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Abstract: Mitochondrial DNA ( mtDNA) sequencing was widely used to identify, distinguish species
and resolve phylogenetic relationships. In this studies, some published mitochondrial DNA D-loop se-
quences of major freshwater fishes were downloaded and made alignment. A pair of degenerate primers
that targeted a portion of transfer RNA (tRNA) -pro and tRNA-phe were designed and used in a poly-
merse chain reaction (PCR) to amplify the control region. The primers can amplify mtDNA D-loop of 38
freshwater fishes in Zhujiang river area of Guangdong province. The size of amplification product is about
1kb. It is shown that the primers amplify a D-loop product of correct size only with the mtDNA which was
extracted from the species with which the primers were designed to work. This result clearly demonstrates
the efficiency and specificity of the primer pairs. The PCR fragments were all cloned and sequenced to
confirm that they were indeed D-loop sequences. All mtDNA D-loop sequences were deposited in Gen-
Bank. The methods and the primers in this studies are very helpful for large-scale genetic analysis, mo-
lecular identification and phylogenetic analysis of freshwater fishes.
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Table 1  Accession number of freshwater fish mtDNA D-loop sequence
CiR=2 AR Species Accession Numbers
1 LR Byl Oxyeleoiris lineolatus X10 EU177615
2 2B Oxyeleotris marmorata isolate Y1 D-loop EU177621
3 JEA 5 Megalobrama pellegrini mitochondrial DNA D-loop MP8 EU697089
4 85 Hemiculter leucisculus mitochondrial DNA D-loop isolate 4 EU697092
5 75 TE AR Carassius awratus gibelio mitochondrial DNA D-loop H2 EU697096
6 XA Macropodus opercularis mitochondrial DNA D-loop S2 EUG697093
7 £t Gold Crucian Carp mitochondrial DNA D-loop DGI18 —1 EU697145
8 filj £51 Carassius auratus mitochondrial DNA D-loop YC34 —1 ~ 1 EU697109
9 TR Pscudohemiculter Hainanensis mitochondrial DNA D-loop PH3 EU697147
10 fifr Cyprinus carpio mitochondrial DNA D-loop C13 EU697111
11 7 <) Hypophthalmichthys nobilis mitochondrial DNA D-loop Y25 -2 -2 EU697130
12 fife 8 Hypophthalmichthys molitrix mitochondrial DNA D-loop YC36 -3 - 1 EU697115
13 Bfi Pseudogobio vaillanii mitochondrial DNA D-loop PV5 EU697126
14 N Sarcocheilichys parvus mitochondrial DNA D-loop SP13 -2 EU697143
15 eyl Squalidus argeniatus mitochondrial DNA D-loop SA26 1 EU697146
16 FLEC A Pelieobagrus vachellii D-loop EU697128
17 = up:) Opsariichthys bidens mitochondrial DNA D-loop d5 EU697120
18 K gl Pseudobagrus adiposalis mitochondrial DNA D-loop PA4 EU697137
19 R R e Glyptothorax fokiensis mitochondrial DNA D-loop GF7 EU697088
20 N3 Mystus macropterus mitochondrial DNA D-loop MM2 EU697135
21 i W i Leiocassis crassirosiris Regan mitochondrial DNA D-loop LC6 EU697148
22 13, fils Channa argus mitochondrial DNA D-loop YDI1 -2 -3 EU697129
23 {HL EG 2R Sinogastromyzon wui Fang —10. Mit D-loop EU380231
24 R EN LSS Pseudogastromyzon changtingensis tungpeiensis —1. MitD-loop £EU380223
25 5 B FPA I TR ik Pseudogastromyzon fangi mitochondrial DNA D-loop PI7 EU697136
26 EMAENESK  Beaufortia kweichwensis gracilicauda Chen et Zheng — 15 —1 D-loop (6) EU380208
27 AR Vanmanenia pingchowensis (Fang) —5. MitD-loop EU380235
28 TSR ik Schistura fasciolata 8. mitD-loop EU380229
29 AR Leptobotia guiiinensis Chen —17. MitD-loop EU380215
30 FETVH K Botia pulchra Wu —12. MitD-loop EU380213
31 AR % Botia robusta Wu —6. mitD-loop EU380209
32 SETR /NS Micronoemacheilus pulcher (Nichoils et Pope) -9 -1 D-loop EU380211
33 H AR Cobitis sinensis —29-MitDloop EU380210
34 TR sk Misgurnus anguillicaudatus S4. D-loop EU380222
35 WRB A Oreochromis niloticus mitochondrial DNA D-loop HZ1 -3 LU697118
36 HEEWURFIEHA Oreochromis mossambicus mitochondrial DNA D-loop DG19 ~1 EUG97117
37 g [E 7 Lateolabrax maculatus mitochondrial DNA D-loop LM7 £U697133
38 AL Pseudobagrus tenuis mitochondrial DNA D-loop PT13 EU697132
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