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Species-Specific Marker Discovery 
in Tilapia
Mochamad Syaifudin   1,2, Michaël Bekaert   1, John B. Taggart1, Kerry L. Bartie1, 
Stefanie Wehner1,3, Christos Palaiokostas1, M. G. Q. Khan1,4, Sarah-Louise C. Selly1, 
Gideon Hulata5, Helena D’Cotta6,7, Jean-Francois Baroiller6,7, Brendan J. McAndrew1 & 
David J. Penman1

Tilapias (family Cichlidae) are of importance in aquaculture and fisheries. Hybridisation and 
introgression are common within tilapia genera but are difficult to analyse due to limited numbers of 
species-specific genetic markers. We tested the potential of double digested restriction-site associated 
DNA (ddRAD) sequencing for discovering single nucleotide polymorphism (SNP) markers to distinguish 
between 10 tilapia species. Analysis of ddRAD data revealed 1,371 shared SNPs in the de novo-based 
analysis and 1,204 SNPs in the reference-based analysis. Phylogenetic trees based on these two 
analyses were very similar. A total of 57 species-specific SNP markers were found among the samples 
analysed of the 10 tilapia species. Another set of 62 species-specific SNP markers was identified 
from a subset of four species which have often been involved in hybridisation in aquaculture: 13 for 
Oreochromis niloticus, 23 for O. aureus, 12 for O. mossambicus and 14 for O. u. hornorum. A panel of 24 
SNPs was selected to distinguish among these four species and validated using 91 individuals. Larger 
numbers of SNP markers were found that could distinguish between the pairs of species within this 
subset. This technique offers potential for the investigation of hybridisation and introgression among 
tilapia species in aquaculture and in wild populations.

The tilapias are a group of African and Middle Eastern cichlid fish, with more than 70 species1,2. Tilapias, mostly 
from the Oreochromis genus, are cultured in over 120 countries3, and global production reached 5.6 million 
tonnes in 20154. Hybridisation and introgression among tilapia species (mostly within genera) has occurred 
widely due to anthropogenic impacts. Hybridisation and introgression in aquaculture has been intentional in 
some cases (e.g. the widely used O. niloticus × O. aureus F1 hybrid5) and accidental6 in others (e.g. introgression 
of O. mossambicus into farmed O. niloticus stocks in Asia6). Introgression has occurred in a range of natural or 
semi-natural habitats: e.g. between T. zillii and T. guineensis following damming of a river in the Ivory Coast to 
form the man-made Lake Ayame7; between introduced O. niloticus and native O. esculentus in Lake Victoria, 
eventually leading to loss of native species8; and between O. mossambicus and O. niloticus in Southern Sri Lanka 
– both introduced, outside of their native ranges9. Distinguishing tilapia species, hybrids and introgressed popu-
lations is of importance for both farmed and wild populations.

Since reproductively viable hybrids (and further generations) have often resulted from interspecies crosses in 
tilapias, external morphometrics is of limited use for distinguishing tilapia species and hybrids10. The identifica-
tion of many tilapia species, both wild and farmed, has also become more difficult with the extensive introduction 
of tilapia species outside of their natural ranges. Therefore, genetic markers offer a more reliable means to resolve 
the genetic composition of established, feral hybrids in new environments, and the composition of mixed species 
in culture11. Different marker technologies have been applied to study hybridisation and introgression, such as 
allozymes12–15, microsatellite markers16,17, Randomly Amplified Polymorphic DNA (RAPD)18–20 and restriction 
fragment length polymorphisms (RFLPs) in ribosomal DNA21,22. While mitochondrial DNA (mtDNA) analysis 
has been used to distinguish tilapia species23,24, it is of limited use in analysing hybridisation and introgression. 
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The nuclear DNA markers used to date have limitations, the most important being the small number of markers 
available that distinguish between tilapia species (e.g. species-specific alleles have been found using allozymes, 
but only for a few loci12). Multiple diagnostic markers are required to analyse species composition in introgressed 
populations. To date no study has used single-nucleotide polymorphism (SNP) to identify tilapia species.

High-throughput sequencing technologies make it possible to carry out genotyping-by-sequencing in many 
species using many individuals, whether reference genomes are available or not. The objective of the research 
described here was to test the potential of double digest restriction-site associated DNA25 (ddRADseq) for dis-
covering SNP markers to distinguish between 10 tilapia species (including two sub-species of O. niloticus) and 
analyse the distribution of such markers in the genome. Based on the ddRADseq results, a panel of 24 candidate 
species-specific SNP markers for four tilapia species was selected and validated against a wider selection of fish 
using Kompetitive Allele Specific PCR (KASP) assays.

Results
COI sequencing.  The retrieved cytochrome oxidase subunit I (COI) partial sequences of the tilapiine species 
(Table 1) varied between 395–631 bp, and matched those in the Barcode of Life Data System (BOLD) and the 
NCBI GenBank Database. The COI gene tree separated the Tilapia genus from the other two genera, however 
Sarotherodon and Oreochromis were not clearly separated (Fig. 1). The largest group consisted of most of the 
Oreochromis species i.e. O. niloticus, O. mossambicus, O. karongae, O. u. hornorum, O. andersonii and O. mac-
rochir (the last two were not separated from each other within this group). However, O. aureus and some O. niloti-
cus were in a group with S. galilaeus, while S. melanotheron was in a separate group from S. galilaeus. West African 
O. niloticus (Onn_Kp and Onn_Ny) exhibited COI haplotypes typical of O. aureus, as previously reported26, 
although nuclear markers clearly indicated the differences between these two species.

Double digest RAD library sequencing.  In total, 54,643,883 paired-end raw reads were produced 
from the three ddRAD libraries. After removing low quality sequences, ambiguous barcodes and orphaned 
paired-end reads, 85.6% of the raw reads were retained. In total, the Stacks analysis identified 71,806 unique 
RAD-tags (i.e., the total number of loci across all species, with overlapping subsets of loci among species) in the 
de novo-based analysis (DBA) and 28,224 unique RAD-tags in the reference genome-based analysis (RBA) (Fig. 2 
and Supplementary Table S1).

Species Acronym Strain/Population ddRAD KASP COI Sampling origin

O. niloticus niloticus Oni Stirling 6 14 5 Lake Manzala, 
Egypt

Kpandu 12 8 2 Ghana

Nyinuto 12 8 2 Ghana

O. niloticus 
cancellatus Hora 13 0 2 Ethiopia

Koka 12 0 0 Ethiopia

Metahara 8 0 0 Ethiopia

O. mossambicus Omo Stirling 5 7 3 Zimbabwe

Natal 10 8 1 South Africa

Singapore 0 7 0 Unknown

Eastern Cape 0 0 2 South Africa

Western Cape 0 0 1 South Africa

O. aureus Oau Stirling 5 8 1 Lake Manzala, 
Egypt

Ein Feskha 10 15 2 Israel

O. karongae Oka Stirling 5 0 3 Lake Malawi

O. u. hornorum Oho Israel 5 16 2 Tanzania

Stirling 0 0 1 Unknown

T. zillii Tzi Stirling 5 0 3 Lake Manzala, 
Egypt

Ghana 5 0 3 Ghana

S. galilaeus Sga Israel 5 0 3 Israel

O. andersonii Oan Itezhi-tezhi 6 0 2 Zambia

O. macrochir Oma Itezhi-tezhi 4 0 2 Zambia

S. melanotheron Sme Ghana 4 0 3 Ghana

Total 132 91 43

Table 1.  Origin of tilapia samples used in ddRAD analysis, SNP validation by KASP and COI sequencing. A 
total of 34 samples (10 O. niloticus, 6 O. mossambicus, 13 O. aureus and 5 O. u. hornorum) were analysed using 
both ddRADseq and KASP. The 43 samples analysed by COI sequencing comprised representatives from each 
of the ten-fish species (of which 29 samples were also characterised by ddRAD).
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Figure 1.  A gene tree of tilapia species inferred from COI sequences, and rooted to T. zillii. All sequences were 
aligned, and the tree was constructed using RAxML. *Samples not used for ddRAD seq. **Sample also used in 
KASP validation.

Figure 2.  The number of reads, loci and markers for the de novo-based analysis (DBA) and reference genome-
based analysis (RBA).
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Sequence analysis.  A total of 5,911 and 7,615 shared loci (i.e., biallelic RAD-tags with one or more SNPs 
and present in at least 75% of the samples) were found in the DBA and RBA respectively, and were used in sub-
sequent analyses and for the phylogenetic reconstruction. Species-specific loci were identified as the RAD-tags 
exhibiting no intraspecific polymorphism but showing interspecific polymorphism (i.e., fixed differences 
between species so that one species had one allele that differed from all other species) and present in at least 
75% of each taxon: 235 loci (427 markers) and 363 loci (644 markers) in DBA and RBA, respectively (Table 2). 
Species-specific loci with only one or two SNPs were selected (to facilitate the development of polymerase chain 
reaction [PCR]-based SNP assays), resulting in a subset of 37 (from 30 loci) and 57 (from 47 loci) markers from 
DBA and RBA, respectively. Physical mapping of the 644 species-specific markers (RBA) in the reference O. nilot-
icus genome (Fig. 3) suggested that the species-specific markers were distributed randomly across the genome.

SNP-based phylogenetic tree reconstruction.  The phylogeny of the tilapiine species was inferred from 
all shared loci in the DBA and RBA which contained a maximum of two SNPs. A total of 1,371 SNP markers 
in 833 loci were identified across all tilapia species based on DBA, while 1,204 shared markers in 723 loci were 
obtained based on RBA. Of these, 721 loci were common to the DBA and RBA, while 112 loci were DBA-specific 
and two were RBA-specific. The phylogenetic trees derived from DBA (Supplementary Fig. S1) and RBA 
(Fig. 4A) were very similar. These phylogenetic analyses showed T. zillii furthest from all other tilapia species, 
with Sarotherodon spp. (S. melanotheron and S. galilaeus) closer to Oreochromis spp. (O. niloticus, O. aureus, 
O. mossambicus, O. karongae, O. u. hornorum, O. macrochir and O. andersonii). The support values across the 
branches gave a high level of confidence for species discrimination. An enlargement of the O. niloticus clade 
(Fig. 4B) showed that there was no clear difference among fish from Lakes Hora, Koka and Metahara within the 
subspecies O. niloticus cancellatus. In the subspecies O. n. niloticus, the Stirling stock (Egyptian origin) can be dis-
tinguished from the Volta drainage samples, but there was no discrimination between the two samples (Nyinuto 
and Kpandu) from the latter.

To better capture the discriminant ability of these markers a principal component analysis (PCA) was con-
ducted from the 1,204 shared SNP markers from the RBA, using R/adegenet (Fig. 4C). Ten distinct species-specific 
clusters were separated using the first two components (78.2% of cumulative variance).

Species-specific markers for aquaculture species.  When the set of species being compared was 
reduced to the four Oreochromis species which have commonly been hybridised in aquaculture, more (65/62 
DBA/RBA) species-specific markers were identified (with a maximum of two SNPs per locus allowed): O. nilot-
icus (14/13 markers), O. aureus (26/23), O. mossambicus (14/12) and O. u. hornorum (11/14). These markers 
enabled each species to be distinguished from the other three. Subspecies-specific markers were also found in O. 
niloticus. Three markers distinguished between sub-species O. n. niloticus and O. n. cancellatus, representing three 
natural geographical regionss i.e. Nilotic, Awash system and Sudano-Sahelian region.

SNP assay validation.  Twenty-four of these putative species-specific KASP markers were designed and 
tested. These markers were distributed across 11 of the Nile tilapia linkage groups (Supplementary Fig. S2: n = 1–5 
markers per LG). Fifteen were selected to be species-specific in the set of four species based on the ddRAD-
seq data, while eight SNPs (Oni9497, Omo10818, Omo3481, Omo3582, Omo4092, Omo7956, Omo2007 and 
Omo8084) and the single Oau4411 SNP were predicted only to clearly distinguish between three species with the 
exception of O. u. hornorum and O. niloticus respectively. Individual genotypes for each of the 24 markers tested 
by KASP are listed in Supplementary Table S2 and the allele frequencies are summarised in Table 3. Comparison 
of genotypes generated by KASP assays with ddRADseq data, based on 34 individuals and 24 SNPs, with 22 geno-
types missing from the ddRADseq data, showed 99.4% match (789/794). In all five mismatches, the KASP assays 
indicated heterozygotes whereas the ddRADseq data indicated homozygotes.

Of the subset of 15 markers designed to discriminate all four species, 10 were still found to be 100% spe-
cific for the selected test panel of 91 fish representing the four species. This included two O. niloticus mark-
ers (Oni3057, Oni5782), one O. mossambicus marker (Omo2657), four O. aureus markers (Oau9418, Oau8029, 
Oau966, Oau3873) and all three O. u. hornorum markers tested (Oho4270, Oho10793, Oho10199). Another three 
(Oni2675, Oni1276 and Omo10120) were species-specific apart from the target species showing a low frequency 
(<5%) of the alternate allele in the test panel. The remaining two O. aureus markers (Oau3001, Oau2890) showed 
a low frequency (1–5%) of the putative diagnostic allele in the non-target O. niloticus species. Of the nine mark-
ers designed to distinguish between three species, eight were found to be 100% specific in the test panel, with as 
predicted O. u. hornorum sharing a common allele with the target species of 2–23% frequency. The final marker 

SNPs/locus

Species

Oni Omo Oau Oho Oan Oma Oka Sme Sga Tzi

1 1/1 0/0 0/0 0/0 0/0 0/0 1/1 0/0 3/3 0/3

1–2 1/1 2/4 0/0 1/1 0/0 0/0 1/1 1/3 6/8 25/39

1–3 4/6 11/16 0/1 3/6 1/1 0/0 2/2 1/7 11/19 67/101

1–4 10/15 19/29 1/3 6/8 1/3 0/0 4/5 4/12 21/33 142/214

1–5 19/32 47/63 7/11 8/11 2/4 0/1 5/5 14/26 45/67 280/424

Table 2.  Number of species-specific SNPs identified in loci with up to five species-specific SNPs per locus. 
Numbers shown are for DBA/RBA respectively (see text for further details).
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Omo8084 designed to separate the three species O. mossambicus from O. niloticus and O. aureus showed poly-
morphism both by the low frequency of the alternate allele in the target species (9%) and the diagnostic allele in 
O. u. hornorum (13%).

Discussion
Inferring a comprehensive genetic structure of SNP variation in wild and farmed populations of tilapia species 
would require the sampling of tens of species with hundreds of individuals each. There is a trade-off between 
sample size and number of markers (SNPs in this case), which allows to reduce the sample size per species, 
sub-species or population to some extent. In addition, adding more than one geographic sample per species, 
where possible, strengthened the analysis. In the present study, we analysed fish from multiple populations of 
the main aquaculture species, plus representative species to cover the three main genera. This gave a sufficiently 
wide sample set to explore the use of ddRADseq for species discrimination and phylogenetic analysis. It was not 
possible to obtain samples from more than one population for several of the species concerned.

The phylogenetic trees developed from shared SNP markers showed significant separation between the three 
genera of tilapia: Tilapia, Sarotherodon and Oreochromis. These trees showed T. zillii as the most distant, followed 
by S. galilaeus and S. melanotheron, while the Oreochromis species were in a third distinct clade. There were two 

Figure 3.  Physical mapping of 644 species-specific SNP markers (RBA, with up to five SNPs per ddRAD locus – 
see text for further details) in the reference genome.
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different clusters within Oreochromis, i.e., O. niloticus and O. aureus were separated from O. macrochir, O. karon-
gae, O. andersonii, O. mossambicus and O. u. hornorum.

Unlike the ddRADseq-based analyses, the COI gene tree did not clearly separate the Sarotherodon and 
Oreochromis genera (in contrast to the ddRADseq-based analyses, in which all three genera were separated). In 
addition, the COI sequence data did not separate O. andersonii and O. macrochir or West African O. niloticus from 
O. aureus. Although nuclear markers (allozymes) showed distinct separation between O. aureus and O. niloticus 
in West African populations, the same mtDNA sequences were detected in both species26. The current study 
indicates a very clear differentiation between these two species at the nuclear DNA level. Furthermore, despite 
overlapping natural distributions of O. aureus and O. niloticus2, they do not interbreed in nature27. Considering 
that the COI gene tree is based on a single maternally inherited locus, it is not surprising that it did not have the 
depth of the trees constructed from multiple nuclear DNA markers.

Earlier studies emphasise the contrast between tilapia phylogenies developed from nuclear markers 
(allozymes15,28; five nuclear DNA markers1) and mtDNA sequence1,23,29. One study did integrate data from five 
nuclear DNA markers and mtDNA in a revised taxonomy of tilapias1, based on a broader range of species than the 
present study. A major drawback of earlier studies was the limited number of markers on which they were based. 
It seems likely that phylogenies based on hundreds of nuclear markers derived from ddRADseq (or other types 
of genotyping by sequencing), as in the present study, should produce robust results to resolve such relationships.

Phylogenetically, O. andersonii could be distinguished from O. macrochir using nuclear SNP data but not 
using the COI sequence in our study. A report showed evidence of hybridisation and introgression of these two 
(native) species with introduced O. niloticus in the Kafue River fishery (based on eight microsatellite loci), result-
ing in a complex mixed population consisting of genetic material from all three species30. The introduced O. 

Figure 4.  The discriminant ability of RAD markers. (A) Phylogenetic tree of tilapia species inferred from 1,204 
shared markers from reference-based analysis (RBA) and rooted to T. zillii. All sequences were aligned, and 
the tree was constructed using RAxML. The best ML bipartition tree is provided with bootstrap support when 
higher than 75%. (B) An enlarged version of the phylogenetic tree shown, encompassing the two subspecies of 
O. niloticus. (C) Principal Component Analysis of the 1,204 shared markers.
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niloticus presumably eliminated the behavioural isolation mechanism31 between these two native species30. In 
addition, a low frequency of hybridisation occurred between the introduced O. niloticus and O. andersonii with 
native O. mossambicus in South Africa8. The success of SNP markers to discern four species can be discerned 
based on the shared SNP markers (Figs 3 and 4), which is promising for the use of such SNP markers in future 
studies involving potential hybridisation and introgression among these and other groups of tilapia.

The shared SNP markers also showed a clear distinction between the two sub-species of O. niloticus, O. n. can-
cellatus and O. n. niloticus, which formed two separate clades in the phylogenetic analysis. The O. n. cancellatus, 
found in Lakes Hora, Koka and Metahara, all in the Awash System in the Ethiopian Rift Valley, formed a single 
branch with little discrimination among the three lake populations studied.

Reference genome-based analysis of the ddRADseq data identified 57 species-specific SNP markers among ten 
tilapia species when a maximum of two SNPs per locus was allowed (to facilitate KASP assay design). The analysis 
found species-specific markers from seven species, but none were found for O. andersonii, O. aureus or O. mac-
rochir. However, when the number of SNPs per locus criterion was relaxed to a maximum of five, species-specific 
markers were identified for all ten species. The species-specific markers from loci having 1–2 SNPs could be 
genotyped using single SNP assays, while those containing more SNPs would require other methods of analysis, 
e.g. PCR and sequencing.

It would be desirable to have a simple technique to distinguish between the species in the Oreochromis 
genus that are commonly used in aquaculture. Analysis of the ddRADseq dataset allowed the development of 
PCR-based assays for several SNP markers that served this purpose. Only twenty-four were screened in this 
way; larger numbers could be developed, particularly if the requirement was only to compare pairs of species. 
For instance, between O. niloticus and O. mossambicus, both of which are commonly found in Asian countries 
in aquaculture and ferally, there were 66 SNP markers at 60 loci that could be used for species discrimination.

Validation of individual species-specific SNPs using PCR-based KASP assays revealed a very high level of 
agreement with the genotypes from the ddRADseq data, and would allow promising SNPs to be assayed more 
cheaply and/or in laboratories without access to a sequencer, broadening the potential for application to a wide 
range of situations where hybridisation/introgression are suspected in aquaculture or wild populations. The avail-
ability of pure species control samples is important. In the few cases where there was a mismatch, the KASP assay 
allowed better discrimination of heterozygotes. Under representation of heterozygotes is a known inherent bias 
of RAD-seq methodologies32.

Diagnostic for

Frequency of putative diagnostic allele (%)

Marker 
name

Diagnostic 
SNP

O. niloticus 
(n = 30)

O. mossambicus 
(n = 22)

O. aureus 
(n = 23)

O. u. hornorum 
(n = 16)

O. niloticus Oni3057 A 100* 0 0 0

Oni9497 T 100* 0 0 31

Oni5782 A 100* 0 0 0

Oni2675 G 97* 0 0 0

Oni1276 A 97* 0 0 0

O. mossambicus Omo2657 A 0 100* 0 0

Omo10818 C 0 100* 0 100

Omo3481 C 0 100* 0 100

Omo3582 A 0 100* 0 100

Omo4092 C 0 100* 0 100

Omo7956 T 0 100* 0 100

Omo2007 A 0 100* 0 100

Omo10120 A 0 95* 0 0

Omo8084 G 0 91* 0 56

O. aureus Oau9418 C 0 0 100* 0

Oau8029 G 0 0 100* 0

Oau966 T 0 0 100* 0

Oau3873 C 0 0 100* 0

Oau3001 A 3 0 100* 0

Oau2890 T 12 0 100* 0

Oau4411 T 5 0 100* 0

O. u. hornorum Oho4270 A 0 0 0 100*

Oho10793 G 0 0 0 100*

Oho10199 A 0 0 0 100*

Table 3.  Summary of diagnostic allele frequency for 24 putative diagnostic markers identified by ddRAD 
and tested by KASP genotyping assays in 91 individuals to distinguish among O. niloticus, O. mossambicus, O. 
aureus and O. u. hornorum. Refer to Supplementary Table S3 for full genotype data. *Frequencies of the putative 
diagnostic alleles in the target species.
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Analysis of fixed allele patterns in the ddRADseq dataset also identified three potential subspecies-specific 
SNP markers in O. niloticus. These markers distinguished the sub-species O. n. niloticus and O. n. cancella-
tus, based on Egyptian and West African O. n. niloticus, and O. n. cancellatus from three different sources in 
Ethiopia33. One of the SNPs was located in LG1 (marker id_5516A), with the allele A in O. n. niloticus and G in 
O. n. cancellatus, in the region coding for testis-specific serine/threonine-protein kinase 1-like locus (99% iden-
tity: NC_022199). There was an insertion polymorphism (one bp) in the ddRAD locus compared to reference 
sequences in the NCBI gene bank.

Double digest RAD-seq using SbfI and SphI restriction enzymes generated over 1000 SNP markers that were 
used to produce a phylogeny of the ten species analysed. Principal component analysis of this dataset also clearly 
separated these ten species. From this dataset, 57 species-specific SNP markers were identified across the set of 10 
tilapia species when 1–2 SNPs were allowed per ddRAD locus: larger numbers of species-specific markers were 
found when more SNPs were allowed per locus, or when the dataset was reduced to lower numbers of species. 
When screened on a larger set of individuals, many of these SNPs continued to show 100% discrimination, while 
in a minority of cases rare alleles were detected that were common to other species. While further development 
(e.g. larger sample sizes, testing on case studies) is required, this approach shows promise to investigate hybrid-
isation and introgression in tilapias, both in the wild and in aquaculture, and could be applied to other species 
groups.

Methods
Ethics statement.  All working procedures complied with the UK Animals Scientific Procedures Act 
(Parliament of the United Kingdom 1986). This research was carried out with the approval of the University of 
Stirling Animal Welfare and Ethical Review Body (AWERB).

Biological materials.  Fin samples were collected from 10 different tilapiine species. Efforts were made to 
source these only from populations with known histories and an absence of hybridisation. The Oreochromis nilot-
icus samples consisted of two sub-species (O. n. niloticus and O. n. cancellatus) from three locations in each case; 
O. aureus, O. mossambicus and Tilapia zillii (Gervais: reclassification as Coptodon zillii proposed by Dunz & 
Schliewen, 20131) comprised samples from two locations each, while O. karongae (Trewavas), O. urolepis hor-
norum (Norman), O. andersonii, O. macrochir, Sarotherodon galilaeus (Linnaeus) and S. melanotheron consisted 
of samples from one location each. Each originated from a single wild population (in some cases then maintained 
and bred in captivity) as far as could be ascertained. Samples were stored in 99% ethanol at −20 °C until needed. 
Details of samples and origins are listed in Table 1 and Supplementary Table S1. Sex ratios (see Supplementary 
Table S1) were approximately balanced as far as possible to minimise any potential bias due to sex-specific regions 
of the genome. Phenotypic sex data was available for 84% of the individuals used for the ddRADseq analysis; no 
phenotypic sex data was available for O. andersonii, O. macrochir or most of the sample of T. zillii from Ghana.

Genomic DNA extraction.  Total genomic DNA was extracted using the Realpure Genomic DNA 
Extraction Kit (Durviz S.L.) following the manufacturer’s protocol. An RNase incubation step was included to 
minimise RNA contamination, with each precipitated DNA sample being finally resuspended in 5 mM Tris, 
pH 8.5. Extracted DNA was quantified by spectrometry (NanoDrop ND 1000 Spectrophotometer, NanoDrop 
Technologies Inc.) and then by fluorimetry (Qubit® Fluorometer 2.0, dsDNA High Sensitivity assay kit; 
Invitrogen, ThermoFisher Scientific). Sample integrity was checked by agarose gel (0.8%) electrophoresis. Those 
samples comprising predominantly high molecular weight DNA and with both 260/280 and 260/230 OD ratios 
exceeding 1.8 were selected for use. Based on fluorimetry values samples were diluted to 7 ng/µL with 5 mM Tris, 
pH 8.5.

Double Digest RAD library preparation and sequencing.  Three libraries were constructed, includ-
ing between 36–48 individuals in each (Supplementary Table S1). The ddRAD library preparation protocol was 
based on the methodology originally reported by Peterson et al.25, with modifications/refinements as described by 
Manousaki et al.34 and Brown et al.35. Briefly, for each library, individual DNA samples (21 ng–3 µL) were simul-
taneously digested with two high fidelity restriction enzymes: SbfI (CCTGCA|GG recognition site), and SphI 
(GCATG|C recognition site), both sourced from New England Biolabs (NEB), UK. Digestions were incubated 
for 40 min at 37 °C, using 0.25 U of each enzyme in 1× CutSmart Buffer (NEB), in a 6 µL reaction volume. The 
reactions were then cooled to c. 22 °C, 3 µL of a premade barcode/adapter mix was added to each digested DNA 
sample and incubated at 22 °C for 10 min. The adapter mix included individual-specific barcoded combinations 
of P1 (SbfI-compatible) and P2 (SphI-compatible) adapters at 6 nM and 72 nM concentrations respectively, in 
1 × reaction buffer 2 (NEB). Adapters were compatible with Illumina sequencing chemistry. The barcoded adapt-
ers were designed such that adapter– genomic DNA ligations did not reconstitute RE sites, while residual RE 
activity limited concatemerisation of genomic fragments. The adapters included an inline five- or seven-base bar-
code for sample identification. Ligation was performed over 3.5 h at 22 °C by addition of a further 3 µL of a liga-
tion mix including 4 mM rATP (Promega, UK), and 2000 cohesive-end units of T4 ligase (NEB) in 1× CutSmart 
buffer. The ligated samples were then heat denatured at 65 °C for 20 min and cooled to room temperature. Samples 
for a library were combined into a single pool. The pooled library sample was column-purified (MinElute PCR 
Purification Kit, Qiagen, UK), and eluted in 80 µL EB buffer (Qiagen, UK). Size-selection of fragments, rang-
ing from 320 bp to 590 bp, was performed by agarose gel separation. Following gel purification (MinElute Gel 
Extraction Kit, Qiagen, UK), the eluted size-selected template DNA (60 µL in EB buffer) was PCR amplified (13–
14 cycles PCR dependent on library; 24 separate 12.5 µL reactions, each with 1 µL template DNA) using a high 
fidelity Taq polymerase (Q5 Hot Start High-Fidelity DNA Polymerase, NEB). The PCR reactions were combined 
(300 µL total), and column-purified (MinElute PCR Purification Kit). The c. 50 µL eluate, in EB buffer, was then 
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subjected to a further size-selection clean up using an equal volume of AMPure magnetic beads (Perkin-Elmer), 
to maximise removal of small fragments (less than c. 200 bp). Each final library was eluted in 19 µL EB buffer, 
QUBIT quantified and diluted to 10 nM stocks. Each library was sequenced in house on a separate Illumina 
MiSeq run (v2 chemistry, 300 cycle kit, 161 base paired-end reads; Illumina).

Genotyping RAD-tags.  The MiSeq generated reads were processed using a software pipeline designed 
specifically for RAD analysis, Stacks v1.4636. First, the process_radtags component was used to demultiplex the 
individual samples. During this step sequence reads with quality scores below 20, missing either restriction site 
or with ambiguous barcodes were also discarded. Barcodes were removed, and all sequences trimmed (3′ end) 
to be no greater than 148 bases long. For the purposes of this analysis paired-end reads were treated as separate 
loci, read 2 sequences being appended to read 1 sequence files. These sequences were assigned to RAD loci using 
both de novo and reference genome-based approaches (defaults parameters except where noted). The key param-
eter values employed to identify RAD loci for the de novo analysis (DBA) were: a minimum stack depth (m) of 
6, a maximum of 2 mismatches allowed in a locus (M) in an individual and up to 4 mismatches between loci 
when building the catalog (n). For the reference-based analysis (RBA), the reads were aligned against O. niloticus 
genome using bowtie2, then a minimum stack depth (m) of 6 was used and included only those loci matched to 
the O. niloticus genome assembly Orenil1.137, NCBI assembly GCF_000188245.2. Finally, the populations com-
ponent of Stacks was used to export filtered data (polymorphic loci) for further analysis.

Marker identification.  Polymorphic loci were defined as RAD-tags with one or more SNPs. Shared loci 
were defined as polymorphic loci present in at least 75% of the samples, while species-specific loci were defined as 
polymorphic loci exhibiting no intraspecific polymorphism but showing interspecific polymorphism and present 
in at least 75% of each taxon. A marker was defined as one particular SNP at a locus.

Phylogenetic analysis using SNP data.  SNP data from filtered shared loci was combined into com-
posite genotypes for each individual (n = 131). Phylogenetic trees were constructed with RAxML v8.0.038. 
Maximum-likelihood phylogenetic trees were inferred using the GTR + CAT nucleotide substitution model39 and 
bootstrap support values estimated from 10,000 replicate searches of randomly generated trees. The best-scoring 
ML tree was visualised using FigTree v1.4.2.

Physical mapping.  The species-specific loci identified by RBA from the 10 species dataset were physically 
located in the O. niloticus genome and visualised using Genetic-Mapper v0.940.

Species discrimination analysis of SNP data.  Principal Component Analysis (PCA) and Discriminant 
Analysis of Principal Components (DAPC) were carried out on the SNP data using R v3.3.241 and an associated 
R/adegenet package v1.4-142. PCA creates simplified models of the total variation within the dataset and DAPC 
identifies clusters of genetically related individuals43.

PCR-based SNP genotyping.  SNP assays were designed and manufactured for 24 species-specific 
SNP markers using KASP (Kompetitive Allele-Specific PCR) genotyping technology by LGC Genomics Ltd. 
(Supplementary Table S3). In most cases, these were derived from the set of species including O. niloticus, O. 
mossambicus, O. aureus and O. u. hornorum, but some markers were selected only to distinguish O. mossambicus 
from O. niloticus and O. aureus (see Results). For primer design to be feasible, the SNP of interest at a given locus 
needed to be at least 20 bp from the end of a given sequence. This allowed enough sequence for compatible prim-
ers to be designed. Each sample was genotyped in a 5 µL reaction volume using 8 ng DNA template dried in a 96 
well white PCR plate (Starlab). The PCR cycling conditions (TAdvanced thermocycler, Biometra) were as follows: 
an initial denaturation at 94 °C for 15 min, 10 cycles at 94 °C for 20 s and touchdown 65 °C to 57 °C (dropping 
0.8 °C each cycle) for 1 min followed by 35 cycles at 94 °C for 20 s and 57 °C annealing/amplification. Fluorescence 
signals were measured at 22 °C using a Techne Quantica® Real Time PCR Thermal Cycler (Techne) and geno-
types assigned by allelic discrimination analysis using the Quansoft software v1.121.

COI DNA barcoding.  Approximately 655 bp of the COI gene from mitochondrial DNA was amplified from 
the 10 tilapia species (see Table 1), using primer pairs44 FishF2 -5′TCGACTAATCATAAAGATATCGGCAC3′ and 
FishR2 -5′ACTTCAGGGTGACCGAAGAATCAGAA3′. PCR was performed in 20 µL final volumes, each reaction 
containing 4 µL 5x Phusion HF buffer, 0.4 µL 10 mM dNTPs, 1 µL 10 µM FishF2 primer, 1 µL 10 µM FishR2 primer, 
12.35 µL nuclease-free water, 0.25 µL Phusion DNA polymerase (2 units/µL; New England Biolabs) and 1 µL DNA 
template (c. 50 ng). The amplification conditions were: initial denaturation at 98 °C for 30 s followed by 33 cycles of 
98 °C for 10 s, 59 °C for 30 s, 72 °C for 30 s and final extension at 72 °C for 10 min. The amplification products were 
purified by spin column following the manufacturer’s instructions (QIAquick PCR Purification kit). The purified 
samples were commercially sequenced bidirectionally (Sanger sequencing, GATC Biotech Ltd.). The COI sequences 
from ten tilapia species were aligned using Clustal Omega v1.2.245, then a gene tree constructed based on a segment 
of 676 bases available for all individuals using RAxML and visualised using FigTree v1.4.2.

Data access.  All species names used are in accordance with The Catalogue of Life46. The raw sequence data 
from this study have been submitted to the EBI Sequence Read Archive (SRA) study PRJEB697947.

References
	 1.	 Dunz, A. R. & Schliewen, U. K. Molecular phylogeny and revised classification of the haplotilapiine cichlid fishes formerly referred 

to as ‘Tilapia’. Mol. Phylogenet. Evol. 68, 64–80 (2013).
	 2.	 Trewavas, E. Tilapiine fishes of the genera Sarotherodon, Oreochromis, and Danakilia. (British Museum (Natural History), 1983).
	 3.	 FAO. FAO year book 2012. (2014).

https://doi.org/10.1038/s41598-019-48339-2


1 0Scientific Reports |         (2019) 9:13001  | https://doi.org/10.1038/s41598-019-48339-2

www.nature.com/scientificreportswww.nature.com/scientificreports/

	 4.	 FAO. World Aquaculture 2015: a Brief Overview. 1140, (2015).
	 5.	 Thodesen (Da-Yong Ma), J. et al. Genetic improvement of tilapias in China: Genetic parameters and selection responses in growth, 

pond survival and cold-water tolerance of blue tilapia (Oreochromis aureus) after four generations of multi-trait selection. 
Aquaculture 396–399, 32–42 (2013).

	 6.	 Macaranas, J. M., Taniguchi, N., Pante, M. J. R., Capili, J. B. & Pullin, R. S. V. Electrophoretic evidence for extensive hybrid gene 
introgression into commercial Oreochromis niloticus (L.) stocks in the Philippines. Aquac. Res. 17, 249–258 (1986).

	 7.	 Adépo-Gourène, B., Gourène, G. & Agnèse, J.-F. Genetic identification of hybrids between two autochthonous tilapia species, Tilapia 
zillii and Tilapia guineensis, in the man-made lake Ayamé. Aquat. Living Resour. 19, 239–245 (2006).

	 8.	 Angienda, P. O. et al. Genetic structure and gene flow in an endangered native tilapia fish (Oreochromis esculentus) compared to 
invasive Nile tilapia (Oreochromis niloticus) in Yala swamp, East Africa. Conserv. Genet. 12, 243–255 (2011).

	 9.	 Silva, C. D. & Ranasinghe, J. Biochemical evidence of hybrid gene introgression in some reservoir populations of tilapia in southern 
Sri Lanka. Aquac. Res. 20, 269–277 (1989).

	10.	 Wohlfarth, G. W. & Hulata, G. Applied genetics of Tilapias. (International Center for Living Aquatic Resources Management, 1982).
	11.	 Costa-Pierce, B. A. Rapid evolution of an established feral tilapia (Oreochromis spp.): The need to incorporate invasion science into 

regulatory structures. Biol. Invasions 5, 71–84 (2003).
	12.	 McAndrew, B. J. & Majumdar, K. C. Tilapia stock identification using electrophoretic markers. Aquaculture 30, 249–261 (1983).
	13.	 Sodsuk, P. K., McAndrew, B. J. & Turner, G. F. Evolutionary relationships of the Lake Malawi Oreochromis species: evidence from 

allozymes. J. Fish Biol. 47, 321–333 (1995).
	14.	 B-Rao, C. & Majumdar, K. C. Multivariate map representation of phylogenetic relationships: application to tilapiine fish. J. Fish Biol. 

52, 1199–1217 (1998).
	15.	 Sodsuk, P. & McAndrew, B. J. Molecular systematics of three tilapüne genera Tilapia, Sarotherodon and Oreochromis using allozyme 

data. J. Fish Biol. 39, 301–308 (1991).
	16.	 Agnése, J.-F., Adépo-Gourène, B., Owino, J., Pouyaud, L. & Aman, R. Genetic characterization of a pure relict population of 

Oreochromis esculentus, an endangered tilapia. J. Fish Biol. 54, 1119–1123 (1999).
	17.	 Nyingi, D., De Vos, L., Aman, R. & Agnèse, J.-F. Genetic characterization of an unknown and endangered native population of the 

Nile tilapia Oreochromis niloticus (Linnaeus, 1758) (Cichlidae; Teleostei) in the Loboi Swamp (Kenya). Aquaculture 297, 57–63 
(2009).

	18.	 Bardakci, F. & Skibinski, D. O. Application of the RAPD technique in tilapia fish: species and subspecies identification. Heredity 
(Edinb). 73(Pt 2), 117–23 (1994).

	19.	 Dinesh, K. R., Lim, T. M., Chan, W. K. & Phang, V. P. E. Genetic variation inferred from RAPD fingerprinting in three species of 
tilapia. Aquac. Int. 4, 19–30 (1996).

	20.	 Hassanien, H. A., Elnady, M., Obeida, A. & Itriby, H. Genetic diversity of Nile tilapia populations revealed by randomly amplified 
polymorphic DNA (RAPD). Aquac. Res. 35, 587–593 (2004).

	21.	 El-Serafy, S. S., Abdel-Hameid, N. A. H., Awwad, M. H. & Azab, M. S. DNA riboprinting analysis of Tilapia species and their hybrids 
using restriction fragment length polymorphisms of the small subunit ribosomal DNA. Aquac. Res. 38, 295–303 (2007).

	22.	 Toniato, J., Penman, D. J. & Martins, C. Discrimination of tilapia species of the genera Oreochromis, Tilapia and Sarotherodon by 
PCR-RFLP of 5S rDNA. Aquac. Res. 41, 934–938 (2010).

	23.	 Shirak, A. et al. DNA barcoding of Israeli indigenous and introduced cichlids. Isr. J. Aquac. - Bamidgeh 61, 83–88 (2009).
	24.	 Wu, L. & Yang, J. Identifications of Captive and Wild Tilapia Species Existing in Hawaii by Mitochondrial DNA Control Region 

Sequence. PLoS One 7, e51731 (2012).
	25.	 Peterson, B. K., Weber, J. N., Kay, E. H., Fisher, H. S. & Hoekstra, H. E. Double digest RADseq: An inexpensive method for de novo 

SNP discovery and genotyping in model and non-model species. PLoS One 7, e37135 (2012).
	26.	 Rognon, X. & Guyomard, R. Large extent of mitochondrial DNA transfer from Oreochromis aureus to O. niloticus in West Africa. 

Mol. Ecol. 12, 435–445 (2003).
	27.	 Payne, A. & Collinson, R. A comparison of the biological characteristics of Sarotherodon niloticus (L.) with those of S. aureus 

(Steindachner) and other tilapia of the delta and lower Nile. Aquaculture 30, 335–351 (1983).
	28.	 Pouyaud, L. & Agnese, J.-F. Phylogenetic relationships between 21 species of three tilapiine genera Tilapia, Sarotherodon and 

Oreochromis using allozyme data. J. Fish Biol. 47, 26–38 (1995).
	29.	 Nagl, S. et al. Classification and phylogenetic relationships of African tilapiine fishes inferred from mitochondrial DNA sequences. 

Mol. Phylogenet. Evol. 20, 361–374 (2001).
	30.	 Deines, A., Bbole, I., Katongo, C., Feder, J. & Lodge, D. Hybridisation between native Oreochromis species and introduced Nile 

tilapia O. niloticus in the Kafue River, Zambia. African J. Aquat. Sci. 39, 23–34 (2014).
	31.	 Falter, U. & Dufayt, O. Behavioural isolation mechanisms in tilapia spp.: Courtship sequences in intra and interspecific encounters. 

Ann. - Mus. R. l’Afrique Cent. Sci. Zool. 262, 59–63 (1991).
	32.	 Davey, J. W. et al. Special features of RAD Sequencing data: implications for genotyping. Mol. Ecol. 22, 3151–64 (2013).
	33.	 Prunet, P. & Bornancin, M. Physiology of salinity tolerance in tilapia: an update of basic and applied aspects. Aquat. Living Resour. 

2, 91–97 (1989).
	34.	 Manousaki, T. et al. Exploring a Nonmodel Teleost Genome Through RAD Sequencing — Linkage Mapping in Common Pandora, 

Pagellus erythrinus and Comparative Genomic Analysis. G3 6, 509–519 (2016).
	35.	 Brown, J. K. et al. Mapping the sex determination locus in the hapuku (Polyprion oxygeneios) using ddRAD sequencing. BMC 

Genomics 17, 1–12 (2016).
	36.	 Catchen, J., Hohenlohe, P. A., Bassham, S., Amores, A. & Cresko, W. A. Stacks: An analysis tool set for population genomics. Mol. 

Ecol. 22, 3124–3140 (2013).
	37.	 Brawand, D. et al. The genomic substrate for adaptive radiation in African cichlid fish. Nature 513 (2014).
	38.	 Stamatakis, A. RAxML version 8: a tool for phylogenetic analysis and post-analysis of large phylogenies. Bioinformatics 30, 

1312–1313 (2014).
	39.	 Lartillot, N. & Philippe, H. H. A Bayesian mixture model for across-site heterogeneities in the amino-acid replacement process. Mol. 

Biol. Evol. 21, 1095–1109 (2004).
	40.	 Bekaert, M. Genetic-Mapper: vectorial genetic map drawer. F1000Research 5 (2016).
	41.	 R Core Team R: A Language and Environment for Statistical Computing. R Foundation for Statistical Computing (2016).
	42.	 Jombart, T. adegenet: a R package for the multivariate analysis of genetic markers. Bioinformatics 24, 1403–1405 (2008).
	43.	 Jombart, T., Devillard, S. & Balloux, F. Discriminant analysis of principal components: a new method for the analysis of genetically 

structured populations. BMC Genet. 11, 94 (2010).
	44.	 Ward, R. D., Zemlak, T. S., Innes, B. H., Last, P. R. & Hebert, P. D. N. DNA barcoding Australia’s fish species. Philos. Trans. R. Soc. 

Lond. B. Biol. Sci. 360, 1847–57 (2005).
	45.	 Sievers, F. et al. Fast, scalable generation of high-quality protein multiple sequence alignments using Clustal Omega. Mol. Syst. Biol. 

7, (2011).
	46.	 Roskov, Y. et al. Species 2000 & ITIS Catalogue of Life, Annual Checklist. Species 2000: Naturalis doi:ISSN 2405-884X (2017).
	47.	 Syaifudin, M. Species-specific DNA markers for improving the genetic management of tilapia. PhD thesis, University of Stirling 

(2015).

https://doi.org/10.1038/s41598-019-48339-2


1 1Scientific Reports |         (2019) 9:13001  | https://doi.org/10.1038/s41598-019-48339-2

www.nature.com/scientificreportswww.nature.com/scientificreports/

Acknowledgements
We are grateful to Dr Andrew M. Deines for the O. andersonii and O. macrochir samples and to the Temasek 
Life Sciences Laboratory, National University of Singapore for O. mossambicus samples. We thank Keith Ranson 
of the Tropical Aquarium Facility, Institute of Aquaculture, University of Stirling, for help in rearing fish. This 
publication is based largely on the PhD thesis of the first author.

Author Contributions
The study was designed by M.S., B.J.M., D.J.P. and J.B.T.; G.H., H.D’C. and J.-F.B. contributed samples. The 
laboratory work was conducted by M.S., J.B.T., K.L.B. and M.G.Q.K.; M.B., M.S., S.W., S.-L.C.S. and C.P. 
conducted the data analysis; M.B. prepared figures and tables; M.S., M.B., C.P., J.B.T., K.L.B. and D.J.P. drafted the 
manuscript. All authors read, edited, and approved the manuscript.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-019-48339-2.
Competing Interests: The authors declare no competing interests.
Publisher’s note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2019

https://doi.org/10.1038/s41598-019-48339-2
https://doi.org/10.1038/s41598-019-48339-2
http://creativecommons.org/licenses/by/4.0/

	Species-Specific Marker Discovery in Tilapia

	Results

	COI sequencing. 
	Double digest RAD library sequencing. 
	Sequence analysis. 
	SNP-based phylogenetic tree reconstruction. 
	Species-specific markers for aquaculture species. 
	SNP assay validation. 

	Discussion

	Methods

	Ethics statement. 
	Biological materials. 
	Genomic DNA extraction. 
	Double Digest RAD library preparation and sequencing. 
	Genotyping RAD-tags. 
	Marker identification. 
	Phylogenetic analysis using SNP data. 
	Physical mapping. 
	Species discrimination analysis of SNP data. 
	PCR-based SNP genotyping. 
	COI DNA barcoding. 
	Data access. 

	Acknowledgements

	Figure 1 A gene tree of tilapia species inferred from COI sequences, and rooted to T.
	Figure 2 The number of reads, loci and markers for the de novo-based analysis (DBA) and reference genome-based analysis (RBA).
	Figure 3 Physical mapping of 644 species-specific SNP markers (RBA, with up to five SNPs per ddRAD locus – see text for further details) in the reference genome.
	Figure 4 The discriminant ability of RAD markers.
	Table 1 Origin of tilapia samples used in ddRAD analysis, SNP validation by KASP and COI sequencing.
	Table 2 Number of species-specific SNPs identified in loci with up to five species-specific SNPs per locus.
	Table 3 Summary of diagnostic allele frequency for 24 putative diagnostic markers identified by ddRAD and tested by KASP genotyping assays in 91 individuals to distinguish among O.




