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g APE 0 SSR EE 18, - B0 U BKTE.
1.2 WEE DNA BN

PR, A 1.5mL MW A 10
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50°C ML, M S0 5 UM G IR Y 25
F24:1 bR 3 O, BRI 0Kk ZROTEE 0% Z Mk
M1 CERTH0.1 < TE RN,
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1.3 MUESBSE R

JHRLM A LM Moo T WD ESE DNA, 1%
ARG YR, TR R
i 400 900 bp B,
1.4 EREs
14,1 SAAT MRS ERITRTRIEEL,
R ER IR Y 50 pmol A, 57 IE % ¥ ¥
% Olig A

5" ~ GATUGTUGACGGTACOGAXTTCT -3°;

Olig B: §' -~ GTCAAGAATTOGGTACCGTOG

AC-3",

SHMARAMEEETR, e RE Y
Bpmol/L, STER 10min, 40 BWNYHE
10°C , MR A OB IR % .

§' GATOGTOGACGGTACCGAATTCT A

3' CAGCTGOCATGGCTTAAGAACTG B

Mbo | —Sal | —EwR ]

1.4.2 EBREE B0 20l MSREE, NP a
¥ 3 pL(#Y 600 ng ) BFED 1 B 10 L B .6 weiss T,
DNA # IEM ( Promega. USA), T 16 T AP
i,
1.5 fiReXEEPCRIE

¥ M ¥ ( Centrifugal Concentrators, PALL
FILTRON) &8 &R0 3 KW E 10 0L £ 15,
I %DM RE R e i e R % R, W3l
DNA FBGHUHE, B Oligo B 51,3817 25 ul &k
R PCR By M(PE9700), PCRBF H: T
3 min:94 T 1 min, 60 T 1 min, 72T 2 min, 10 +
W72 T 10 min, ERTEHEE, EREERT|8 .
ANTP % 4§ PCR ™M ¥ 15 oL A8, ik
WO R T B,
1.6 RLHEERIEAEF
1.6.1 BRURTE 50,.L KEHAY 1.5,
(10 pmol /L) Probe[ % % 8 R #6209 (ACA) |
5§ pL Oligo B (50 panol /L), 15 pl 20 % SSC,0.5 pl.
10%SDS, 16 pl. ddH,0, M4 ,68 T Bifk, W12 ul.
(276 ng )DINA H B T 95 T %4 10 min,, 3 840 A 9
68 U HiRa S 2l P . % | he
1.6.2 THWE 1.0ml NOWPA 100 L
B A SRR (surepavidin) 88, /) 200 ul.
M ALl mmal/1. EDTA (pH 8.0). 10 mmol/1.
Tris-Cl{pH B.0) .2 mmol/L. NeCl 1828 2 % . 968
TR N | (o eI L PR

FH 200 5l BERE BO6 = SSC 0.1 % SDS) il 3 -

SO, FORIEER N SR, oA 150 L M
BEEHN.
1.6.3 RIoWIR SeHEGEETERANE
T-® e @b, 25 T S 20 min, MEBR0E
BENRSG, MWARGE, L0 EWR, 28K
B R B 25 T 2 2, WA 10 min, M
C(3=SSCO.1%SDS) 68T 2 %, 8% 15 min, i
MD(6xSSC) 2,200 4l 0.1 x TE2 K, WA
30 L 0.1 % TE, 95 T ¥ 10 min, DLW M LW,
D % 7% O T R O R DINA TR, W
Oligo B %514, #17 PCR "8, PCR B A M U
Smin; M T | min, 58T | min, 72T 2 min, 20 T8
Wi72C 10min, BRRER, HRNEERSH
M54 ANTP % .8 PCR =W % 15,0 &4,
LE et T8 N
1.7 ERT-0E. TN

B N0 gl P R R 2 > R
MR A EEN) S L, Bk pMDIST vector
1 pl (B8 TaKaRa £2#),DNA KB 3L, AR
LT AIEE 10 L, e T RIEASEEEY
ME, 6THERIL M GO, MENREELK
FFl DHSo( @B T R L8 W) ) iie
fE. BRSO, MM (EoR |
& Hind [ )W TR %, (1000000 SEmeE,
1.8 EEkEt s

AT I e T TR T R,

-2 31 Plrd SN[ EEOs b3 BN
. LU EMMmEtE R, AELERCH
(ACA) T8 % E X XN, -0 CHRHARE

TAdERE, WIRFIPE RS E .
1.9 RINFNNE

GEhedd . 3o BIARE S AL S O
d#iTE,
1.10 FRASHS55 Rt

ULl W B b 58 3 0 3 3.0 T
BRI WR AT Primer Promier § 8 5
BOMTREMRITI MR, s EenE
PR T A Y

2 BR

.1 EFARIETRSHAGR
EFREE G R HAR DR TH 2100
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FEI T 00 0 A R A AR A L

AT MR £ 05 H Y 9.09% , 79 9 09 AR U
51909 1, WHAERTT KR FHERME 686  GenBank FERHS X DQ12095S - DQI21108, K84

ToRTERREY 35.94%, & 140 TR ERN FAREL

PR 3T R (2 ) A, (MR

BT REPEH 149 T|mER 4 TATE R

Rl NMFAamINSTECARSW
Tab. 1 Microstcllilc markers and heir primens in Hocho ioimen Palls
REMERE ARY wrFs x4 RERAREA etk
Musmndl-  Chm $'-3 np  Optmum e paven
i marker Mo T Su— e Wt ™
5=1 terrgeratuy
. F AUAGGTUGGTTAGANTAGD TCAA Iy (CAG Ty [ CAA )y (CAG )y
HUJAO0L A3 b G AGGTAGCAGTTTAGACT s 240 (CAAN(CAG) (CAA){CAG ) (CAA), PRI
HLIAW) ZA-6 : N A SO A T AN, 267 628 (CTDx 088
FTOTGTOC TGO TG T TOOG
HLJAd ZA- 14 R GATGIGTAACGACCAAAA m 53.5 (TTG) e 2y
AMGGATTGLRALGT
HUJmOS ZA-22 :mmrm 21 53.5 (TGThe DI e
R -2 e I8 5.5 (AMCLAATIAMG o AAGEAAC),  DaIion
HLJZW8  ZA- % L&mm o 55.3 (TTGh DI
wn a-n JETBTAOGTTG  y ws o -
' (TTG ) TGC (TTG); ( TGE { TTG),
F TCTGGAGG TAGCAGTTTAL .
HLmIG FA- 8 B TTACGAC AT ALCAL G TTGA AR ("1 f'l'(ﬂ:::;_;l;‘f:h LTS By TG, DOidioad
CTTGAGCTTONCTGGALG
HUDI  ZA-Q ;Tarmmunn#:‘n 191 .0 (TTGHGTG TTGY{TTGH, X2
TOCTGCTGTOTOOG
W12 ZA- 60 :Eghmm 167 2.0 (GTTn G086
e [T ws o, -
on  FTTACGAGGATACAGGTTG (CAAJCAGICAA ) CAGICAAY, TAG
HUBNS  ZA-92 1A TTGGCACTGATTAGGT s ®.5 (CAA) Dqi21108
or  FTACTTGCTGATTTGACTG (ACA)§GCA [ ACA) ACTA{ CAA ), CT
HUUZNG  ZA-3% R TGATAAGGATTOGAGTGT ™ 0 on P
HLIZMT ZR-3 ;m% ans 61.5 (ALY DT
M ZA-17 :mmm - &1.0 Emi.iwmmn[mh DQI2N0
_ o FUTGCTCTGTGAATCTLG (GTThGCTUCTT HGCTUGTT JalACT
HUADR  TA-3 b COATGAGGAICACAATAA =S 3.3 (GTTICTIGT Ty 2108
CAALAGGUTUCCAGE
FTITACGUGCT TG TGGAL
I BN~ e COPOTTr i 6.0 (ACAM DQs2ione
3 TGACGAAGAT
HLAET -6 ;WM AT a5n 5.5 CACA) - e ]
LR T AL g 240 ns (TG T TGT)GTGOCTGT); DI
R -y et Ar 04 0.0 (TGT )y QI8
(TGTRITGCH TGT bl TGCVETGT )
(GA) W
- F— R FIW R

Moey F = Foressd primes | B - Brvees primer
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2.2 MIBANGK

B Weber I IIMMIF R, P M PR
FER BB 60 1, 4 390.22%  ERBW RO T,
ASE TN AN, 4 2.61%, FrNBNNT

N0 AL il RN
RUARCAACAMCAAD AT AAD AN AR AT AL AL ART AT AATY

M1 AYRNHE PR D PSENACA), KXFEN
Fig.1 Typical (ACA), repest sequence in Fluche taives
@rnomiic micromatellite

1.3 Si%igit

FFRG Wit 0% Primer Premier 5 4 71949
149 T8 PN SR TSI Wik i Bk e
FUESI AR 991 W0t JCRItIRIT 117 X5

(78.52%) U450 &, Reg| Wik
PCR LW A%, 068 S 008 & B, o] 0648 H i &
.08 3 % HLZ023 9419 umssn,

M3 HLJ2 Siwr Mnan ey anicng
M5 T IR0, PIEH M1~ 13:05
Fig.} Amplification probile genersiod by pricer
HLJA2Y of MHuche laimen in Thosi population
M: Molecular weght makes ;0 Negairee: | — 13115 idnadhuals

3 Hie

SRR N ey N S
Fhrica ek, uE-BRER, ARUsR e
TS 7 L O L/ B ST 0 B D,
Weber! " S04, MY XRAOM TR EHRRS
RO S SRR, ACHT VR T

AN EUP R PRI E A L 1, VAT
AR TRy 131 K. FEORERES
2.5, WP 645 X, o5 B1.21% M 16-20
B 17.45% 50 IKEL EMSE% R 16.78% (8 2),

EI‘JF
i =
‘1
n
SnRANSRFIRAPSLLANNE
TEERASESTERERSIRESE
W Repemt length
M2 AYARIEKRTARE
| Rszrbution frequency of macrosatellite opent
bength i Hascheo sarmen

phmr

Fig.2

03 TR N RO BB 10 BCBLE, AN

SR G EREHE R SRR, LN
ORI i i, SRR °T PR R

ic. HNfENNEXREC AR rERETR
(Cyprinus carpio ), W Ml ( Cremopharyngodon idel-
la ). & ( Hypophthalmichthys molitriz ), M ( Aris.
tichthys nobilis ) M 38 ( Megulobrama amblyepha-
la) . KW ( Paratichthys ofivaceus ) §+ LB A= #
W0 1 RIS, 2 oh (R K ™ s e TR0 T

BRI (www . fishbreeding. org) .
AT L T D0 AL M T MR T P

0 TR SR, 149 T BUE R (ACA/TGT), 119
0] AP P ACATOT S REREN,
5ICiE K™ S ML, BT % MR RUE A S
fE.fiEEnnRN(k2), SYRRIEFNYE
2 150 O 0 A B TR 4T W MR {E R
EEAX A ER AT 0w W Sahtelin.

ISl e W R AT
SRR P A TR A ZURHE F Bk b R

50 1 A A R AORE R RO
WA T 48 HEMRAE AT 4 4 (IR 1 F (1
PR R A NER, OB R R g T
FMOCAC SR Wbl W ETR
MMENR WA RE WEMESZRS A
WG EVEE, LURWA TS,
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R FTARENRIBEATDRPNIS
Tah.2  Distribution of different types of microsstellites in aquath animads
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B IR AT Tl 153 il M 53 1L
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W S TR il MY MR i
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R RRRBERR, YREAN
VKPR, NS00 00 F 40 0. 0 E IR
AR At fa s, A T OREm e,
WD R R
LS AR SUTEENTTE L] I B8 4 53 e ]
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B . P, M AG TR TR S B

MR AR e R e Finic
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Construction and identification on enriched microsatellite library from Hucho
taimen Pallas genome

TONG Guang-xiang' -~ , LU Cui-yun', KUANG You-yi', LIANG Li-qun', YIN Jis-sheng' . SUN Xiso-wen'
(1. Heskorygiang River Fisherse Research Instinute, Chinese Acadeny of Fabery Soenoe., Hartan 150070; 2. Dudian Fabene (o
lege, Dalian 116023, China)

Abstract: Ennichment of microsatellite DNA with magnetic beads is o simple and efficient DNA solating
method, which was used 1o construct microsatellite DNAs library from Hucho taimen Pallas genome in this
study. This prject was designed 16 isolate micresatellite markers [rom Hucho taimen Pallas genome using
the biotin capture method, which had been developed as a convenient and efficient method in recent yean,
Firstly, genomic DNA was extractod and digested with Mbo | . Ared 400 = 900 bp fragments were recov-
ered and ligated 1o a short linker (23 bp). Secondly, the ligated DNAs were hybridized with biotin labeled
simple sequence repeats{ SSR ) probes ( ACA) (s and the mixture was incubsted with streptavidin-costed mag-
netic boads. The selocted single-strand microsstellite DNA was obtained by removing the SSR-unonibined
fragments. After the amplification of the selected microsatellite DNA, the PCR products were ligated 10 T-
vector and tramsformed 1o E. coli competent cells. Finally, a library containing 2 100 colonies was con-
structed. Six hundred and eighry six positive colonies were obtained after the screening of the libnry by i
diwmctive labeling hybridization. Sequencing of 140 positive colonees eonflimmed 149 microsatedlite oo, (6
these sequences. only 4 contained compound repest motifs (2.61% ). and the others included 60 perfec
(39.22% ) and B9 imperfect (58.17% ) repest motifs. |n addition, relatively shor arrays (6~ 45 repoans)
were most abundant (71.7% ) and the largest armay contained 131 repeats in the microsatellite repeats. Ac-
cording 10 unique sequences Tlanking each motif, 117 primers were designed using the soltware Primer Pre-
micr 5. The results indicated that microsatellite sequences were charactenized by (ACA), abundant in ge-
nomic DNA of Hucho taimen pallas. The ( ACA) s-ennched library constructed in this study will be s we.
ful resource for screening additional microsatellite markers from Hucho taimen Pallas for further study.
[ Jowrnal of Fishery Sciences of China, 2006, 13(2) 181 - 188]

Key words: Hucho taimen Pallas; microsaellive ; ennchment with magnetic bends
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