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P, BREUZ S SR B i 2 A0 3 O EE T (NANO-
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Primers and their sequences of cDNA-SRAP amplification

1E ] Forward F31(5'-3") Sequence (5'-3")

JZ [n] Reverse FH1(5'-3") Sequence (5'-3")

mel TGAGTCCAAACCGGTGC
me2 TGAGTCCAAACCGGAGC
me3 TGAGTCCAAACCGGTCC
me4 TGAGTCCAAACCGGTAA
med TGAGTCCAAACCGGAAG
me6 TGAGTCCAAACCGGACC
me7 TGAGTCCAAACCGGAAT
me8 TGAGTCCAAACCGGATA

eml GACTGCGTACGAATTCTG
em2 GACTGCGTACGAATTCAA
em3 GACTGCGTACGAATTGAC
em4 GACTGCGTACGAATTGCA
emb GACTGCGTACGAATTAAC
em6 GACTGCGTACGAATTTGA
em?7 GACTGCGTACGAATTTGC
em8 GACTGCGTACGAATTAAT
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mel/em6, me2/em6, me2/em4, me3/em6, mel/
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Fig.l The cDNA-SRAP amplification results RT-PCR WY #8458 19 /Bt K/INE 100~150 bp
of me2/em3 primer combination ZEL,5HFE 1 RNHSGE . A 2 s,
x2 4+ FRBRFFIH Blast X LA &R
Table 2 The Blast X results of the 4 sequences
ErRE GIE7 ke JF B K/ /bp EROELE S [ PR KN/ %
No.  Primer combinations Fragment size Blast results Identity
TR /AR AR B CYSA BERED ATP 254 & ak r [ H 851K ]
1 me2/em3 137 Sulfate/thiosulfate import ATP binding protein 95
CysA-like [ Lipotesvexillifer ]
Y-AF E RS-y EE T R K A A (A
2 me5/em4 175 Gamma-glutamyl-gamma-aminobutyrate hydrolase 82
[ Pseudomonas fluorescens ]
Kb G E A/ E1TRCLAE] -
3 mel/ems 100 Adhesion G protein-coupled receptor E1[ Quisaries | o7
A me2/em6 106 {52 B 1 THAOC_07892[ ¥ Y i 4% 356 0
eere Hypothetical protein THAOC_07892 [ Thalassiosira oceanica ] ?
B-Actin
S Bl

Fragment 1

1 2 3 4

5 6 7 8 9 10

1.2.3.4.5:%,6.7.8.9,10: 3.
B2 RFE1EHESEFBEPHFEEE RT-PCR O

Fig.2 The semi-quantitative RT-PCR analysis of fragment 1 in the mucus of rice field eels
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TE B 5 1) 57 5 S B b, 75 AR B R AT I Y AR AR
ATV DX a3 i Gl B A R R
IR IR B e AU SR A 0 JFC P S 3K X R B S B AT —
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Difference analysis of mucus between female and male
ricefield eel by cDNA-SRAP

HU Bin' CAO Zheming® DING Weidong® BING Xuwen'"*

1.Wuxi Fisheries College ,Nanjing Agricultural University ,Wuzxi 214182 ,China ;

2.Fisheries Research Center ,Chinese Academy of Fishery Sciences sWuxi 214081 ,China
Abstract The ¢cDNA-SRAP technique was applied to analyze the difference of gene expression in
the mucus between female and male ricefield eel and to screen sex-related molecular markers. Twelve
polymorphic markers selected from 64 pairs of primer were used for cDNA-SRAP amplification and 123
polymorphic loci and 4 sex-special fragments were obtained. After gel extraction,cloning and sequencing,
4 sex-special sequences were obtained and submitted to db GSS (data of genome sequence survey).The
result of blast analysis showed that only one sequence hit the Lipotes vexillifer sulfate/thiosulfate im-
port ATP-binding protein CysA-like, which was used to design one pair of primer for semi-quantitative
RT-PCR.PCR product was amplified in mucus of both female and male ricefield eel. However, there was
a significant difference in their expression levels,with the expression in male significantly higher than in
female, which may due to the difference of skin cells and mucous gland cells between female and male.

Keywords ricefield eel; mucus; cDNA-SRAP technique; sex-special; molecular markers
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