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ABSTRACT

This study was conducted to obtain the transformed tobacco (Nicotiana tubacum) plants with cytosolic
ascorbate peroxidase gene(dpxSC7) using Agrobacterium tumefaciens LBA4404. A cDNA encoding the
cytosolic ascorbate peroxidase of strawberry, ApxSC7, was introduced into tobacco plants via Agro-
bacterium-mediated gene transfer system. The expression vector, p/G-APS8, harboring ApxSC7 gene was
used for production of transgenic tobacco plants. A large number of transgenic plants were regenerated
on a medium containing hygromycin. Integration of 4pxSC7 gene was confirmed by PCR and Southern
blot analyses with genomic DNA. Northern blot analyses revealed that the plGap8 gene was

constitutively expressed.
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Fig. 1. Construction of the expression vector.
For the construction of expression
vector, Apx cDNA has replaced GUS
in plG121 vector.

(A) Structure of pIG121-AP8.
(B) Identification of recombinant expres-
sion vector. Restruction enzyme analysis
of the construct, plG121-APS.

m
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Fig. 2. Production of tobacco
plants.
(A) Shoot formation on selection medium.

(B) Hygromycin -resistant plantlets with

transgenic

roots and shoots. (C) Normal green
plants transformed with pBI-APS.
35552.. - Apxas
A ApxSC7
358s1mp 4u 35Sas
B  35Ss1-35Sast 35Ss2-Apxas
MWT1 23 MWT 123
1.0 kb

0.3 kb

Fig. 3. ldentification of transformation of

regenerated tobacco plants by geno-
mic PCR amplification.
(A) Schematic diagram for PCR amplifi-
cation of CaMV 35S promoter and
ApxSC7 cDNA fragments for identifi-
cation of transformation. (B) Agarose gel
electrophoresis of PCR products. Num-
bers indicate independent transgenic
lines.
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Fig. 4. Southern and Northern blot analyses
of transgenic tobacco plants.
(A) Southern blot analysis. Genomic
DNA(15¢g) from wild-type(WT) and
transgenic plants digested Xbal and Sacl
and was hybridized with the *P-labeled
ApxSC7 cDNA. (B) Northern blot analy-
sis. Total RNA was isolated from the
leaves of wild-type(WT) and trans-
formed tobacco plants. Numbers indicate
independent transgenic lines. (C) Ethidium-
bromide staining gel of of Fig. 4B.
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