Vol. 36, No.2

36 2
2012 3 ACTA HYDROBIOLOGICA SINICA Mar., 2012
DOI: 10.3724/SP.J.1035.2012.00205
Sox2
Wk % R OEENL BER E OF ¥ Wm #-—I
( , 330031)
: Sox R Sox S SRY
HMG-box , DNA cDNA ,
2 , DNA-HMG,; DNA-HMG, ¢DNA-HMG, 220 bp, 73
Sox1 Sox2 Sox3 Sox14 s
RACE-PCR Sox2 cDNA , 1774 bp, SoxB
Sox2 ; 249 N Sox HMG-box
, Sox2  HMG-box 98% s
PCR 8 hs-Sox2
s , hs-Sox2 8 , ,
s N ; hs-Sox2
R PCR 5 hs-Sox2 N
39 s 16 ,63 , hs-Sox2
; Sox?2 ; ; PCR;
HESES: Q344".1 SCRRFRIRAD: A X E S 1000-3207(2012)02-0205-07
Sox , Sox2
, 79 40%
HMG-box, DNA (6]
Sox s , Sox2
30 Sox , , Sox2
Oct4 )
(. 2] Nanog Utfl
Sox2 Fbx15 Fgfd Leftyl U™, Sox2  Octd
, 10-12] yamanaka, et all'¥ Sox2
Sox2 31, Cmcy KIf4 Oct4 4
s Sox2 Roy,
, (4] et al!"™ Sox2
Sox2 , Sox2 Kelberman, et al.”!
31 Sox2 s
Yt B EA: 2011-01-24; 83T BHA: 2011-10-29
HLWA: (200903028)“ e (31160534)
EH RN (1981—), ; ; E-mail: bingjianla2008@163.com

BREE:

, Tel: 0791-3969530; E-mail: yjhong2008@163.com



206 36
, 3] 8 5 RNA,
SRY cDNA hs-Sox2 cDNA
(Hyriopsis schlegelii) , hs-Sox2 PCR S-R-1
(161, S-R-2 B-
, , (B-actin) s A-R-1, A-R-2,

[16] [17] [18, 19]

[20] [21]

Sox S

Sox )

S Sox s

1.1

, 2004 2005 F, 2006
2007 2008 2009 Fs

1.2 DNA RNA SMART c¢cDNA
DNA out (TIANZ)
DNA; TRIzol(Invitrogen)
RNA;
Reverse Transcriptase Kit(Invitrogen)
SMART cDNA
1.3 PCR
SRY HMG-box
1 , DNA
cDNA PCR 1 95C
4min, 94°C 40s, 57°C 45s, 72°C 60s,
35 , 72°C

Super Script II

10min

cDNA

, 3'GPS; 3'GPS, 3'GPS;,
3 hs-Sox2 (1
1.4 PCR Sox

Trizol 4

(D

&1 PCR3IIYFTI
Tab. 1 Sequences of PCR primers

Primers Sequences(5'-3")
SOX Sense AAGCGACCCATGAAYGCNTTYATNG

SOX Antisense ~ ACGAGGTCGGTAYTTRTARTYNGG

3'GPS, GGGACAAAGACGCAAAATGGCT
3'GPS, GCAAACGGTTAGGTGCGGAATG
3'GPS; GAAGCCAAAAGACTACGAGCGA
S-R-1 ACAGGGGCAATATGGACAG
S-R-2 TTGTTCACACCTCCGTCTG
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A-R-2 TGCTGGAAGGTGGAGAGAG
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Fig. 1 Phylogenetic tree generated using the HMG-box
D. rerio: BC155138; T rubripes: AY277952; G. gallus: AB092842;
H. sapiens: BC093865; X. tropicalis: BC135637, R. livida:
EU927404; B. maxima: EU921557; M. musculus: BC118032
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Tab. 2 Relative quantification analysis of /s-Sox2 gene expres-
sion in different tissues of H.schlegelii

Target Ct

Reference Ct

Samples values values Norm
Kidney 28.17 30.81 32.943.51
Liver 27.05 24.65 1
Gill 28.73 28.66 5.04+1.26
Intestines 29.03 30.75 17.3+£9.78
Testis 25.02 25.61 7.91+3.75
Adductor muscle 28.63 30.37 17.5+8.94
Mantle 29.69 29.85 5.85+3.53
Ovary 24.51 22.24 1.09+0.98
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Fig. 2 Varity of hs-Sox2 gene expression in different tissues of H.
schlegelii
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Tab. 3 Relative quantification analysis of 4s-Sox2 gene expression in different months of H.schlegelii

Months Sex Target Ct Values Reference Ct Values Norm
63 Maturated Male 26.50 14.31 1
51 Maturated Male 26.96 14.53 1.03+£0.37
39 Maturated Male 25.52 15.81 4.81+0.57
27 Immature Male 26.03 15.27 1.74+1.09
16 Immature Male 24.82 15.81 2.21+1.12
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EXPRESSION OF THE SOX2 GENE IN DIFFERENT TISSUES AND DIFFERENT
MONTHS ON TESTIS OF HYRIOPSIS SCHLEGELII

ZENG Liu-Gen, XU Ling, WANG Jun-Hua, SHENG Jun-Qing, GU Qing, PENG Kou and HONG Yi-Jiang
(College Life Science and Food Engineering, Nanchang University, Nanchang 330031, China)

Abstract: The Sox genes family comprises several transcription factors that share a highly conserved HMG
(High-Mobility-Group) box and has been studied in many species, including a variety of vertebrates and several of in-
vertebrates such as fruit fly, nematode and Portunustrituberculatus. But there are only few reports on Sox gene family of
freshwater bivalve so far, which have important value in evolution and production. H. schlegelii, which originated from
Lake Biwa in Japan and was introduced into China in 1998, is one of the representative freshwater pearl mussels. It has
been widely applied in the Chinese freshwater pearl industry for its high quality pearl bearing ability. In order to know
the function of Sox genes in this mussel, a degenerate PCR, referred to the HMG box of human SRY gene, was used to
amplify the conserved sequence of HMG domains of Sox genes. Two different HMG sequences were got from DNA and
the testis cDNA, named DNA-HMG,, DNA-HMG, and cDNA-HMG. Amino acids sequences analysis showed that those
HMG sequences had high homology with the Sox1, Sox2, Sox3 and Sox14 genes from other animals including human
being. But there showed no difference between the male and female. A partial cDNA sequence of Sox2 gene (refereed as
hs-Sox2) with 1774 bp including partial ORF and complete 3' untranslated region (UTR) was cloned from the testis
cDNA by RACE-PCR methods. DNA sequences analysis showed that it had high homology with the SoxB gene in Pa-
tella vulgata and the Sox2 gene in human being. The putative 249 amino acid sequence contained one conserved HMG
box like the human SYR gene, and exhibited 98% homology with human, mouse, chicken and zebrafish. For further
know the expression level of Sox2 gene, real-time PCR method was used to examine its mRNA level in different tissues
and different months on testis of H. schlegelii. Results showed that the /s-Sox2 mRNA was ubiquitously expressed in all
the tissues, with the highest in kidney, followed by intestine, adductor muscle, and the expression level in the testis was
higher than that in the ovary. The result from the different months on testis revealed that 4s-Sox2 was transcribed mainly
in the 39 months, followed by 16 months and lowly in the 63 months. These results suggested that 4s-Sox2 may be in-
volved in the development of on testis in the H. schlegelii and may constitute clues for future work in order to better

understand Sox protein.

Key words: Hyriopsis schlegelii; Sox2 gene; Gonad; Real time PCR; Expression analysis



