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Studies on Genetic Transformation of CattlLeya
Abstact

Agrobacterium-mediated transformation and gunpowder (ZHFQ-2)
transformation of CattlLeya were studied in this experiment. The
contrast resuLts demonstrated the resuLts mediated by Agrobacterium
were stabLe. The transformation system of CattlLeya was establLised



by discussing the most optimalL transformation conditions and the best
transformation expLants,and the transgenic pLantLet was obtained.

Two pLant expression plLasmids were constructed for
transformation (P1301BG and p1301B £2G). The two pLasmids, the
CaMv35s promoter and nos terminator fragments were syncretized with
reporter gene and targeted gene. The seLectablLe maker gene terminated
by poLyA fragment for transformation of pLants was hygromycin.
Phosphotransferase gene that aLLows selLection with hygromycin. And
the selectabLe maker gene for plLasmids was neomycin
phosphotransferae gene, which allLows selection with kanamycin.
P1301BG was constructed for expressing green flLuorescent protein
gene(egfp),p1301B £2 G was for enhanced expression of egfp, by
inserting a 65bp enhancer( £ ) between 35s promoter and gene
egfp,Agrobacterium strains LBA4404, EHA105 and AGL1 cellLs were
transformed by the direct method with pLasmids mentioned above
prepared from Escherichia colLi clLones.

There were different rates of infection of CattLeya with
differant Agrobacterium strains. Among the three strains (LBA4404,
EH105 and AGL1), the invasiveness of the strain EHA105 was the highest.
Hyg was chosen as selLection pressure. We choosed the balLlLstem of
CattLeya as transformation materiaL.On the optimization of the
transformations of CattlLeya, we adorpt swirring co-cuLtivating and
appended 100umAS 1n the co-cuLtivating media. Besides, we vacuumized
the material six times in the co-cuLtivating soLution. Compared with
the routine method, the GUS transient expression activity was highLy
enhanced.

The resuLts of GUS expression activity showed that the foreign
genes were integrated randomLy into CattlLeya genome. A same size
fragment as gene egfp was ampLified by PCR with totalL genome DNA as
tempLate using two primers, which showed that the targeted geneegfp
was inserted 1into CattLeya genome too. Southern bLotting
hybridization and PCR-Southern hybridization analLysis of
transformants indicated that the foreign gene had been integrated
into the genome of CattLeya. Bright green fLuorescence was observed
when transformants were excited with the bLue Lingt in OCLC Most of



them shone green fLuorescence at bundLe and air pore, epiderm or
tomentum.

In this study, we have primary study on estabLishment and
optimize of the efficient transgenic system of CattLeya. And 1 hope
that wouLd be beneficiaL to the develLopment of fLower transgenic
engineering.
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