25 4 Vol.25 No.4
2006 I SOYBEAN SCIENCE Nov. 2006

(1. , , .
210095;2. , 750021)

AR ) WARBADT K SAF T8 A &G My £FERE, FLRIA £FFKR L B
i£ PDQuest AT, AT #0-F o] KAF-F49 2 - DE Bi# £ A 3545 341 42 376 A&4 25, &
AWF #0169 2 - DE RS EF AR, S K 30 K A F iR E&S AW KM K T4 EM. A 21
NZAEAERARANKEMN TP RAZ LA 9 MRASTIA, I LFaest S L2 HAHT
AN FEREK S AF T8 K A269 £ 32 B4 T LA,
X &, W& wik(2- DE), # &

S565.1 A 1000 - 9841(2006) 04 — 0355 - 05
. .Gallardo " 2-DE
R 1300 ,
s 74
. y . (Pro ,
teomics)
(2 - dimensional gel electmrlisj]s, 2 - DE) 2 DE X
y (Isoelectric fo |

cusing, IEF) ,

- (SDS -
PAGE) , 1
[4
» Mooney " 1.1
, N2899,
. Hajduch el
) 2-DE , 1.2
’ ’ ’ (Tris),
b K (SDS),
* : 2006 - 03 - 09
“048”
(1982 -),

. . -
, E— mail: dyyu @njau. edu. cn



356

, , (TEMED),
(AP). ; (DTT).
( Albumin Bovine) AMRESO
;s IPG ) ,
Bio - Rad ; (protease inhibt
tor cocktail) Sigma ; G - 250.
(TCA)

Protean IEF cell,
Ettan DALTsix  Amersham Pharmacia Biosct
; VersaDoc 3000 s

ences

PDQuest Bio — Rad ;
Beckman s Vex 600
2
2.1
0. I%HgClz 2min
6 . (
Smin, ),
18ml . 9cm
( 9cm ), 30
25°C
2~3mm . -80C
2.2 2-DE
(TCA) .
[8]
5 2 ~3mm
5 , 10% PVP, s
10mL , 5SmL 10% TCA -
, 20mM  DDT, - 20C 1h 4C 15,
000rpm 1 5min, SmL (
20mM  DDT), -20°C 2h .
,4°C, 15, 000rpm, 20m in, ,
3~4
mg 15ul
(7@ .2M 4% CHAPS.65 mM DTT.2%

pH3 - 10, 0. 1% protease inhibitor
cocktail) . 47C 2h,
Amin. 4, G 35, 000g 20min  ( )

, -807C
, Bradford

2.3 (2-DE)

2.3.1 pH (IPG -
IEF) (7M  .2M V4%
CHAPS.65mM  DTT.2% pH
3 -10, ) ) » 12000rpm
10min,
17 em pH 3-10 IPG ,
Img, 350H1.
IEF, pH3 - 10, 17cm
-80°C ; 10min
) 1h 2 ~3mL
IPGphor ,
19 °G ) 50V
12h, 200V 0. 5h.500V 0. 5h. 1000V
1h. 2000V  1h, 8000V
50000V hr.
2.3.2 s I
(0.375M Tris HCI pH 8.8, 6M . 30% ,
5%SDS, 2%DTT) 15min,
1(2.5% 2% DTT,
I) 15min.
2.3.3 SDS PAGE SDS PAGE
12 %.
(0.5% , 25 mM Trs , 198 mM
»0. 1% SDS, ) .
. Sw/gel )
, 15w /gel ,
0.5~1lem ,
2.3.4 ddH-0 3 .
15min, 12% TCA 2h , ddH20 3,
15min. 20% . 1.6%  ,8% 0.08%

G250
2.3.5 2-DE
saDoc 3000

16 ~24h, ddH20
Bie Rad Ver
PDQuest



SDS-PACE

<@

Fig. 1

1

Table 1

(A) (B) 2-DE
2-DE gels of mature dry (A) and germinated ( B) soybean seed proteins
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Proteins up regulated in germinated seed
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2-DE ANALYSIS OF PROTEINS DURING SEED GERMINATION IN SOYBEAN

Xu XiaoyanI Zheng Rui"® Li Chunmei Yu Deyue1 )
(1. Nanjing Agricultural University, Soybean Research Institute, National Center for Soybean
Improvement, and National K ey Laboratory of Crop Genetics and Germplasm Enhancement,

Nanjing 210095; 2. College of Life Science, Ningxia University, Yinchuan 750021)

Abstract Two dimensional gel electrophoresis (2 — DE) was utilized to analyze proteins with differential
expressions during soybean seed germination. It was found that 341 and 376 protein spots were present in
dry mature seeds and germinated seeds in 2 — DE maps, stained by coomassie brilliant blue and analyzed by
PDQuest image software. The2 —DE map of germinated seed was very similar to that of dry mature seed,
suggesting that most of soybean seed storage proteins werent mobilized during seed germination. A nd 21
up regulated proteins and 9 down regulated proteins were found during seed germination. The further t
dentification for these protein spots would help to understand the physiological and molecular mechanisms
of soybean seed germination.

Key words Soybean; Two dimensional gel electrophoresis (2—-DE); Germination



