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Establishment and Optimization of 2-DE Technique System in Leaf
Proteome of Kandelia candel

YU Feng'?, ZHENG Chun-fang’, SHI Meng-ru', LIU Wei-cheng’?, QIU Jian-biao’, JI De-wei’,
HUANG Li’, CHEN Shao-bo™

(1. College of Life Sciences, Wenzhou Medical College, Wenzhou 325035, China; 2. Zhejiang Mariculture Research Institute, Zhejiang Key Laboratory of
Exploitation and Preservation of Coastal Bio-resource, Wenzhou 325005, China)

Abstract: In order to study the proteome of Kandelia candel leaves, a two-dimensional electrophoresis (2-DE)
system was established and optimized. Compared with the low protein content (1.7 pg pL™) extracted by phenol
(Phe), the improved trichloroacetic acid/acetone precipitation (TCA) method could obviously increase the extracting
efficiency up to 124 pg pL™. The protein spots of Kandelia candel leaves mainly distributed in the range of pH 4
7. The optimal loading quantity of samples were 400 pg gel ™ for a 17 cm IPG strip (pH 3-10 NL), which can detect
564 + 34 protein spots after silver staining. Therefore, the high resolution and repeatable 2-DE map could be
obtained by using TCA extract method and the optimum system, which could widely use in proteome study of
Kandelia candel.

Key words: Kandelia candel, Protein; Extraction; Two-dimensional electrophoresis 2-DE); Optimization
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Fig. 1 SDS-PAGE maps of total proteins extracted by two methods. M.
Marker; 1. Phe method; 2. TCA method.

2.3 A EB R = B ik

iVl 2B WA HY, FBCR K 20% TCA-PY BRDLRE
VBB B S, 2000 W K 19 B 1S
AR, A 2 1 B R 45 80 TR LA clean-up 1
FI LAV S5 FEEA TR0 HE K , 28408 Y vy 45 203 07 1)
2-DE E 3% (B 20), 25 11 50k (564 = 3001, X3
RGBS R, T A clean-
up RH &ALk,

MZH] pH 3 ~ 10, K 7 em [¥) IPG £& ¥ ¢ 4%,
AR R 100 pg 1R R0 I Tk P % T (B 3),
K E RSB T pH4~7 MBI, H A
B, R pH 4 ~7.17 em K1 IPG JiE 4%, I
FEECH 200 pg B, LB WK EEA T BB
(& 20), Bkt 28 11 o BB A 4 b 0 B, 4 1T A 3K
AR @436 £30)4, HH B pH3 ~4 Al pH7 ~ 10 7§
BINKEO R ERHLR, AL, %A pH 3 ~
10 NLI¥) IPG Ji 2%, IR AL 2 400 pg(B 24),
Z I BRIE 12% R4 70U HL UK, S5 SR R B T A
18 B AS 2 T ARSI 23 B , A B RL(564 £ 3407,
HRI A A K 53 F B 4347 7E 20.1 ~ 66.4 XKD {3
BN BRI, Bk i 2 R Ha Bk B A pHL 3 ~
10 NL ) IPG JBE 2% F1 — 1] JiE 12% K J38 19 43 B ROR
wfE.



522 P AT P 2 it

19 %

B2 TCA-AEABIRBUKIBA I - K1 1% 2-DE Bl3%. A. pH3~10 NL, 17 cm fif4%; B. £k, pH 4~7, 17 em £ 4%; C. &ifk)5,pH4~7, 17 cm

Fig. 2 2-DE maps of proteins in Kandelia candel leaves extracted by TCA method. A. pH 3-10 NL, 17 cm IPG strip; B. Before clean-up treatment, pH 4-7,

17 e¢m IPG strip; C. after clean-up treatment, pH 4-7, 17 cm IPG strip.
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Fig. 3 2-DE map of proteins in Kandelia candel leaves extracted by TAC
method (pH 3-10, 7 cm IPG strip)
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