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D DII: 1.2.3 PCR
D 0.2 mL PCR PCR : CWBIO Taq Master
2uL Mix (Taq DNA Polymerase Taq PCR Buffer Mg”*"
1.1.3 dNTP mix)7.5 pL, DNA 2 uL,
2012 11 (LCO HCO) 0.6 pmol/L,
6 3~5 7 15 puL
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Tab.1 The test samples
()
A 10 20 , , , ) 10
B 10 20 R R 10
C 10 20 R R “ ” 10
D 10 20 s R 10
E 10 20 R 10
D DI 7 3 R 20~40 pm 40
D DII 7 13 , 20~40 pm 40
M I 11 8~10 40
MII 11 3~5 40
MIII 11 12~15 40
&2 PCR3IHFS
Tab.2 The PCR primer sequences
(bp)
LCO All 5'-GGTCAACAAATCATAAAGATATTGG-3'
Chk C.hongkongensis 5'-GGAGTAAGTGGATAAGGGTGGATAG-3' 387
Car C. ariakensis 5S'-AAAAAAGATTATAACTAATGCATGTCG(T)G-3' 183
Csi C. sikamea 5'-AAGTAACCTTAATAGATCAGGGAAC(A)C-3' 546
HCO All 5'-TAAACTTCAGGGTGACCAAAAAATCA-3' 697
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Fig.1 Multiplex-PCR results of five oyster adults
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Fig.2 Universal primers-PCR results of oyster adults
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M.DL 2000 Marker; Lane 1~5. sample A, B, C, D, E
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Fig.3 Phylogenetic tree of CO gene sequences of five test
samples and other species of oyster

1490  HCO-2198 , 5
co I 4
, PCR ;
B , A D ,
C E
3, A D
C E

22 HFE DAY KL EPCRETLR

D PCR :D

40 D , 39
s 387 bp; 1
, 183bp, D

97.5%,
2.5%, 0 D 40 D
100%

5 , , D

23 HFAMANEET PCREZTER

PCR M
36,  90%, 3,
7.5%, 1, 2.5%; M
39 ., 97.5%, | 2.5%;
M 31, 77.5%,
4 10.0%, 5 ., 12.5%
6 ,
M M M

94 /2014

3 88.3% 6.7%  5%;
t .
(P 0.05),
(P 0.05)

3 Wit
31 JEFEEELAGEHELT

>

1 12
M Lam %2003
“ (0. rivrlaris)
. 7
(C.hongkongensis); [
CO 1 ,
(13
b
2 (13 2 (13 2
b bl
(13 2"
(13 2 (13 2
b b
(13 2 (13 2
b b
13 2 PCR
[ EEl (13 EEd (13
b
2 13 2 13 2
b 2
7
3 [7]

3.2 ) EFRERY G KBRS

B

[13]

7 D 97.5%
, 6 7 MI MII
90% , 6 7 D
;7012
7 12 )
[2] , « »
38/ 3



R iRE REPORTS

AL seq. GETCAN A AT CATA R CA T AT TeeGA T T TTACATACTAT TT A TT T CAR G T T TTGCACCAACTAGG TTCAGAT CTC TTAT TCET TRAAGATT
B. seq
C. seq
D. seq
E. seq

C. anakensis

A. seq. ATATAA T TCRAGC TAAGT TT TTAGA SO T CT AACCT A TAA T CCAG T O TAACTAGCCATCCATTEC TTATAATTT TTTICTT TG TTATGCCAGTAATA
B.seq. &....CC A LG
Cseq...C....C.G.C L TLAG T | SR A G Go..
Dl SBq. w e e R
E.seq...C.C.C.G.C.... ... T.AGT.......... Tooeennn [ G G..
A. seq. AT AT TEETAACTGEC TTATT CCAT TAA TE T TCAAG TAGCACACA TACAGTT TCCTCCATTAAATGCATT TAGATT T TGECTTCTACCAGGET
B.seq...ononnn Go.... ALT....... G T .Gl A, C..... T.G..... C
C.seq...T..... G T T.... ALC . LG AT
D e
E.seq...T..... G T T.... A.C.... ... G ACNG....4
C.hongkongensis
A. seq. CACTTTATCTTATCCTTATATC TAATC TG T GeAAACT CEAGT TRLGGCAGGAT A CAATCTATCCACCCTTATCCACTTACTCCTATCATCGARTCTG
Boseq-oeriiiiiii Gooeiiis Ao GG AL TCT T A To.oooo.n Go....
CoSEQ v G Al G G.A. . ..T.C.T.L.G.G....... . T..
D), SO(. === m o ot o o o o o R 1 1 1 1 1 i o i
E.s€q. - evvevmmmnianaanns Goo.o AL G G.a....T..C..C..... G.G....... T T..
AL seq. TATAGATCT TGCAAT T TAA G CTG oA TT TAGC Tee TATTAGA TCTATT TTTAGCTCAA TTAA TT TTATACTAACTATTACAAACATACCATCTCTTGEG
B.seq. C..... P Cooeent T A G AL TG C..T
C.oseq. Co. . Cooenii et TLA.CC.....als C....... G A Tt
L
E.seq. C..G.Co...... ... TT.A.CC............ C....... G A T
Csitamea
A. seq. GECAT TG TTAGCGCTATT TCCAT CATCTATTAA GG T TACGT CATTCT TR TT TTGAC TACT CT TCCAGTAT TRRCCEGEECTCT TACTATCCTTTTCA
B.seq.--&iinnnn G C.a.C.a....T..a...,a. A C.... G..CA T A . ...
C.seq.-venmnen ALG.... CTTTCCCTGATCTATTAAGGTTACTT. .. TC. A ... 4 ... .. ... C.AT.... G
3 2]
E.seq.-------- A.G G T.... CA. . Al CLALT....
A. seq. CTGATCGACAT TTTAATACATCTTT T TTGACC CT G T T oG Ge T e TGATCCTC TTTTATT TCAGCAT TTATT TIGATT TT TTCCTCACCCTCAACTTTA
B.seq.----Co.Goniilnt bl T.... CLA G A P
C.seq.-vm---- j C..G
3 ]
E_seq_....C..T ........ Cobon .. Toveeenn.

4 5 Col
Fig.4 Partial sequences of CO [ gene of five samples
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Underline part in the figure indicated universal outer primers; The hatched section showed the corresponding species-specific inner primers
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Fig.5 The multiplex-PCR statistical results of oyster larvae
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Fig.6 The multiplex-PCR statistical results of oyster juve-
nileM .M and M
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Species identification species group structure analysis of the
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Abstract: The present study was conducted to learn the germplasm resource situation of oyster larvaes and juve-
niles in Guangxi Maowei Sea, to improve the efficiency of oysters collecting. Five common oyster adults were col-
lected from Maowei Sea, Two types of oyster D type larvae, named D and D were collected during different
breeding peaks of mature oysters. Three types of oyster juvenile, named M ,M and M  were collected, during
different attachment periods. Multiple PCR technology was used to identify the species of the oyster adults, juvenile
and larvae. C.hongkongensis was the dominant species in breeding peaks of both mature oysters and oyster juvenile.
The average proportion was 88.3%, 6.7% and 5% for C.hongkongensis, C. ariakensis and C.sikamea respectively in
oyster juvenile. The quantity of C.hongkongensis was significant higher than that of C.sikamea and C. ariakensis(P

0.05). There was no significant difference between C.sikamea and C. ariakensis (P>0.05). C.hongkongensis was the
dominant oyster in Maowei sea. In order to collect numerous C.hongkongensis with single species, oyster collectors
should be placed before July 12. Otherwise, the proportion of oyster juvenile which adheres C. ariakensis and

C.sikamea would increase, which would influence the collection and aquaculture production of Oyster.
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