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Fig. 1 Flow chart of construction of expression vector
pG SBE. 5BE1 and 5BE2 indicated the position of primer
5SBE1 and 5BE2 respectively
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Fig. 2 Restriction endonuclease analysis of expression
vector pG-5BE
M and M ; are DNA molecular mass standards, the numbers paralleled
with each individual fragment indicate the size of them respectively; 1:
PCR amplified target fragment containing complete CDS of Osrab5B;
2: linear pGEX-4T 1: 3: digested products of plasmid pG-5BE with

restricted endonuelease EcoR 1 and Xho 1 .
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Fig. 3 SDS PAGE analysis of expression of pG 5BE
M: low-range protein molecular standard: both 7 and 2 are the
induced total bacterial proteins with expression of pG-5BE compared
with the control of bacterial strain with plasmid pGEX-4T1 (3) and
without any expression plasmid (4). The arrow shows the target fusion

protein, GST-0sRab5B.
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Fig. 4 SDS PAGE analysis and GTP binding assay of fusion
protein of GST- OsRab5B

(a) SDSPAGE analysis of fusion protein of GST-0sRab5B. M: Low-
range protein molecular standard; [ and 2 are total bacterial protein
with induced expression of pGEX-4T1 and pG-5BE respectively; 3:
purified fusion protein of GST-0sRab5B marked by the arrow. (b)
GTP-binding assay of fusion protein of GST-0sRab5B. The protein was
blotted from the copy gel indicated by (a). so lane M, 1. 2 and 3 on

(b) are the counterparts illustrated on (a).
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Prokaryotic Expression , Purification and GTP-binding Assay of rabSB
Gene From Rice ( Oryza sativa L. )"

LIN HurXian", LIU Xiao-Bin”, LIANG Cheng-Ye”, LIU Liang Shi" ™
(Y The Key Laboratory of Gene Engineering of Ministry of Education, Biotechnology Research Center, Zhongshan University.
Guangzhou 510275, China;
Y South China Institute of Botany, The Chinese Academy of Sciences, Guangzhou 510650, China)

Abstract Rab protein family belongs to the superfamily of ras like GT P-binding protein. Osrab5B, designated
for rab5B gene from rice, encodes a putative Rab protein. In order to investigate the physiological and
biochemical functions of this protein OsRab5B, the complete coding sequence ( CDS) of Osrab5B was amplified
and inserted into a prokaryotic GluGST expression vector, pGEX-4T1, thus constructing the prokaryotic
expression vector. The in-frame recombinant plasmid was confirmed by sequencing and was named pG-5BE.
Then the vector pG-5BE was transformed into prokaryotic cell E. coli strain BL21 ( DE3). The GST fusion
protein expressed by this positive strain was purified with GSTrap"™ column. The result from GT P-binding

assay proved that the fusion protein has GTP-binding ability.

Key words Osrab5B, small GTP-binding protein, GTP-binding assay
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