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Abstract In this experment microsatellitt DNAs were isolated fron Chinese mitten crab (Eriocheir sinensis)
genane by canbining biotin capture method and radioactive labeling hybridization The purified ligated DNA
was hybridized with biotin-labeled sinple sequence repeats (SSR) prbes (GA )iz and the mixture was
mcubated with streptavidincoated magnetic beads The selected singlestrand m icrosatellitt DNA was obtained
by removing the SSR uncanbined fragments A fter capture of target fragnents by magnetic beads and PCR
amplification the PCR products were ligated to T vector and transfomed to E- coli canpetent cells A
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m icrosatellite genam ic library 1 500 colonies was constmcted 447 positive colonies ( 29. 8% ) were obtained
through twice screens by mdioactive 7 “p labeling hybridization Sequencing of 447 positive colonies
confimed that 248 contained 266 m icrosatellite loci Besides the motif of GA /CT contained in the colonies

there were also CCT. TCC and AAGG, TTCC repeat motifs 164 pairs of priners were designed with the
sofware priner premier 3 0. In addition 50 pairs of priners were canposed and screened 21 pairs were
used successfully to amplify special fragnents among which 15 pairs were polymormhisn within species This
research offers relevant data to explore genames of Chinese m itten crab Eriocheir sinensis

Key words Chinese mitten crab ( Eriocheir sinensis); m icrosatellite enrichment by magnetic beads

FR BB (Eriocheir sinensis), (PRI 8, 73282 FRIB T R BN, + el . &R 5
FRESLRL SRR RRERERKELT ., i TOERANTE A, RS T 8
FEF A R, (BSE, SR B R U R, G PR A, PR TER . C AR I R A 7 R SR 1Y)
M, REAE TN WL AR S TR AEPRIT SANMEERTAY T Hh RSB R A I AR
DRECTERHRI RS R . AT A X BN DNAFIZRIIR DNA BEATXT L, IE25 & T8
SRESSFAAIR, B T REPEAEES A MO ENRELR, Bl X h ey E8E sy
THRMCHIBTFE . EEEFTE m DNAFITCH R ERPE R 2 T hric RAPDY ', TR DNA bRiCHE
HRABS S IR N AEAE A 5 T A5 m DNA FIECE A DNA ARC 0P, X S gy 5
VLI D RARGE & T R I ARG A R AURF ST . B AT, AR R R E R T AR C AT JLF
WA BFIEHIER TR, Haenfling " HFRET 10 24N EMEEM T ERC, Chang U HRE T
IR ) 102 28T RS Y PR F BB R AR TIRE, ASBF7CR GRS S-S50
FASARGE A 1 A g BB T TR SO R AR A Y. PCR Y3514, b h A4 B M iR
X g BRESEEA R | QTLE AL X H A T IR N ST 4R 13, 1 RSOk,

L AR5 ik

L1 prgk

SEIG R BB A AT 20084F 8 AT RIETT — /K= 1T,
L 2 KN4 DNA QBB

WP BB BRI LA B BONBIFBR R A BE . B O L LA AN L 5 mLE DA A
0.5 mLAYZHEIE (200 g/mLEAEE K 0 50+ S MLE RN, 200 mmol/L EDTA pH & 0), 50 C 3
1, Al R T IERR AW (RFREE Sy 25+ 243 Lyjh4g 3. 2R 0. 05 mol/L TrisHCL(pH 8 0)fn
0. 01 mol/L EDTA (pH 8 O%&#T 16 h AR TL K ZBETHE, T T Z v 1 EIE T 01X
TEHR. B A COlkAi% ., SRS TRE &,

BRI EE R 4] DNAFI 16 A BB e r R 0 BLA L& B 100 ng /L, BRZY 1 1 grhfLs,
BB LN AL DNA FE S A IRFIENYIEE Sau 3AL (10 U /L)W EEDIZ AR (20 1LY, F 37°CR
H 5 b, MBS R (100, 2000, 3000 406 PUANERJE )ES.L> (2200 r/min 4°C, 22 h). Ui 4E
400~1 000 bppty B F Bz,

L 3 F[NZ DNA B 58 kpER:

AL R Brown$k,

Brown$ 3k i £ . A BE S AL TR & M OW B L. S BIR A WA TR IREE A (5
GATCGTCGACGGTACCGAATTCT3 )fl B (5 GTCAAGAATTCGGTACCGTCGAC3 '), 95 °CAs ¢ 10 m in 4R
JE%it 4 hWRBHHIE 10°C, RZIEAHA LA REIEREYIN A (SaudA L, Sall, EcoRL AYRUERES .
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Linker A

Linker B 3
Sau 3AI—=Sall—FcoR 1

¥ GATCGTCGACGGTACCGAATTCT
ANNARRRRRRRANNNNERE
CAGCTGCCATGGCTTAAGAACTG

A 20 LA ERR R Hh A& 5 PLEY) B 10 #L Brown#% k. 1 ML T DNA % % i
(Pramega USA ), 10 Xbuffer 2 #1, TEE/KFMERFRZE 20 11, F 16 CAB I pER: 12~14 b e
BHE (Centrifugal Concentrators PALL FILTRON )RR 2 AL IF k45 2 10 LLAES, 1%£§'ZEE7§§¥§%H§?%

KA 2 A4 S R T R,
L4 @l iegy B IR 24 PCR %

DL 5 MLIESEFH) MBI, FEFT 25 FLIR R A —IK PCRY 3 (PEI700H! PCRAX ). F2/F 4. 94 CHi
Z2PE 3min 94CZYE Imin 58°CIRA Imin 72°CHEM 2 min 20MEFR, fxfe 72°CLEMH 10 mn, KM
SEEEIE, 0 bakkE, BHRRE AW IS IR N INTPEE, [EPE PCRIZYIR4ESE 15 HLAA ., Bk

AL 5 S P BeR N

Lo FAEMRPSCH M D ERE A DynalffER S5 LR SRR

151 3

HIL 50 LIV IRZ
L5 1L(10 #mol/L)

5 KL(50 Aumol/L) Priner B
15 ¢, 20 X8SC
0.5 ¢, 1004 SDS
16 11, ddH: O
PAEIRAWE 68 CHith

12 #1,(276ng) DNA

BriER L. & —K PCRY A DNA H B
95°CAHE 5 min IATHHRI 2SR AR, 68 C ARt
L h 25t B PR REER
152 EHNTEEEESE

e REERIR R FE ST B 100 1L(10 mg /mL)REERE
F—A~ 500 LLAREEYERG REAL A B REIL T B T
7158 (MPC, Promega USA) EFHE 1~2 min 521K
HER . I 200 “L B & W (10 mmol/L TrisC1 1
mmol/L EDTA: 2 mol/L NaC DI FK . F-A 2003%
W 1(6XSSC 0. 1% SDS) ¥EH% 35K, HFImEEKAL
FEIEHE G e, B S IIN 150 ML 1 B B 425
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Fig 1 The basic principle of m icrosatellite sequence
entichment using magnetic bead hybridization selection
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RUCAVER 1(6XSSC. O 16 SDS). P 11(3 XSG 0. 190 SDS). Pl (6 < SSCHTE MR, BIRAE
AW TEBFY], PETER R EZREWR, SR E 10 min B TI7E 68 CYEBIR. BRKE
H 15 min VR NIHEZE IR PSR B BPa] A A S TR 5 5B T
L 53 HESEMIERFINEGE DNA

Al 200 &1, O LXTEFZEZ R ZEFI N 50 2L 0. 1 XTE 95°CZ284 10 min, B S G T
BFHR) HEE DNA BCTERE 28 B4
L6 PCRYMEAMIEFIIH DNA KB

M6 PLEEER TR 7 I E MR, #E1755 K PCRY™ Y. I M AR 7 FIIE AL A 55—k PCRY™ 3.
RV 5E R e A L RBR 2SRRI ABEAE S IR Y. dNTP Hik4a %) 10 #LAA, sikAs i ik
BE R BRI
L7 &8 THk

g 10 PLIERR WK R, 2 tLaifby PCRIL =4, 1 AL pMD18 Tvector(KIE R A HFN 5 11,
ligation solution LI ZKFMERFRZE 10 11, F 4CHEA®R, B CaCl & EZ S KIHATE DHOS«
PEATHEAL ), 153 TR S R 4 S0
L8 A8 J R R AR E#EA T K i e

L AL AR T A SCE#EAT AR Rk . B AL T A5 09 Se PR R AL E RS IR 2T 4E Z I (Promega
USA) I, [R] A B 58 AR R K/ TR AR AR 2238 25 R A R e PR BRBH VR sa ke . T R Z AR (GA) 15
TS R XOR . —T0CHS AR 7 dE. B,
L9 FHYESCRER 771 e S 45 R4

PREPE M Fo R By g T il o0, WP 5 BYUI8ARIFILAE . FIH SSR Finderdfi (41E4T
R H A 75 ) -4 1 2 B SRR S o (38 7 21, AR B R 7 A B O PR SF I S FH Priner
Premier 3 OEAT5 9300t Wit TS5 Wt LilgAd: T &M, FHXTEERIETT PCR o™ 1Y, Bh HE o Gt fise i ok
il 4345 Y 3 F

2 ok

21 @EK/IIEF A DNA F Befd i ik

FIRRFBIPENUIEE SaudA D2 LK 20 DNA A TAS 58 A g U] P08 o PR % B A0 52 8 O I e T
R AT B, W T 1000, 2000 3000 406 AANBE B BERRA WO T B BB B0 B
FET R R SRIR G W #58 400 LILR T 31 S Y] DNA v BV, B Heom v vk As U
EHCR /Ny 400~1 000 bpfhy H Y Fr B BISE 23, 24485367 20145,
2.2 hiBg BB TR s LT Y5 bt

AR LI HARAT G TR BN 0 S0 1 S00ANER , FEA=2CHT - FEALBkE 8A4NFif%. L Linker B354,
BEATHITE PCR SN 413KR, 45 R sRey FAYE, |41 37 500, B T—4kik HEm el 37 5%,
W AU ES PR AR B B A SO 938N R TEAERE, Wk [ R 4258 T IR 15 2R
VelE 44T (BHPETERER L)y 29. 800 ) L HINFE 4474 1831 2484 (55 D0 )& T EFFIRY TikE.
1E 248NN FFh S A I TR B 2664, o, DA GA /CT Hi i B 5518 15, B WLZEH] =B (CCT,
TCC), PUBEHE (AAGG, TTCC)E & Hi7t, HR4E W ebed R HH 107> 2ebRte, M DR AT 40 326, B 5 671
(Perfect), AEFEFAL (mperfec)FITE S (Compound ), 58 36 H 48 & A HH T A4 58 F U T HoAth 58 & 7 51 )
HEFH): AR RAE 24 2L R RFRE S F A, g 3N LT R AR E K 5 i 1Al B s R A AL
o —FhE G PP S HAM RN E LT A 3MRELL N IEE R F S abg, K, SRR TR 197
A (T4 06% ), JESE A 49/ (18 42% ), AR 204 (7. 52% )
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2.3 51¥sat-Siik

A% B2 F A A AP F IR A Priner Prem ier 3. O EUEAT5 03, B 25— S 38 7 5144
AREBLIT S Mo, 248 LR P54 16458, 5ir 51 AR L dEF G A SOX, ik
PCR W 25, 45 5RA 2835 [yl & g g Ml R i H i 257 . [ 2 W EFRIC HLIEsinlSfy4™

ity ok
H=H
® 1 hEGEBETHHIESH
Tab 1 Sanem icrosatellite primer pairs for Eriocheir sinensis
% PEbRD 514 573" KB (bp)  BODFEI BAGREE (C) P H R B Fragnent(bp)
F. GCAAAGGAGAAGAGGAGCAG _
HLJE sinl 195 (GA)ss 56C 163~224

R: TGTGTGTGTGTGTGCTTGCT

F: TTCCTTTTCTCTTTCGCTCTTC
HLJE sin 2
R: TCCGTCTTCCATCACACTCTC
F: GGTGAAGCAGAAGAAGCAAGA
HLJE sin6 248 (AG )3 60°C 227~268
R: GACCCAGACCAGAAGCAAGA
F: GGACAAGACCTCGGCATAGA
HLJEsin10 190 (GA) 3 60°C 174~221
R: GATCCACCGTAAGGGAAAAC
F: ACTGGGTTTATGTCGCCTGA
HLJEsinl2 181 (GA)ss 56C
R: CGCATGAGAACCATCTTTCC
F: AGAGGAAAAAGCCACGTCTG _
HLJE sinl4 150 (GA)y 60°C 124~184
R: CGTCTTCCTTTCCCTTTCCT
F: AGGGGAGCAAGGGATTAGTG .
HLJEsinl5 183 (GA) 3 64C 163~218
R: GTGCATGTCTGGGTGTCTGT
N F: GGTGAGCGGAATAAAAGCAG
HLJEsinl6 208 (GA )30 60°C 187~229
R: CGGGTCACATCTCTGTTTCC
F: GGGGGAGAGGGAGAGAGA .
HLJEsinl7 230 (GA )54 (AG) 1z 60°C
R: CAACGAGAGGAGGAGTGTGG
F: CAGAGAGGGAACAAGCAAGG
HLJEsin21 244 (GA )3 60°C 221~273
R: AACTCTTTCTGCGCGTTCAT
F: AGGCACTCCACCTCTTGAAA .
HLJE sin23 165 (GA)2 60°C 143~189
R: CCCCTCTCATCTCATCTTCCT
F. GTTGCTCTGGATGGATGGTT
HLJEsin24 199 (GA)go 60°C
R: TTAAGCCCACGCCTAAACAC
F: CTAATTCCCCTTGGCTCTCC .
HLJEsin25 162 (CT); 64C 141~189
R: GCGGAGAGAGGGAAAGAGTT
F: CGGGTGAAGGTCAGAGAGAG _ .
HLJE sin30 157 (GA) s 64C 124~184
R: AGGGGTCGTTTTACCTCCAG
F: GATCGTTGACCTTTGGGAGA .
HLJEsin31 186 (GA )3 64C 163~209
R: AAACACCATCACGCTCACAC
F: GGGAAAGGTATGGAGGGAGA .
HLJEsin33 172 (AC) 15 64C 146~201
R: CTCTGGAAATGCTCGAAACC
F. CCGTCCTCCTGCATGTAAGT .
HLJE sin34 244 (GA) g0 64C 220~264
R: CCGCTATCTCCTCCATTTCA
F. GCCCGTTGATGAGAGAGAGA
HLJEsin37 191 (GA )3 60°C
R: CGACGATCACCTAGTCAGGA
F: AGGCAGAGAGAGAGGCAGA
HLJE sin38 187 (GA)s7 60°C
R: ACTTCGTTGCATCACACACC
F: GCAACCGGGCAAGTATTAAA .
HLJE sin41 172 (AAGG )5 64C
R: CCTTCCTTTTCCTCCGTTTC
F: ATCACGGTTACGGGTTTGTC _ .
HLJE sino0 154 (GA)7n1 64C 126~183
R: GATTGCACCTTTCTCCCATC

3

(AG) 11 (AG)s52 56C 184 ~237
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[ 2 HLJEsin6 (A)F1 HLJEsinl5 (B)ZEILIRREMR (27 AR EREER (258 M 1 i
Fig 2 Electiophoresis grams of HLJEsin6 and HLJEsinl5 in Jiangsu and Tianjin population
1 =27, f M. 4 T (DL200)

3 it

MR S TR A A A R R A SR R AR B T B 3 51 T2 B A, i TR 3 7 91 2 i T
SLEATRICAE, BRT SRR BN A SCUER A i 2 LR LR s . ARG iE b H A
PEER A/ e DNA SCEE i3k A 8 10y O P R L R AR EEEAT Southem 2% 32, 57 126 BH P4 5 B | i)
¥, D7kt B (BRI A R AR AR R FAYE SRRy 24 ~30. BB KRB A DR &N,
Cifarelli& (2211995 FEHEH RAHM (Randan Amplified Hybridization M icrosatellites ), Lunt&s (%1 1999 FR
H PMA (PCR Isolation of M icrosatellite Armys)’ﬁwjﬁﬁfj&%ﬂ: RAPD =¥ & &l & i LA B RE#E 5
M RE I AL SO (R AN AR A — S BN Lian® U e DNA RS Fr B s 4
NTLHEER, UATHESKF IR BIAR P, ZOnEER OGRS TR —NTF5, TR M
IFD 5 B0, 2K R 1 2004 4 4R Y EST-SSR ¥, %0 ik M NCBISHE i T i 23K 5 51 b 45

(express sequence tag EST)FiiiiL i L E S Thrid 2B AMICH AR ., AL EHEVERE
B REER B R B T RS TARID. TRAE Carleton! 145 2002 478 ) J7 S 3Rl RS M6 e ek
B R SBOERIMI R ARG &, R R E T REBCR I SR R R Shmc T L ERE EEYER
Z ) Fe 4 A TR ER TR LAY 12407 1k A AR S5 18] PR X PR AE O B0 AN T 2 T s B AT 4 B
TEFF & BARA AR e s . A SCIR IR S i AR o 29, 800, 1 ML vk IR 0 T R 2k
R AHE R T AT R TR S R B R 8 VRN N AT REAE R SSE R A iR 2e S — i LR 7
B IR Bk R R W R AL R IREHR I 28 . K15 = BT R A LR 20 DNA 2 04T S 3o iy LAl - A
W B BA RS B0 A P T A M e R E LAY 5B e ol TN BORSE T S RE 514 U B B 451 s e
BR RS LA SUI A SRS A5 I B R B S M TR A TR L AR E R ER A R T AR
P REBRA 1 06 MR 0 R AR R RN e AR I i) R BRAE FH AT 0 SRR S SV, B B REBR I > LA ak
FWEBA S AT RN ZR W R AR S ST E TR BR R W, Rk, @R E £k —
P T B ey ik U R R T TR S A B R

WFFRERI, A R A=) R K 3 TR A A FRR i LB (n . /NI RS FE R 1 (CA ) ny

(A)n, (AAAT)n, (AG)nE KRB TLE AR Y EEHF A, (CA)nd A, (AA)nfl

(AT) 0732 5 5 28 B PR 2 H BRSO R ot T 2 o 40 B R N = e B LR R A
2 RERGRRT F A BN (GA) s 5 IR T A ST A, DR ER KIS
2R, FIRE LO0R 3 TR R B SR IR AT, X SRR A M TR 7 R4 R CT(AG)E
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2. WAh, I =B (CCT, TCC), TUBEIE (AAGG, TTCC)EE H.5T, il CT(AG)E L . —HFt (CCT.
TCC), PUBIE (AAGG, TTCC ) & FE B4 B B FL N A )12

ASHFFRGEE T R R FR oy HE R 4 SO FF it FRTE 1 RERS 78 Hh T o B B I N A R e 3 1Y

Y 2 TLERRT, a7 h R B2 R I 2 REYEANFIRREEAL Dy s A S B T O A L QL
L SO AT R N BT S 4R A3 1 JR At B0RY
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