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Two-Dimensional Gal Electrophoresis of the Mouse Kidney Tissue

Liang Heng, XingJianyu, Liu Xicheng, Huang Liming
(School of Life Science and Technology , Xi' an Jiaotong Universty , Xi' an 710049, China)

Abdgtract : After investigating of the sample storing ,lyss lution ,IPG gd rehydration and staining etc. in two-
dimensond gel electrophoress (2- DE) experimentsof the rat kidney tissue it isfound that even storedin - 73

,the same ol d samples are needed for comparing their 2 - DE maps. By many 2 - DE experiments we obtai ned
suitable lyss solution (Urea 9. 8 mol/L ,Tris40 mmol/L ,CHAPS40¢g/L ,DTT 23 mmol/L ,CA5¢g/L ,PMSF1
mmol/L and EDTA 1 mmol/L) for the rat kidney tissue. The active in-gel rehydration is helpful to the separa
tion of large molecular weight proteinsin the IPG gd ,but increases the danger of small molecular weight protein
running out fromit. During the processof staining ,sufficiently washing steps ensures the lighter background and
clear protein goots. Asa result ,we achieved preferable separation in the high molecule district and akaline sec
tion ,and got a more satidactory 2 - DE pattern of the rat kidey tissue with 1 491 gotsthan that obtained in the
ref erences.
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2- DE (1
, 2-DE .
2- DE , 2- DE
(DTT)
2' DE il
, 2-DE
[12 13]
1
1.1
3- [(3- ) - ] -
(CHAPS , (Trig)
(PMSF) , (DTT) , (Acry-
lamide) ,N ,N' - (N,N - Methy-
lene bisacrylamide) , (APS) ,
(TEMED) , (DY) ,
(CA ,pH 3.5 9.5),
: IPG Bio-
Rad ;
1.2
PROTEAN I|EF Cdl PROTEAN
I Xi PDQUEST (Bio-
Rad ) ;UL T Freezer ( Thermo Forma
) ( )
TA-16GA (
).
2
2.1
4
, , , 50 mg
1 mL (9.8 mol/L ,

40 g/L CHAPS, 40

mmol/L Tris,23 mmol/L DTT,

5¢g/L CA pH 3.5 9.5, 1 mmol/L PMSF 1
mmol/L EDTA) , :
10 15 min, 17 15 000 r/ min .
Lowry [12 , 20 o/
2.2 (1EF)
- 20 17 cm IPG 10

min, 300pL IPG
(8 mol/L 40 g/L CHAPS,18 mmol/L DTT,5
g/L CA pH 3.5 9.5, ),
) 2 mL
,20 16 h.
1, 74 250 V- h.
( 50V),
1 IEF (20 )
IV /h
200 1
500 2
1 000 1
8 000 7
8 000 4

2.3 DSPAGE

DS PAGE
IPG (50 mmol/L TrisHCO ,
pH 8.8,6 mol/L 20 g/L DS,
30 % 65 mmol/L DTT) 30 min.
(25 mmol/L Tris,192 mmol/L
1g/L DS , 12 %
DS ( 2)

(25 mmol/L Tris,192 mmol/L ,1dL
DS5gL ) . 16
mA/ 30 min, 24 mA/

2.4
Pharacia L KB (8]
(
2 SDSPAGE
/ mL

292 g/L 8glL
20
Tris HA 12.5
100 g/L DS 0.5
17
TEMED ( ) 0. 02
100 g/L ( ) 0.2
50
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4 1 5) 3.5h,
, DS
( 75 mL ,
17.0g, 1.25 mL , 0.5¢g,
250 mL) 30 min; 3 10
min; ( 0.325 g, 100 mL ,
250 mL) 30 min;
( 12.5¢g, 100 mL , 500 mL)
10 20 min, 3
; 14.6 g/L EDTA
10 min; 3 , 5
10 min.
3
3.1
2 , - 73
, 2-DE
7d21d
2-DE 1 , la
: 1b
la ;o 1c
2- DE ,
2 -
DE ,
3.2
’ [13].
2- DE ,
2- DE
2- DE , 2a 2b
Tris 40 mmol/L CHAPS 40 ¢/
L DTT 23 mmol/L IPG buffer 5 g/L , S.
2 , A(
S+ 9.5 mol/L ) B ( S+9.8

+1 mmol/L PMSF+1 mmol/L EDTA)
2a 2b. PDQU EST

mol/ L

2a

(b)

89

- 73

pHo

7d

205

- DE

)

DTT

DTT

- 73 21d
2- DE
DTT
.DTT
pH )
DTT

10 mmol/L
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(14 Ha 100 mmol/L DTT ,
[15]
DTT ) |EF
23 mmol/L DTT ., 2-DE ,
(pH 6.5 9.0) , 4a
, 3 . 3a 74, 3b 4b, (309)
84. 3b 3a (289)
3a ) ,  PDQUEST
DTT |EF 4a 4b, 133 . 4a
) 102 4b 2
3.3 )
|EF , , 2- DE
pHS
M=974
M=66.2
@ A (b) B
2 2- DE
pHT pHS pH9
M0 o ey @ - eOEE——
." i w‘ﬂ
' -
Af=20.1 . ® S
(a) 2 B 19 mmol/L DTT (b) 2 B 23 mmol/L DTT
3 DTT 2-DE
€) (b)
4 |EF 2- DE
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