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Abstract The commonly used plant constitutive expression vector pBI121 was modified by insertion of two directly orientated
lox sites each at one end of the selectable marker gene NPTII and by replacing the GUS gene with a sequence composed of
multiple cloning sites MCS . The resulting plant expression vector pBI121-/ox-MCS is widely usable to accommodate various
target genes through the MCS and more importantly to allow the NPTII gene removed from transformed plants upon the action of
the Cre recombinase. In addition the CaMV 35S promoter located upstream of the MCS can be substituted with any other
promoters to form plant vectors with expression features specified by the introduced promoters. Provided in this paper is an
example that an enhanced phloem-specific promoter of the pumpkin PP2 gene named dENP was used to construct an NPTII-
removable phloem-specific expression vector pBAENP-lox-MCS. Moreover to facilitate screening of selectable marker-removed
transgenic plants we constructed another vector pBI121- gfp-lox- MCS in which a gfp-expression cassette is linked to the NPTII
gene and the composite sequence is flanked by lox sites. Thus the selectable marker-free plants can be visually identified by loss
of GFP fluorescence. The above newly created plant expression vectors can be used to develop selectable marker-removable

transgenic plants for a variety of purposes.

Key words  plant expression vectors selectable marker-removal tissue-specific expression promoter Cre/loxP DNA

recombination system
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pGNG 4 Hind [l A GFP expression cassette containing the 35S promoter GFP ORF
Nopaline synthase terminator and a lox side was cloned into the Hindlll
GFP pBIlZl—lox-MCS site of the pBI121-lox-MCS vector. The selectable marker and the GFP
Hindll lox nos expression cassettes will be deleted together in the presence of Cre
recombinase.
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The 35S promotor of pBI121-lox-MCS was substituted by dENP. . _— N e
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