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(CAlpBIl s TEARSAF R,
1.3 NERE

ERAME E.coli DHSa h AL BRE AR
B pGEM-T B H Promega 258,

1.4 B&

T4 DNA SB[ Promega 281 SRR
M B Dynal Bioech ASA L 7: EHRM A
Prosmega 42 8 ;100 kD 3 W H:® £ Pall £ 8 ; 00T
MK E Promegs £,

1.5 mIEEmsSEHat-

4 g KM MK DNA G, HRMERTN
Sau3AL B MY, MY A B 250~ 1 000 bp, &
IO [ 0 T O, 4 400 ~ 900 bp Ko K
B, B, Mol .

HMEEHOERTR A(S GATOGTC
GACGGTACCGAATTCTY Rt R re B
(5 GTCAAGAATTUGGTACOGTOGAC ) % B /R
MESTEH 0min AGERSET 10T . &
MR ANTE s h REERATESEL AB, &
20 pl O BERTHE R b b A 4 . BEEDE O B, 10 L.
13,2 ul. T4 DNA FEHENER 2 (L. T4 DNA SN
buffer, 16 T S8t & .

R 100 kD ERE £ ERMR L, FRER
WME 10l 24, 2 pl L EM Wi HW
B ARET 25l O 10 TORFFAO — 20 PCR B,
ERAIME %58, MR 8T ERTLUGR
#0H PCR M,

PCR P4 5 4 S I b i A0 I 1) B 00 3t 47 2
2, WM TR TR RIS (1)95 THSEESH R
L PCRTAAEASHER S min: (2)EEEAHR
SEWEKIFICHN 5 — Biotin - ATAGAATAT

(CA)s T8 UMM 1 ha ()X 6 <SSC ¥
ARG ROROBSE 25 UMENY -
HIERA R 20 min DRENR EEZRNK: (4R
RN ESR RTINS .6 < S5C,
0.1% SDSEMEE 2 X%, 8% 10 min; BAK 3

SSC,0.1% SDOS F 68 T stk 2 3, M | Smini6x
SSC FREREMEE 2 KR 2 XELE0.xXTEF
WM 2 O (5) MGl 95 T E 4 10 min, B
0.1 TE(30~50 pL) ¥ IR M EE il T Fe R,

B2 S pl WUEESE TR PR f B, TR
PCR MM, R &M WM — K PCR UM, QK%
W PCR ™9 H 1% Ml ki, #1000y
PCR 75 TA ERRE pGEM-T E &, L8
AMOBESE E.coli . MK 10 TWEREPCR
VRN SRR 0%, BANEEAR
PR, P Wi M R - [y
CPIATP(CA),s, TTW 2 2%, WBLMEY
B, 2 5 00 A0 0 O b A L L
P, BV 57 98 7% 9l Premier Primer 5.0 StfH{1:%
fisiwikit.

.1 BIBRXAEGESRNRIENAN

P00 S e R 146 > LRI Y L0S T
P, X T Y PR T1.O% (R L),
P (GT/CA) 102 4, & 97.14%;(CT), 1 1, &
0.95% ;{GAA),2 T, 4 1.91%. HHE Weber""
HESRESE ZSMITEN 40 %X20
(74.20%) kX B (M4.76%) MEATERED
(0.95%). LM HEESET 10 XMRS
12.38% (& 2).

R ANAFRECRERIENLN
Tab.1 verbss reapd et of mbcroasedlie
in barge yrilow crouber
L. ¢ 3 (=5 0441
Mumber Perceniage miio
TR 7428
L .8
| 0.95
2 1.0
1ns 100

mugEm
Type
perfect{CAl,
Imperfect{ CA),
Pﬂﬁl[mi
|roperfect{ GAAD,
Total

Rl ARAMTESEHESRNE NN
Tub.? Pocenisge of varios repest sequence Iype of microsaiellile in large yellow croaker

& 1t RN Ry  bigd 1] REH Repont mumbers
ltem Perfect repeaxs Imperiect repess  Compound repears 5- 10 [0-20 20-30 W-a40 40-3 >%
W Number r| Fo ] 1 13 28 % 4 inn
HRiE%
"N 4.7 0,95 1238 26,67 24.% 13.33 104 129
Percentage '
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2.2 MIEZIWiRitEaSNR
105 0 T2 B A0 & i i 80 2414, B 30
W5, & PCR (LICMEM® 22 o8] 5%

(B 1.3,
3 g
" M1 3% 0H-2.0H-10, DH-16 tY I8N
IR FiFEcLNESniLanssw s -
B T’*Fﬂ“ll‘ﬁ ‘Iﬂ““ﬂm. Fig.1 The selection of primer (H-2, D8-10, 0816
HARIENFENES, MER GenBarnk .EMBL Mone: 1.2, sample; 3, Bk aontrol
I3 XRANTRINEN
Tab. 3  charscieristio of M modcrosstellite boci in large yelbow croaker
Y mET WMIER BCLET EmEN by
ignber T Hepeats motil Primer sequence(5° —3") Product siae
HL) DH:1 55 (CA)y F: AACAGACACTACAAAGADDCAA 169
R: TAICCAGTAACAGTGAAGGATT
HLJ] D82 50 (TG)ys F:CATTTGTCTAAGTCTOOGTG m
RiGACOCGTTAATTTTGTGG
HL) DH-3 46.5 (TG F:TATGCTTCAAATTCAAACA 181
RiCACAGATGOGTAAGGAGA
HL] DH-6 50 (CAys Fi CAOGCAAACTDGCTAAAGT 15
R:OGAAGGGAGAATGGAACG
HL] DH-7 'L (GThs F:CTCTGGATTTTOCTTTGG L]}
B: ACGCATAAACTOCTGGAT
HL) -8 45 (TGl F: CACTGOUACTODCACTTA 183
R:CGGTGTCACCCATTTCTG
HLJ DH-9 46.5 (CA)y Fi AACTACAATGCACCACAG 25
R: TATCATOCOCACCACTTA
HL] D10 45 (CA}w F: ACAGCGAACCCGAGGATAAT %
R:OGAGTGGAGCAGTGAATA
HLJ DH12 45 (CA)y F:TTOCTTTCTOOCTACTTT b1
R AADCACCTCTCTGGACTG
HLJ D14 45 (GT)w F: AAACCTGOCAACTGACAC 13
R:CCACTODGTCAGGTAAAG
HL] DH-15 0 {CA)m Fs 1)
R:CAATGCTGTAMAGATGAALT
Hi.J DE-16 43 {CAAL, ;:mm 23
s TGTOGTCCACTCAGOCAC
HLJ) DH-17 S0 {CA)» F:CTCACCTCACOGACATAG s
R: ACGATCAGAAGGCAANCAC
HL) DH-18 L {AC)y F: AATCACATCAGTCAGGGE m
R:GCAGTATTTGTTGCAGGG
HL] DH-19 S0 {CA)a F:ATGCTTAGGCTTTCACAA 43
R:AGTCAAAGGTTTOOCATC
HL] DH-20 50 {AC)p :.mmmmc 12%
s ACTOCACCTGTCTTTCAC
HLJ D#-21 0 {TGiy F: TGTAGAGGAADGAGOGTA 188
R:OGATCAGCAAACTGTCATA
HLJ DH-22 S0 {CAM Fi TACAGADCCTCAGGAACA 143
R: AACAACOGCACAGATAAG
HL) DH-23 50 (CA)q F: TCTCATAGOOGCTGAAAT )
R:CACTODGTOGCACATALT
HLJ DH-24 50 (CAIy F:CATOGCATTCTOCTTOCA L]
R: TTTACACCATOUGGAGCTAG
HL) DH-27 45 (TG F:ATCATTGAGGGAAAGAAAC T
R:GAATACAGACOGAGGTAM
HL) DH-29 50 I

(AC)x F: TTTAGGAATGGAAAG TACE
R GACCGTCAATCATAATGT
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Enrichment of large yellow croaker genome microsatellite markers using magnet
beads

HADQ Jun'? ,SUN Xiso-wen'?, LIANG Li-qun* , LU Cui-yun'

(1. Key Laboratory of Bioengineering Breoding of Northern Finfish, Minstry of Agriculture, Halongjiang River Fisherie Resarch In
stitute, Chinese Acsdemy of Fisheries Sciences, Harbin 150070, China; 2. College of Aguac-life Science and Technology, Diien Fish-
eries Univessity, Dalian 116023, China)

Abstract;: Microsatellite, s a kind of molecular markers, have many advantages in construction of genetic
linkage map,QTLs analysis, kinship identification and so on. This study reports the isolation and charscien-
zation of 22 microsatellite markers from large vellow croaker. Construction the first microsatellite-enriched
library of large yellow crosker acoording 1o the strong affinity between biotin and streptavidin was carmed
out. A biotin-labelled( CA) soligonucleotide probe was used to enrich for homologous sequences. The library
was screened for microsatellite repeats with 5" = [¥ =2 P]ATP(CA)s using standard hybridimtion and
wash conditions. OF 146 positive clones identified, 105 were sequenced. Among 105 clones containing mi-
crosatellite arrays, 30 unique clones with sequences of suitable length of flanking regions were selected for
primer design. Among 3 primer pairs designed , B failed 1o amplify and 22 yielded scorable amplification
products. The results showed that this method is very effident 1o isolate microsatellite markers. [ Journal of

Fishery Sciences of China,2006,13(5) :762 - 766
Key words : large vellow croakers microaatellite ; magnetic besds: biotin
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