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Required: What is the “headline” for this report (e.g. a one-sentence “newspaper headline” describing what you accomplished)

Tissue blot diagnostic method for detection of citrus greening

Proposal Title

Development of sensitive non-radioactive and rapid tissue blot diagnostic method for large-scale detection of
citrus greening pathogen

Today’s Date ~ Sponsoring Organization (drop-down) Category (drop down)

10/15/10 ’Citrus Research and Development Foundation Pathogen/Disease Detection

REPORT UPDATE (500 words; summarize your accomplishments )

We have made some progress from the last quarter progress report in the detection of ‘Candidatus Liberibacter
asiaticus' (CLas) in citrus tissue blots. Digoxigenin based PCR probes seem to work better compared to riboprobes at
present. We have been able to consistently obtain specific hybridization with the EF-Tu PCR probe. Other probes have
been used with varying efficiency. Using this probe we have been able to do whole leaf blots. This is done by gently
scraping the abaxial side of the leaf with a razor blade and making a tissue imprint on the hybridization membrane. The
results indicated that a strong hybridization was observed in the mid-rib and lateral veins of older symptomatic leaves
suggesting the presence of CLas. However, with young leaves from the same branch (non-symptomatic) hybridization was
not observed but not as strong as the older symptomatic leaves.

We have not overcome the non-specific hybridizations observed with psyllids using whole psyllid squashes. The healthy
psyllids also show non-specific signal. However, using single psyllid extract in phosphate buffer and use of total extract
(high speed) eliminated the non-specific hybridization. This eliminated the need for the preparation of nucleic acids from
the psyllids. However, this is still time consuming, and our aim is to make the whole psyllid squash blot to work
consistently without non-specific hybridization. As mentioned in the previous progress report we are preparing probes for
the genomic regions of CLas which encode hypothetical proteins will and test them soon.
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