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2004 3 —2005 8 , , Quantity EQ
1 PCR ,
R 1.5ml UNIQ-10 Spin Column PCR Products Purification
. =75 Kit( Sangon ) , 2.5—5.0ul
1.2 PCR ABI Prism 377
1.2.1 DNA DNA sequencer PCR
0.1g, DNA , 1.2.4 PCR-RFLP ,
SDS/ K , - , Mega2.1 TYR ,
20
1.2.2 PCR TYR 1 > 4 TYR
HSF(5-ATG TGT CTG TTG GCA Smal
CTG-3") HSR(5'-GGT GAA GTT CTC ATC TCC-3"), 20ul, 2ul , 10ul PCR , 1pul 10
Sangon PTC-200 u/ul , Tul , 30 4h
PCR PCR 50ul, 5ul 10<PCR 2.5% Quantity
, Sul 25mmol/L MgCl,, 10pmol/ul 1ul, EQ
1ul 10mmol/L dANTP, 3U Tag DNA , lul
DNA ( 100ng) PCR 94 5 2
min, 94 30s, 55 30s, 72 60 s, 2.1 PCR
35 ; 72 8min TYR
1.2.3 PCR PCR 1.4% , PCR 696bp 1
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Tab.1 The origins of P. sinensis
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Fig.1 PCR amplification products of TYR gene fragments in different P. sinensis populations
1—10 ; 11—20 ;21—30 ; 31—40 ;M GeneRuler™ 100bp DNA Ladder
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Fig.2 Sequence of TYR gene fragments in different P. sinensis populations
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Fig.3 RFLP analysis of TYR gene fragments in different P. sinensis populations
1—10 ; 11—20 ;21—30 ; 31—40 ;M 100bp DNA Ladder

£2 PEEREME TYR £E KB RFLP 447
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CLONE OF TYR GENE AND POLYMORPHISM IN POPULATIONS
OF PELODISCUS SINENSIS

ZHANG Yong-Zheng', ZHANG Hai-Qi®, HUANG Li-Ying’, DING Shi-Hua’

(1. Xiaoshan College of Science & Technology, Zhejiang Ocean University, Hangzhou, 311258; 2. Zhejiang Fisheries Introduction and
Breeding Center, Hangzhou, 310012; 3. Lab of Aquatic Bioengineering, Southwest University, Chongging, 400716)

Abstract Tyrosinase (TYR) is an essential enzyme in melanogenesis. Genetic DNAs of four Pelodiscus sinensis
populations: Taihu Lake population, Japanese breed population, Taiwan-introduced population and Qingxi black mutant
population, were prepared as templates from muscle tissue. TYR gene was amplified by PCR with a pair of specific prim-
ers designed on the known TYR sequences. 13 nucleotide polymorphisms were detected in the PCR-amplified 696bp
fragments. Only one mutation site at nucleotide 186 was identified in three individuals of black mutant of P. sinensis. TYR
gene polymorphisms were detected in 80 individuals of P. sinensis using RFLP-PCR analysis with Smal enzyme. AA hap-
lotype did not appear in the black mutant population but was rich in the Taiwan and Japanese populations. The percentage
of AA haplotype was: Japanese breed population (60%) > Taiwan-introduced population (30%) > Taihu Lake population
(20%). The percentage of AB haplotype was: Qingxi black mutant population (70%) > Taiwan-introduced population (50%)
> Taihu Lake population (40%) > Japanese breed population (30%). These data may provide basic information for mo-
lecular breeding of P. sinensis in the future.

Key words Pelodiscus sinensis, Tyrosinase gene, RFLP
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