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Physical and biological factors affecting gene transformation by
Agrobacterium-mediated or particle bombardment were investigated. The results
showed that concentration of cefotaxime at 200 mg/l was suitable .for inhibition
overgrowth of Agrobacterium. Hygromycin at 30 mg/l inhibited growth of the callus
completely so it was a suitable for selection transformed embryogenic callus.
Agrobacterium strain AGL-1 containing plasmid pCAMBIA1304 which carrying the
gus and hpt as screenable and selectable marker genes, respectively, gave the best
transformation efficiency. The age of embryogenic callus (EC) at 4 weeks after
subculture inoculated in Agrobacterium solution at density of 0.8 (OD600) for 6 hours
gave the highest transient expression of gus gene. In case of gene transformation by
particle bombardment, optimal conditions for gene transformation in EC (4 weei(s after
subculture to fresh medium) were pre-cultured on osmoticum medium for 16 hours
before bombardment. Bombardment was carried out at a reduced air pressure of -0.1
MPa, helium pressur of 5 kg/cm2 and working distance (distance from micfoc&rrier to
target tissue) of 10 cm. Those conditions gave the highest gus exp.ression and
percentage of hygromycin resistant calli. Polymerase chain reaction (PCR) analyses of
transgenic tissue confirmed the presence of gus gene at size of 441bps and Atp at size

of 800 bps





