pared to treatment P40, addition of CH had no effect
on the PER, indicating that shrimps are limited in the
amount of protein they can deposit in body tissue.
Even though more single cell protein was present in
treatment P40+CH than in P40, this did not result in
additional shrimp production. A reduced demand in
dietary protein (25%) was resulted by the addition of
the CH in the extensive type of the shrimp culture
systems irrespective of the higher protein require­
ments of I’. monodon (35—50%) assessed in earlier
studies (Table 6). However, O‘Keefe (1998) suggested
a reduced dietary protein level (25—30%) for R mono­
don in extensive type of shrimp culture systems
against 30-40% and 40-50% in semi-intensive and
intensive type of culture, respectively. The lipid com­
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Table 6
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Nutritional requirements of Penaeus monodon

Requirement of
dietary component

Percentage of diet Reference

Dietary protein

Dietary lipid

HUFA
Linolenic acid
and D11/\

Cholesterol

Dietary
carbohydrate

45---50%

40-44%
40-50%
40-44%
35 -45%
36--40%
40-50%
6%

4---- 1 1%

0.5 -1%
1 .44%

0.50%
0.2--0.8%
20%
20-30%

Lee (1971)
Alava and Lim (1983)
Bautista (1986)
Shiau et al. (1991)
Bages and Solane (1981)
Shiau and Chou (1991)
Chen (l993a)
Wu (1986)
Sheen ct al. (l994a)
Chen and Tsai (1986)
Merican and Shim (1997)

Chen ( 1993b)
Sheen ct al. (1994b)
Alava and Pascual (1987)

Shiau and Pcng (1992)

ponent in both the experimental diets (P25 and P40)
fell with in the range (4-11%) suggested for R mono­
don by Sheen ct al. ( 1994a). The carbohydrate content
(estimated in the fonn of nitrogen free extracts) in P40
agrees with the recommended level (Table 6) for R
monodon (Shiau and Peng, 1992) while it was com­
paratively higher in P25 diet (43%).

Depending on treatment, 16% to 21% of the total
amount of nitrogen available in the system was
retained in shrimp biomass. These values concur
with 14% retention in semi intensive P. vannamei
ponds (Tcichet-Coddington et al.. 2000), 18% reten­
tion in semi-intensive Thai shrimps ponds (Briggs and
Funge-Smith, 1994) and 21-22% retention in inten­
sive R monodon shrimps ponds (Jackson et al., 2003).
However, in closed intensive R monodon rearing
systems, a 23% to 31% N recovery was recorded
(Thakur and Lin, 2003). ln these closed intensive
systems, the feed contributed 76% to 92% of the
total N-input, compared to 30% and 41% feed con­
tribution to the total N-input in the 25% and 40%
protein diet treatments, respectively, in the present
study.

4.4. Reduction of N-waste per kilogram shrimp
production

The 6.2% to 12.4% of unaccounted nitrogen in the
present N-budget concurred with other extensive
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shrimp culture systems. Martin et al. (1998) for
ponds stocked at 4 shrimps m'2 and Briggs and
Funge-Smith (1994) for semi-intensive ponds, both
reported 10% unaccounted. However, in intensive
systems, losses as high as 36% have been reported
in concrete bottomed tanks (Thakur and Lin. 2003) or
66% in shrimp farms at Gulf of Califomia (Paez­
Osuna ct al.. 1999). Denitrification and ammonia
volatilization are difficult to measure in open tanks
or ponds. Therefore. in most studies. denitrifieation
and ammonia volatilization are assumed to be part of
the unexplained section of the N-budget. which is the
difference between the measured nitrogen inputs and
outputs (Martin et al., 1998; Jackson et al.. 2003;
Thakur and Lin, 2003). The combination of these
findings suggests that more denitrifieation takes
place in intensive than in extensive production sys­
tems. This subject needs more research before definite
conclusions can be reached.

The amount of nitrogen accumulated in the sedi­
ment and lost through water exchange was not sig­
nificantly affected by CH addition. Sixty seven to
71% of the total N-input accumulated in the sedi­
ment which was much more than the 18% reported
by Briggs and Funge-Smith (1994), the 38%
reported by Martin ct al. (1998) and the 14%
reported by Jackson ct al. (2003). Thakur and Lin
(2003) reported an accumulation of 40.9% to 52.8%
of the N-input in the sediment and emphasized the
importance of the sediment bottom in minimizing
water bom nitrogen loss.

High nitrogen retention in shrimp and sediment
concurred with a very low 2.1-2.7% N-loss through
water exchange. The principal reason is the low water
exchange applied in this study. Only 150% of the total
rearing water volume was exchanged during the entire
culture period, which is much lower than nonnal
water exchange in extensive type of rearing systems
with daily 5% to 25% water exchange. Jackson ct al.
(2003) and Tcichet-Coddington ct al. (2000) recorded
57% to 80% nutrient loss through water exchange.
Briggs and Funge-Smith (1994) emphasized that in
culture systems with low water exchange, water bom
loss of nutrients is less important than N-accumulation
in the sediment. This is also true for nearly closed
systems, where apparently more nutrients are also lost
in intensive systems than in extensive ones. The total
water based N-loss in this study (final pond water
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N+exchange N-loss) was with 2.7% to 3.2% still
considerably smaller than the 14% to 18% water
based N-loss reported by Thakur and Lin (2003) in
the intensive closed suspension ponds. ln conse­
quence, extensive shrimp farming with low water
exchange pollutes less surrounding surface waters
than all other shrimp farming systems.

5. Conclusion

Carbohydrate addition to extensive shrimp culture
ponds reduced the levels of potentially toxic TAN
and NO{—N in the water column and TAN in the
sediment. The protein level in the diet can be
reduced from 40% to 25%, without compromising
shrimp production, if CH is added to the water
column to enhance hetcrotrophic bacterial protein
production. The addition of carbohydrate affected
the nitrogen partitioning in the culture system and
more input nitrogen was retained in harvested
shrimp. The nitrogen budget constructed in the pre­
sent study revealed that 16% to 21% of the total
nitrogen input was retained in the shrimp, 0.22% to
0.49% in the water, 67% to 71% in the sediment.
and 2.1% to 2.7% was lost through water exchange.
The quantity of nitrogen not retained in shrimp
biomass to produce 1 kg of shrimp ranged between
109.2 and 164.0 g N. The percentage non-retained
nitrogen was reduced by CH addition (P<0.0l). ln
summary, CH addition in combination with reduc­
tion of the dietary protein level improved the sus­
tainability of shrimp fanning in extensive shrimp
culture systems through (1) increased nitrogen reten­
tion in harvested shrimp biomass (2) reduced
demand for feed protein (3) reduced concentrations
of potentially toxic TAN and N03’-N in the system,
and (4) reduced water based nitrogen discharge to
the environment.
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Adding a carbon source to inten­
- shrimp production systems can

. trol total ammonia nitrogen (TAN)
I ls and improve feed conversion.
~dies have shown that immobiliza­
I of inorganic nitrogen only oc­
M s when the carbonznitrogen (C:N)
'0 of the organic matter is higher
= 10.

i, Immobilization of TAN results in
_' production of bacterial cells rich
single-cell protein that can be uti­

»- as food by carp, tilapia, and
'0 imp. As a result, the feed-conver­
n ratio of the supplemental feed
1 plied to ponds decreases, making
possible to use lower-cost, lower­
' tein feeds.
T" Although commonly applied in
tensive aquaculture, the technique

'¥1(X'J:N ratio control is not used in ex­

‘t

|

ively managed ponds, even though
ese systems support much of the
“firmed shrimp production world­
tide. The authors recently evaluat­
fithe effects on water quality and
Production of adding organic carbon
ioextensive stagnant shrimp ponds
lin India?).
A Continuous mixing to keep dis­
iolved and particulate matter dis­
’ lved in the water column is a key
rctor in the success of C:N ratio ma­
ilpulation in intensive systems. The
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challenge, therefore, was to determine
if the added carbohydrates would pos­
itively impact water quality before
precipitating to the bottom.

Dual Trials
The goals of the study were to

evaluate the combined effects of re­
ducing the protein content in supple­
mental feeds and carbohydrate addi­
tion in extensively managed ponds
containing black tiger shrimp, Penaeus
monodon. To reduce costs, an indoor
trial in small replicate tanks was
conducted to develop the technique
before applying it to farmers’ ponds.
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In both experiments, 20 g of tapi­
oca flour was added for each g of N­
N H4+ (spell out) released. The
amount of N-NH4+ released was es­
timated assuming that the added
carbohydrate contained 50% carbon,
and 50% of the dietary protein input
was converted to ammonia.

In consequence, 0.39 kg of tapio­
ca flour was added for each kg of the
25 %-protein feed used in the trials.
For one kg of the 40%-protein diet
used, 0.62 kg tapioca flour was added.
In the indoor experiment, the pho­
toperiod was maintained at 12 hours
dark and 12 hours light.

Table 1. Effects of carbohydrate addition and proteln levels
on P. monodon performance In Indoor and farm experiments.
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lndoorTflal
Specific growth rate (3/. bwlday) 2.63 3.43 3.43 3.83Feed-conversion ratio 6.43 3.03 3.03 2.43
Nitrogen retention (%) 16.33 23.93 17.13 22.43
Protein efficiency ratio 0.6° 1.33 0.9° 1.1”at as as soSurvival rate (%)

Farm Trial

Specific growth rate (°/o bwlday)
Feed-conversion ratio

Nitrogen retention (%)
Protein efficiency ratio
Survival rate (%)

7.93 1.13
1.63 2.23
45.33 19.83
2.53 1.2342 as

Mean values in same row with different superscripts differ significantly (P < 0.05).



oor Experiment
he indoor experiment was car­
out in triplicate 1,200-l tanks for
i of four diet treatments. Twen­
ve and 40% crude protein diets
- applied, with or without carbo­
I ate addition, resulting in treat­
ts referred to as P25, P40, P25+CH,
P40+CH. Shrimp were fed initial­
t 15% body weight, which was
ually reduced to 6% toward the
of the culture. The sinking feed
ets were distributed evenly over
tank surfaces twice daily.
- ll tanks were filled with 26-ppt
= e water and provided a uniform
~ sediment layer taken from an
nsive shrimp culture pond. The
er level in the tanks was main­
ed at 50 cm. Uniformly sized 0.36-g
‘mp juveniles were stocked at a
sity of 6 animals/m2. The tanks
e fertilized with urea and super
sphate at rates of 4 and 1 g/m2/
k, respectively, during the first
1- - weeks of the experiment.

oor Results
The addition of carbohydrate re­
ed the TAN and nitrite-N levels
0 e experimental tanks. The high­
tein diet resulted in higher levels
AN, nitrite-N, and total nitrogen

centrations. There was no effect
the organic carbon content of the
'ment, but the addition of carbo­
rate caused a significant reduc­

of sediment TAN. The total het­
»- o phic bacteria count in the water
mn and sediment were higher in

-< tments with added carbohydrate.
Table 1 shows the effects of carbo­
rate addition and protein levels
various yield parameters. The spe­
c growth rate and feed conversion
'o were similar in the P40 and
+CH treatments. The protein effi­

cy ratio was highest in treatment

able 2. Economic analysis
of farm experiment

(U.S. Slha - rounded).

P25+CH

ariable costs $1,729 $2,182
‘ ixed costs $134 $134
‘Production costs $1,863 $2,316
Shrimp yield (kg) 644.3 447.9
Shrimp price $7 $6
i5ross return $4,329 $2,809
Net profit $2,465 $492
Benefitzcost ratio 1.3 0.2

The addition of carbo
hydrate reduced the
TAN and nitrite-N levels
in the test tanks.

P25+CH. The survival was 80-88% and
did not vary between treatments.

Pond Experiment
In the farm trial, eight 250m? earth­

en ponds were stocked at 6 PL20/m2.
Treatments P40 and P25+CH were
applied to four replicate ponds each.
Initially, lime was applied at 2,000
kg/ ha and cow dung at 1,000 kg/ ha.
Urea and single super phosphate were
added biweekly to the water column
at 80 and 20 kg/ ha, respectively, dur­
ing the first two months of culture to
initiate algal blooms in the ponds.
Lime was added to the ponds at 5 kg/
pond biweekly.

Pond Results
TAN concentrations in the water

column and sediment were lower in
treatment P25+CH than P40. The ad­
dition of carbohydrate had a profound
effect on the heterotrophic bacteria
count (Figure 1). Shrimp yield and in­
dividual shrimp weight at harvest

erla
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Total Hot
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were higher in treatment P25+CH
than P40. Growth rates, feed conver­
sion, and protein efficiency were also
better for P25+CH. Survival was 36­
42 % and not different between treat­
ments (Table 1).

Cost Computations
The combined cost of feed and car­

bohydrate for treatment P25+CH was
lower than for P40 due to the higher
cost of high-protein shrimp feed ­
Rs. 46 (U.S. $1.03) against Rs. 26 ($.58)/
kg. The harvested shrimp from P25+CH
came under count 40 compared to
count 50 for treatment P40.

The revenue/ ha from the harvest­
ed shrimp was 54% higher in P25+CH
than P40 due to the combined effect
of better yield and higher prices for
bigger shrimp (Table 2). A 35% re­
duction in feed cost was recorded in
the P25+CH treatment when compar­
ed to treatment P40. The benefitzcost
ratio was significantly higher in
treatment P25+CH than P40.

T
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Figure 1 . Total heterotrophic bacteria count in pond water and sediment of the
farm trial. Number of replicates = 4. Each period represents biweekly sampling.
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Abstract

Experiments were conducted in the indoor and outdoor tanks in order to

evaluate the effect of direct addition of carbohydrate source to the water column in the

water quality and soil nutrients and carbon /nitrogen ratio in replicating extensive types

of shrimp culture system. In the indoor experiments, 25 and 40% dietary protein (‘P25’

and ‘P40’) with or without carbohydrate source addition (‘P25+CH’ and ‘P40+CH’) were

compared by stocking @ 6 post larvae of Penaeus monodon (0.357d:0.0l g) per m2. In the

out door experiments, 25% and 40% dietary protein (‘P25’ and ‘P40’) with or without

carbohydrate addition (25+CH and 40+CH) were compared in 6m3 concrete tanks having

an effective bottom area of 6m2 stocked @ 7 post larvae of Penaeus monodon (PL 20)

per m2. Tapioca flour was used as carbohydrate source. Followed by the first feeding

during the day, tapioca powder was applied directly to the water column in both

experiments. The addition of carbohydrate was found significantly (R<0.00l) reducing

the toxic total ammonia nitrogen (TAN) and nitrate nitrogen in the water and sediment in

both the experiments. Besides a significant (R<0.05) increase in the total heterotrophic

bacterial (THB) population in water column and sediment were also observed. In the

indoor experiments, lower SGR and higher FCR values were recorded in the ‘P25’

treatment compared to shrimp in other treatments (_P_<0.05). In the outdoor experiments,

Third Indian Fisheries Science Congress, New Delhi (November, 2004)
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significantly higher SGR (B<0.05) and lower FCR values were recorded in treatments

other than ‘P25’. Higher shrimp yield (B_<0.00l) was recorded in ‘P25+CH’ (160.0 g m'2)

when compared to ‘P25’ (113.9 g m'2) however; it was not different from ‘P40’ (157.0 g

m'2) and ‘P40+CH’ (161.1 g m'2). The nitrogen retention (%) and protein efficiency ratio

were significantly higher (B<0.00l) in ‘P25+CH’ treatment when compared to other

treatments. Survival of the shrimps was not affected (B >0.05) in both the treatments.

The major sink of nitrogen was the sediment (67.3-71.3 %) and nitrogen loss to

enviromnent via water exchange was comparatively low (2.3 to 2.7 %). The study

revealed that addition of carbohydrate to the pond could enhance the recovery of nitrogen

in the form of harvestable products while accumulation in the sediment and losses

through the water was not affected. The results show that the control of carbon /nitrogen

ratio by the addition of carbohydrate sources to the pond water column benefited the

extensive shrimp culture practices possible in four ways viz. 1) Increased nitrogen

retention as harvested shrimp biomass 2) reduced demand in feed protein 3) reduction of

toxic inorganic nitrogen species in the pond 4) reduction of nitrogen waste generated per

unit shrimp production thus making the farming more ecologically sustainable and

economically viable.

Key wards: C/N ratio; extensive shrimp culture; carbohydrate; Penaeus monodon;

sustainability.
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Effect of carbohydrate addition in the culture of Penaeus monodon
(Fabricius) having varying stocking density

Johny T. Varghese* and B. Madhusoodana Kurup
School of Industrial Fisheries, Cochin University of Science and Technology,

Fine Arts Avenue, Cochin - 682016, India.
"‘E-mail address: johnytvarghese04@yahoo.co.in

Abstract

C / N ratio experiments were conducted to evaluate the effect of carbohydrate
addition in different stocking density shrimp culture system. Tapioca flour was used as
carbohydrate source. 40 % dietary protein feed with or without carbohydrate source
addition, carbohydrate source was applied to the water colmnn followed by the first
feeding during moming. The experiments were carryout in 6m3 concrete tank having an
effective bottom area of 6m2 stocked with 3 post larvae m'2, 7 post larvae m'2 and 12 post
larvaem'2 of Penaeus monodon (PL.20) (0.015 i 0.01 gm'2). The carbohydrate added tank
shows significant reduction of total ammoniacal nitrogen (TAN) in the water (P<0.05)
and sediment (P<0.05). In the carbohydrate without addition tanks shows significant
increase of TAN in water and sediment (P<0.05). Total heterotrophic bacterial (THB)
population increase significantly (P<0.05) both in the water and sediment. Compared to
treatment there is no significant increase in THB carbohydrate without addition tanks.
Significant increase in shrimp yield was recorded (P<0.05) in carbohydrate added tanks
compared to other treatments. According to the stocking density the survival of the
shrimp affected by each carbohydrate with and without addition (P<0.05). The study
revels that the addition of carbohydrate to the pond could enhance nitrogen in the form of
harvestable products and reduced toxic inorganic nitrogen level in the pond by making
the farming more economically viable and ecologically sustainable.

Key words: C /N ratio, Penaeus monodon, Sustainability, stocking density,
carbohydrate, aquaculture.
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Utilization of different carbohydrate sources for the control of
C IN ratio and the production of Penaeus monodon (Fabricius)

Johny T. Varghese* and B. Madhusoodana Kurup
School of Industrial Fisheries, Cochin University of Science and

Technology, Fine Arts Avenue, 628 016, Cochin, India.
* E-mail address: johnytvargheseO4@yahoo.co.in

Abstract

Addition of different low protein cheap carbohydrate source to water column for

evaluating the effect of C /N ratio was studied. 25% dietary protein feed with or without

different carbohydrate source addition were compared in 6m” concrete tank stocked with

7 post larvae/m2 of Penaeus monodon (PL.20) (0.015 :l: 0.01 g/m2). Potato flour, yam

flour, rice flour, wheat flour and tapioca flour were used as carbohydrate sources. 25%

dietary protein feed was applied first followed by the application of above carbohydrate

sources to the water column directly. The addition of different carbohydrate sources was

effective in reducing (P<0.05) the total ammoniacal nitrogen (TAN) in water and

sediment, however there was no significant difference in any of the treatments. Increase

in the total heterotrophic bacterial population (THB) (P<0.05) recorded in various

carbohydrate sources applied treatments was also significant, however the difference

could be observed among the treatments during the culture period there is significant

reduction (P<0.05) in BOD commensurate with the increase noted in THB in all

treatment. There is no significant difference (P>0.05) between net shrimp yield,

individual shrimp weight, FCR, SGR, and ADG among various treatments. Survival of

the shrimp was also uniform in all treatment (P>0.05). The study revealed that the

addition of above different carbohydrate source to the pond was equally effective in

reducing the toxic inorganic nitrogen, and increasing shrimp growth rate and survival,

there by improving the sustainability and production of shrimp farm. lt can be concluded

that Potato flour, yam flour, rice flour, wheat flour and tapioca flour are equally effective

in the control of Carbon /Nitrogen ratio of the shrimp farm.

Key words: Penaeus monodon, sustainability, aquaculture, carbohydrate source, Cl N
ratio.
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EFFECT OF CARBON / NITROGEN RATIO IN IMPROVING PRODUCTION,
SUSTAINABILITY AND REDUCING FEED COST IN SHRIMP FARMING

SYSTEM

B. Madhusoodana Kurup, Johny T. Varghese
School of Industrial Fisheries Cochin University of Science and Technology

Fine Arts Avenue, Cochin - 682016, India.
E-mail: madhukurup@hotmail.com

The effect of optimisation of carbon / nitrogen was evaluated in improving the yield and

sustainability of Penaeus monodon (Fabricius) under extensive system. 25% dietary protein with

carbohydrate (P25 + CH) and 40% dietary protein (P40) were compared in earthen ponds with 250 m2 area.

The stocking density was marked @ 6 post larvae (PL 20) of Penaeus monodon m'2 (0.016 =1: 0.01 g).

Tapioca flour was used as carbohydrate source and applied to the water column immediate after the first

feeding during the day. The addition of carbohydrate significantly reduced (P<0.05) the water and soil total

ammonia nitrogen (TAN) in the P25 + CH treatment. The total heterotrophic bacterial population in the

treatment (P25 + CH) in water and sediment showed significant increase (P<0.05) during both the culture

period and treatment wise. The results of the chlorophyll-a shows significant increase (P<0.05) during the

culture period, the value ranged for 9.7 - 45.1 pg l". The organic carbon concentration also showed

significant increase (P<0.05) during the culture period (10.7 — 25.0 ug I"). Higher shrimp yield was

recorded in treatment P25 + CH (64.43 g m'2) when compared to treatment P40 (44.79 g m'2) (P<0.05).

The FCR value was lower (P<0.05) in the P25 + CH treatment than to P40 treatment. Survival of the

shrimps was not affected by treatment (P >0.05). The benefit cost ratio was higher in P25 + CH treatment

than P40 (1.4 against 0.2) and the profit increased 400% in P25 + CH treatment. A 35% reduction of feed

coast and 54% increase in the revenue from the shrimp was recorded in the P25 + CH treatment when

compared to the P40 treatment. The addition of carbohydrate to the water column approach seems to be: (1)

Practical and inexpensive means of reducing the accumulation of inorganic nitrogen in the pond. (2)

Nitrogen control is induced by feeding bacteria with carbohydrates and through the subsequent uptake of

nitrogen from the water, by the synthesis of microbial proteins. (3) Reduce the dietary protein level by the

addition of carbohydrate in the commercial shrimp culture system. (4) Reduce the feed cost and higher

revenue from the harvested shrimp. (5) Increase the profitability of shrimp farming operation by the

addition of carbohydrate. (6) Improve the sustainability of extensive shrimp culture system.

Keywords: C I N ratio, Penaeus monodon, sustainability, carbohydrate, aquaculture
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EFFECT OF PERIPHYTON AND CONTROL OF CARBON / NITROGEN
RATIO IN THE PRODUCTION AND SUSTAINABILITY OF PENAE US

MONODON (FABRICIUS) UNDER EXTENSIVE SYSTEM

Johny T. Varghese, B. Madhusoodana Kurup
School of Industrial Fisheries Cochin University of Science and Technology

Fine Arts Avenue, Cochin - 682016, India.
E-mail: johnytvarghese04@yahoo. co. in

The yield and sustainability of Penaeus monodon was evaluated in a periphyton supplemented

grow-out system with and without addition of carbohydrate sources. Tapioca flour was used as the

carbohydrate source in a feed diverse extensive farming system. Artificial substrates of the grow-out were

prepared either by bamboo or kanchi in separate treatments. The treatment so compared were bamboo or

kanchi with 25% protein feed (B, K) without carbohydrate addition, with carbohydrate addition (B + CH, K

+ CH), without substrate with addition of carbohydrate as control (C). Stocking density @ 7 PL m'2 (0.015

d: 0.01 g) maintained in all treatments. Cattle dung 3000 kg ha", urea I50 kg ha" and super phosphate 100

kg ha" were used as fertilizers. Bamboo poles were used @ 9 poles m'2 either vertically while kanchi pole

was placed @ 34 poles m'2 horizontally for facilitating periphton production. The carbohydrate added

treatments were compared to other treatment without carbohydrate addition. TAN showed significant

reduction and total heterotrophic bacterial production in water and soil showed significant increase

(P<0.05) in carbohydrate added treatments. B + CH treatment showed significantly higher (P<0.05)

periphyton production followed by the treatment K + CH. Treatment B + CH showed higher periphyton

production (45560.74 cells or colonies I") during the culture which was significantly different (P<0.05)

from other treatments, the lowest periphyton production was observed in treatment K (l6245.26 cells or

colonies I"). The individual shrimp weight, net shrimp yield, SGR and survival rate were higher in

treatment B + CH followed by K + CH. Addition of carbohydrate together with bamboo as the artificial

substrate were found to be effective in reducing the inorganic nitrogen concentration and enhances the

shrimp yield. It is concluded that the sustainability and yield of Penaeus monodon can be substantially

improved by planting bamboo poles as artificial substrates and addition of carbohydrate to optimizing the

carbon / nitrogen ratio in the extensive culture.

Keywords: Periphyton, C/N ratio, sustainability, aquaculture, Penaeus monodon.
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Production of tiger prawn, Penaeus monodon (Fabricius), in a periphyton based
carbohydrate added and without addition were compared to evaluate the effect of
control of carbon / nitrogen ratio in the culture. Tapioca flour was used as carbohydrate
source followed by the feeding. Poles of either bamboo or kanchi were used as artificial
substrates. Bamboo or kanchi with 25% protein feed (B, K) without carbohydrate
source, with carbohydrate source addition (B + CH, K + CH) and without substrate with
addition of carbohydrate used as control (C) were compared. Stocking density was @ 7
post Ian/ae (PL 20) of Penaeus monodon m'2 (0.015 1 0.01 g). Fertilizer used was
cattle dung 3000 kg ha", urea 150 kg ha" and super phosphate 100 kg ha". The
experiment was carried out in 6m2 concrete tanks with sediment layer. Bamboo poles
and kanchi poles at a density of 9 poles m'2 and 34 poles m'2 were used vertically and
horizontally for the periphyton production. The carbohydrate added treatments showed
significant (P<0.05) reduction in the inorganic nitrogen production when compared to
other treatment carbohydrate without addition. Total heterotrophic bacterial production
in water and soil showed significant increase (P<0.05) in carbohydrate added
treatments. B + CH treatment showed significantly higher (P<0.05) periphyton
production followed by the treatment K + CH. Treatment B + CH showed higher
periphyton production (45560.74 cells or colonies I") during the culture which is
significantly different (P<0.05) from other treatments, the lowest periphyton production
was observed in treatment K (16245.26 cells or colonies l'1).The individual shrimp
weight, net shrimp yield, SGR and sun/ival rate are higher in treatment B + CH followed
by K + CH (Table 1). Addition of carbohydrate with artificial substrate bamboo reduces
the inorganic nitrogen concentration and enhances the shrimp production followed by
kanchi and it is an appropriate combination for a sustainable periphyton based culture.

1

bct of with and wlthout periphyton and with CH and without CH in shrimp culture on weight, shrimp yleld
dsurvlval of Penaeus monodon

Treatments (Mean 1 SD)| c B+CH K+CH e K
|lUldU3| shrimp weight gain (g) 24.43 1 0.02’ 27.48 1 0.01‘ 26.56 1 0.06“ 25.76 1 002° 25.03 1 0.04“
tshrimp yield (g/m2) 130.31 1 13.33" 131.33 1 13.95‘ 150.50 1 9.12‘ 143.09 1 13.10‘ 134.33 1 14.13‘
ecific growth rate (SGR) 1.4 1 0.00" 1.51 1 0.00‘ 1.43 1 0.00” 1.45 1 0.00° 1.42 1 0.00“
rvival rate (34) 13.19 1 9.52‘ 34.13 1 1.21‘ 30.95 1 4.13‘ 76.37 :1: 7.65’ 76.98 1 8.36‘

sults from Tukey One-way ANOVA

'atments with mean values in same row with different superscripts differ significantly (P<0.05)
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The experiment was carried out in 6 m2 concrete tanks, with a mud bottom and stocked
with 7 post larvae (PL 20) of Penaeus monodon m'2 (0.015 1 0.01 g). 25% dietary
protein feed with addition of each carbohydrate source, tapioca flour (T), wheat flour
(W), rice flour (R), potato flour (P) and yam flour (Y) were mixed with pond water and
apply to the water column followed by the first feeding during morning. The results
reveled that the additions of various type of carbohydrate was useful in reducing the
total ammonia nitrogen (TAN) and nitrate-N production in the water and sediment
through no significant variations (P>0.05) were observed among treatments. Addition of
various carbohydrate increased the total heterotrophic bacteria (THB) population in the
water and soil. Higher specific growth rate (SGR) and feed conversion ratio (FCR) were
recorded in various treatment. The survival of the shrimp was not affected by the
treatments (P>0.05) (Table 1). The results of the addition of carbohydrate to the water
column proved that the cheap carbon source used has the ability to control inorganic
nitrogen production and it benefited to the extensive culture practice. The carbon
metabolism and nitrogen immobilizing bacterial processes by microorganism use
carbohydrate as a food to produce proteins and new cells it helps to (1) increase shrimp
yield in culture (2) reduced the feed cost by low demand for supplemental feed protein
(3) reduce the inorganic nitrogen level by increasing the survival rate.

Elble 1

ilfect of carbohydrate addition on weight, shrimp yield, SGR, FCR,

-gifid survival of Penaeus monodon in outdoor trial
Treatments (Mean 1 SD)P Y R W T

itdiuidual shrimp weight gain (g) 25.9 1 0.3‘
ilei shrimp yield (g/m2) 147 1 7.9‘
tpecific growth rate (SGR) 6.76 1 0.01’
feed convertion ratio (FCR) 1.19 1 0.06’
°r0tein efficiency ratio (PER) 3.3 1 0.18’
Feed convertion effect (%) 84.33 1 4.51“

25.8 1 0.5’

143.7 1 11.5°

6.75 1 0.02“

1.22 1 0.10’

3.23 1 0.26’

82.4 1 6.60’

25.8 1 0.4“

142.1 1 6.1’

6.75 1 0.02“

1.23 1 0.05’

3.2 1 0.14’

81.49 1 3.51’

26 1 0.4‘

145.7 1 13.1’

6.76 1 0.02’

1.2 1 0.11’

3.28 1 0.30’

03.50 1 7.50‘ 01.09 1 4.40“
lverage daily weight gain (ADG) 0.215 1 0.002‘ 0.215 1 0.003‘ 0.215 1 0.003’ 0.215 1 0.003’ 0.214 1 0.002"

25.7 1 0.3’

141.4 1 7.8“

6.75 1 0.01’

1.24 1 0.07“

3.10 1 0.10’

iurvival rate (%) 80.95 1 4.83 79.37 1 5.08 78.57 1 2.48 80.16 1 6.0“ 78.57 1 4.1“
lesults from Tukey One-way ANOVA

Lreatments with mean values in same row with different superscripts differ significantly (P<0.05)
I
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