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A number of genetic constructs have been received from various scientists, with and without supporting documentation
(i.e. plasmid maps, sequence, publications). The genetic constructs for which we have supporting documentation have
been put in the queue. The constructs without supporting documentation have been appropriately stored until information
is received. As a new step in quality control, we are sequencing some plasmids, particularly those lacking the pvS1
replicon for stability in Agrobacterium.

A genetic construct obtained from Dr. Mou has been transformed into mature scions of Hamlin, Valencia, Ray Ruby and
mature rootstocks of Carrizo and Swingle. As advised, we have discontinued work with Pineapple sweet orange. Shoots
will be pre-screened once they are bigger. Transgenic shoots of Valencia or Hamlin be micro-propagated and budded in
different combinations with transgenic or wild-type Carrizo or Swingle immature rootstock. These trees will be submitted for
disease screening to determine which have superior disease tolerance and whether transgenic rootstocks confer graft
transmissable tolerance. Different cytokinins will be tested in scion and rootstock micro-propagation.

Progress in being made towards increasing the productivity of the lab and the growth room. In the lab, mature scion and
rootstock stem explants are being cut to 0.6 cm rather than the standard 1.0 cm for tissue culture. These smaller explants
survive the Agrobacterium transformation protocol well and regenerate plantlets. This approach increases the explants
available for each weekly transformation from ~600 to 1000. In the growth room, rootstocks are being budded with mature
scion at an earlier age and the results look promising. Using this approach, we only need to transplant the rootstock on
which the mature scion bud has opened.

In an additional effort to increase our productivity, small experiments are being conducted to determine whether we can
regenerate shoots from calli derived from mature leaf tissue after Agrobacterium treatment. Plantlets have been
regenerated from the calli in one variety and are being elongated. These plants should still flower and fruit early because
they have undergone the phase transition from immature to mature. We have also been able to root some varieties.

NPTII immunostrip tests were conducted in sweet orange and grapefruit trees transformed with marker genes. Out of 47
transgenics tested, 34 tested positive for expression of the NPTIl gene. Genomic DNA extraction and Southern blots to
show transgene integration are underway.
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