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An improved method for preparing Agrobacterium cells

that simplifies the Arabidopsis transformation protocol
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DNA gel blot analysis

DNA was isolated from 150 mg plant leaf material using
the Nucleon Phytopure Kit of Amersham (catalogue no.
RPN8510). 10 pug genomic DNA from each line was
digested with Stul and separated on a 0.8% agarose gel.
The gel was denatured and neutralised and the DNA was
transferred to a nylon membrane and hybridized with the
32P-labelled 3' FLS2 probe and vector probes. Labelling
was performed using the Random Prime DNA Labelling
Kit of Roche (catalogue no. 1004760). Hybridization was
carried out overnight in a buffer containing 1 M NaCl, 1%
SDS, 10% Dextran sulphate and 200 pg/ml salmon sperm
DNA. The membrane was washed with 0.2 x SSC, 0.5%
SDS at 68°C. For stripping the filter, the membrane was
washed in 0.1% SDS solution for 45 min at 94°C.
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