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A Molecular Genetic Variation Among Intra-populations
of Korean Shiner, Coreoleuciscus splendidus
Mori (Cyprinidae)
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We examined the genetic diversity in intra-populations of Korean shiner,
Coreoleuciscus splendidus, in six major rivers (Bukhan, Namhan, Geum, Osipcheon,
Nakdong and Seomjin river) of Korea based on two different mitochondrial genes,
the mitochondrial cytochrome b and the 16S rRNA. Analysis of sequence variation in
a 657-bp segment of the mitochondrial cytochrome b gene revealed deep divergence
among populations (98.2~99.9%) and high genetic diversity from geographically
isolated populations. Intra-specific variation in this 697-bp segment of the 16S rRNA
gene sequences was very low and nearly identical. Six isolate populations of C.
splendidus showed a high similarity (97.7%~ 99.7%). This result may be indicative of
a complex history of connection and isolation of the rivers in the Korea peninsula.
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Introduction

Phylogeography is a study of the geographical
distribution of evolutionary lineages and of the
geographical processes that influence such
distribution with a focus on diversity within and
between closely related species (Avise, 2000). The
present and historical connections among rivers
are one possible basis for the interpretation of
the observed genetic relationships among popu-
lations (Bernatchez and Wilson, 1998; Aurelle et
al., 2002). Historical biogeographical analyses of
freshwater fishes provide a natural link between
the geological and biotic evolution of a region.

The family Cyprinidae, containing about 2000
species, is one of the most extensive freshwater
fish families, whose biogeography, phylogeog-
raphy and systematics are based on morpho-
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logical characters (Nelson, 1994). Korean shiner,
Coreoleuciscus splendidus is one of the endemic
freshwater cyprinid fishes in Korea (Kim, 1997).
Most individuals dwell at the bottom in riffle
area of streams and feed on aquatic insects (Song
and Kwon, 1993). Most streams of this study
area are divided no connection to neighbouring
drainage systems. Geographical isolation is one
of the primary barriers that produce changes of
genetic composition. By integrating past and
present biogeographical records and the infor-
mation provided by molecular data, this con-
junction has led to important insights in popu-
lation genetics, evolutionary biology and ecology
(Schluter, 1997; McCusker et al., 2000; Berna-
tchez, 2001). Molecular systematics is now recog-
nized as an integral part of efforts to conserve
rare species (Soltis and Gitzendanner, 1999). By
delineating boundaries between evolutionary
lineages, phylogenetic hypotheses focus attention
on genetically distinct populations or groups of
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populations that may require special protection
or warrant independent management strategies
(Moritz, 1994). In recent years, mitochondrial
DNA, because of its fast evolution, has been
widely applied in systematics (Bermingham and
Martin, 1998). As regards molecular studies,
which in other fields have proved to be quite
useful, a single specific work has been conducted
on this family, during which partial sequences of
the mitochondrial 16S rRNA gene and cyto-
chrome b gene were obtained in many species
(Kotlik and Berrebi, 2001; Machordom and
Doadrio, 2001). Further, phylogenetic recon-
struction identifies the relationships between
these lineages and reveals the extent to which
cohesive evolutionary groups have diverged. The
objectives of the present study were to inves-
tigate for phylogeographic patterns at hierar-
chical scales of between populations. This study
is an investigation of the phylogeny of C. splen-
didus, using two mitochondrial genes, the 16S
ribosomal gene and the cytochrome b gene for
intra-specific divergence.

Materials and Methods

A total of 46 specimens of C. splendidus from
six populations (Bukhan, Namhan, Geum, Osip-
cheon, Nakdong and Seomjin river) in Korea
were collected (Fig. 1 and Table 1).

Genomic DNA was extracted from muscle
tissue by a standard phenol/chloroform protocol
as described by Sambrook and Russel (2001). The
two gene regions were amplified by the poly-
merase chain reaction (PCR) from 20~40 ng of
DNA. For the 16S rRNA coding gene, the primers
used, N984 (5'-CGCCTGTTTACCAAAAACATCG
-3') and 3259 (CCGCTTTGAGCTCAGATCA-3'),
were as described by Kocher et al. (1989). PCR
amplification was conducted over 30 cycles using
the following conditions: 1 min at 93°C (one cycle),
15sec at 93°C, 45 sec at 48°C, and 2min 30 sec at

72°C (five cycle), 15 sec at 93°C, 45 sec at 55°C,
and 2 min 30 sec at 72°C (30 cycles), with a final
extension of 7 min at 72°C for 16S rRNA coding
gene. PCR amplication of the mitochondrial cyto-
chrome b gene was carried out using the primers
New-For (5'-AGCCTACGAAAAACCCACCC-3')
and 34 Rew (5'-AAACTGCAGCCCCTCAG-
AATGATATTTGTCCTCA-3') designed by Chang
et al. (1994) and Cantatore et al. (1994). Double-
stranded product was amplified using the follow-
ing cycling profile: initial denaturation for 1 min
at 92°C; 15 sec at 92°C, 45s at 48°C, and 2 min
30s at 72°C (5 cycle); 15s at 92°C, 45s at 52°C,
and 2 min 30s at 72°C (30 cycle); and a final ex-
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Fig. 1. Map illustrating the location of sampling sites.

Table 1. Collection localities and specimen numbers of Coreoleuciscus splendidus examined in this study

Population Specimen No.

Locality

Bukhan River
Namhan River
Geum River
Osipcheon River
Nakdong River
Seomjin River

Wontong-ri, Buk-myeon, Inje-gun, Gangwon-do

Najeon-ri, Bukpyeong-myeon, Jeongseon-gun, Gangwon-do
Cheongnyang-ri, Seolcheon-myeon, Muju-gun, Jeollabuk-do
Singi-ri, Singi-myeon, Samcheok-si, Gangwon-do

Docheon-ri, Myeongho-myeon, Bonghwa-gun, Gyeongsangbuk-do
Gwanchon-ri, Gwanchon-myeon, Imsil-gun, Jeollabuk-do
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Fig. 2. Sequence alignment of 16S rRNA gene sequences from six geographical isolates for Coreoleuciscus splendidus of
Korea. Dots ( « ) denote identical bases; dashes (—), gaps inserted for alignment purposes.
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Fig. 3. Sequence alignment of mitochondrial cytochrome b gene sequences from six geographical isolates for
Coreoleuciscus splendidus of Korea. Dots ( « ) denote identical bases; dashes (), gaps inserted for alignment
purposes.
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tension of 7 min at 72°C. The PCR products were
purified using an Ultra Clean DNA purification
kit (MO BIO Labs), and ligated into a pGEM-T
easy vector (Promega). DNA from positive recom-

Table 2. Pairwise differences among 16S rRNA gene
sequences of populations Coreoleuciscus splendi-
dus

1 2 3 4 5 6

3 2 2 16 12
(99.6) (99.7) (99.7) (97.9) (98.4)

3 3 17 14
(99.6) (99.6) (97.7) (98.1)

2 16 13
(99.7) (97.9) (98.3)

1. Osipcheon river
2. Namhan river

3. Geum river

. 16 13

4. Bukhan river (97.9) (98.3)
o 3

5. Seomjin river (99.6)

6. Nakdong river

Table 3. Pairwise differences among mitochondrial cyto-
chrome b gene sequences of populations Coreol-
euciscus splendidus

1 2 3 4 5 6

1 9 12 9 12
(98.3%) (98.6) (98.2) (98.6) (98.2)

6 8 10 1
(99.1) (98.8) (98.5) (99.9)

1. Bukhan river

2. Nakdong river

. . 8 4 5

3. Osipcheon river (98.8) (99.4) (99.2)
) 10 7

4. Geum river (98.5) (98.9)
] 9

5. Namhan river (98.6)

6. Seomjin river

binants was purified using the QlAprep spin
plasmid kit (Qiagen Co.). DNA sequencing was
performed using the dideoxy chain termination
method and an automated DNA sequencer. At
least two clones were sequenced per isolate, and
additional clones were sequenced as necessary to
resolve ambiguous sites. Nucleotide sequences
were aligned using Clustal X 1.81 (Thompson et
al., 1997). Phylogenetic and molecular evolu-
tionary analyses were conducted using MEGA
version 2.1 (Kumar et al., 2001). Gaps were con-
sidered as an additional character state in pair-
wise comparisons.

Results

The 16S rRNA and mitochondrial cytochrome b
gene were sequenced in 7 to 9 individuals from
six populations by a 697 bp and 657 bp segment
of the 5' end of the gene. The nucleotide compo-
sition of these two gene were homogeneous among
congeners. Sequence data of the 16S rRNA and
mitochondrial cytochrome b gene obtained from
this study were aligned and compared (Fig. 2 and
Fig. 3). Pairwise differences among 16S and
cytochrome b of mitochondrial gene sequences of
intra-populations are shown in Table 2 and
Table 3. The 697 bp 16S rRNA of the six C. splen-
didus isolates was obtained. The six populations
of C. splendidus of Korea had almost identical
16S sequences and differed at either two or 16
sites (0.3~2.3% divergence) (Table 2). Figure 4
shows the relationships among the intra-species
of C. splendidus used as inferred from their 16S
sequences. The phylogenetic tree shows that C.

£|: Pseudorasbora pumila
Pseudorasbora parva

Sarcocheilichthys variegatus microoculus
gg 1 Coreoleuciscus splendidus (Nakdong River)
C. splendidus (Seomjin River)

0.05

100

C. splendidus (Bukhan River)
C. splendidus (Geum River)
99 C. splendidus (Namhan River)

67LC. splendidus (Osipcheon River)

Fig. 4. Phylogenetic relationships among the taxa analyzed, based on 16S rRNA coding gene sequences. Tree depicting
relationships between Coreoleuciscus splendidus and P. pumila (GenBank Accession no., AB025214), P. parva
(AB025204) and S. variegatus microoculus (AB054124) used as outgroup taxa. A distance matrix was calculated
using the Kimura-2-parameter model and the tree was constructed using the minimum evolution. Numbers on
branches indicate the percentage of 100 bootstraps supporting the branching pattern shown.
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Saurogobio dabryi
Pungtungia herzi

91 Coreoleuciscus splendidus (Nakdong River)
52 | IC. splendidus (Seomjin River)
32/l c. splendidus (Osipcheon River)
C. splendidus (Geum River)

0.02

100 \_[ C. splendidus (Bukhan River)
59

C. splendidus (Namhan River)

Fig. 5. Phylogenetic relationships among the taxa analyzed, based on mitochondrial cytochrome b gene sequences. Tree
depicting relationships between Coreoleuciscus splendidus, and S. dabryi (AF245091) and P. herzi (AF375864) as
outgroup taxa. A distance matrix was calculated using the Kimura-2-parameter model and the tree was
constructed using the minimum evolution. Numbers on branches indicate the percentage of 100 bootstraps

supporting the branching pattern shown.

splendidus populations formed two monophyletic
clades, which were consistently supported by
high bootstrap (98% and 99%). Nakdong and
Seomjin river populations clustered together in
one clade and Bukhan, Geum, Namhan and
Osipcheon river populations in the other (Fig. 4).
The 657 bp mitochondrial cytochrome b gene of
the six C. splendidus isolate populations was
obtained. Intra-species variations were detected
at a low level of 0.1~1.8% in the six C. splen-
didus isolates. The phylogenetic tree shows the
relationships among the intra-species based on
the cytochrome b sequences when other cyprinid
species, Saurogobio dabryi and Pungtungia herzi
were used as the outgroup (Fig. 5). The patterns
of relationships among the six major rivers, based
on nucleotide diversity, showed a twin grouping
of Nakdong and Seomjin river populations in one
group, and Namhan and Osipcheon river popula-
tions clustered together with Bukhan and Geum
river populations in the other.

Discussion

Phylogeography, the combination of phyloge-
netics and population genetics with biogeog-
raphy, has existed as a formal discipline for over
15 years (Avise et al., 1987; Avise, 1998, 2000;
Bernatchez and Wilson, 1998; Machordom and
Doadrio, 2001). Freshwater fish are well suited
for phylogeographic studies, because they are
dependent upon water routes for dispersal and
their phylogeographies are therefore likely to
reflect historical causes more closely than those
of terrestrial species (Bernatchez and Wilson,

1998).

Most molecular phylogenetic studies of verte-
brates have been based on DNA sequences of
mitochondrial encoded genes. Mitochondrial
DNA evolves rapidly and is thus particularly
useful for resolving relationships among recently
evolved groups (Lydeard and Roe, 1997). The
phylogeographical patterns and intra-population
genetic structures of C. splendidus in Korea were
investigated based on the genetic diversity of
nucleotide sequences of the mitochondrial
cytochrome b gene and 16S rRNA of mtDNA. In
the present study, the genetic variation of the
intra-species of C. splendidus was very low; in
fact, they were almost identical. Sequences for
the six C. splendidus isolates differed at 2 to 17
of the 697 base positions of the 16S rRNA gene
and at 1 to 11 of the 657 base positions of the
mitochondrial cytochrome b gene. Genetic varia-
tion is the raw material in species populations
which enables them to adapt to changes in their
environment. New genetic variation arises in a
population from either spontaneous mutation of
a gene or by immigration from a population of
genetically different individuals.

Our phylogenetic analysis of 16S rRNA and
cytochrome b gene variation within six C. splen-
didus populations provides clear evidence for two
lowly differentiated with monophyletic lineages.
Phylogenetic relationships within the genus
seem to be well established. However, the rela-
tionships between species and different popu-
lations have barely been investigated due to a
lack of biogeographical understanding. Indeed,
the evolutions of the species C. splendidus and
its biogeographical history remain unclear and
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the question arises as to which barriers or events
were the most important for promoting speci-
ation. The patterns of relationships among the
six major rivers in the Korean peninsula, based
on nucleotide diversity, showed a twin grouping
of Nakdong and Seomjin river populations in one
group, and Namhan and Osipcheon river popula-
tions clustered together with Bukhan and Geum
river populations in the other. The reason for two
group was that the rivers in the same drainage
basin were isolated by uplift of sea level in west-
ern and southern part of the Korean peninsula,
and in land, Baekdu mountain range separated
in western part (west Koean subdistrict) which
contained Han and Geum river and southern
part (south Korean subdistrict) which belong to
Nakdong and Seomjin river (Lindberg and
Krasyrkova, 1975; Kim, 1997). Interestingly,
Osipcheon river populations which another dra-
inage basin with Han river are phylogenetically
closer to Namhan river populations. This reason
suggested that Namhan river populations were
introduced to Osipcheon river by stream capture
(Choi, 1973). Compared analysis of predicted
assemblage from the 16S gene does appear to re-
solve the relationships within the group contain-
ing six isolates (Fig. 4). On the other hand, the
result of cytochrome b gene sequences does app-
eare for different assemblage as compared with
16S gene sequences (Fig. 5). Additional sequen-
ces data from other conserved protein-encoding
genes will be required to further test the propos-
ed relationships.

Genetic variation in mtDNA is not represen-
tative of evolutionary forces acting on nuclear
DNA (nDNA) because individuals are haploid
and mtDNA genotypes are transmitted through
maternal lines. The effective population size for
mMtDNA is considerably smaller than for a nu-
clear gene because each individual has only one
copy and because of uniparental inheritance
(Birky et al., 1989). In this study, the C. splen-
didus populations showed high levels of pairwise
sequence divergence ranging from 0.3 to 2.3% of
16S and 0.1 to 2.8% of cytochrome b gene. The
most striking result of this study is the pattern
of deep divergences among the major rivers.
Populations in major rivers form reciprocally mo-
nophyletic clades with high levels of sequence
divergence. The phylogeographic structure and
Quaternary history of the Korean peninsula fre-
shwater fishes have been only recently address-
ed, and they still remain largely unknown (Kim,

1997). Application of a molecular clock indicated
that the divergence time among rivers reflects
the vicariant events that occurred during the
late Pliocene to present. This result is sugges-
tive of a complex history of connection and isola-
tion of rivers in the Korean peninsula. Further
studies in other fish groups with similar patterns
of geographic distribution may provide addit-
ional insights, not only into the history and evo-
lutionary relationships among fish species, but
also into the events that may have caused speci-
ation and dispersion in the Korean peninsula.

Acknowledgements

This work was supported by Kwandong Univer-
sity Research Fund of 2006.

References

Aurelle, D., G. Cattaneo-Berrebi and P. Berrebi. 2002.
Natural and artificial secondary contact in brown trout
(Salmo trutta, L.) in the French western Pyrenees
assessed by allozymes and microsatellites. Heredity, 89
:171~183.

Avise, J.C. 1998. The history and purview of phylogeog-
raphy: a personal reflection. Molecular Ecology, 7 :
371~379.

Avise, J.C. 2000. Phylogeography: The History and For-
mation of Species. Harvard University Press, Cam-
bridge, MA.

Avise, J.C., J. Arnold, R.M. Ball, E. Bermingham, T. Lamb,
J.E. Neigel, C.A. Reeb and N.C. Saunders. 1987. Intra-
specific phylogeography: the mitochondrial DNA bridge
between population genetics and systematics. Annual
Review of Ecology and Systematics, 18 : 459 ~522.

Bermingham, E. and A.P. Martin. 1998. Comparative
mtDNA phylogeography of Neotropical freshwater fish-
es: testing shared history to infer the evolutionary
landscape of lower Central America. Mol. Ecol., 7:
499~519.

Bernatchez, L. 2001. The evolutionary history of brown
trout (Salmo trutta L.) inferred from phylogeographic,
nested clade, and mismatch analyses of mitochondrial
DNA variation. Evolution, 55 : 351~ 379.

Bernatchez, L. and C.C. Wilson. 1998. Comparative phylo-
geography of nearctic and palearctic fishes. Mol. Ecol.,
7:431~452.

Birky, C.W., P. Fuerst and T. Maruyama. 1989. Organelle
gene diversity under migration, mutation and drift:
equilibrium expectations, approach to equilibrium,
effects of heteroplasmic cells, and comparisons to nu-
clear genes. Genetics, 121 : 613~ 627.

Cantatore, P., M. Roberti, G. Pesole, A. Ludovico, F. Milella,
M. Gadaleta and C. Saccone. 1994. Evolutionary an-



Molecular Genetic Variation of Coreoleuciscus splendidus 85

alysis of cytochrome b sequences in some Perciformes:
evidence for a slower rate of evolution than in mam-
mals. J. Mol. Evol., 39 : 589~597.

Chang, Y., F. Huang and T. Lo. 1994. The complete nucleo-
tide sequences and gene organisation of carp (Cyprinus
carpio) mitochondrial genome. J. Mol. Evol., 38 : 138~
155.

Choi, K.C. 1973. On the geographical distribution of fresh-
water fishes south of DMZ in Korea. Kor. J. Limnol., 6 :
29~ 36.

Kim, 1.S. 1997. Illustrated encyclopaedia of fauna and flora
of Korea, vol. 37 Freshwater fishes. pp. 629. Ministry of
Education.

Kocher, T., W. Thomas, A. Meyer, S. Edwards, S. Paabo, F.
Villablanca and A.C. Wilson. 1989. Dynamics of mito-
chondrial DNA evolution in animals: amplification and
sequencing with conserved primers. Proc. Natl. Acad.
Sci. USA, 86 : 6196 ~6200.

Kotlik, P. and P. Berrebi. 2001. Phylogeography of the bar-
bell (Barbus barbus) assessed by mitochondrial DNA
variation. Mol. Ecol., 10 : 2177 ~2185.

Kumur, S., K. Tamura and M. Nei. 2001. MEGA: Mole-
cular Evolutionary Genetics Analysis v 2.1-Pennsyl-
vania State University, University Park, PA 16902.
USA.

Lindberg, G.U. and Z.V. Krasyrkova. 1975. Fishes of the
sea of Japan and the adjacent areas of the sea of Okho-
tsk and the Yellow Sea, Part 4. Akad. Nauk SSSR,
Leningrad, 463pp. (In Russian)

Lydeard, C. and K.J. Roe. 1997. The phylogenetic utility of
the mitochondrial cytochrome b gene for inferring
relationships among actinopterygian fishes. In: T.D.

Kocher and C. Stepine (eds.), Molecular systematics of
fishes. Academic Press, New York, pp. 285~ 303.

Machordom, A., and |. Doadrio. 2001. Evidence of a ceno-
zoic Betic-Kabilian connection based on freshwater fish
phylogeography (Luciobarbus, Cyprinidae). Mol. Phy-
logebetics Evol., 18 : 252 ~263.

McKusker, M.R., E. Parkinson and E.B. Taylor. 2000.
Mitochondrial DNA variation in rainbow trout (Oncor-
hynchus mykiss) across its native range: testing biogeo-
graphical hypotheses and their relevance to conser-
vation. Molecular Ecology, 9 : 2089~ 2108.

Moritz, C. 1994. Defining ‘evolutionarily significant units’
for conservation. Trends in Ecology and Evolution, 9 :
373~375.

Nelson, J. 1994. Fishes of the World, 3 ed., Wiley, New
York.

Sambrook, J. and D.W. Russel. 2001. Molecular cloning. 31
ed. Cold Spring Harbor, NY.

Schluter, D. 1997. Ecological speciation in postglacial fish-
es. In: Evolution on Islands (ed. Grant PR). pp. 114~
129. Oxford University Press, Oxford.

Soltis, P.S. and M.A. Gitzendanner. 1999. Molecular sys-
tematics and the conservation of rare species. Conser-
vation Biology, 13 : 471~483.

Song, H.B. and O.K. Kwon. 1993. Ecological study of Coreo-
leuciscus splendidus Mori (Cyprinidae) in Hongcheon
river. Kor. J. Limnol., 26 : 235~244,

Thompson, J.D., T.J. Gibson, F. Plewniak, F. Jeanmougin
and D.C. Higgins. 1997. The Clustal-X windows inter-
face: flexible strategies for multiple sequence align-
ment aided by quality analysis tools. Nucleic Acids Re.,
25:4876~4882.

Received : February 3, 2006
Accepted : May 24, 2006



86

H.B. Song and G.M. Park

st=2At 4|2|, Coreoleuciscus splendidus (Jo{at)e| S Fchzt Ex} S8 Ho|

g+=ZAF #]2], Coreuleuciscus splendidus®] &4 A7k §3x2F ohefAdS 7] 98 67] F2
7 (F3, e, 27 oA, IEuk Axlvh ez RE A" AAE o= 16S rRNA
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vehgon 2oz Ay Azl ¥ §34 ook B9 16S rRNA §-3 A= 697
bpe] HA7IM LS Ao, T WHel= 2 a7t glo] A9 FYU3T). 16S rRNA -4 212] 6
N Azl = 97.7%01 A 99.7%°] ¥ FAHS Bt



