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Abstract

Dot-Blot Hybridization was applied to detect the causal agents of longan witches' broom
disease. The DNA probe specific to conserved region of 16S rDNA genomic sequence of phytoplasma
was used to detect phytoplasma in 250 samples of longan which showed witches' broom disease
from the orchards and green house. The signal from all sample was not detected on nitrocellulose
membrane, except the positive control. The nucleic acid extracted from plant tissues sample were
used as template for PCR assays with the 2 pairs of universal primers R16F2/R2 and fU5/rU3. They
were designed to have specificity to the nucleotide sequence of 16 S IDNA of the phytoplasmas. The
plant extracted samples were collected from healthy, witches’ broom longan , healthy periwinkle (Vinca
rosea) plant connected by dodder (Cuscuta campes-rn's ) to a witches broom longan, healthy periwinkle,
dodder used for transmission the pathogen from witches’ broom to healthy longan. No phytoplasma
DNA was detected in all sample. The nested PCR with two pairs of universal primers, RI16F1 and

RI16RO for the first PCR amplification and R16F2/R16R2 primer for the second PCR, was used to



detect the phytoplasma in longan withes’ broom. No IDNA band were observed from all samples. Both
PCR techniques were unable to detect the causal agent of longan witches’ broom. Therefore it should
still be considered as a disease of unknown etiology.

Sequential polyacrylamide gel electrophoresis (sPAGE) was used to detect the viroid in plant
samples. In addition, detection of viroid single strand RNA was also performed by using RT-PCR with
6 primers directed against various kinds of known plant viroids . Only the specific primer for the
citrus exocortis viroid (CEVd) which could amplify the DNA band about 480 bp from lengan witches’
broom and 300 and 400 bp from periwinkle transmitted. These DNA band were different from these
reported earlier 370 bp. From this study, the plant sample showed many bands which were not related
to CEVd. Therefore, it should still be not considerated as viroid associated with longan witches’

broom.



