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ABSTRACT

Pond soil cores were obtained from six ponds in Thailand. Cores were segmented into 2-cm-long segments, which were
analyzed for texture, bulk density, pH, organic carbon, and major and minor nutrients. The resulting information increases the
data base for use in presenting a concept of pond soil development and for preparation of a pond soil classification system. The
six ponds in Thailand had profiles with discernible layers (horizons). Bulk density tended to increase with depth in the profile.
Concentrations of carbon, nitrogen, and phosphorus decreased with depth, but sulfur concentration increased with depth.
Concentrations of mineral nutrients were within the ranges of values found at other sites sampled during this project. There
was considerable variation in bottom soil pH estimates made by the several methods used in aquaculture. The simplest and
most reliable method, direct insertion of a standard pH probe into a 1:1 mixture of dry soil (dried at 40°C and pulverized to

pass through a 2.36-mm screen) and distilled water, should be adopted as a standard procedure.

INTRODUCTION

This report contains data on physical and chemical
properties of pond soils from freshwater fish ponds at the
former PD/A CRSP site at the Thailand Department of
Fisheries Ayutthaya Fisheries Station and from shrimp
ponds at Banggachi, Thailand. In addition, results of
comparisons of different methods of measuring pond soil
pH are included. This work was done because we became
aware during conduct of this research that many different
methods of soil pH measurement were being used in
aquaculture. Therefore, our objective was to obtain
background data for use in recommending a standard pond
soil pH procedure.

During June 2000 we were able to collect additional pond
soil cores for physical and chemical analyses from ponds in
Brazil and from the PD/A CRSP site in the Philippines.
However, it will take several months to complete all of the
analyses.

MATERIALS AND METHODS
Three ponds at the Ayutthaya Fisheries Station were sampled

on 6 September 1999 and three ponds on a shrimp farm at
Banggachi were sampled on 9 September 1999.

Analyses of Pond Soil Cores from Thailand

Soil cores were taken with a hand-operated, 5-cm diameter
core sampler (Wildlife Supply Company, Saginaw, Michigan,
USA, Model No. 242A15). Procedures for separating the cores
into successive 2-cm long core segments were described by
Munsiri et al. (1995). Core segments were dried at 102°C
(moisture content and dry bulk density) or 60°C (other
analyses) and transported to Auburn University for analyses.

Samples were analyzed for moisture content (gravimetry), dry
bulk density (gravimetry), color (Munsell color chart), dry soil
pH (1:1 slurry of dry soil and distilled water, glass electrode),
exchangeable acidity (Adams-Evans buffer method), total carbon
and nitrogen (Leco CHN Analyzer), total sulfur (Leco Sulfur
Analyzer), and acid-extractable phosphorus and metal ions
(extraction in a 0.075 N acid solution of 0.05 N HCl plus 0.025 N
H,SO, followed by plasma spectrophotometry), and distilled-
water extractable phosphorus. Particle size analyses of samples
were made by the pipette method. All methods followed details
provided by Munsiri et al. (1995) and Boyd and Munsiri (1996).

Soil pH Measurement

Many soil samples used in this study had been retained from
earlier research projects on soils from the United States,
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Honduras, Thailand, Indonesia, Madagascar, and Ecuador.
Samples were taken from the upper 5-cm layers of pond
bottoms of both brackishwater ponds (saline soils) and
freshwater ponds (non-saline soils). All samples had been
dried at 60°C in a forced-draft oven and pulverized to pass a
screen with 0.85-mm openings. Additional samples for pH
measurement were obtained during routine soil sampling at
PD/A CRSP sites in Thailand, Honduras, Peru, Kenya, and the
United States.

A series of 23 freshwater pond samples and 24 brackishwater
pond samples were analyzed for pH (1:1 dry pulverized
soil:distilled water) with a combination electrode and with dual
electrodes. The pH was measured in two ways with dual
electrodes: 1) the dual electrodes were inserted into the mixture
and pH measured while stirring, or 2) the reference electrode
was held in the supernatant and the glass electrode inserted into
the sediment. The pH of these samples was also determined in
soil:distilled water ratios of 1:2.5, 1:5, and 1:10; in 1:2 mixtures of
s0il:0.01 M CaCl,; and in 1:2.5 mixtures of s0il:1.00 M KCI using
the combination electrode only. In addition, seven replicates of
three samples from each series (low, medium, and high pH) were
analyzed using the different soil:liquid mixtures and the
combination electrode in order to estimate precision of

Table 1. Concentrations of moisture, dry bulk density, pH, and
exchangeable acidity in pond soil profiles from Ayutthaya
and Banggachi, Thailand.

Depth Moisture  Dry Bulk pH Exchangeable
(cm) (%) Density Acidity
(g cm?) (meq (100 g)*)
AYUTTHAYA
0-2 4179 +£187.8 0.34 £0.02 6.80+0.09 5.05+0.72
2-4 239.6+67.3 044 +0.03 6.53+0.07 5.60+0.46
4-6 240.0+849 045+0.03 635+0.10 5.87+0.53
6-8 279.2+140.8 0.50+£0.02 6.43+0.14 5.60+0.46
8-10  159.5+326 0.52+0.01 6.28+0.13 6.40+0.46
10-12 1487272 052+0.02 628+012 7.63+0.69
12-14  141.6+19.7 053+0.02 6.40+0.15 6.67+0.27
14-16 1528 £30.2 047 +0.03 6.45+0.16 6.40+0.00
16-18  1439+17.6 052+0.03 6.47+0.16 6.40+0.80
18-20  160.0+40.1 0.54+0.01 6.60+0.23 6.40+0.92
20-22  1372+291 057+0.02 652+022 5.07+0.27
22-24  132.6+209 056+0.01 657+026 6.13+0.71
24-26  143.0+29.6 0.56+0.02 642+031 5.76+0.49
26-28 110.1+5.0 054+0.02 640+025 6.03+0.23
28-30 106.3+52 058+0.02 642+0.37 5.76+0.49
30-32 101.2+69 0.63+0.03 643+032 5.76+0.49
32-34 94.6+75 0.66+0.02 637+035 693+0.53
34-36 85.8+33 076+0.01 6.52+031 5.87+0.53
36-38 86.1+21 0.74+0.03 6.73+010 6.13+0.71
38-40 799+55 0.64+0.05 6.67+0.08 6.13+0.27
40-42 81.7+120 0.73+0.06 6.55+0.05 5.87+0.71
42-44 84.0+20 071+£0.02 657+012 5.87+0.71
44-46  113.0+435 0.71+0.07 6.52+0.07 5.87+0.71
BANGGACHI
0-2 1839 +262 044+0.03 6.57+020 7.53+0.71
2-4 1122 +13.7 059+0.07 658+0.19 7.20+1.22
4-6 108.4+15.1 0.63+0.09 6.32+0.24 9.33+237
6-8 113.7+104 0.60+0.07 6.08+0.28 11.20+2.77
8-10 1144+16.0 0.60+0.08 595+0.22 917+2.74
10-12 121.7+55 054+0.03 577+035 891+2.02
12-14  1202+08 054+0.02 587+039 853+218
14-16  111.8+3.6 0.60+0.02 6.00+0.43 8.00+3.03

measurements. Stirring was applied intermittently with a glass
rod for periods of 10 to 15 s at 4- to 5-min intervals for 30 min
before measuring pH. Stirring also was applied during pH
measurement except where the soil was allowed to settle so that
the reference electrode could be held in the supernatant and the
glass electrode held in the sediment.

Fresh, wet samples from ponds at Auburn University and
PD/A CRSP sites in Thailand, Honduras, Peru, and Kenya were
subjected to direct pH measurement by inserting a combination
electrode into the wet soil (upper 5-cm layer) and stirring gently
with a glass rod. Samples were then dried at 60°C in a forced-
draft oven and pulverized for pH determination in a 1:1
soil:distilled water mixture with a combination electrode.

To determine the influence of time on the pH measurement,
triplicates of non-saline and saline soil samples were mixed at
a 1:1 ratio with distilled water, and pH was measured with the
combination electrode at 2-min intervals.

The influence of drying temperature and particle size on pH
was evaluated. Samples of bottom soils from ponds on the
Auburn University Fisheries Resource Unit heated to 40°C,
60°C, and 102°C in a forced-draft oven were pulverized to pass
screens with the following United States Standard Sieve Series
numbers and opening sizes: Number 8, 2.36 mm; Number 20,
0.85 mm; Number 40, 0.425 mm; Number 60, 0.25 mm;
Number 100, 0.149 mm; and Number 270, 0.053 mm. The pH
measurements were made by a combination electrode in 1:1
soil:distilled water mixtures.

The influence of stirring during the pH measurement was
compared to not stirring on a series of soil samples. Also, for
selected samples, the soil:water mixtures were filtered through
fine filter paper (Whatman Number 42), and the pH measured
in the mixture was compared to the pH of filtrate.

A new KelwayD Soil Acidity and Moisture Tester, Model HB-2
was obtained. Dry pulverized soils (500 g) from nine brackish-
water ponds and eleven freshwater ponds were placed in
plastic containers and thoroughly mixed with enough water to
provide a 25% moisture content. The soil acidity tester was
inserted into the soil, and the soil was pressed around the
tester to assure close contact. The pH was measured according
to the manufacturer’s instructions. Another portion of each soil
sample was used for pH determination by a combination
electrode in 1:1 soil:distilled water mixtures. In another trial,
dry pulverized soil from a freshwater pond at Auburn
University was treated by filling the pore space in different
aliquots with water of 0, 0.17, 0.34, 0.68, 1.36, 2.72, 5.44, 10.2,
15.0, and 30% salinity. Soils were dried and pH was measured
by the soil acidity tester and the standard pH meter with the
combination electrode as described above.

Statistical analyses included t-tests, Duncan’s multiple range test,
regression analysis, and tests to determine if slopes and inter-
cepts of regression lines differed from 1.0 and 0.0, respectively.
The statistical package SigmaStat was used (SPSS, 1997).

REsuLTs AND DiscussioN
Characteristics of Cores

The moisture content of soil was greatest in the 0-2 cm layer
at Ayutthaya and Banggachi (Table 1). At Ayutthaya, soil



Ponp DyNAMICcs RESEARCH 3

moisture content decreased rapidly with depth, but at
Banggachi there was little difference in soil moisture between
the 2—4 cm layer and deeper layers. Ponds at both sites

were in low-laying areas, and the groundwater level was
apparently contiguous with the water-saturated bottom soil.
Thus, although dry bulk density of soil increased with depth
(Table 1), we were unable to core to depths with bulk density
of1.0g m™ and above as has been the case in ponds at other
sites sampled during this research effort (Munsiri et al., 1995;
Boyd et al., 1998, 1999, 2000). Soil color did not change
appreciably with depth in the cores (Table 2), so the soils
apparently were not as highly reduced as most of the other
pond soils sampled in this project (Munsiri et al., 1995; Boyd
etal., 1998, 1999, 2000).

Because of the variation that occurs by using different
measurement techniques for soil pH (see section on Soil pH
Measurement), we decided against measuring wet soil pH.
The dry soil pH appears to be a more reliable method for
soil pH (see section on Soil pH Measurement), so we only
made this measurement. The dry soil pH (Table 1) was
greatest in the surface 0-2 and 2—-4 cm layers and tended to
decrease with depth in the cores. However, there was some
variation within this pattern. For example, in the cores

from ponds at Ayutthaya, the pH was 6.80 in the 0-2 cm
layer, 6.28 in the 8-10 cm layer, 6.57 in the 22-24 cm layer,
and 6.37 in the 32-34 cm layer. The soils at both sites did

not have particularly low pH; most values exceeded 6.

Therefore, it was not surprising that exchangeable acidity
was rather low and usually below 7 meq (100 g)! and 10
meq (100 g)™! in samples from Ayutthaya and Banggachi,
respectively (Table 1).

Total carbon concentrations were between 0.72 and 1.40% at
Ayutthaya and 2.34 and 4.49% at Banggachi (Table 3). The
ponds at Banggachi were operated for intensive shrimp
production, and they had much higher inputs of nutrients
and organic matter than ponds at Ayutthaya. This probably is
the reason for the difference in carbon concentration. There
was a distinct decrease in carbon concentration with depth in
the soil profiles at both sites. Nitrogen concentrations at
Ayutthaya were between 0.12 and 0.23% (Table 3), and
carbon:nitrogen ratios were approximately 6. At Banggachi,
nitrogen concentrations were 0.23 to 0.28% (Table 3), and
carbon:nitrogen ratios were approximately 10 to 16. Nitrogen
concentrations declined with depth in the soil profile at
Ayutthaya but not at Banggachi.

Total sulfur concentration ranged from 0.07% in the 0-2 cm
layer to a maximum of 0.32% in the 20-22 ¢cm layer in ponds

at Ayutthaya (Table 3). Sulfur concentrations tended to be
higher below a depth of 20 cm than in upper layers. Soils in
ponds at Ayutthaya had fairly high concentrations of sulfur

for a freshwater site, but they were much lower in sulfur
concentration than the brackishwater ponds at Banggachi
(Table 3). Sulfur concentrations in pond cores at Banggachi
exceeded 0.5% at all depths, and the soils below 10 cm depth
can be considered potential acid-sulfate soils because they
contain more than 0.75% sulfur (Soil Survey Staff, 1994).
Acid-extractable phosphorus concentrations in the samples from
Ayutthaya ranged from 18.7 to 28.7 ppm with no clear indication
of increases or decreases with depth (Table 3). At Banggachi,
acid-extractable phosphorus concentrations were between 38.3
and 47.0 ppm (Table 3), and no trend in concentration with depth
was apparent. Concentrations of water-extractable phosphorus

Table 2.  Profile for color in soil cores from bottoms of aquaculture ponds from Ayutthaya and Banggachi, Thailand. Color values are given as
standard Munsell Color Chart Units. Each entry is the value of a particular pond.
Depth Ayutthaya Banggachi
(cm)
Pond 9 Pond 10 Pond 11 Pond 1 Pond 2 Pond 3

0-2 5Y4/1 5Y 4/1 5Y4/1 25Y 2571 25Y 2571 25Y 2571
2-4 5Y4/1 5Y 2571 5Y4/1 2.5Y4/2 25Y4/1 25Y4/1
4-6 5Y4/1 5Y 2571 5Y4/1 2.5Y4/2 25Y5/1 25Y4/1
6-8 5Y4/1 5Y4/1 5Y4/1 25Y 2571 25Y5/1 25Y5/1
8-10 5Y4/1 5Y4/1 5Y4/1 25Y3/1 25Y5/1 2.5Y 4/2

10-12 5Y 4/1 5Y 4/1 5Y 4/1 25Y5/1 25Y5/1 2.5Y 4/2

12-14 5Y 4/1 5Y 4/1 5Y 4/1 25Y5/1 25Y5/1 25Y 2571

14-16 5Y 4/1 5Y 2571 5Y 4/1 25Y5/1 25Y5/1 25Y4/1

16-18 5Y 4/1 5Y 2571 5Y 4/1

18-20 5Y 4/1 5Y 2571 5Y5/1

20-22 5Y 3/1 5Y 2571 5Y5/1

22-24 5Y 3/1 5Y 2571 5Y5/1

24-26 5Y 2571 5Y 2571 5Y5/1

26-28 5Y 2571 5Y 2571 5Y5/1

28-30 5Y 2571 5Y 2571 5Y5/1

30-32 5Y 2571 5Y 2571 5Y5/1

32-34 5Y 2571 5Y 2571 5Y5/1

34-36 5Y 2571 5Y 2,571 5Y5/1

36-38 5Y 2571 5Y 2571 5Y 4/1

38-40 5Y 2,571 5Y 2.5/1 5Y 4/1

40-42 5Y 2.5/1 5Y 3/1 5Y 4/1

42-44 5Y 2571 5Y 3/1 5Y 4/1

44-46 5Y 4/1 5Y 4/1 5Y 4/1

Note:

1—gray

5Y 2.5/1—black; 5Y 3/1—very dark gray; 5Y 4/1—dark gray; 5Y 5/1—gray; 2.5Y 2.5/1—black; 2.5Y 3/1—very dark gray; 2.5Y 4/1—dark gray; 2.5Y 4/2—dark grayish brown; 2.5Y 5/



4 EIGHTEENTH ANNUAL TECHNICAL REPORT

often varied considerably between adjacent layers in soil cores
from Ayutthaya (Table 3), but there was a general tendency

for concentrations to decline with depth. The 0-2 cm layer
contained 0.92 ppm water-extractable phosphorus. This is a high
concentration, which probably resulted from recent applications
of phosphate fertilizer to ponds. Boyd and Munsiri (1996)
demonstrated that fertilizer phosphorus recently adsorbed by
pond soil is more readily released than other forms of soil
phosphorus. Water-extractable phosphorus concentrations were
low at all depths in samples from Banggachi.

Concentrations of calcium and magnesium are provided in Table
4. The high concentrations of calcium and magnesium in soil
samples from freshwater ponds at Ayutthaya are surprising.

Soil pH is less than 7 at this site, suggesting that free carbonates
are not present in the soil; so the source of the calcium and
magnesium is not due to naturally occurring calcium and
magnesium carbonates. Also, the increase in calcium with depth
suggests that applications of calcium to the water in liming
materials or gypsum also is not a likely source of the calcium.
Magnesium concentrations tended to decline with increasing
depth in the soil profile at Ayutthaya. The soil cores from the
ponds at Banggachi were higher in calcium and magnesium than
those from Ayutthaya (Table 4). Of course, brackishwater ponds

typically are higher in calcium and magnesium because these
two ions have high concentrations in brackishwater.

Potassium and sodium concentrations also were relatively high
in soil cores from ponds at Ayutthaya (Table 4) as compared to
many freshwater pond soils. For example, most soils from
freshwater ponds contained less than 100 ppm each of sodium
and potassium (Boyd et al., 1994). Sodium and potassium
concentrations tended to be higher in upper layers of soil

than in deeper layers at Ayutthaya. Brackishwater has high
concentrations of sodium and potassium, so it is not surprising
that these two elements were more concentrated in soils at
Banggachi than in soils at Ayutthaya (Table 4).

Concentrations of iron, manganese, zinc, and copper in pond
soils at Ayutthaya and Banggachi (Table 5) were within
ranges of minor element concentrations normally found in
freshwater and brackishwater pond soils (Boyd et al., 1994,
1998, 1999, 2000). There are no interesting points to discuss
about the minor elements.

Soils at both sites were categorized as clays or silty clays (Table 6).
At Ayutthaya, clay concentrations were generally between 50
and 60% at all depths, and there was no distinct layering of clay

Table 3. Concentrations of total carbon, total nitrogen, total sulfur, acid-extracted phosphorus, and water-soluble phosphorus in pond soil profiles
from Ayutthaya and Banggachi, Thailand.
Depth Total Carbon Total Nitrogen Total Sulfur Acid-Extracted Water-Soluble
(cm) (%) (%) (%) Phosphorus Phosphorus
(ppm) (ppm)
AYUTTHAYA
0-2 1.40 £ 0.19 0.23 = 0.04 0.07 £ 0.01 28.7+0.7 0.92 +0.46
2-4 1.37 £0.16 0.20+0.01 0.15 = 0.04 247 £3.5 0.05 +0.02
4-6 1.27 £ 0.12 0.19 £ 0.02 0.11 = 0.04 25.0+4.6 0.18 £0.15
6-8 1.17 £ 0.05 0.19 £ 0.01 0.12 +0.01 29.3+3.0 0.42 +0.37
8-10 1.08 £ 0.11 0.18 = 0.03 0.10 £ 0.01 25.6 £5.5 0.85+0.45
10-12 1.06 = 0.09 0.17 £ 0.02 0.12 £ 0.02 27.3+0.3 0.16 £ 0.12
12-14 1.04 + 0.08 0.18 £ 0.02 0.09 = 0.00 27.0+0.6 0.06 = 0.03
14-16 1.04 = 0.04 0.17 £ 0.01 0.08 = 0.02 243+3.2 0.15+0.14
16-18 1.04 £ 0.10 0.18 = 0.04 0.09 = 0.02 21.0+0.0 0.51+048
18-20 1.06 £ 0.11 0.19 £ 0.02 0.09 = 0.03 19.7+0.3 0.32+£0.29
20-22 112 £0.14 0.19 = 0.02 0.32 +£0.20 26.3+1.5 0.08 = 0.04
22-24 0.95 = 0.05 0.16 = 0.00 0.16 = 0.09 19.7 +3.7 0.46 = 0.42
24-26 0.95+0.12 0.17 £ 0.03 0.16 = 0.08 20319 0.04 £0.01
26-28 092 +0.11 0.16 = 0.02 0.22 = 0.06 20.7+0.3 0.05+0.01
28-30 0.95+0.13 0.16 = 0.02 0.19 = 0.05 247 £3.9 0.05+0.01
30-32 0.93 = 0.09 0.16 = 0.02 0.19 = 0.06 25021 0.04 = 0.01
32-34 0.92 +0.06 0.17 £ 0.02 0.18 = 0.04 22.3+3.5 0.04 = 0.01
34-36 0.93 +£0.02 0.16 = 0.01 0.15 = 0.04 27764 0.05 +0.01
36-38 0.85 = 0.05 0.15+0.02 0.16 = 0.03 26.0+4.7 0.04 £ 0.01
38-40 0.86 = 0.04 0.15+0.03 0.16 = 0.03 21.7+£5.7 0.12 £ 0.08
40-42 0.95 +0.03 0.19 = 0.00 0.23 +0.01 23.0+3.8 0.02 = 0.00
42-44 0.76 £ 0.16 0.14 £ 0.03 0.15 = 0.04 26.3+4.7 0.03 +0.01
44-46 0.72+£0.11 0.12 £ 0.01 0.23+£0.01 18.7+4.5 0.03 = 0.00
BANGGACHI
0-2 449 +0.77 0.28 £ 0.03 0.71 £0.19 47.0+£9.6 0.04 £ 0.01
2-4 4.08 £0.84 0.24 £0.01 0.64 £0.16 43.7£4.3 0.07 £ 0.03
4-6 3.89 £ 0.83 0.26 = 0.01 0.68 +0.21 46.0+£4.0 0.07 £ 0.04
6-8 3.62+£0.78 0.27 £ 0.02 0.78 £ 0.30 453+74 0.08 £ 0.05
8-10 3.13 £0.47 0.25+0.01 0.53 = 0.30 46.3 +8.0 0.06 = 0.03
10-12 2.77 £ 0.37 0.23 £ 0.00 0.78 £ 0.27 45.0+10.5 0.07 £ 0.04
12-14 274+ 0.71 0.23 £0.02 0.97 £ 0.38 42.0+25 0.06 = 0.03
14-16 2.34 £ 0.58 0.24 £0.01 0.92 £0.49 383+11.4 0.05 + 0.04
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Table 4. Concentrations of calcium, magnesium, sodium, and potassium in pond soil profiles from Ayutthaya and Banggachi, Thailand.
Depth Calcium Magnesium Sodium Potassium
(cm) (ppm) (ppm) (ppm) (ppm)
AYUTTHAYA

0-2 5,404 +736 2,539 +190 906 =167 354 £21
2-4 5334 +614 2,474 +259 659 £91 357 27
4-6 5,570 +914 2,434 +217 727 £105 348 15
6-8 5,543 + 640 2,309 +205 597 + 65 336 =10
8-10 5,164 +1137 1,933 +128 565 =109 299 =33
10-12 5,827 +457 2,126 +110 547 +50 314 +3
12-14 5,897 +480 2,119 +83 667 =82 314 =13
14-16 6,037 +363 2,119 +96 562 +47 309 =16
16-18 6,714 +713 2,117 +114 531 £51 294 =13
18-20 6,817 +571 2,084 +132 689 =83 292 £11
20-22 7,967 +1,106 2,414 +390 4,834 +4,304 411 +115
22-24 7,539 1,000 2,041 +144 545 + 63 279 =14
24-26 7,203 +1,023 2,064 +142 626 =10 281 +17
26-28 7,396 +1,346 2,071 +132 528 +73 272 25
28-30 7,752 +1,473 2,014 +120 570 52 262 =33
30-32 8,053 +1,046 2,009 +148 547 +138 259 +£22
32-34 8,114 +940 1,990 +125 484 +75 248 +24
34-36 7,988 + 845 1,994 +153 486 + 88 248 =21
36-38 7,804 +994 1,934 +122 479 +80 250 £22
38-40 9,029 +304 1,916 +113 590 +132 233 +£22
40-42 8,490 +369 1,980 +107 529 +100 247 +24
42-44 8,105 +363 1,863 =195 512 +132 222 +47
44-46 9,528 +151 1,885 +140 558 +157 209 =26
BANGGACHI
0-2 5,521 +356 4,519 186 16,004 +1,866 1,120 +97
2-4 3,808 +164 3,958 + 81 14,637 + 1,864 1,172 76
4-6 3,484 +346 3,868 +267 15,779 +2,772 1,279 =67
6-8 3,804 +748 3,984 + 528 16,750 + 3,790 1,260 +118
8-10 3,712 +1,014 3,874 +536 17,965 +4,214 1,318 +113
10-12 4,917 £1,990 4,067 + 640 19,773 +5,150 1,349 +124
12-14 5,575 +2,247 4,132 +251 21,566 + 5,249 1,300 +73
14-16 5,751 +1,821 3,695 +445 15,645 +2,543 1,145 +279

concentrations (Table 7). Most of the remaining particles were silt
sized. At Banggachi, clay content was 40 to 45% in the upper
12-cm layer of the profile and about 30% in the deeper layer
(Table 7). Silt content tended to increase as clay content decreased.
Sand comprised 8 to 12% of particles in soils at Banggachi.

This project on pond soils has resulted in a large amount of
information on the characteristics of pond soil cores. Samples
have been collected as follows: Thailand, four sites (15 ponds);
Philippines, one site (3 ponds); Honduras, two sites (6 ponds);
Kenya, one site (3 ponds); Brazil, two sites (6 ponds); Peru,

2 sites (6 ponds); and the United States, five sites (18 ponds).
We have completed all analyses other than analyses for
samples from Brazil and the Philippines. These analyses
should be completed by October or November 2000.

Pond Soil Profile Development

We have obtained cores from ponds that range from 2 to 52
years in age. Even the youngest ponds developed profiles with
distinct layers (horizons). The thicknesses of the S and M
horizons (Munsiri et al., 1995) tend to increase with pond age.
Concentrations of organic matter are usually low in new
ponds, and quickly increase to 2 to 4% in the S horizon and 1 to
3% in the M horizon. Afterwards, there seems to be little
change in organic matter concentration with increasing pond

age, but the thicknesses of the S and M horizons tend to
increase over time. Aquaculture activities also influence
bottom soil profiles as upper layers of soil tend to have greater
concentrations of phosphorus as a result of fertilization and a
higher pH and calcium and magnesium concentrations as a
result of liming. The dominant processes in pond soil de-
velopment appear to be external inputs of mineral sediment
(soil particles), internal input of organic sediment (dead
plankton), internal resuspension and resedimentation, and
changes in soil properties resulting from nutrient and lime
inputs. Soil profile development appears to be much faster
than in terrestrial soils, because the soil was already developed
before ponds were constructed. Thus, the parent material for
pond bottom soil development is the soil in the pond bottom
and soil particles entering as suspended solids from the water
supply. The particle size distribution, the nature of the clay
minerals, and the acidity of this material influences the
characteristics of pond soil profiles and horizons, but the major
factor leading to formation of profiles and horizons in pond
soils is sedimentation.

Examination of the data suggests that the factors around which
to develop a pond soil classification system are:

e Thicknesses of S and M horizons,

* Bulk density of S horizon,

* pH and acidity of S horizon,
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Organic carbon and C/N ratio,
Total sulfur concentration,

Cation exchange capacity, and
Texture (particle size distribution).

As soon as all of the chemical analyses have been completed,
we will begin preparation of the pond soil classification
system.

Pond Soil pH Measurement

Values for pH obtained from samples by both dual electrodes
and combination electrodes with electrodes inserted into the
soil-water mixture were highly correlated (Figure 1) for both
non-saline and saline soil. The slopes and intercepts of the
regression lines did not differ from 1.0 and 0.0 (P > 0.05).
Means of pH measured for replicate samples by the two
methods did not differ for the six samples (Table 8). There were
no differences in the precision of the two methods based on F-
tests of variances (P > 0.05). Thus, a combination electrode and
dual electrodes should provide comparable pH readings when
inserted into a mixture of soil and distilled water. The small
differences of 0.05 to 0.1 pH units sometimes observed in this
study between the dual electrodes and the combination
electrode were attributed to experimental error.

Table 5. Concentrations of iron, manganese, zinc, and copper in pond
soil profiles from Ayutthaya and Banggachi, Thailand.
Depth Iron Manganese Zinc Copper
(cm) (ppm) (ppm) (ppm) (ppm)
AYUTTHAYA
0-2 388 +83 688 +29 13.67+0.88  7.00 = 0.58
2-4 464 =73 657 £21 14.67 +2.19  7.67 £0.33
4-6 511 +£97 666 +29 14.00+1.53  7.33+0.33
6-8 523 £99 687 =49 1433 +0.67  7.67 +0.33
8-10 507 +146 588 +103 13.33+1.20 7.33+0.33
10-12 565 +67 635 +64 16.33+0.67 833 +0.33
12-14 652 +91 614 + 66 17.67+1.20  8.33+0.33
14-16 688 £92 631 +67 19.00+0.58  8.67 = 0.67
16-18 667 +90 636 =71 19.33+0.88  8.33+0.88
18-20 660 +£119 614 +75 18.67 +0.88  8.33 +0.88
20-22 540 +105 574 +81 16.33+3.18  5.33+2.67
22-24 557 +194 585 +69 16.33+1.45  6.00 = 2.08
24-26 709 +128 573 84 17.00+1.53  6.67 + 1.86
26-28 703 +244 589 +79 16.33+1.76  6.00 « 3.06
28-30 661 +274 546 +55 15.67 +3.84  6.00 + 3.06
30-32 669 +£129 544 +25 16.00+1.73  6.33 £1.67
32-34 469 £212 544 +29 1533 +2.33  5.00 = 2.00
34-36 516+121 532 +£19 14.67 +2.19  5.67 £2.19
36-38 647 161 547 +34 15.67+1.67  6.33 +£2.03
38-40 504 +92 529 +45 13.67+1.76 ~ 3.00 +1.73
40-42 600 +94 538 +28 16.67 £2.67  6.33 £1.67
42-44 869 £127 801 £168 15.33+5.78  5.67 £2.96
44-46 511 +87 566 +48 13.00+3.21  3.00 £ 1.53
BANGGACHI
0-2 345 + 66 167 £63 12.33+2.19  0.00 + 0.00
2-4 590 +£113 103 =35 11.33+1.86  0.33+0.33
4-6 760 £ 194 91 27 17.00 +£5.51 0.67 = 0.67
6-8 796 +146 98 +35 18.67 +7.45 1.33 + 0.67
8-10 794 =149 106 =47 12.67 +5.78 1.33 + 0.67
10-12 713 +71 132 +58 12.33+5.04  1.00 + 0.58
12-14 534 +208 142 +49 14.00 +10.54 0.67 = 0.67
14-16 747 =154 236 +95 18.67 +9.68 1.67 = 0.33

There was a strong correlation between soil pH determined
with the dual electrodes and the combination electrode when
the dual electrodes were arranged with the indicating
electrode in the sediment and the reference electrode in the
supernatant (Figure 2). However, at P = 0.05 the slope of the
regression line did not equal 1.0 and the intercept did not
equal 0.0 for non-saline soil, and while the intercept was

0.0 for saline soil, the slope did not equal 1.0. The difference in
pH measured by the combination electrode and pH measured
by dual electrodes with the indicating electrode in the
sediment and the reference electrode in the supernatant
ranged from -0.25 to 0.35 (average = 0.23) for non-saline soil
and from -0.80 to 0.39 (average = 0.17) for saline soil. By use
of regression equations, it was found that the difference in
pH by the two methods decreased from —-0.38 pH units at

pH 4 to —0.28 pH units at pH 8 for non-saline soils and

from 0.22 pH units at pH 4 to -0.06 pH units at pH 8 for

saline soils.

Although the method of inserting the indicating electrode in
the sediment and the reference electrode in the supernatant
theoretically minimizes liquid junction and suspension effects
on soil pH measurements, the differences in pH values
obtained by the two methods do not appear large enough to
justify the greater difficulty in positioning the two electrodes at
different positions in the soil:distilled water medium. The high
correlation between the two procedures also justifies the use of
the easier method of inserting either a combination electrode
or the dual electrodes directly into the sediment and
measuring pH while stirring.

Values for pH measured at 1:1 soil:distilled water ratios were
lower than pH values obtained at smaller soil:distilled water
ratios (Figure 3; Tables 9 and 10) over the entire pH range
considered. Average decreases in pH between the 1:1 soil:water

Table 6.  Profile for soil texture in soil cores from bottoms of
aquaculture ponds from Ayutthaya and Banggachi,
Thailand. Each entry is the average of three ponds.

Depth Ayutthaya Banggachi

(cm)
0-2 Silty clay Silty clay
2-4 Clay Silty clay
4-6 Clay Silty clay
6-8 Silty clay Silty clay
8-10 Clay Silty clay

10-12 Clay Silty clay

12-14 Silty clay Silty clay

14-16 Silty clay Silty clay

16-18 Silty clay

18-20 Silty clay

20-22 Silty clay

22-24 Silty clay

24-26 Silty clay

26-28 Silty clay

28-30 Silty clay

30-32 Silty clay

32-34 Silty clay

34-36 Clay

36-38 Silty clay

38-40 Clay

40-42 Silty clay

42-44 Silty clay

44-46 Silty clay
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Table 7.  Profile for particle sizes in soil cores from bottoms of aquaculture ponds from Ayutthaya and Banggachi, Thailand. Averages and
standard errors are given as percentages. Each entry is the average of three ponds.
Depth Ayutthaya Banggachi
(cm)
Sand Silt Clay Sand Silt Clay
(%) (%) (%) (%) (%) (%)

0-2 1.47 +0.53 4349 +1.53 55.04 + 2.05 9.88 +3.62 47.96 +1.79 42.16 = 4.09
2-4 0.81 +0.34 39.35 +2.35 59.84 +2.36 10.85 +4.75 44.60 £1.33 4455 +4.16
4-6 0.71 + 0.06 39.87 £2.12 59.43 +2.13 8.09 +3.41 47.34 +1.30 44.57 +2.54
6-8 1.34 +0.33 43.09 £ 1.42 55.57 +1.41 9.27 +4.23 48.62 = 0.79 42.11+4.19
8-10 1.18 +0.54 39.38 + 0.63 59.44 + 0.73 10.10 £1.79 45.09 £ 1.42 44.81 +£3.03

10-12 1.08 +0.30 39.83 £1.28 59.09 £ 1.16 10.42 +£3.96 48.95+2.23 40.64 £ 6.16

12-14 1.04 +0.31 42.15+3.17 56.81 + 2.95 11.62 £5.10 56.05 + 6.91 32.33 £ 9.50

14-16 0.78 = 0.07 40.88 £ 1.81 58.33 +1.73 11.98 £ 5.07 56.72 +4.48 31.30 + 8.57

16-18 0.70 £ 0.05 40.86 = 3.80 58.44 + 3.83

18-20 092 +£0.17 42.70 + 4.58 56.37 +4.70

20-22 0.86 +0.47 43.01 +5.72 56.13 £ 6.19

22-24 0.73 +£0.17 44.11 £ 2.79 55.16 + 2.95

24-26 0.97 £ 0.39 41.82 +£3.84 5721 +391

26-28 0.80 = 0.20 41.91 + 3.81 57.29 +4.01

28-30 0.48 = 0.06 44.29 +2.92 55.23 +291

30-32 0.76 +0.10 43.86 + 2.60 55.37 +2.68

32-34 0.80 = 0.23 4173 +1.15 57.47 +1.35

34-36 0.85+0.14 35.35 + 6.54 63.80 + 6.44

36-38 1.19+£0.11 48.19 +5.29 50.61 +5.23

38-40 1.21 £ 0.31 37.60 + 591 61.19 = 6.14

40-42 1.34 £ 0.45 4224 +1.32 56.43 +1.37

42-44 0.95 +0.10 4410 +1.52 54.95 +1.61

44-46 1.97 £ 041 44.35 + 1.64 53.68 +1.38

ratios and the 1:2.5, 1:5, and 1:10 ratios were 0.16, 0.32, and
0.47 pH units, respectively for non-saline soils. For saline

soils, these decreases were 0.22, 0.41, and 0.58, respectively.
Based on regression equations, differences in pH did not
change appreciably with pH over the pH range of the samples.
However, at P = 0.05 the slopes usually did not equal 1.0 and
the intercepts did not equal 0.0 for the regression lines of pH in
1:1 soil:water ratios versus the other ratios. Variation in
repeated measurements was usually less (P < 0.05) at the

1:1 soil:distilled water ratio than at other soil:distilled water
ratios (Tables 9 and 10).

It seems prudent to use 1:1 soil:distilled water ratios in pond
soil pH measurement because most of the recommendations
regarding pond soil pH have been developed for 1:1 soil:water

Table 8. Means + SD for the pH of seven replicates of three saline and
three non-saline soil samples. The pH values were measured
with a combination electrode and dual electrodes with
electrodes inserted into 1:1 mixtures of soil and distilled water.

Electrode Type Low? Medium? High'
NON-SALINE
Dual 531+0.04* 724+0.04° 7.84+0.02°
Combination  5.31 +0.02* 7.19+0.02° 7.81+0.02°
SALINE
Dual 408+0.037 735+0.04* 8.67+0.03
Combination  4.10 +0.03* 7.34+0.04° 847+0.05°

1 Means indicated by the same letter do not differ at P = 0.05; vertical comparisons within

either non-saline or saline blocks only.

ratios; the greater soil:water ratios tended to give higher pH, and no
improvement in precision resulted from greater dilutions. For some
heavy clay soils, the 1:1 soil:distilled water ratio gives a stiff paste in
which stirring during pH measurement is difficult. In such cases,
enough distilled water may be added to provide a more fluid
mixture. This usually can be accomplished at a 1:1.5 soil:distilled
water ratio, but in some clays a 1:2 ratio may be necessary. In order
to minimize the increase in pH reading, as little extra water as
possible should be added. In practice, a 1:1 mixture can be made
initially and then water added from a squeeze bottle as necessary.

Soil pH measured in 0.01 M CaCl, and 1.00 M KCl for non-saline
soil samples was considerably lower than pH measured in a 1:1
dilution with distilled water (Tables 9 and 10; Figure 4). The pH
values determined in distilled water in electrolyte solution were
highly correlated (Figure 4), but intercepts did not equal 0.0 and
slopes did not equal 1.0 at P = 0.05. Soil pH values measured in
0.01 M CaCl, averaged 0.79 pH units lower than those for
distilled water, while in 1.00 M KCl, values averaged 0.39 pH
units lower than in distilled water. Differences between pH
measured in distilled water and in an electrolyte solution were
less for saline soil than for non-saline soil (Tables 9 and 10; Figure
4), because the saline soil samples contained soluble salts that
dissolved in the distilled water to provide electrolytes. The pH
averaged 0.04 pH units greater in 0.01 M CaCl, than in distilled
water, while pH averaged 0.32 pH units lower in 1.00 M KC1
than in distilled water. There was a strong correlation between
pH measured in electrolyte solutions and distilled water for
saline soils (Figure 4) but slopes did not equal 0.0 and intercepts
did not equal 1.0 at P = 0.05.

Electrolyte solutions and distilled water provided considerably
different values for soil pH. Precision is not better using
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Figure 1. Relationship between pH values obtained with a
combination electrode and with dual electrodes in saline and
non-saline soil samples. The electrodes were inserted into 1:1
mixtures of distilled water and soil.

electrolyte solutions, and interpretations of results obtained with
electrolyte solutions are difficult because most recommendations
about pond soil pH are based on measurements made in 1:1
soil:distilled water mixtures. Thus, there does not appear to be
any advantage to using electrolyte solutions.

Trends of difference in pH measured between or among
methods were similar for saline and non-saline soil samples.
Thus, the influence of stirring the soil:water mixtures versus
not stirring during pH measurement in 1:1 dry soil:distilled
water ratios and the difference in pH measured in filtrates versus
mixtures were only evaluated for a series of non-saline soil
samples. Even though there was a strong correlation between pH
measured with stirring and pH measured without stirring when
the combination electrode was inserted into the soil:distilled
water mixture (Figure 5), the non-stirring method always

gave higher results than the stirring method. The differences
ranged from 0.60 to 1.50 pH units (mean + SD = 0.92 + 0.27). In
addition, the pH meter drifted badly without stirring, resulting
in a longer time and greater difficulty in obtaining a reading.
Thus, stirring is necessary to obtain accurate and precise pH
measurements in a short period.

9 .
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Figure 2. Relationship between pH values obtained with a
combination electrode and dual electrodes in saline and non-
saline soil samples. The combination electrode was inserted
directly into the 1:1 mixtures of distilled water and soil; with
the dual electrodes, the glass (indicating) electrode was
inserted into the sediment phase and the reference electrode
was held in the supernatant phase (two-phase method).

There was also a good correlation between pH measured by
the combination electrode inserted into 1:1 dry soil:distilled
water mixtures and measured in the filtrate from these
mixtures (Figure 6). However, the pH measured in the filtrate
was always higher than the pH measured in the mixture. The
values measured in the filtrate were 0.1 to 1.15 pH units greater
than those in the mixture (mean + SD = 0.46 + 0.26). We do not
understand why this difference occurred, but separation of the
soil and aqueous phases does not seem appropriate because of
the discrepancy. Also, filtration is time consuming.

The particle size of samples did not have a significant effect at
P =0.05 on the pH measured in three samples dried at different
temperatures (Table 11). However, there were several differ-
ences in pH related to different drying temperatures (Table 11).
The most striking difference was the lower pH (P < 0.05) of
sample 3 when dried at 105°C as compared to 60°C or 40°C;
other differences also occurred in the data. We cannot offer a
good explanation as to why drying caused pH to change.
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Figure 3. Relationship between pH measured in saline and non-saline

Table 9.

soils with the combination electrode inserted into the 1:1 dry
soil:distilled water mixture and pH measured with the
combination electrode inserted into the other dry
soil:distilled water ratios.

Means + SD for the pH of seven replicates of three non-
saline bottom soil samples. The pH values were measured
by the combination electrode in different dilutions of
distilled water and in 0.01 M CaCl, and 1.00 M KCL

Method Low? Medium? High'

1:1 (water) 517 +0.02* 7.16+0.06° 8.01+0.02°
1:2.5 (water) 544 +0.07° 741+0.02° 8.16+0.02°
1:5 (water) 551 +0.06° 7.59+0.08" 8.26+0.03"
1:10 (water) 5.58 + 0.02° 7.62+0.06°¢ 840+0.03¢
1:1 (0.01 M CaCl,) 3.98 +0.02°¢ 6.44+0.02¢ 7.40+0.02¢
1:1 (1.00 M KCI) 3.57+£0.02¢ 716+0.02* 7.58 +0.04°¢

9 1 Non-saline soils

8 {KCl: y=—1.431+ 1.093x72=0.947
. CaCly: y =—0.675 + 1.043x;r2 = 0.957 ',‘,f
S 7.
o
I
g
= 61
o
(2]
b
s 7
I
o 4 |

3

3 4 5 6 7 8 9
pH (dry soil:distilled water)

71 Saline soils

8 >
. KCL:  y=—0.746 + 1.061x72 = 0.97
£ | CaClyy=0239+0971x r2=0.99
2
o
= 6 ;
o
a
2 5
Z
I

3 4 K

* € KCl1
2 CaC12
2 3 4 5 6 7 8 9
pH (dry soil:distilled water)

Figure 4. Relationship between pH measured in saline and non-saline
soil with the combination electrode inserted into 1:1 dry
soil:distilled water mixtures and pH measured with the
combination electrode inserted into mixtures of dry soil and
0.01 M CaCl, or 1.00 M KCl.

Table 10. Means * SD for the pH of seven replicates of three saline
bottom soil samples. The pH values were measured by the
combination electrode in different dilutions of distilled water
and in 0.01 M CaCl, and 1.00 M KCL

Method Low? Medium? High'

1:1 (water) 3.99 +£0.03° 7.01+£0.01° 793 £0.02°
1:2.5 (water) 423 £0.04° 7.31+0.02° 8.13+0.03°
1:5 (water) 442 +0.05° 751 +0.09™ 8.28 £0.04°
1:10 (water) 4.62+0.03°¢ 7.65+0.03°¢ 8.41 +£0.06 ¢
1:1(0.01 M CaCl,) 421 +0.06° 6.92 +0.04° 7.95+0.02°
1:1 (1.0 M KCl) 3.94 +0.07° 6.36 +0.01¢ 8.13 +0.02°

1

Means indicated by the same letter do not differ at P = 0.05, vertical comparisons only.

1

Means indicated by the same letter do not differ at P = 0.05; vertical comparisons only.
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Figure 5. Relationship between pH measurements made by inserting a
combination electrode into 1:1 dry soil:distilled water
mixtures and either stirring or not stirring while taking the
measurement.

However, in ponds, bottom soils seldom are exposed to
temperatures above 40°C. It seems logical that samples
dried at 40°C would be altered less in physical and chemical
properties, including pH, than samples dried at greater
temperatures. Drying at 40°C is slower than at higher
temperatures, so a forced-draft oven should be used to
accelerate drying and minimize biological changes during
drying.

The effect of stirring time (intermittent stirring during the
interval) for two samples is provided in Figure 7. The pH of
one sample increased initially and then decreased to a constant
value after 20 min. The pH of the other sample increased

y = 2.1425 + 0.763x
r2=0.8842

o¢]
1

[o)}
1

pH (in filtrate with stirring)
N

5 T T T 1
5 6 7 8 9
pH (in mixture with stirring)

Figure 6. Relationship between pH measurements made by inserting a
combination electrode into 1:1 dry soil:distilled water
mixtures and by measuring the pH in filtrates of the mixtures.

to a stable value after 20 min. This suggests that the usual
intermittent stirring for 30 min should be adequate to reach a
constant pH value.

The pH measured by inserting the combination pH electrode
directly into fresh samples of waterlogged pond soil was lower
than pH measured in 1:1 dry soil:distilled water mixtures of
samples from the PD/A CRSP sites in Thailand, Honduras,
Peru, and Kenya (Table 12). Wet soil pH and pH of dry soil in
distilled water for samples from 22 ponds at the US site
(Auburn University Fisheries Research Unit) were highly
correlated (Figure 8). The slope of the regression line did not
equal 1.0, and the intercept did not equal 0.0 at P = 0.05. The

Table 11. The pH + SD of 1:1 mixtures of dry soil and distilled water in which soil samples had been dried at three temperatures and passed

through sieves of different mesh sizes.

Temperature Sieve Mesh Size
0 (mm)

2.36 0.85 0.425 0.25 0.149 0.053
PH (SAMPLE 1)!
40 798 £0.03° 8.00 £ 0.00° 7.73 £0.03° 7.70 £0.00° 7.68 £0.03° 793 £0.08°
60 790 +0.00° 795 +0.09° 7.98 +0.05° 8.03 £0.03° 8.02 +0.03° 7.68 +0.03°
105 791+£0.01° 8.00 £ 0.00° 7.95+0.00° 8.00 £ 0.00° 7.97 +0.06° 790 +£0.00°
PH (SAMPLE 2)!
40 7.77 £0.03° 7.70 £0.00° 7.60 £0.00° 7.55+0.00° 750 +0.00° 7.58 +0.03°
60 7.74 +0.08° 7.42 +0.08° 7.23 +0.06° 7.20 £0.00° 7.25+0.00° 7.22 +0.03°
105 7.43 +041° 7.12 +£0.08 7.12 +0.03° 7.03 +0.06° 7.12 +£0.06 7.07 £0.08
pH (SAMPLE 3)"
40 6.72 +0.08° 7.05+0.05° 730+0.17° 743 +0.20° 7.10£0.00° 732 £0.03°
60 6.87 +£0.06° 6.85+0.06° 5.93 +0.03° 6.02 +0.03° 6.20 £0.10° 6.93 +0.03°
105 5.48 +0.53° 5.18 +0.03° 513 +0.06°¢ 5.10+0.00°¢ 518 £0.03¢ 5.23 +0.08°¢

'Means indicated by the same letter do not differ at pH = 0.05, vertical comparisons only.
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Figure 7. Influence of intermittent stirring time on the pHin a 1:1

Table 12. Means * SD for bottom soil pH from three ponds measured
directly in freshly collected wet, non-saline soil and in 1:1
mixtures of dry soil and distilled water with the combination
electrode.

Sample Description Wwet! Dry*
Thailand 7.65+0.19*° 6.37 £ 0.04°
728 +0.03° 6.32+0.05°
551+0.29° 3.38 £0.05°
Honduras 7.48 + 0.06 7.07 £0.03°
Peru 6.53 +£0.15° 6.30 £0.26°
Kenya 717 +0.04* 6.90 = 0.03°

IMeans indicated by the same letter do not differ at P = 0.05, horizontal comparisons only.

wet soil pH was greater than the dry soil pH for all samples
and averaged 0.49 pH units higher. However, wet soil pH is
not always greater than dry soil pH. For example, in three
brackishwater shrimp ponds in Peru, pH averaged 7.20 + 0.29
in wet soil and 7.60 £ 0.17 in 1:1 dry soil:distilled water
mixtures.

The difference between pH measured in wet and dry soil is not
consistent. Data in Table 5 revealed differences of 0.23 to 2.13 pH
units. The samples from Thailand that differed in wet and

dry pH by 2.13 pH units were known to contain iron pyrite.
Pyrite oxidizes when dried to release sulfuric acid (Dent, 1986).
Standard pH probes are so large that they cannot be positioned
to contact only soil in the thin surface aerobic layer (Munsiri et
al., 1995), and they indicate the pH in the pore water in

the anaerobic soil near the soil-water interface. The lime
requirement and other pond soil assessments requiring
information on pH are based on the pH of aerobic soil. The pH
of aerobic pond soils are controlled by the same factors
controlling pH in dry soil-distilled water mixtures. Therefore,
aquaculturists should not rely upon pH measurements made
by inserting standard pH electrodes into samples of freshly
collected soil. Soil samples from the upper 5-cm layer should
be dried and pulverized, and the pH determined in 1:1
mixtures of dry, pulverized soil and distilled water.

7.5 -
y = —1.038 + 1.079x
5 r2=0.78
s 7.0
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©
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> ‘
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pH (direct, in wet soil)

Figure 8. The pH of pond soil measured by insertion of the
combination electrode directly into freshly collected, wet soil
and in 1:1 dry soil:distilled water mixtures. Soil samples
were taken from ponds on the Auburn University Fisheries
Research Unit, Auburn, Alabama.

The portable soil acidity tester often is used to measure pH
directly in bottoms of ponds that have been drained for harvest.
Results of comparisons between the portable soil acidity tester
and a standard pH meter with combination electrode are
provided in Figure 9. The absolute differences between the two
methods averaged 1.22 pH units for non-saline soils and 1.42 pH
units for saline ones. The soil acidity tester gave lower pH values
than the pH meter for all saline pond soil samples, but both
lower and higher values were obtained for non-saline pond soils.
There were positive, though weak, correlations between the two
methods for both types of soil samples, but the correlation
coefficients were too low to be of much predictive value. Results
reported in Figure 10 reveal that the presence of salt in the soil
did not greatly affect the pH as measured with the combination
electrode. The soil pH in the control soil (0% salinity) was 6.15,
the pH at 0.68% and 1.36% salinity was 5.85, and the pH at 30%
salinity was 6.05. The soil acidity tester measured a lower pH at
0% salinity than did the standard pH meter; values were 5.5 and
6.15, respectively. The pH difference between the two methods of
measurement was much greater at salinities of 0.68% and more
than at lower salinities. For example, at 5.44% salinity, the glass
electrode read 5.9 and the soil acidity tester read 5.0, while at
30% salinity the respective readings were 6.05 and 5.0. This
suggests that increasing salt content in the soil causes the soil
acidity tester to underestimate pH as determined by a standard
pH meter. This is not surprising because the manufacturer’s
instructions for the soil acidity tester stated that soluble salts in
soils can cause erroneous readings and the instrument should
not be used for measuring the pH of saline or alkaline soils. Of
course, results in Figure 9 suggest that the device does not agree
well with a standard pH meter even in non-saline soils.

Results of this study of pH measurements clearly show that the
method used for measuring pH can have a marked influence
on the pH value obtained for a given sample. Many different
methods are used to assess pH in practical aquaculture, and
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Figure 9. Relationship between pH measured in saline and non-
saline bottom soils using either a portable acidity tester or a
glass electrode inserted into a 1:1 mixture of dry soil and
distilled water.

even researchers may use different methods. There is an obvious
need to standardize pond soil pH measurements to avoid
differences in pH being introduced through varying
methodologies. Based on the findings of this study, pond bottom
soil measurement should be standardized as follows:
* Dry soil at 40°C in a forced-draft oven;
e Pulverize soil to pass a 2.36 mm sieve;
® Mix dry soil and distilled water in a 1:1 ratio (slightly
more distilled water can be added if the mixture is not
fluid enough to stir);
e Stir the mixture intermittently for 30 min with a glass rod,
¢ Insert a dual electrode or a combination electrode directly
into the soil-water mixture; and
¢ Gently stir the soil-water mixture with a glass rod while
measuring pH.

ANTICIPATED BENEFITS

Research conducted under this project is anticipated to have
several benefits to pond aquaculture. A data base has been
accumulated that is sufficient to allow us to develop a concept of
pond soil development and a system of pond bottom soil
classification. The S horizon (upper few centimeters) is the most
influential part of the pond soil profile affecting water quality.
This layer has the highest concentration of reactive organic
matter and the greatest respiration rate; phosphorus is also
adsorbed by this layer. Thus, the recommendation to sample this
soil layer (or the upper 5-cm layer of soil) should become a
standard for future studies of pond soils.

Measurement of pond soil pH in 1:1 mixtures of dry soil (40°C)
and distilled water also will become a standard procedure
as a result of this research. Improved understanding and
management of pond soils should result from the following
conclusions of this research:
1) Pond soils do not accumulate organic matter as rapidly as
often thought by practical aquaculturists;

6.5-

6.0

5.5
T
[

5.0

4.5

pH meter
4.0 A Soil acidity tester
0 10 20 30

Salinity (ppt)

Figure 10. Influence of salinity concentration in soil pore water on pH
measures made with a soil acidity tester and with the
combination electrode.

2) Pond soils are sinks for phosphorus;

3) Microbial activity in many pond soils may be nitrogen
limited; and

4) Although pond bottom soils of this study exhibited a wide
range in chemical and physical characteristics, it was still
possible to successfully culture fish and shrimp.
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ABSTRACT

Two experiments to determine the optimum nitrogen fertilization rates for freshwater tilapia production ponds at Sagana Fish
Farm, Sagana, Kenya, were conducted during 1998 and 1999. Twelve 800m? earthen research ponds managed by the PD/A
CRSP at Sagana were used for the experiments. Diammonium phosphate and urea were used to apply nitrogen to the ponds at
rates of 0, 10, 20, and 30 kg N ha! wk™. Triple superphosphate or diammonium phosphate and sodium carbonate were applied
to ponds to assure that phosphorus and carbon were not limiting. A completely randomized design was used, with three
replicates for each of the four treatments. The experiment was conducted once during the 1998 cool season (May to October)
and again during the warm season of 1998-1999 (November to March). In the cool-season experiment, ponds were stocked with
sex reversed Nile tilapia, Oreochromis niloticus, averaging 16.9 grams at a rate of 1,000 kg ha™! and with Clarias gariepinus
fingerlings averaging 37 g at a rate of 37 kg hal. In the warm season experiment, all ponds were stocked with sex reversed

O. niloticus averaging 90 g at 1000 kg ha! and with C. gariepinus juveniles averaging 166 g at 125 kg hal. Pond assignments
were re-randomized prior to the second experiment. Ponds were drained when fish growth appeared to have stopped in all
treatments. In both experiments, a highly significant (p<0.01) quadratic relationship best described gross fish yield (as well as
net) as related to weekly nitrogen input. Presence of Clarias had little impact on the relationship but it appeared the high
nitrogen input rates had no negative effect on Clarias production. Increasing nitrogen input beyond 20 kg N ha! wk did not
result in increased tilapia yields. Total nitrogen and all mineral forms of nitrogen increased with increasing nitrogen input, as
did chlorophyll a. Partial budget analysis indicated that greatest marginal returns were at the calculated rates of 19.9 and

16.0 kg N ha! wk! for the cool- and warm-season experiments, respectively. A carryover effect from the first experiment is
suggested. Results from this experiment are similar to those obtained at the CRSP site at El Carao, Honduras.

INTRODUCTION

Nitrogen (N), phosphorus (P), and carbon (C) availability are
important considerations in the management of ponds for
optimum fish production. Previous PD/A CRSP research has
addressed increasing primary productivity through inorganic
and organic nutrient additions to ponds, but findings on the
optimum N, P, and C inputs required to improve fish yields at
the PD/A CRSP sites appeared inconsistent and called for
clarification. Higher nutrient inputs had resulted in increased fish
production at all PD/A CRSP sites, but optimum input rates for
N, P, and C had not been defined (see reports in Egna et al., 1990,
1991; Egna et al., 1992; Egna et al., 1993; Egna et al., 1994, 1995).

Fertilization rates in PD/A CRSP experiments were greater than
rates reported for earlier pond fertilization research. In an often-

13

cited series of fertilization experiments conducted in Malaysia,
Hickling (1962) never used more than 1.1 kg Pand 1.1 kg N/ha
per week. In Israel, the standard fertilizer dose was 2.3 kg P and
6.5 kg N/ha per week (Hepher 1962a, b). The highest rates of

P and N used in most experiments at Auburn University were
1.26 and 3 kg/ha per week, respectively (Swingle 1947; Boyd
1976, 1990; Boyd and Sowles 1978; Murad and Boyd 1987). Rates
in Europe seldom exceeded 1 kg/ha per week for N and P
(Mortimer 1954). Rates used in Malaysia, USA, Israel, and
Europe were adequate to give dense phytoplankton blooms and
good fish production. Also, in all of the studies cited above,

P was the most important limiting nutrient.

This set of experiments was designed to determine the optimal
application rates of N to attain the most profitable tilapia
yields in tropical freshwater ponds at the PD/A CRSP site at
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Sagana, Kenya and to provide data for the development of a
full-cost enterprise budget for the most profitable fertilization
rate. Trials were conducted during both the warm and cool
seasons to determine seasonal effects.

MATERIALS AND METHODS
Cool Season Experiment

These experiments were conducted in twelve CRSP-managed
800m? earthen research ponds at Sagana Fish Farm, Sagana,
Kenya. The cool season experiment was conducted between
May and October 1998. Triple superphosphate (TSP) was
applied to each pond at a rate of 250 kg P ha? prior to filling.
Each pond was also limed at a rate of 2.5 tons ha'l. The lime
and TSP were raked into the bottom of the pond. Inorganic
fertilizer, either as TSP or as diammonium phosphate (DAP)
and urea, was applied weekly beginning two weeks prior to
stocking (first application on 29 April 1998). Soda ash (97%
sodium carbonate), obtained from Magadi Soda (the world’s
largest soda mine), was applied weekly to ponds with total
alkalinity less than 75 mg/1 as CaCO,.

Dap and urea were used to apply N to the ponds at rates of 0,
10,20, and 30 kg N hat! wkl. A completely randomized design
was used, with three replicates for each of the four treatments.
The final fertilizer and soda ash applications were on 6 October
1998. The total quantities of inputs used are shown in Table 1.

All ponds were stocked with sex-reversed tilapia averaging 16.9g
at a rate of 1,000 kg ha?on 13 May 1998. This resulted in a
stocking rate of about 60,000 fish hal. Each pond also received 80
Clarias averaging 37 g, resulting in an additional 37 kg hal.
Ponds were sampled at bi-weekly intervals by seining. All fish
caught in the seine were separated by species and counted and
weighed. No attempt was made to obtain enough Clarias for a
sample, so on some sampling dates no Clarias were caught, and
growth curves were not made for this species. Ponds were
drained on 16 October 1998 after it was determined that fish in
all treatments had ceased to grow (“no growth” was defined as
weight increases of less than 10% on two successive sampling
occasions). Fish were separated by species, counted, and
weighed. Of the fish harvested, 25,000 tilapia were sold to a cage
culture operation for 120 KSh/kg, 10,640 tilapia and 720 Clarias
were used to re-stock ponds for the next experiment, and 4,000
tilapia and the remaining Clarias were used to stock ponds in a
supplementary carrying capacity experiment.

Table 1.

Temperature and dissolved oxygen (DO) were measured weekly
at four depths (5, 25, 50, and 75 cm below surface) at the pier
near the drain in the morning and the afternoon. Total alkalinity
(TA) and pH were measured weekly using column samples
collected at three places in each pond. Chlorophyll a (corrected
and uncorrected), TAN, nitrite, nitrate, and soluble reactive-P
were measured biweekly (a total of 11 measures for each
parameter). Total N, total P, and total hardness (TH) were
measured every four weeks, with a total of eight total N and
total P measures being made during the experiment. Diurnal
oxygen and temperature readings were also made to calculate
primary productivity using the whole pond method. Gross and
net primary production were calculated on three occasions: two
weeks after stocking the ponds, six weeks after stocking, and
during the week prior to pond draining. Methods used were as
described in the CRSP Handbook of Analytical Methods (PD/A
CRSP 1992), with the exception of nitrate analysis, which was
performed using the NAS method. Water sampling and analysis
was done on Mondays (all were usually finished the same day or
by Tuesday), and fertilizers and soda ash were applied on
Tuesdays. Fish sampling was done on Wednesdays.

Ponds water levels were recorded daily. Ponds were topped
off to replace evaporation and seepage losses weekly (Mon-
days or Tuesdays). Night watchmen occasionally added water
to some ponds when fish deaths occurred, but these ponds
never overflowed, so effects on water quality are thought to
have been negligible.

On occasions of fish death, dissolved oxygen, TAN, and
nitrites were measured as soon as possible after fish deaths
were reported. Most fish die-offs occurred on weekends (about
four days after fertilization). Dead fish were counted and
weighed. Only the ponds receiving the highest N input were
affected.

Soil samples were taken from each pond two weeks after
stocking and again during the week prior to pond draining.
Nine cores of 2-cm depth (from the soil surface) were com-
bined to make the soil sample for each pond at the beginning
of the experiment; the core depth taken at the end of the
experiment was 5 cm.

Warm Season Experiment

The warm-season experiment was conducted in the same
twelve ponds between November 1998 and March 1999. At the

Total quantities of inputs used during the cool-season (156 day duration) and warm-season (131 day duration) trials of the experiment on

optimum nitrogen fertilization (CRSP global experiment) at Sagana Fish Farm (Sagana, Kenya).

Weekly Nitrogen

Application DAP Urea TSP Lime Soda Ash
(kg ha™) (kg ha-1) (kg ha-1) (kg ha-1) (kg ha-1)
Cool Season
0 kg ha™ 0 0 1585 2500 283
10 kg ha™ 960 146 625 2500 492
20 kg ha™ 960 668 625 2500 229
30 kg ha™ 960 1190 625 2500 254
Warm Season
0 kg ha 0 0 840 1875 75
10 kg ha™ 840 128 0 417 258
20 kg ha™ 840 584 0 625 321
30 kg ha™ 840 1041 0 2083 704
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Figure 1. Growth of tilapia under four different nitrogen input rates
during the cool season trial of the PD/A CRSP Global
Experiment conducted at Sagana Fish Farm, Sagana, Kenya.

end of the first (cool-season) experiment, residual lime and TSP
could be seen on the bottoms of most ponds. Prior to re-filling,
ponds that had had TH less than 75 mg/I at the end of the cool
season experiment were re-limed. Liming rates varied accord-
ing to TH at the end of the first experiment. No further
additions of TSP were deemed necessary because soluble P
levels in all ponds had remained high in the first experiment.
Treatments for the warm-season experiment were the same as
those for the cool-season experiment: DAP and urea were
again used to add N at rates of 0, 10, 20, and 30 kg N ha wk..

Ponds were re-randomized and the first fertilizer application
was made on 4 November, 1998. Male tilapia averaging 90 g

Table 2.
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Figure 2. Growth of tilapia under four different nitrogen input rates
during the warm season trial of the PD/A CRSP Global
Experiment conducted at Sagana Fish Farm, Sagana, Kenya.

were used (left from the previous experiment) to stock all
ponds at 1 ton ha! on 18 November. Sixty Clarias averaging
166g were added to each pond (125 kg ha!) on 23 November.
This resulted in a stocking density of 11,000 tilapia and 750
Clarias per hectare. Two tilapia and two Clarias were removed
from each pond once a month to examine stomach contents.
The removed fish were counted as live when survival was
calculated but their weight was not used in calculating gross
fish yield, on the assumption that the fish remaining in the
pond increased in weight to compensate for those that had
been removed. Ponds were drained on 29 March 1999, after it
was concluded that all treatments had less than 5% weight
gain on two successive samplings. Fish were separated by

Mean (+ SE) tilapia yields, Clarias yields, average weights by species, and survival for cool- and warm-season trials of the experiment on

optimum nitrogen fertilization (CRSP global experiment) at Sagana Fish Farm, Sagana, Kenya.

Weekly Yield Average Weight Tilapia
Nitrogen (kg ha™) 9) Reprod
Application Tilapia Clarias Gross Net Tilapia Clarias (kg ha™)
Cool
0 kg ha 1015 £113 208 +34 1297 £116 251 £117 231 1.6 156.1 £2.9 74+20.6
10 kg ha 2602 +107 270 59 2949 120 1908 £120 48.1£1.9 263.2 +40.6 77+19.3
20 kg ha™ 2953 +296 250 +22 3229 278 2191 280 60.4 £3.8 275.1 £28.2 30+3.5
30 kg ha™ 2510 +£348 495 +24 3043 +371 2004 +371 70.5 5.9 375.7 ¥45.3 37+4.8
Best fit model  quadratic linear quadratic quadratic sq. root x reciproc.-y linear
R-squared 82%** 57%* 82%** 82%** 92%** 78%** 43%*
Warm
0 kg ha™ 1119 £115 154 £23 1272 £137 296 + 162 106 £ 8.3 251.3 £29.5 43 +7.4
10 kg ha 1672 £156 1646 1837 £161 883 + 169 162 £12.4 2629 +3.8 2923
20 kg ha™ 1720 £100 181 £89 1901 £95 957 + 91 181+£4.3 283.2 6.7 34115
30 kg ha™ 1520 £160 183 £16 1703 +45 761 28 168 £ 6.5 283.1 +16.4 17.5+0.9
Best fit model  quadratic NS quadratic quadratic quadratic NS exponen.
R-squared 68%** 67%** 67%** 86%** 41%*
** highly significant (p < 0.01)
* significant (p < 0.05)
models used in Tables 2 and 3:
linear: y=a+bx
exponential: y=exp(a+bx)
sq.rooty:  y=(a+bx)?
sq.rootx:  y=a+bx!/2

reciprocal-y y=(a+bx)?

quadratic:

y=a+bx+cx?
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Figure 3. Gross fish yield (GFY) as a function of nitrogen (N) input
for the cool and warm season trials of the PD/A CRSP
Global Experiment conducted at Sagana Fish Farm,
Sagana, Kenya.

species, counted and weighed. Tilapia were separated by sex
and fingerling weight was noted. The tilapia and Clarias were
sold at 120 KSh per kg to a Nairobi fish-out operator.

Water quality parameters were measured on the same frequen-
cies as in the cool-season experiment. Fertilizers and soda ash
were applied on Tuesdays. Some ponds in the experiment
exhibited very high morning pH and their hardness was
beginning to diminish so soda ash applications were suspended
for ponds that had a morning column pH greater than 8.5.
These ponds typically increased in pH to more than 10 before
noon, so any additional carbonate would not have been
available for photosynthesis. Chlorophyll a (corrected and
uncorrected), TAN, nitrite, nitrate, and soluble reactive-P (a
total of 9 measures for each parameter) were measured
biweekly. Total N, total P, and TH were measured every four
weeks. A total of five total N and total P measures were made
during the experiment. Gross and net primary production
were calculated by the whole pond method (PD/A CRSP 1992)
on four occasions during the experiment, once at the beginning
of the experiment (December 1998) and once each in January,
February, and March of 1999.

Soil samples were taken from each pond two weeks after
stocking and again during the week prior to pond draining. On

4000

Cool season
y =-249.17x2 + 2600.9x - 3373.6 -

3500 R?=0.7929

3000 +

2500 +

2000 +

gross fish yield (kg ha-1)

1500 +
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1000 + ‘4 = -86.349x? + 827.19x - 20.978
R?=0.7287

500 +

Average total N (mg I'")

Figure 4. Relationship between gross fish yield (GFY) and average
total nitrogen (N) content in pond waters during the cool
and warm season trials of the PD/A CRSP Global
Experiment conducted at Sagana Fish Farm, Sagana, Kenya.

each sampling occasion, nine cores of 2-cm depth from the soil
surface were combined to make the soil sample for each pond.

Data for each experiment were analyzed statistically by
regression analysis using Statgraphics Plus for Windows
software (Statistical Graphics Corp. 1997). Models that resulted
in the lowest p values (not necessarily the highest r? values)
were used.

REesuLTs
Site Observations

The Sagana site has very cool surface waters (usually 19 to
21°C) with low alkalinity and hardness compared to the El
Carao station in Honduras and the AIT station in Thailand. TA
runs about 16 to 28, and TH is 13 to 28, with higher values in
dry months. There is not much difference in average air
temperature in the so-called cool season. Minimum air
temperatures tend to be the same but maximum temperatures
are lower in cool season due to increased cloud cover. Solar
radiation during the cool season is much lower than during
the warm season. Average solar radiation during the first
experiment was 24.64 Einsteins/m? (7.56 M] m?), whereas it
was 41.91 Einsteins/m? (12.34 MJ m?) during the warm-season
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experiment. The beginning and end of the cool season experi- sor
ment actually fell into warm-season months. There was a slight
difference in pond water temperatures between the cool and
the warm season experiments. .

Another seasonal difference has to do with winds. In the cool
season, wind is less and the ponds mix only in the night to early
morning. In the warm season, especially December through
February, high winds occur every afternoon and the ponds mix
twice, once in the evening and once in the early morning.

During the cool season, ponds in the 20 and 30 kg N treatments
had dense blooms of euglenophytes (Trachelomonas, Euglena, and
Phacus spp.) These blooms did not occur in the warm season
experiment. The lower solar radiation tends to favor the
euglenophytes during cool season (these blooms have occurred
each cool season since the CRSP began work at Sagana). Surface
blooms of any kind cannot withstand the intense solar radiation
experienced at Sagana from December through February.

Fish Growth

Figures 1 and 2 show average fish weight by N input rate for
each experiment. In the cool season, the high N input rate
showed high growth after about 25 % of the fish died in two
of the ponds.

Table 3.

Chlorophyll a (uncorrected) mg m-s

2-Jun 15-Jun  29-Jun 14-Jul 28-Jul 10-Aug  31-Aug  15-Sep  28-Sep  12-Oct

Date

Trends in chlorophyll a (uncorrected) concentrations (treatment
means and standard errors) during the cool season trial of the
Global Experiment at Sagana Fish Farm, Sagana, Kenya.

Figure 5.

The relationship between gross fish yield (GFY) and N input
rate was best described by a quadratic model. It was highly
significant (p<0.01) in both experiments but better correlated in
the cool season experiment (Table 2 and Figure 3). Fish deaths
occurred in the highest N application rate on at least two
occasions during the cool season experiment, on 12-13 June in
pond E09 and on 22 June in pond D04. Dead tilapia were

Dissolved oxygen (DO) and temperature observations in ponds during the cool and warm season trials of the Global Experiment on

optimum nitrogen fertilization conducted at Sagana Fish Farm, Sagana, Kenya.

Dissolved oxygen (mg/l)

Weekly N Morning Afternoon
Pond Input (kg) 5cm  25cm  50cm  75cm 5cm  25cm  50cm  75cm
Cool
D7, D8, E6 0 4.6 45 4.3 3.7 121 10.6 5.3 2.9
D6, E4, E5 10 43 4.1 4.0 3.7 147  13.6 6.9 3.7
D5, E7, E8 20 35 33 32 2.8 165 153 7.2 3.1
D4, E3, E9 30 25 22 2.0 1.9 159 137 7.0 3.3
Warm
D4, D8, E9 0 3.0 3.0 3.0 29 9.5 9.3 6.5 33
D7,E3, E6 10 2.1 2.0 2.0 19 10.9 10.1 7.4 3.1
E4, E5,E7 20 2.0 1.9 1.9 1.9 119 105 7.1 29
D5, D6, E8 30 1.8 1.8 1.8 1.7 134 127 8.7 39
Temperature
Weekly N Morning Afternoon
Pond input (kg) 5cm 25cm 50cm 75cm 5cm  25cm 50cm  75cm
Cool
D7, D8, E6 0 22.5 22.5 22.5 22.5 26.4 25.9 24.0 234
De, E4, E5 10 229 229 229 229 26.3 26.0 24.6 23.8
D5, E7, E8 20 22.8 22.8 22.8 22.8 26.4 26.0 24.5 23.8
D4, E3, E9 30 229 22.8 22.8 22.8 26.1 25.7 24.7 23.9
Warm
D4, D8, E9 0 23.5 23.5 23.5 23.5 28.2 28.0 26.4 24.7
D7, E3, E6 10 23.5 23.5 23.5 23.5 27.8 27.6 26.5 25.1
E4, E5,E7 20 23.6 23.6 23.6 23.6 27.6 27.5 26.5 25.0
D5, D6, E8 30 23.6 23.3 23.3 23.3 28.0 27.9 26.6 24.7
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Figure 6. Trends in chlorophyll a (uncorrected) concentrations
(treatment means and standard errors) during the warm
season trial of the Global Experiment at Sagana Fish Farm,
Sagana, Kenya.

picked up occasionally during the warm season experiment
but they never totaled more than 2 or 3 on any day. No Clarias
died on these occasions. In fact, the relationship between
Clarias yield and N input rate was linear; suggesting that they
are less affected by high N.

Taking the first derivative of the regression equation gives the
N input rate at which maximum GFY would be obtained:
21.0kg N ha week™! for the cool season experiment and

18.6 kg N ha week for the warm season experiment. A
highly significant relationship exists between GFY and average
total N in ponds as well (Figure 4). Differences in initial fish
size and density do not permit a valid comparison of growth
and productivity as a function of season.

At draining of the cool season experiment, every pond had at
least two large Clarias (> 1 kg). These fish were probably left
over from the previous experiment. Some ponds contained
many more Clarias than were stocked, and these extra fish may
have entered with the tilapia fingerlings. It was easier to
separate out Clarigs during stocking in the second experiment
because fish were fewer in number and larger.

The weight of tilapia reproduction decreased with increasing
N input (Table 2). Size of tilapia females, Clarias size, or
adverse water quality due to high N input rate could have
been causes.

Water quality

During the warm season the ponds did have higher water
temperatures and lower morning dissolved oxygen concen-
trations than they did during the cool season (Table 3).
Chlorophyll a levels tended to be slightly higher during the
warm season experiment than during the cool season
experiment, so the warm season’s lower fish production could
not have been a result of low phytoplankton densities.
Figures 5 and 6 illustrate the generally increasing trends

in chlorophyll a levels that were observed during the experi-
ment. In both seasons, chlorophyll 2 was significantly
correlated to N input rates (P<0.01); the exponential model
best described the relationship. In the first experiment (cool
season), net tilapia yield was significantly correlated with
both uncorrected chlorophyll a levels (1?=60.6% using
reciprocal x model) and chlorophyll a corrected for phaeo-

phytin (r?=54.4% using reciprocal x model). However, net
tilapia yield was not significantly correlated with chlorophyll
a levels (neither corrected for phaeophytin nor uncorrected) in
the warm season experiment. Nitrogen input levels, gross
primary production (GPP), and net primary production (NPP)
for the cool- and warm-season experiments are shown in
Table 4. NPP was not a good predictor of fish yields; nor was
it related to N input rates. GPP was significantly correlated
with net tilapia yield in the cool season experiment (r?=81%,
p=0.0001 using a log x model) and less well correlated in the
warm season experiment (r>=68% using multiplicative
model). GPP was also a good indicator of N input rates in
both experiments; for the cool season the relationship was
quadratic, whereas for warm season the relationship was
multiplicative, thereby indicating that GPP either did not
increase much or actually decreased at the highest input rate
of 30kg ha! wk.

Observations for TH, TH, corrected and uncorrected chloro-
phyll g, soluble reactive phosphorus, pH, total N, ammonia N,
nitrite N, and nitrate N for both the cool- and warm-season
experiments are shown in Table 5. In both experiments, it can
be concluded that P was not limiting in any way. Attempts to
keep TA high were successful in the first experiment but not
so in the second. Decreasing total hardness meant that there
was less buffering capacity, which probably kept pH high in
ponds receiving large amounts of sodium carbonate.
Although TA averaged less than 60 mg 17, chlorophyll a levels
were higher in the highest N input treatment.

Table 4. Nitrogen input rates and corresponding mean gross (GPP)
and net (NPP) primary productivity observations during the
cool and warm season trials of the PD/A CRSP’s optimum
nitrogen input experiment, conducted at Sagana Fish Farm
(Sagana, Kenya) during 1998 and 1999.

N inputrate Mean GPP  Mean NPP
Pond (kgha'wk") (mgO,L") (mgO,L"
Cool Season
D07 0 5.46 0.38
D08 0 6.62 0.54
E06 0 7.13 0.67
D06 10 10.04 0.98
E04 10 12.88 0.78
E05 10 12.69 1.72
D05 20 11.55 1.80
E07 20 16.51 1.90
E08 20 18.81 291
D04 30 13.17 4.85
EO03 30 16.12 0.92
E09 30 11.22 0.59
Warm Season
D04 0 11.31 1.79
D08 0 6.68 0.44
E09 0 8.44 -0.07
D07 10 17.18 0.94
EO03 10 13.37 0.04
E06 10 10.38 0.27
E04 20 13.19 0.89
E05 20 14.04 0.84
E07 20 17.45 2.34
D05 30 16.64 1.78
D06 30 14.64 0.90
E08 30 16.31 2.47
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Soils

Because the soil was sampled to a depth of 5 cm at the end
of the cool season experiment, comparison at beginning and

end of the experiment is difficult. Although P input rates
were high for all treatments (8 kg P ha'wk™) and the pond
soils were supposedly saturated with P at the beginning

of the experiment, soil P still tended to decrease over time
and to decrease more as N inputs increased. In the warm
season experiment, soil P at the end of the experiment was
significantly negatively correlated to N input rate (r = -0.69;

p = 0.013). There was however no relationship between
N input rates and soil N or soil C.

Economic Analysis

The costs of inputs and revenues per hectare for these
experiments are shown in Table 6. The highest marginal

Table 5.

Fish Farm, Sagana, Kenya.

return (increase in revenues less increased costs) was obtained
at the 20 kg N ha! wk! rate in both experiments. Maximum

ments, respectively, (Figure 7).

Carry-over Effect

marginal returns were calculated at input rates of 19.9 and
16.0 kg N ha! wk! for the first and second season experi-

Table 7 was assembled to examine the possible effects of

previous treatments on the outcome of the second experi-
ment. Ponds that received no N during the first experiment

were the worst performers in the lower N input rates of the
second experiment and the best performers in the high-N
treatments of the second experiment. Ponds that received
high N inputs were better performers (in terms of fish
yields) in the no-N input treatments of the second experi-
ment and the worst performers in the high-N input
treatments. It therefore appears that overall production

Mean (+SE) pond water quality observations during the cool- and warm-season experiments on optimum nitrogen fertilization at Sagana

Total Total Soluble
Weekly Nitrogen Alkalinity Hardness Corrected Uncorrected Total Reactive
Application (mg L' as (mg L' as Chlorophyl a Chlorophylla  Phosphorus Phosphorus
CaCO.,) CaCO,) (mg m®) (mg m®) (mgL? (mgL?)
Cool Season
0 kg ha™ 89.7 ¥15.9 75.5 +18.3 60.2 £2.7 107.5 +10.6 2.0 £0.72 1.0 +0.46
10 kg ha 73.8 £5.5 60.0 £7.2 85.0 £8.3 155.6 +2.9 1.9 +0.29 1.1 +0.20
20 kg ha™ 74.8 £8.5 521454 156.5 +43.8 233.0 £52.3 2.4 +0.12 1.2 +0.06
30 kg ha 77.9 £3.6 60.0 8.0 185.4 +15.5 277.6 £20.2 1.3 +0.24 0.6 £0.14
Best fit model reciprocal-y exponential
correlation NS NS -.86** .866** NS NS
std error est. 0.00277 0.23
Warm Season
0 kg ha™ 84.8 +6.3 80.2+7.2 56.6 £15.6 75.9 £19.3 1.5 +0.06 0.7 £0.14
10 kg ha 69.6 +0.9 59.2£34 109.3 +8.8 147.3 7.0 3.0 £1.88 1.4 +0.39
20 kg ha™ 64.0 £1.6 475+43 182.2 +78.4 252.3 £97.8 2.6 £0.47 1.3 +0.08
30 kg ha™ 55.3 £0.8 30.8 £3.6 198.5 +16.9 271.0 £25.7 3.7 £0.42 1.5+0.23
Best fit model reciprocal sq.root-y exponential exponential reciprocal exponential
correlation .95** -.94** T7* .80** -75%* -.65*
std error est. 0.0008 0.511 0.44 0.40 0.129 0.357
Soda Ash
Weekly Nitrogen Total Nitrogen Added to Ponds
Application (mg L™ Ammonia-N NO,-N NO,-N (kg ha™)
pH (mgL? (mglL? (mgL?
Cool Season
0 kg ha™ 7.5 %0.13 2.5 +0.27 0.8 £0.06 0.0 £0.00 0.0 £0.01 254 242
10 kg ha 7.8 £0.16 3.5+0.16 0.9 £0.12 0.0 £0.02 0.1 £0.02 229 +67
20 kg ha™ 8.0 £0.25 5.7 +0.35 1.1 £0.07 0.3 £0.08 0.3 £0.14 491 +256
30 kg ha 7.5 £0.07 6.4 £0.75 1.3 +0.09 0.7 £0.20 0.3 £0.06 283 136
Best fit model linear linear linear sq.root-y
correlation NS 96%* .82%* .83** 79%* NS
std error est. 0.529 0.140 0.196 0.143
Warm Season
0 kg ha™ 7.7 £0.31 2.1 +0.33 0.5 £0.05 0.0 £0.00 0.0 £0.03 75 +38
10 kg ha 8.4 £0.13 3.3+0.16 0.5 £0.10 0.0 £0.01 0.1 £0.03 258 +33
20 kg ha™ 8.8 £0.30 5.0 £0.69 0.6 £0.09 0.1 £0.05 0.2 £0.08 321 +17
30 kg ha 8.8 £0.20 6.1 £0.52 0.8 £0.08 0.3 £0.11 0.3 £0.01 704 115
Best fit model sq.root-x sq.root-y linear sq.root-y linear sq. root-y
correlation T7** 92%* .67* 90** T7** .89**
std error est. 0.388 0.179 0.144 0.101 0.119 1.05
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Figure 7. Marginal returns (increased revenues less increased costs) as
a function of N input rates for the cool and warm season
trials of the Global Experiment conducted at Sagana Fish
Farm, Sagana, Kenya. Cost of capital was estimated at 12%.

over the two experiments was related to cumulative N
input. Figure 8 shows this relationship. Combined net
fish yields for the cool- and warm-season experiments
were highly correlated to combined N inputs over the
two experiments. Unfortunately, no pond received two
consecutive highest N input rates. The calculated max-
imum net fish yield would occur at 1183.5 kg halN input
over 45 weeks or 26.3 kg N ha! wk'l. This relationship
was the most highly correlated of any fish yield relation-
ship examined.

DiscussioN

Our observations on water quality parameters that usually
correlate well with high tilapia production (chlorophyll 4,

total N) were very similar in both experiments. They definitely
don’t explain why fish production was so low in the warm-
season experiment. Production was lower in the second
experiment at the El Carao site as well but no explanation was
given (Green et al. 1999). A lack of significant differences in fish
yields in the second experiment at El Carao was attributed to
carryover effects of the N from the preceding experiment. The
results from Sagana also suggest some carryover effect or
possibly the effect of differences in initial stocking size and
density.

In addition to conducting the first round of the Global
Experiment on optimum N, researchers at the Asian Institute
of Technology (AIT) in Thailand conducted a complementary
study in which they compared production from ponds that
had been stocked with three different sizes of tilapia. They
concluded that stocking with medium-sized fish (averaging
10 g in size) resulted in greater production than stocking
with either small tilapia (averaging 4.6 g in size) or larger
fingerlings (averaging 21 g in size). The fish used to stock
ponds in the first round fo the Sagana experiment were in
between the medium and large sizes used in the AIT study.

The results obtained at Sagana are more similar to those
obtained at the El Carao site than to those from the AIT site.
Increasing N input rates to 30 kg ha week did not result in
increased fish yields at either El Carao or Sagana. The high
water temperatures that are typical at the AIT site (29 to 37°C)
are a plausible explanation for a higher optimum N input rate
there. Hatchery technicians who work with recirculating
systems know that the capacity of a biofilter to process N is
affected by temperature, with maximum N loading rates being
higher at higher temperatures.

The two experiments conducted at Sagana took much longer
than at the other two CRSP sites. The experiment was ter-
minated after 91 days at AIT and after 121 and 107 days at El
Carao. In contrast, the cool season experiment at Sagana lasted
147 days and the warm season experiment lasted 133 days.

These results and questions lead us to qualify our re-
commendations for farmers. A chemical fertilizer-only
treatment will probably not form part of the extension
recommendations to farmers in Kenya because of problems
in controlling alkalinity. Organic matter inputs seem to
stabilize the pond system and maintain total alkalinity

Table 6. Cost of inputs and revenue per hectare for the optimum nitrogen fertilization experiments (Global N Experiment) conducted at Sagana
Fish Farm, Sagana, Kenya, during 1998 and 1999. Costs include initial P-saturation inputs of TSP applied to ponds for the cool-season

experiment.

Nitrogen input
in the 2"* experiment

Performance
in the 2" Experiment

Nitrogen Input
in the 1* Experiment

30

0 Best pond: D04

10

20

30

Worst pond: D08
Best pond: E03
Worst pond: E06
Best pond: E05
Worst pond: E07
Best pond: D06
Worst pond: E08

0
30

0
10
20
10
20
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Figure 8. Combined net fish yield in relation to total nitrogen input for
the cool and warm season trials of the Global Experiment
conducted at Sagana Fish Farm, Sagana, Kenya.

(see carrying capacity test report) However, the optimum N
input rate will be used in setting input recommendations
and in estimating carrying capacity for certain input
combinations. Farmers in cooler areas will be cautioned not
to exceed 16 kg ha! wk! of chemical N.

ANTICIPATED BENEFITS

The results from this experiment were valuable additions to
the formulation of extension recommendations for tilapia
culture in the East Africa region. Combining the discussions
from the three PD/A CRSP sites that conducted the global
experiment can lead to some additional questions as well:
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Table 7. Performance of ponds in the second trial in relation to the N input level received in the first trial of the Global Experiment on optimum
nitrogen fertilization.
Soda Ash Tilapia Clarias Total
N rate DAP Urea TSP Lime KSh Stockers Total Cost Revenue Revenue Revenue Gross Profit
(KSh) (KSh) (KSh)  (KSh) (KSh) (KSh) ($US) (KSh) (KSh) (KSh) (KSh) ($US)
Cool
0 - - 39,625 10,000 2,796 124,440 176,861 2,948 121,800 24,960 146,760 (30,101) (502)
10 24,000 2,776 15,625 10,000 2,521 124,440 179,362 2,989 312,240 32,400 344,640 165,278 2,755
20 24,000 12,688 15,625 10,000 5,408 124,440 192,161 3,203 354,360 30,000 384,360 192,199 3,203
30 24,000 22,601 15,625 10,000 2,521 124,440 199,186 3,320 301,200 59,400 360,600 161,414 2,690
Warm
0 - - 36,625 7,500 825 135,000 179,950 2,999 134,280 18,480 152,760 (27,190) (453)
10 21,000 2,429 - 1,667 2,842 135,000 162,937 2,716 200,640 19,680 220,320 57,383 956
20 21,000 11,102 - 2,500 3,529 135,000 173,131 2,886 206,400 22,080 228,480 55,349 922
30 21,000 19,775 - 8,333 7,746 135,000 191,855 3,198 182,400 21,960 204,360 12,505 208
Per kg
Prices Per bag (KSh) ($US)
Diammonium phosphate (18-46-0) costs 1250 KSh/50kg bag 1250 25 0.42
Urea (46-0-0) cost 950 KSh/bag 50 kg 950 19 0.32
Triple superphosphate (0-46-0) cost 1250KSh/bag 1250 25 0.42
Lime: diatomite (Magmax) cost 200KSh/50 kg bag 200 4 0.07
Sodium carbonate (Na2CO3) cost 9KSh/kg+VAT=11KSh/kg 11 11 0.18
Fish priced at 120 KSh/kg (price for live fish), both for stocking and harvesting. 120 120 2.00

Fingerlings not attributed a value. We do not use fingerlings from S/R brooders.

Exchange rate is currently 70KSh/$ but was about 60 at the time of the experiment. Rate of 60 was used.

Prices of inputs have not increased, probably because we are finding cheaper suppliers all the time. For example, we can now get any of these fertilizers delivered to
Sagana for equal to or less than the price in KSh.
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ABSTRACT

An experiment was conducted, following a standardized experimental design, to determine optimum inputs of nitrogen to be
used in pond cultivation of tilapia. Twelve 0.05-ha earthen research ponds were used at the Freshwater Aquaculture Center of
the Central Luzon State University, Nueva Ecija, Philippines, from 14 December 1999 to 14 March 2000. A completely
randomized design was employed, involving the use of three replicates per treatment of the following nitrogen fertilization
rates: 0, 10, 20, and 30 kg N ha! wk'! (termed Treatments 1, 2, 3, and 4, respectively). Productivity, water chemistry, and cost
parameters were analyzed statistically. A trend in mean body weights favoring the ponds receiving supplemental nitrogen was
detected, favoring higher mean body weights in Treatments 4, 2, 3, and 1 in that order, although the apparent difference was
not statistically significant due in part to inherent variance in growth and also to the competition of unwanted tilapia recruits
into the experimental ponds. Yields were improved in the fertilized ponds (Treatments 2, 3, and 4) relative to those receiving no
nitrogen (Treatment 1), although only the presence or absence of fertilizer had a significant effect, and not the concentration
that was applied. Some water chemistry differences were noted, specifically higher Secchi disk readings, alkalinity, and
dissolved oxygen levels in ponds receiving less added nitrogen. The most cost-effective treatment was the addition of the

lowest tested concentration of nitrogen (Treatment 2).
INTRODUCTION

Optimization of aquaculture production systems requires
optimal use of inputs. Nitrogen, phosphorus, and carbon
availability are important considerations in management of
ponds for optimal fish production. PD/A CRSP research has
addressed enhancement of primary productivity through
inorganic and organic nutrient addition to ponds; however,
previous findings on the optimum nitrogen, phosphorus, and
carbon inputs required to improve fish yields at the PD/A
CRSP sites appear inconsistent and demand clarification.
Higher inputs have increased fish production at all PD/A
CRSP sites, but optimum inputs of nitrogen, phosphorus, and
carbon have not been defined.

Fertilization rates in PD/A CRSP experiments were greater
than rates reported for earlier pond fertilization research. In an
often-cited series of fertilization experiments conducted in
Malaysia, Hickling (1962) never used more than 1.1 kg P and
1.1 kg N ha! wk''. In Israel, the standard fertilizer dose was
2.3 kg P and 6.5 kg N ha! wk'! (Hepner, 1962a; 1962b). The

highest rates of phosphorus and nitrogen used in most experi-
ments at Auburn University were 1.26 and 3 kg ha! wk'!, res-
pectively (Swingle, 1947; Boyd, 1976; Boyd and Sowles, 1978;
Murad and Boyd, 1987; Boyd, 1990). Rates in Europe seldom
exceeded 1 kg ha! wk! for nitrogen and phosphorus
(Mortimer, 1954). Rates used in Malaysia, USA, Israel, and
Europe were adequate to give dense phytoplankton blooms
and good fish production. Also, in all of the studies cited
above, phosphorus was the most important limiting nutrient.

The objectives of this study were: 1) to determine optimal rates
of nitrogen fertilizer to obtain tilapia yields with the greatest
profit in ponds and 2) to develop a full-cost enterprise budget
for the most profitable fertilization rate.

METHODS AND MATERIALS

The experiment was conducted in twelve 0.05-ha earthen
research ponds at the Freshwater Aquaculture Center of the
Central Luzon State University, Nueva Ecija, Philippines, from
14 December 1999 to 14 March 2000.
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Table 1. Growth performance of Nile tilapia in ponds fertilized with different rates of nitrogen in the 90-day culture period. Mean values with
different superscript letters in the same row are significantly different (P < 0.05).

Performance Treatment

1 2 3 4
Initial Biomass (kg pond™) 50 +0° 50 +0° 50 +0° 50 +0°
Initial Mean Weight (g fish) 13.7 £0.9° 12.1 +0.3° 124 +1.2° 13.4 +0.3°
Final Mean Weight (g fish™) 23.2 +5.9% 492 +11.4° 439 +11.2° 59.2 +1.4°
Net Fish Yield (kg pond']) 6.9 +2.3° 82.1+16.9° 72.8 +25.8° 83.6 +16.6°
Extrapolated Net Fish Yield (kg ha™) 137 +45° 1,642 +338° 1,456 +516° 1,671 +332°
Gross Fish Yield (kg pond™) 56.9 +2.2° 132.1 £16.9° 122.8 +5.7° 133.6 £ 16.6"
Extrapolated Gross Fish Yield (kg ha™) 1,138 +45° 2,642 +338° 2,456 +516° 2,671 +332°
Survival (%) 71 £16.5° 68 +16.6° 76.7 £23% 60.7 = 8.6

A completely randomized design with three replicates per
treatment was used in this experiment. Four nitrogen
fertilization rates served as treatments at 0, 10, 20, and

30 kg N hal wk!, which correspond to Treatments 1, 2, 3,

and 4, respectively. Urea and ammonium phosphate were the
chemical fertilizer sources for nitrogen and phosphorus. Due to
the unavailability of triple superphosphate, Treatment 1 did

not receive any phosphorus fertilizer, but the rest of the

treatments received 8 kg P ha'l wkl.

Sex-reversed male Nile tilapia (Oreochromis niloticus) of the
Genetically Improved Farmed Tilapia (GIFT) strain averaging
12.9 g were stocked at the rate of 1,000 kg ha™. This resulted in a
stocking rate of about 78,000 fish ha™l. The fish were sampled by
seine net at biweekly intervals to measure growth. Approximate-
ly 10% of the initial stock was seined, counted, and weighed en
masse from each pond during sampling. All fish were harvested
by draining after 90 days of culture. Mean body weight of fish,
fish yield (kg ha), and survival rates were calculated.

Table2. Mean (+ SE) pond water quality parameters measured at the initial, midway, and final weeks in ponds fertilized with different rates of
nitrogen fertilization. Mean values with different superscript letters in the same row are significantly different (P < 0.05).

Performance Treatment
1 2 3 4
DO AT DAWN (MG L)
Initial 1.68 +0.05 1.76 +0.13° 1.70 +0.08° 1.70 +0.13°
Midway 5.27 +0.07% 4.77 +0.26° 4.40 +0.35° 427 +0.37°
Final 7.35 +0.40° 4.76 +0.74° 4.69 +0.13 4.27 £0.26
PH
Initial 8.26 +£0.13* 7.96 £0.46 8.33 £0.09* 8.67 £0.19*
Midway 8.47 +£0.08* 8.56 £0.11* 8.46 +0.06* 8.62 +£0.14*
Final 8.32 +0.08" 8.51 +0.05"® 8.43 +0.03™ 8.55 +0.05*
TEMPERATURE (°C)
Initial 24.47 +0.15% 24.60 +0.06 24.20 +0.06" 24.33 +0.12%
Midway 20.23 +0.15° 20.47 +0.20° 20.33 +0.24° 20.47 +0.09°
Final 24.28 +0.14° 2447 +0.11° 24.23 +0.28° 24.42 +0.15°
TOTAL AMMONIA NITROGEN (MG L)
Initial 0.03 +£0.01* 0.04 £0.02* 0.04 £0.01* 0.05 +0.01*
Midway 0.07 £0.02* 0.08 +£0.01* 0.20 £0.09* 0.24 £0.06*
Final 0.13 +0.03" 0.32 +£0.03* 0.35 +£0.03* 0.29 +0.02*
TOTAL PHOSPHORUS (MG L)
Initial 0.23 £0.06* 0.32 +£0.04* 0.26 +£0.03* 0.32 £0.06*
Midway 0.24 +£0.06* 0.23 +£0.03* 0.21 £0.04* 0.24 £0.06*
Final 0.39 +0.03* 0.36 +£0.02* 0.34 £0.02* 0.39 £0.07%
TOTAL ALKALINITY (MG L)
Initial 238 +17.5° 214 +7.5° 220 +20.5° 198 +3.5°
Midway 240 +14.8° 199 +9.2° 178 +15.3° 167 +1.8°
Final 151 £20.0° 132 +3.8° 132 £10.4* 122 £2.6°
PRIMARY PRODUCTIVITY (MG O, L' D)
Initial 11.4 +0.87° 14.2 +2.24° 13.9 +1.80° 16.6 +2.4*
Midway 11.6 £0.77° 21.5 +0.38* 16.3 £3.39° 18.9 +2.34°
Final 8.0 +0.17° 19.6 +3.11° 20.9 +2.29* 18.7 +0.80°
SECCHI DIsK DEPTH (CM)
Initial 31.7 +4.1* 29.0 £5.7¢ 23.7 +4.7° 28.3 +3.5%
Midway 35.7 £5.2° 19.0 £4.0° 18.7 £4.2° 18.7 £1.2°
Final 33.7 £2.4° 21.3 +0.67° 16.0 £1.5° 16.3 £1.8°
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Table 3. Partial budget analysis for Nile tilapia cultured in ponds fertilized with different rates of nitrogen fertilization (budget items in

Philippine Pesos; US$1 = P45).

Item Treatment

1 2 3 4
Income (Selling Fish) 1,138.00 4,623.50 4,298.00 4,676.00
Added Income (A) - 3,485.50 3,160.00 3,538.00
Cost for Urea 0 189.00 280.98 372.96
Added Cost from Urea (B1) - 189.00 280.98 372.96
Cost for Ammonium Phosphate 0 118.58 118.58 118.58
Added Cost from Ammonium Phosphate - 118.58 118.58 118.58
(B2)
Ratio of Added Income to Added Cost - 11.3 7.9 7.2
Profit (A - B1 - B2) - 3,177.92 2,760.44 3,046.46
US$ - 70.62 61.34 67.70

Dissolved oxygen (DO), pH, temperature, total ammonia
nitrogen (TAN), total phosphorus (TP), total alkalinity,
primary productivity, and Secchi disk depth (SDD) were
determined during the second week, midway through the
experiment, and two weeks before the harvest of fish.
Analyses of water quality were done according to method-
ologies detailed in the PD/A CRSP Handbook of Analytical
Methods (PD/A CRSP Technical Committee, 1996). DO,
temperature, and pH measurements were taken on the three
sampling dates at 0600 h, 1000 h, 1600 h, 1800 h, and 0600 h
the following morning at 5-cm, 25-cm, 50-cm, and 75-cm
depths in the water column. Water level in the pond was
maintained at 1 m throughout the culture period by
occasionally adding water to the ponds.

Data from the experiment were analyzed statistically by
regression analysis and analysis of variance using SAS System
for Windows v6.12 statistical software (SAS Institute, 1996).
Partial budget analysis was conducted to determine which

fertilization rate yielded the greatest profitability (Shang, 1990).

A full-cost enterprise analysis was developed for the fertiliza-
tion rate that yielded the greatest profitability.

REesuLTs

Mean values with their standard errors for initial and final
body weights, gross and net yields, and survival of Nile
tilapia are shown in Table 1. Mean initial body weights did
not differ significantly among treatments (P > 0.05). Mean
final body weights were significantly different, with
Treatment 1 having the lowest mean body weight of fish at
harvest (P < 0.05) among treatments. The highest mean
weight of fish at harvest was observed in Treatment 4

(59.2 £ 1.4 g), followed by Treatments 2 (49.2 + 11.4 g)

and 3 (43.9 + 11.2 g). However, there was no significant
difference in the final mean body weights of fish in these
treatments. Similar trends were observed in the gross and
net fish yields, and in extrapolated values. Yields were
significantly higher in the fertilized ponds relative to the
unfertilized ponds, but treatment-dependent differences
among the ponds given different concentrations of
fertilization were otherwise absent. The mean growth

of the Nile tilapia in the different treatments is shown

in Table 1.

The percent survival of Nile tilapia was highest in Treatment 3
(77%) followed by Treatment 1 (71%), Treatment 2 (68%), and

Treatment 4 (61%). Survival rates of fish in this study did not
vary significantly among treatments (P > 0.05).

Water Quality

Mean values for water quality parameters are shown in Table
2. Except for temperature, mean values for the initial analysis
of water quality parameters did not differ significantly among
treatments (P > 0.05).

Analysis of water quality midway through the experiment
indicated significant differences on total alkalinity and

SDD. Total alkalinity was significantly highest (P < 0.05) in
Treatment 1 (240 + 14.8 mg 1), followed by Treatment 2

(199 £ 9.2 mg I'"), Treatment 3 (178 + 15.3 mg I'!), and Treatment 4
(167 £ 1.8 mg I'"). There were significant differences among
Treatments 2, 3, and 4 with respect to total alkalinity (P < 0.05).

SDD was also significantly different among treatments

(P < 0.05). Treatment 1 had the highest SDD (35.7 £ 5.2 cm) as
compared to the other three treatments which had similar SDD
(19 em). This roughly indicated the condition of the water in
terms of phytoplankton growth. Treatment 1 had the poorest
phytoplankton growth compared to the treatments which
received nitrogen fertilization.

Analyses of final water quality parameters showed five
parameters that were significantly different among treatments.
These were DO concentration at dawn, pH, TAN, primary

Table 4. A full-cost enterprise budget for Nile tilapia cultured in
0.05-ha pond fertilized with 10 kg N ha! wk! (budget items
in Philippine Pesos; US$1 = P45).

Item Price Quantity Value
(Pkg" (kgpond’) (P pond’)

Gross Revenue (A)

Harvested Tilapia 35.00 132.00 4,623.50

Cost (B)

Fingerlings 35.00 50.00 1,750.00

Urea 7.30 12.60 91.98

Ammonium 7.70 28.00 215.60

Phosphate
Net Returns (A - B) 2,565.92
Break-Even Price 15.58
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productivity, and SDD. DO concentration and SDD were
significantly higher in Treatment 1 than in the treatments with
nitrogen fertilization. However, no significant differences were
observed among Treatments 2, 3, and 4 (P > 0.05) in terms of
the final DO concentration at dawn and SDD. For pH, TAN,
and primary productivity, significantly lower mean values
were recorded in Treatment 1 while Treatments 2, 3, and 4 did
not differ significantly with respect to these parameters.

Tilapia Recruits

Due to unsuccessful hormonal sex reversal, tilapia recruits
were observed in the ponds. The recruits were bulk-weighed at
harvest, and the highest average weight was observed in
Treatment 4 (13.6 + 6.7 kg), while Treatments 2 and 3 had
an average of 5.3 £ 2.04 kg and 5.1 + 0.70 kg of recruits,
respectively. Treatment 1 had only one pond with observed
reproduction (1.4 kg). Although there was no significant
difference in the weight of recruits among treatments

(P > 0.05), the presence of recruits affected the final growth
of Nile tilapia in Treatment 4 because of possible fish
competition for food and space.

Budget Analysis

Partial budget analysis indicated that Treatment 2 (10 kg N ha™ wk)
gave slightly more profit than the treatments with higher
nitrogen fertilization (Table 3). A full-cost enterprise budget
was developed for this nitrogen fertilization rate (Table 4). A
net return of P2,566 (US$57) can be obtained in the culture of
Nile tilapia in a 0.05-ha pond for 90 days.

DiscussioN

These results show the effects of adding exogenous nitrogen to
tilapia culture ponds in the Philippines; the differences
observed and the lack of differences among treatments may be
considered equally instructive. Individual growth (mean body
weight) was not significantly affected by fertilization, although
a trend favoring the fertilized ponds was apparent. Additional
replicates and the exclusion of competing recruits might show
this effect to be biologically significant, but that remains to be
seen. In general, tilapia production was enhanced by the
addition of fertilizer relative to the lack of any fertilizer, but
doubling or tripling the amount added had no effect on pond
yields. Consequently we found that the addition of the

minimal amount of fertilizer used in this study (10 kg ha™ wk)
was most cost-effective.

ANTICIPATED BENEFITS

Although this experiment was not designed by those who
carried it out, it fits with the majority of the research being
done by our team at Central Luzon State University.
Specifically, the theme of moderate intensification of fish
farming technology, with attention to reduction of oper-
ating costs, is consistent with our feed studies. This study
illustrates the point that low-level fertilization improves
yields, but that doubling or tripling the application of
fertilizers is not cost-effective. We anticipate that this
approach will be readily accepted by farmers in the Luzon
area, who have already demonstrated a willingness to
adopt low-cost aquaculture methods, as opposed to
methods that increase intensification but which also drive
up production costs.
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ABSTRACT

There is a clear need to develop feed/fertilizer combinations that are appropriate for fish farming in Kenya and other parts of
Africa. The strategy of using high-quality nutritionally complete feeds to produce high fish yields, frequently employed in
developed countries, is often impossible or inappropriate in countries where high-quality feed ingredients are in short supply
or are very expensive. However, the use of lower-quality pelleted feeds formulated specifically for tilapia, combined with
fertilization regimes to increase the availability of natural food organisms, may be an economically appropriate approach for
intensification of tilapia culture in Africa. This experiment is the second in a series designed to compare fish performance and
economic benefits under different fertilization /feeding regimes—using low-cost, locally available materials—in earthen ponds.
Water quality and fish growth sampling data were collected throughout the experiment, but data have not yet been analyzed.
This report includes preliminary observations regarding the experiment. The experiment was conducted in twelve 800-m?
earthen research ponds at Sagana Fish Farm, Kenya, between November 1999 and May 2000. Four replicates of each of three
combinations of feed and fertilizer were tested. The treatments were Rice Bran (RB), Pig Finisher Pellets (PFP), and Test Diet
Pellet (TDP). The experiment was concluded when fish reached market size, which occurred after 180 days. Water quality
parameters were not significantly different (P > 0.05) among the three treatments except for total alkalinity, for which PFP
ponds had a significantly higher (P < 0.05) mean value. Phytoplankton communities exhibited a strong seasonal succession,
being dominated by green algae in the beginning and by blue-greens later in the cycle. Gross primary productivity ranged
from 0.1 to 11.9 g C m2 d"! for all treatments. It took almost two months to develop phytoplankton blooms in the ponds, and
fish growth was relatively slow at first. Fish receiving RB grew much slower than in similar treatments in previous trials. This
was probably due to the lower than normal protein content of the bran. Average fish yield was greatest in ponds receiving PFP,
followed by TDP, and finally by RB. Less than 50% of the fish in the RB treatment attained market size (300 g), whereas over
80% of the fish from the other two treatments were over 300 g. Clarias in all treatments attained market size of 600 g. If price
varies by fish size, using PFP for supplemental feeding would be the best choice. Rice bran had significantly lower fish growth
rate, net fish yield, and annual production compared to PFP and TDP (P < 0.05). However, there were no significant differences
in survival rate and relative condition factor among the treatments. Relative profitability analysis using partial and enterprise
budgets revealed that the PFP treatment was the best, followed by the RB treatment. Net returns were positive for all treatment
regimes. However, RB had the lowest break-even price and the least investment cost.

INTRODUCTION nutritionally complete diets for tilapia are very expensive.
However, poultry diets and some purchased inputs, such
Commercial fish culture in developed countries generally as brans, can be used to intensify fish production in ponds.
achieves greatest profits when high-quality, nutritionally Disadvantages are that commercial poultry rations are not
complete feeds are used to produce high fish yields. This nutritionally balanced for fish, containing more digestible
strategy is often impossible or inappropriate in countries energy per unit of protein than recommended for fish, and
where high-quality feedstuffs are limited. In Africa, brans are nutritionally deficient and often unconsumed by
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the fish due to small particle size. Pelletizing reduces feed
losses, especially when multiple ingredients are included in
the formulation. There is a clear need to develop feed/
fertilizer combinations that are appropriate for fish farming in
Kenya (Ngugi and Wangila, 1996). Lower-quality pelleted
feeds formulated specifically for tilapia, combined with
fertilization regimes to increase the availability of natural
food organisms, may be an economically appropriate
approach for intensification of tilapia culture in Africa.

This report describes the pond production aspects of an
experiment conducted at Sagana Fish Farm, Kenya, to
compare fish performance and economic benefits of Nile
tilapia (Oreochromis niloticus) and catfish (Clarias gariepinus)
polyculture in fertilized ponds using three low-cost supple-
mental feeds. The supplemental feeds used were rice bran
(RB), a commercially available pig finisher pellet (PFP), and a
pelleted test diet (TDP) developed in collaboration with the
same company that supplies the PFP.

Fertilization is often practiced to increase the abundance of
natural food organisms in fish ponds receiving nutritionally
deficient feeds. Assessment of the relative contribution of
natural food organisms to fish growth in fed ponds would be
a valuable contribution in the development of management
practices involving nutritionally incomplete feeds. This
assessment can be accomplished by analyzing the stable
isotope ratios of nitrogen and carbon in the natural foods,
feeds, and fish flesh; this is being undertaken by researchers
at the University of Arkansas at Pine Bluff who will report
separately on that work (see “Stable carbon and nitrogen
isotope analysis of tilapia and Clarias fed commercial feeds or
agricultural by-products,” 9FFR2-2; pp. xxx of this report).

MEeTHODS AND MATERIALS

This experiment was originally planned to be conducted
between July and November 1999, but its start was delayed
by the late completion of the previous experiment (“Use of
pond effluents for irrigation in an integrated crop/aquacul-
ture system,” 9ER1), which had taken longer than expected
due to slower-than-expected fish growth. Ponds were finally
prepared and stocked for the experiment on 5 November
1999.

Twelve 800-m? research ponds at Sagana Fish Farm,
Sagana, Kenya, were used for the experiment. Prior to
filling, all ponds were limed at a rate of 20,000 kg ha' and
fertilized as part of the test treatments, as described below.
Each pond was stocked with 1,550 sex-reversed male
tilapia (19,375 ha'l; 90 g average weight) and 50 Clarias.
Fish were fed twice daily at 2% body weight per day.
Twenty-five tilapia were stocked in a cage in each pond
and were not fed. These fish were part of a companion
study, in which they will be analyzed for C and N isotopes
for comparison to fish in the open pond, which were fed.

Three treatments were applied in quadruplicate as follows:

* Rice Bran (RB) plus inorganic fertilization by applying
diammonium phosphate (DAP) and urea at rates of
4 kg P ha' wk' and 16 kg N ha™' wk;

* Pig Finisher Pellets (PFP), available locally, plus the
fertilization regime of Treatment RB; and

e Test Diet Pellet (TDP) formulated to contain about
20% crude protein plus the fertilization regime of

Treatment RB.

Rice bran had been tested as a supplemental feed in earlier
work and so was used as the basis for comparison in this
study. Pig finisher pellets were selected because they were
less expensive than poultry pellets and because previous
work indicated they were just as good as long as fertilizer was
added on a regular basis. The feed in Treatment TDP con-
tained no fish meal and was developed in consultation with
the local fish feed manufacturer.

Fish were sampled by seining every two weeks to determine
growth rates and adjust feeding rations. Thirty fish of each
species were measured and weighed individually to obtain
standard deviations. Fish and food /feed samples were
collected at stocking, every 1.5 to 2 months during the
experiment, and at harvest for isotope analysis. Gut contents
of caged and free-swimming fish were collected at least twice
to back up results of the fish tissue analyses.

Dissolved oxygen, temperature, and pH were measured weekly
in the morning and afternoon. Total alkalinity, chlorophyll a,
Secchi disk visibility, and total ammonia nitrogen were measured
every two weeks. Total N, mineral N, total P, and soluble reactive
P were analyzed monthly. Samples for water chemistry were
taken on Thursdays, fertilizing was done on Fridays, and
dissolved oxygen and temperature readings were done on
Mondays. All sampling and analysis was carried out according
to standard CRSP sampling protocols.

Water lost through evaporation or seepage was replaced
weekly. Otherwise no water was added to or allowed to flow
through the ponds during the experiment.

The ponds were drained completely after 180 days, when the
fish had reached market size. Tilapia were separated by sex,
counted, and weighed. Tilapia reproduction was weighed and
subsamples were counted. Clarias were counted and weighed.

REesuLTs

Data for the pond production aspects of the experiment were
collected throughout the experiment but have not yet been
fully analyzed. Following are some preliminary observations
concerning the experiment.

Water quality parameters were not significantly different

(P > 0.05) among the three treatments except for total alkalinity,
for which ponds fed PFP had a higher (P < 0.05) mean value
than the other two treatments. The lowest dawn oxygen level
(0.92 mg I'") was observed in the PFP treatment, while the
highest afternoon level (9.9 mg 1) was recorded in the RB
treatment. The phytoplankton community was dominated
mainly by green algae in the beginning and later by blue-greens,
exhibiting a strong seasonal succession. Gross primary pro-
ductivity ranged from 0.1 to 11.9 g C m? d™! for all treatments.

Fish growth was relatively slow at first, and it took almost two
months for the ponds to develop phytoplankton blooms. Fish
growth in the test diet (TDP) ponds fell behind that in the PFP
after the nitrogen input rate was reduced in order to stay under
35 kg ha wk! total N input as feed and fertilizer combined.
However, TDP fish growth almost caught up with the PFP
growth by the end of the experiment. The fish receiving RB grew
much slower than fish under similar treatment regimes in
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Table 1. Harvest data for fish in ponds fed rice bran (RB), pig finisher pellets (PFP), and test diet pellets (TDP) during a 180-day experiment at

Sagana Fish Farm, Sagana, Kenya. Numbers followed by different letters in the same column are significantly different at P < 0.05 using

LSD multiple range test.

Feed Type Gross Fish Yield Average Tilapia Tilapia>300g Average Clarias
(kg ha™) Weight (%) Weight
® ®
Rice Bran (RB) 4,288° 218 41° 603"
Pig Finisher Pellets (PFP) 6,156" 315° 82° 1,031°
Test Diet Pellets (TDP) 6,329" 326" 82° 1,147¢
Table 2.  Enterprise budget summary for an Oreochromis niloticus/Clarias gariepinus polyculture system using three supplemental feeds in fertilized

ponds at Sagana Fish Farm, Sagana, Kenya.

Treatment Income Above Net Returns to Land, Labor, Break-Even Price Break-Even Price
Variable Costs and Management (Variable Costs) (Total Cost)
(US$) (US$) (US$) (US$)
Rice Bran (RB) 2,168 1,742 0.67 0.76
Pig Finisher Pellets (PFP) 2,767 2,341 0.73 0.80
Test Diet Pellets (TDP) 1,992 1,566 0.84 0.91

previous trials. This was probably due to its lower-than-normal
protein content. Average fish yield was greatest in ponds
receiving PFP, followed by TDP and finally by RB (Table 1). Less
than 50% of the fish in the RB treatment attained market size
(300 g), whereas over 80% of the fish from the other two
treatments were over 300 g. Clarias in all treatments attained
market size of 600 g (Table 1). If price varies by fish size, using
PFP for supplemental feeding would be the best choice.

All three feeds contained much lower protein levels than
expected. The RB that previously tested at 11% crude protein
(CP) contained only 5% CP when re-analyzed. The PFP was
advertised as containing 14% CP but tested at only 10%. The
TDP contained three types of oilseed meal, making up over
30% of the ingredients, but still tested at only 11% CP.

Rice bran had significantly lower fish growth rate, net fish
yield, and annual production compared to PFP and TDP

(P < 0.05). However, there were no significant differences in
survival rate and relative condition factor among the
treatments.

Relative profitability analysis using partial and enterprise
budgets revealed that the PFP treatment was the best,

followed by RB (Table 2). The net returns were positive for all
the nutrient regimes. However, RB had the lowest break-even
price and the least investment cost.

ANTICIPATED BENEFITS

The development of cost-effective feeds in Africa may
increase the profitability of fish farming in the region and
stimulate commercial aquacultural enterprises. Collaboration
with a local feed manufacturer can lead to a viable partner-
ship with private enterprise to develop the most cost-effective
tilapia feed for ponds in Kenya and the region. The produc-
tion of natural food organisms in feed /fertilizer management
practices is often highly variable across sites; the need to
evaluate this more-intensive fish production practice under
different environmental conditions may stimulate future
intra-regional collaboration.
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ABSTRACT

Samples of feeds, fertilizers, fish, mud, and plankton from the final feeding study in Kenya were received in Pine Bluff,
Arkansas, in late June 2000. These samples are being freeze-dried and ground. In addition, mud must be treated to remove
carbonates. All prepared samples will be submitted to a laboratory for isotope analysis, which will begin in two to three
months. Final results should be available by 31 December 2000. Since all samples were received only after the feeding trial was
completed, there are no preliminary isotope data to report. Several sets of feeds and feedstuffs have been subjected to
proximate analysis at University of Arkansas at Pine Bluff to verify results of analysis conducted in Kenya.
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ABSTRACT

An on-farm trial was conducted on seven farms in Nueva Ecija, Philippines, to investigate the effect of two onsets of
feeding on the growth, yield, and survival of Nile tilapia. There were no significant differences in the performance data
(final mean weight, daily weight gain, extrapolated gross fish yield, and survival rate) that were recorded in this study.
The only statistically significant difference observed was in the total feed used in the trial. The 45-day onset in feeding
produced more gross value of the crop (P205,617 ha!) compared with the 75-day delay (P197,063 ha™'), but by delaying
the start of feeding, the costs were reduced such that the net value of the crop was improved (P124,242 ha! in 75-day

versus P106,026 ha™! in 45-day delay).

INTRODUCTION

Tilapia farmers in the Philippines commonly provide
supplemental feeds in their grow-out operation. However, the
timing of the start of supplemental feeding is variable. Earlier
studies under the PD/A CRSP showed that initiation of
feeding of Nile tilapia after 80 days in the pond produced the
same yield as initiation of feeding at 38 days. Later feeding also
increased growth rates and yields to the target levels, but with
some delay compared with earlier feeding (Diana et al., 1996).
This means that fish do not need to be fed immediately after
stocking, but can be supported by the natural food in the pond
ecosystem.

This study was undertaken to demonstrate efficient
supplemental feeding strategies for tilapia production in
fertilized ponds. Specifically, the study aimed to evaluate
growth, yield, and survival of tilapia with different periods of
delay before feeding.

METHODS AND MATERIALS

Seven farmers were enlisted for this trial. The farming practice
of farmers ranged from extensive to semi-intensive. Two ponds
from each farm were assigned each of the two treatments—
supplemental feeding beginning at 45 and 75 days after fish
stocking. The pond size ranged from 416 to 3,500 m? with
water depth maintained at 1 m. The ponds were stocked with
sex-reversed Nile tilapia (Oreochromis niloticus) of the
Genetically Improved Farmed Tilapia (GIFT) strain.
Fingerlings with mean weight of 0.11 g were used at a stocking
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rate of 4 fish m2. All ponds were fertilized weekly with urea
and ammonium phosphate at a rate of 28 kg N ha! wk! and
5.6 kg P ha wk.

The fish were fed with prepared feeds consisting of 67% rice
bran and 33% fish meal (crude protein [CP] = 28.6%) at 5% fish
body weight per day (BWD) during the first 15 days of feeding
and 4% BWD thereafter up to 30 days. For the remaining
period prior to harvest, the fish were fed at the rate of 3%
BWD. A sample of 50 fish was obtained in each pond every
two weeks to measure average weights of the fish.

Water quality parameters were monitored monthly in all
ponds. The water was analyzed for dissolved oxygen, pH, total
alkalinity, total ammonia, and soluble reactive phosphorus.
Analyses were done at the Freshwater Aquaculture Center
Water Quality Laboratory according to standard methods
(APHA, 1980; PD/A CRSP, 1992).

After 150 days, the ponds were harvested by seining and then
complete draining. The total number of fish was counted and
bulk-weighed. Final mean weight, daily weight gain, gross
yield, and survival rates were calculated. The total amount of
feed given in each treatment was also estimated at the end of
the study. Data were analyzed statistically by paired T-tests.

REsuLTs AND DiscussioN
Performance data (final mean weight, daily weight gain,

extrapolated gross fish yield, and survival rate) were not
significantly different between the two treatments (Table 1).
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Table 1. On-farm growth performance of Nile tilapia at two periods
of delay before feeding (45 and 75 days) in a 150-day
experiment.

Performance Treatment
(Feeding Onset)
45 Days 75 Days
Final Mean Weight (g fish™) 164.7 151.7
Mean Daily Weight Gain (g fish*d™) 1.09 1.01
Extrapolated Gross Fish Yield (kg ha') 5,140 4,926
Survival (%) 85 87
Total Amount of Feed (kg ha™) 8,299 6,068

The only statistically significant difference observed was in the
total feed used in the trial. The extrapolated total feed used
was 8,299 and 6,068 kg ha™! for 45-day and 75-day delays in
feeding, respectively. The growth patterns of tilapia in the two
feeding schemes are shown in Figure 1.

The simple cost/benefit analysis of this farm trial, taking into
consideration the gross sales and the cost of feed, indicated
that the 45-day onset in feeding produced more gross value of
the crop (P205,617 ha™') compared with the 75-day delay
(P197,063 ha''), but by delaying the start of feeding, the feed
cost was reduced such that the net value of the crop was
improved (P124,242 ha™! in 75-day versus 106,026 ha'! in
45-day delay; US$1 = P45).

Table 2 presents the range of values of the water quality
parameters measured at monthly intervals. Water quality
parameters appeared to be within the acceptable ranges for
tilapia culture and there were no treatment-dependent
differences that were observed.

180 -
—o—Early

150 A +Delayed

120 -

90 -

60 4

Mean body weight (g)

30 -

30 45 60 75 90 105 120 135 150

Culture period (d)

Figure 1. Mean body weight of Nile tilapia in the early (45 days) and
delayed (75 days) feeding onset trials.

This study provides technical guidance to farmers on

the efficient feeding practices that will optimize tilapia
production. The on-farm trial indicated that a delay in the
onset of feeding did not significantly reduce the production
of tilapia but significantly reduced the cost of feed by about
37%. It is important however, that proper pond fertilization
be maintained to promote the production of natural foods
in the pond.

ANTICIPATED BENEFITS
A simple technique has been identified which reduces

production costs by the equivalent of about $400 per hectare
during a tilapia grow-out cycle without significantly reducing

Table 2. Range values for water quality parameters measured monthly over a 150-day culture period in ponds fed 45 days (Pond A) and 75 days
(Pond B) after stocking of tilapia.

Farm Pond Secchi Disk DO Temperature pH Alkalinity =~ Ammonia Phosphorus
(A=45d) Visibility (mg I (°C) (mg I (mg I (mg I
(B=75d) (cm)

1 A 7-23 4-10 28-31 7.8-8.9 36-95 0.08-0.17 0.18-0.80
B 8-28 3-9 28-31 7.6-9.9 42-87 0.03-0.33 0.29-0.56
2 A 9-59 9-15 31-35 8.6-9.1 112-156 0.12-0.36 0.06-0.85
B 14-60 11-16 31-38 8.4-9.6 92-220 0.10-0.30 0.06-0.62
3 A 15-30 11-12 30-31 8.4-10.3 49-81 0.02-0.26 0.08-0.13
B 15-54 8-13 29-31 8.0-10.3 56-93 0.05-0.32 0.07-0.45
4 A 12-32 9-12 30-32 7.9-9.7 150-162 0.10-0.35 0.27-0.37
B 10-22 9-11 29-31 8.0-10.4 115-140 0.03-0.37 0.03-0.30
5 A 9-65 6-16 29-32 8.0-9.9 127-175 0.05-0.25 0.14-0.68
B 11-65 5-14 29-32 8.0-9.5 119-230 0.03-0.35 0.11-0.35
6 A 8-50 14-20 31-32 7.7-9.6 112-210 0.11-0.28 0.18-0.77
B 12-46 14.6-20 31-34 7.7-9.5 86-207 0.05-0.24 0.09-0.63
7 A 8-40 4-15.4 29-33 8.4-9.7 239-302 0.06-0.22 0.04-0.51
B 9-28 5-12 29-33 8.4-9.7 271-345 0.09-0.10 0.10-0.57
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yields. That is a meaningful amount of money (P2,200) in the
Philippines, especially considering the increased profit is the
result of reduced effort on the part of the farmers. Following
effective dissemination of these results (see “Workshop on the
timing of the onset of supplemental feeding of Nile tilapia
(Oreochromis niloticus) in ponds,” 9ADR6A and “Production of
improved extension materials,” 9ADR6B), it is expected that
the technique of providing commercial feeds to tilapia later in
the grow-out period will be broadly adopted, resulting in more
cost-effective and profitable farming. It is also possible that the
time gained by adding a month of very low-maintenance
farming will facilitate other farm activities, such as vegetable
gardening or other crop diversification, or educational and
training activities.
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ABSTRACT

The variability in the factors affecting the sex ratios of Nile tilapia (Oreochromis niloticus) was studied using pair spawns from
the Egypt, Ghana, and Ivory Coast strains. Sex ratios from 129 progeny groups were determined by microscopic inspection of
the gonads. Of the 12,450 progeny sexed, 54.14% were males; this differed significantly from a 1:1 sex ratio (P < 0.001). Sex
ratios from the 129 progeny groups produced a normal distribution (P > 0.45) but did not reflect a binomial distribution

(P <0.01) as would be expected from a simple monofactorial sex determination process. Therefore, other factors must account
for the variation observed in sex ratios. Single spawn sex ratios ranged widely from 16 to 100% male. Chi-square tests revealed
weak correlations between strain and progeny gender, individual parent and progeny gender, and male-female parent
combinations and progeny gender. Sixty-five percent (11 of 17) of the repeat spawns by the same pairings produced sex

ratios that extended beyond a range of 10%. The continuous range of sex ratios within the normal distribution suggests the
presence of several minor sex-modifying factors in O. niloticus and raises questions as to whether sex inheritance in tilapia is

predictable enough for a YY breeding program to be practical.

INTRODUCTION

The nature of sex determination in tilapia is not clear. Clemens
and Inslee (1968) and Chen (1969) proposed that in O. mossambicus,
the female was the homogametic sex (XX) and the male
heterogametic (XY). However, in both studies the authors
obtained some sex ratios that could not be explained by a
simple Mendelian XX:XY sex determination. Jalabert et al.
(1971) studied the sex determination of O. niloticus and

O. macrochirus by evaluating the sex ratios of hybrid progeny
and concluded that O. niloticus had a basic XX:XY sex deter-
mination, but that the sex ratios from the back cross of the male
hybrid to a female O. niloticus did not conform to the expected
ratios. Both species and their hybrid progeny had an identical
karyotype (2N = 44) with no evident sex chromosome. The
authors proposed that autosomes may play a role in sex
determination.

The widely noted variation and general unpredictability of
tilapia sex ratios has made the selection of true-breeding fish
difficult. Shelton et al. (1983) reported sex ratios from mass
spawnings of O. niloticus that ranged from 31 to 83% male.
Tuan et al. (1999) reported a range of 15 to 100% male among
95 families of O. niloticus. These examples of variation in sex
ratio and the uncertainty concerning the exact process behind
sexual determination in tilapia present a challenge to the
production of all-male populations through a YY breeding
program.

YY breeding programs have been based on the premise that
sex determination in O. niloticus is a simple Mendelian
inheritance process where the female O. niloticus is
homogametic (XX), the male heterogametic (XY), and animals
having a Y chromosome develop as males. There are several
approaches to a YY breeding program. Scott et al. (1989)
working with O. niloticus obtained a YY male in a
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gynogenesis study in which the parent female was thought to
be of an XY genotype. Another approach is through hormone-
induced sex inversion followed by selective breeding, as
outlined by Shelton et al. (1978). Yongquan et al. (1979)
applied this approach with O. mossambicus, another species in
which the female is thought to be homogametic for sex
determination, and successfully produced all-male progeny
using YY males. Mair et al. (1993) successfully applied this
approach to O. niloticus to produce all-male populations.
Androgenesis, in which viable X or Y sperm are used to
fertilize an irradiated oocyte, has also been used to produce
YY male tilapia (Avila and Gonzalez, 1995; Myers et al., 1995;
Marengoni and Onoue, 1998).

Numerous authors have proposed theories on the mechanism
of tilapia sex determination, as reviewed by Wohlfarth and
Wedekind (1991). It appears, however, that none has described
the mechanism specifically enough to account for all the
variation observed. This study was conducted to further
examine the variation in sex ratios and to elucidate parts of the
sex-determining process involved while trying to develop a
line of fish suitable for use in a YY breeding program.

Where an XX:XY pattern of inheritance is assumed, the male
would produce either an X or Y sperm and an X-containing
egg would be fertilized. If no autosomal factors influence sex
ratios, the fertilization of the egg with a Y sperm should result
in male progeny. This would be particularly evident in a highly
inbred population such as one produced by androgenesis.

METHODS AND MATERIALS

It was the intent of this study to develop a clearer under-
standing of sex inheritance using androgenically produced
males and females. However, it was not possible to produce a
highly inbred population through androgenesis of adequate
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quantity for use in this study as initially proposed. Instead,
three other inbred strains of tilapia were used to evaluate the
contribution of the male and female genome to sex inheritance.
The Ivory Coast strain of O. niloticus was introduced to Auburn
University (AU) from Brazil in 1974 and was originally
introduced into Brazil from the Ivory Coast in 1971. The Egypt
strain was introduced from the Ismailia Canal near Cairo to
AU in 1982. The Ghana strain was introduced to AU from
Israel in 1982, but was originally collected in 1978 from Lake
Volta near Accra, Ghana (Khater, 1985). These strains have
been maintained at Auburn since their original introduction;
no additional fish have been added to the respective popu-
lations from the outside.

Fish were allowed to spawn in outdoor 2-m3 net hapas with a
mesh size of 1.5 mm from June to October of 1997 and 1998.
Four net hapas per tank were suspended in 20-m? rectangular
cement tanks at the Fisheries Research Unit, Alabama
Experiment Station, Auburn University, Alabama. Each tank
was maintained at an average water depth of 70 cm using
water from a rain-fed reservoir with a mean alkalinity of

30 mg 1. Tanks were not limed or fertilized during the
spawning period. Reference water temperature and dissolved
oxygen readings were taken four times per week prior to daily
feeding using a YSI Model 54ABP dissolved oxygen meter.

All broodfish were tagged for individual identification using a
PIT tag (Destron Fearing Corporation). One male was placed in
each net hapa. Females were added at a ratio of three to five
females per male. Each strain was held and spawned separately.
Females were inspected for eggs eight to ten days after stocking.
Brooding females were collected with a fine mesh dip-net and
transported individually to the Alabama Experiment Station

Total Population

—— Binomial Fit
Normal Fit

6

Relative Frequency
4

0.0 0.2 0.4 0.6 0.8 1.0
Proportion of Males
Figure 1. Proportions of males from the matings of the experimental
population across strains (progeny groups = 129). Bars
represent the relative frequencies of each proportion. The

solid curve represents a binomial fit and the dotted line
represents a normal fit.

hatchery. Each female was placed into a 95-1 aquarium for the
duration of the egg incubation. When the eggs hatched and the
larvae reached the swim-up phase, the female was returned to
another spawning hapa containing a different male. Swim-up fry
were collected from the aquarium and placed in a 57-1 aquarium,
reared for approximately 30 d, and then transferred to outdoor
tanks and ponds to grow to a sexable size. Water temperatures in
all aquaria ranged from 29 to 35°C. Dissolved oxygen concen-
tration was maintained near saturation through aeration using
one to two air stones in each aquarium.

Determination of Sex

When the experimental fish had reached a length of at least 5
to 6 cm, a random sample was taken from each progeny group
and immediately preserved in a 10% formalin solution. The sex
of each fish was determined by surgical extraction of the
gonads. The gonads were placed on a microscope slide and
stained using Fast Green. A cover slide was laid over the
stained gonads and pressed firmly so as to rupture the gonads.
The gonadal squash was examined under a microscope. Each
gonad was designated as ovary, testis, or ovotestis.

Data Analysis

Data on sex ratio of progeny were analyzed using SAS. S+
software was used to generate figures. Four Chi-square tests
were performed relating chance of maleness of individual
progeny members to strain, to individual sires, to individual
dams, and to repeat pair spawns. A logistic regression analysis
was used to distinguish differences in percent males among
strains. A weighted least-squares regression analysis was used
to compare average standard deviations between strains.

Males with repeat spawns
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Figure 2. Proportions of males from the progeny groups of all male
parents with repeat spawns (progeny groups = 119). Bars
represent the relative frequencies of each proportion. The
solid curve represents a binomial fit and the dotted line
represents a normal fit.
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REsuLTs
Sex Ratio of Total Population

Sex ratios were analyzed for 129 progeny groups from pair
spawnings of three strains of normal (non-hormone-treated)
O. niloticus broodstock. Fifty to one hundred randomly
selected offspring were sexed from each progeny group,
depending upon the number of individuals present at the time
of harvest. Of the total number of progeny sexed (12,450), the
mean percent males was 54.1% with a standard deviation of
0.14 and a range of sex ratios from single spawns of 16 to 100%
male. The mean percent males was significantly different

(P < 0.001) from a 1:1 population sex ratio due to the slight
excess of males. Sex ratios reflected a normal distribution

(P > 0.45), but not a binomial distribution (P < 0.01), due to the
overdispersion of sex ratios. The normal distribution possessed
a skewness value of -0.07 and a range of 0.838. The normal
curve was fitted using the sample mean and standard
deviation. The binomial curve was fitted using the sample
mean and a conservative sample size of 90 fish per progeny
group due to the slight variation in progeny sample sizes
(Figure 1). The summation of spawns (N = 119) from all male
parents with repeat spawns yielded an average progeny of
54.1% male with a standard deviation of 0.16 (Figure 2). The
summation of spawns (N = 81) from all female parents with
repeat spawns yielded an average progeny of 55.0% male with
a standard deviation of 0.16 (Figure 3). The male and female
summations also produced a normal distribution (P > 0.42)
without producing a binomial distribution (P < 0.01), likewise
a result of the overdispersion of sex ratios. All normal curves
were again fitted using the respective sample mean and
standard deviation, and binomial curves with the respective
mean and a conservative sample size of 90 fish per progeny

group.

Females with repeat spawns
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Figure 3. Proportions of males from the progeny groups of all female
parents with repeat spawns (progeny groups = 81). Bars
represent the relative frequencies of each proportion. The
solid curve represents a binomial fit and the dotted line
represents a normal fit.

Single Male with Multiple Partners

Twelve Egypt males had multiple partners (Table 1). The
mean percent male among the 3,716 progeny was 52.7%,
with an average standard deviation of 0.09 and a range of
26 to 64% among pair spawns. Forty-two percent (5 of 12) of
the males produced sex ratios that ranged less than 10% or
less than two standard deviations. A statistically significant
association (P = 0.001) existed between individual male
parent and progeny sex. The Pearson correlation coefficient
(-0.037), however, demonstrated that the strength of this
association was very weak.

Seven Ghana males had multiple partners (Table 1). The
mean percent male among the 2,559 progeny was 57.2%,
with an average standard deviation of 0.11 and a range of
16 to 78% among pair spawns. Twenty-nine percent (2 of 7)
of the Ghana males produced sex ratios that ranged less
than 10%. An association (P = 0.001) also existed here
between individual male parent and progeny sex. The
correlation coefficient (0.102) again displayed the relative
weakness of the association.

Twelve Ivory Coast males had multiple partners (Table 1). The
mean percent male among the 5,332 progeny was 54.1%, with
an average standard deviation of 0.12 and a range of 16 to

Table 1. Average percent male and average standard deviation of
progenies from males with multiple partners.
Strain Number of Percent Standard Range
Spawns Male Deviation (%)

EGYPT
5 48.9 0.083 39-61
3 50.0 0.122 36-59
3 54.2 0.090 48-63
3 64.9 0.041 62—-64
3 55.7 0.050 51-61
2 59.8 0.189 45-71
2 48.5 0.219 33-64
2 59.7 0.027 57-61
2 385 0.169 26-50
2 60.9 0.044 58-64
2 48.3 0.031 46-49
9 51.1 0.083 38-60
9 51.1 0.083 38-60

GHANA
6 63.1 0.139 37-78
5 43.2 0.163 16-57
4 65.9 0.115 54-76
3 59.9 0.081 51-67
3 47.3 0.051 43-53
3 58.4 0.037 56-62
2 67.5 0.148 57-78

IVORY COAST

12 49.8 0.189 16-100

7 56.4 0.182 31-79
7 58.6 0.063 53-70
6 47.5 0.080 39-55
6 58.8 0.105 46-73
4 54.9 0.108 44-68
3 53.4 0.090 43-59
2 46.2 0.124 37-55
2 54.5 0.162 43-66
2 57.3 0.060 53-61
2 71.0 0.183 58-84
2 48.5 0.007 48-49
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100% among pair spawns. Eight percent (1 of 12) of the males
produced sex ratios that ranged less than 10%. An association
between the individual male parent and progeny sex did exist
within this strain as well (P = 0.001), but again was shown to
be weak by the correlation coefficient (-0.018).

Single Female with Multiple Partners

Ten Egypt females had multiple pariners (Table 2). The mean
percent male among the 2,632 progeny was 52.5%, with an
average standard deviation of 0.11 and a range of 26 to 75%
among pair spawns. Twenty percent (2 of 10) of the females
produced sex ratios that ranged less than 10%. A Chi-square test
showed an association (P = 0.002) between individual female
parent and progeny sex. The strength of the association, as
demonstrated by the correlation coefficient (0.029), was weak.

Six Ghana females had multiple partners (Table 2). The mean
percent male among the 1,264 progeny was 58.5%, with an
average standard deviation of 0.09 and a range of 16 to 78%
among pair spawns. Thirty-three percent (2 of 6) of the females
produced sex ratios that ranged less than 10%. The Chi-square
test showed an association (P = 0.005) between individual
female parent and progeny sex. The corresponding correlation
coefficient (-0.017) demonstrated the weakness of the
association.

Twelve Ivory Coast females had multiple partners (Table
2). The mean percent male among the 4,015 progeny was

Table2. Average percent male and average standard deviation of
progenies from females with multiple partners.
Strain Number of Percent Standard Range
Spawns Male Deviation (%)

EGYpPT
4 58.6 0.190 38-75
4 447 0.148 26-62
3 53.3 0.058 47-60
3 52.3 0.088 42-58
3 54.2 0.064 49-61
2 50.0 0.084 44-56
2 61.0 0.042 58-64
2 54.5 0.063 50-59
2 55.5 0.106 48-63
2 44.3 0.159 33-55

GHANA
3 53.9 0.332 16-78
2 56.9 0.281 37-76
2 66.5 0.035 64-69
2 58.5 0.047 54-63
2 51.5 0.078 45-57
2 58.4 0.037 56-62
2 67.2 0.107 59-74

IvVORY COAST
5 48.5 0.210 16-73
4 52.8 0.034 49-57
4 57.3 0.071 50-67
4 68.5 0.283 39-100
4 58.0 0.133 39-70
3 51.3 0.127 43-66
3 46.0 0.080 38-54
3 40.0 0.115 31-53
3 39.3 0.158 21-49
3 60.5 0.077 55-68
3 74.7 0.111 62-83
3 54.7 0.244 37-72

54.5%, with an average standard deviation of 0.14 and a
range of 16 to 100% among pair spawns. Eight percent (1 of
12) of the females produced sex ratios that ranged less than
10%. The Chi-square test showed an association (P = 0.001)
between individual female parent and progeny sex. The
weakness of this association was reflected in its small
correlation coefficient (-0.054).

Repeat Spawns of Same Pair

Four pairs of Egypt individuals spawned with one another at
least twice (Table 3). The mean percent male among the 855
progeny was 52.7%, with an average standard deviation of 0.11
and a range of 39 to 61%. None (0 of 4) of the Egypt pairs
produced sex ratios that ranged less than 10%. The Chi-square
test revealed no association between the combination of
parents and progeny gender (P = 0.44).

Two pairs of Ghana individuals spawned with one another
at least twice (Table 3). The mean percent male among the
370 progeny was 69.7%, with an average standard devi-
ation of 0.06 and a range of 49 to 78%. Fifty percent

(1 of 2) of the Ghana pairs produced sex ratios that ranged
less than 10%. A Chi-square test showed no association
between the combination of parents and progeny gender
(P =0.16).

Eleven pairs of Ivory Coast individuals spawned with one
another at least twice (Table 3). The mean percent male
among the 2,451 progeny was 55.5%, with an average
standard deviation of 0.10 and a range of 16 to 79%. Forty-
five percent (5 of 11) of the Ivory Coast pairs produced sex
ratios that ranged less than 10%. The Chi-square test did
reveal an association between the combination of parents
and progeny gender (P = 0.001), which may have been
influenced by the larger sample size. The correlation
coefficient (0.022) again proved the association to be
extremely weak.

Table 3. Average percent male in progeny per spawn from pairs with
repeat spawns.
Strain Number Percent Male Range
of Spawns (%)
EGypPT
3 50.1 39-61
2 50.0 44-56
2 53.5 47-60
2 52.3 42-58
GHANA
66.5 64-69
72.5 67-78
IVORY COAST
3 54.3 43-66
3 57.0 50-67
3 64.0 60-70
2 545 43-66
2 75.5 51-100
2 28.7 16-41
2 335 31-36
2 70.5 62-79
2 62.5 57-68
2 55.0 55-55
2 48.5 48-49
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DiscussioN

There was no clear indication that sex determination in O.
niloticus is sex linked. The mean percentage male of 54.10%
from all spawns of males that produced repeat spawns closely
approximates the population mean. The mean percentage male
of 55.04% from all spawns of females that produced repeat
spawns was slightly higher than either the repeat-spawning
males’ or the population mean. Male and female averages
possessed an identical standard deviation of 0.16. The data on
the population level appear quite similar, with no apparent
differences due to the parents’ sex.

Individual males with multiple partners and individual
females with multiple partners were investigated to determine
the influence of individual parents on sex ratios. Although
each individual parent was found to have to a statistically
significant effect on progeny sex ratio (P < 0.005), the
correlation was weak and the overall average ratio of males
produced by male parents with repeat spawns versus males
produced by female parents with repeat spawns was similar
within each strain. Wohlfarth and Wedekind (1991) concluded
that for O. niloticus the sex ratio was determined by the male,
and skewed sex ratios could be selected for based on selection
of the male parent. Meriweather (1980) suggested that in

O. aureus the female parent had a greater influence on sex ratio
of the progeny than did the male. Mair et al. (1991) found no
link between male parent, female parent, and progeny sex
ratios from diallele-type crosses of five male and five female
O. niloticus.

Considerable variation was observed among repeat spawns of
the same pair. Some pairs produced sex ratios skewed to male
in one spawn and to female in the next spawn. The variation
from repeat spawns of the same pair is supported by Tuan et
al. (1999), who reported that progenies derived from repeated
spawns of the pair were significantly heterogeneous (P < 0.01).
Several pairs in this study did, however, reproduce with
consistent sex ratios. Thirty-five percent (6 of 17) of pairs with
repeat spawns produced sex ratios that ranged less than 10%.

Wohlfarth and Wedekind (1991) cited Wedekind (1987), who
found sex ratio to be a stable, heritable trait with repeat
spawns of the same pair giving almost identical sex ratios.
Specific males and females within the current study also gave
consistent skews over multiple partners, indicating that
selection for sex ratio may be productive as stated by Shelton
et al. (1983). The limited number of repeat spawns by the same
pair in the current study suggests that a portion of the brood
population may breed relatively true for sex ratio. However,
this characteristic was not observed in all pairs; it is possible
that numerous spawns from the same pair would yield a
normal distribution of sex ratios.

Sex ratios of O. niloticus do not always conform to a simple
Mendelian pattern of inheritance. Of the 129 spawns in the
current study, only 57% conformed to a 1:1 sex ratio. The
frequency distribution of sex ratios within this study was
normal; therefore, no multiple modes existed that might
suggest sex ratio inheritance is based on major sex-determining
genes. Hammerman and Avtalion’s (1979) prediction of eight
distinct sex ratios (0:1, 1:3, 3:5, 1:1, 9:7, 5:3, 3:1, 1:0) might also
be expected to display multiple modes. The frequency
distribution did not reflect a binomial distribution as would be
predicted by a simple XX /XY determination process; therefore,

other factors such as autosomal genes must be present to
account for the overdispersion of sex ratios.

Shelton et al. (1983) found a range of 31% to 83% males, with
21% differing from a 1:1 sex ratio, among 71 progeny groups of
the Ivory Coast strain of O. niloticus. Many generations later,
42% of 57 Ivory Coast pairs produced progeny that did not
conform to a 1:1 sex ratio. Inbreeding results in a more
homozygous gene pool (Tave, 1986), and a highly inbred line
such as the Ivory Coast strain should show reduced genetic
variability. Tave and Smitherman (1980) and Teichert-
Coddington and Smitherman (1988) concluded that there was
little genetic variability in this Ivory Coast strain involving
selection for faster growth. In the current study there is no
evidence of a reduction in sex ratio variability as a result of
inbreeding.

The results suggest that it will not be possible to have a
successfully YY breeding program without first breeding to
minimize variation in sex determination among normal fish.
Variation in sex ratio occurs at all levels of selection, in general,
yielding a normal distribution of sex ratios. The variation
occurs at the level of individual male-female mating because
repeat spawns of the same pair are not always consistent in the
sex ratios produced. Sexual determination appears to be a
product of individual parent contribution, but how this effect
occurs and to what extent each parent contributes could not be
determined here. No current theory on sex inheritance is
specific enough to explain the variation observed in this study.

ANTICIPATED BENEFITS

Monosex populations are an essential part of many tilapia
production systems. These can be obtained by several
methods, with direct inversion of sex through hormone
administration the most common. Monosex populations of
males can also be produced by genetic manipulation to obtain
male brood fish of a YY genotype. This assumes that sex
determination is based solely on the female being homo-
gametic (XX) and the male being heterogametic male (XY)
with no additional sex-modifying genes.

In this study it was evident that there are additional sex
modifiers complicating a successful YY breeding program.
There was no evidence that these modifiers were sex linked or
associated with a particular strain of fish. There was no
evidence to justify a selection program for simple sex
determination based on sex or strain of fish. However, the data
suggest that it might be possible to build a line of fish
acceptable for use in a YY breeding program based on single
pair selections. Such an intensive selection will result in a
highly inbred line of fish which may or may not have similar
growth performance to other male tilapia.
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ABSTRACT

Preliminary studies in our laboratory showed that the synthetic androgen trenbolone acetate (TA) is a good candidate for
masculinizing Nile tilapia (Oreochromis niloticus) fry using short immersions. In this study, we investigated the effects of TA
treatment on the growth performance of Nile tilapia. We tested the potential anabolic effects of two treatments by growing
treated and control fish for 81 and 114 days. Our results suggest that masculinizing treatments involving short-term
immersions in TA and 4-week feeding with 17a-methyltestosterone (MT) do not result in significant increases in fish growth.
Despite significant masculinization (65 to 70% with TA and 100% with MT) in both treatments, we found no differences in final

weight between treatments.
INTRODUCTION

Masculinization of tilapia continues to be an important tool for
aquaculturists to prevent unwanted reproduction (which
shunts energy away from growth towards gamete production)
and to produce the sex with the larger growth potential (Green
et al., 1997). Previous work in our laboratory has shown that
short-term immersion in androgenic steroids can result in
masculinization of Nile tilapia (Oreochromis niloticus) (Gale et
al., 1995, 1999; Contreras-Sanchez et al., 1997). These studies
showed that immersion in an androgen has the potential to be
an alternative to dietary treatment with steroids for the
masculinization of tilapia. A variety of androgens—especially
synthetic androgens—are effective masculinizing agents
(Hunter and Donaldson, 1983).

Tilapia have been effectively masculinized when fed
trenbolone acetate (TA) (Galvez et al., 1996). TA has been
widely used in the cattle industry for growth enhancement,
and is considered a more potent androgenic and masculinizing
agent (Galvez et al., 1996). We have previously shown that
short-term immersion of tilapia fry in TA can result in
significant masculinization. Such a treatment offers an
alternative to the typical 4-week feeding of tilapia with
17a-methyltestosterone (MT). However, in order to be a viable
alternative, immersions in TA must be tested for its effects on
fish performance. We decided to examine the potential
androgenic effects of TA on Nile tilapia by analyzing fry and
juvenile growth. To investigate these potential effects, we
carried out an experiment to compare growth performance of
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fish under the following regimes: TA-immersed, EtOH-
immersed, MT-treated food, and EtOH-treated food.

MATERIALS AND METHODS

Breeding families of Nile tilapia were placed in 200-1 aquaria
(one male to three females). The temperature was maintained
at 28 £ 1°C. Time of spawning was monitored every two hours.
Spawning occurred between 1600 h and 1900 h. Once breeding
occurred, the other fish were removed and the brooding female
was left to incubate the progeny. At ten days post-fertilization
(dpf; 280 CTU), fry were removed from the tank and randomly
assigned to experimental groups. (Development of the fry was
expressed in CTUs—mean water temperature in °C x the
number of days since fertilization.) The fry used in the
experiment came from an individual female. Each replicate
was housed in a 3.8-1 glass jar with dechlorinated tap water.
The water in all treatments was maintained at 28 + 1°C under
constant aeration.

Experimental Design

Immersion treatments consisted of two immersions, one at

11 dpf (308 CTU) and one at 13 dpf (354 CTU). The TA
treatment was immersed in water containing 500 ug 1!

(EtOH used as vehicle) and the control group was immersed in
water containing vehicle only. Fry were collected after each
immersion, jars were thoroughly cleaned, and then fish were
reallocated in fresh dechlorinated tap water. Feeding
treatments consisted of MT-fed fish (60 mg kg food) and
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control-fed fish (EtOH-treated food). MT food was made by
spraying crushed, flaked food with MT dissolved in EtOH;
control food was made by spraying crushed, flaked food with
EtOH. Steroids were obtained from Sigma Chemical Company
(St. Louis, Missouri) and stored in stock solutions of ethanol

(1 mg ml) at 4 + 1°C. This experiment was repeated with a
different brood and all treatments were triplicated each time.

To keep conditions similar for all treatments, fry to be used in
the feeding treatments were counted and kept in jars until day
15 post-fertilization. On this day all fry from both immersion
and feeding experiments were transferred to 50-1 aquaria. Fry
were fed the treatment diets for 4 weeks (from 15 to 43 dpf)
commencing the day of the transfer to aquaria. Immersed fry
received control food (no ethanol, no MT). Water temperature
in the jars and aquaria was maintained at 28 + 1°C. Temp-
erature and pH were monitored daily, while ammonia, nitrites,
and dissolved oxygen were checked weekly. Feeding rate was
at 20% per calculated body weight for the first 23 days of
treatment and then 10% per calculated body weight until the
end of hormone treatment (day 28) (Popma and Green, 1990).
Appropriate water quality was maintained using an activated
charcoal filter (Whisper” Filter I) and a 50% water exchange
twice per week. At the conclusion of the 28 days of dietary
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Figure 1. Masculinizing effects of MT-impregnated food (MT-fed) and
TA immersion (TA-imm) on Nile tilapia fry. Control
treatments were EtOH-impregnated food (ET-fed) and
EtOH-immersion with regular food (ET-imm). Each
treatment was triplicated. Significant differences between
treatments and their respective control are denoted by
asterisks (* = < 0.05, *** = < 0.001).

treatment (on 40 dpf), fry from all treatments were transferred
to the Oregon State University Warm Water Research
Laboratory, Corvallis, Oregon, and reared in 75-1 fiberglass
tanks in a recirculating system. Fish from each replicate were
placed into two grow-out tanks to allow faster growth. Water
temperature in the grow-out system was maintained at

28 + 1°C and water quality parameters were also monitored.

Growth Measurements and Sex ID

Subsamples of fish (15-20) were measured to the closest 0.1 g
at 15 and 51 dpf (experiment 1) and all fish were measured at
81 dpf. Fish from experiment 2 were measured similarly at 15,
80, and 114 dpf. Sex ratios were determined by examination of
gonads using squash (10 and 40X) preparations after Wright
(Humason, 1972) staining at days 81 (experiment 1) and 114
(experiment 2) post-fertilization.

Statistical Analysis

Sex 1D

Data were pooled from replicate tanks because there was no
evidence of tank effects within treatments (Chi-square test).
Pairwise comparisons for sex ratio and mortality data were
analyzed using Fisher’s exact test with exact p-values (a more
conservative test than the chi-square test for small sample

sizes) estimated in GraphPad Prism™.

Growth

The mean final weights of sampled fish were analyzed for
differences between groups using one-way ANOVA, with
density as a possible confounding variable. For all analyses,
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Figure 2. Growth in weight (a) and mean final weight (b) from
experiment 1. Treatments were EtOH-impregnated food (1);
EtOH-immersed with regular food (2); MT-impregnated
food (3); and TA-immersed with regular food (4). Each
experiment had 3 replicates.
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differences were considered statistically significant when the
p-value (P) was less than 0.05.

REesuLTs

In both experiments, TA immersions resulted in significant
masculinization; however, the efficacy of treatment was
significantly lower than that of the MT treatment, which
resulted in 100% males compared with 59% males in the
control-fed group in experiment 1 and 42% males in the
control-fed group in experiment 2 (Figure 1). In experiment 1,
TA treatment resulted in 65% males compared with 53% males
in the immersed-controls; in experiment 2 the TA treatment
had 70% males compared with 54.1% males in the immersed-
controls.

We found no significant differences in weight at either

51 or 81 dpf for experiment 1 (Figure 2a). Due to differential
mortalities in the grow-out tanks, some replicates showed
larger growth in individuals than other replicates (e.g.,
TA-immersion); however, these differences were accounted
for once density was used in the statistical analysis as a
possible confounding variable (P = 0.17). Final mean
weights (+ SE) at 81 dpf for each treatment were:
EtOH-fed = 4.1 g + 0.3; EtOH-immersed = 4.2 g + 0.4;
MT-fed = 3.6 g + 0.4; and TA-immersed = 4.8 g + 0.4 (Figure 2b).
Similar results were observed in experiment 2, where mean
weight values were not significant at any sampling time

(P = 0.29; Figure 3a). Final mean weights (+ SE) at 114 dpf
for each treatment were: EtOH-fed = 11.3 g + 0.9; EtOH-
immersed =13.2 g + 1.1, MT-fed = 12.61 g + 1.0; and
TA-immersed = 10.9 g + 0.9 (Figure 3b).
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Figure 3. Growth in weight (a) and mean final weight (b) from
experiment 2. Treatments were EtOH-impregnated food (1);
EtOH-immersed with regular food (2); MT-impregnated
food (3); and TA-immersed with regular food (4). Each
experiment had 3 replicates.

DiscussioN

Several authors have argued that a masculinizing treatment
using steroids causes a significant increase in fish growth.
However, few papers have tried to determine if these synthetic
steroids are in fact potent growth enhancers or if the mas-
culinizing effects of the hormone cause the observed differences
in growth, resulting in a male-biased population of fish. Our
experiments show that immersion of Nile tilapia on days 11 and
13 post-fertilization for three hours each caused significant
masculinization without affecting growth. Similarly, feeding
MT-impregnated food for 28 days—the time required for
efficient masculinization—did not enhance growth performance
of the fish despite the production of 100% males in this
treatment. Green and Teichert-Coddington (1994) showed
similar results in experiments conducted in nursery ponds,
finding no differences between MT-fed and control-fed fish
sampled after 94 days of growth. Further-more, Green and
Teichert-Coddington (1994) found similar results after growing
the fish for 165 days in fertilized earthen grow-out ponds.

Kuwaye et al. (1993) and Ron et al. (1995) have shown that
oral administration of MT can significantly increase growth of
the euryhaline tilapia (Oreochromis mossambicus) if admin-
istered for very long periods of time. These authors used
hormone-treated food for 60 days (one month over the
masculinizing period), 180 and 210 days (Kuwaye et al., 1993),
and 168 days (Ron et al., 1995). It is important to mention that
the fish used in these studies were grown for periods of time
longer than the ones used in our experiments; however, if
comparable sampling days are analyzed (90-120 days), then
the fish used in the cited papers do not show significant
differences in mean weight (not tested by the authors,
estimated from graphs).

Our results may indicate that some of the differences between
treatments can occur after 120 days of growth, perhaps when
the females present in the control groups are actively
producing eggs, spawning, and incubating fry, thereby
shunting energy into reproduction rather than growth.

ANTICIPATED BENEFITS

The use of anabolic steroids to produce 100% male populations
of Nile tilapia showed no significant effects on mean final
weight after 110 days of growth, despite the efficacy of both
treatments on masculinizing fry. We have also shown in other
experiments that the anabolic steroid 17a-methyltestosterone
(MT) remains in the sediments of model ponds for up to three
months after its use for masculinizing tilapia fry, representing a
potential risk to hatchery workers and non-target species.
Together, these results will be useful to those involved in
aquaculture (e.g., farmers, researchers, and government
workers), because it will discourage the unnecessary use of
steroids for the purposes of enhancing growth.
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ABSTRACT

In previous experiments we have found that two 3-hour immersions in trenbolone acetate (TA) can successfully masculinize
Nile tilapia fry. In this study we are investigating how the concentration of TA in the immersion water changes before and after
treatment to determine the amount of hormone uptake and estimate the potential for reuse of the treatment water. Nile tilapia
fry were subjected to two 3-hour immersions at 11 and 13 days post-fertilization (dpf) in water containing 500 pl of TA.
Surprisingly, we have found that the concentration of TA before and after treatment is highly variable and below the expected
levels. We are currently assessing whether TA comes out of solution and forms precipitates or binds to the jar glass.

INTRODUCTION

One of the major criticisms to masculinization by immersion
in TA hormone solutions is that the concentration of hormone
used is higher than the amount of 17a-methyltestosterone
(MT) used in feeding trials. Although the TA immersion
protocol presents advantages over MT feeding treatment for
hormone control and disposal, as well as fewer risks of
environmental contamination, it might not be welcomed by
producers because of the potential increased costs in com-
parison to feeding treatment. In previous studies, we have
shown that single and double immersions in the non-
aromatizable synthetic androgens 17a-methyldihydro-
testosterone (MDHT) and trenbolone acetate (TA) during
early development are effective masculinizing treatments
(Contreras, 1997; Gale, 1999; Contreras 1999; Contreras 2000).
However, little is known about hormone uptake by the fry
and the potential for reuse of treatment water in subsequent
masculinization treatments.

Trenbolone acetate has been widely used in the cattle industry
for growth enhancement, and is considered a more potent
androgenic and masculinizing agent (Galvez et al., 1996).
These factors make TA a very good candidate for fish
masculinization, and facilitate its acceptance among farmers
and administrators involved in the regulatory process. In order
to determine if the water used for the immersions contains TA
in concentrations sufficient for reuse, we examined the fate of
TA after 3-hour immersions of Nile tilapia fry by analyzing
water samples before and after immersions.
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METHODS AND MATERIALS

Breeding families of Nile tilapia (Oreochromis niloticus) were
placed in 200-1 aquaria (one male to three females). The
temperature was maintained at 28 + 1°C. Time of spawning
was monitored every two hours. Spawning occurred between
1600 and 1900 h. Once breeding occurred, the other fish were
removed and the brooding female was left to incubate the
progeny. At 10 days post-fertilization (dpf; 280 CTU), fry were
removed from the tank and randomly assigned to experi-
mental groups. Development of the fry was expressed in CTUs
(mean water temperature in °C x the number of days since
fertilization). The fry used in the experiment came from an
individual female. Each replicate was housed in a 3.8-1 glass jar
with dechlorinated tap water. The water in all treatments was
maintained at 28 * 1°C under constant aeration.

Experimental Design

Nile tilapia fry were immersed twice for three hours in
either steroid (TA) or ethanol vehicle (EtOH), which were
mixed before the addition of fry; one immersion took place
at 11 dpf (308 CTU) and the other at 13 dpf (354 CTU). An
additional treatment consisted of adding hormone solution
to the water, but no fish were placed in it. Fry were
collected after each immersion, jars were thoroughly
cleaned, and then fish were reallocated in fresh de-
chlorinated tap water. Steroids were obtained from Sigma
Chemical Company (St. Louis, Missouri) and stored in
stock solutions of ethanol (1 mg ml?) at 4 + 1°C.
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Seven days after the final immersion, fry were transferred to
Oregon State University’s Warm Water Research Laboratory,
Corvallis, Oregon, and reared in 75-1 fiberglass tanks in a
recirculating system. In all systems temperature and pH were
monitored daily; while ammonia, nitrites, and dissolved
oxygen were checked weekly. Water temperature in the grow-
out system was maintained at 28 + 1°C. At 70-80 dpf, sex
ratios were determined by microscopic examination (10 and
40X) of gonads using squash preparations in Wright’s stain
(Humason, 1972). The weights of sampled fish were recorded
at this time.

TA Detection

Water samples were collected two times on day 0 (before and
after treatment), and once on days 1, 2, 4, 7, and 14. From each
sample, 2.0 ml were extracted in 8 ml of diethyl ether. The
organic phase of each sample was collected in a new tube
after the aqueous phase was snap frozen in liquid nitrogen.
The extraction procedure was repeated and the ether extracts
were pooled for each sample and dried down in a SpeedVac.
Each dried extract was reconstituted in 1 ml of methanol.
Aliquots of the reconstituted extracts were removed to 150 pl
glass inserts for determination of TA concentration by High
Performance Liquid Chromatography (HPLC). The HPLC
methods followed the procedure outlined in Huang et al.
(1983) and modified by Feist et al. (1990). The HPLC analysis
was performed using a Waters System consisting of a 600
controller, 717 autosampler, 996 photodiode array detector, a
Dell Dimension V400c computer, Millenium PDA software,
and a reverse phase C18 column (flow rate 0.4 ml min™!). We
used an isocratic mobile phase of water:methanol:
acetonitrile:isopropanol (62:28:5:5) followed by a linear
gradient (3.3% min™) of water:methanol:butanol (35:45:20) for
30 minutes monitored at a wide variety of wavelengths, but
specifically analyzed at 254, 280, and 340 nm. This system
allows for the separation of 19 steroid standards with
detection limits of 3 ng for each steroid. Each sample was
analyzed once.

Statistical Analysis

Sex ratio and mortality data were analyzed using Fisher’s
exact test with exact p-values (a more conservative test than
the chi-square test for small sample sizes) estimated in
GraphPad Prism™. Intersex fish were counted as females for
the purposes of analysis in order to be conservative. Concen-
trations of TA in water at the various sample times were

not compared statistically because of the limited sample size
(n = 3 per date), and because the goal of the study was
descriptive (i.e., to detect presence/absence of steroid).

REesuLTs

TA concentrations were highly variable at all times. At time 0,
immediately after mixing the steroid stock solution, the
expected concentration of hormone was 500 pg 1'%, Sur-
prisingly, at this time (before addition of fry) levels of TA in the
water were lower than the expected value (mean = 178.4 mg I';;
SD = 134.1). Initial values of hormone concentration range from
27.2 t0 386.7 Ug I'! (coefficient of variation (CV) = 75.2). Concen-
tration values of TA after the fish were removed from the jars
also varied, showing no consistent pattern (mean = 162.4 pg I';
SD =134.3; CV = 82.7). In some cases, TA values were

higher after removing fish than before their introduction

into the jars (Figures 1a and 1b). In jars containing TA but no
fish, two of the three replicates had similar levels of TA
through the first 24 hours; however, one replicate had very low
values throughout most of the experiment, showing an
increase in hormone concentration towards the last two
sampling times (Figure 1c). Most of the jars with or without
fish showed a depletion of TA after seven days, reaching non-
detectable levels at day 14.

No significant masculinization was observed by TA immer-
sions on 11 and 13 dpf (54% males compared with 49% males
in the EtOH-immersed controls). We also observed substantial
mortality in both TA and EtOH treatments (38 and 63%,
respectively).
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Figure 1. Trenbolone acetate (TA) levels in water through time in
experimental jars containing either 33 fish 1! that were
immersed in TA for the first time on day 13 post-
fertilization (a), or 33 fish I'! immersed for the second time
on day 13 post-fertilization (b), or jars containing hormone
but no fish (c). Values in control jars with EtOH-vehicle
were non-detectable.
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DiscussioN

Our findings indicate that the target dose for TA immersion is
rarely achieved, perhaps because TA precipitates out of solution
after mixing with water. The surprisingly low levels of TA before
the immersion of tilapia fry has forced us to validate these results
by conducting further experiments. We have repeated the
experiment using 500 pl I'! of TA delivered using either ethanol or
dimethyl sulphoxide (DMSO) as vehicle. Samples were obtained
at 0 hours (before fry immersion) and at 3 h (after fry immersion).
We are currently processing these samples. In another exper-
iment, we are comparing levels of TA and testosterone (T) as a
way to determine if TA, which has lower solubility in water than
T, precipitates out of solution at a higher rate than T.

The concentrations of TA found in the treatment water before
the fish immersion may explain the lack of masculinization for
this particular experiment. We suspect that a combination of
factors influenced not only survival but treatment efficacy as
well. These factors may include recent high levels of copper in
our dechlorinated water, as well as the solution used to
dechlorinate and eliminate copper (NovAqua”). We are
presently analyzing these potential confounding factors by
using well water in our treatments.

ANTICIPATED BENEFITS

We have found that masculinizing Nile tilapia fry by im-
mersion can be a good alternative to feeding the fry with
hormone-impregnated food, posing fewer risks to hatchery
workers and the environment. However, this technique
requires refinement and more consistent results. The reusage of
treatment water for consecutive sex inversion can be a
significant improvement to this technique.
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ABSTRACT

There is evidence that in domestic stocks of Nile tilapia (Oreochromis niloticus) sex ratios of individual pairs may vary from
50:50. Several authors have found wide variation in sex ratios from one single pair mating to another. The grand mean for the
population might average 50:50, but individual pairs would produce sets of progeny where the male frequency may range
from 5 to 100%. This variability in sex ratios is a challenge to the development of YY breeding programs, where sex deter-
mination is assumed to be controlled by the “Y” chromosome with no other factors involved. For YY production of males to be
successful, variability in the percent males produced must be reduced and parent lines that conform to a simple Mendelian
inheritance must be established.

Nine families of Nile tilapia based on single pair matings have been selected, each with a sex ratio that was either highly
skewed to male or female, or that conformed closely to a 50:50 sex ratio. Matings within the families as well as across families
are being conducted to determine the heritability of sex and the factors influencing it. Progeny from representative matings are
being cultured in 45-1 aquaria at temperatures of 27-28°C and 36°C during the period of gonadal differentiation to determine
the effect of temperature on altering sex ratios and how that response may vary by family. A total of 80 within-family and 65
cross-family spawns have been obtained from the nine families. Additional pair spawns were made through 30 July 2000. The
sets of progeny obtained to date are being grown to a sexable size to determine the frequency of each sex. Sex ratios from each
set will be compared to those of other sibling matings and the frequency from the parent family.
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ABSTRACT

A phenotypic marker in chromosome manipulation investigations is vital to interpreting induction results. During earlier
studies on androgenesis in tilapias, males of the homozygous recessive color mutation (blond) in Nile tilapia (Oreochromis
niloticus; Egyptian strain, Lake Manzala) were used as an induction control to verify that progeny carried only the paternal
genome. Control crosses between blond males and normal colored females (Ghana strain) produced viable progeny, but
survival of androgenotes (paternal, blond) was extremely low. Severity of the induction treatment and inbreeding of the blond
mutant were considered possible factors. An alternative approach is being tested which involves another color mutation as the
phenotypic marker. Red tilapia also originated from the same population (Egyptian strain, Lake Manzala), but the color
mutation is a dominant trait. Thus, red females and Ghana males are being used since the relatively unselected paternal
genome of the Ghana strain might be hardier. However, the inheritance of the color and the pigment development pattern
must be verified through progeny testing. The color pattern of red x red and red x Ghana is now being examined. Broodstock
of these phenotypes and in these combinations have been pair spawned during the latter part of this reporting period.
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ABSTRACT

This study was initiated in February of 2000 and is expected to be completed by December 2000. The experiment is designed to
reveal the application of cavitation-level ultrasound to enhance delivery of androgens using immersion protocol. This
experiment is in two parts: 1) a preliminary study to detect the effect of ultrasound on sex reversal using two commonly
available androgens in Asia (170-methyltestosterone and andostrenedione); and 2) an examination of the effects of two novel
and more potent hormones using a protocol established by CRSP researchers. In the preliminary experiment, the variables
tested were androgens (17a-methyltestosterone and andostrenedione), duration of treatment (1 or 2 h), and hormone con-
centrations (100 or 500 pg 1). Fish were treated on days 10 and 13 post-hatch. This study has been completed, and the
results clearly indicate an effect of ultrasound. Although the rate of sex reversal was less than 100% in all cases, significant
differences were observed between those treated with and without ultrasound in two-hour treatments, irrespective of the
hormone concentration used. The highest number of males (88 to 94%) was obtained from the two-hour ultrasound-treated
group, while the lowest number of males (44 to 75%) was observed from the same group without application of ultrasound.
The second experiment is underway to examine the hormones trenbolone acetate (TA) and 17a-methyldihydrotestosterone
(MDHT) at different concentrations (250 or 500 ug I'!) and duration of treatment (1 or 2 h). We expect a higher and more
consistent rate of sex reversal between treatments by varying these parameters.

Cite as: [Author(s), 2001. Title.] In: A. Gupta, K. McElwee, D. Burke, J. Burright, X. Cummings, and H. Egna (Editors), Eighteenth Annual
Technical Report. Pond Dynamics/Aquaculture CRSP, Oregon State University, Corvallis, Oregon, [pp. ___.]

55






LoTtus-FisH CuLTuRE IN PonNDs: RecycLING oF POND Mub NUTRIENTS

Ninth Work Plan, New Aquaculture Systems/New Species Research 1 (9INS1)
Abstract

C. Kwei Lin and Yang Yi
Aquaculture and Aquatic Resources Management Program
Asian Institute of Technology
Pathumthani, Thailand

James S. Diana
School of Natural Resources and Environment
The University of Michigan
Ann Arbor, USA

ABSTRACT

This experiment started in February 2000 and will be terminated in September 2000. The purposes of the experiment were to: 1)
assess the pond mud nutrient recovery by lotus plants (Nelumbo nucifera); 2) assess pond mud characteristics after lotus-fish
culture; and 3) compare fish growth in ponds with and without lotus integration. There were three treatments: A) lotus-fish
integrated culture; B) fish alone; and C) lotus alone. Lotus plants were transplanted at 20 plants per pond in treatments A and
C. Sex-reversed all-male Nile tilapia (Oreochromis niloticus) fingerlings were stocked at 2 fish m in ponds of treatments A and
B. Treatment ponds stocked with tilapia (treatments A and B) were fertilized weekly with urea and triple superphosphate (TSP)
at rates of 28 kg N and 7 kg P hal wk'!. No fertilizer was applied in treatment ponds with lotus alone (treatment C). Fish
growth and survival will be assessed only at the end of the experiment due to sampling difficulties. Fish and lotus plants will
be harvested by draining. Nutrient budgets will be determined for all ponds. Partial budgets will be estimated for cost of
inputs and value of fish and lotus.
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ABSTRACT

An experiment was conducted in eighteen 200-m? earthen ponds at the Asian Institute of Technology, Thailand, during May
through October 1999. The purposes of the experiment were to: 1) assess the efficiency of snakehead (Channa striata) in
controlling overpopulation of mixed-sex Nile tilapia (Oreochromis niloticus) in ponds and 2) assess growth and production
characteristics of Nile tilapia in monoculture and polyculture with snakehead. The six treatments were: A) monoculture of sex-
reversed tilapia; B) monoculture of mixed-sex tilapia; C) polyculture of mixed-sex tilapia and snakehead at 10:1 ratio; D)
polyculture of mixed-sex tilapia and snakehead at 20:1 ratio; E) polyculture of mixed-sex tilapia and snakehead at 40:1 ratio;
and F) polyculture of mixed-sex tilapia and snakehead at 80:1 ratio. All ponds were fertilized weekly with urea and triple
superphosphate (TSP) at rates of 28 kg N and 7 kg P hal wkl. Sex-reversed all-male and mixed-sex Nile tilapia were stocked at
2 fish m? at sizes of 42.3 £ 1.0 g and 31.0 + 0.5 g, respectively. Snakehead dug holes in the pond dikes and moved freely
between ponds and the canal. The experiment showed that snakehead can control overpopulation of mixed-sex Nile tilapia.
This experiment is currently being repeated, starting in March 2000 and terminating in September 2000.
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ABSTRACT

Colossoma macropomum growth performance did not significantly differ in trials conducted in ponds at 2,500, 3,250, and
4,000 fish ha'! in Iquitos, Peru. Fish initially weighing 3.4 g were fed a locally prepared diet (26.7% crude protein; 9.0% crude
lipid) in rations ranging from 3 to 5% body weight per day. Fish were harvested after 168 days and had mean weights of
374.7,307.7, and 287.0 g for the 2,500, 3,250, and 4,000 fish ha! stocking rates, respectively. Survival ranged from 67 to 96%,
though all but two of nine ponds exceeded 80% survival. Feed conversion efficiency was 40.4, 43.4, and 61.3%, respectively,
for the 2,500, 3,250, and 4,000 fish ha! treatments. Fish in two of the ponds were reared for an additional five months and
attained a mean weight of 1 kg. Water quality parameters remained within acceptable ranges for tropical aquaculture.

As with Piaractus brachypomus in a previous study, this study suggests the economic feasibility of rearing Colossoma in

the Peruvian Amazon. Generally, the combined cost of fingerlings (US$0.14 each; corrected for 90% survival) and feed
(US$1.02 kg™! to produce 1 kg fresh fish) is under half the price (US$3.00 to $4.00 kg™) for which the fish are sold in the

Iquitos market during flood periods.

INTRODUCTION

Native species aquaculture has been expanding in the
Peruvian Amazon as research has played a major role

in the positive evaluation of its potential. Alike Piaractus
brachypomus, Colossoma macropomum is native to the
Amazon basin, and shares many characteristics that also
makes it suitable for aquaculture. Local production of this
species is still in an extensive manner, but it possesses a
high demand and attains a higher price at the market. This
motivates local farmers to invest their time in the
production of this valued fish. As research develops, more
important information becomes available to producers,
hence the improvement of native species aquaculture in the
region. However, technology is still under-developed, but
external aid has made it possible for the locals to become
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more aware and active with aquaculture practices of
Colossoma and other native species.

Colossoma broodstock are many times collected from their
habitat although they are also raised in captivity at
research stations. These fish may be immediate
descendants of wild broodstock or may even be a product
of multiple generation breeding. Normally a large
broodstock population is reared for wide selectivity and to
increase the probability of successful reproduction. They
are then selected upon external physical characteristics
when ready to spawn.

No standardization exists for stocking densities for fry or
fingerlings (Campos, 1993). Likewise, no uniform fish diets are
available in the region (Cantelmo et al., 1986; Ferraz de Lima
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Table 1. Ingredients and costs in U.S. dollars for feed® used in pond trials of Colossoma macropomum In Iquitos, Peru from 17 April to
20 October 1998.
Ingredient Percent in Diet Cost per Unit”

Fish Meal 19.9 1.00 kg-1
Soybean 19.9 0.72 kg-1
Wheat 19.9 0.26 kg-1
Rice 28.8 0.19 kg-1
Corn Meal 9.9 0.68 kg-1
Vitamin C 0.1 32.00 kg-1°¢
Vitamin/Mineral Premix 1 -

Fish Oil 0.5 1.60 kg-1

2 Proximate analysis of diet by Rebecca Lochmann (9% lipid, 26.7% protein, 92.5% dry matter).

b Ingredient prices varied over the course of the study. Feed costs averaged U.S. $0.67 kg™
¢ Costs reflect price of vitamin C and vitamin/mineral premix combined.

and Castagnolli, 1989). The purpose of this study is to
determine suitable stocking densities for optimal and efficient
production of Colossoma macropomum to market size (0.5 to 1.0
kg) using a prepared diet, manufactured from locally available
ingredients. Replicated pond studies were carried out at the
Instituto de Investigaciones de la Amazonia Peruana (IIAP)
research facilities at Iquitos.

Table 2. Performance of Colossoma macropomum at three densities
in pond trials conducted in Iquitos, Peru from 17 April to 20
October, 1998.
2,500 Fish ha'
Date
Weight (g) T.L.(cm) FCE? SGR® K*
17-Apr 3.4 51 - - -
20-Jul 163.3 19.2 - - -
20-Oct 374.7 25.7 40.4 2.3 21
3,250 Fish ha™
Date
Weight(g) T.L.(cm) FCE® SGR" K®
17-Apr 3.4 51 - - -
20-Jul 114.3 18.3 - - -
20-Oct 319.1 25.7 43.4 2.6 1.9
4,000 Fish ha™
Date
Weight(g) T.L.(cm) FCE® SGR" Ke
17-Apr 3.4 51 - - -
20-Jul 80 153 - - -
20-Oct 396.5 26.5 61.3 2.1 21

2 Feed conversion efficiency (composite)

b Specific growth rate: In (Wp) —In (W_)/T x 100; where Wyand W = final and initial weights
in grams, respectively, and T = time in days.

¢ Condition factor: K = W/L% where W = weight in grams, L = total length in cm.

Along with this density study, other experiments related

to the performance of these fishes are currently in progress.
A nutritional study performed by Rebecca Lochmann was
set to determine an optimal broodstock diet at low cost,
manufactured with locally available ingredients. Konrad
Dabrowski is completing an experiment where he studies the
fish’s blood plasma steroid concentration during their annual
breeding cycle. A study to compare the effects of different
inducing hormones on Colossoma and/or Piaractus is also in
progress. A second density study with Piaractus is presently
under completion at the host country research facility. All
together these studies will provide important information to
develop an efficient protocol for the spawning and rearing of
the Amazon fish species.

METHODS AND MATERIALS

Nine ponds, ranging in size from 1,015 to 5,320 m?, were
stocked with Colossoma macropomum at three densities: three
ponds at 2,500 fish ha!, three at 3,250 fish ha!, and three ponds
at 4,000 fish ha'. The mean initial weight was 3.4 g. A locally
manufactured feed using available ingredients was fed

(Table 1). Fish were fed 5% body weight per day (bwd) for

the first month and 3% bwd for the remainder of the trial.
Rations were divided into three feedings. Fish were sampled
(10% minimum population) by seining every two weeks

to record lengths and weights. At harvest, biomass, feed
conversion efficiency (FCE), specific growth rate (SGR), and
condition factor (K) were calculated. The study commenced

17 April 1997 and continued until 20 October 1997. General
water quality parameters (dissolved oxygen, temperature, total
ammonia nitrogen, and pH) were measured daily or weekly, in
the early morning. Harvest data were analyzed using the Statis-
tical Analysis System (SAS Institute 1993) with an alpha of 0.05.

Materials and methods, as well as results for the nutrition
and blood plasma studies will be presented respectively by
Rebecca Lochmann and Konrad Dabrowski in their reports.
The remaining density study and reproductive hormone
experiment will be reported in the final workplan report.

REesuLTs

No differences (P > 0.05) existed at harvest in C. macropomum
weight (374.67 g at 2,500 fish ha'!, 293.5 g at 3,250 fish ha,
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Table 3. Early morning water quality levels® of ponds at used in
work plan 9 at the IIAP CRI-Loreto research facility Iquitos,
Peru 1998.
Temperature O° pH TANP
Mean 30.7 7.0 7.1 <1
High 37.0 13.0 9.1 <1
Low 24.0 1.7 3.4 <1
3/ Values in mg L except temperature (°C) and pH
b/ TAN = total ammonia nitrogen

and 377.33 g at 4,000 fish ha'l; see figure 1), total length
(26.03 cm at 2,500 fish ha!, 24.75 cm at 3,250 fish ha'l,
and 26.33 cm at 4,000 fish ha™), specific growth rate

(2.32 at 2,500 fish ha™, 2.60 at 3,250 fish hal, and 2.61 at
4,000 fish ha), condition (2.1 at 2,500 fish hal, 1.9 at
3,250 fish hal, and 2.1 at 4,000 fish ha!), feed conversion
efficiency (40.4 at 2,500 fish ha'l, 43.4 at 3,250 fish ha-,
and 61.3 at 4,000 fish ha!), or pro-ductivity (894.9 kg ha’!,
715.3 kg ha™!, and 1098.3 kg ha'; see table 2). Survival
exceeded 80 %.

450

Water quality varied among ponds (Table 3). Mean maximum
and minimum temperatures over the course of the study were
31 and 28.5 C, respectively. Minimum dissolved oxygen levels
generally remained above 1.0 mg L', and usually averaged in
excess of 4.0 mg L. Total ammonia nitrogen remained below
1.0mg L. Carbon dioxide was not recorded this study, but
levels reached a high of 22 mg L in one pond during the last
trial. These waters can be classified as soft (hardness = 20 mg L';
alkalinity = 20 mg L'}; conductivity = 96 ohms cm™) and
slightly acidic (morning pH ranging from 3.4 to 9.1).

DiscussioN

No significant differences were found in growout performance
of Colossoma macropomum stocked in ponds at densities of
2,500, 3,250, and 4,000 fish hal. The mean fish growth rate of
1.90g d! was lower than Piaractus in the previous study.
Although, this can be attributed to certain ponds emerging
with significant macrophyte infestations, which impeded the
feeding process for an undetermined period of time. Some of
the clearer ponds showed growth rates at about 3.0g d, which
is what is expected of this species according to studies by

St. Paul 1986 and Gunther and Boza Abarca 1992.

Feed conversion was excellent throughout the trial. Ex-
ceptionally high values indicate the ability of Colossoma to
filterfeed. In contrast to Piaractus, they are equipped with
longer, finer gillrakers. In both species, filterfeeding is evident.
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Figure 1. Average weight of Colossoma macropomum stocked at densities of 2,500, 3,250, and 4,000 fish ha™! in Iquitos, Peru from 17 April through

20 October 1998.
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Also important, is the fact that various seeds and fruit that
grow around the banks of the ponds are ingested by the

fish when these fall in the water. Fish that were fed for an
additional five months (10 months total) reached about a kg in

size (from 3.4 g). The prepared diet used in this study cost U.S.

$1.02 to produce 1 kg of whole fish. Fingerlings generally sell
about U.S. $0.13 each. Colossoma will attain a market price of
over U.S. $3.00 kg™..

Water quality remained well within the tolerances of Colossoma
throughout the study. Truly, it must be recognized that this
species has the ability to slow its metabolic rate during periods
of stress. In fact, they can generate extended tubercles from
their lower tip of the jaw that help them breath oxygen from
the surface. So it would take days of low oxygen levels to
adversely affect this species instead of hours, which is the case
in many culture species.

This study revealed considerable potential for intensive
aquaculture of Colossoma in the Peruvian Amazon. No sig-
nificant differences were found between the three densities.
Densities of 2,000 to 3,000 fish ha are traditionally used

in the region. According to results in this study, higher
stocking densities may be possible. On 2 March 2000,
triplicated ponds were stocked at 4,000, 6,000, and 8,000

P. brachypomus ha™! at the same facility. This study is in

its final stages, and harvest is coming up close. More
comparisons will be available further on.

ANTICIPATED BENEFITS

Most farmers generally use organic fertilizers and periodically
provide fruits, nuts and kitchen scraps. This research presents
an economic prepared diet (26.7% protein and 9% lipids)

used for the growout of Colossoma. Considering the excellent

growth rates that occurred (3.4g to 1 kg in ten months), it
appears that this diet meets or exceeds Colossoma’s nutritional
needs. More detailed nutritional studies performed by
Rebecca Lochmann should recommend a well balanced diet for
Colossoma and Piaractus that could be manufactured locally
with locally available ingredients at a low cost. Results of the
present and ongoing studies will be shared with local farmers
via extension work.

Konrad Dabrowski will give us a perspective as to when these
fish reach their peak during their annual reproductive cycle

in order to better program spawning efforts. Along these
measures, he will also investigate how to obtain best gamete
quality from the broodstock. Compiling all this valuable
information will allow us to efficiently and successfully
culture this important fish in the Peruvian Amazon.
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ABSTRACT

Proximate analyses of broodstock and grow-out feeds for gamitana (Colossoma macropomum) and paco (Piaractus brachypomus)
and their constituent feedstuffs were conducted. Literature values for specific nutrients known to affect fish reproduction were
calculated from published sources for the broodstock diet. Broodstock eggs have not yet been obtained for proximate analysis.
However, similar analyses conducted previously on eggs of similar species in Brazil have been described. Analytical inform-
ation on the feedstuffs and diets currently being used in Iquitos, Peru, together with published information on the natural diets
of colossomids and broodstock nutrition of other species were combined to formulate preliminary recommendations for the

nutrition and feeding of gamitana and paco broodstock.
INTRODUCTION

Colossomid culture in Iquitos, Peru, may be limited currently
by several factors, including the inability to obtain consistent
spawning of captive broodstock. Inadequate nutrition of the
broodstock may be contributing to this problem. However,
little is known about broodstock nutrition in fish (De Silva and
Anderson, 1995). Therefore, the objectives of this study were to
identify nutritional factors that may be hindering reproductive
success in captive colossomid broodstock and to formulate
recommendations for improvement of broodstock diets.

METHODS AND MATERIALS

Proximate analyses of feedstuffs and broodstock diets were
conducted using standard methods (Association of Official
Analytical Chemists, 1984). Protein was analyzed using the
Kjeldahl method. Total lipid was analyzed using the Folch
method (Folch et al., 1957). Other data used in this report were
obtained from published sources. Small-scale feeding trials are
being performed with paco to bracket their dietary
requirements for vitamins C and E.

REesuLTs AND DiscussioN

The analyzed protein content of the broodstock diet was
approximately 32%. The calculated energy: protein (E:P) ratio
(kcal of energy per gram of protein) of the current broodstock
diet is about 8.7. This is lower than the range of values
reported for good growth of colossomid species (10.7 to 13.9)
(Castagnolli, 1991). Adult fish require more energy than
juveniles simply for maintenance, and even more energy for
production of gametes. The relative abundance of protein
compared to energy in the diet may cause the fish to meta-
bolize a large percentage of protein for basic maintenance
requirements, possibly at the expense of gamete production.
This imbalance is also not cost-effective, as protein is a more
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expensive energy source than lipid or carbohydrate. The E:P
ratio of the current broodstock diet could be increased by
replacing some of the wheat husks with lipid. Some of the
broodstock fish are reportedly “fatty” (Fernando Alcantara,
pers. comm.). If this is the case even on a relatively low-energy
diet, there may be a lipid transport problem. This problem has
multiple potential causes, but might be relieved by including
dietary lipid in the form of soybean lecithin (1%). Lecithin
functions in lipid digestion and transport, and improves
performance in some fish (Hertrampf, 1992).

No supplemental lipid has been added to the broodstock diet,
but it contains 7% lipid. Most of the lipid comes from fish meal
(2.9%), wheat husks (1%), soybean meal (0.7%), and corn flour
(0.7%). Lipids from fish meal supply n-3 fatty acids, while the
other ingredients supply mainly n-6 fatty acids. Both families
of fatty acids are necessary for reproduction. A ratio of 50/50 of
n-3 to n-6 fatty acids has been suggested as optimal for most
fish functions, including reproduction (Tacon, 1987). However,
wild-spawned eggs of colossomids reportedly contain higher
levels of n-3 fatty acids than eggs from captive broodstock
(Araujo-Lima and Goulding, 1997). Therefore, it is still
necessary to measure the fatty acid content of broodstock eggs
to see if fatty acids are limiting spawning success of gamitana
or paco in Peru. Until these data are available, 1% fish oil could
be added to the broodstock diets.

There is little or no information on vitamin requirements of
colossomid species. The natural diets of these fish are
especially rich in vitamins C and E and carotenoids. All of
these nutrients are known to affect reproduction in at least
some fish species (De Silva and Anderson, 1995).

The broodstock diet is currently supplemented with 500 mg
kg'1 of vitamin C. This supplement is critical, as the intrinsic
vitamin C content of the feedstuffs is very low. Five hundred
mg kg‘l of vitamin C meets or exceeds the known requirements
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of other fish species for weight gain and prevention of
deficiency signs (National Research Council, 1993). The
stability of vitamin C is poor under conditions of high heat and
humidity, as found in Iquitos. Therefore, the form of vitamin C
is critical—a stabilized form should be used. If this is not the
case currently, a different form can be used and/or other
antioxidants (e.g., ethoxyquin or equivalent) can be added to
the diet to ensure stability.

The swine vitamin/mineral premix currently used in the
broodstock diet supplies about 100 mg kg! of vitamin E and
the feedstuffs supply another 20 to 30 mg kg‘l. One hundred
mg kg‘l meets or exceeds the vitamin E requirements of most
fish species for weight gain and absence of deficiency signs
(National Research Council, 1993). However, only alpha-
tocopherol has high biological activity. The form of vitamin E
in the premix is not specified. The form should be verified
since the supplement supplies most of the dietary vitamin E.
Also, a stabilized form of vitamin E should also be used (e.g.,
alpha-tocopherol-acetate). Vitamin E is very prone to oxidation
under conditions of high heat and humidity. In addition,
vitamin E is quickly used up in the presence of unsaturated
lipids (as from fish oil) because it is a powerful antioxidant.
The amount of vitamin E should be increased proportionately
if unsaturated lipids (especially those found in fish oil) are
increased in the diet. Furthermore, there are studies showing
that broodstock diets containing large amounts of vitamin E
have positive effects when given to broodstock just prior to
spawning (Kanazawa, 1988). In carp, vitamin E increases
gonadosomatic index, facilitates vitellogenesis, and protects
essential fatty acids in the oocytes. The specific amount

of vitamin E needed to optimize these activities is not
known, but vitamin E nutriture has not been investigated in
gamitana or paco.

Of pigments reported to have beneficial effects in fish or other
animals, only xanthophylls (about 17 mg kg™! from the corn
flour) are present in the broodstock diet. Other carotenoids
such as beta-carotene are important for egg viability in some
fish and are prevalent in the natural diets of colossomid
species. Therefore, carotenoid supplementation of the
broodstock diet may be beneficial for spawning success of
gamitana or paco. Further research is necessary to identify
inexpensive, available sources of carotenoids (e.g., fruits,
vegetables, and/or flowers) that could be used in Iquitos.

The combination of fish meal (25%) and soybean meal (30%)
should meet all of the essential amino acid requirements of the
fish, as well as the available phosphorus requirement (National

Research Council, 1993). However, reduction of the fish meal in
the diet should be considered for environmental and/or
economic reasons. Most studies indicate that there is little or no
benefit to using fish meal in vegetarian or omnivorous
colossomid species diets. The fish meal in the broodstock diet
could be reduced to 10% (with a concomitant increase in
soybean meal) without creating any amino acid deficiencies. If
fish meal is reduced, available phosphorus may become
limiting and a supplement should be considered (there is no
phosphorus in the swine premix).

Large juvenile P. brachypomus are now at the aquaculture
research facility in Pine Bluff, Arkansas. Preliminary feeding
trials to bracket the dietary vitamin C and vitamin E
requirements of this species are underway:.

ANTICIPATED BENEFITS

Improving the nutritional status of colossomid broodstock
should increase spawning success and possibly the quality of
resulting fry. These changes would enhance the economic
viability of commercial colossomid farming in Peru.
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ABSTRACT

This experiment was started in June and will be terminated in November 2000. The purposes of the experiment were to:

1) determine appropriate fertilization regimes in brackishwater ponds; 2) investigate nutritional value and digestibility of
specific marine phytoplankton as food organisms to tilapia; and 3) exploit underutilized or abandoned shrimp ponds for
tilapia production. Two fertilization regimes (28 kg N and 7 kg P ha! wk! and 28 kg N and 14 kg P ha! wk'!) and three

levels of salinity (10, 20, and 30%o) were tested by a 2 x 3 factorial design. Eighteen cement ponds (6 m?) were filled with 15 cm
of soil and then flooded with water of differing salinities by diluting hypersaline water to the appropriate concentrations.
Thai red tilapia fingerlings were stocked at 2 fish m2. All ponds were fertilized weekly at the two rates using urea and
triple superphosphate (TSP). Water levels will be maintained at 0.8 m depth, and salinity levels will be checked and
adjusted weekly. Plankton composition will be assessed biweekly. Partial budgets will be calculated to estimate cost of
inputs and value of fish crop.
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ABSTRACT

When fish are recovered from ponds, the effluent is often drained, presenting both an environmental challenge and an
agricultural opportunity. The effects of irrigation with pond effluent and its interaction with applied fertilizer were assessed in
a field experiment using French bean (Phaseolus vulgaris) and kale (Brassica oleracea) over two growing seasons near Sagana,
Kenya. Fresh and dry matter yields of the crops were recorded at harvest, and samples were collected for determination of
tissue nutrient concentration. In the first season, French bean fresh pod yield differed significantly (P = 0.05) among treatments.
Plots receiving canal water and fertilizer at recommended rates had the highest yield (9.1 t fresh pod ha™!), while those
receiving no fertilizer or irrigation had the lowest yield (1.3 t fresh pod ha™!). In the second season, significant differences

(P = 0.05) were observed among treatments in fresh bean pod and fresh kale leaf yields. The highest (4.4 t ha!) fresh pod yield
was observed in pond-effluent-irrigated and fertilized plots, while the lowest (1.3 t ha™) was observed in non-irrigated /
unfertilized plots. The highest fresh kale leaf yield (11.5 t ha'!) was obtained after irrigation with canal water combined with
fertilizer application, while the lowest (4.2 t ha') was observed in non-irrigated /unfertilized plots. Low nutrient status in the
pond water together with inadequate water supplied to some crops due to emitter clogging was responsible for low yields in
treatments where pond water was substituted for canal water. Pond water from the Sagana Fish Farm supplied low amounts of
nitrogen (N) and phosphorus (P) for crops, indicating that recommended rates of mineral fertilizers should be used when pond
water is used for irrigation. In the second experiment, the effectiveness of two types of soil occurring at Sagana, Kenya—

a vertisol (black clay soil) and a cambisol (red clay soil)—in retaining nutrients from pond effluent was investigated. A
laboratory experiment was conducted with soil columns containing red or black clay soil. Pond effluent application intensities
of 31, 81, and 161 mm d-! were tested on both soils. Both soils retained over 60% of total P from pond effluents, with red clay
soil retaining 27% more P than black clay soil. At the high effluent loading rate, low % N removal was observed in both soils.
Total N removal efficiency declined with time after 21 days at the high rate, and after that time no N removal was observed
where red clay soil was used. Black clay soil was more enriched by N than red clay soil, while P enrichment was higher in red
clay soil than in black clay soil. It appears that land application can remove substantial amounts of P and N from pond effluent.

INTRODUCTION

In Kenya there are approximately 46,000 fish ponds producing
about 1,100 Mg of fish annually (Government of Kenya, 1997).
Fertilizers are applied to ponds to increase inorganic nutrient
concentrations that favor phytoplankton growth, enhancing
production of fish and crustaceans (Boyd, 1990). During
harvesting, ponds are drained to levels where fish can be
recovered via nets. A result of pond draining is effluent
discharge (Sumari, 1982). Such effluents are often allowed to run
into natural waterways. Effluents from fertilized ponds have
relatively high nutrient concentrations and can be potential
sources of pollution and eutrophication for receiving waters.
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Pond effluents have been applied to crops as irrigation water
(Prinsloo and Scoonbee, 1987; Al-Jaloud et al., 1993; Hussein
and Al-Jaloud, 1995). Hussein and Al-Jaloud (1995) report
wheat grain yields ranging from 770 to 5010 kg ha with well
water and 2,140 to 5,790 kg ha with aquaculture effluent.
Improved water use efficiency (WUE) was also reported with
aquaculture-effluent-irrigated crops having a WUE of 11 to

30 kg ha' mm!, whereas well water treatments had a WUE of
7 to 22 kg ha mmL. Grain yield and WUE obtained with well
water combined with 75 to 100% of the N requirement as
fertilizer, were comparable with treatments irrigated with
aquacultural effluents combined with 25 to 50% of the N
requirement. These results imply that the application of 150 to
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225kg N ha! for well water irrigation and 75 to 160 kg N ha™
for aquaculture effluent irrigation containing 40 mg Iis
sufficient for optimum grain yield and WUE. Similar results
were obtained by Al-Jaloud et al. (1993).

When pond effluents are applied in arid and semiarid en-
vironments, greater crop returns may be obtained through
more efficient application methods. In Kenya, where farm
ponds can also serve as water reservoirs for irrigation, drip
irrigation could be profitable. Drip irrigation is a technique
whereby water and fertilizers can be placed directly over the
root zone through use of emitters that are calibrated for low
flow rates. Drip irrigation appears most promising when water
and fertilizer application is split into several events over a
cropping season.

Little work has been conducted in East Africa on the use of fish
pond effluent as a source of irrigation water for high value
crops. A study was undertaken to determine the effects of
irrigation with polyculture tilapia (Tilapia aureus) and African
catfish (Clarias gariepinus) pond water on yield of French bean
(Phaseolus vulgaris) and kale (Brassica oleracea). Specific
objectives of the study were to:
1) evaluate pond effluents as a source of irrigation water
for French bean and kale,
2) assess the ability of pond effluents to supply N and P to
French bean and kale, and
3) determine the effectiveness of two soil types from the
Sagana, Kenya area to retain nutrients from fish pond
effluent.

METHODS AND MATERIALS

The project was conducted between October 1998 and
September 1999 at the Department of Fisheries Fish Farm at
Sagana in central Kenya. The farm lies at an elevation of

1,231 m above sea level. Rainfall at the farm ranges from

1,332 mm yr?! to 1,612 mm yr!, and daily average air temper-
atures range from 16.3 to 26.9°C. Water supply to the farm was
from the Ragati River.

Separate studies were conducted in this project. The first
study was conducted to investigate the potential benefits

of applying pond effluents to crops and the effects of the
effluents on the yield of French bean and kale. The second
investigation examined the potential use of land to purify fish
pond effluents.

Soils at the farm are “black cotton soils” (vertisols) of
volcanic origin. Table 1 shows the pH, nutrient, and other
chemical concentrations (Hue and Evans, 1986), bulk
density, and hydraulic conductivity (Klute et al., 1986) of
the vertisol (black clay soil) and cambisol (red clay soil)
used in both the crop irrigation and land application
treatment of pond effluents experiments at the start of the
trials. Water analyses for both experiments were done
using standard methods.

French Bean and Kale Field Experiment

The experiment was conducted during two growing seasons.
The first season started in October 1998 and ended in
February 1999. The second season started in June and ended in
September 1999. For both runs of the experiment, one of

the fish ponds on the Sagana Fish Farm was selected to

supply effluent. The pond was fertilized with 8 kg P ha'las
diammonium phosphate during a 17-week period prior to
stocking. The pond was then stocked with tilapia and African
catfish. Subsequently, the pond received 20 kg N ha! wk! and
8kgP ha’l for the 17-week grow-out periods for both runs of
the experiment.

First Growing Season

Eighteen field plots measuring 10 x 6 m were prepared on
land previously under star grass (Digituara scalarum).
Plots were hand-tilled and hand-harrowed sufficiently
for planting French bean. In October 1998, plots were
planted with French bean (var. Samantha) at a spacing of
0.6 x 0.1 m. Bean plants were sprayed with Antracol® and
Ripcord® at a rate of 80 1 ha™! at 14 day intervals for pest
and disease control.

The experimental design was an incomplete factorial
arranged as a randomized complete block with six treatments
replicated three times. Treatments consisted of: nonirrigated,
unfertilized (-I -F); nonirrigated, fertilized (-I +F); drip
irrigated with canal water, unfertilized (+1I -F); drip irrigated
with canal water, fertilized (+I +F); drip irrigated with fish
pond effluent, unfertilized (+P -F); and drip irrigated with
equal parts canal and pond water, unfertilized (+IP -F).

At planting, diammonium phosphate (DAP) (200 kg ha™) was
applied to treatments receiving fertilizer. These treatments
received an additional 200 kg ha! of calcium-nitrate as top
dressing after bean emergence. Plots receiving irrigation
water were fitted with garden drip irrigation systems.

A 10-1 distribution bucket suspended on a post held water
(canal or pond) to irrigate individual plots receiving irri-
gation treatments. Plots receiving water via drip irrigation
were fitted with a F1 0.75-in filter (Lego Inc., Israel) that

was intended to remove particulate matter. Drip irrigated
treatments received 0.33 mm water d! over a growing season
of 74 days.

French bean harvest began 46 days after planting and
continued for 28 days. Fresh and dry weight of bean pods
and total biomass dry weight (dry pods, leaves, and stems)
were recorded. Twenty-one days after transplanting, leaf
samples were picked for nutrient analysis. After 76 days,
the bean crop was uprooted and the above-ground biomass
dried out on polythene sheets for biomass yield records.

Second Growing Season

Twenty-four plots measuring 5 x 6 m were prepared on the
previous season’s experimental site, with an additional twelve
plots prepared on an adjacent uncultivated portion under star
grass. The land was hand-tilled and hand-harrowed to the
recommended tilth for French bean and kale.

The experiment consisted of twelve treatments arranged

as a 2 (crops; French bean and kale) x 2 (fertilization; 0 and
recommended rates) x 3 (drip irrigation; 0, canal water, and
pond water) factorial laid in randomized complete block
design with three replicates. Treatments were:

* noirrigation and no P or N for kale (K: -1, -F);

* no irrigation and no P or N for bean (B: -1, -F);

* no irrigation plus 78 kg N ha in splits of 48 kg N ha™ at
planting time and 30 kg N ha™ four weeks after planting
and 54 kg P ha™ for kale (K: -1, +F);

* no irrigation plus 36 kg N and 40 kg P ha™ for bean
(B: -1, +F);
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e drip irrigation at 2.3 mm d*'with canal water, and no P
or N for kale (K: +IC, -F);

* drip irrigation at 2.3 mm d*with canal water, and
no P or N for bean (B: +IC, -F);

¢ drip irrigation at 2.3 mm d " with water from the canal
and application of 78 kg N ha in splits of 48 kg N ha™ at
planting time and 30 kg N ha™ four weeks after planting
and 54 kg P ha™ for kale (K: +IC, +F);

e drip irrigation at 2.3 mm d” with water from the canal
and application of 36 kg N and 40 kg P ha™ for bean
(B: +IC, +F);

e drip irrigation at 2.3 mm d* with pond effluent
providing 6.3 kg N ha' and 2.6 kg P ha for kale
(K: +IP, -F);

e drip irrigation at 2.3 mm d*with pond effluent
providing 6.3 kg N ha'and 2.6 kg P ha for bean
(B: +IP, -F);

e drip irrigation at 2.3 mm d*with pond effluent
providing 6.3 kg N ha'and 2.6 kg P ha with application
of 78 kg N ha™ in splits of 48 kg N ha'at planting
time and 30 kg N ha™ four weeks after planting and
54 kg P ha™ for kale (K: +IP, +F); and

e drip irrigation at 2.3 mm d*with pond effluent
providing 6.3 kg N ha'and 2.6 kg P ha with application
of 36 kg N and 40 kg P ha™ for bean (B: +IP, +F).

Kale seedlings were transplanted to the field on 9 June 1999 at
a spacing of 0.9 x 0.3 m and watered for seven days using a
watering can to facilitate establishment. The crop was sprayed
with Dimethoate® and Antracol® every two weeks to protect it
against insect and fungal attacks, respectively. French bean
seeds were direct seeded on 12 June 1999 at a row spacing of
0.6 m and line spacing of 0.1 m. Other practices were done as
in the first season.

Plots receiving irrigation water were fitted with garden drip
irrigation systems. Water for drip irrigation was lifted to a 70-1
distribution barrel in each irrigated plot, using a peddle pump
and applied daily at 1100 h. Plots under French bean receiving
drip irrigation water were fitted with an Alkal 1.5-in filter
(which was bigger and more efficient than F1 0.75-in used

in first season), while those under kale were fitted with

F1 0.75-in filters used in the first season.

Kale harvesting began 22 days after transplanting and
continued for 42 days by removal of the lowest three leaves per
plant after every four days. The weight of fresh kale leaves
harvested was measured at the desired harvesting period from
each of the plots receiving different treatments and summed
over the harvest period. Samples for leaf nutrient analyses

were collected from the second uppermost leaf of kale just
before the final harvesting period. Harvest ceased 80 days after
transplanting, and dry matter yield for kale was determined
for all treatments as the sum of leaf dry matter over the course
of the experiment.

Second season French bean harvest began 52 days after
planting and continued for 28 days. The weight of fresh French
bean pods were measured at the desired harvesting period
from each of the plots receiving different treatments. Samples
for leaf nutrient analyses were collected for French bean from
the third uppermost leaf during flowering. After 81 days, the
bean crop was uprooted and the above ground biomass dried
out on polythene sheets for biomass yield records. Total above-
ground dry matter yield for French bean was determined from
all the treatments at the end of the experiment.

Plant Tissue Analysis

For both growing seasons, plant tissue samples for nutrient
analyses were oven-dried at 65°C for 24 hours, hand-crushed
using a mortar and pestle, and kept in plastic cans for analysis
in laboratories at the Department of Agronomy and Soils at
Auburn University. Total N in plant tissue was determined by
dry combustion with a LECO CHN-600 analyzer (LECO Corp.,
St. Joseph, Michigan) (Hue and Evans, 1986). Phosphorus,
potassium, iron, manganese, and aluminum in plant tissue
were measured by dry ashing, followed by dissolution in 1 M
hydro-chloric acid, followed by determination with a Jarrell-
Ash inductively coupled argon plasma (ICAP) spectroscopy
(ICAP 9000, Thermo Jarrell Ash, Franklin, Massachusetts) (Hue
and Evans, 1986).

Statistical Analysis

For both growing seasons, analyses of variance were
performed to determine variation in French bean and kale
(second season only) fresh and dry biomass, and leaf nutrient
concentrations owing to treatments.

Pond Effluent Nutrient Removal by Soil Experiment

The experiment, conducted in the laboratory at Sagana

Farm, was designed with soil columns set up to filter and
retain pollutants from fish pond effluents. Soil columns are
commonly used in solute transport and nutrient leaching
experiments. Columns simulating a soil profile allow easy
access to through-flow water and hence their adoption in this
study.

Two soil samples were obtained, one from an uncultivated
field under star grass for the vertisol (black clay soil) and the

Table 1. Initial soil chemical and physical characteristics at the onset of the experiment.
Soil Type Depth Keat Bulk pH Total N Total C P Fe Al Mn K
Density  (water)
cm cm d? kg m? 1:1.5 (g kg™ (mg kg™

Black Clay 0-15 0.98 1,160 6.8 0.5 27.0 8.1 134 27.5 28.9 31.0
15-30 0.99 1,260 7.3 0.4 20.8 6.2 114 25.2 11.3 9.6
30-45 - 1,322 8.24 0.3 15.7 8.3 13.6 33.2 20.9 79

Red Clay 0-15 466 1,330 532 0.5 16.3 20.6 12.2 31.0 212.2 79.1
15-30 339 1,373 5.01 0.4 12.1 7.3 10.7 26.7 110.4 57.9
30-45 - 1,447 497 0.2 11.7 3.7 10.4 25.2 102.6 447
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other batch from a field previously cultivated with soybean
(Glycine max) for the cambisol (red clay soil) by excavation to a
depth of 45 cm using a soil auger. For the two types of soils,
samples were taken from 0-15 cm, 15-30 cm, and 30-45 cm
depths and maintained as individual samples. The soil samples
were air-dried in the laboratory, crushed, and sieved through a
2-mm mesh screen. Dry bulk density, hydraulic conductivity,
and initial concentration of total N and extractable P were
determined from subsamples taken from each of the soil types
as previously described.

In the same fields, undisturbed samples were obtained using
the core ring method (Klute et al., 1986). Four sites were
selected randomly on the experimental site. Mini pits were dug
to a depth of 0.50 m and steps demarcated at 0-0.15 m,

0.15-0.3 m, and 0.3-0.5 m. Three cores were placed at random
on each step and driven into the soil using a core driver. The
cores were then dug using a sharp knife, wrapped in
aluminum foil, and taken to the laboratory for analysis.

Three portions of pipe (10-cm diameter) were used to
simulate a soil profile of three layers with depths of

0-15 cm, 15-30 ¢cm, and 30-45 cm. Each portion of 15-cm
length was filled with soil taken from a particular soil
layer. Based on the determined bulk densities (Table 1),
1.56 kg of the red clay soil and 1.93 kg of the black cotton
soil from the 30-45 cm soil layer were pushed down into
the lowest portion. The second 15-cm portion of the pipe
was fitted on the top side of the first portion already filled
with soil from the 30-45 cm soil layer and fixed by duct
tape; then 1.48 kg of the red clay soil and 1.84 kg of the
black cotton soil from the 15-30 cm soil layer were packed
into this second portion of the pipe. A third portion of

the pipe, which was longer (22-cm depth) to hold pond
effluent, was fitted on the top side of the system and fixed
using the same procedure. Red clay soil (1.51 kg) and black
cotton soil (1.63 kg) from 0-15 ¢cm soil layer were packed
into the portion to a depth of 15 cm and compacted by
shaking so as to attain the bulk density of the field soils in
the same horizon. The three portions fixed together formed
an individual soil column filter, which was mounted

on a collection pan. Pond water to be purified was then
collected from the pond receiving 20 kg N ha! wk!,
containing on average 5.18 mg I'' N and 0.68 mg I'! P, and
passed through the soil column filters at varying depths of
irrigation which served as the treatments.

Four treatments were administered at the depths of water
corresponding to varying loading rates of pond effluent to
land as shown in Table 2. Three replicates of the soil column
filters were arranged on the laboratory floor in a completely
randomized design.

Table 2. Treatments in the soil column filters
Treatment  Irrigation Application Water Pond:Land
Intensity Period per
(mm d™) (d) Land
(m’m?)
1 0 0 0 0:0
2 31 32 1 1:1
3 81 62 5 5:1
4 161 62 10 10:1

Table 3. Average nutrient and total suspended solids (TSS) contents
of canal and fish pond water.
Source Season 1 Season 2
Total ~ Total  TSS Total  Total  TSS
N P N P
(mg 1) (mg 1)
Canal 0.49 004 79.7 072 0.16 54
Pond 6.03 3.89 330.6 316 133 193

At the end of experiment, soil was retrieved from column
filters at the three 15-cm depths, prepared, and analyzed for
total N and extractable P. The through-flow water from soil
columns was collected on Tuesdays and Fridays and stored
at 4°C for chemical analysis. Using standard methods, pond
effluents and through-flow water were analyzed for total
N and P. The difference between the concentration of total
N and P in pond effluents and the through-flow water
obtained from the soil column gave the estimated nutrients
retained from the pond effluents by the soil columns. Percent
nutrient removal (% NR) from effluents was calculated as:
%NR = (conc. X - conc. F) x 100/conc. X
where
%NR = % nutrient removal,
conc. X = nutrient concentration in the pond effluent, and
conc. F = nutrient concentration in the filtrate.

Change in soil nutrient content after application of effluents
was determined using the following equation:
dX = X, =X,
where
dX = change in nutrient X content in the soil,
X, = concentration of nutrient X in the soil at 0 level
of effluent application, and
X, = concentration of nutrient X in the soil at a given
irrigation depth used to apply pond effluent.

Data on soil nutrient content from the columns were entered
into a spreadsheet with the various treatments as the rows and
the nutrient levels as the columns. Analysis of variance was
performed using the general linear model of the Statgraphics
to compare the mean effects of water application rates on
nutrient retention by the soil. The means were separated using
the least significant difference procedure.

ResuLTs AND DiscussioN
French Bean and Kale Field Experiment

The two sources of irrigation water used in this study differed in
N, P, and total suspended solids (TSS) concentrations (Table 3).
Total N and P concentrations were higher in pond water
than canal water. After filling the pond with canal water and
subsequent fertilization, N and P concentrations in pond water
increased. Fish activities and their excreta increased the TSS in
pond water.

Figures 1 and 2 show fresh, dry pod, and above-ground
biomass yields for French bean in the first season. Significant
differences were observed in fresh pod yield of bean among
treatments (P = 0.05), with all treatments having higher fresh
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Table 4. Nutrient concentration of French bean leaves in the first season.
Treatment Total N P K Mn Fe Al
gkg’ mg kg
B:-I,-F 42.7 2.8 1.70 342 184 79
B: -1, +F 50.0 3.2 1.67 298 146 115
B: +IC, -F 44 .4 3.0 1.89 302 166 144
B: +IC, +F 52.5 4.0 1.84 274 134 97
B: +IP and C (1:1), -F 43.3 2.6 1.65 296 152 125
B: +IP, -F 42.1 2.6 1.82 931 167 139
LSD 5 3.6 0.1 0.31 96 54 37
C.V. 9.5 16.78 10.40 15 23 26

pod yield than the control. The control yielded 1.3 t fresh
weight ha! (t fw ha!). When irrigation was combined with
fertilization the highest yield of 9.1 t fw ha™! was recorded.
Irrigation with canal water alone supported 7.7 t fw ha! yield
with a gradual decline as fish pond water was substituted for
canal water. Irrigation with fish pond and canal water at a
ratio of 1:1 without fertilization and irrigation with fish pond
water without fertilization provided 6.1 and 4.3 t fw ha!,
respectively.

A 53% yield decline when pond water was substituted for
fertilizer application was observed. This observation is in
contrast to those of Prinsloo and Schoonbee (1987) using flood
irrigation on tomatoes, Al-Jaloud et al. (1993) using flood
irrigation on wheat and Hussein and Al-Jaloud (1995) using
flood and furrow irrigation on wheat, all of whom observed an
increase in crop yield when pond water was used for irrigation
instead of well water. Pond water supplied inadequate N and
P to bean, owing to the low concentration of these nutrients
(Table 3). Irrigation with pond water at 0.3 mm d! supplied
only 1.6 kg N ha! and 1.03 kg P ha'! to the root zone over the
growing period. This input was equivalent to 4.2% and 2.4% of
the recommended rates of N and P. The total N concentration
in pond water (Table 3) was within the acceptable range for
irrigation water, but could not support yields similar to those
obtained with fertilizers.

French bean foliar nutrient concentration in the first season is
summarized in Table 4. Significant differences (P = 0.05) in leaf
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Figure 1. Fresh pod yield of French bean in the first season.

N and P concentrations among treatments were observed. Leaf
N and P levels were higher in fertilized treatments, suggesting
that availability of N and P to bean was higher in those
treatments. These data help explain yield differences between
treatments receiving fertilizers and those without fertilizer.
Pond water containing 6 mg N I'! and 4 mg P I when applied
at rates used in this study did not supply sufficient amounts
of N and P to French bean to support optimum yields. It

is apparent from this study that pond water cannot be a
substitute for fertilizer application.

Beneficial effects of water application to crop yields are
widely recognized (Hillel, 1980). A comparison made
between the two water sources used in this experiment
showed a 44% bean pod yield decline when pond water
was substituted for canal water. The observed yield decline
was due to insufficient water supplied to bean receiving
irrigation from the pond. Pond water was poorly distri-
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Figure 2. Dry pod weight and above-ground whole plant biomass
(dry weight basis) of French bean in the first season.
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Figure 3. Fresh pod yield of French bean in the second season.

buted along drip irrigation lines due to irregular clogging
of emitters, resulting in patchy, inadequate water supply to
bean plants. Clogging of emitters frequently occurred due
to suspended particles and algae in pond water. Some of
these particles may have escaped the filtration system and
ended up in drip tapes. Particles of organic matter, minute
spores, and separate cells of microorganisms probably
infiltrated through filters and reached emitters. Under
these conditions of reduced water velocity, oxidation-
reduction potentials and favorable temperatures and
aeration allowed microorganisms to proliferate, gradually
plugging the outlets. When some emitters receiving water
from the same bucket clogged, the remaining functioning
emitters supplied excess water, resulting in excessive
through-flow and leaching which took place directly under
the drip tapes. As wetness increased below the emitters to

Table 5. Nutrient concentration of French bean leaves in the second
season.
Treatment Total P K Mn Fe Al
N

mg kgt

B:-I,-F 459 24 1.52 625 671 551
B:-I, +F 55.3 3.6 2.05 55.5 614 473
B: +IC, -F 47.3 2.7 1.87 65.6 666 574
B:+IC,+F 484 3.0 1.72 81.7  89%4 806
B: + 1P, -F 45.2 2.5 141 60.3 553 435
B: +IP, +F 50.2 29 1.99 851 769 664
L

C.V. 97 214 1720 30 41 51

the point of being waterlogged or flooded, reduced soil
conditions likely occurred. Reducing conditions in a
saturated or periodically inundated rhizosphere may have
resulted in increased soluble manganese concentration in
soil solution, promoting manganese toxicity to bean that
was expressed as crinkled leaves (Bohn et al., 1985) and
yield reduction. Generally, plants are affected at a foliar
manganese concentration of about 300 to 500 mg kg'l, and
manganese concentration in mature bean leaves is typically
40 to 50 mg kg! (Tisdale et al., 1990). Thus, the concen-
tration above 500 mg kg! observed in this study (Table 4)
resulted in toxicity.

Figure 3 shows fresh pod yield obtained from French bean in
the second season. There were statistically significant
differences (P = 0.05) among treatments for fresh pod yields,
but not for dry pod weight and above-ground biomass (data
not shown). Separation of means showed that fresh weight
yield of bean pods from B: +IP, —F was significantly different
from the yields of the control (B: -1, -F), B: +I, -F and B: I, +F
treatments (Figure 3). The lowest yield of 1.2 t fw ha was
obtained from the control. Irrigation with pond water
combined with fertilization at the recommended rate resulted
in the highest yield of 4.4 t fw ha'. Application of canal water
combined with fertilization (B: +IC, +F) had a fresh pod yield
that was not significantly different from application of pond
water without fertilization (B: +IP, -F).

Contrary to observations made in the first season, no signifi-
cant change in fresh pod weight was observed when pond
water was substituted for canal water. This finding was due to
the effects of improved distribution of pond water, the greater
irrigation amount, or their interaction. An increase of irrigation
amount from 0.33 mm d! in the first season to 2.3 mm d!
assured sufficient water supply to the root zone. Consumptive
use of water was thus satisfied and better yields were obtained.

Table 5 shows nutrient concentration of bean leaves collected
in the second season. Analysis of variance showed a statistic-
ally significant difference in leaf N concentration (P = 0.05). No
difference was observed for leaf phosphorus, potassium,
magnesium, aluminum, iron, and manganese concentrations.
Treatments receiving fertilizers without irrigation had the
highest foliar N concentration. Low foliar N concentrations
were observed in treatments irrigated with pond water
without fertilizer application and canal water without fertilizer
application, suggesting a reduced availability of N in irrigated
plots or a dilution effect owing to greater biomass production.

TSS in pond water was 42% higher in the first season
than in the second season (Table 3). In the second season,
larger filters (Alkal filter 1.5-in Lego Inc., Israel) were
fitted on the drip irrigation system leading to improved
filtration. Low concentrations of TSS in pond water
coupled with improvement of the filtration system resulted
in a better distribution of pond water along the drip

line reducing emitter clogging problems like over-
irrigation, soil saturation, and insufficient water supply.
Leaf manganese concentrations remained low and no
toxicity occurred.

No other crops were grown in the neighborhood of the trial
plots and a higher pest incidence on the trial plots was
witnessed. Therefore, lower yield in the second season bean
compared to the first season could be due to the effects of
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Figure 4. Fresh leaf yield of kale as effected by irrigation and
fertilization.

pests and diseases that occurred due to late planting in the
second season.

Fresh weight and dry weight yields of kale are shown

in Figures 4 and 5. There were significant differences

(P = 0.05) in kale fresh leaf yield among treatments. All
treatments had higher fresh leaf weight and dry leaf weight
than the nonirrigated, unfertilized control. When pond
effluent was substituted for canal water, the net effect was
a reduction in yield irrespective of nutrient application. A
similar trend was observed for French bean in the first
season. Yield reduction in kale owing to use of pond
effluent observed in this study was related to moisture
supply, probably due to poor water distribution and, hence,
excess or insufficient water and inadequate nutrients

Table 6. Leaf nutrient concentration of kale.
Treatment  Total P K Mn Fe Al
N
g kg’ mg kg
K:-I,-F 56.1 3.9 2.34 34.1 358 303
K:-I, +F 57.6 3.8 1.54 46.9 310 186
K: +IC, -F 58.2 3.8 2.09 33.2 258 157
K: +IP, -F 57.6 5.6 1.83 43.7 550 330
K: +IC, -F 54.0 4.2 2.00 31.7 232 151
K: +IP, +F 54.7 5.2 1.99 52.4 389 172
LSD 8.8 1.3 0.50 22.5 507 390
CV 7.7 21.9 16.80 31.7 72 78
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Figure 5. Leaf dry matter yield of kale as affected by irrigation and
fertilization.

reaching the kale crops. The F1 0.75-in filtration systems
proved to be inadequate, releasing a low volume of water
to the drip tapes and resulting in irregular clogging of the
emitters and poor distribution of water along the drip
irrigation lines. An imperfect and discontinuous drip
irrigation system resulted in a continuous water stress as
the moisture reservoir available to crops was extremely
small. Discontinuously operated drip irrigation systems
pose a disadvantage of moisture depletion and crop stress
(Hillel, 1980).

Table 6 shows foliar nutrient concentrations levels in kale
leaves. Significant differences (P = 0.05) were observed in
leaf P concentration. No significant differences were
observed for leaf nitrogen, aluminum, iron, manganese,
potassium, and magnesium concentrations. Irrigation with
canal water with fertilizer application had the highest leaf
P concentration, followed by pond water with fertilizer
application. The lowest leaf P concentration was observed
with zero fertilizer with or without irrigation, suggesting
that the P taken up by kale was largely from applied
fertilizers and not irrigation water. Similar to first season
French bean results, it is apparent that pond water supplies
inadequate nutrients to kale, and that a larger filtration
system is required to provide good quality pond effluent
for drip irrigation.

Pond Effluent Nutrient Removal by Soil Experiment
Removal of total N from fish pond effluent via irrigation to soil

columns at varying irrigation amounts are shown in Figure 6. In
the first two weeks, 75% of applied N was removed from
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Figure 6. Nitrogen removal trends by soil in the columns at varying
pond effluent application intensities.

effluents in the 31 mm d! irrigation treatment by the black clay
soil, followed by the 161 mm d! (72%) and 81 mm d™! (60%)
treatments. Within the same period, 60% of total N was removed
from the effluent by red clay soil at the 31 mm d? effluent
application intensity, 35% in the 81 mm d?! effluent application
intensity, and 20% in the 161 mm d? application intensity.

The highest percent N removal (70% for red clay soil and
84% for black clay soil) was observed with application rates
of 31 mm d! during the first week, while the 161 mm d-!
effluent application rate resulted in 20% N removal in the
same period for red clay soil. The intermediate 81 mm d?
irrigation treatment resulted in 37% N removal from pond
effluent added to red clay soil. High effluent loading
resulted in less effective N removal. Black clay soil was
20%, 42%, and 72% more effective than red clay soil in N
removal at 31, 81, and 161 mm d! effluent application
intensities, respectively. Total N removal declined rapidly
to less than 30% after the third week in the 81 mm d! and
161 mm d! application intensities.

Table 7 shows total N enrichment in soil after passing pond
effluents through. Black clay soil retained 2.7%, 145%, and
155% more total N than red clay at the 31, 81, and 161 mm
d! rates of effluent application, respectively. Low saturated
hydraulic conductivity of black soil (Table 1) reduced the
rate of downward movement of water, increasing contact
time between N in effluent with the soil exchange surface
and resulting in higher N adsorption. Water was probably
transported through the small pores in the soil profile,
enhancing adsorption of ammonia and nitrate. With
alkaline pH (Table 1), black soil retained more total N than
red clay soil; sorption of NO, was reported to increase with

Table 7. Increase in total N content in the soil after pond effluent
application
Application Red Black LSDg s SE C.V.
Intensity Clay Clay
(mm d™)
Soil Total N
(g m?)
31 1.1 1.13 0.48 0.16 40
81 0.51 1.25 0.35 0.12 52
161 0.44 1.12 0.38 0.13 44

increased soil pH (Black and Waring, 1979). Sorption of
NO, on positively-charged surfaces delayed downward
movement of NO,. The location and rate of movement

of the NO, front was determined primarily by water
movement and adsorption in the two soils (Bohn et al.,
1985). Transport of NO, was slow in black clay since
displacement of the soil solution was less rapid. Due to
expansion of the black soil upon wetting, volumetric water
content was high (Russel, 1988), and assuming that the
incoming water displaced the resident soil solution, the
downward movement of the soil solution was less in
black than red soil. For an equal quantity of effluent
applied, dissolved forms of N were displaced further in
red clay soil and the soluble N front advanced faster than
in black clay soil.

For red clay soil, total N in pond effluent was equal to that in
the through-flow water from the soil columns after 23 days and
40 days of operation in the 161 mm d! and 81 mm d! effluent
application intensities, respectively, implying zero N removal.
However, zero N removal was not observed in the 31 mm d!
application intensity (Figure 6). In black clay soil, zero N
removal was observed at 161 mm d! application intensity after
54 days; the other two application intensities did not attain
zero removal. Any further application of the pond effluents
after reaching zero N removal resulted in higher levels of total
N in soil column through-flow than in pond effluent. This
negative N budget implies N addition by the soil in the
columns to the through-flow water, which can be attributed to
the arrival of the NO, front at the bottom of the soil column.
This observation agrees with those reported by Lance and
Whistler (1972) and Pell and Nyberg (1989).

Figure 7 shows P removal trends from black and red clay soils.
Over 60% of total P applied in effluent was removed at all
application intensities. Concentration of P in through-flow
from soil columns remained low from the second week
throughout the experimental period. The efficiency of P
removal was about 75% in black clays and 80% in red clays at
all loading intensities. Phosphorus retained in the soil was
mainly a product of application rate and P concentration;
similar observations were made by Chardon et al. (1997).

The fact that very low levels of P were found in effluent from
the soil columns suggests that most of the P was rapidly
adsorbed to soil particles. No tendency for P saturation was
observed with the loading rates used in this study, contrary to
observations made by Pardue et al. (1994), who used higher
concentration effluents.
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Figure 7. Phosphorus removal trends by soil in the columns at varying
pond effluent application intensities.
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Table 8. Increase in dilute acid extractable P content in the column

soil after pond effluent application.

Application Red Black LSD, g5 C.V.
Intensity Clay Clay
(mm d™)
Soil Extractable P
(gm?)
31 1.03 0.99 0.16 14
81 1.5 1.03 0.83 46
161 1.34 1.02 0.24 23

Phosphorus sorption onto soil from pond effluents occurred
where P was exchanged with other anions and with metal
ligands in the soil or was changed from physical sorption to
chemisorption, precipitated as insoluble P compounds,
incorporated into hydroxy-aluminum or iron polymers, or
diffused into the crystal lattice of soil minerals (Bohn et al.,
1985). Data on column soil en-richment with dilute acid
extractable P (g m?) pond effluent application is presented in
Table 8. There was no significant difference (P = 0.05) in total P
retention between the two soils as shown by an increase in
dilute acid extractable P, however, red clay soil retained 4%,
45%, and 31% more P than black clay soil at the 31, 81, and
161 mm d! rates of effluent application, respectively.

CONCLUSIONS

Fish pond effluent applied as irrigation and as a sup-plemental
source of nutrients is beneficial for French bean and kale
growth and yield. However, pond effluent should not be used
as the primary source of N and P for crops owing to its low
concentration of these elements. Moreover, the small amount
of N and P in pond water does not justify adjustment of
recommended N and P rates for crops.

Nutrient-rich pond water supports growth of phyto-plankton
and other organisms in the pond. Phytoplankton and
suspended solids present in pond water due to activities of fish
increase turbidity of the water, causing clogging of distribution
pipes, drip lines, and water emitters. The resulting poor water
distribution leads to nonuniform crop stands and low yields.
Improving filtration using Alkal 1.5-in in place of F1 0.75-in
filters led to better French bean yield response to pond effluent
application. Improved filtration via larger filters is there-fore
essential. Similar conclusions are apparent for growing kale
under drip irrigation.

In the soil column study, removal of N from pond effluent was
high in the first three weeks of application, but rapidly
declined with time. Continuous application of pond effluent at
arate of 81 and 161 mm d! for a period of 40 and 23 days,
respectively, saturates the soil’s ability to retain total N from
pond effluent with total N concen-trations ranging from

1.33 mg 1" to 6.30 mg I'!. As effluent leaches, soil enrichment
with N is higher in black than in red clay soil due to a longer
residence time of the effluent, allowing adsorption. Soil
treatment resulted in an average 80% removal of total P from
pond effluent for up to ten weeks. Pond effluent application at
a rate of 81 mm d™! in red clay soil resulted in the highest soil P
enrichment while an application at a rate of 31 mm d!in black
soil had the least enrichment. Black and red clay soils in the

Sagana, Kenya area are able to retain substantial amounts of N
and P from pond effluent and are most effective in removing P.

ANTICIPATED BENEFITS

When fish are recovered from ponds, the effluent is often
drained, presenting both an environmental challenge and an
agricultural opportunity. Application of chemical fertilizers in
ponds and activities of fish increase the nutrient concentration
of pond water. Application of pond water to crops during fish
grow-out is feasible, but filters capable of removing
particulates will be required if it is to be delivered through a
drip irrigation system. Nutrient enrichment of pond water
during aquaculture production is insufficient to meet crop
nutrient demand, and fertilizer recommendations for crops
should not be altered when pond water is used as an irrigation
source. The soils in

the Sagana, Kenya, region are capable of removing substantial
quantities of N and P from pond effluent that otherwise would
contribute to eutrophication of receiving water bodies.
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ABSTRACT

The following study examined the persistence of 17a-methyltestosterone (MT) in the environment after its use for masculin-
izing Nile tilapia in nursery ponds located at two CRSP sites: Sagana Fish Farm, Kenya, and the Universidad Judrez Auténoma
de Tabasco (UJAT), Mexico. Fry were treated with a masculinizing dose of MT (60 mg kg™) for four weeks beginning at the
initiation of feeding. Concentrations of MT were determined by radioimmunoassay, which revealed that the levels of MT in
the sediments from the Sagana Fish Farm had a mean value of 4,567 pg g™!. The concentration of MT slightly decreased near
the drain of the pond. Concentration of MT in water and sediments from UJAT showed background levels after first-time use
of MT in the pond. These results suggest that accumulation of MT may take place after masculinization of a significant number

of fish.
INTRODUCTION

Treatment of tilapia fry with 17a-methyltestosterone (MT)-
impregnated food to produce all-male populations has become
a common aquaculture practice. All-male populations are
desirable because no energy is shunted toward reproduction
and no competition for food with younger fish occurs
(Green et al., 1997). Nevertheless, uneaten or unmetabolized
food may leak significant amounts of MT into the pond
environment, posing the risk of unintended MT exposure

to hatchery workers as well as to aquatic and terrestrial
organisms. We have investigated the fate of MT in semi-closed
systems such as ponds. In a previous study, we reported that
MT in the water peaks at approximately 3.6 ng ml? at 28 days
after the onset of feeding with MT-impregnated food, decreas-
ing to background levels by 35 days after the onset of feeding
(i.e., within a week of ceasing treatment with MT-impregnated
food). We have also shown that MT accumulated in sediments
of model ponds, reaching 2 to 6 ng g! at 28 days after the
onset of feeding with MT-impregnated food, and remained
detectable in the soil between 2.8 and 2.9 ng g‘1 after 84 days
(eight weeks after ending treatment with MT-impregnated
food), which demonstrated persistence of MT in soil for
nearly three months after cessation of treatment (Contreras-
Séanchez et al., 2000; Fitzpatrick et al., 2000). In this study we
determined the concentration of MT in soil and water samples
collected in nursery ponds from the Sagana Fish Farm (SFF),
Kenya, and the Laboratory of Aquaculture at the Universidad
Juédrez Auténoma de Tabasco (UJAT), Mexico, after masculin-
izing treatment with MT (60 mg kg1) for four weeks. These
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two CRSP sites have different histories regarding MT usage;
namely, MT has been used for several years at SFF, while never
used before at UJAT.

METHODS AND MATERIALS
Sagana Fish Farm, Kenya

Soil samples were collected from three points (near pier, half-
way between pier and drain, and near drain) in one of the sex-
reversal ponds at the hatchery. Samples were then frozen and
shipped to Oregon State University (OSU) for MT analysis.

Laboratory of Aquaculture at UJAT, Mexico

Nile tilapia (Oreochromis niloticus) fry were collected from a
spawning tank. Fry were counted and randomly assigned to
either MT-feeding or EtOH (vehicle)-feeding, and each treat-
ment was triplicated. Replicates were housed in 1 x1 x0.75 m
hapas made of mosquito mesh, and hapas were placed in a

7 x 15 m earthen pond. The MT-treated replicates were located
at one end of the pond and the control replicates at the other end.

MT-impregnated food was made by spraying crushed flaked
food with MT dissolved in EtOH; control food was made by
spraying crushed flaked food with EtOH. Fry were fed the
MT (60 mg kg!) or control diet for four weeks (from 15 to

43 days post-fertilization [dpf]). Feeding rate was at 20% per
calculated body weight for the first 23 days of treatment and
then 10% per calculated body weight through day 28 of
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treatment (Popma and Green, 1990). After 28 days of dietary
treatment (on 44 dpf), fry were fed with regular fish food.

At 90 to 100 dpf, sex ratios were determined by microscopic
examination (10 and 40X) of gonads using squash preparations
in Wright's stain (Humason, 1972). The weights of sampled
fish were recorded at this time.

To collect water and soil samples, seven sampling points
were set along the pond as follows: points 1 and 7 were
located under treatment hapas (1 = control treatment; 7 = MT
treatment); all other sampling points were two meters apart
from one another (points 2 to 6). Water samples (12 ml) were
collected with pipettes into 15-ml polypropylene tubes and
stored at —20°C until analysis for MT. Soil core samples were
collected with long 1.25-cm-diameter PVC pipes, placed in
whirl pak bags, had excess water poured off, and were stored
at —20°C until shipment to OSU for analysis. Water and soil
samples were taken at the onset (July 13) and end (August 9)
of treatment.

Radioimmunoassay

For analysis of MT concentration, 1.0 ml of each water sample
and 0.2 g of each soil sample were extracted in 8 ml of diethyl
ether. The organic phase of each sample was collected in a
new tube after the aqueous phase was snap-frozen in liquid
nitrogen. The extraction procedure was repeated and the
ether extracts were pooled for each sample and dried down in
a SpeedVac. Each dried extract was reconstituted in 1 ml of
phosphate-buffered saline containing gelatin. Aliquots of the
reconstituted extracts were removed to 12 X 75 mm tubes for
determination of MT concentration by radioimmunoassay
(RIA). The RIA methods followed the procedure outlined

in Fitzpatrick et al. (1986; 1987). Antisera specific to MT

were purchased from UCB-Bioproducts SA, and SH-MT
(Amersham) was generously donated by Dr. Gordon Grau of
the Hawaii Institute of Marine Biology. Standards of known
concentration of MT were made in EtOH and used in each
assay to generate a standard curve. The assay was validated
by demonstration of parallelism between serial dilutions

of several samples and the standard curve, and by de-
monstration of low cross-reactivity with testosterone and
11-ketotestosterone. Extraction efficiency for MT for the RIA
was checked by adding a known amount of SH-MT to water
and soil (n =5 for each) and then extracting the samples as
described above. Once each of these tubes was reconstituted
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Figure 1. Concentration of methyltestosterone in sediments from a
sex-reversal pond in Sagana Fish Farm, Kenya.

in 1 ml of phosphate-buffered saline containing gelatin,

0.5 ml was removed from each and the amount of radio-
activity counted by scintillation spectroscopy (extraction
efficiencies were 73.3% for water and 71.4% for soil). Con-
centrations of MT in water, soil, and interface at the various
sample times were not compared statistically because of the
limited sample size (n = 1 per date) and because the goal of
the study was descriptive (presence/absence).

REsuLTs
Sagana Fish Farm, Kenya

Soil samples obtained from Kenya showed MT concentrations
between 3,900 and 4,800 pg g'1 (Figure 1), having the lowest
concentration near the drain and similar values near the pier
and the middle point. Unfortunately, we had no samples from
ponds that have not been used for sex inversion to determine
background levels.

Laboratory of Aquaculture at UJAT, Mexico

MT concentrations in soil at the beginning of the experiment
ranged between 400 and 800 pg g™! with a mean value of

482 pg g’ After 28 days of feeding we detected slightly higher
values of MT, ranging between 320 and 900 pg g‘l with a mean
of 691 pg g! (Figure 2). We observed no pattern related to the
location of the treatments (i.e., sampling locations near MT-fed
hapas did not show higher levels of MT). Detected values of
MT in the water were low at both the onset and end of the
experiment (Figure 3). Values ranged between 4 and 10 pg ml!
of water (mean = 6.8 pg ml™) at the beginning and between 3.7
and 7 pg ml"! (mean = 4.4 pg ml!) at the end of the experiment.
The pond used for sex inversion at UJAT was never used
before for treatments with MT.

DiscussioN
Despite the widespread use of methyltestosterone for mascu-
linizing tilapia in aquaculture facilities, little is known about
the fate of this potent synthetic steroid in the pond environ-
ment. Few studies have been dedicated to detect MT or its

metabolites in body tissues of the sex-inversed fish (Cravedi
et al., 1989; Goudie et al. 1986a; 1986b; Curtis et al., 1991);
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Figure 2. Concentration of methyltestosterone in sediments from
UJAT, Mexico; sampling sites are distributed between
control hapas (1) and MT-treated hapas (7).
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Figure 3. Concentration of methyltestosterone in water from UJAT,
Mexico; sampling sites are distributed between control
hapas (1) and MT-treated hapas (7).

however, little has been done to detect if MT or its metabolites
can dissociate from the impregnated food and accumulate in
the pond environment. Recent studies in our laboratory have
shown that MT can be detected in the water during MT
treatment and that it eventually accumulates and remains in
the sediments of model ponds for up to eight weeks
(Fitzpatrick et al., 1999; 2000).

We found that MT levels in sediments from SFF were higher at
all three sampling points than any background levels that we
have detected in previous studies (e.g., 200 to 400 pg g at
Oregon State University (Fitzpatrick et al., 1999); 700 to

900 pg g! at Auburn University (Phelps et al., 1999); and 400 to
800 pg g! at UJAT), suggesting that the usage history of MT at
SFF ponds might have allowed an accumulation of MT in the
sediments. Since we were not able to analyze soil samples from
SFF ponds without a history of MT treatment, we cannot rule
out the possibility that these high levels resulted from
background levels of compounds that cross-react with the
antibody used to measure concentrations. Nevertheless, these
high levels from SFF soil samples point to the need for further
monitoring. The values obtained from water and sediments
from UJAT are low and show no trend regarding location of
the treated hapas in the pond. These results suggest that MT
levels are still near background values. Another possibility to
explain these results is that the number of fish treated with MT
is very low (n = 1500) and, considering the dimensions of the
pond, the amount of MT used is too low to cause detectable
accumulation.

In an effort to determine the fate of steroids used in experi-
ments involving live fish and recirculating systems, Budworth
and Senger (1993) reported that testosterone injected into
rainbow trout (Oncorhynchus mykiss) leaked out of the fish
body and eventually reached other fish present in the system.
These authors highlighted the need to avoid exposure of
untargeted organisms when steroids are administered in
aquatic systems. Recent studies have reported that exposure of
untargeted organisms to MT can result in biased sex ratios.
Gomelsky et al. (1994) found significant masculinization of
common carps (Cyprinus carpio) exposed to water used in
MT-impregnated feeding trials. They also reported that the
masculinizing effects of MT were stronger in recirculating
systems than in tanks with flow-through water. These
observations suggest that MT (and/or its metabolites) can
persist in the water at concentrations capable of causing sex
inversion. Incidental sex reversal in tilapias has been reported
recently (Abucay and Mair, 1997; Abucay et al., 1997). These

authors indicated that in aquaria and concrete tanks, sex ratios
are significantly biased when non-target fish are housed in the
same tank where groups of fish are fed with MT.

The potential risks posed by unintentional exposure to MT in
aquacultural facilities are not confined to the androgenic
effects of the steroid (e.g., masculinization of genital tract,
gonads, or secondary sexual characteristics). In laboratory
studies, it has been demonstrated that long-term exposure to
MT can act as a weak hepatocarcinogen in male and female
mice (Taylor et al., 1984). It has also been reported that
long-term exposure to MT eliminated male sexual behavior
and suppressed serum testosterone levels in male rats
(Clark et al., 1997). Furthermore, it has been demonstrated
that overexposure of fish to MT can result in paradoxical
feminization due to a hypothesized conversion of MT into
estrogen by the enzymatic action of aromatase (Piferrer and
Donaldson, 1991; Piferrer et al., 1993; Eding et al., 1999;
Rinchard, et al., 1999). Unfortunately, very little is known
about the potential effects of residual MT in ponds where large
amounts of fish are masculinized. In our laboratory, we found
that reusing tanks with sediments from trials involving feeding
with MT-impregnated food resulted in the appearance of few
intersex fish; however, we did not address the possibility of
other effects. These findings suggest that caution should be
used when using steroids for aquacultural purposes and

that more research is needed to understand the fate of
exogenous hormones in the pond environment as well as

the potential effects on the health of non-target organisms,
including farm workers.

ANTICIPATED BENEFITS

We detected the anabolic steroid 17a-methyltestosterone (MT)
in the sediments of sex-inversion ponds from the Sagana Fish
Farm, while background levels were found at UJAT, Mexico.
Although we have no evidence that the detected levels at

SFF represent a health or environmental risk, these results
suggest that caution should be exercised because of the risk
of unintended MT exposure of pond workers, fish, and

other organisms.
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ABSTRACT

The following study examined the effect of environmentally persistent 17a-methyltestosterone (MT) on sex differentiation of
Nile tilapia (Oreochromis niloticus). Three different broods of fry were treated one after the other with a masculinizing dose of
MT (60 mg kg™ for four weeks beginning at the initiation of feeding in model ponds which consisted of 60-1 tanks that
contained 5 kg of soil. Four weeks after the last MT treatment, two different broods of tilapia fry were fed control feed while
being maintained in the tanks that had contained the MT-treatment groups. Water and soil samples were taken before the onset
of treatment and on the last day of treatment during each treatment cycle. Concentrations of MT were determined by
radioimmunoassay, which showed that the levels of MT in the water were elevated between about 200 and 1,250 pg ml™!
during the three cycles of MT, and then returned to background levels during the remaining cycles of control diet feeding.
Analysis of water samples taken shortly after adding the MT-impregnated food to the tanks revealed that MT leaks into the
water within a minute of treatment. The levels of MT in the soil were elevated to about 2,000 pg g™ after one feeding cycle and
remained elevated between 1,400 and 3,300 pg g™ through three months after the conclusion of the last MT feeding cycle,
including the time during which the control-fed fry were raised in these tanks. The sex ratios of the groups fed control food
while being maintained in the tanks that had contained the MT-treatment groups were not different from control fish; however,
several individuals in the former groups had intersexual gonads, suggesting some impact on development.

INTRODUCTION

Treatment of tilapia fry with methyltestosterone (MT)-
impregnated food for producing all-male populations is a
common practice throughout the world. All-male populations
offer the production advantage of enhanced growth potential
(Green et al., 1997). However, significant “leakage” of MT
into the pond environment may occur from uneaten or
unmetabolized food. This leakage poses a risk of unintended
exposure of hatchery workers as well as fish or other non-
target aquatic organisms. Furthermore, in some countries,
pond sediments are dredged and used to “prepare soil” for
crop production, thereby spreading the risk of MT exposure to
terrestrial organisms.

Previously, we conducted studies on the fate of MT in small
3.7-1 model ponds, which indicated that MT leaked into the
water during the feeding treatment period but decreased to
background levels once the treatment ended. However, MT
was found in the soil of these model ponds at the end of the
treatment period and persisted in the soil for at least three
weeks after treatment (through the end of the study). Thus,
MT persists in the soil for a considerable time after treatment
of tilapia fry, suggesting the possibility that if the sediments
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were subsequently disturbed by tilapia during nest building or
searching for food, then MT might be resuspended into the
water, which could cause further exposure of fry.

The following study was undertaken to determine if MT
contamination of the soil could affect sex differentiation of
subsequent broods of fry that were placed in the same aquaria.

METHODS AND MATERIALS

Breeding families of Nile tilapia (Oreochromis niloticus) were
placed in 200-1 aquaria (one male to three females) where water
temperature was maintained at 28 + 1°C. Once breeding
occurred, the other fish were removed and the brooding female
was left to incubate the progeny. The female was forced to
release the fry from her mouth at 280 Celsius Temperature Units
(CTU) or ten days post-fertilization (dpf). Fry were removed
from the tank and randomly assigned to model ponds (60-1
aquaria) at a stocking rate of 175 fry tank™! (1 fry per 7.9 cm?).
This value corresponds to 1/3 of the recommended stocking
rate (by area) for masculinization of 3,000 fry m? (Popma and
Green, 1990). However, the volume used in our model ponds
was limited by the tank height, conferring a stocking rate by
volume of 3.5 fish 1" (0.5 fish I'! more than the recommended
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stocking rate). Model ponds were set up two days before the
expected time of fry release. Each aquarium contained 5,000 g
(approximately 3 cm) of packed soil, which was obtained from
a meadowed hill near the Principal Investigator’s house
located north of Corvallis, Oregon. Each model pond contained
50 I of dechlorinated tap water.

To determine the effect of MT contamination in sediments on
sex differentiation of tilapia, three separate broods of fry were
treated with MT-impregnated food in sequence (with 32 and
11 days, respectively, elapsing between the end of one
treatment and the beginning of the subsequent treatment).
Following MT treatment, two separate broods of fry were fed a
control diet in sequence in the MT-treatment tanks (11 and 36
days, respectively, between the end of one 4-wk feeding and
the beginning of the next). At the same time as all these
treatment groups, different groups of fish from the same brood
were fed a control diet. All experiment treatments were
replicated. MT-impregnated food was made by spraying
crushed flaked food with MT dissolved in EtOH; control food
was made by spraying crushed flaked food with EtOH. Fry
were initially fed with Hatchfry Encapsulon™ (Argent
Chemical Laboratories) until 15 dpf. Delaying treatment
allowed the fry to reach the initial size proposed by Popma and
Green (1990) for treatment. Fry were fed MT (60 mg kg™)

or control diet for four weeks (from 15 to 43 dpf). Water
temperature in the model ponds was maintained at 28 to 30°C,
except for the first week of the study when water temperatures
were 24 to 25°C. Temperature was monitored daily; pH,
ammonia, nitrites, and dissolved oxygen were checked weekly.
The feeding rate was at 20% per calculated body weight for the
first 23 days of treatment and then 10% per calculated body
weight through day 28 of treatment (Popma and Green, 1990).
Water lost by evaporation from the model ponds was restored
twice weekly.

After 28 days of dietary treatment (on 44 dpf), fry were
transferred to the Oregon State University Warm Water
Research Laboratory, Corvallis, Oregon, and reared in 75-1
fiberglass tanks in a recirculating system. Water temperature in
the grow-out system was maintained at 28 + 1°C and water
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Figure 1. Masculinizing effects of MT in model ponds under
consecutive feeding trials (first through third) and residual
effects of MT in control-fed fish (fourth through fifth trials).
Each treatment was run in duplicates.
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Figure 2. Detection of MT in water from an MT-fed model pond
immediately after feeding.

quality parameters described above were also checked.

At 80 to 90 dpf, sex ratios were determined by microscopic
examination (10 and 40X) of gonads using squash preparations
in Wright's stain (Humason, 1972). The weights of sampled
fish were recorded at this time.

Water samples (12 ml) were collected with pipets into 15-ml
polypropylene tubes and stored at —20°C until analysis for MT.
Soil core samples were collected with 0.5-cm-diameter plastic
pipes, placed in whirl pak bags, excess water poured off, and
stored at —20°C until analysis. In tanks with gravel and no
substrate, a film of fine sediments was formed. This material
was collected with a pipet and stored at —20°C until analysis.
Fine sediments were precipitated by centrifugation, and then a
1-ml subsample was dried in an oven at 50°C. For analysis of
MT concentration, 1.0 ml of each water sample, 0.2 g of each
soil sample, and 0.2 g of each fine sediment sample were
extracted in 8 ml of diethyl ether. The organic phase of each
sample was collected in a new tube after the aqueous phase
was snap-frozen in liquid nitrogen. The extraction procedure
was repeated and the ether extracts were pooled for each
sample and dried down in a SpeedVac. Each dried extract was
reconstituted in 1 ml of phosphate-buffered saline containing
gelatin. Aliquots of the reconstituted extracts were removed to
12 x 75 mm tubes for determination of MT concentration by
radioimmunoassay (RIA). The RIA methods followed the
procedure outlined in Fitzpatrick et al. (1986; 1987). Antisera
specific to MT were purchased from UCB-Bioproducts SA, and
SH-MT (Amersham) was generously donated by Dr. Gordon
Grau of the Hawaii Institute of Marine Biology. Standards of
known concentration of MT were made in EtOH and used in
each assay to generate a standard curve. The assay was
validated by demonstration of parallelism between serial
dilutions of several samples and the standard curve, and by
demonstration of low cross-reactivity with testosterone and
11-ketotestosterone. Furthermore, soil samples were subjected
to analysis by HPLC after extraction (as above), filtering, and
reconstitution in MeOH to search for possible metabolites of
MT. Extraction efficiency for MT for the RIA was checked

by adding a known amount of 3H-MT to water and soil,

(n =5 for each), and then extracting the samples as described
above. Once each of these tubes was reconstituted in 1 ml of
phosphate-buffered saline containing gelatin, 0.5 ml was
removed from each and the amount of radioactivity counted
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Figure 3. Mean values of MT (+ SD) in water from control and MT-fed
model ponds. Samples were taken at initiation and ending of
each feeding trial.

by scintillation spectroscopy (extraction efficiencies were
73.3% for water and 71.4% for soil).

Sex ratios were analyzed using Fisher’s exact test with exact
p-values (a more conservative test than the chi-square test for
small sample sizes) estimated in GraphPad Prism™. Intersex
fish were counted as females for the purposes of analysis in
order to be conservative. Concentrations of MT in water and
soil at the various sample times were not compared statistically
because of the limited sample size (n = 1 or 2 per date) and
because the goal of the study was descriptive (presence/
absence). The mean final weights of sampled fish were
analyzed for differences between groups using a one-way
ANOVA including mortality as a possible confounding
variable. For all analyses, differences were considered
statistically significant when the p-value (P) was less than 0.05.

REesuLTs

Each cycle of MT treatment of tilapia fry resulted in significant
masculinization; however, the efficacy of treatment differed
between cycles of MT treatment (Figure 1). In the first cycle,
the MT-treatment groups had 31.8% males compared with
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Figure 4. Mean values of MT (+ SD) in sediments from control and
MT-fed model ponds. Samples were taken at initiation and
ending of each feeding trial.

20.5% males in the control groups; in the second cycle, the
MT-treatment groups had 99.5% males compared with 83.2%
males in the controls; and in the third cycle, the MT-treatment
groups had 100% males compared with 50.2% males in

the controls.

In the two subsequent cycles of tilapia fry, which were all fed
a control diet, no difference in sex ratios was found between
groups in tanks that had been exposed to MT treatment
compared to groups held in the control tanks (Figure 1).

The use of MT-impregnated food resulted in rapid leakage of
MT into the water and subsequent deposition into the
sediments. Within one minute of adding MT-impregnated food
to the water, the levels of MT in the water jumped to nearly
100 pg ml%; within 15 minutes of feeding, levels of MT in the
water were around 160 pg ml! (Figure 2). Mean levels of

MT in the water were elevated for the first 60 days of the
experiment, ranging between about 234 and 1,179 pg ml!
(Figure 3), with levels dropping to background and remaining
near background levels through the remaining days of the
experiment. Mean levels of MT in the soil were elevated to
about 15,976 pg g™ after one feeding cycle; levels decreased

to 2,332 after 58 days of treatment and remained elevated
thereafter between 1,265 and 3,193 pg g! through three months
after the conclusion of the last MT feeding cycle (Figure 4),
including the time during which the control-fed fry were
raised in these tanks. Four months after cessation of MT
administration an estimated 6.3 g of MT were still present

in the soil.

DiscussioN

These experiments confirm previous studies (Fitzpatrick et al.,
1999; Contreras-Sanchez et al., 2000) which demonstrated
that considerable amounts of MT can be found in the pond
environment during and after dietary treatment with MT.
MT levels in water peaked during the three cycles of dietary
treatment and returned to background levels thereafter.

Soil MT reached high levels after the first cycle of MT
treatment and remained elevated months after the conclusion
of MT treatment.

A significant level of masculinization was obtained from diet-
ary treatments with MT tanks; however the level of masculin-
ization achieved after the first cycle of treatment was below
what has been reported by other researchers (Green et al., 1997).
This confirms our earlier results (Fitzpatrick et al., 2000), which
also had suboptimal masculinization (in these studies soil was
not reused, so it is comparable to the first cycle of treatment).
We had previously ruled out the possibility of improper diet
preparation as an explanation for the lack of masculinization
achieved in the first cycle. Once one cycle of MT treatment
was complete, nearly complete masculinization was achieved
in subsequent cycles of MT treatment. Therefore, some
“conditioning” of the soil with MT may be necessary to
optimize masculinization.

The subsequent groups of fish fed a control diet in the
MT-treatment tanks did not show any statistically significant
effect on sex ratios; however, instances of intersex fish were
observed in each of the subsequent cycles of control diet
feeding. No intersex characteristics were observed in any fish
from the control diet tanks. This suggests that the level of MT
contamination in the soil was not sufficient to alter sex ratios;
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nevertheless, some biological effects may have occurred.

We have confirmed previous results (Fitzpatrick et al., 1999)
showing that treatment of tilapia with MT results in leakage of
this anabolic steroid into the environment. We have extended
our previous work by showing that three cycles of MT feeding
leads to contamination of the soil but does not alter the sex
ratios of fish subsequently fed control diet.

ANTICIPATED BENEFITS

The anabolic steroid 17a-methyltestosterone (MT) remains in
the sediments of model ponds for up to three months after its
use for masculinizing tilapia fry. The contaminated sediment is
not associated with significant alterations in sex ratios of fry
fed a control diet; nevertheless, the instances of intersexual
individuals in these groups suggest that MT contamination
may have a biological effect. These results will be useful in
persuading those involved in MT use (e.g., farmers, re-
searchers, and government workers) to exercise caution
because of the risk of unintended MT exposure of pond
workers, fish, and other organisms.
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ABSTRACT

An experiment was conducted to test using effluents from intensive hybrid catfish (Clarias macrocephalus x C. gariepinus) ponds
as nutrient inputs for Nile tilapia (Oreochromis niloticus) culture, which would reduce effluent effects from catfish culture, gain
extra fish production at low cost, and possibly make aquaculture more profitable to farmers. Three treatments were done with
three replicates each in seven 200-m? earthen ponds at the Asian Institute of Technology (AIT), Thailand, for 87 days. The
treatments were A) catfish alone (control); B) catfish and tilapia without artificial water circulation; and C) catfish and tilapia
with artificial water circulation. The pond used for control treatments was partitioned by 1.0-cm mesh plastic net into three
equal compartments with 67 m? each for the replicates. The six other ponds were partitioned into two compartments: 1/3 for
catfish and 2/3 for tilapia. Sex-reversed all-male Nile tilapia were stocked at 2 fish m?, and catfish at 25 fish m. Catfish were
fed twice daily with commercial pelleted feed at rates of 3 to 10% body weight per day. During the first month, tilapia
compartments were fertilized weekly using urea and triple superphosphate (TSP) at rates of 28 kg N and 7 kg P ha! wk. In
the artificial water circulation treatment, the water in the catfish compartment was continuously circulated by a submersed
pump to the tilapia compartment at a rate of one exchange per week, starting the second month.

There were no significant differences in growth performance of catfish among all treatments. Mean catfish weight at harvest
ranged from 237.8 to 249.0 g, giving extrapolated net yields of more than 200 t ha yr!. Final mean tilapia weight was 114.9 g in
treatment B and 115.0 g in treatment C without significant differences. Although there was no significant difference in survival
rates between treatments B (92%) and C (70%), high mortality of tilapia was observed in two replicates of treatment C due to
heavy waste loading in the tilapia compartment by artificial water circulation. Extrapolated net tilapia yields (7.2 + 1.3 t ha'! yr!
in treatment B and 4.9 + 0.3 t ha! yr'! in treatment C) obtained by using catfish wastes in this study were comparable to those
achieved in organically and inorganically fertilized tilapia ponds. Nutrient budgets showed that total nitrogen and total
phosphorus contents in pond effluents in treatments B and C were significantly lower than those in treatment A. Nile tilapia
recovered 3.30 and 2.12% of total nitrogen and 1.29 and 0.84% of total phosphorus from feed wastes and fertilizer inputs in
treatments B and C, respectively. Concentrations of total Kjeldahl nitrogen (TKN), total phosphorus (TP), and soluble reactive
phosphorus (SRP) were also significantly lower in treatments B and C than in treatment A. This experiment indicates that Nile
tilapia can effectively recover nutrients contained in wastewater of intensive catfish culture and suggests that natural water
circulation between catfish and tilapia compartments can reduce nutrient contents in pond effluents and is cost-effective.

INTRODUCTION

Hybrid catfish (Clarias macrocephalus x C. gariepinus) has been
one of the most popularly cultured freshwater fish in
Southeast Asia. The present annual production in Thailand

is estimated to be 50,000 tons. As an air breather, catfish can
be grown at extremely high density (100 fish m?) with
standing crops in pond culture reaching as high as 100 t ha'!
(Areerat, 1987). The fish are mainly cultured intensively and
fed with trashfish, chicken offal, or pelleted feed, which
generally cause poor water quality and heavy phytoplankton
blooms throughout most of the grow-out period. To maintain
tolerable water quality for fish growth, pond water is ex-
changed at later stages of the culture cycle (120 to 150 days).
The effluents containing concentrated phytoplankton and
nutrients are unsuitable to irrigate rice fields because
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unbalanced N:P ratios (high nitrogen content) can cause
fruiting failure in the rice. Wastewater disposal from catfish
ponds has become a serious problem, especially in Northeast
Thailand where surface waters are in short supply. Farmers
often discharge wastewater to adjacent rice fields, which

are damaged by this input. To fully utilize the effluents,
unproductive wetlands could be excavated for Nile tilapia
(Oreochromis niloticus) culture. Such diversification and
integration are regarded as important practices to enhance
aquaculture sustainability (Adler et al., 1996; Pillay, 1996).

The wastes from catfish cultured in cages have been shown to
be effective for producing phytoplankton to support Nile
tilapia culture in the same pond (Lin et al., 1990; Lin and
Diana, 1995). Similarly, tilapia reared in cages, feeding on
phytoplankton in intensive channel catfish ponds, were shown



88 EIGHTEENTH ANNUAL TECHNICAL REPORT

to improve pond water quality as well as produce an extra 300 -
crop (Perschbacher, 1995). —<o——Treament A

—&—Treatment B
Therefore, the purposes of this study were to:

1) use effluents from intensive catfish ponds as nutrients 250 -
for tilapia culture ponds and thus reduce effluent effects
from catfish culture and

2) gain extra fish production at low cost, making
aquaculture more profitable to farmers.

---%-- Treatment C X

METHODS AND MATERIALS

The experiments were conducted in a completely randomized
design in seven 200-m? ponds at the Asian Institute of
Technology, Thailand. There were three treatments with
triplicates each: A) catfish alone (control); B) catfish and tilapia
without artificial water circulation; and C) catfish and tilapia
with artificial water circulation. One randomly selected pond
used for the control was partitioned by 1.0-cm mesh plastic net
into three equal compartments of 67 m? each. The six remain-
ing ponds were partitioned into two compartments: 1/3 of
pond area (67 m?) for catfish and 2/3 (133 m?) for tilapia. The
ponds were assigned randomly to treatments B and C.

O T T T T T 1
0 20 40 60 80 100

Sex-reversed male Nile tilapia (19.0 to 19.7 g in size) were Experimental period (d)

stocked at 2 fish m?2in tilapia compartments of treatments

. . L . 2
Band C, and hybrid catfish (18.7 to 20.2 g in size) at 25 fish m Figure 1. Growth of hybrid catfish in treatments A, B, and C over the
in treatment A and catfish compartments of treatments 87-day experimental period.

B and C on 3 August 1999. Catfish were fed twice daily with
small-, medium-, and large-size commercial pelleted feed

Table 1. Growth performance of hybrid catfish and Nile tilapia in integrated culture for 87 days.

Parameter Catfish Treatment Tilapia Treatment
A B C B C

STOCKING

Density (fish m?) 25 25 25 2 2

Total No. of Fish 1,675 1,675 1,675 266 266

Mean Weight (g fish™) 20.0+0.1 19.2£0.2 19.3£0.3 19.5+0.1 19.1+0.1

Total Weight (kg) 33.5+0.2 322+03 323+05 52%0.0 51+0.0
HARVEST

Mean Weight (g fish™) 239.7+3.8 237.8+19 249.0+79 1149+ 14.1 115.0+13.5

Total Weight (kg) 383.3+6.6 373358 3943+145 28.1+4.0 20.7+1.0

FCR (Feed Conservation Ratio) 1.25 +0.00° 1.31 £0.01° 1.26 +0.02° - -
SURVIVAL RATE (%)

Mean 96.3 93.8 94.5 92.8 71.5

Range 79.6-99.4 88.6-97.4 91.6-96.8 65.4-99.3 21.2-99.9
WEIGHT GAIN

Mean Weight Gain (g fish™) 219.7 £3.7 218.6 2.0 229.8 £8.0 954+14.1 959134

Daily Weight Gain (g fish™ d™) 2.53+0.04 2.51+0.02 2.64 +0.09 1.10£0.16 1.10£0.15

Total Weight Gain (kg) 349.8+6.8 341.1+6.1 362.0+14.6 23.0+4.0 15.7+1.0
NET YIELD (kg m? crop™) 52+0.1 51+0.1 54+02 0.2+0.0 0.1x0.0
NET YIELD (t ha™ yr™) 219.1+43 213.6+3.8 226.7+9.1 72+13 49+0.3
GROSsS YIELD (kg m™ crop™) 57+0.1 56%0.1 59+02 0.2+0.0 0.2+0.0
GROSS YIELD (t ha™ yr™) 240.0x4.2 233.8+3.6 2469 +9.1 8913 6.5+0.3

* Mean values with different superscript letters in the same row within the same compartment were significantly different (P < 0.05).
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(crude protein 30%, Charoen Pokphand Co., Ltd., Bangkok,
Thailand) at 0830 and 1530 h. Feeding rates of 10% body
weight per day (BWD) for fish smaller than 20 g, 8% BWD for
20 to 50 g, 5% BWD for 50 to 100 g, and 3% BWD for fish larger
than 100 g were applied six days per week. During the first
month, tilapia compartments were fertilized weekly with

urea and triple superphosphate (TSP) at rates of 28 kg N and
7kgP halwk. No fertilizers were applied during the rest of
the experimental period. No feed was given to tilapia, which
depended solely on natural foods. In the artificial water
circulation treatment, water in the catfish compartment was
continuously circulated at a rate of one exchange per week to
the tilapia compartment by a submersed pump, starting the
second month. Water depth in all ponds was maintained at 1 m
throughout the experiment by adding water weekly to replace
evaporation and seepage losses.

Water quality analysis was conducted biweekly by taking
integrated column water samples at 0900 h from walkways
extending to the center of compartments. Pond water samples
were analyzed for pH, total Kjeldahl nitrogen (TKN), total
ammonium nitrogen (TAN), nitrite, nitrate-nitrite, soluble
reactive phosphorus (SRP), total phosphorus (TP), total
alkalinity, chlorophyll 4, total suspended solids (TSS), and total
volatile solids (TVS) using standard methods (APHA, 1985;

Table 2. Moisture, total nitrogen, and total phosphorus composition
(%, dry matter basis) of hybrid catfish, Nile tilapia, feed, and
sediment.

Variable At Stocking At Harvest
(%)
A B (& A B C
CATFISH
Moisture 72.04 72.04 72.04 71.82 71.58 71.23
TN 11.06 11.06 11.06 9.26 9.10 8.68
P 1.09 1.09 1.09 2.38 231 2.28
TILAPIA
Moisture - 7440 74.40 -—--- 78.42 79.03
TN --—- 940 940 ----10.33 10.12
TP - 0.67 0.67 - 0.81 0.80
FEED 1
Moisture 450 4.50 450 - - -
TN 547 547 547 - - -
P 1.04 1.04 1.04 - - -
FEED 2
Moisture 2.07 207 207 -— -— -—
TN 543 543 543 - - -
TP 091 091 091 - - -
FEED 3
Moisture 6.66 6.66 6.66 - - -
TN 459 459 459 - - -
P 1.37 137 1.37 - - -
SEDIMENT IN CATFISH
COMPARTMENT
Moisture 59.84 53.21 51.28 62.75 61.25 44.21
TN 0.23 024 0.20 0.29 0.32 0.25
P 0.01 0.01 0.01 0.03 0.03 0.03
SEDIMENT IN TILAPIA
COMPARTMENT
Moisture ---- 59.13 54.11 -—--—- 6295 63.28
TN - 022 023 - 0.25 0.29
P - 0.01 0.01 - 0.04 0.03
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Figure 2. Growth of Nile tilapia in treatments B and C over the 87-day
experimental period.

Egna et al., 1987). Secchi disk visibility, dissolved oxygen (DO),
and temperature were measured before taking water samples,
the latter two with a YSI model 54 oxygen meter (Yellow
Springs Instruments, Yellow Springs, Ohio, USA). Diel
measurements for DO, pH, and temperature were conducted
monthly for each compartment at three different depths (25 cm
below water surface, middle, and 25 cm above pond bottom) at
0600, 0900, 1400, 1600, 1800, and 0600 h. Un-ionized ammonia-
nitrogen (UIA) was calculated by a conversion table for given
pH and temperature (Boyd, 1990).

The nutrient budgets for nitrogen and phosphorus in ponds
were calculated based on inputs from water, stocked fish,
fertilizers, and pelleted feed and losses in harvested fish,
discharged water, and sediment. Sediment samples were
collected with 5-cm-diameter plastic tubes from the top 5 cm
of each compartment before initial pond filling and after fish
harvest. Total nitrogen and total phosphorus in sediment
samples, monthly pelleted feed samples, and fish samples at
stocking and harvest were analyzed using the methods
described by Yoshida et al. (1976).

During the experiment, 40 Nile tilapia or 100 hybrid catfish were
sampled by seining and group-weighed biweekly for each com-
partment. All fish were harvested on 29 October 1999 after 87 days
of culture. Daily weight gain (g fish™ d), yield (kg m? crop™),
and extrapolated yield (t ha™ yr'!) were calculated.

Data were analyzed statistically by one-way analysis of
variance (Steele and Torrie, 1980) using SPSS (version 7.0)
statistical software package (SPSS Inc., Chicago, USA).
Differences were considered significant at an alpha level of
0.05. Statistical analyses for survival rates (%) were performed
on arcsine transformed data. Survival rates in the text were
recalculated and are expressed as actual mean and confidence
limits. All other means were given with * 1 standard error (SE).
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A partial budget analysis was conducted to determine the econ- respectively. Extrapolated net yields of hybrid catfish were
omic feasibility of the integrated catfish-tilapia recycle system 219.1 +4.3,213.6 £ 3.8, and 226.7 £ 9.1 t ha™ yr'1 in treatments
(Shang, 1990). The analysis was based on farm-gate prices in A, B, and C, respectively. Survival rates ranged from 93.8 to
Thailand for harvested fish and current local market prices for all 96.3%, and there were no significant differences among all
other items expressed in US dollars (US$1 = 38 baht). Farm-gate treatments (P > 0.05). However, the best feed conversion ratios
prices of catfish and tilapia were $0.58 and $0.39 kg™, res- were achieved in treatments A (1.25 + 0.00) and C (1.26 + 0.02),
pectively. Market prices of catfish ($0.017 each) and tilapia among which there was no significant difference (P > 0.05),
($0.013) fingerlings, urea ($0.20 kg™), TSP ($0.33 kg™!), small- while both were significantly better (P < 0.05) than that in
($0.51 kg), medium- ($0.51 kg!), and large-size ($0.50 kg™) treatment B (1.31 + 0.01). Final mean weights of Nile tilapia
pelleted feed were applied to the analysis. Market price of were 114.9 £ 14.1 g and 115.0 £ 13.5 g in treatments B and C,
electricity was $0.053 kWh'!, and price of the 1.0-cm mesh respectively. Although there were no significant differences in
plastic net was $0.264 m. The calculation for cost of working survival rates between treatments B (92%) and C (70%)
capital was based on an annual interest rate of 10%. (P > 0.05), high mortality of Nile tilapia was observed in two
replicates of treatment C. Extrapolated net yields of Nile tilapia
REesuLTs were 7.2+ 1.3 and 4.9 £ 0.3 tha'! yr'! in treatments B and C,
respectively. The results indicated that neither natural nor
Both hybrid catfish and Nile tilapia grew steadily in all artificial water circulation between catfish and tilapia
treatments over the 87-day culture cycle (Figures 1 and 2). compartments improved the growth of hybrid catfish;
There were no significant differences in growth performance of however, artificial water circulation caused high mortality of
both hybrid catfish and Nile tilapia among all treatments Nile tilapia in two replicates. Based on the pond partition ratio
(P> 0.05, Table 1). At harvest, hybrid catfish reached 240 + 3.8, for catfish and tilapia culture (2:1) and the stocking ratio of
238 £ 1.9, and 249 *+ 7.9 g with daily weight gains of 2.53 + 0.04, catfish to tilapia (6.3:1) in the experiment, a 1-ha pond could
2.51+0.02,and 2.64 £0.09 g fish™ d!in treatments A, B, and C, produce 78 tons of catfish and 6 tons of tilapia per year.

Table 3. Nitrogen budgets in different treatments in integrated culture for 87 days.

Parameter Treatment
(kg)
A B C
INPUTS
Feed 21.339 £0.152 21.388 +0.485 21.765 £0.614
Fertilizers -—-- 2.208 £ 0.000 2.208 +0.000
Catfish 1.035 £ 0.005 0.997 £ 0.010 0.998 £0.016
Tilapia - 0.125+0.001 0.122 £0.001
Water in Catfish Compartment 0.211 +0.000 0.187 + 0.008 0.225 +0.008
Water in Tilapia Compartment - 0.441 +0.036 0.446 £0.016
Sediment in Catfish Compartment 4.204 +0.202 4.935+0.386 4.621 +0.072
Sediment in Tilapia Compartment - 7.413+£0.193 9.404 £2.014
Total 26.789 £ 0.293 37.695 + 0.691 39.789 £2.492
OUTPUTS
Catfish 9.768 £ 0.578 9.648 + 0.492 9.835 +0.240
Tilapia -—-- 0.629 £0.102 0.444 +£0.046
Water in Catfish Compartment 2.440 £ 0.057% 0.753 +0.108° 0.776 +0.034°
Water in Tilapia Compartment - 1.243+0.216 1.592 +0.067
Sediment in Catfish Compartment 6.885 +0.256 6.804 £ 0.401 6.103 +0.436
Sediment in Tilapia Compartment e 9.572+0.291 11.916 £1.676
Total 19.094 + 0.320° 28.649 + 0.505° 30.666 +1.872°
GAIN
Catfish 8.734 £ 0.582 8.651 £ 0.495 8.837 £0.254
Tilapia - 0.504 £ 0.102 0.322 £0.046
Loss
Water in Catfish Compartment 2.229 +0.057° 0.565+0.116° 0.551 +0.038°
Water in Tilapia Compartment - 0.802+0.186 1.146 £ 0.078
Subtotal in Water 2.229 +0.057° 1.367 +0.302° 1.698 +0.115®
Sediment in Catfish Compartment 2.682 +0.389 1.868 £0.142 1.482 +0.370
Sediment in Tilapia Compartment - 2.159 £ 0.321 2.512+0.775
Subtotal in Sediment 2.682 +0.389 4.028 £ 0.287 3.994 +0.496
UNACCOUNTED 7.695 +0.391 9.046 £ 0.220 9.123 £ 1.058

*  Mean values with different superscript letters in the same row were significantly different (P < 0.05).
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Proximate compositions of inputs, sediments, and fish indicate
that the dominant nutrient input was the pelleted feed in all
treatments (Table 2). Total nitrogen and total phosphorus
contents in effluents in catfish compartments were significantly
higher in treatment A than in treatments B and C (P < 0.05,
Tables 3 and 4). However, artificial water circulation (treatment
C) did not significantly increase total nitrogen and total
phosphorus contents in tilapia compartments compared with
natural water circulation (treatment B) (P > 0.05). There were
no significant differences in sediments of each treatment for
total nitrogen and phosphorus contents of catfish or tilapia
compartments (P > 0.05). Losses of total nitrogen and total
phosphorus in effluents from catfish compartments in
treatment A were significantly higher than in treatments B and
C (P <0.05), and even significantly higher than the total
effluents from both catfish and tilapia compartments in
treatment B (P < 0.05; Tables 3 and 4). Additional fertilizer
inputs in tilapia compartments of both treatments B and C did
not result in higher nutrient outputs in effluents or nutrient
deposited in sediments.

Hybrid catfish incorporated 40.87, 40.48, and 40.62% of total
nitrogen and 50.01, 47.62, and 49.38% of total phosphorus from

feed input in treatments A, B, and C, respectively (Table 5).
Wastes derived from feed accounted for 59.13, 59.52, and
59.38% of total nitrogen and 49.99, 52.38, and 50.62% of total
phosphorus from feed input in treatments A, B, and C, res-
pectively (Table 5). No significant differences in incorporated
and wasted nutrients were found among treatments (P > 0.05).
These wastes fertilized the entire pond at loading rates of 7.32
+044 and 7.43 £0.29 kg N ha! d!, and 1.49 + 0.102 and

1.46 +0.01 kg P ha'! d"! in treatments B and C, respectively.
Nile tilapia recovered 3.30 and 2.12% of total nitrogen and
1.29 and 0.84% of total phosphorus from feed wastes and
fertilizer inputs in treatments B and C, respectively (Table 5).
The percentages of nutrient losses in effluent water in
treatment A were significantly higher than those in treatments
B and C (P < 0.05). Total nitrogen losses in effluent water were
significantly lower in treatment B than in treatment C, while
total phosphorus losses in effluent water in treatment B were
significantly higher than those in treatment C (P < 0.05). No
significant differences in nutrient losses in sediment were
found among all treatments (P > 0.05).

Water temperature and pH throughout the experimental
period in all compartments ranged from 27.6 to 31.5°C and

Table 4. Phosphorus budgets in different treatments in integrated culture for 87 days.

Parameter Treatment
(kg)
A B C
INPUTS
Feed 4.938 +0.088 4941 +0.125 5.033 +0.139
Fertilizers - 0.553 + 0.000 0.553 +0.000
Catfish 0.102 £ 0.001 0.098 = 0.001 0.098 +0.002
Tilapia - 0.009 £ 0.000 0.009 = 0.000
Water in Catfish Compartment 0.005 +0.000 0.004 +0.000 0.005 +0.000
Water in Tilapia Compartment — 0.008 +0.000 0.010 +0.001
Sediment in Catfish Compartment 0.205 £ 0.035 0.277 £ 0.049 0.283 £0.051
Sediment in Tilapia Compartment - 0.296 £ 0.030 0.488 £0.140
Total 5.249 +0.118 6.186 £ 0.185 6.478 £ 0.315
OUTPUTS
Catfish 2.574+0.116 2.447 +0.083 2.589 +0.158
Tilapia - 0.050 £ 0.009 0.035 +0.002
Water in Catfish Compartment 0.151 +0.004* 0.057 £ 0.015° 0.034 +0.006
Water in Tilapia Compartment — 0.028 +0.003 0.029 +0.004
Sediment in Catfish Compartment 0.833 £ 0.047 0.721 £0.146 0.903 £0.158
Sediment in Tilapia Compartment - 1.305 + 0.267 1.390 £ 0.295
Total 3.557 £ 0.098 4.608 +0.390 4979 +0.541
GAIN
Catfish 2472 +0.116 2.349 +0.083 2.490 +£0.158
Tilapia - 0.041 £ 0.009 0.026 +0.002
Loss
Water in Catfish Compartment 0.146 £ 0.004° 0.053 +0.015° 0.029 +0.006°
Water in Tilapia Compartment - 0.020 £ 0.003 0.019 £0.005
Subtotal in Water 0.146 + 0.004° 0.073 £0.018° 0.048 £0.010°
Sediment in Catfish Compartment 0.628 +0.075 0.443 +0.105 0.620 +0.107
Sediment in Tilapia Compartment -—- 1.009 +0.260 0.902 +0.182
Subtotal in Sediment 0.628 £ 0.075 1.453 £0.348 1.522 £0.247
UNACCOUNTED 1.693 £ 0.019° 1.579 +0.270° 1.500 + 0.256°

*  Mean values with different superscript letters in the same row were significantly different (P < 0.05).
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6.6 to 7.4, respectively. At the end of the experiment, pH values
in catfish compartments were significantly higher in treatment
A than in treatments B and C, and there were also significant
differences in final pH values between the latter two (P < 0.05,
Table 6). Measured DO concentrations at dawn decreased
steadily from initial levels of 1.63-3.93 mg 1" to 0.17-0.30 mg 1!
over the 87-d culture period in all compartments, and no signi-
ficant differences in final DO concentrations were found among
all treatments (P > 0.05, Figure 3 and Table 6). Concentrations
of total alkalinity, TKN, TP, and SRP in catfish compartments
were significantly higher in treatment A than in treatments

B and C (P < 0.05, Table 6). In tilapia compartments, final
concentrations of inorganic nitrogen forms (TAN, nitrite-N,
and nitrate-N) were significantly lower in treatment B than
those in treatment C (P < 0.05), while there were no significant
differences for other water quality parameters between the two
treatments (P > 0.05, Table 6). Un-ionized ammonia-nitrogen
concentrations fluctuated throughout the experimental period,
but increased toward the end of the experiment (Figure 3).
There were no significant differences in final concentrations

of un-ionized ammonia-nitrogen in catfish compartments
between treatments A and C (P > 0.05), and both were sig-
nificantly higher than those in treatment B (P < 0.05, Table 6).
The phytoplankton standing crop as expressed in chlorophyll a
concentration steadily increased over the first two months

and decreased slightly at the end in both catfish and tilapia
compartments of treatments B and C (Figure 3). In treatment A,

however, it increased sharply and reached the peak at the end
of the second month, then decreased dramatically to a level
even below those in all other compartments (Figure 3). At

the end of the experiment, no significant differences in
chlorophyll a concentrations were found among all
compartments (P > 0.05, Table 6).

The partial budget analysis (Table 7) indicated that all of the
treatments in the present experiment produced a negative net
return, and treatment B had the least negative net return. The
high electricity cost made treatment C produce a similar
negative net return to treatment A.

DiscussioN

Water circulation did not improve growth of catfish compared to
the control in the present experiment. One of the most unique
features of catfish is their air-breathing ability, which enables
them to live at extremely high population density and gives
great yields in various culture systems (Lin and Diana, 1995).
Extrapolated gross catfish yield in this experiment ranged
from 233.8 t0 246.9 t ha'! yr!, which was higher than yields
achieved in previous experiments (Lin, 1990; Ye, 1991; Lin and
Diana, 1995; Sethteethunyahan, 1998) and also higher than
those obtained in the traditional pond culture in Thailand
(Panayotou et al., 1982; Tonguthai et al., 1993). Although the
phytoplankton standing crop (chlorophyll a concentration) was

Table 5. Distribution (mean and range in percentages) of total nitrogen and total phosphorus in different treatments in the integrated recycle

culture for 87 days.
Parameter Treatment
(%)
A B C
TOTAL NITROGEN
Catfish Compartment
Feed Input 100.00 100.00 100.00
Gain in Catfish 40.87 (30.58-51.58) 40.48 (29.43-52.05) 40.62 (36.23-45.06)
Wastes 59.13 (48.42-69.42) 59.52 (47.95-70.57) 59.38 (54.94-63.74)
Total 100.00 100.00 100.00
Wastes and Fertilizers 100.00 100.00 100.00

Gain in Tilapia

Effluent Water 17.70 (15.81-19.67)°
Loss in Sediment 21.15 (10.29-34.39)
Unaccounted 61.15 (47.90-73.61)
Total 100.00
TOTAL PHOSPHORUS
Catfish Compartment
Feed Input 100.00
Gain in Catfish 50.01 (42.81-57.22)
Wastes 49.99 (42.78-57.19)
Total 100.00
Wastes and Fertilizers 100.00

Gain in Tilapia

Effluent Water 5.97 (4.82-7.13)*
Loss in Sediment 25.27 (15.97-35.90)
Unaccounted 68.76 (59.47-77.35)*
Total 100.00

3.30 (1.27-6.23)
9.90 (2.66-18.20)°
26.91 (22.89-31.13)
60.70 (53.64-67.55)

100.00

100.00
47.62 (37.29-58.06)
52.38 (41.94-62.71)

100.00

100.00
1.29 (0.38-2.64)

2.29 (0.80-4.40)°
45.61 (11.36-82.23)
50.81 (13.23-87.91)°
100.00

2.12 (0.84-3.96)
11.23 (7.01-16.30)°
26.61 (11.27-45.23)
60.04 (37.51-80.54)
100.00

100.00
49.38 (41.53-57.23)
50.62 (42.77-58.47)

100.00

100.00
0.84 (0.57-1.15)
1.54 (0.45-3.16)°
49.24 (17.29-81.55)
48.38 (15.88-81.58)"
100.00

*  Mean values with different superscript letters in the same row were significantly different (P < 0.05).
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Table 6. Mean values of water quality parameters measured at the end of the experiment.

Parameter Catfish Treatment Tilapia Treatment
A B C B C

DO at Dawn (mg 1) 0.20 £0.00 0.30 £0.00 0.23 £0.03 0.27 £0.03 0.17 £0.03
Temperature (°C) 27.8-28.3 27.9-28.1 28.0-28.2 27.6-27.8 27.7-28.2
pH 71-72° 6.9° 7.0-7.1° 71-7.2 7.0-7.1
Alkalinity (mg 1") 513 £7° 108 +7¢ 155 £14° 109 £12 135 +9
TKN (mg1") 36.34 +0.88" 11.16 £1.58" 11.52 £0.53 9.32 £1.62 11.75 £0.47
TAN (mg 1) 3.09 £0.09 343 £0.07 3.52 £0.17 3.76 £0.32 413 £0.06
UIA (mg1") 0.05 £0.01° 0.03 £0.00° 0.05 £0.00° 0.04 £0.00 0.04 £0.01
Nitrite-N (mg 1) 0.01 £0.00 0.01 £0.00 0.01 £0.00 0.01 £0.00* 0.02 £0.00
Nitrate-N (mg 1) 0.07 £0.04 0.07 £0.04 0.05 £0.01 0.02 £0.02 0.20 £0.04”
TP (mg 1) 2.25 +0.06 0.85 +0.23 0.51 £0.08" 0.42 £0.05 0.43 £0.06
SRP (mg I-1) 0.93 £0.03 0.01 £0.01° 0.00 £0.00° 0.01 £0.01 0.00 £0.00
Chlorophyll a (mg m?) 44 +1 72 £22 132 57 90 £29 131 +48
TSS (mg 1) 622 +49 505 £197 190 +47 136 +27 145 +22
TVS (mg 1) 101 +5 62 £24 42 +6 30 £5 42 +11

*  Mean values with different superscript letters (a, b, and ¢, and x and y) in the same row were significantly different among catfish compartments and between tilapia compartments of the

treatments, respectively (P < 0.05).

significantly higher in the controls than in the water circulation
treatments during most of the experimental period, there were
no significant differences in growth and yield between them.
This supported the finding by Pearl (1995) that a phytoplankton-
based food chain is relatively unimportant in pond culture that
relies on artificial feed to promote rapid fish growth.

Artificial water circulation caused mass mortality of Nile
tilapia in two replicates. The reason might be the heavy
loading of wastes from the catfish compartment to the tilapia
compartment, causing significantly higher concentrations of

TAN than that in natural water circulation. The sharp increases
in TAN concentration, decreases in dissolved oxygen, and
possible prolonged exposure to poor water quality were
probably the main causes of increased mortality in circulated
ponds. The extrapolated tilapia yields in the water circulation
treatments were similar to those achieved in conventional
integrated fish-livestock systems (AIT, 1986), systems op-
timally fertilized with chicken manure (Diana et al., 1988) or
chemical fertilizers (Diana et al., 1991), and fish-fish integrated
culture systems (Lin, 1990; Ye, 1991; Lin and Diana, 1995;

Yi et al., 1996; Yi, 1997). However, the fertilization rates by

Table 7. Partial budget analysis for hybrid catfish monoculture (treatment A) and integrated catfish-tilapia recycle system (treatments B and C) in
the 87-day experiment (based on 200-m? ponds).
Item Unit Price Treatment A Treatment B Treatment C
(US$)
Quantity Value Quantity Value Quantity Value
(US$) (US$) (US$)
GROsS REVENUE
Catfish kg 0.580 1,144.0 663.52 373.3 216.51 394.3 228.69
Tilapia kg 0.390 0.0 0.00 28.1 10.96 20.7 8.07
Total 663.52 227.47 236.76
VARIABLE COST
Small-Size Feed kg 0.510 167.5 85.43 55.3 28.20 55.2 28.15
Medium-Size Feed kg 0.510 497.3 253.62 162.0 82.62 165.0 84.15
Large-Size Feed kg 0.500 665.4 332.70 230.8 115.40 235.9 117.95
Urea kg 0.200 0.0 0.00 4.8 0.96 4.8 0.96
TSP kg 0.330 0.0 0.00 2.8 0.92 2.8 0.92
Catfish Fingerlings piece 0.017 5,000 85.00 1,675 28.48 1,675 28.48
Tilapia Fingerlings piece 0.013 0 0.00 266 3.46 266 3.46
Electricity (Pump) kWh 0.053 0 0.00 0 0.00 1,212 64.24
Net m 0.264 0 0 10 2.64 10 2.64
Cost of Working Capital year 10% 0.25 18.92 0.25 6.57 0.25 8.27
Total 775.67 269.25 339.22
NET RETURN -112.15 —41.78 -102.46
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Figure 3. Fluctuations in DO (at dawn), UIA (at 0900 h), and
chlorophyll a (at 0900 h) in catfish compartments of
treatments A, B, and C and in tilapia compartments of
treatments B and C over the 87-day experimental period.

wastes from intensive culture were much higher in the present
experiment than those reported by the above authors, due to
the high catfish to tilapia ratio (6.3:1). The high loading of
catfish wastes caused depletion of water quality after the first
month of culture and thus did not result in higher yields of
Nile tilapia, compared to cultures with lower loading rates.
The much higher concentrations of TKN, TAN, and TP also
implied that loading rates of catfish wastes were excessive in
the present experiment. Lowering the catfish to tilapia ratio
may result in better growth performance of Nile tilapia.

Nutrients released from the catfish compartment were about
59% of TN and 50% of TP in the present experiment. These

were less than values reported by Boyd (1985) in channel
catfish culture, or by Ye (1991) and Sethteethunyahan (1998)
in catfish-tilapia integrated culture (62 to 73% of TN and

55 to 70% of TP). The released phosphorus percentages

in the present experiment were also much less than those
(79 to 84%) calculated by Beveridge (1984) for intensive cage
culture of trout.

Nile tilapia in this integrated culture system recovered
nutrients by utilizing natural foods derived mainly from
catfish wastes. The nutrient recovery percentages (2.12 to
3.30% of TN and 0.84 to 1.29% of TP) in the present ex-
periment were lower than those (4 to 13% of TN and 5 to 17%
of TP) reported by Ye (1991) and Lin and Diana (1995). The
main reason for the low nutrient recovery was a much higher
catfish to tilapia ratio (6.3:1) in the present experiment,
compared to the ratios (2:1 to 5:1) reported by them. Another
reason was that the percentages in this experiment included
fertilizers applied to promote tilapia growth during the

first month when catfish waste loading was low. The per-
centages in the present experiment were higher than those
(0.68 to 1.94% of TN and 0.86 to 2.48% of TP) reported by
Sethteethunyahan (1998) due to the higher catfish to tilapia
ratio (9:1) in that experiment.

In the present experiment, negative net returns in all treat-
ments occurred mainly because of the expensive commercial
pelleted feed. For the farmers’ practice, however, the most
common diets for catfish culture are combinations of chicken
offal, trash fish, and pelleted feed, which make farmers
generate marginal profits. For one cycle of catfish culture

(87 days in the present experiment), tilapia could not reach
marketable size and thus were sold at lower prices. The ideal
culture period for the integrated recycle system is six months
to produce two crops of catfish and one crop of tilapia. If feed
cost was lowered by 20% through partially replacing expensive
pelleted feed with low-cost diets and the culture period was
extended to six months for two crops of catfish and one crop of
tilapia, then the catfish monoculture treatment (treatment A)
and natural water circulation treatment (treatment B) would be
profitable (about $17 per 200-m? pond), while the artificial
water circulation treatment (treatment C) would still lose
money due to the high cost of electricity.

This integrated recycle system is the first example of an inte-
grated pen-cum-pond culture system, which is based on the
same principle of an integrated cage-cum-pond culture system
developed and practiced by Lin (1990), Lin and Diana (1995),
Yi et al. (1996), and Yi (1997). Compared with the cage-cum-
pond culture system, the advantages of the pen-cum-pond
culture system are simplicity, convenience, and low cost.
However, the biggest disadvantage is that wastes derived from
intensive culture may not circulate well to the semi-intensive
culture system due to possible restriction of water exchange
through netting materials.

The present experiment demonstrated that Nile tilapia can

be cultured in such an integrated pen-cum-pond system to
recycle nutrients in wastes which might be otherwise released
into the environment and indicated that artificial water
circulation may cause mass mortality of Nile tilapia due to
heavy loading of wastes. The catfish to tilapia ratio should
probably be lowered to allow Nile tilapia to reuse more
nutrients derived from catfish wastes and thus enhance the
nutrient utilization efficiency.
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ANTICIPATED BENEFITS

This is the first trial to develop an integrated pen-cum-pond
culture system. This integrated system can recycle wastes from
an intensive culture system into a semi-intensive culture
system, thereby reducing the nutrient input for fertilization
and minimizing the environmental impacts of pond effluents.
This experiment provides a new way—integrated pen-cum-
pond system—for the integration of intensive and semi-
intensive culture systems, which can be adapted by small-scale
farmers and is especially suitable for low capital investment. A
portion of ponds can be used to culture high-valued species for
more income, and to efficiently utilize costly commercial or
local feed through recycling feeding wastes. Identification of
the optimal catfish to tilapia ratio would maximize the profits
and minimize the environmental impact of pond effluents.
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ABSTRACT

There is considerable interest in reducing negative environmental impacts of shrimp and fish farming. One of the most
promising methods for reducing the environmental effects of pond aquaculture is to use water-recirculating systems to
minimize effluents. However, few studies have been performed to evaluate the effect of recirculation upon soil and water
quality in ponds. This study evaluates changes in physical and chemical characteristics of pond water and soils in response to
varying density of production and in the presence or absence of water recirculation. Ponds were stocked with Lifopenaeus
vannamei and arranged in three treatments: 1) high-density stocking (50 post-larvae m?) (HDR) with water recirculation into
another pond of equal volume without shrimp (R); 2) high-density stocking (50 post-larvae m2) without recirculation (HD);
and 3) low-density stocking (25 post-larvae m?) without water recirculation (LD). Water quality variables determined weekly
included soluble reactive phosphorus, total phosphorus, total nitrogen, nitrites, nitrates, and total suspended solids. Every two
weeks determinations were done for 5-d biochemical oxygen demand and chlorophyll a. Soil variables determined at the
beginning and end of the study included total nitrogen, soil respiration, pH, carbon, and sulfur. Analysis of variance
techniques were used to determine if significant differences existed among treatments with respect to soil and water quality

variables.

INTRODUCTION

Eutrophication of surrounding coastal areas can result from
nutrients discharged in shrimp pond effluents. This is es-
pecially true for semi-intensive and intensive culture systems
with rates of feeding and fertilization such that water exchange
rates require frequent discharge of pond effluents.

Shrimp pond effluents are often high in suspended and
dissolved organic matter (Boyd, 1992). The high biological
oxygen demand of the pond effluents can cause oxygen
depletion in receiving waters—especially in estuaries already
receiving organic wastes from nearby urban and agricultural
areas. In addition to nutrients and organic matter discharged
from shrimp culture ponds, sediments removed from
pond bottoms are often discharged into receiving waters
(Boyd, 1990). These sediments can increase turbidity in
receiving waters.

Large amounts of uneaten feed, feces, and metabolic wastes
accumulate in pond waters and pond soils. These wastes are
degraded through microbial processes to produce ammonia,
nitrite, nitrate, and phosphate. These nutrients stimulate algal
growth and may lead to dense blooms in the pond. In addition,
some of these degradation products are toxic to shrimp at high
concentrations. Collapse of algal populations can also cause
shrimp stress and mortality through oxygen depletion. A
conventional solution to this problem has been increased water
exchange. Excess metabolites and algae are thus removed from
the pond and replaced with better quality water. The water
exchange, however, may have detrimental effects in the
receiving waters. Water recirculation with digestion lagoons
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has been proposed as an alternative to high rates of water
exchange and flushing. The purpose is to provide a system to
degrade organic matter and fix nutrients before effluent
discharge to receiving waters or to improve water quality in
production ponds. The efficiency of this system has not been
evaluated. This study evaluates the changes in physical and
chemical characteristics of pond water and soils that occur in
response to water recirculation with digestion ponds.

METHODS AND MATERIALS

The experiment was conducted in ponds at the Alabama
Department of Conservation, Claude Peteet Mariculture
Center (CPMC) at Gulf Shores, Alabama. Ponds were 0.1 ha
in area and averaged 1 m in depth. Ponds were lined with
high-density polyethylene to prevent seepage and were
filled with 25 cm of soil. Pond water was pumped from the
intercoastal waterway.

The experimental design consisted of three treatments, each
replicated three times:
1) high-density stocking (50 post-larvae m?) with water
recirculation (HDR);
2) high-density stocking (50 post-larvae m?) without water
recirculation (HD); and
3) low-density stocking (25 post-larvae?) without water
recirculation (LD).

Each recirculation replicate was stocked with shrimp, and
water was recirculated with an adjacent pond of equal size and
volume that was not stocked with shrimp (R). The recirculation
rate was one pond volume per week.
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Ponds without water circulation were filled, and water was
added only to replace evaporation. In recirculation ponds,
water was pumped from culture pond to treatment pond and
then pumped back to the culture pond. Water retention time in
treatment ponds was one week, and culture and treatment
ponds had equal volume.

The production cycle was 21 weeks (May 17 to September 29,
1999). All ponds had automatic aeration systems with a
capacity of 24 HP ha'l using propeller aspirator aerators. The
feeding rate administered to all ponds was adjusted according
to shrimp growth but was not higher than 150 kg ha at the
peak. Shrimp were fed using a 35% protein pelleted feed
purchased from Burris Feed Mill, Slidell, Louisiana. The
feeding rates were increased according to a standard feeding
table as shrimp biomass increased. Feeding trays were used to
prevent overfeeding.

Water analyses were done weekly. Samples of water repre-
senting the surface 80-cm stratum were removed with a water
column sampler. Analysis included soluble reactive phos-
phorus (SRP) by the ascorbic acid method according to
APHA et al. (1975), total phosphorus (TP) and total nitrogen
(TN) by digestion and persulfate oxidation (Eaton et al., 1995),
total ammonia nitrogen (TAN) by the indophenol method
(Boyd and Tucker, 1992), nitrites (NO,-N) by formation of
colored azo compounds (Boyd and Tucker,1992), nitrates
(NO,-N) by NAS reagent method (Gross and Boyd, 1998), and
total suspended solids (TSS). At least twice a month fresh
samples were collected for 5-d biochemical oxygen demand
(BOD:;) (Eaton et al., 1995) and chlorophyll a analysis.

Soil samples were collected before stocking the ponds and just
before harvesting. Soil samples represented three consecutive
levels: the first 2.5 cm, the second 2.5 cm, and the last 5 cm.
Samples were dried immediately after collection. Parameters
for the soil analyses included: pH measured in a 1:1 water-soil
slurry (Boyd, 1992), carbon measured with a LECO EC12
induction furnace analyzer, and total nitrogen and total sulfur
determined by incinerating the soil samples in a LECO
induction furnace HP10 and titrating the liberated sulfur with
standard KIO, using a LECO sulfur titrator. Soil respiration
analyses were run for the samples taken from the first 2.5-cm
layer, according to the method described by Boyd (1995).

Analysis of variance techniques were used to determine if
there were significant differences among treatments in water
quality variables.

REesuLTs

Mean shrimp yields for LD, HD, and HDR were 1,706 kg ha'l,
4,648 kg ha'l, and 3,687 kg ha'! (1,843 kg ha™! total water area),
respectively. There was no significant difference (P < 0.05)

in yields between HD and HDR or between LD and HDR
treatments based on total water area. Mean harvest weights of
shrimp ranged from 22 to 25 g and were not significantly
different between treatments. Significant reductions in con-
centrations of TN, TAN, and NO,-N were found in HDR ponds
compared with HD ponds (Table 1). When concentrations of
variables in HDR and treatment (R) ponds were summed
(HDR + R), the mean total for TAN was still significantly

less than in HD ponds. However, mean totals for all other
variables, except NO,-N and NO,-N, were significantly greater
than in HD ponds. No differences were noted in water quality
between HDR and LD ponds. No significant treatment
differences were discovered for soil carbon, nitrogen, or
phosphorus. In conclusion, recirculation of water from a
production pond through a digestion lagoon of equal volume
had no effect on shrimp yields. Nitrogen concentrations in the
production pond were reduced by dilution, but only TAN was
effectively reduced by digestion in the recirculation system.

Soil samples are currently being analyzed and submitted to
statistical analysis.

ANTICIPATED BENEFITS

The findings will allow a discussion of the feasibility of using
water recirculation to minimize the discharge of pond effluents
and the environmental implications of aquaculture with or
without recirculation in Honduras.

This research has contributed to a better understanding of pond
dynamics. It has also provided an environment for a Honduran
graduate student to learn research techniques, sampling
methods, water and soil analysis methods, and analytical
protocols that are very useful to fill the need for research and
improvement of sustainable aquaculture in Honduras.

Table 1. Water quality means and relevant comparison among treatments, Significance (S) and No Significance (NS) differences are indicated within
each column (P < 0.05).
Treatment TSS SRP TP TN TAN NO,-N NO,-N BOD, Chlorophyll a
(mgl) (mgl) (mgl) (mgl) (mgl) (mgl) (mgl) (mgl)  (mgm?)

LD 91.3 0.28 0.92 4.95 0.928 0.06 0.02 18.53 181.73
HD 98.8 0.18 0.88 5.18 1.76 0.11 0.04 20.37 209.27
HDR 93.7 0.43 1.04 4.72 0.65 0.08 0.02 18.46 188.84
R 78.9 0.51 0.92 3.70 0.498 0.05 0.02 14.04 88.05
HDR + R 172.6 0.93 1.96 8.42 1.51 0.13 0.04 32.50 276.9
COMPARISON

HDR vs HD NS S NS S S NS S NS NS

HDR vs LD NS NS NS NS NS NS NS NS NS

HDR vs R S NS NS S NS NS NS S S

(HDR + R) vs HD S S S S S NS NS S S
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ABSTRACT

Research conducted by the PD/A CRSP at Sagana Fish Farm has begun to identify alternative management practices and
technologies that may be suitable in the region, but it should not be assumed that results obtained under controlled experi-
mental conditions at Sagana are directly transferable to farms in the area. On-farm testing is therefore a logical step in
transferring research-based technologies to the farm. On-farm testing of various alternatives allows farmers to assess their costs
and benefits under local conditions as well as to receive instruction and training in basic pond management skills. The conduct
of such trials also allows project personnel to work with and train the fisheries extension officers who are involved in the trials
at the various locations, thus complementing the training they receive through “regular” training activities.

Thirty farmers were selected to participate in on-farm trials in five districts of Central Province, Kenya, in 1999-2000. A pre-
trial workshop including farmers, extension agents, Kenyan and US CRSP personnel, and students working on research
projects at Sagana was held in December 1999 to discuss and select management schemes for testing, to agree on how the
trials would be conducted, and to plan for proper record keeping during the trial period. Fifty-two ponds were stocked with
monosex male tilapia (Oreochromis niloticus), mixed-sex tilapia, and/or catfish (Clarias gariepinus) between January and
March 2000. Stocking densities were 2 fish m™ for tilapia, 0.2 fish m? for catfish stocked with tilapia, and 1 fish m*2 for
catfish stocked alone. Management schemes being tested include a “no cash expenditure” type of management, which relied
on inputs such as manures and leaves found on farms, and a “purchased feed/fertilizer” management scheme, which
featured chemical fertilizer and a feed such as bran or maize germ. Ponds are sampled for fish growth at four- to six-week
intervals, and farmers keep records of input type and weight, input costs, pond water additions, fish mortality, and fish
weight and length. The trials are underway, but harvests were not expected to begin until at least September 2000. A post-
trial workshop will be held to summarize and evaluate the results of the trials. A similar set of trials is planned for western

Kenya.
INTRODUCTION practices and technologies that may be suitable in the
region, but it should not be assumed that results obtained
Fish farmers throughout Kenya, as well as the extension agents under controlled experimental conditions at Sagana are
who serve them, have suffered from a lack of information directly transferable to farms in the area. On-farm testing is
about good pond management practices and technology therefore a logical step in transferring research-based
alternatives that may be available to them. Some of the major technologies to the farm. On-farm testing of various
consequences of this are that many current farmers do not alternatives allows farmers to assess their costs and
achieve good fish production in their ponds, other farmers benefits under local conditions as well as to receive
become “inactive,” and potential farmers avoid going into fish instruction and training in basic pond management skills.
culture because its profitability has not been demonstrated to The conduct of such trials also provides opportunities for
them. These and other factors have combined to result in project personnel to work with and train the fisheries
typically low productivity from Kenyan fish ponds. extension officers who are involved in the trials at the
various locations, thus complementing the training they
Research conducted by the PD/A CRSP at Sagana Fish receive through the Kenya Project’s training activity
Farm has begun to identify alternative management (“Aquaculture Training for Fisheries Officers in Kenya”).
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The specific objectives of this activity are:

1) To collaborate with local fish farmers to test technologies
developed through PD/A CRSP research at Sagana Fish
Farm and elsewhere;

2) To demonstrate improved management techniques to
extension officers and farmers; and

3) To teach simple methods for evaluating costs and
benefits to farmers and extension agents.

METHODS AND MATERIALS

Preparatory contacts with farmers in Central Province and
organizing activities were begun well before August 1999,
but the pre-trial workshop and the beginning of the trials
themselves were delayed. However, contacts with potential
participants were maintained, and pond visits and surveys
were made during the month of November 1999. Each fisheries
officer was asked to interview farmers wishing to participate in
the trials and select ponds based on the following criteria:

1) The owners are interested in participating in the trials.

2) Pond surface areas are 100 m? minimum and 1,000 m?

maximum.

3) The ponds are drainable.

4) The average water depth of each pond is 80 + 10 cm.

5) The pond is not prone to flooding.

6) Seepage from the pond is less than 10 cm wk™.

For each district it was decided to select two focal points that,
if possible, would be in areas having different climates or soil
types. By December 1999, 30 farmers with 52 ponds had been

selected to participate, although some farmers needed to
renovate some of their ponds prior to beginning the trials.
This number is considerably higher than was originally
planned. The numbers of farmers, fisheries officers, and
extension agents involved in the Central Province trials are

shown in Table 1.

A workshop to discuss pond management options and to make
stocking and management plans for each farmer’s ponds was
conducted 14-17 December 1999. Farmers, extension agents,
CRSP personnel, and some of the students involved in thesis
work at Sagana participated. Farmers elected to practice either
a “no cash expenditure” type of management, which relied on
inputs such as manures and leaves found on their farm, or a
“purchased feed/fertilizer” management scheme, which
featured chemical fertilizer and a feed such as bran or maize
germ. These options were based on the alternatives proposed
in our work plan, which were:

Treatment 1) Monosex tilapia (Oreochromis niloticus) +
catfish (Clarias gariepinus), with bran +
inorganic fertilizer, based on most recent
recommendations from Sagana Fish Farm;
Same as Treatment 1 except with mixed-sex
tilapia;

Monosex tilapia and catfish, with weekly
additions of manure/organics at 500 kg

TS ha'wk'; and

Same as Treatment 3, except with mixed-sex
tilapia.

Many farmers had more than one pond and elected to try
monosex tilapia in one pond and mixed-sex tilapia in another.
Most farmers who stocked tilapia also stocked a small number
of Clarias (about 10%). A few farmers opted for all Clarias
(stocked at 1 m2) because they had access to meat scraps and
manures.

Treatment 2)

Treatment 3)

Treatment 4)

Pond management and record-keeping techniques were also
discussed at the pre-trial workshop. Considerable flexibility
was allowed with respect to the management schemes that
farmers chose to test, provided they agreed to keep good
records of their efforts.

Ponds were stocked beginning 15 January 2000 using 10-g sex-
reversed male or mixed-sex O. niloticus, depending on the
treatment selected, and C. gariepinus of 5 g. Stocking densities

Table 1. Nunibe;s,()f Cfagg;)ers, ﬁShensS Offflcers’ a,n‘li ?Xtecnsmnlagems were 2 fish m2 for O. niloticus and 0.2 fish m2 for C. gariepinus.
i?r‘(])(x)zizie,llréenya, isg};gr_l;g(r)% on-farm trials In Centra All fingerlings came from Sagana Station. Some farmers could
not finish renovations in time and stocking of their ponds had
— to be delayed until February or March. More than 12,500 tilapia
District Number of Num_b er of N“'.“ber of fingerlings and 1,600 Clarias fingerlings were stocked, as
Farmers Officers Extension Agents shown in Table 2.
Embu 3 1 2 Farmers are being visited monthly by their extension agent
Mura.nga 8 1 4 and either monthly or every other month by the area fisheries
Ilgi};f;;aga Z i g officer accompanied by the extension agent. Sampling of
Kiambu 6 1 3 ponds for fish growth is attempted on a four- to six-week
frequency. Water chemistry parameters are not being
measured due to lack of personnel, high transport and per
Table2. Numbers of ponds, monosex tilapia, mixed-sex tilapia, and Clarias stocked in ponds in districts of Central Province, Kenya, for on-farm
trials sponsored by the PD/A CRSP, 1999-2000.
District Number of Ponds Number of Number of Number of Clarias
Tilapia—Monosex Tilapia—Mixed-Sex
Embu 7 424 1,250 166
Muranga 11 600 1,848 494
Nyeri 9 662 1,876 255
Kirinyaga 14 1,316 2,706 452
Kiambu 11 1,332 602 276
Total 52 4,334 8,282 1,643
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diem costs for fisheries officers, and the lack of electrical

power at Sagana. Most travel money was used to pay for

fisheries officers and extension agents to visit the farmers.

Farmers record the following information when applicable:
¢ input type and weight — as added;

pond water additions — weekly;

mortality — when observed;

expenses — weekly; and

fish weight and length — at each sampling.

An evaluation workshop will be conducted after the trials to
present the results to farmers and to discuss probable causes
and economic consequences of the differences observed.
Farmers’ evaluations of the tested management schemes,
including both pond productivity and economic aspects of
production, will be solicited.

Fisheries officers and Moi University Department of Fisheries
personnel are currently selecting farmers and ponds for
similar trials in the Western Region (Western and Nyanza
Provinces).

REesuLTs

Pond operation is proceeding normally, with frequent visits to
ponds by Fisheries Department extension personnel and
occasional supporting visits by Sagana personnel (CRSP and/
or Fisheries Department) and sometimes by advanced students
working at Sagana.

To date no harvests of trial ponds have occurred. The trials are
expected to last up to 12 months, depending on when fish
reach a size considered marketable by the farmer. Ponds in
warmer areas may be ready for harvest as early as September
2000, but most will probably not be ready until November or
December.

One of the management problems that stands out continues to
be improper water management. Still believing that it is a good
management practice, farmers continue to flow water through
their ponds. They may be required to stop this practice,
however, as Kenya is in the midst of one of the worst droughts
it has experienced in recent decades.

DiscussioN

There is a severe lack of basic fish farming extension equip-
ment in Kenya, and the lack of training of its personnel is
immediately evident, almost overwhelming the good in-
tentions of extension personnel. This activity will help by
making available some equipment such as seines, weighing
balances, and record sheets, as well as by providing at-the-
pond training for some Fisheries Department staff and farmers.
Unfortunately, the training provided by this activity touches
only a small segment of the fish farming extension service. It
does illustrate, however, what can be done and how to do it.

ANTICIPATED BENEFITS

Farmers are evaluating and comparing alternative technologies
by testing them in their own ponds; they will subsequently be
able to adopt those technologies that are most appropriate
under their specific conditions. Farmers and extension officers
are receiving on-the-job training and gaining skills in basic
pond management practices. Farmers and extension agents are
also learning to keep good records on the operation of their
fish ponds so they can base their evaluations on documented
facts. Adoption of some of the technologies tested should result
in higher fish production and increased revenues from fish
sales for participating farmers, although these kinds of impacts
are not likely to be seen immediately. Neighboring farmers
may also adopt the new technologies or apply the improved
management practices they have observed at the trial sites.

Cite as: [Author(s), 2001. Title.] In: A. Gupta, K. McElwee, D. Burke, J. Burright, X. Cummings, and H. Egna (Editors), Eighteenth Annual
Technical Report. Pond Dynamics/Aquaculture CRSP, Oregon State University, Corvallis, Oregon, [pp. ___.]
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ABSTRACT

Hillsides in Latin America cover about one million square kilometers and provide livelihood for some 200 million people.
Farming on the hillside has resulted in progressive deterioration of natural resources due to a combination of overgrazing,
poor farming practices, deforestation, and poor water management. The introduction of tilapia production could improve the
nutrition of farm families and local communities and provide a means of additional earning for improving economic status.
However, improper pond designs and construction and maintenance methods can result in failed attempts to introduce tilapia.
An important aspect for designing and successfully introducing tilapia in Honduras and the adjoining regions is to have all
stakeholders identify needs that include technical requirements as well as social and environmental issues important in the
design of ponds and the production of tilapia.

The fundamental method of pond design is based on the principles of concurrent engineering design methodology. Our
stakeholder list included Honduran farmers, extension agents, government agencies, nongovernmental organizations,
builders, and design engineers. To insure that pond design meets the identified needs, specific measurable requirements for
each need were listed and quantitative targets set.

The hillside pond was defined as a pond that is built on land slopes ranging from 2 to 15%. Two types of hillside ponds were
considered in this study: 1) a watershed pond in which water availability is entirely dependent on rainfall in the watershed
catchment area, and 2) a spring-fed pond in which water supply is entirely dependent on springs. Critical analysis of water
balance considering water source, availability, distribution over time, and losses is important in the design of ponds. Thus,
water balance models are being constructed for both pond types. For the watershed pond both runoff and evapotranspiration
were modeled, whereas for spring-fed ponds only the evapotranspiration and rate of water exchange were used for modeling.

Climate plays an important role in estimating water balance. Based on monthly average temperature and monthly rainfall, we
selected six geographic locations distributed across Honduras. Selection was also based on number of years of available
records for the candidate locations and on the results of in-depth analysis of rainfall to estimate water availability for
watershed ponds. These locations are Comayagua, Choluteca, Santa Rosa, Catacamas, La Ceiba, and Sico. Rainfall data from
these locations were used to estimate 90% probability distribution.

Thus, conditions for pond design are as follows:

a) Two pond types: watershed and spring-fed ponds.

b) Three pond sizes: small = 0.05 ha, medium = 0.05 to 0.5 ha, and large = 0.5 ha.
The three sizes of pond were selected based on current farm sizes in Honduras and on meeting the needs at the
following three levels: tilapia production for meeting needs of the farm family only, the farm family plus the immediate
neighbors, and the farm family and the local market on a consistent basis.

c) Three slopes: low = 2 to 5%, medium = 5 to 10%, and high = 10 to 15%.

d) Three ground covers: forest, pasture, and mix of forest and pasture.

e) Selection of regions in Honduras based on adequate rainfall, appropriate slopes, and soil with greater than 20% clay
content (to seal the pond).
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To address diverse design needs of various communities, we have decided to identify modules in the design of ponds and
develop concepts that will likely meet a range of anticipated conditions in Honduras. This approach will enable users to
receive design information for a customized pond based on their own constraints and needs.

At this time we have selected nine conditions to provide the design for. They include a combination of three sizes of pond
(small, medium, and large) and three levels of land slope (low, medium, and high), giving the nine alternatives. The following
structural features will be included in the design recommendations: shape of pond, dimensions of pond, outlet pipe, spillway,
diversion ditch, pond sealing, drainage outlet, construction methods, materials, cost, labor requirements, and maintenance.

In summary, we are using a design approach that concurrently considers the needs of all individuals and entities that can
impact the construction, operation, and maintenance of a pond. Market considerations relevant to the pond design are also
being considered. Furthermore, we are developing models for estimating the water balance to make a more informed decision
while selecting pond size and type. Although many specifics of pond dimensions and design features have been reported
earlier, this approach provides a means for the user to interactively input his/her needs and select a design for the conditions
unique to his/her environment and constraints. Finally, concurrently considering needs of all “customers” in the design and
selection of construction methods provides a powerful method to have users educated and invested in the design. This
approach presents an increased possibility of introducing acceptable pond design and tilapia production as an economic
enterprise in Honduras and Central America.

Cite as: [Author(s), 2001. Title.] In: A. Gupta, K. McElwee, D. Burke, J. Burright, X. Cummings, and H. Egna (Editors), Eighteenth Annual
Technical Report. Pond Dynamics/Aquaculture CRSP, Oregon State University, Corvallis, Oregon, [pp. ___.]
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ABSTRACT

Three surveys were conducted in Honduras from September through December 1999. A random sample of restaurants and a
census of supermarkets and fish markets were conducted in the major urban areas and in selected small rural towns. Descrip-
tive analyses of the restaurant and supermarket surveys are attached; the descriptive analysis of the fish market vendor survey
is nearly complete. Quantitative analyses of the survey data have been initiated. Similar surveys are scheduled to be conducted
in Nicaragua from August through October 2000. Descriptive and quantitative analyses will also be conducted with the

Nicaraguan survey data.
INTRODUCTION

Tilapia culture was initiated in Honduras in the late 1970s
(Teichert-Coddington and Green, 1997). In the early years,
tilapia production was primarily a small-scale, family
operation that was managed either extensively or semi-
intensively as a supplemental agricultural activity. Sarmiento
and Lanza Nufiez (1995) found a total of 113.6 ha of small-
scale, family-level fish ponds (2,738 ponds) in every
department (province) of Honduras.

Export oriented production of tilapia began in 1990 and has
grown rapidly since 1991 and 1992 (Teichert-Coddington and
Green, 1997). In 1997, there were 15 tilapia farms with a total
water surface of 185.3 ha that produced for export and
domestic markets. These farms produce tilapia exclusively and
are owned by individuals, local investors, and international
investors (Green and Engle, in press). Exports of tilapia to the
US from Honduras have grown consistently since 1992.

The rapid growth in tilapia production is expected to generate
a supply that could be available domestically in Honduras.
The development of a strong domestic market for tilapia in
Honduras could diversify market opportunities for tilapia
growers and serve to stabilize this young aquaculture
industry from the external shocks common in export-oriented
markets. Furthermore, the development of a domestic market
could enhance the income generating potential of small-scale
tilapia production.

A limited amount of work has been done on markets for
finfish in Central America. The few studies that have been
carried out focused on the catch from commercial fisheries in
Panama (Matton, 1981) and in Costa Rica (Scheid and Sutinen,
1979). Head et al. (1994) developed market guidelines for
saltwater-cultured Florida red tilapia in Puerto Rico. Several
studies conducted in the US have examined the potential to
develop markets for tilapia (Crawford et al., 1978; Nelson et
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al., 1983; Galbreath and Barnes, 1981). More recently, Swanson
(1995) described US market requirements for tilapia. Engle
(1997) interviewed intermediate seafood buyers in the US to
determine the potential to increase sales of fresh and frozen
tilapia fillets in the US. However, virtually no work has been
done on the potential to develop domestic markets in Central
America for tilapia. Engle (1997) describes the domestic
markets that have emerged in Colombia for Colombian and
Ecuadorian produced tilapia.

METHODS

Direct personal interviews were conducted in Honduras in
1999 based on a census of supermarkets and fish market
vendors and a random sample of restaurants in Tegucigalpa
and San Pedro Sula (the two main urban population centers
in Honduras) and in selected small rural towns. Small rural
towns were selected along the primary route from north to
south through the country to collect data along a possible
gradient of preferences between the Pacific and Atlantic
coasts. Honduras is the only Central American country with
good access between the two coasts where this might be
possible. Additional towns that were large enough to be
included on maps and located to the east and west of the
Tegucigalpa-San Pedro Sula highway were included. In all,
the following small rural towns were included in the survey:
Catascamas, Siguatepeque, Santa Barbara, Comaguela, Lago
de Yojoa, Choluteca, Puerto Cortes, Juticalpa, Comayagua,
La Paz, Santa Maria del Real, and Campamento La Lima.

Fast-food eating establishments, bars, cafes, and Chinese
restaurants were excluded from the restaurant survey; only
full-service restaurants were represented. Supermarkets
represented in the survey excluded convenience (cornier
tiendas) stores. In the fish markets, only those vendors with a
market stand within the market were interviewed. If there
were itinerant vendors selling fish outside the market area
they were excluded from the survey.
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Table 1. Number and percentage of restaurants that sell and don’t sell Table 3. Most popular species of fish and seafood on menu by region,
fish and tilapia by region, restaurant survey, Honduras, 1999. restaurant survey, Honduras, 1999.
Category Region of Country Total Species Region of Country Total
Central- North Central- North
South South
No. % No. % No. % No. % No. %o No. %
Do Not Sell Fish 1 2 1 4 2 g Chuimp 7. 28 200 27 S 27
. . Conch 17 13 10 13 27 13
Sell Fish, But Not Tilapia 35 74 18 69 53 73 Other Fish 1 8 15 20 26 12
Sell T11ap1a 11 23 7 27 18 25 Corvina 23 17 2 3 25 12
Total 47 64 2 36 73 101 Other Shellfish 8 6 6 8 14 7
Robalo 7 5 6 8 13 6
Lobster 7 5 3 4 10 5
Red Tilapia 5 4 5 7 10 5
The survey instruments were designed to obtain descriptive Crab 9 7 1 1 10 5
information about the restaurants, supermarkets, and fish ]I;fdlf%r_%o . 2 g i g g i
.. .. ack Tilapia
market vendors. This information included the other types of Total 134 100 75 100 209 100

fish and seafood sold, prices, most frequently sold fish
products, and supplier information. Awareness and avail-
ability of tilapia were addressed through questions related to
the managers’ familiarity with tilapia as well as questions
related to the supply of tilapia. Information on restaurant and
supermarket manager and fish market vendor attitudes
towards attributes such as flavor, odor, supply, quality, ease of
preparation, size, and price was elicited by asking respon-
dents to assign a value from 1 to 10 in response to state-
ments concerning each attribute. A score of 1 represented
complete disagreement with the sentence, and a score of 10
represented complete agreement.

Characteristics related to the clientele and to the restaurant,
supermarket, and fish markets interviewed were necessary to
interpret responses to the survey. Questions were asked about
the size of the stores and restaurants, the type of ownership,
location, years in business, and the type of food sold or
served.

The response rate was very high. This is likely due to the
novelty of marketing surveys in Honduras. People were
surprised to be asked to participate, but were extremely

Table2. Number and percentage of restaurants surveyed by
percentage of total sales from fish and seafood, restaurant
survey, Honduras, 1999.
Region Seafood Sales

> 40% 20-40% 0-19% Total

No. % No. % No. % No.

CENTRAL-SOUTH

Sell Tilapia 5 4 3 27 3 27 11

Don’t Sell Tilapia 15 44 13 38 6 18 34

Total 20 4 16 36 9 20 45
NORTH

Sell Tilapia 4 57 2 29 1 14 7

Don’t Sell Tilapia 9 50 8§ 44 1 6 18

Total 13 52 10 40 2 8 25

ToTAL 33 47 27 39 13 19 70

cooperative. The response rate was 99% for the restaurant
survey, 100% for the supermarket survey, and 100% for the
fish market survey. In all, 73 restaurant, 54 supermarket, and
66 fish market questionnaires were completed.

Managers were interviewed in the restaurant and super-
market surveys, and the vendors in the fish markets were
interviewed. There were 86 potential questions on the
restaurant questionnaire, 56 potential questions on the
supermarket questionnaire, and 40 potential questions on the
fish market vendor questionnaire. The restaurant interviews
lasted the longest. Frequently, the managers provided
samples of various fish and seafood preparations and wanted
to discuss a variety of issues in addition to the survey. These
interviews often lasted from 15 minutes up to one hour. The
supermarket interviews lasted approximately 12 minutes,
while the fish market vendor interviews were the shortest at
approximately 7 minutes.

REsuLTs
Restaurant Survey
Of the 73 completed questionnaires, 64% of the respondents

were located in the Pacific coast, or central-south, region of
Honduras, while 36% were located in the north. This reflects

Table 4. Peak demand season for fish and seafood by region,
restaurant survey, Honduras, 1999.
Season Region of Country Total
Central- North
South
No. % No. % No. %o
Mar.—Apr. (Easter) 23 44 10 40 33 43
None 19 37 8 32 27 35
Sept.—Dec. (Christmas) 8 15 7 28 15 19
Jan.—Feb. 1 2 0 0 1 1
May—-Aug. 0 0 0 0 0 0
Don’t Know 1 2 0 0 1 1
Total 52 100 25 100 77 100
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Table 5. Current sales volumes of fish and seafood compared to 1998

and to 1997 by region, restaurant survey, Honduras, 1999.

Table 6. Top fish and seafood dishes and appetizers in terms of sales,

restaurant survey, Honduras, 1999.

Change in Sales Region of Country Total Dish Preferred Dish
Central- North No. %
South
No. % No. % No. % Breaded Shrimp 33 47
Fried Fish 30 43
ONE YEAR AGO Garlic Shrimp 24 34
Shrimp Cocktail 15 21
Soup 29 41
Same 21 46 5 20 26 37 Breaded Fish 13 19
More 14 30 5 20 19 27 . .
Fish Ceviche 11 16
Less 7 15 11 44 18 25 . .
Grilled Fish 8 11
New Restaurant 3 6 3 12 6 8 Garlic Fish 3 1
Don’t Know/ 1 2 1 4 2 3
No Answer
Total 45 100 25 100 71 100
TWO YEARS AGO robalo, pargo, or other marine species. Regionally, corvina
was the second most popular type of fish and seafood after
Same 17 37 4 16 21 30 shrimp in the central-south region, while “other fish” was the
More 9 20 12 48 21 30 second most popular item mentioned in the north region.
Less 5 33 4 16 19 27 Crab was the fifth most popular in the central-south region,
New Restaurant 3 6 3 12 6 8 but the least H din th th .
Don’t Know / > 4 5 8 4 5 ut the least mentioned in the north region.
No Answer
Total 46 100 25 100 71 100 The peak demand period was indicated to be the Easter

the greater population density in the central-south part of the
country (Table 1). Only 3% of the restaurants that responded
to the survey did not sell fish at all. Seventy-three percent
sold fish, but not tilapia, and 25% of the restaurants sold
tilapia. There was little difference in the percentages of those
selling different types of fish from those selling tilapia
between the two regions in the country.

Forty-seven percent of the restaurants surveyed had fish and
seafood sales that composed greater than 40% of their total
sales; 39% of the restaurants had fish and seafood sales that
composed 20-40% of their total sales; and 19% had fish and
seafood sales that composed 0-19% of their total sales (Table 2).
The north region had a higher percentage (52%) of restaurants
that had greater than 40% of their total sales from fish and
seafood compared to the central-south (40%). The central-
south region also had a higher percentage (20%) of res-
taurants that had only 0-19% of their total sales from fish and
seafood compared to the north region (8%). There was only
one restaurant in each region that did not include some type
of fish or seafood on the menu. While nearly all restaurants
surveyed included some type of fish and seafood, restaurants
in the north relied more heavily on fish and seafood sales
than did restaurants in the central-south part of the country.
This corresponds with various observations made during the
survey that people in the north consume fish and seafood
more frequently than do people in the central-south regions of
Honduras.

Shrimp was indicated most often as one of the most popular
types of fish or seafood on restaurant menus (Table 3). Shrimp
was followed in descending order by conch, “other fish,”
corvina, “other shellfish,” robalo, lobster, red tilapia, crab, red
pargo, and black tilapia. “Other fish” refers to a frequent
menu item that can be any of a number of different species of
finfish depending on the daily catch and what the suppliers
have available fresh that day. “Other fish” often is corvina,

season during March and April by 43% of the respondents
(Table 4). Interestingly, another 35% responded that there was
no one peak demand period, and another 19% said that the
period from September through December, or around
Christmas, was the peak demand period. Similar percentages
of respondents in the central-south and north regions agreed
that March through April was the peak demand period, but
more respondents in the north (28%) indicated that September
through December was the peak demand period than did
respondents in the central-south region (15%).

Thirty-seven percent of respondents said that they were
selling the same amount of fish in 1999 compared to 1998
(Table 5). Twenty-seven percent said they were selling more,
and 25% said they were selling less in 1999 compared to 1998.
There were apparent regional differences in the response to
this question. In the north, 44% of respondents said that they
were selling less compared to only 15% who said they were
selling less in the central-south region. Thirty percent of
respondents in the central-south region said that they were
selling more, compared to only 20% in the north. In the
central-south region, 46% said they were selling the same
amount as one year ago, but only 20% of respondents in the
north said that they were selling the same amount as one year
ago in the north.

There were fewer restaurants with similar sales in 1999
compared to 1997 (Table 5). Higher percentages of res-
pondents were recorded for both the categories of selling
more and for selling less in 1999. Fewer respondents in both
regions indicated that their sales were the same in 1999
compared to 1997 than the percentages indicating similar
sales in 1999 compared to 1998. Higher percentages of central-
south respondents were recorded for both categories of
selling more and selling less in 1999 as compared to 1997.
However, there were more respondents in the north in-
dicating lower sales in 1999 as compared to 1997 than did
when comparing 1999 to 1998 sales. Fewer respondents in the
north said they were selling more in 1999 compared to 1997
than did when comparing 1999 to 1998 sales. These results
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Table 7.  Fish and seafood dishes with fastest sales growth in last year, seem to indicate a good deal of fluctuation in fish and seafood
restaurant survey, Honduras, 1999. sales between 1997 and 1999. Some of the fluctuation may be
due to the effects of hurricane Mitch on both the capture
Dish Sales Growth fisheries and the Honduran economy:.
No. % Breaded shrimp was mentioned most often as the top fish and
seafood dish or appetizer in terms of sales (Table 6). It was
Breaded Shrimp o 33 ) f.weh in descending order o 1mportaqce ,y ried fish,
Soup 19 30 garlic shrimp, shrimp cocktail, soup (mariner’s and conch),
Garlic Shrimp 13 21 breaded fish, fish ceviche, grilled fish, and garlic fish.
Shrimp Cocktail 10 16
B'readed _Fish 9 14 Fried fish was the dish mentioned most often with fastest
Fish Ceviche 8 13 sales growth in the last year (Table 7). It was followed b
Grilled Shrimp 5 2 breadged shrimp, conch Zou arlic shrimp, shrim Y
Shellfish Ceviche 4 6 Ktail b dp(li fish. fish b, & h . p’, p d
Grilled Fish 1 6 CO'C]] tzl ,h readed fish, fish ceviche, mariner’s soup, an
grilled shrimp.
Wholesalers were mentioned most frequently (74%) by
Table 8.  Type of fish and seafood suppliers by region, restaurant respondents in both the central-south and north regions as the
survey, Honduras, 1999. major supplier of fish and seafood (Table 8). Some restaurants
- - (20%) also purchased fish and seafood directly from fisher-
Type of Supplier Region of Country Total men or fish farmers. One noticeable regional difference was
Central- North that only restaurants in the central-south region indicated that
y g
South they purchased from fish farmers.
No. % No. % No. %
Fifty-nine percent of respondents indicated that their whole-
Wholesalers 35 73 19 76 54 74 salers were from the central-south region, while another 28%
Fishermen 4 8 3 12 7 10 of the wholesalers were from the north.
Fish Farmers 7 15 0 0 7 10 Over half (59%) of the respondents had only zero to two
Processor/Producers 0 0 1 4 1 1 different suppliers. An additional 27% had from three to five
Importers 0 0 1 4 1 1 different suppliers, and only 13% had more than seven
Other 2 4 1 4 3 4 diff i
Total 48 100 25 100 73 100 tterent suppliers.

Table 9. Likelihood of restaurants beginning to sell tilapia by region,
restaurant survey, Honduras, 1999.
Likelihood of Region of Country Total
Selling Tilapia
Central- North
South

No. % No. % No. %
Likely 18 53 6 33 24 46
Unlikely 9 26 11 61 20 38
No Answer 7 21 1 6 8 15
Total 34 100 18 100 52 100

Table 10. Availability of consistent supply of tilapia by region,
restaurant survey, Honduras, 1999.

Consistent Supply of Region of Country Total
Tilapia
Central- North
South
No. %o No. %o No. %o

Yes 8 72 4 57 12 67
No 3 28 3 43 6 33
Total 11 100 7 100 18 100

Eighty percent of respondents did not transport their own
fish. Twenty percent did haul their own fish. A few
restaurants (8.5%) delivered fish to other restaurants.

Overall, 46% of respondents indicated that they were likely to
begin adding tilapia to their menu in the next year (Table 9).
Thirty-eight percent said that they would be unlikely to add
tilapia to their menu in the next year, and 15% did not know.
There was a marked regional difference in response to this
question. Over half of the respondents in the central-south
region expressed the likelihood of adding tilapia and only
26% were unlikely to add tilapia. However, in the north, only
one-third (33%) were likely to add tilapia, but 61% were
unlikely to do so.

Sixty-seven percent of respondents indicated that they could
get tilapia supplied on a consistent basis (Table 10). However,
respondents in the central-south region were more likely
(72%) to indicate that tilapia supplies were consistent than
respondents in the north (57%).

Across all respondents, the most often cited supply problem
was seasonality of supply, or that tilapia were unavailable at
certain times of the year (Table 11). Insufficient quantities of
tilapia, lack of availability of preferred sizes, and other,
unspecified, problems of supply were mentioned. How-
ever, only respondents in the north mentioned problems of
insufficient quantity.

Half (50%) of the respondents had been selling tilapia for
more than five years; 22% for more than two but less than five
years; and another 28% had been selling for less than two
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Table 11. Problems indicated with the supply of tilapia by region,
restaurant survey, Honduras, 1999.

Table 14. Product forms purchased of tilapia, restaurant survey,
Honduras, 1999.

Supply Problems Region of Country Total Product Forms Restaurant
Central- North No. %
South
No. % No. % No. % Fresh Whole-dressed 14 78
Fresh Fillets 6 33
. Live 2 11
Unava141abl§ at 3 60 2 29 5 42 Frozen Whole-dressed 1 6
Certain Time of Year Total 23 100
Insufficient Quantity 0 0 3 43 3 25
Availability of 1 20 1 14 2 17
Preferred Sizes . . .
Other 1 20 1 14 2 17 Table 15. Forms of preparation of tilapia by region, restaurant survey,
Total 5 100 7 100 12 100 Honduras, 1999.
Form of Region of Country Total
Preparation
Table 12. Years restaurant has been selling tilapia, restaurant survey, Cg”t:?j' North
ou

Honduras, 1999.

Years Selling Tilapia Restaurant

No. Yo
> 5 years 9 50
2-5 years 4 22
1-2 years 2 11
0.5-1 year 1 6
< 0.5 year 2 11

Table 13. Current sales volume of tilapia compared to 1998 and to
1997 by region, restaurant survey, Honduras, 1999.

Change in 1999 Region of Country Total
Sales
Central- North
South
No. % No. % No. %
1998
More Tilapia 6 54 5 71 11 61
Less Tilapia 2 18 2 29 4 22
Same 2 18 0 0 2 11
No Answer 1 9 0 0 1 6
Total 11 100 7 100 18 100
1997
More Tilapia 5 46 2 29 7 39
Less Tilapia 2 18 3 43 5 28
Same 2 18 1 14 3 17
No Answer 2 18 1 14 3 17
Total 11 100 7 100 18 100

years (Table 12).

Sixty-one percent of respondents indicated that they sold
more tilapia in 1999 compared to 1998 (Table 13). However,
only 39% said that they sold more in 1999 than in 1997. In the
north region, 71% said they sold more in 1999 than in 1998,
but only 29% said that 1999 sales were higher than 1997 sales.
In the central-south region, 54% sold more in 1999 than 1998,

No. % No. % No. %

Fried 11 41 7 100 18 100
Breaded 5 19 1 14 6 33
Boneless 1 4 3 43 4 22
Garlic 2 7 2 29 4 22
Grilled 1 4 2 29 3 17
Onion 3 11 0 0 3 17
Other 4 15 3 43 7 39

and 46% sold more in 1999 than 1997. These results indicate
that 1998 sales were lower than normal, but sales in 1999 had
recovered and tended to be somewhat higher than in 1997.

Seventy-eight percent of respondents sold fresh whole-
dressed tilapia (Table 14). An additional 33% sold fresh fillets;
11% sold tilapia live; and 6% sold frozen whole-dressed
tilapia. The majority (57%) of those selling tilapia sold less
than 50 b wkl. Sixty-seven percent of respondents sold

1-1b fresh whole-dressed tilapia, while 33% sold 2-1b fresh
whole-dressed tilapia. All respondents who sold fillets
indicated that they sold 1-Ib fillets.

Only 22% of respondents transported their own tilapia.
Seventy-eight percent had the tilapia delivered to their
restaurant.

All respondents fried tilapia to serve in their restaurants
(Table 15). In addition, 33% breaded tilapia. This was a more
common form of preparation in the central-south region
(19%) than in the north (14%). However, 43% of respondents
in the north also served tilapia as a boneless product
compared to only 4% in the central-south region. An
additional 17-22% of respondents served tilapia grilled or in a
garlic sauce. Respondents in the central-south region also
used an onion sauce to prepare tilapia.

All respondents served tilapia as a main dish. An additional
11% also served it as an appetizer.

Eighty-nine percent of respondents indicated that they
did not have any problems with the quality of tilapia
products (Table 16). None of the respondents in the north
indicated any quality problems, while 18% of respondents
in the central-south region indicated problems with the
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Table 16. Quality problems of tilapia products by region, restaurant
survey, Honduras, 1999.

Table 17. Use of promotion for tilapia by region, restaurant survey,
Honduras, 1999.

Quality Region of Country Total Use of Region of Country Total
Problems Promotion

Central-South North Central-South North

No. % No. % No. % No. % No. % No. %
Yes 9 82 7 100 16 89 Yes 3 27 4 57 7 39
No 2 18 0 0 2 11 No 8 73 3 43 11 61
Total 11 100 7 100 18 100 Total 11 100 7 100 18 100

quality of tilapia products. Problems mentioned, while
few, included off-flavor, freshness concerns, and fish being
too small.

Only 39% of respondents used some form of promotion of
tilapia products (Table 17). Promotion of tilapia products was
more common in the north than in the central-south region.
Types of promotion used included in-store signs, radio,
discounted specials, news circular, TV, newspaper, and in-
store samples. In-store signs and radio announcements were
the most common.

Respondents were asked to rank tilapia on a series of
attributes on a scale of 1 to 10, in which 1 meant strong
disagreement and 10 indicated complete agreement

(Table 18). Restaurants that sold tilapia rated it highly on
all attributes, except they disagreed that the price of tilapia

was too high. Respondents of restaurants that had tilapia
on the menu were neutral about the size of the fish
supplied.

Restaurants that did not include tilapia on the menu rated
tilapia low on reliable quality, availability, and preferences of
consumers. Ratings on flavor, odor, and quality attributes
were more neutral. Price was not considered to be too high,
and tilapia was rated highly on ease of preparation. Respon-
ses to the size statement were neutral. Responses to the
statement regarding whether patrons would like the addition-
al variety that tilapia would add were nearly neutral (5.04).

These results indicate clear differences in attitudes towards
tilapia. Restaurants that serve tilapia rate it highly on all

attributes; restaurants that do not have tilapia on the menu
rate it much lower. The lowest rankings by restaurants that

Table 18. Mean ratings of various attributes of tilapia by region, restaurant survey, Honduras, 1999.

Attribute Sold Tilapia Did Not Sell Tilapia

Central-South North Total Central-South North Total
Reliable Quality 8.18 8.71 8.39 2.71 3.56 3.00
Available 8.00 9.29 8.50 3.06 444 3.53
Consumers Like to Eat 7.45 8.14 7.72 414 3.17 3.81
High Quality Fish 9.64 9.29 9.50 5.03 3.83 4.62
Little Fishy Odor 7.09 8.14 7.50 4.26 3.94 415
Taste Like Earth 3.36 3.14 3.28 3.37 4.11 3.62
Nice Fresh Flavor 9.45 9.29 9.39 5.09 4.06 4.74
Easy to Prepare 9.55 9.29 9.44 7.46 5.67 6.85
Price is Too High 445 3.57 4.11 2.89 1.11 2.28
Patrons Like Variety 7.18 8.57 7.72 5.00 5.11 5.04
Size Too Small 5.09 5.43 5.22 4.54 4.56 4.55

Table 19. Most important services of restaurants, restaurant survey, Honduras, 1999.
Degree of Importance Meal Service
Breakfast Lunch Dinner Carry-out Banquet

No. % No. % No. % No. % No. %
Very Important 9 12 60 82 58 80 54 74 63 86
Somewhat Important 3 4 11 15 11 15 12 16 5 7
Less Important 5 7 1 1 4 6 4 6 3 4
Service Not Available 56 77 1 1 0 0 3 4 2 3
Total 73 100 73 100 73 100 73 100 73 100
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Table 20. Number and percentage of supermarkets that sell and don’t
sell fish and tilapia by region, supermarket survey,

Honduras, 1999.
Category Region of Country Total
Central- North
South
No. % No. % No. %
Do Not Sell Tilapia 15 40 4 25 19 35
Sell Tilapia 12 32 10 62 22 41
Used to Sell Tilapia 11 29 2 12 13 24
Total 38 100 16 100 54 100

suggesting tilapia dishes as daily specials. This may be the
best means of introducing tilapia to both restaurant
mangers and their clientele as long as supplies can be
guaranteed and reliable.

The most important services of the restaurant respondents
were banquets (86%), lunch (82%), dinner (80%), and carry-
out (74%) (Table 19).

Supermarket Survey

Of the 54 completed supermarket questionnaires, 70% were
located in the central-south region and 30% in the north
(Table 20). This reflects the greater population levels in the
central-south part of the country. All of the supermarkets
sold some type of fish products. Overall, 41% sold tilapia,

Table 21. Number and percentage of stores with reasons for why supermarkets either do not sell or stopped selling tilapia by region, supermarket

survey, 1999.

Reasons For Not Selling Region of Country Total
Tilapia
Central-South North
Did Not Sell Used To Sell Did Not Sell Used To Sell

No. % No. % No. % No. % No. %
There Is No Demand 4 27 3 27 2 50 2 100 11 34
Storage Problems 7 47 0 0 0 0 1 50 8 25
Unavailable at Certain 2 13 2 18 0 0 1 50 5 16

Times of Year

Not Fresh 0 0 3 27 0 0 0 0 3 9
Don’t Know /No Answer 1 7 1 9 1 25 0 0 3 9
Other 5 33 3 27 3 75 1 50 12 38

Table 22. Likelihood of supermarkets beginning to sell tilapia in the
next year by region, supermarket survey, Honduras, 1999.

Likelihood of Region of Country Total
Selling Tilapia
Central- North
South

No. % No. % No. %
Very Likely 6 23 4 67 10 31
Somewhat Likely 4 15 2 33 6 19
Somewhat Unlikely 0 0 0 0 0 0
Very Unlikely 8§ 31 0 0 8§ 25
No Answer 8§ 31 0 0 8§ 25
Total 26 100 6 100 32 100

did not have tilapia on the menu were for reliability of
quality (although tilapia itself were neutral (5), particularly
in the central-south region about its quality) and avail-
ability. Flavor and odor rankings were also nearly neutral.
These results suggest that if tilapia farmers can guarantee
supplies and availability of high-quality tilapia and
combine this with samples and recipes, they could take
advantage of the importance of variety to consumers by

24% used to sell tilapia but did not currently sell tilapia,
and 35% had not ever sold tilapia. A much higher per-
centage of respondents in the north region were selling
tilapia as compared to only 32% of the respondents in
the central-south region who were selling tilapia. The
central-south region had a higher percentage of stores
(29%) that used to sell tilapia as compared to only 12% in
the north.

In the north, the lack of demand was mentioned as a reason
for either not selling or ceasing to sell tilapia (Table 21).
However, in the central-south region, storage problems
were cited most frequently as the reason for not having
ever sold tilapia. This was followed by lack of availability
during certain times of the year. Supermarkets in the
central-south region that used to sell tilapia indicated that
it was not fresh and that it was not available at certain
times of the year. None of the stores indicated that they had
not heard of tilapia, that the wholesale price was too

high, that fish were too small, that consumers had neg-
ative attitudes towards tilapia, or that tilapia tasted like
earth.

Overall, 50% of supermarket managers responded that
they were either somewhat or very likely to begin to sell
tilapia in the next year (Table 22). There were an additional
25% who did not know and 25% who were very unlikely
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Table 23. Years supermarket has been selling tilapia, supermarket

survey, Honduras, 1999.

Category Region of Country Total
Central- North
South
No. % No. Y% No. Y%
Do Not Sell Fish 1 2 1 4 2 3
Sell Fish, But Not Tilapia 35 74 18 69 53 73
Sell Tilapia 11 23 7 27 18 25
Total 47 64 26 36 73 101

Table 24. Current sales volumes of tilapia compared to 1998 and to
1997 by region, supermarket survey, Honduras, 1999.

Change in 1999 1998 1997
Sales VVolume
No. % No. %

More Tilapia 9 26 9 26
Less Tilapia 6 17 6 17
Same 9 26 4 11
No Answer 11 31 16 46
Total 35 100 35 100

Table 25. Type of tilapia suppliers by region, supermarket survey,

Honduras, 1999.

Type of Supplier Region of Country Total
Central- North
South

No. % No. % No. %
Wholesalers 12 52 7 58 19 54
Fishermen 0 0 1 8 1 3
Fish Farmers 4 17 2 17 6 17
Processor /Producers 1 4 1 8 2 6
No Answer 8 35 2 17 10 29
Total 25 100 13 100 38 100

to begin to sell tilapia. There was a marked regional
difference in response to this question. All of the res-
pondents in the north region were likely to sell tilapia in
the next year, but only 38% of central-south respondents
indicated that they were likely to do so. Thirty-one percent
were very unlikely to do so.

The majority (60%) of the supermarket respondents began to
sell tilapia in the last three years (1997-1999) (Table 23). Anoth-
er 23% of supermarket managers responded that they began to
sell tilapia in the last 6 years (1993-1996), while only 17%
began selling tilapia prior to 1992. There was little difference
between responses from the central-south and north region.

Twenty-six percent of respondents indicated that they sold
more tilapia in 1999 compared to 1998 and compared to 1997
(Table 24). Only 17% said they were selling less tilapia in 1999
as compared to 1998 and 1997.

Over half (54%) of respondents purchased tilapia from
wholesalers (Table 25). Another 17% purchased tilapia from
fish farms. There were no regional differences in type of
suppliers of tilapia. The majority (57%) of the supermarkets
that sold tilapia purchased from only one to two different
suppliers. None had more than four suppliers.

Table 26 lists preference ratings for supermarkets that
purchased tilapia for a variety of attributes. On a scale of
1-10, a score less than 5 indicates disagreement; 5 is a
neutral score, and a score above 5 indicates agreement with
the statement. Respondents rated tilapia favorably on
supply, availability, patrons’ preferences, odor, flavor, and
ease of preparation, price, variety, and size. Of these,
quality received the highest ratings along with ease of
preparation. In general, responses of those who purchased
tilapia from the central-south were lower, although still
positive, than responses from supermarkets with suppliers
from the north.

The majority (71%) of respondents did not transport their
own tilapia. The remaining 29% did not answer this question.

Less than half (49%) indicated that their supply of tilapia had
been consistent (Table 27). Another 23% indicated it had not
been and 28% did not answer. Responses were similar for
supermarkets with suppliers in the north and central-south

Table 26. Mean ratings of various attributes of tilapia by region, supermarket survey, Honduras, 1999.

Attribute Sold Tilapia Did Not Sell Tilapia Used to Sell Tilapia Total
Central-  North Total Central-  North Total Central-  North Total
South South South
Reliable Quality 6.83 7.70 7.23 493 4.50 5.96 5.18 7.00 5.46 5.96
Available 7.67 8.80 8.18 4.20 2.00 5.69 3.73 7.50 4.31 5.69
Consumers Like to Eat 6.67 9.00 7.73 5.47 7.75 5.95 7.09 5.50 6.85 6.89
High Quality Fish 8.33 9.00 8.64 7.87 4.75 7.21 8.00 7.50 7.92 7.96
Little Fishy Odor 7.50 9.10 8.23 4.60 1.75 4.00 591 5.50 5.85 6.17
Taste Like Earth 4.33 3.00 3.73 4.00 4.50 4.11 4.45 9.00 5.15 4.20
Nice Fresh Flavor 7.42 9.20 8.23 6.07 4.75 5.79 6.91 7.50 7.00 7.07
Easy to Prepare 7.75 8.60 8.14 8.27 2.25 7.00 8.45 7.50 8.31 7.78
Price is Too High 3.83 4.90 4.32 2.53 1.50 2.32 2.82 3.50 2.92 3.28
Patrons Like Variety 3.75 8.30 5.82 4.40 6.25 4.79 7.18 7.00 7.15 5.78
Size Too Small 4.75 3.30 4.09 2.67 n.a. 2.11 3.18 10.00 4.23 3.43
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Table 27. Availability of consistent supply of tilapia by region, Table 29. Product forms purchased of tilapia, supermarket survey,
supermarket survey, Honduras, 1999. Honduras, 1999.
Consistent Region of Country Total Product Forms Central-South  North Total
Supply of Tilapia No. % No. % No. %
Central- North
South Fresh Whole-dressed 13 56 7 58 20 57
No. % No. % No. % Fresh Fillets 2 9 5 42 7 20
Frozen Whole-dressed 3 13 0 0 3 9
No Answer 8 35 2 17 10 29
Yes 8 35 9 75 17 49
No ” 20 1 3 8 2 Total 26 100 14 100 40 100
No Answer 8 35 2 17 10 28
Total 23 100 12 100 35 100 ) ) )
regions. However, 75% of the respondents who obtained fish
from Nicaragua said that their supply was consistent.
The most commonly cited supply problem was that tilapia
was unavailable at certain times of the year (Table 28).
Table 28. Problems indicated with the supply of tilapia by region, This was followed by insufficient quantity and a few
supermarket survey, Honduras, 1999. responses related to unavailability of certain product forms,
unreliable quantity, and off-flavor fish. There were more
Supply Problems Region of Country Total respondents with suppliers from the north who indicated
insufficient quantity as the major supply problem.
Central- North
South The top selling tilapia product was fresh whole-dressed fish
No. % No. % No. % (57%) followed by fresh fillets (20%) (Table 29). There was
little difference between respondents in the north and central-
. . south regions on fresh whole-dressed fish; however, 13% of
ngia:rflaelsla(ilfhzt\?:;;am 6 26 1 8 720 supermarkets in the central-south region that sold tilapia sold
Insufficient Quantity 313 0 0 3 9 them as frozen whole-dressed pro-ducts and even fewer (9%)
Availability of Preférred 1 4 0 0 1 3 sold fresh fillets. By com-parison, 42% of the supermarkets in
Product Forms the north that sold tilapia handled fresh fillets and none sold
Unreliable Quality 1 4 0 0 1 3 frozen whole-dressed fish.
Fish Tastes Like Earth 1 4 0 0 1 3
Other 2 9 0 0 2 6 Tilapia volumes sold daily were low (Table 30). Most of the
No Answer 17 74 1 92 28 80

supermarket respondents indicated that they sold from 0 to
10 1b d! of fresh whole-dressed tilapia. An additional 30%

sold from 20 to 30 b d!. Sales of fresh fillets were of similar

Table 30. Pounds per day sold by product form, supermarket survey, Honduras, 1999.

Product Form Amount Sold
(Ibd™h
0-10 20-30 40-50 > 70
No. % No. % No. % No. %
Fresh Whole D