Material


Chenopodium rubrum.


C58C1 (pMP90) strain of Agrobacterium harboring the binary vector pGKB5, onferring kanamycin and Basta resistence and a promoterless gus gene.


LBA 4404 (pAL4404) A. tumefaciens harboring


binary plasmid pBI121 (Clontech) with kanamycin plant selectable marker and GUS gene under CaMV 35S promoter


binary plasmid pBI-EGFP prepared in our laboratory by replacing the GUS gene of pBI121 by EGFP green fluorescent protein from pEGFP-N3 (Clontech)





Method


The method is similar to that, which is commonlly used for transformation of Arabidopsis thaliana (Betchold et al, 1993). The proccedure of selection will be established according the vector used: - for kanamycin resistence, the selection should be accomplished in vitro cultures. - for Basta resistence, the seeds will be sown on perlit and watered with water containing the herbicide. - EGFP marker genes are combined with kanamycin selectable marker NTPII and UV illumination of plantlets could provide and additional screenig parameter.


Use of GFP in Agrobacterium screenig


	To study the infiltration of bacteria in plant and their persistence within the plant body, it was prepared a binary vector pB-GFPuv carrying the coding sequence of the modified green fluorescent protein under the control of lacZ bacterial promoter.








 Colonies of E. coli expressing pB-GFPuv are


 brightly fluorescent when placed on the UV 


transluminator. The fluorescence is lower when 


expressed in A. tumefaciens but GFPuv gives 


the colonies slight green coloration enabling 


their screening under UV illumination.
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