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Fig.1 Colony PCR results
M: D2000 marker; arrow shows the colony may not be singleness.
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Fig.2 Electrophoresis results of 4 polymorphic markers
The same number means the same sample.
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Tab.1 Information of 20 polymorphic microsatellite markers

. . Tw/C fragment separation genotype P

primer primer sequence core Sequence length form proportion

Cse0LIL  F.AGTATGGAGTGAGGGACG 482 (AG)n 202 ABXAC  AAABACBC 03666
R:CACTAACGAGGCTACGC 10914

Cse02JL  F:CTGACGGGAACTGGGACT 482 (AC)s.(AC)u 194 ABXAC  AAABACBC 00037
R:GGAATGGCTGCTGTGATG oo

Cse03JL  F:CAGGCGAAATAAAGGAAGA 482 (AGG)s 110 ABXAC  AAABACBC 09189
R:AAACAAGGCGAACGGGAT 12303

Cse04JL  F:GAGGCAGGGATTTACAGT 482 (TG)1» 220 AAXAB AA:AB 0.0094"
R:GCACAACGAACAGAGGGT 1333

Cse05JL  F:CAAACTGTATGTGAACGACGAG 482 (AG)1, 149 ABXAA AA:AB 0.2482
R:TCCATCCAGAATCCCACC 20:28

Cse06JL  F:GGAGCCACAGCAGGAATG 482 (AC)s 206 ABXAB AA:AB:BB 0.5698
R:GCCTTGAGTTTGACAGGTAT 9:25:14

Cse07JL  F:TTTCTTCCAACCAGTTCA 482 (TG)o 146 ABXAC  AAABAC:BC  0.1116
R:GATTAGGATTCTCGCATT Bi8:14:18

Cse08JL  F:GCTCCAACTCGGGTAAGAC 53.4 (AC), 263 ABXCD  AC:AD:BCBD  0.1386
R:CACCGGACATCCTGGTACT G:ALA7:14

Cse09JL  F:TCCCAGGCATTTGAGCAG 53.4 (AC), 136 ABXAC  AAABACBC  0.0396"
R:ATCACCATTGGTGGCAAAG 3L

Csel0JL  F:ATTGCCTGGCATTTATTC 53.4 (TG)» 203 ABXCD  AC:AD:BCBD 09189
R:ATGTCAACAGGTTAGAGGG 121140

CsellJL  F:TCCTCCTTCACTCCTGTCG 53.4 (TG)s 220 ABXAC  AAABACBC 02998
R:AGTGGGAAAAGAGCGTCT 9:13:9:17

Csel2JL  F:GAATATTAAAGCTGGGGATG 534 (AC).(TG)s. 253 AAXAB AA:AB 0.3865
R:ACTGGAGACGCTGTTGGA (AG)s 2127

Csel3)L  F:GGAACTAAATTGCACCTC 53.4 (AC)3 121 ABXAA AA:AB 0.5637
R:TTGTCCTCCTTCACTCAC 22:26

Csel4JL  F:GCACTCGTGTCCCTTCTG 53.4 (TG)2 100 ABXAA AA:AB 0.1489
R:TCATGTCTGTCTCGTCCA 29:19

Csel5JL  F:GTCCTTCAACGTCGTGGTC 53.4 (TG)1» 175 ABXAB AA:AB:BB 0.9394
R:ACGGCAGTCAGTTCCCTC 12:25:41

Csel6JL  F:CTCAGTGCAGCCCTCAGCT 534 (TGC)A(TCA)s 226 AAXAB AA:AB 0.7728
R:GTGAGACATTGTAAAGCCAGTAGA 23:23

Csel7JL  F:TTTCATCCCTATAACTGGTC 53.4 (AC)16 211 AAXAB AA:AB 1.0000
R:CAACTCCCTGCAACAAGA 2424

Csel8JL  F:TAAGAGGCTAACTCCACAG 53.4 (TG)o 367 AAXAB AA:AB 0.5637
R:GAAATGAACACCACCAAC 26:22

Csel9JL  F:TTTCTTCTTCCCTTCATTGC 53.4 (TG)o 185 AAXAB AA:AB 1.0000
R:CCACTTCTTCACCCTACCAC 2424

Cse20JL  F:AAAACATTGGGTGGTAGG 53.4 (TG, 199 ABXCD  AC:AD:BC:BD  0.6444
R:AGTAAAGGAACTGGTGCTA 139115

s (P<0.05).

Note: “*” means the segregation ratio of the marker was deviated from Mendelian law ratio (P<0.05).
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FEPAA4 the sample number in family
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Fig.3 5 segregations in markers amplified in family
a, b, c, d, e: the segregations of AAXAB, ABxAA, ABxAB, ABXxAC, ABxCD;
m: marker; @, &: male and female parent. 1-24: individual code in the family.
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Isolation and characterization of microsatellite markers for half-
smooth tongue sole (Cynoglossus semilaevis) and an analysis of seg-
regation in the F;

JIANG Liming', YU Haiyang', ZHANG Quangi', LIU Zhipeng', LIU Junwei', WANG Xubo',
WANG Zhigangl, ZHAI Jieming2
1. Key Laboratory of Marine Genetics and Breeding, Exploitation of Ministry of Education, Ocean University of China, Qing-

dao 266003, China;
2. Laizhou Mingbo Aquatic Co. LTD., Laizhou 261418, China

Abstract: Microsatellite (or simple sequence repeat, SSR) marker is an important tool for molecular research. We
isolated and characterized microsatellite markers for half-smooth tongue sole (Cynoglossus semilaevis) by con-
structing an enriched genomic library and conducting colony in situ hybridization. The genomic library was en-
riched for (AC) and (AG) of half-smooth tongue sole. We detected 883 positive signal from 1 060 random clones by
colony in situ hybridization (positive ratio was 83.3%). The majority of positive clones were between 500—1 200
bp in length. We randomly selected 50 clones for sequencing using 33 pairs of primers that were designed with
Primer Premier 5.0. Twenty SSRs were polymorphic. A polymorphism analysis of 48 F, individuals revealed that
17 SSRs were consistent with Mendelian segregation and could be used to construct the linkage map. Conversely,
3 SSRs deviated from Mendelian segregation (P<0.05). Our results suggest that our approach was useful for iso-
lating large numbers of microsatellite markers and construction of a high density genetic linkage map.

Key words: Cynoglossus semilaevis; microsatellite; enriched genomic library; colony in situ hybridization; Men-
delian segregation ratio
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