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Oytb
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1.4 1 mDNA Cytb PCR
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Sal Xbo
(Sangon) 2.2 DNA Cytb
1.5 PCR RA.P DNA Cytb
Cytb , 1253p (base pair,
. Jdlyfish(verson 1. 4) tRNA-Gu tRNA-Thr Oytb
, Nde PCR- ), Oftb 11400p
RALP ,BamH ACGT , 378 (33.2%) 32
(28.29%) 122 (10. 79%) 318 (27.9%) ;373
Nde BamH (32.7%) 324 (28. 4%) 124 (10. 99%) 319
, 3 PCR (28.0%) ;380 (33.3% 330 (28.9%) 127
Nde BamH 17 (11.1%) 303 (26.7%) Jellyfish
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7.7%, Oytb AugaWw
15.0%, 15.9 %; (1.82) Oytb (http =/ /
www. ebi . ac. uk/ dugadw/ index. html) ,
2.37% 0.88% 0.18% BLAST Gr 2 GerBank (
Bank DNA , AY583692 AY583693 A Y743417)
a e 60 ATGGCCACCAATCTACGAAAAACCCACCCAATAATTAAAATCATTAACAACTCACTAATT 120
b e 60 ATGGCCACCAATCTACGAAAATCCCACCCAATGATTAAAATCATTAACAACTCATTAATT 120
c e 60 ATGGCCATCAACCTACGAAAATCCCACCCAATAATTAAAATCATTAATAACTCACTAATC 120
* * X * * X X
a 121 GACCTACCAAGTCCATCCAACATTTCCATTTGATGAAACTTTGGATCATTATTAGGAGCC 180
b 121 GACCTACCAAGTCCATCCAACATTTCCATTTGATGAAACCTTGGATCACTATTAGGAGCT 180
c 121 GACCTACCAAGCCCATCCAACATCTCCACTTGATGAAACTTCGGATCCCTATTAGGTGCC 180
* * * * %k *% * %
a e 301 CGCAACATACACGCCAACGGAGCCTCACTATTCTTCATGTGTATCTACCTACATATTGGA 360
b e 301 CGCAACATACATGCTAATGGCGCCTCACTATTCTTCATATGTATTTATCTACACATTGGA 360
c e 301 CGCAACACACATGCAAATGGAGCCTCACTATTCTTCATGTGCATCTACCTTCACATCGGA 360
* *x X% Xk X * % % k X Xk Xk
a 361 CGAGGCCTATACTATGGATCCTACCTTTATAAACAAACTTGAAACATTGGTGTAATCCTC 420
b 361 CGAGGTCTATACTACGGATCCTACCTTTATAAACAAACTTGAAACATTGGTGTAATTCTC 420
c 361 CGGGGCCTATATTACGGCTCATACCTGTATAAACAAACTTGAAACACAGGAGTAATCCTC 420
*  k * k% kX * *k %k *
a e 1141 TTTATCCTACTAGTATTAATACCAATCTCAAACATAATTGAAAATAAAACAACCAATTAA 1200
b e 1141 ATAATCCTATTAGTACTAATACCAATCTCAAACATAATTGAAAATAAAACAACCAACTAA 1200
C e 1141 ACAATTTTACTCATACTCATACCAATCTCAAACATAATTGAAAACAAAATCATAAACTAA 1200
kkk  kk ok kk ok % * Xk Xk %
2 DNA Oytb (1140bp)
a. Pelodiscus snends;b. Pdlodi scus axenaria;c. Paea ge ndachneri
GGATCC  BamH CATATG Nde o

Fig.2 The conplete nudeotide sequence (1140bp) of mitochondrid DNA cytb gene o a, b and ¢ GGATCC shows the recognize sequence o M9
enzyme ,CATATG shows the recognize sequence of Nde  erzyme, * shows different nud eotide stes
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4 MDNA Oytb
Fg.4 Redriction resutsof Mt DNA Cytb gene by uing BamH

BamH

M:100bp DNA 100bp DNA ladder merker ;1—6. P. dnemsis;7—42. P. axenaria; 13 —14. P. st ndachnreri
3 2.37% 0. 8%
0.18 %, )
3.1 DNA Cytb : ,
DNA “Cytb (2.37%) ,
\ 1140bp A+T
, MDNA Cytb A+ (7] 3
T
mMDNA Cytb ,
A+T , A+T>G+C(
1) 1
P<0.05) ; B 5
DNA (RALP) ( )
AT , RAFD '
Jdlyfish
DNA Cytb , : 0.88% 0.18%,
7.7%,
15.0%, )
15.9 %;
1 DNA Cytb (%)
Tab.1 Nudeotide conpostion of mitochondrid DNA Cytb gene d T. sinersis, T. axenaria, P. steindachreri , D. subplana, C. mydas and C. picta
. A T G C bp
peaes adenine thymine guanine cytodne AT Totd
P. sinensis 33.2 27.9 10.7 28.2 61.1 1140
P. axenaria 32.7 28.0 10.9 28.4 60.7 1140
P. steindachneri 33.3 26.7 11.1 28.9 60.0 1140
D. subplana 33.5 24.9 10.6 31.0 58.4 1140
C. mydas 31.6 25.5 11.5 31.4 57.1 1143
C. picta 31.0 27.1 11.2 30.7 58.1 1140
3- 2 L
) RAFD ., DNA
RAFD

DNA
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COMPARATIVE ANALY SIS OF MITOCHONDRIAL DNA CYTB GENE AND THEIR
MOL ECUL AR IDENTIFICATION MARKERS IN THREE SPECIES OF SOFT TURTL ES

CHEN He Ge, LIU WenrBin, LI Jianr Zhong and ZHANG XuarrJie
( Cdlege d Life Science, Hunan Normal University, Changsha 410081)

Abgract :The primersfor Pdodiscus snends, Pdod scus axenaria and Pdea g€ ndachneri were desgned by using the sequences
of mitochondrid DNA tRNA- Qu, tRNA-Thr gene o Dogania subplana, Chrysemys picta and Chelonia mydas, 1140 base pairs of
mitochondrid DNA cytb gene were anplified and sequenced. The results show that the length of their sequencesisthe same, A,
C, G, T contents are snilar, the number of A, C, G, Tis 378(33.2 %) ,322(28.2 %) ,122(10.7 %) ,318(27.9%) in
Pelodiscus Snends; 373(32.7 %) ,324(28.4 %) ,124(10.9 %) ,319(28.0%) in Pdodiscus axenaria and 380(33. 3 %) ,330
(28.9%) ,127(11.1 %) ,303(26.7 %) in Pdea geindachneri. Based on their sequence data, andys swith the software of Je-
Iyfish, we can know: the nucleotide percentage honology is 92. 3 % between Pdodiscus snends and Peodiscus axenaria,
85. 0 % between Pdodiscus Snends and Paea gea ndachneri |, 84. 1 % between Paodi scus axenaria and Pdea e ndachneri ; the
nucl eoti de percentage divergence is 7. 7 % between Pdodiscus Snends and Pdodiscus axenaria, 15. 0 % between Rdod scus
dnendsand Pdea geindachneri , 15. 9 % between Pdodiscus axenaria and Pdea e ndachneri , whereas the individua nu
cleotide percentage divergence is 2. 37 % in Pdodiscus snenss, 0. 88 % in Pdodiscus axenaria and 0. 18 % in Pdea den
dachneri . Redriction endonuc ease analys s based on sequence data of their DNA fragments reved ed the presence of polynorphic
dtesfor Nde and BamH  endonucleases. The redriction profiles obtained by agarose gl dectrophores s when anplicons
were reectivdy cut with Nde and BamH erzymes dlowed the unequivoca nolecular idertification of Pelodi scus axenaria
Pdea geindachneri and Pdodiscus snends. Based on their obvious nudleotide percentage divergence and the changes of poly
norphic dtesfor Nde and BamH  endonucleases in their sequences, it from the nolecuar levd suggess Pdodiscus axer
nariais a new ecies in Pdodiscus.

Key wor ds :Pdodiscus snends; Pdodiscus axenaria; Paea geindachneri ; Cytb gene; PCR-RALP assay ; Molecular identificar
tion marker



