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RESUMO - A leprose dos citros, causada principalmente pelo citrus leprosis virus C (CiLV-C;
género Cilevirus, familia Kitaviridae) € uma das principais doencas virais que afetam a citricultura
brasileira. CiLV-C codifica uma glicoproteina tentativa denominada P61. A expressao heterdloga
desta proteina mediante agroinfiltragdo em plantas de Nicotiana benthamiana produz lesdes
semelhantes a reacdo de hipersensibilidade (HR-like) que aparece nas plantas infectadas com o
virus. Do ponto de vista molecular, a expressao da P61 induz o acimulo de moléculas reativas de
oxigénio (ROS) e ativa genes relacionados a via do 4cido salicilico (AS). Para aprofundar no papel
do AS na resposta a presenca da P61, neste estudo avaliamos a sua expressao em plantas N.
benthamiana transgénicas que expressam constitutivamente o gene bacteriano NahG, que codifica
a enzima salicilato hidroxilase. As plantas transgénicas e selvagens foram infiltradas com
Agrobacterium tumefaciens linhagem GV3101 carregando as construgcbes PTA 7001 P61
CRD/DEX e PTA 7001 E.V/DEX, que apresentam um promotor induzivel por dexametasona, sendo
a Ultima como controle negativo. A avaliacdo da intensidade das lesdes produzidas apos as
agroinfiltracdes sugere o envolvimento do AS no desenvolvimento do fendétipo provocado pela
expressdo heterdloga da proteina P61. Como parte do estudo, os genes p61 dos cilevirus CiLV-C
estirpe SJP, passion fruit green spot virus, solanum violifolium ringspot virus e o higrevirus hibiscus
green spot virus 2 foram amplificados, clonados em vetores apropriados, sequenciados, ligados em

vetores binarios para sua futura avaliacdo funcional mediante agroinfiltracéo.
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ABSTRACT - Citrus leprosis, mainly caused by citrus leprosis virus C (CiLV-C; genus Cilevirus,
family Kitaviridae), is one of the major viral diseases affecting citrus production in Brazil. CiLV-C
encodes a tentative glycoprotein called P61. Heterologous expression of this protein by
agroinfiltration in Nicotiana benthamiana plants results in lesions similar to the hypersensitivity
reaction (HR-like) that appears in plants infected with the virus. Molecularly, the expression of P61
produces the accumulation of reactive oxygen species (ROS) and the activation of genes related to
the salicylic acid (SA) pathway. To get insight into the role of SA in the response to the presence of
P61, in this study we aimed to evaluate its expression in transgenic N. benthamiana plants
constitutively expressing the bacterial gene NahG, which encodes the enzyme salicylate
hydroxylase. Transgenic and wild plants were infiltrated with Agrobacterium tumefaciens lineage
GV3101 that carry the constructions PTA 7001 P61 CRD/DEX and PTA 7001 E.V/DEX, presenting
a promoter inducible by dexamethasone, and the negative control, respectively. The evaluation of
the lesions produced after agroinfiltration suggest the involvement of SA in the development of the
phenotype caused by the heterologous expression of the P61 protein. As part of the study, the p61
genes from CiLV-C strain SJP, passion fruit green spot virus, and solanum violifolium ringspot virus,
and hibiscus green spot virus 2 were amplified, cloned in appropriate vectors, sequenced, and
ligated into a binary vector.
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