il 2009 27 (4): 484-488 ISSN: 1000-8713 CN: 42-1226/0

BFITIR

0 K o3 AT S R R B B O TR

WL 2 BAEES, KD, WEZJEL, HECH

LB &, 2T VOB 110161, 20 I #e A B B B ORI, T B

066600; 3.7 [E A Mk K2 e ZAE 5T, Jbat 100193
e H 1 2009-2-11 &[0 H 4] 2009-4-10 W 2% iR & A H 1] 2009-7-28 %52 H 1] 2009-5-8

W2 O TERREMH TR H ik (2-DE) 23 B7 FSE SR 8 AR IO v, R T =& 4R (TCA) /INER e, —
BRI (DTT) /NS Tris—HC1EEHCEFI o B I Tri s—HC1HE By Z5 4P 8 1 R B O 7. AT emy pH 3~10f1£k
P [E] AHpHAS & (immobilized pH gradient, TPG) B4 AE T 25— 1) 3K, A+ o SO IR A — 58 PN M IV iz e Jls v ok
(SDS-PAGE) (12. 5% 4r B ) VB 25 — ) Wik, A e H ) E4T2-DEAT B8, SRR YL (0. &5 IRRH, L4 PhJrikdro
DEWE 3 |43 514351140, 215, 181F1616N 8 (A )i . o LA R A Tri s—HC LR EE S B B AU S R 2, HiS 5
Wi, B ERCA W BRSNS T IR R I Tri s—HC 1R B A %k, 18 cmy pH 3~ 10 MEIPG
Je 4 RN 12. 5% I3 B N B E (1 SR 1y 8 (1 it AT 2-DE ) &5, 2% Hy s WS R-250 4 €8, LGN 214554 85 11 o, 2
XS T e FE B AAEL14 000~66 00075 [l A, BT 5oy b, 750 B N 12 77 72 6 4 IR i aE 80
kAT, AT SRR AR AT

B XUnHYk SR E RO ERM R ARG E ST

Efficient protein extraction method from apple leaves for apple proteomic
analysis using two-dimensional electrophoresis analysis
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Abstract

In order to develop an efficient protein extraction method suitable for apple leaf proteomic analysis, four extraction
methods for total protein in apple leaves were compared, including trichloroacetic acid (TCA)/acetone precipitation,
dithiothreitol (DTT)/acetone method, tri(hydroxymethyl)aminomethane (Tris-HCI) method and the modified Tris-HCI
method. During the two-dimensional electrophoresis (2-DE), the first dimension electrophoresis was performed on a7 cm
strip with pH 3~10 linear immobilized pH gradient (IPG) and the second one was performed on 12.5% polyacrylamide gels
of sodium dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-PAGE). The proteins were detected by silver staining.
The results showed that 140, 215, 181 and 616 protein spots were detected on 2-DE gels, respectively. The modified Tris-
HCI method was the most appropriate for apple leaf proteomic analysis because of the highest resolution and no apparent
vertical or horizontal streaking on the 2-DE map. In order to testify the effect of the modified Tris-HCI method on the
apple leaf protein extraction, 2-DE maps were established by using 18 cm strips with linear IPG in pH range of 3~10. After
2-DE separation and Coomassie Brilliant Blue R-250 (CBB R-250) staining, about 455 spots were detected, and the relative
molecular masses of most proteins were distributed in the range of 14 000~66 000 which were free of smearing or
streaking. So it was once again proved that the modified Tris-HCI method can be used in apple leaf proteome analysis.
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