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2008 4 (13 )
389 75% ,
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1.2 DNA
50 mg DNA,
) ) [13]
DNA ,
30 ng/uL , 4°C
1.3
Zane, et al.l'"¥ , 0.5 puL (10
u/uL) Taql 500 ng
DNA , 65C 2h,
10 uL T4 DNA ,
20 uL, 10 pL

7 uL ATP (10 mmol/L)1 pL. Tagql adaptors (50 umol/L)
(5'-GACGATGAGTCCTGAG-3" 5'-CGCTCAGGAC

TCAT-3)1 uL T4 DNA (1U/pL)1 pL
16C 2h,
Taql Primer (5'- GACTGCGTACCAATTC-3")
PCR 20 uL,

1 uL, 10x PCR buffer (with Mg*") 2 uL, dNTPs
(10 mmol/L) 0.4 uL, Taql Primer (10 pmol/L) 0.4 pL,

Taq (5U/uL, TAKARA) 0.2 pL, 16 uL
94°C 2 min, 94°C 30s, 56°C
30s, 72°C 30s 20 , 15C
1%
1.5 mL
100 pL ,
200 pL 1x Washing/Binding Buffer
200 pL 2x
Washing/ Binding Buffer , 2 puL 100
nmol/L 5’ (CA);s5 198 uL
30min,
400 pL 1x Washing/Binding Buffer ,400 pL
6x SSC 2 50 pL 6x SSC ,
70°C

15 uL PCR 15 uL 20x SSC 20 uL
H,O , 95C 10min, , 710C
30min, )

100 uL 2x SSC , ,
600 puL 2x SSC 3,600 uL 1x SSC
3 50 uL ,95C

2min, S 2

DNA
DNA , PCR
A 50 uL, DNA
42 pL, 10xTaq buffer (with Mg*") 5 uL, dNTPs
(10 mmol/L) 1 pL, Taql Primer (10 pmol/L) 1.5 pL,
Taqg  (5U/uL, TAKARA) 0.5 pL 1 94°C
94°C 30s, 56°C 30s, 72°C 40s, 20
72°C 5min; 4°C
4 uL PCR pMD18-T ,
10 pL, PCR 4 uL, pMD18-T
Vector 1 puL, Solution T5uL 16C 2h,
PEG 10 uL

2min;

,4C
TOP 10
10 mL LB ,37°C 200
r/min 8—10h I mL 100 mL
LB ,37°C, 150 r/min ,  Asoo
0.5—0.6 ( 2—3h),
15min, 250 mL ,4°C
7200 r/min 100 mL
20min,
,4°C 7200

20min,
,4°C 7200 r/min
50 mL
10min, 1 mL
, 200 pL/ >

r/min

-80°C
5 pL
200 pL ,
s 2 mm
2500 V 1 mL 37°C
SOC , )
15 mL , ,37°C, 100 r/min
1h
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7 uL -B-D- (IPTG) 30pL
5- -4- -3- -B-D- (X-Gal), ,
(60 pg/mL) LB , SPSS15.0
3h 100 pL , 37C 16h,
4°C
, Amp LB , 2
37°C 2.1
PCR , M13-47 DNA Taql PCR
(5'-CAGGAAACAGCTATGACC-3") RV-M(5'-TAA ) 1% ( 1A,
TACGACTCACTATAGGG-3") (AC)s , 400—1000,
PCR : 15.2 uL, )
10x buffer 2.0 uL, ANTP (10 mmol/L) 0.4 uL, M13-47 , PCR
0.4 uL, RV-M 0.4 uL, (AC)s 0.4 uL, A 1B 1C
Tag 0.2 uL, 1.0 uL, 20.0 uL PCR
: 94°C 5min; 94°C 30s, 56°C 30s, 300—1000 bp
72°C 30s, 35 ; 72°C 10min 2.2
14 90 )
300—800 bp PCR 60 (66.7%) , 60
Blast ; , 56 (93.3%)
SSR Hunter 1.3 (http://www.bio-soft.net/dna/ CA/GT 5
SSR Hunter.html) , 23
s Primer Pre- 56 , 51
mier 5.0 (http://www.premierbiosoft.com/) (91.1%), 5
15 48 (AC), , 94.1%
(?3 Weber !¢ 1 56
41  PCR ; 75.0%, 8.9%, 16.1%
( 4
) 10 pL, , 52
DNA 1.0 pL (30 ng), 10x PCR buffer (with 2.4
Mg*)1.0 uL, 10 mmol/L dNTPs 0.2 uL, 10 mmol/L 5 35
0.2uL,5U/uLTag 0.1 pL, 1 ,35 28
7.3 uL :94°C 5min; 94°C 30s, 4 , 1 1 1 1(ABxCD/ABx AC)
( 1)30s,72°C30s, 30 ;72°C 10min; ;6 I 1 , 4
4°C , 2 ; 1
PCR Bio-Rad Sequi-Gen Sequencing 1 2 1(AB x AB) 35
Cell , 6% 32 (P>0.05),
: 10 pL 2 pL 3 (LYCO0137 LYCO0139 LYCO0152)
, 3 uL 6% 11 1 1 1 1 (P<0.05)
) 80 W, 2 ,
) LYCO0184 , 10
Wang, et al. (13 ,

10 bp DNA Ladder (Invitrogen, USA)
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3
, Ren, et al.["”! TrulI(Msel)
FIASCO
; PCR 60 114 AT 56.4%,
0,
(66.7%) , 56 73.1%, AT
(93.3%)  CA/GT > » Trull , Trull APATT
GC
FIASCO AT [20]
> Taql R 53
, 50% 959, L4 17 18] , GC% 45%,
[20,21]
Taql

bp bp
< 1500 <— 1500
<— 1000
<— 1000
< 500
<~ 500
1 PCR (A) PCR (B) (©)

Fig. 1 A, PCR product after ligation of adaptors; B, PCR product of fragments after bead enrichment; C, The result of ligation with vector
M. ;1. M. Marker; 1. Product
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Fig. 2 Segregation pattern of locus LYC0137, LYC0172 and LYCO0184 in the family
M 10 bp DNA Ladder; @ , 3 ;

M was 10 bp DNA Ladder; Qwas dam, §'was sire; Numbers in the figure were individual number
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ISOLATION AND GENETIC ANALYSIS OF MICROSATELLITE MARKERS FOR
LARIMICHTHYS CROCEA

YE Hua'?, REN Peng?, LIU Yang?, LIU Xian-De” and WANG Zhi-Yong *

(1. Fisheries Breeding and Healthy Cultivation Research Centre, Southwest University, Chongging 402460, China; 2. Key Laboratory
of Healthy Mariculture for East China Sea of Agriculture Ministry, PRC, Jimei University, Xiamen 361021, China)

Abstract: We constructed an (AC),-microsatellite-enriched library for large yellow croaker Larimichthys crocea
(Richardson 1846) using the method of FIASCO. Ninety clones were randomly selected for further colony amplification.
The rate of positive clones reached to 66.7%, and 56 of the 60 positive clones sequences contained one or more SSR. By
the analysis of repeat motif, dinucleotide repeats were the most dominant (91.1%), followed by trinucleotide repeats
(8.9%). Among dinucleotides, (AC), repeats were the most frequent (94.1%). Using Weber’s classification rules, the
sequences were divided into three categories, the percentage of perfect repeat sequences, imperfect repeat sequences,
and compound repeat sequences was 75.0%, 8.9%, and 16.1, respectively. Fifty two microsatellites primer pairs were
designed and synthesized. The result showed that 35 SSRs were polymorphic in 46 F1 generation individuals. Twenty
eight (80.0%) loci exhibited a segregation ratioof 1 1 1 1 (AB x CD/AB x AC), serving as the most useful markers
segregating in co-dominant fashion. Six loci exhibited a segregation ratio of 1 1, and one loci exhibited a segregation
of 1 2 1. Polymorphism analysis showed that 32 SSRs were consisted with Mendelian segregation ratio and could be
used to construct the linkage map, while the other 3 SSRs (LYC0137, LYCO0139, LYC0152) were departure from the ex-
pected Mendelian segregation patterns. These SSRs should be available for genetic linkage mapping, population

genetics studies, molecular evolution and phylogenetic study of large yellow croaker.

Key words: Larimichthys crocea; Microsatellite-enriched library; Mendelian segregation patterns



