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ABSTRACT

We have constructed agenetic map for a tilapia, Oreochromis niloticus, using DNA markers. The segregation
of 62 microsatellite and 112 anonymous fragment length polymorphisms (AFLPs) was studied in 41 haploid
embryos derived from a single female. We have identified linkages among 162 (93.1%) of these markers.
95% of the microsatellites and 92% of the AFLPs were linked in the final map. The map spans 704 Kosambi
cM in 30 linkage groups covering the 22 chromosomes of this species. Twenty-four of these linkage groups
contain at least one microsatellite polymorphism. From the number of markers 15 or fewer cM apart, we
estimate a total map length of ~1000-1200 cM. High levels of interference are observed, consistent with
measurements in other fish species. This map is a starting point for the mapping of single loci and

quantitative traits in cichlid fishes.

ILAPIA is the common name for ~70 species of

perch-like fishes (family Cichlidae) native to the
fresh waters of tropical Africa (Trewavas 1983; Stias-
sny 1991). They include the mouthbrooding genera
Sarotherodon and Oreochromis, and substrate spawn-
ing Tilapia. These fishes have been introduced into
nearly every tropical and subtropical country in the
world to support the development of fresh-water aqua-
culture. The total estimated world production of tilapia
now exceeds 659,000 metric tons per year (FAO Fisher-
ies Statistics 1997), of which the majority consists of
the species Oreochromis niloticus.

The genetic resources of tilapia have been poorly man-
aged. Primary introductions of wild stock frequently
consisted of a small number of individuals. These were
serially distributed so that genetic problems have been
passed from farm to farm. Genetic problems are of
three kinds. First is the loss of pure species through
mismanagement of interspecific hybridization (McAn-
drew 1993), a technique used to produce all-male fry
which have a higher growth rate in production systems
(Hickling 1960; Hulata et al. 1983). One popular
commercial strain is thought to contain genes from as
many as four species (McAndrew et al. 1988). A second
problem is high levels of inbreeding depression.
Eknath et al. (1993) compared four strains farmed in
the Philippines with four strains newly isolated from
wild populations in Africa. The best-performing strains
were those most recently isolated from nature, which is
consistent with the idea that domesticated strains suffer
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from inbreeding depression (Tave and Smitherman
1980; Hulataet al. 1986; Teichert-Coddington and
Smitherman 1988). Finally, there is evidence for con-
tamination of genetically improved strains by introgres-
sion from feral species (Macaranas et al. 1986).

In recent years, the focus for fresh-water aquaculture
has moved to a single species, O. niloticus, and research
has begun to overcome some of the main problems
associated with farming this species (Pullin and Capili
1988; Tave 1988). Large scale genetic improvement
programs have been established for O. niloticus in Asia
(Eknath et al. 1993), and genetic methodologies to
control sex have now resulted in the reliable production
of all-male fry to help overcome the problems associated
with excessive fry production in ongrowing ponds (Mair
et al. 1995). Future research will aim to improve the
performance and expand the environmental tolerance
of this species into areas of lower temperatures and higher
salinities. These developments will require a greater use
of genetic markers for the management of stocks, identifi-
cation of quantitative trait loci (QTL), and improvement
of strains through marker-assisted selection.

Much is already known about tilapia genomes. The
karyotypes of the various tilapia species are highly simi-
lar, consisting of 22 pairs with no morphologically dis-
tinct sex chromosomes. In fact, only two pairs are recog-
nizable; the remaining 20 being similar in size and
morphology (Majumdar and McAndrew 1986). At the
molecular level, the genome size of several species has
been measured at around 1 pg (1000 Mb), about one-
third the size of many mammalian genomes. Genome
size varies by up to 44% among species from 0.84 to
1.21 pg (Majumdar and McAndrew 1986), probably
because of the evolution of repetitive element families.
The SATA family consists of repeats ~230 bp long, and
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represents 7% of the O. mossambicus genome (Wright
1989). A 1900-bp sequence (SATB) makes up more than
2% of the O. niloticus genome (Franck and Wright
1993). A 320-bp SINE is present in 1000-30,000 copies/
genome (Takahashi et al. 1997). Still, the overall size
of the genome is small, only about twice as big as the
smallest teleost genome known (Hinegardner and
Rosen 1972).

Before the present study was conducted, only a few
genes had been mapped in tilapia. Hussain et al. (1994)
used meiotic gynogenetics (diploid progeny produced
by suppression of the second meiotic division) to map
gene-centromere distances for six allozyme loci, sex,
and two color loci. Interestingly, some gene-centromere
recombination fractions ranged as high as 100%, sug-
gesting very high levels of interference. Similar phenom-
ena have been reported for salmonids (Allendorf et
al. 1986) and common carp (Komen 1990), and it has
been suggested that the phenomenon might be general
for fish. However, the occurrence of double recombi-
nants and linkage groups greater than 100 cM in the
zebrafish (Johnson etal. 1995) demonstrate that double
recombinants are possible in teleosts. Estimation of the
level of interference is critical to establishing total map
lengths, because the various map functions make differ-
ent interference assumptions to correct the observed
fraction of recombinants for unobserved double recom-
bination.

The goal of our study was to develop a comprehensive
map of O. niloticus using DNA polymorphisms, which
might be suitable for analysis of single loci and quantita-
tive traits. Our approach was to study the segregation
of these polymorphisms in the haploid progeny of a
single female O. niloticus.

MATERIAL AND METHODS

Haploid gynogenesis: Milt was collected from O. niloticus
into glass capillary tubes. A small volume was examined using
a light microscope to ensure that the sperm were not yet
activated. Sperm concentration ranged from 108 to 10° sperm/
ml milt. For irradiation, the milt was diluted to 2.5 X 10’
sperm/ml (Hussain et al. 1993) in modified fish Ringer solu-
tion (0.1 m NaCl; 40 mm KCI; 1.4 mm CaCl, 2H,0; 2 mm
NaHCO;, pH 8.0). 1.0 ml diluted milt was placed into a small
Petri dish and irradiated with a UV dose of 290-295 Wcm—2
for 2 min using a 254-nm lamp.

The O. niloticus female was stripped by hand and the 600-
1000 eggs divided into batches of 150-200 in Petri dishes. The
eggs were washed with filtered aquarium water and then 2.0
ml irradiated milt solution was added to each batch of eggs
and water. Eggs were placed in incubators with a water temper-
ature of 28° (Rana 1986). Dead eggs were removed daily.
Embryos were collected 2-3 days posthatching, at which point
75 haploids were recovered. Survival varied from 0 to 10%
among the several broods collected for the study.

Genomic DNA extraction: Embryos were overdosed with
anaesthetic (4-aminobenzoic acid ethyl ester; Sigma Chemical,
Dorset, UK). With the aid of a binocular microscope, the yolk
sac was removed using watchmaker’s forceps and the embryos
placed into individual sterile 1.5-ml microcentrifuge tubes
containing 150 wl TEN buffer (100 mm Tris-HCI, pH 8.0; 10

mm EDTA; 250 mm NaCl), 10 nl 20% SDS, and 5 p.l proteinase
K (10 mg/ml stock). Tubes were placed in a water bath at
37° overnight or at 55° for a few hours. Two phenol and one
chloroform/isoamyl alcohol (24:1) extractions were carried
out. DNA was precipitated using isopropanol. Pellets were
washed in 70% ethanol, dried, and resuspended in 30 pl
autoclaved dH;O. Approximately 1 pg purified DNA was ob-
tained from each embryo.

Microsatellite markers: The majority of microsatellite loci
scored consisted of 139 di- and tri-nucleotide repeats isolated
from an enriched O. niloticus genomic DNA library (Lee and
Kocher 1996). An additional six loci isolated from O. shiranus
(Ambali 1996) were also tested. Four markers isolated from
Lake Malawi haplochromines were examined, including two
loci from Pseudotropheus zebra (Parker and Kornfield 1996),
and two from Melanochromis auratus (Kellogg et al. 1995).

Typing of microsatellites: Genotypes were obtained by auto-
mated sizing of fluorescently-tagged alleles amplified via PCR.
We used a 25 pl reaction volume containing 50 mm KClI, 10
mm Tris-HCI (pH 9.0), 0.1% Triton X-100, 2.4 mm MgCl,,
0.16 mm each dNTP, and 0.16 wM each primer, to which we
added 20 ng of haploid genomic DNA. The PCR conditions
were as follows: 95° for 1 min, 50-58° for 2 min, 72° for 2
min, and 25-30 thermal cycles, according to the efficiency
of amplification. For multiplexing, another pair of primers
labeled with a different fluorescent dye was added into the
PCR reaction under the same conditions. For analysis, 1 pl
from as many as three different PCR reactions were combined
into a new tube and dried in a speed-vac. The pellet was
resuspended with both 0.3 pnl GeneScan 500 Tamra (Applied
Biosystems Inc., Foster City, CA) and 2.7 .l formamide-loading
buffer. After denaturation at 90° for 2 min, the entire solution
was loaded on a 6% acrylamide gel on an ABI 373A automated
DNA sequencer. ABI GeneScan software (ver. 2.02) was used
to analyze the genotypes of the microsatellite loci.

AFLP markers: We used the Perkin-ElImer (Norwalk, CT)
AFLP plant mapping kit (Rev. A) to implement the technique
of Vos et al. (1995). A total of 250 ng haploid genomic DNA
was used in the initial ligation step. For the selective amplifica-
tion step, we tested 22 primer pairs on a panel of six haploid
progeny. 1 ul of each selective amplification product, together
with the GeneScan 500 Rox size standard, was loaded in each
lane of a 6% gel on the automated sequencer. The number
of variable bands for each primer combination is shown in
Figure 1. The frequency of variable bands per primer pair
ranged from 0 (ACT+CAC and ACC+CAG) to15 (AGG+CTT).
Those primer combinations generating more than five vari-
able markers were selected for typing the remaining 35 hap-
loids. These primer pairs were [EcoRl+Msel (number of vari-
able bands)]: ACT+CTA (7), AGG+CTG (10), ACA+CAA
(11), AGG+CTT (15), ACA+CAC (10), ACT+CAT (13),
AGC+CTA (10), ACC+CAA (6), ACT+CAG (11), AGC+CAT
(6), AGG+CTA (7), and AGC+CAG (9).

Linkage analysis: We used the Macintosh porting (ver. 2.0)
of MAPMAKER (Lander et al. 1987) to identify linkage groups
and determine marker order. Genotype data were entered in
both phases to satisfy the requirements of the software. An
initial grouping of markers was performed with a LOD cutoff
of 3.0. The sequence of markers in each group was determined
with the order command, and checked with the ripple com-
mand. Because of the high levels of interference observed,
final map distances were calculated using the Kosambi func-
tion (Ott 1991).

RESULTS

Genotypes: The parent female and five haploid prog-
eny were screened for a total of 149 microsatellites. The
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mother was heterozygous for 62 (42%) of these markers.
An additional 36 haploids were scored for these 62 mi-
crosatellites. We also scored the 41 haploids for 12 AFLP
primer combinations, which identified 112 AFLPs. Of
these 112 presence/absence polymorphisms, we suspect
that nine are alternate phenotypes of another locus.
For example, five pairs of completely linked loci showed
differences in length in opposite phase, suggesting that
we have identified codominant alleles of a restriction
site variant. Four pairs of completely linked loci showed
bands of different size in the same phase, possibly be-
cause of multiple priming of the same locus. We conser-
vatively estimate the number of polymorphic bands in-
dicative of unique genetic loci as 103 (92% of the
polymorphic bands). The final data set consisted of
genotypes for 62 microsatellites and 112 AFLPs for 41
haploid progeny of a single female.

A preliminary linkage map was constructed and the
genotypes for each individual examined for instances
of double crossovers, which are sentinels for error in a
dataset (Lincolnand Lander 1992). The electrophero-
grams for all 32 double crossovers were reexamined,
and scoring or transcription errors were detected for
16 genotypes. Correction of these errors led to a de-
crease in map length of ~118 cM (14%). We estimate
that the original data set of 7000 individual genotypes
contained less than 1% error, and that the remaining
error is less than 0.5%. The final linkage map is based
on a total of 268 inferred crossovers, including 19 dou-
ble and 2 triple crossovers.

Linkage map: Overall, 93.1% of the markers tested
showed detectable linkage to another marker. 59 of the

62 microsatellites (95%), and 103 of 112 (92%) of the
AFLPs, were detectably linked to another polymor-
phism. The final linkage map consists of 30 linkage
groups spanning 704 cM (Figure 2). A total of 162 poly-
morphisms are included for an average spacing of 4.3
cM. The size of the linkage groups range from 0 to 73.6
cM (mean: 23.5 cM). In Figure 2, markers are shown
in the order that maximized the LOD score but itshould
be noted that the relatively small size of the family (41
meioses) makes the assignment of marker orders within
5 cM intervals tentative. The number of markers per
linkage group varies from 2 to 28, with an average of
two microsatellites and 3.4 AFLP markers per group.
Twenty-four linkage groups contain at least one microsa-
tellite polymorphism.

Segregation distortion: Because of the high mortality
of haploid embryos, we were concerned about the po-
tential for segregation distortion of markers linked to
deleterious alleles. A total of 14 markers (8%) showed
significant segregation distortion. The most significantly
distorted markers appeared on the same linkage group
(25), and four markers on that linkage group arose
from a single AFLP primer pair (AF64). We suspect
that this segregation distortion arises from anomalous
amplification of these markers, and that the actual
length of this linkage group is much shorter than it
appears in Figure 2. Another suspicious cluster appears
on linkage group 12, including three markers from
AFLP primer pair AF44. If the six loci showing signifi-
cant segregation distortion on linkage groups 12 and
25 are removed from the analysis, less than 5% of the
remaining markers show significant distortion, as ex-
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Figure 2.—A genetic map of Oreochromis niloticus. Microsatellites are coded by laboratory: UNH, University of New Hampshire;
UME, University of Maine; OS, Oreochromis shiranus (A. Ambali, personal communication), followed by 2-3 digits identifying the

particular marker. AFLP makers are designated

AF followed by 2 digits, which identify the primer combination used (see Figure

1), followed by 3 digits which indicate the approximate size in base pairs of the scored fragment. The latest updates of this map
can be viewed on the World Wide Web (http://tilapia.unh.edu).

pected by chance. There is no tendency for the re-
maining markers exhibiting segregation distortion to

cluster in the linkage map.

Interference: We estimated interference by dividing
the 10 largest linkage groups in half, and calculating
the observed and expected frequency of double recom-
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Figure 3.—Estimates of genome size derived from the pro-
portion of markers linked at 5, 10 or 15 cM. Estimates were
computed separately for microsatellites, AFLPs, microsatel-
lite/AFLP pairs, and for all markers.

binants for each. We observed 11 double crossovers,
where 24 were expected, leading to an interference
estimate of 0.54 (Griffiths et al. 1993). This may be
an underestimate of the interference, because some of
the double crossovers could be on opposite chromo-
some arms, and because there may be some error re-
maining in our data.

Estimates of genome size: Hulbert et al. (1988) sug-
gest that the ultimate map length can be estimated by
observing the proportion of locus pairs linked at specific
distances, and comparing this to an expectation based
onthe assumption that the loci are distributed randomly
across the map. We performed these calculations sepa-
rately for each marker type at four distances (Figure 3).
When we analyzed the proportion of pairs exhibiting
less than 5% recombination, all combinations of marker
pairs gave similar estimates of genome size, ranging
from 412 cM for the AFLP to 668 cM for AFLP/micro
pairs. These estimates are all smaller than the spanned
length of our map. For larger intervals, the estimates
are less consistent, and for recombination fractions of
20%, the genome size estimates range from 740 to 1719
cM. The estimates derived from pairs of AFLP markers are
consistently smaller than those for pairs of microsatellites.

DISCUSSION

Mapping with haploids: Lie et al. (1994) put forward
the strategy of mapping through haploid gynogenesis.

The major advantage of this approach for our study
was the simplicity of genotyping haploid material. The
haploid material made the interpretation of the AFLPs
much more straightforward.

One concern is the possibility that deleterious alleles
will cause segregation distortion in the haploids. Lie et
al. (1994) demonstrate that the presence of a lethal
allele does not influence the observed recombination
fraction. In our study, it appears that the most serious
instances of segregation distortion arose from problems
typing the AFLP markers, not from deleterious alleles.

The major disadvantage to mapping with haploids is
that few phenotypic traits can be measured. Marker infor-
mation is limited to PCR-amplifiable DNA polymorphisms.
Thus, we have no information on the map locations for
genes encoding allozymes, color or sex of the animal. In
this respect, it might be useful to double the haploids
through suppression of the first mitotic division (Mair
1993) to grow the animals to a larger size.

Interference: The short length of fish chromosomes
may inhibit recombination and generally allow only one
obligate crossover per chromosome arm. Previous work
has suggested that high levels of interference are typical
of fish genomes (Thorgaard et al. 1983). Consistent
with this idea, gene-centromere recombination rates of
100% have been observed in tilapia meiogynes (Hus-
sain et al. 1994). High levels of interference are also
observed in the zebrafish genome (Kauffman et al.
1995), but double, and even triple, crossovers are ob-
served, and some chromosome arms have lengths
greater than 100 cM (Johnson et al. 1995, 1996).

Cytogenetic studies of tilapia suggest a single chiasma
per chromosome, except for the largest chromosome,
which appears to have chiasmata in both arms (Majum-
dar and McAndrew 1986). Our data indicate high lev-
els of interference over relatively large map distances.
Larger family sizes will be needed to describe the shape
of the interference function with distance (e.g., Amati
and Meselson 1965).

Length of the genome: One of the goals of this study
was to estimate the map length of the tilapia genome.
Although the size of the genome is ~1 X 10° bp, it is
well known that genetic distance corresponds poorly to
physical distance. Our map currently spans 704 cM, but
we suspect at least two linkage groups (12 and 25) are
artifically expanded by AFLP genotyping errors. If we
remove these markers, the total spanned length might
be reduced to as little as 625 cM. At the same time, the
probability that a new marker will be detectably linked
to the map is already 93%, even with our relatively small
family size. This result suggests that the map will not
expand dramatically as more markers are added.

Our estimates of the total map length from the pro-
portion of locus pairs linked at various distances were
not consistent, suggesting that the assumptions of the
approach are violated. The estimates from the AFLP
markers are smaller than those for the microsatellite
markers, probably because codominant alleles were
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scored as separate loci, inflating the proportion of
linked pairs. The positive slope of the lines in Figure 3
could be an indication that the markers are clustered
in the genome. More probably, it is a consequence of
the high levels of interference observed in this genome.
Interference suppresses recombination, thus increasing
the proportion of pairs that appear to be closely linked.
This reduces the estimate of genome size derived from
closely spaced markers. The same phenomenon reduces
the proportion of pairs linked at longer distances, thus
increasing the estimates of genome size. Although final
estimation of genome size will have to wait until the
map is saturated with markers and the interference phe-
nomenon is more completely characterized, the current
data suggest the total map length will be ~1000 cM.

Strategies for QTL mapping: Microsatellites have be-
come the preferred marker for animal gene mapping
because of their high heterozygosity and ease of typing
via PCR. AFLP is a new approach that offers rapid
marker development and typing. Because we used both
techniques in developing our map, we offer the follow-
ing comments on the methods:

Typing of microsatellite markers is slow relative to
techniques such as AFLP. In our hands, only 4-5 micro-
satellite loci can be effectively multiplexed on the same
gel. In contrast, we routinely score 12 polymorphisms
from some AFLP primer combinations, and we expect
to be able to load at least two such combinations per
lane. For the rapid construction of a dense genetic map
suitable for QTL analysis in any particular cross, AFLP
may be the fastest route.

We caution that speed comes at a price. We encoun-
tered far more genotyping errors with AFLPs. While in
our study these appear limited to a few primer combina-
tions, we expect that accurate scoring will become more
difficult when attempting to score diploid genotypes.
In addition, AFLP markers are typically dominant,
which will reduce the informativeness of AFLP markers
in most crosses. AFLP markers will likely be much less
transportable among labs, crosses, and species. Align-
ment of AFLP maps produced from different crosses
may be extremely difficult.

It may be possible to use a mixed strategy for mapping
QTL. High-density AFLP maps may be anchored with
amuch smaller set of microsatellite loci. We have already
mapped at least one microsatellite on 24 of the 30 link-
age groups, and it seems likely that we have mapped at
least one microsatellite on each chromosome. These
anchor loci will allow comparison of AFLP maps pro-
duced for QTL analyses in different laboratories.

The next step: We have several goals in continuing
this line of research. The first is the identification of
QTL in different strains of tilapia, which might be use-
fully combined to produce a better fish for aquaculture.
The map we have constructed is adequate for that pur-
pose. Although we cannot expect that all 62 of these
microsatellite markers will be variable in other crosses,
we will continue to score the other 84 microsatellites

already characterized, and hope to eventually incorpo-
rate all of them into the map. Inclusion of 50-60 micro-
satellites in each experimental cross will be sufficient
to identify homologous chromosomes. Marker density
is most conveniently increased in each cross through
the typing of AFLP markers.

A second goal is to use these genetic markers to char-
acterize germplasm resources of tilapia. Preliminary
work suggests that microsatellites are a useful way to
estimate heterozygosity of stocks, and will be very useful
for tracking parentage in selection experiments. Prelim-
inary AFLP data suggests that this technique will be
useful for classifying tilapia strains to species, or identi-
fying their probable hybrid origins.

Finally, we plan to extend our mapping efforts to
other groups of cichlids, particularly the species flock
of Lake Malawi haplochromines (Kocher et al. 1993).
A large proportion of our tilapia markers also amplify
Lake Malawi cichlids, and it will be interesting to deter-
mine the extent of synteny with this group. A genetic
map for these fish would allow QTL mapping of traits
associated with speciation and adaptive radiation of
these fishes.

Information on microsatellite markers was contributed in advance
of publication by Aggrey Ambali (Dalhousie University), and by
Alex Parker and IrvKornfield (University of Maine). Thiswork was
supported by grants from the United States Department of Agriculture
National Research Initiative Competitive Grants Program (#94-37205-
1033) and the New Hampshire Agricultural Experiment Station
(Hatch #372) to T.D.K. This is contribution #1973 from the New
Hampshire Agricultural Experiment Station.

LITERATURE CITED

Allendorf, F. W., J. E. Seeb, K. L. Knudsen, G. H. Thorgaard
and R. F. Leary, 1986 Gene-centromere mapping of 25 loci in
rainbow trout. J. Hered. 77: 307-312.

Amati, P., and M. Meselson, 1965 Localized negative interference
in bacteriophage \. Genetics 51: 369-379.

Ambali, A, 1996 The relationship between domestication and ge-
netic diversity of Oreochromis species in Malawi: Oreochromis shira-
nus shiranus (Boulenger) and Oreochromis shiranus chilwae (Tre-
wavas). Ph.D. thesis, Dalhousie University, Halifax, NS.

Eknath, A.E., M. M. Tayamen, M. S. Palada-de Vera, J. C. Danting,
R. A.Reyesetal., 1993 Genetic improvement of farmed tilapias:
the growth performance of eight strains of Oreochromis niloticus
tested indifferent farm environments. Aquaculture 111: 171-188.

FAO Fisheries Statistics, 1997 Food and Agriculture Organization
of the United Nations, Rome.

Franck, J. P. C., and J. M. Wright, 1993 Conservation of a satellite
DNA sequence (SATB) in the tilapiine and haplochromine ge-
nome (Pisces: Cichlidae). Genome 36: 187-194.

Griffiths, A. J. F., J. H. Miller, D. T. Suzuki, R. C. Lewontin and
W. M. Gelbart, 1993 An Introduction to Genetic Analysis. W. H.
Freeman & Co., New York.

Hickling, C.F., 1960 The Malacca Tilapia hybrids. J. Genet. 57: 1-10.

Hinegardner, R.,and J. E. Rosen, 1972 Cellular DNA content and
evolution of teleost fishes. Am. Nat. 106: 621-644.

Hulata, G.,G. WohlfarthandS. Rothbard, 1983 Progeny-testing
selection of tilapia broodstocks producing all-male hybrid proge-
nies (preliminary results). Aquaculture 33: 263-268.

Hulata, G., G.W. Wohlfarth and A. Halevy, 1986 Mass selection
for growth rate in the Nile Tilapia (Oreochromis niloticus). Aquacul-
ture 57: 177-184.

Hulbert, S. H., T. W. llott, E. J. Legg, S. E. Lincoln, E. S. Lander



1232 T. D. Kocher ¢t al.

et al., 1988 Genetic analysis of the fungus, Bremia lactucae, using
restriction fragment length polymorphisms. Genetics 120: 947-958.

Hussain, M. G., D. J. Penman, B. J. McAndrew and R. Johnstone,
1993 Suppression of first cleavage in the Nile tilapia, O. niloticus
L.: A comparison of the relative effectiveness of pressure and
heat shocks. Aquaculture 111: 263-270.

Hussain, M. G., B. J. McAndrew, D. J. Penman and P. Sodsuk,
1994 Estimating gene-centromere recombination frequencies
in gynogenetic diploids of Oreochromis niloticus L., using allozymes,
skin colour and a putative sex-determining locus (SDL-2), pp.
502-509 in Genetics and Evolution of Aquatic Organisms, edited by
A. R. Beaumont. Chapman & Hall, London.

Johnson, S. L., D. Africa, S. Horne and J. H. Postlethwait, 1995
Half-tetrad analysis in zebrafish: mapping the ros mutation and
the centromere of linkage group I. Genetics 139: 1727-1735.

Johnson, S. L., M. A. Gates, M. Johnson, W. S. Talbot, S. Horne
et al., 1996 Centromere-linkage analysis and consolidation of
the zebrafish genetic map. Genetics 142: 1277-1288.

Kauffman, E. J., E. E. Gestl, D. J. Kim, C. Walker, J. M. Hite et
al.,, 1995 Microsatellite-centromere mapping in the zebrafish
(Danio rerio). Genomics 30: 337-341.

Kellogg, K. A., J. A. Markert, J. R. Stauffer, Jr. and T.D. Kocher,
1995 Quantifying multiple paternity in Lake Malawi cichlid fish.
Proc. R. Soc. Lond. Ser. B. 260: 79-84.

Kocher, T. D.,J. A. Conroy, K. R. McKaye and J. R. Stauffer, 1993
Similar morphologies of cichlid fish in Lakes Tanganyika and
Malawi are due to convergence. Mol. Phyl. Evol. 2: 158-165.

Komen, J., 1990 Clones of common carp: new perspectives in fish
research. Ph.D. thesis, Agricultural University of Wageningen,
The Netherlands.

Lander, E., P. Green, J. Abrahamson, A. Barlow, M. Daley et
al.,, 1987 MAPMAKER: An Interactive Computer Package for
Constructing Primary Genetic Linkage Maps of Experimental
and Natural Populations. Genomics 1: 174-181.

Lee, W.-J.,and T. D. Kocher, 1996 Microsatellite DNA markers for
genetic mapping in the tilapia, Oreochromis niloticus. J. Fish Biol.
49: 169-171.

Lie, O., A. Slettan, F. Lingaas, |. Olsaker, I. Hordvik et al., 1994
Haploid gynogenesis: a powerful strategy for linkage analysis in
fish. Anim. Biotech. 5: 33-45.

Lincoln, S. E., and E. S. Lander, 1992 Systematic detection of
errors in genetic linkage data. Genomics 14: 604-610.

Macaranas, J. M., N. Taniguchi, M. J. R. Pante, J. B. Capili and
R. S. V. Pullin, 1986 Electrophoretic evidence for extensive
hybrid gene introgression into commercial Oreochromis niloticus
L. stocks in the Philippines. Aquaculture and Fisheries Manage-
ment 17: 249-258.

Mair, G. C., 1993 Chromosome-set manipulation in tilapia—
techniques, problems and prospects. Aquaculture 111: 227-244.

Mair, G. C., J. S. Abucay, J. A. Beardmore and D. O. F. Skibinski,
1995 Growth performance trials of genetically male tilapia
(GMT) derived from YY-males in Oreochromis niloticus L.: On-
station comparisons with mixed sex and sex reversed male popula-
tions. Aquaculture 137: 313-322.

Majumdar, K. C., and B. J. McAndrew, 1986 Relative DNA content
of somatic nuclei and chromosomal studies in three genera, Ti-
lapia, Sarotherodon, and Oreochromis of the tribe Tilapiini (Pisces,
Cichlidae). Genetica 68: 175-188.

McAndrew, B.J., 1993 Sex Control in Tilapiines, pp. 87-98 in Recent
Advances in Aguaculture 1V, edited by J. Muir and R. J. Roberts.
Blackwell Scientific, Oxford.

McAndrew, B. J., F. R. Roubal, R. J. Roberts, A. M. Bullock and
I. M. McEwen, 1988 The genetics and histology of red, blond
and associated colour variants in Oreochromis niloticus. Genetica
76: 127-137.

Ott,J., 1991 Analysis of human genetic linkage. Johns Hopkins Univer-
sity Press, Baltimore.

Parker, A., and I. Kornfield, 1996 Polygynandry in Pseudotropheus
zebra, a cichlid fish from Lake Malawi. Env. Biol. Fish. 47: 345-352.

Pullin, R. S. V,, and J. B. Capili, 1988 Genetic improvement of
tilapias: problems and prospects, pp. 259-265 in The Second Inter-
national Symposium on Tilapia in Aquaculture, edited by R. S. V.
Pullin, T. Bhukaswan, K. Tanguthai and J. L. Maclean.
ICLARM Conference Proceedings 15, Manila.

Rana, K. J., 1986 An evaluation of two types of containers for the
artificial incubation of Oreochromis eggs. Aquaculture and Fisher-
ies Management 17: 139-145.

Stiassny, M. L.J., 1991 Phylogenetic intrarelationships of the family
Cichlidae: an overview, pp. 1-35 in Cichlid Fishes: Behavior, Ecology
and Evolution, edited by M. H. A. Keenleyside. Chapman & Hall,
London.

Takahashi, K., Y. Terai, M. Nishida and N. Okada, 1998 A Novel
family of short interspersed repetitive elements (SINEs) from
cichlids: The patterns of insertion of SINEs at orthologous loci
support the proposed monophyly of four major groups of cichlid
fishes in Lake Tanganyika. Mol. Biol. Evol. (in press).

Tave, D., 1988 Genetics and breeding of tilapia: a review, pp. 285-
293 in The Second International Symposium on Tilapia in Aquaculture,
edited by R. S. V. Pullin, T. Bhukaswan, K. Tanguthai and
J. L. Maclean. ICLARM Conference Proceedings 15, Manila.

Tave, D., and R. O. Smitherman, 1980 Predicted response to selec-
tion for early growth in Tilapia nilotica. Trans. Amer. Fish. Soc.
109: 439-445.

Teichert-Coddington, D. R., and R. O. Smitherman, 1988 Lack
of response by Tilapia nilotica to mass selection for rapid early
growth. Trans. Amer. Fish. Soc. 117: 297-300.

Thorgaard, G. H.,F.W. Allendorfand K. L. Knudsen, 1983 Gene-
centromere mapping in rainbow trout: high interference over
long map distances. Genetics 103: 771-783.

Trewavas, E., 1983 Tilapiine fishes of the genera Sarotherodon, Oreo-
chromis and Danakilia. British Natural History Museum, London.

Vos, P., R. Hogers, M. Bleeker, M. Reijans, T. van de Lee ¢t al.,
1995 AFLP: a new technique for DNA fingerprinting. Nucleic
Acids Res. 23: 4407-4414.

Wright, J. M., 1989 Nucleotide sequence, genomic organization
and evolution of a major repetitive DNA familiy in tilapia (Oreo-
chromis mossambicus/honorum). Nucleic Acids Res. 17: 5071-5079.

Communicating editor: W.-H. Li



