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Abgtract : In this study ,SSRs markers were developed by bioi npormcotics methods and a total number
of 4 081 sheep unigene sequences were downloaded. These Uni Gene sequences were screened for the pres
ence of perfect microsatellites by usng SSRIT and SSRFinder soft tools. A total number of 136 SSRs were
identified from 121 EST sequences. Thefrequency of EST containing SSRis 3.0 %. The trinucleotide repeat
motif is the most abundant SSR ,accounting for 39. 71 % ,followed by 34.56 % for dinucleotide repeats. A-
mong the dinucleotide repeats ,AC/ T Gwas the most abundant repeat motif ,accountingfor 64 % of all dinu-
cleotide repeats. While CT G was the most abundant type in the trinucleotide repeat types,accounting for
29 %. 30 primer pairs were desgned from microsatellite and 20 pairs could show clear PCR products by e
lectrophoresis for further polymorphism analysis. The result in this paper provided a basisfor the develop-
ment and further application of EST-SSR markersin sheep.
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2 , EST , 2006-03-31, 4081 Uni-
, SSR CGene EST 58353
SSR , FASTA )
SSR SSR (Genomic SSR,gSSR) 1.2 EST-SSR
SSR ( Expressed sequence tag SSRIT SSRFinder , U ni-
SSR ,EST-SSR) gSSR , EST CGene 7
EST-SSR , EST- , 6 ,
SSR , 5 { 4
, 13 ” , 3
, SSR ,
) , 1.3
EST (41
2 (6] [+8) [l Oligo (Verson 6.31)  Primer Premier (Verson
: , (20l (1l 5. 00) 30 EST-SSR ,
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1 30
Table 1 30 pairsof primersof microsatellites
(5-3) (3-5)
Primer_number Upstream primer (5-3) Downstream primer (3-5)
Sl CTTTGATGGTGCGGTACTCTT AGGAGCCCTAACTTGCTTGAGT
Sii2 TCTTGACCGTAGGGGATAGAG ATCTCTCTATCA GTCGCTCGC
Si3 ACCGGCA GCA GTA GAA GAA GAGCGTGACACTGAGAGAAG
Sria GCTCAGTTTACACCTCAAGTCC ATGGA TGGA GGA GCCTGGTA
S5 TCTCCCGTGGACACCCTA AAGGCATGAGCGGTTGAG
Sii6 CCACCTACCGCAACTCCAT TTCTTCCTCACCCTGCA GC
SIi7 CCAAGTTCTACGACCTGTTCC CTGTCCCATTGCCTCGTAA
S8 CCTTTCCCTTAATGTGCCAAG TTTTCCCAGTCACGACGT
Sii9 AGTAACGATGGCA GCGA G A GA TGGA GA GCCTGGA GA
S1i10 AGGACCTCGGGA TGAACT CCATTGCAAGGTAGGTGTC
Sri11 CTTAAGACACGCA GCTCG TGCAGCCTTCTTGACCTT
Si12 TTCTGACCCGCCTGCTTT GTCCACACTCA TAACGGCA
Sii13 CCCACATCTGACA GCCTATAC GAA GGACTTGGA TGGA TGGA
Sri14 TCCTACGGTGGAA GCGACTA ACCCCTA TA GCCACTCCCAA G
Sr15 AACGA GGAGGGCATGTTTG GGAA GA GTTGGAACACA GGA
Sr16 A GGGCA TCGCTCCA GAA GA GCCAAA GGT GGGCACAACA
Sri17 TCGGGCA GCACA TGTAGTA TGAGA GCCCCTAGTGGAAT
Sr18 GATTGACACTACTCCCGGAT GTATCTATGCTGCTGCTCGTC
Sri19 CGCCTCCGGTTCTGACAACTC GGCTGCCTCTCCTCGCTCCT
S1i20 GCTCAA GACTCGCAACACTAA CA GGCAA TGA GAGCTATAA GG




11 Uni Gene 17
1 Continued of table 1
(5-3) (3-5)
Primer number Upstream primer (5-3) Downstream primer (3-5)
Sri2l CACCACCATGCAGCCGAGAC CAGAGTGCTCCTCGCCATTGT
Sri22 A GCCCTTGCGCACGCCTACT CA GA GGCCACCACGGAGCAT
Sri23 AGTGTGCTGGTGCCCTATCA AACATTCCGGACGCTCATC
Sri24 GAACTGTCATCGCTGCTGTG CAATCCTCCCAAATCATTACCTCAA
Sri25 AA GGGCCTGAAGCGAAAG CCGCAGTGTGTTCACTACCAGC
Sri26 GAA TGGA GTGGCTGGGA GG CTGCTTCGGGTCGGTGTTG
Si27 TGGTGAAGTCAAACAACCCAC ATTCTCTCGGACACACGTGA
Sri28 GCTACAACCCTGGCACAA GGAACCCAGCTTTGAGAG
Sri29 TGAATCAGCATCTCCTCCTG GACGGCCAGTGAATTGTA
Sri30 CATGCCACAACTAAGACTCGACA GACACCAGCTGAAACGAACACA
. EST 100 min 4 PCR
bp ; SSR 5 3 PCR 1.5% ,
20 bp; 19 23 bp,GC ,
40% 60%, (Tm 59 63
Tm <5 ; PCR 2
100 300 bp
6 2.1 EST-SSR
1.4 DNA 4 081 U ni Gene ,
93 136 121
) ( 3 EST 3.0%,
) , DNA 47 54 3,
DNA ,- 20 4 28
1.5 PCR AC/I TG ,CTG
PCR (10pL):1 U TagDNA Pol- ,
ymerase 0. 4u L ,10 x Buffer 1y L ,20 ng 64% 29%
DNA 1.0pL ,2.5 mmol/L dNTP 1yl ,20 2.2 EST-SSR
M mol 0.5pL PCR 195 5 2 ,10 ,20
min ;94 30 s, 30 s( ) : 2
72 30 s, 30 ; 72 10 , 18
2 20 EST-SSR
Table2 Amplification and polymorphisms showed in small-tailed han sheep by 20 pairs of EST-SSR primer
Primer number Type of repeat Poly-or mono-morphism Primer number Type of repeat Poly-or mono-morphism
Sril (ac) 20 Monomorphism Sril4 (gcg) 7 Monomorphism
Shi2 (ac) 23 Monomorphism Si15 (cac) 6 Monomorphism
Sri3 (ct) 23 Polymorphism Sril6 (aga) 6 Monomorphism
Sii5 (ac) 12 Polymorphism Si18 (gag) 6 Monomorphism
Sii6 (cag) 7 Monomorphism Sri19 (cac) 6 Monomorphism
Sri7 (cac) 7 Monomorphism Sri22 (gt)7 Monomorphism
Si9 (gt) 14 Monomorphism Shi23 (tgceeg) 3 Monomorphism
Si10 (gt) 24 Monomorphism Shi25 (gga) 7 Monomorphism
Srill (gca) 7 Monomorphism Sri26 (ctg)6 Monomorphism
Sri12 (tg) 21 Monomorphism Sri27 (tg) 9 Monomorphism
, 136 ,
EST 3.0%,
4 081 Uni Cene ESTs
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