FRRX - |im
L ARTICLE
1 2 2 1 3 1
) ) ) ) )
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32
50 mg , CTAB
DNA™ DNA TE ,-20
1.2
EcoR Mse DNA, Ts
DNA ( 21
200 L 110 x T, DNA
2.5UL ,Msel/ EcoRI 2L (1 1U
M sel 5U EcoRI) ,50 pmol Msel 5
pmol EcoRI 1uL, DNA 4pL (50
mg/L) ,10 mmol/L ATP 2.5u L, TsLigase 1ML,
AFL P-Water 7u L , 37 5h,
8 4h,4
1 PCR
Tab.1 Adaptersand primers squencesfor PCR
/ (5 -3)
EooR 5-CTCGTAGACTGCGTACG3
3-CTGACCCATGGTTAA-5
E coR
( ) E GACTGCGTACCAATTC
EcoR +1
E 01 E+A
EcoR +3 E 33 E+AAC
(5mg/L) E34 E+AAG
E 35 E+ACA
E 36 E+ACT
E 37 E+ACC
E 38 E+ACG
E 39 E+AGC
E 40 E+AGG
Mse 5-GACGATGAGTCCTGAG3
3-TACTCAGGACTCAT-S
M se
( ) M GATGAGTCCTGA GTAA
Mse +1
M 01 M+C
Mse +3 M 31 FAM M + CAA
(30 mg/L) M 32 FAM M+ CAC
M 33 FAM M+ CAG
M 34 FAM M+ CAT
M 35 FAM M+ CTA
M 36 FAM M+ CTC
M 37 FAM M+CTG
M 38 FAM M+CTT
1.3
1 ( 1,
46
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25U L : 10 x Tag 2.5uL
dNTPs1pL,1 U/ML Tag 0.5uL ,EoR/Mse
1L 20 L , AFLPWater 184 L ,
, PCR , 72 2
30 , 30
30 s; 72

5 min

min, 94
s; 56 80 s,30
72 20 T Eo.1 (20 mmol/ L

Tris HCl ,0.1 mmol/L EDTA , pH =8.0) ,

1.4

3 ( 1,
25U L 2UL :
EcoR 1ML ,FAM Mse iuL,

dNTPsO.5uL, 10 x PCR buffer2. 5uL, Taq
0.5u L, AFL PWater 17.54 L ,

PCR 94 30 s; 65
30s; 72 80 s
0.7 12 23
94 30 s ;55 30s; 72 80 s
1.5
( ’
50 700 bp) ABI prism 377
, AFLP
GeneScan 3.1 , DNA
, Binthere
DNA Excell ,
, PIP=( -
)/ x 100 %]
0/1 , Nei [
Sy =2Nyx/ (Nx + Ny) )
, Ny X y , N« Ny
X y y ny =1- Sxy
Wachira H= - ';I\I‘ = XiInX;
, , Xi i
, N
, NTSYSPC 2.10
UPGMA
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50 456 bp ,
2
2.1 6 681,715,702 694
7 3
8 64 ,  83.0%,
£33/ M31 (81.7 %) (76.8 %) ,
E33¥ M33 E33/ M34 E33/ M35 E33 M37 E3¥M38 7°-1%
95.1% E33/M31 191 ( 4,
E33/M33 179 E33/ M34 180 100 %, 0%, (
E33/ M35 177 E33/M37 191 ) ,
E33/M38 178 ( 2, ’
2
Tab.2 The number o loci and percentage of polymor phic loci among species
(%)
E33/ M31 191 3 98.4 85 44 73 54
E33/ M33 179 8 95.5 76 56 50 55
E33/ M34 180 14 92.2 58 52 58 55
E33/ M35 177 13 92.7 60 69 74 82
E33/ M37 191 10 94.8 69 87 48 82
E33/ M38 178 6 96.6 67 73 91 74
1 096 54 95.1 415 381 394 402
3
Tab.3 The number of loci and percentage of poymor phic loci within species
( (%)
E33/ M31 106(21) 147(25) 118(11) 137(24) 80.2 83.0 83.0 82.5
E33/ M33 103(24) 123(11) 129(18) 124(40) 76.6 91.1 90.7 67.7
E33/ M34 122(23) 128(29) 122(26) 125(36) 81.1 77.3 86.0 71.2
E33/ M35 117(31) 108(34) 103(26) 95(22) 73.5 68.5 78.7 76.8
E33/ M37 122(36) 104(16) 143(23) 109(29) 70.5 84.6 74.8 73.4
E33/ M38 111(23) 105(16) 87(15) 104(22) 79.3 84.8 83.9 78.8
681 (158) 715(131) 702(119) 694 (173) 76.8 81.7 83.0 75.1
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Tab.4 Specific loci and their distribution in six primer combinations
(%)
(bp)
R1-56 E33/ M31 160 161 100 0 0 0
R1-67 E33/ M31 182 0 100 0 0
R1-122 E33/ M31 294 295 0 100 0 0
R1-131 E33/ M31 315 0 0 0 100
R1-158 E33/ M31 372 373 0 100 0 0
R1-176 E33/ M31 416 417 0 100 0 0
R2-136 E33/ M33 330 100 0 0 0
R2-160 E33/ M33 401 0 0 0 100
R3-167 E33/ M34 408 0 100 0 0
R4-90 E33/ M35 228 229 0 100 0 0
R4-130 E33/ M35 311 100 0 0 0
R4-135 E33/ M35 326 327 0 100 0 0
R4-144 E33/ M35 352 353 0 100 0 0
R4-172 E33/ M35 434 435 0 0 100 0
R5-149 E33/ M37 352 353 100 0 0 0
R5-183 E33/ M35 434 435 100 0 0 0
R6-35 E33/ M38 118 119 100 0 0 100
2.2 2.3
fAFLP 4 32 32 ,
: ( 6)
( 5 (0.4252) ,
' GMA (Unweighted Pair- Group Method using
(0.592 5) , . .
Arithmetic Average) ( 1
(0.261 8) ,
l L 8 1
5 ’ ’
Tab.5 The genetic similarity coefficient and genetic diversity
index within species ’ ,
3 1 L
0.6521 0.6099 0.5925 0.6709
0.7306 0.6959 0.6525 0.7356 4 '

0.5649 0.5353 0.5430 0.6170
0.0358 0.0429 0.0254 0.028 9 ) 4
0.2454 0.2603 0.2618 0.236 0
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Tab.6 The genetic similar ity coefficient among species

0.3982+0.020 6
0.4252+0.028 4 0.402 5+0.030 8

0.418 4+0.027 7 0.4019+0.029 1 0.4159+0.028 6

+

1¢32

0.40 0.48 0.57 0.65 0.74
BAEARNL B 2
1 6 fAFLP , UPGMA 4 32
Fig.1 Dendrogram of UPGMA based on genetic smilarity coefficient of 32 individuals from four kinds of clamsin Veneridae
cl c8. (Meretrix meretrix) ; ¢9 c16. (Cyclinasinensis) ;
cl7 c24. (Ruditapes philippinarum) ; c25 c32. (Mercenaria mercenaria)
RFLP RAPD 9. 11.12) ,AFLP
3 fAFLP
AFLP RFL P AFLP 5
PCR , DNA ,
, ) DNA
, AFLP ) ,
50 100 4 DNA AFLP
, AFLP>
SSR>RAPD > RFL P, RFL P , ,
,RAPD , AFLP
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Abstract : Fluorescent amplified fragment length polymorphism (fAFL P) method was used to study the
population genetic diversity and species relationships of four species of cultured clamsin family Veneridae.
Digestion with enzymes EcoR /Mse and amplification with sx E + 3/ M + 3 primer combinations are
made. A total of 1096 AFL Ploci rangingfrom 50 to 456 bp were detected, 95. 1 % of them was ploymorphic
loci. For each clam, Meretrix meretrix, Cyclinasinensis, Ruditapes philippinarum, Mercenaria mercena-
ria, the numbers of loci were 681, 715,702 and 694 , and the percentages of polymorphic loci were 76.8 %,
81.7 %, 83.0% and 75.1 %, respectively , 17 specific loci werefound , which can be used to distinguish four
species of clams. Base on the fAFL P data, the genetic smilarity coefficient and genetic diversty index a
mong these species were computed. Asaresult, the largest genetic similarity coefficient (0.6709) and low-
est genetic diversity index (0.236 0) occurredin M. mercenaria, while the smallest genetic smilarity coeffi-
cient (0.592 5) and highest genetic diversity index (0.261 8) occurredin R. philippinarum. The cluster a
nalysisof 32 individuals from four species was performed with UPGMA method based on genetic smilarity
coefficient , and the dendrogram of these species was constructed. It was indicated that M. meretrix has a
close relationship with R. philippinarum, and C. sinensis has a distant relationship with other species.
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