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1.2 D3 EEWE R B DNA KR

PRI DNA E 1% S I MEE R i kM,
S RNY 100 ng/pl, BEG 3 g 030509 A
HDNA, GE X HRBTEN IM Saw 3A T (10 U/ul)
BN R (S0 )P . FITCMW 350 15,
I1%MES AR MR kRN, U F 400 -
900 bp KAt 5 B, 88 QlAquick Gel Extraction
Kit( Qiagen, CA)S{GAT 1% 17 Edoas ik,

1. BamuERiss

RRIM R E 3, 5 9 4 Brown & 4 # Whitney
&4,

Brown 18 500 W o % H 00 {5 98 W 1Y
MR A(S' GATCGTOGACGGTACCGAATTCTI ')
fl B(S' GTCAAGAATTOGGTACCGTCGACS '),
ST EfE 0min BESTIhRESHE 0T,
B R e

5" GATOGTCGAOGGTACCGAATTCT A

3" CAGCTGCCATGGCTTAAGAACTG B

Sau JA| —Sal | —EwR |

Whitney 1§ 5098 & : 5 Brown 8 370 2
AT FHNERETRE A(S°GOGGTACC-
CGGGAAGCTTGG3 ') W B(S" GATOOCAAGCTT-
COOGGGTACCGCS' ), M fe & 45 ) |, o 78 i
e,

5" GATOCCAAGCTTOCCGGGTACCGE A

3" GGTTCGAAGGGOCCATGGOG B

IR 20 pl OOEHEVE R, JC 2% 5 L MU
.10 pl §E 5, 6 weiss T4 DNA # 32 W ( Promega.

USA), F 16 TARFHPILE 12—14 h,
1.4 MAERSFRNREDAY"BEETE"

JHSEM # (PALL FILTRON) % Bk £ & 0548 &
FERNE 10 ul A, )% BOUSEORAERE l k  4E 0,
BERD. W3l 8% 5 R, 857 25 ol 6
R PCREYMPEON), REREY.HTE
B 3min, B M T Imin, 60T | min, 2T
2 min, 20 TR, BE 72 CEM 10 min, KR
W, AR ESNTI W INTP %, 848 PCR 9%
BE 0L 5. RIERRICEEER R,
1.5 BERKECHMIENO Dynal B S
EEEIRAD MEREARDIE

HEHRE BPCRUMBDNA KR TOST
T S min, #8572 00 AP 2 2 HC10 ol L 2

BB (CA) 5. SO pmol /L 3199, 15 ul. 20 % SSC,
0.5 pl. 10%SDS, AW 2B 50 L) F 68 R %
PRET L b, SZ00FN B SR TH R ny
{10 mg/mL) M F 1 500 pl SERHAEER
P RN NERAR(MPC) E 1~ min, B8
WA W, WA 200 L BEW( 10 mmol . Tris
(1,1 mmol /L. EDTA, 2 mol/1. NaCl)#EHMA, MM
200 FEH 106 % SSC,0.1%SDS) i A, R A
200 pl HEHE | DM SR,

FEFGL I8 O 0 R D B T 25 C MR
W R O R, SR ) 20 min, LI
BERESERETNS AEHELTR TR
HRE(MPC) |, M@ LR 4R DN )
B:6xSSCO1%SS FEBSEME AN
10 min;3 % SSC,0. 1% SIS F 68 U R ENE, ik
IR 15 ming6 > SSC RSB 3 0G0 2 TE
RS G RE A 30 ul 0.12TE, F
95 C MEHE 10 min, LSRR & 47 80 108 F R0 MG
DNA. ELE DNA AHIIERTH 2 X AR,
30 TS JCIR R E R L X PCR. i, Y
PCR™ME 10l 54,
1.6 WERIERMNE PCR =W RN

I3 pl PCR ™MW 5 TA FM Rk GEM-T
{ Promega, USA)F 4 CAKHi b i B i 12~ 140,
W LT SO 11 2 ) WL, 45 N (L
CaCL S MBES E.coli (DHS5a @ E)P, 2K

HEOMEEE EAMTEER L (P,
USA), 35 »-2 P S o0 e 0k 16 02 % Bit (o),
HITM I RSGE R ENM(GTFIRTERSE
MO 3 ). PRERREYE SRR, IR T AL SRR

SR P LRGN, & EFERNEN Premir
Primer 5.0 KL 75198kt

2 @R

2.1 MERRESNSH

AT R 3% 19 10 17 A 5 £ 0% 2 000
MR EHETNE PCR GMERRREY
50% , @XM PIRG RIE Y 230 T, 411.5%,
MRS ICPEY 120 T MR FTINE , 185 106 1N,
HAH 04 T EREHMIRFER, 1EH M
AWM PERER 111,000 CA/GT GRXEN,
HE8. 3%, B, EKEM MR L (Bowm W
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Whitney ) 008 S5 80 017 7 HOR, RPUH H Whic-
ney S4B H 121 1 RIEE R, o B Brown 48 3
S 109 TR LR,

U Weber B tH 09 TURE 45 5C 09 2 A5 b L
B Colbowsrne % 8196 651 0 1 5 IR 4050 09 W82

R NEP Y ERVNETR " MR,
0 RS, P perfect 59 T,
53.15% ; imperfect 42 1, 4§ 37.84% ; compound
verfect 8 4+, 5 7.21% jeompound imperfect 2 T,
1.80%, O] W, perfect Y PR S5 KEWN, LIAR
AT RAARNRTERRCENN, &

AR TR R, R MR CA/GT o, i
# CT.AG.CG.CAA .CTCA B R MFH. 181 %

HAMMTEREAMES SN, WE 1 paTLl
L. MO BE IR EERPES-0O K, &
75.68%  MMLE 1015 B, % 19.82% 30 Bl B
B 23.32%,

B
#L W
5

R

5-10
11-18

16-20
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Rz2isid
AN by Repest length

L NOCES G B RS f L ig
Fig.1 Length dinbution of mecrosidlite m
the genoame of Megalabvurs ambdwephala

1.1 3eiit

1E 94 0 T RUAF RS BB T — S0 TR E RIS
AN RN e KA RGeS
(40.42% ), JEaR 08 TR F B3 iR i 8 Primer
Premier 5.0 811519, BN IEEWRM LR EH
F Primer Premoer i 8 €02 8109 4k i b B4

R L e S B SR TE. P ERELF
44 A A 0SB e BN W (Haapin) . = ME

(Dbmer) G| W80 Fabe Priming) 2t | T 095149
2 BT A WIS ( Croes Diimer ), WA T 480 408 £ 7
ELA Shar BT Y i 40 PCR 319 i {0 5, 8% 4
FCARRET UM RS NaX &N, 3t
514 46 2f , & 48.94% JCRRSS WL R 1,

M2 % MACOIHL) G318y mi MR, M

31-35
41-45
51-35

&1-85

£
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PR 2% T 05 0 000 L o LT 00 B MM
g0 T™HE,

3 W

3. EREEEVEmIEGSES

R T RS RS E R TN
VI £ 008 3.1 1.3 T3 S ot
ASCO 1£1"') EST-SSR B&'"'9, 5 A1 M
600 TR ST PER B L7 M i, LR
I PR Gk L R A 1L
W i, ELOCTD A T 00 N AL P B LM M

BSCR0 EIE , RBESCRM T RRMER
P s L PR ST T

Tl BT | NRER. MTAEYRER
WM DNA BB Ra Tl %, EFETHR
EHEES D MR CETFREN(CA)MITG),
EREH PSR TR, el LR REE P 0
~ 150 kb PR Erh M — ™ 6 LY 160, T
oy & &0 R & R (polymorphism information con-

tent, PIC)ZE 0.5 B F!™* 8 ¢ EkMaRaTy
W EEENE. Valdes §3 0 e A hENK

BETSHRIR NLTFRENFHEER, Sl
dend ™' DA A5 TN VS 0 00 T2 O O 4 W LR
BHAEEEE BREXNPOR DR UREY
MrEESE. R PHAGORILFNG
86.49% MM KB 16 YLl L (M 1), XML
LAt JoEZ S 1y

1.0 ERENEMERTDETESHENOE
W b FEE R B T R i

SORERTT L 100%2, I RF K S WL, 51
1 O O TP (AR
PR RN 1. 5%  FE AN ER IR
B - (DRERRes /it . ERAEMRIECHNTEN
EXHMTEENN DNA FBZE, -RANRK
HRFRESENREARE SN, ORRAK

BERILYS. Reddy $2H0% 7T & MR
SERMIREE N B H R 6 T, S e 64

SO Es N 2 5 POR 3t i, it
FERECA TR R Y R SR B 100% BHE
¥l 20% ~ 0%, M H 4 il s it W LM F 0
PURAMERURRLE. OEMERLREE
W2RRTH DNA B ATES SR -A0E
DINA AT 50 BRI K, DL RTREE T R R,
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Tab. | Parts of microsatellite primer pairs for Megalebrama ambl wephala
ST HWEN s -3 Abide REBXREAT  oomn
Micrmatellite koo Prumer sequence §° - 3 Optunum anneaing Mot
TeTpETNiLTT
MACD4HL) F: TTTTOCTCA GGGTCTOGT %9 52.0 (CA)
R: TACTACTTOOCGACAAGG
MACDSHLY F: GAAMOCGTTGACATGATTAC 188 52.0 (GT)y
R: TCAGGGUACAGATGAGAT
MACDSHL) F: GOCTGAAGOCTTAAACAC 118 51.0 (CAly
R: TGGATGACGGTAGTTTGC
MACIEHL) F: OOGGAAOGTATCTCATGE 255 54.0 (GT)y
R: ATTACTOCTCAGGGTOCC
MAC21HL) F: TTTOCCAGTTCAGTUGGT 21 53.0 (CA)g
R: CAAGCAAATCAAGOCATC
MAC24HL) Fi TCTGGEAACAGGCTACAC 138 s2.0 (CAly
R: GCAGOGAGCTGAATGAGT
MAC3IHL) Fi GCATUGGTAACAGTCAAA 24 0.0 (GT)y
K: CAGGGATAATGTAGGAAGAA
MAC38HL) Fi: ATOCTOOGACATCACAGT 285 5.0 (GT)y
R: TATAAATGGAGCTGALTT
MAL3RHL) Fi CATTACCAAAAGAGGACG 205 50.0 (™
R: AAGAGOUCATCTAAALEA
MACS0HL) Fi TAAMMAGTCAGTGGGGTOC 2% 49.0 (GT)y
K: GTAATGATGOGTTOLTTG
MACS6HL) Fi TACAAGAGCAGGTAAGEA 184 48.0 (G
R: CAGCCACTGACTGAACAT
MACSOHL) Fi GOTATOGTGCTTGCTTGT 192 s1.0 (G
R: TTOUCATTTAGALTALTHG
MACS3HL) Fi AGOGGGTCTGTGCTAATC 200 4.0 (GT)g
COGOCAG T TUCAAAGAGT
MACSSHL] :: TTCAMCTCUGAGALTTCAA, (4111 56.0 (GT
B COGACTACACCTGEANMOTTG
SAACSEHL) F: GADGATCTTTCAGDCATT 123 2.0 (GTs
R: CTGTGGTTTTGCTTCCTT
MACBIHL) F: TIGTUITGTGATTACTGT 7 54.0 (GThy
R AAGTTTGAGCTTGTGGGT
MACT2HL) F: TOCAAGCATCAGCAGALT 284 2.0 (™™
R GCATAAATGOGTOTALGG
MACTIHL) F: TCADGGTCA AATGUTCAC 167 52.0 (TGl
R: GAACCGAATCATTGTODCAL
MACSSHL) F: TACGGGTAGCTOCAGTCT 138 50.0 (CA)y

R: GGAAGCTCOCATGCAACAL

B F=ERdiN: R—EN9..
Mawe: F = borwand pronwer: H = reverse proes
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Rapid isolation of microsatellites lrom genome of Bluntnose black bream ( Mega-
lobrama amblycephala )

LI Shao-wu' ¥, CHANG Yu-mei', LIANG Li-qun', SUN Xiao-wen'
(1. Halonggarg River Fisherien Resourch Institute. Chinese Academy of Fashery Scienoes, Harben 150070, Chanag 2, Schood of Lib
Science and Technology, Shanghai Fisheries Univensity, Shanghai 200090, China)

Absiract: The CA DNA scqunces in Bluntnese black bream { Megulobrama amblwephala ) wene isolated
the microsatellites were analyzed. DNA was extracted from » Bluntnose black bream, and digested with
Saux 3A 1 ,and 400 - 900 bp (ragments were seleeted and ligated 1o different adaptors (Beown and Whit-
ney). Then the purified ligated-DNA was hybridized with biotin-labeled simple sequence repeas(SSR)
probes (CA)ys Alter eapture of target fragments by magnetic beads and PCR amplification, & microsatellite
genomic library containing 2 000 colonies was constructed. Two hundred and thirty positive clonies

{11.5%) were obinined through twice scroens by radiosctive 7-2P.ATP Iabeling hybridizstion. Sequoncing
of 120 positive colonics confinmed that 94 contaimed 111 microsstellite loci ( number of repests=5). Of the

4 sequences, only 10 contained compound repeat motifs (9.01% ), and of the remaining sequences, 59
perfect (53.15% ) and 42 imperfect (37.84% ) repeat motifs were included. Fourty-six (48.94% ) pairs of
PCR primers were designed through software package. while the remaining sequences were not chosen be-
cause of their insufficient (lanking sequences. Besides the motif of CA/GT contained in the colonies, there
were also CT/AG, OG, CAA and CTCA repeat matifs. In addition, the microssellites with repeat times
at 5 - 30 were more abundant than others. This resenrch makes a positive contribution to explor genomes

of Bluntrese blasck bream, offer genetic wols 1o check the genetic varistions and construct genetic linkage
map. [ Journal of Fishery Sciences of China,2006,13(2):187 - 192)

Key words: Megalobrama amblycephala ; microsatellite; magnetichends enrichment
Cormoponding ssthor;: SUN Xiso wen. E-mwl ; sunoow 20026 163 com
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