2010, 32(3) : 0577 - 0580 http: //xueban jxau edu cn

ActaAgriculturae Universitatis Jiangxiensis E - mail: ndxb7775@ sina com
1 )
( , 133400)
Tris (mTBM) : 5% Q0, 37
PS- PAGE , W estemn
27,47 ku 2 , 27 ku
47 ku 15h : ,15h

; ; PS- PAGE ; W estern
1 S828 11 tA : 1000 - 2286 (2010) 03 - 0577 - 04

T me-dependent Upreulation of
Proten Phogphorylation dur ng Sperm Capacitation n Pigs

ZHANG Xu-cheng, YUAN Huimin ,JN Yi
(College of A gronomy, Yanbian University, Longjing 133400, China)

Absgtract: To detemine the best condition for gpem capacitating by the separation and expression of tyro-
sin phoshporylated protein Soem from mature pigswas incubated in modified mTBM under 5% CO, in air at
37 . The effect of cgpacitation was assessed by Coomassie brilliant blue staining U singW estern blotting anal-
ysis after PS- PAGE sparation the distribution of tyrosine phogphorylated protein of pig gpem of capacitar
tion was detemined Therewere wo proteins (27 ku, 47 ku) phophorylated in this experiment. The protein
of 27 ku was detected by anti - phoghotyrosine monoclonal antibody, and the intensity of this protein in-
creasd in incubation. Then another protein of 47 kuwas found and the level of thisprotein reached the high-
estpointatl 5 h, and the intensity of the protein decreasing in incubation 1 5 h is the best condition for
feim cgoacitation
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M. Molecular weight marker; 1 cgpacitation boar samen(0 h) ;
2 capecitation boar samen (0 5 h); 3 capecitation boar semen(1 h);
4 capacitation boar smen(1 5 h); 5 capacitation boar samen (2 h).

Figl 9DS- PAGE analysisof tyrosine phogphorylated
proteins in vitro cgpacitation of pig pem

M. Molecular weight marker;, 1 capacitation boar samen(0 h) ;
2 cgpacitation boar samen(0 5 h); 3 caacitation boar samen(1 h);
4 capacitation boar smen(1 5 h); 5 capacitation boar ssmen(2 h ).
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Fig 2 W estern blot analysis of tyrosine phogphorylated

PS- PAGE

proteins in vitro cepacitation of pig pem

2
21 DS- PAGE
1
2 2 W estern
( 2,
47 ku
3
17
86 ku
YR 7]
120 ku
(12 £2) ku]
, 47 ku

, , 2 h
0 Q 5 h,Westem blot 1 27 ku
1h,
( 2, 15h
CABYR , cd”
, CABYR , (pH4 0)
CABYR , CAB-
Vigonti , 40
Leyton Saling ,
52,75,95 ku 3 , ,95 ku
Naz ¥ 4 [(95/94+ 3) ku (46 £3) ku (25 +7) ku
, 1 2
27 ku 1h
15h ,
) , 47 ku
27 ku 47 ku , Flesch
80 ku , ,



580- 32

1 KulNand ' 80 ku AKA P83,
AKAP3 AKAP4
(] ,AKAPs ()
47 ku AKAPs

[1]Visonti P E, Kopf G S. Regulation of protein phogphorylation during gpem capacitation[ J]. Biol Reprod, 1998,59 (1) : 1

[2] mpact of epididymal maturation on the tyrosine phoghorylation pattern exhibited by rat pematozoal J]. Biol Repord, 2001,
64(5) : 1545

[3]Tash J SMeansA R Cycficadenosine 3 ' , 5 ' monophoghate, calcium and protein phoghorylation in flagellar motilit y[ J].
Biol Repord, 1983, 28 (1) : 75

[4]Visonti P E,Bailey JL,Moore GD, et al Capacitation of mouse em atza | Correlation betveen the capacitation state
and protein tyrosine phogphorylation[ J]. Development, 1995, 121 (4) : 1129

[5]LeyonL, Saling P 95 ku pem proteins bind ZP3 and serve as tyrosine kinase substrates in reponse to Zona binding[ J].
Cell, 1989, 57 (7) : 1123

[6] . [M]. : , 2007: 18

[ 7]Naaby Hansen S,M andal A,WolkoviczM J, et al CABYR, a novel calciun binding tyrosine phoghorylation—Regulatedfi-
brous sheath protein involved in capacitation[ J]. Dev Biol, 2002, 242 (2) : 236

[8]Naz R K,Ahmad K, Kunar R Role of membrane phoghotyrosine proteins in human gpem atozoal function[ J]. J Cell i,
1991,99(Pt 1) : 157

[9]Si Y, OkunoM. Role of tymsine phogphorylation of flagellar proteins in hanster pem hyperactivation[ J]. Biol Reprod,
1999, 61 (1) : 240

[10]KulaNand As sociated changes in protein tyrosine phogphorylation, hyperactivati on and acros ane reaction in hanster
gpematozal J]. Andmologia, 2001, 33(2) : 95

[11] Ficarro S, Chertihin O,W estbrook V A, et al Phogphoproteome analysis of cgpacitated human pem. Evidence of tyrosine
phogphorylation of a kinase - anchoring protein 3 and valosin - containing protein/p97 during cepacitation[ J]. J Biol Chem,
2003, 278(13) : 11579



