17 6 Vol.17  No.6
2010 11 Journal of Fishery Sciences of China November 2010
DNA RAPD
1 N | 1 = 1,2 s 1
E/‘:!\i'\ff‘ié 5 g}‘;i s r%ﬁi 5 —/%:L:Ef?ﬁ s éﬁﬁ%
(1. , 315100; 2. , 201306)
WE: (Pelodiscus Sinensis)4 i
( ) RAPD , ; (
38 40 ) 20 RAPD 4 , $105
; $327 ; S474
, RAPD
[ ,2010, 17(6): 1346-1351]
: ; RAPD ; DNA ;
PESES: S94 XEkFRIRAD: A X EHS: 1005-8737-(2010)06—1346-06
(Pelodiscus sinensis) ) RAPD
, (Repitlia) (Testudina- , 3] RAPD
ta) (Tironychidae) (Peodiscus)
, RAPD ,
) RAPD
20 ,
> 5 RAPD
) 4
2]
DNA RAPD ,
RAPD
DNA(random amplified poly-
morphic DNA, RAPD)®! 20 90 1
DNA ) 1.1
4
RAPD , ,
ks BEA: 2009-11-20; #&iT B #A: 2010-05-26.
E&mE: (2006C12011).
fE& 1972 ), , DNA (1968-),

BHES: ,

Tel: 0574-88222298; E-mail: qiangy@zwu.edu.cn



6 DNA RAPD 1347
1.2 DNA 1.3 RAPD
DNA 1.3.1 PCR 100
, RAPD , )
(1) 50 mg 10 bp, 1
( ) 1.5 mL 200 PCR
uL TE 400 pL Cell Lysis Solution , 43, , RAPD 20 pL,
6 uL Proteinase K , 55 10 2
min; 1.3.2 PCR
(2) 600 uL ( ) , 3
); DNA ; (3
(3) , 10 000 r/min, 1.3.3 PCR 5 uL PCR
15 min 3, DNA 1.2% , S0V
500 puL s 1.5mL ; 1h, , 1xTBE,
4) 500 pL Precipitation Solution , ,
2 min, 10 000 r/min, 5 min; DNA Marker
(5) , 5
100 pL, 1.2 mol/L NaCl, DNA
, 3 uL RNase A, 10 2.1 DNA
min; DNA 1%
(6) 300 uL , =20 lh ( 1 ,
10 000 r/min, 5~8 min, 1 ,
70% 1 10 min DNA DNA
100 uL TE 4 , , DNA

*1 #8% RAPD BEHSIYIBHREREFS

Tab.1 Name and sequence of partial RAPD primers

5'-3' 5'-3"

Primer name Sequence 5'-3' Primer name Sequence 5'-3'
S4 GGACTGGAGT S125 CCGAATTCCC
S5 TGCGCCCTTC S236 ACACCCCACA
S21 CAGGCCCTTC S238 TGGTGGCGTT
S23 AGTCAGCCAC S321 TCTGTGCCAC
S36 AGCCAGCGAA S325 TCCCATGCTG
S37 GACCGCTTGT S327 CCAGGAGGAC
S41 ACCGCGAAGG S335 CAGGGCTTTC
S43 GTCGCCGTCA S336 TCCCCATCAC
S60 ACCCGGTCAC S337 CCTTCCCACT
S61 TTCGAGCCAG S465 CCCCGGTAAC
S65 GATGACCGCC S468 ACATCGCCCA
S104 GGAAGTCGCC S471 AACGCGTCGG
S105 AGTCGTCCCC S472 AAGGGCGAGT
S121 ACGGATCCTG S474 CCAGCCGAAC
S123 CCTGATCACC S475 GGAAGCCAAC
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%2 PCRRRN#KR 2.2 RAPD
Tab.2 PCR reaction system
/uL
Composition Volume 36 38 40
10xBuffer 2 RAPD ( 3)
MgCl 1.6
. 4 38
dNTP 0.4
Taq 0.25 ; 36 ; 40 5
Primer 2 RAPD , 38
DNA DNA template 1
ddH,O 20
2.3 RAPD
%3 PCRRR&#Hi&it
Tab.3 Condition designing of PCR 35 40 45
o _ , RAPD (
Anneanlling temperature Time Circles
94 3 min 5) 5 5 40
94 45s
- 00« (BRIEEHEON I
Tab. 4 Effects of different annealling temperature on
72 10 min

12 3 45 6 7 8 91011 12M

1 DNA
M: Marker, DL2000; 1-12: DNA

Fig.1 Electrophoretogram of DNA extracted from Pelodiscus
sinensis
M: Marker, DL2000; Lanes 1-12 were DNA samples from dif-
ferent population of Pelodiscus sinensis.
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Tab. 5 Effects of different cycle numbers on RAPD ampli-
fication (numbers of bands)

/
Cycle numbers

Primer
35 40 45
S4 1 7 5
S36 2 5 6
S41 2 5 3
S60 1 6 4
S104 2 6 4
S335 1 5 3
S465 0 4 2
S474 2 6 3
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Fig.2 PCR amplification of partial RAPD primers
M: Marker, DL2000; Lanes 1, 2, 3, 4,5, 6 were samples from Huanghe, Taihu, Taiwan and Japanese populations, respectively.
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Optimization of RAPD technique of fingerprinting analysis of Pelodis-
cus sinensis populations

WANG Zhonghua', YIN Shangjun', GAO Jia', HUANG Xuezhen'?, QIAN Guoying'

(1. Institute of Biotechnology, Zhejiang Wanli University, Ningbo 315100, China; 2. College of Biological Sciences, Shanghai Ocean
University, Shanghai 201306, China)

Abstract: Four populations of Pelodiscus sinensis from Yellow River, Taihu Lake, Taiwan and Japan were used to op-
timize PCR amplification conditions to develop DNA fingerprinting technology by RAPD primers. The results showed
20 RAPD primers could amplify PCR products in four different poplations under the optimization conditions. The result
also demonstrated that PCR products amplified by RAPD primer S105 in sinensis population Yellow River were differ-
ent from those in other three populations, while RAPD primers S327 and S474 could differeniate Japan and Taiwan
populations from other three populations, respectively. Therefore, the optimization of annealling temperature and cycles
numbers is beneficial to the development of RAPD technique of P. sinensis. Meanwhile, the reasonablity and its affect-
ing factors of RAPD technique was also briefly discussed in this paper, which can provide the interest information for
similar researches. [Journal of Fishery Sciences of China, 2010,17(6): 1346—1351]
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