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Fig. 1  Restriction enzyme digestion analysis and PCR analysis of
recombinant expression vector. A: Restriction enzyme digestion
analysis MI. DNA molecule marker 1 kb DNA Ladder 1.
recombinant expression vector/Xba 1+ BamH 1; B: PCR analysis

M2. DNA molecule marker Trans2K 2. Product of PCR.

C 2
48 h

Fig.2  Observations by Confocal Laser Scanning Microscope. A: the expression of YFP in experimental group tobacco leaf

cell. B: the expression of YFP in positive control group tobacco leaf cell. C:

group tobacco leaf cell. 1. YFP fluorescence 2. bright field 3. merge.

the expression of YFP in negative control
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Fig. 3 Identification of YFP transcription in tobacco
leaf cell by RT-PCR. M. DNA molecule marker
Trans2K 1. RT-PCR Product of experimental group
2. RT-PCR Product of positive control group 3. RT-
PCR Product of negative control group.
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Fig.4 Identification of AhompA transcription in tobacco

leaf cell by RTPCR. M. DNA molecule marker Trans2K 13 .

1. RT-PCR Product of experimental group 2. RT-PCR

Product of tobacco leaf cell with plasmid pCAMBIA1300

carrying YFP gene only 3. RT-PCR Product of negative °

control group with dilution Solution.
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Transient expression of Aeromonas hydrophila HBNUAO1
outer membraneprotein A gene in tobacco leaf cells

Leyi Zhang Caixia Sun Yaning Zhang Junqing Yang Baohua Zhao™
(College of Life Science Hebei Normal University Shijiazhuang 050016 China)

Abstract: Objective To clone outer membrane protein A (ompA) gene from Aeromonas hydrophila HBNUAhO1 and
transiently express this protein in tobacco (Nicotiana tabacum) leaf cells. Methods A. hydrophila outer membrane
protein A (AhompA) gene was amplified by PCR using A. hydrophila HBNUAIO1 cells as template and cloned into the
pEASYBlunt Simple vector for sequencing. After sequence confirmation AhompA gene was inserted into expression vector
pCAMBIA1300 containing a yellow fluorescent protein ( YFP) gene to obtain a recombinant expression plasmid. The
recombinant expression plasmid was introduced into Agrobacterium tumefaciens GV3101 competent cells and the positive
clones were transfected to tobacco leaf cells. The expression of yellow fluorescent protein fused with AhompA was observed
by Confocal Laser Scanning Microscope and the mRNA of AhompA was detected by RT-PCR. Results The AhompA
gene cloned from A. hydrophila HBNUAhO1 was 1032 bp. The fusion protein of AhompA and YFP was successfully
expressed in tobacco leaf cells. Conclusion The successful expression of the AhompA gene in tobacco leaf cells has laid
a foundation for further investigation of prevention of limnobios diseases caused by A. hydrophila with plant vaccine.
Keywords: Aeromonas hydrophila outer membrane protein yellow fluorescent protein tobacco transient expression

plant vaccine
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