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Cytoplasmic (CiLV-C and CiLV-C2) and nuclear (CiLV-N) citrus leprosis virus cause citrus leprosis disease in North and
South American. All types of the CiLV are reportedly transmitted by Brevipalpus mite species. We continued mite
transmission experiments at the USDA, ARS, Foreign Disease and Weed Science Research Unit, Ft. Detrick, MD utilizing
endemic healthy Brevivalpus yothersii (syn. phoenicis) mites from Florida. We completed mite transmission experiments
after receiving the citrus leprosis affected samples from Mexico (CiLV-N) & Colombia (CiLV-C2). Six to seven weeks after
completion of the transmission experiments none of the citrus seedlings showed any leprosis symptoms. For confirmation
of the negative test results asymptomatic leaf tissue from the experiments was analyzed by reverse transcription
polymerase chain reaction (RT-PCR) using CiLV type-specific primers but all plant samples were negative. Recently,
nuclear CiLV was reported from Mexico but no prior sequence information was available. In work on another funded
project we have successfully determined the entire genome sequence of nuclear CiLV and deposited the sequence in the
NCBI Genbank. A manuscript also has been accepted for publication in the journal Genome Announcement (“Genome
assembly of citrus leprosis virus nuclear type reveals a close association with orchid fleck virus”. Contacts have been
made with collaborators in Mexico, Colombia and Panama for further shipment of infected leprosis samples to continue the
transmission experiments with all 3 types of CiLV. Using newly developed PCR primers we will determine the viruliferous
status of the B. yothersii after acquisition from infected leprosis tissue. Based on these results we will determine if Florida
endemic healthy Brevivalpus Florida mites are able to acquire the various citrus leprosis viruses. In addition the utilized
mites will be sent to USDA cooperators to continue to compare their taxonomic status with those that do transmit in
Colombia elsewhere.

Mite transmission work in Colombia continued with work by our collaborator Guillermo Leon. In acquisition experiments it
was found that B. yothersii (phoenicis) mites effectively acquired CiLV-C2 after 30 minutes feeding on leprosis
symptomatic leaves of Valencia orange. In transmission experiments with mites that were allowed an acquisition period of
24 h, positive virus transmissions were accomplished after only 10 minutes of feeding. Transmission rates increased
incrementally up to a maximum after 24 hours feeding. However in using PCR to detect CiLV-C2 in the mites variable
results were found. It appears that a minimal level of virus must be present in the mite for positive detection however PCR
negative mites may still acquire and transmit the virus.
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