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Abstract; To facilitate the proteomic analysis of wild soybean leaves, in this study, we established a suitable protocol for leaf

protein extraction and two-dimensional electrophoresis. We extracted the total proteins of Glycine soja leaves through Tris-phe-

nol method, Tris-HCI method and TCA-acetone method, compared the protein quantity and yield, and found that proteins ex-

tracted by Tris-phenol method displayed the highest concentration and best quality. We also compared the 2-DE images ob-

tained by using different protein loading amounts, isoelectric focusing (TEF) parameters, and gel concentrations. Our results i-

dentified a suitable protocol for 2-DE analysis, using the Tris-phenol method for protein extraction, 2 000 wg protein loading

amount, 90 000 V - h IEF condition, 10% gel concentration. Under this condition, we obtained good 2-DE images with much

clearer background, more protein spots, and better reproducibility. Taken together, in this study, we establisheda suitable

system for 2-DE analysis of wild soybean leaf proteins, which will lay a foundation for the following Glycine soja leaf proteomic

research.
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Table 1 The preparation of standard curves of BSA
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Table 2 Different procedures of IEF

I I

. L Hif ] L i 1]
Steps
Voltage/V Time/h Voltage/V Time/h

1 30 8 30 8

2 50 4 100 0.5

3 100 1 300 0.5

4 300 1 1000 1

5 500 1 8000 3

6 1000 1 8000 8

7 8000 12
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Table 3 Comparison of the total proteins extracted from Glycine soja leaves by different methods

R it i T
Fresh weight /g

4l TR

Protein weight /mg

aligE R
Protein yield /%

BT HEHWSE
Method Protein concentration /pg+ L ™!
TCA-A T IED:

6.36

TCA-acetone method

Tris-H FIM 2

18.52

Tris-phenol method

Tris-HCI %

8.78

Tris-HCl method

1.0

3.17 0.317

11.51

1. 151

8.98 0. 898
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Fig. 1 SDS-PAGE profiles of total proteins extracted from Glycine soja

leaves using different methods
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