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Abstract: An in situ polymerase chain reaction (in situ PCR) method was developed for visualizing the locali-
zation of the pathogen Lxx (Leisonia xyli subsp. xyli) in sugarcane frozen section with ratoon stunting dis-
ease (RSD), providing a tool for the studyon RSD in sugarcane, especiallyon the mechanism of Lxx and sugar-
cane interaction. Frozen sections were obtained from both RSD-infected and-uninfectedsugarcane plants (culti-
var Badila). After the digestion with lysozyme, in situ PCR was performed directly on the sections by amplif-
ying Lxx 16S~23S rDNA internal transcriptional spacer (ITS) using the specific primers, the resulting prod-
ucts, which contained the random Digoxigenin-11-dUTP in the amplified {fragments, were visualized based on
immunohistochemistry, enabling a direct in situ PCR detectionfor Lxx on sugarcane frozen sections. The re-
sults showed that the positive signalsin the stem of RSD-infected samples were detected and localized on sugar-

cane stem xylem and phloem, while no signals was found in the healthy samples, suggesting this method was
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excellent in specificity.
Keywords: ratoon stunting disease; Leisonia xyli subsp. xyli; frozen sections; in situ polymerase chain re-
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Fig.1 Schematic diagram of in situ PCR for RSD pathogen Lxx
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Fig. 2 PCR products of sugarcane samples
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Fig. 3 Result of conditions missing control trial in direct in situ PCR
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