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Tab.1

Characterization information of 11 novel microsatellite markers from P. yokohamae

(VA=Y AL 5195751 Y BokIRE MRS WERG PIC

Loci Repeats Sequence (5'-3") Product(bp) (C) 7 H, E H,

PTHI1 (GA)12¢(GA)e CAGAGCTTGCAATCAAAC CA 137-151 61.5 0.8 0.844  0.730
AAAGGACTGCTACTTTTGGGA

PTH2 (GT)sg(GT), TGACAGACCATTTGTGAAAGAAG 186—208 61.5 1.0 0.689  0.548
GATGGTACAGCCCTTGTGGT

PTH3 (TG GTAAGGCAGGGGGCTAAAAT 358-364 61.0 0.6 0.711  0.581
CAGGCCAATTAGCCCAGATA

PTH4 (GT)ggatg(GT); TGACAGACCATTTGTGAAAGAAG 175-204 61.0 0.8 0.778  0.645
GTACAGCCCTTGTGGTTGCT

PTHS (AQC)y TTGACAACAGCACGTCACAA 217-224 61.0 0 0.622  0.499
TCAGCAGTCGTCCAATTCAG

PTH6 (AC), CAGCTCGTGTCTCAATCAGC 257-324 61.0 0.6 0.844  0.730
TGAGGTGGTGTCTGGGTGTA

PTH7 (AQ)13 CTTGATTAGCCTGCACACGA 205-219 61.0 0.2 0.644  0.535
ATCTGCAAGATGCTTACGGG

PTHS (GT)5 ACAATGTGCTTCGGTCACTG 320-339 61.5 1.0 0.822  0.701
CCTCCCTTTCACTCTTTCCC

PTHY (GT)3 TAAAGCGTGTCAGCTGGTTG 133-153 56.0 1.0 0.933  0.820
TTGACCCGAGTGGAGTTACC

PTH10 (AC)q GAACATGTGCACACCGAATC 121-153 56.0 0 0.622  0.499
TGGTCATGTGCTGAGAGGAG

PTH11 (GT)jo ATCTGCAGTGCTGAATGTGC 305-335 58.0 0.8 0.933  0.820

CTGCCTGCCATGACTCAGTA
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Microsatellite Loci Isolated by Roche 454 GS FLX in Pleuronectes yokohamae

PAN Tingl’z, ZHANG Yanw, ZHANG Hui*, GAO Tianxiang3, XIAO Yongshuang4, JIANG Yunrongl’2

(1. Shanghai Ocean University, College of Fisheries and Life Sciences, Shanghai 201306;
2. Key Laboratory of Sustainable Development of Marine Fisheries, Ministry of Agriculture, Yellow Sea Fisheries Research
Institute, Chinese Academy of Fishery Sciences, Qingdao 266071; 3. Fisheries College, Ocean University of China, Qingdao
266003; 4. Institute of Oceanology, Chinese Academy of Sciences, Qingdao 266071)

Abstract Roche 454 GS FLX, the second-generation sequencing technique, can read longer
fragments accurately and isolate SSR markers, and thus has been widely used in many fields of research.
In this study, we applied Roche 454 GS FLX to isolate the microsatellite loci and developed the
identification of microsatellites markers in Pleuronectes yokohamae. (AC)2, (AG)12, (AAT)2, (AGG)s,
(AGC)s, (AGAT)s and (ACAG)e were hybridized with shotgun library of DNA samples. This SSR library
was constructed through magnetic beads enrichment, cleaning, elution and purification. The SSR library
was then sequenced with Roche 454 GS FLX. MISA was used to search for microsatellite motifs and
primer 3 was used to design the primers for P. yokohamae. FAM, HEX, and TAMRA were used to label
the microsatellite primers (5'), which were used in the triplex PCR or the nested PCR to identify the
genotype of the microsatellite loci. The cluster similarity comparison method was first used to analyze
5641 loci that we obtained, and 247 types of loci with high polymorphism were screened. Among these
loci, 52.22% were perfect, 20.24% were imperfect and the rest 27.54% were compound. The percentage
of (AC), and (AG), was 44% in these loci, and 87.5% of them were more than 10-time repeats. Eleven
pairs of fluorescent primers were designed according to the selected loci (more than 10-time repeats) and
were applied in 5 individuals. The number of alleles per locus ranged from 3 to 8 with an average value of
5. The average values of H,, He and PIC were 0.588, 0.788 and 0.670 respectively. Four loci among 11
deviated from Hardy-Weinberg. The results of this research indicated that 454 GS FLX was an intuitive
and efficient technique for microsatellite isolating. Our study provides essential information about the
population genetic diversity of P. yokohamae, and helps improve the artificial breeding.
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