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Walnut is one of the important tree crops that is widely 
cultivated for nut production in South Korea. In 2018, five 
to six-year-old walnut trees, Juglans sinensis, that showed 
symptoms including branch dieback, necrotic lesions on 
branches, cankers on the shoots, and dark brown dis-
coloration on the stems, were consistently observed in 
Andong, Buyeo and Yeongju regions (Supplementary Fig. 
1). Ascostromata were found on the dead stems 
(Supplementary Fig. 1C). Asci were bitunicate, clavate or 
cylindrical, and contained eight hyaline and aseptate 
ascospores. These structures were identical to those de-
scribed by Phillips et al. (2013). Among the isolates that 
were consistently retained, three representative single spore 
isolates obtained from each region were selected and de-
posited to the culture collection of the National Institute of 
Forest Science, South Korea (Accession nos. CDH2019-1- 
3). Genomic DNA was extracted from the mycelium of 
these isolates following the technique described by and 
rDNA ITS, beta-tubulin subunit 2 (-tubulin) and trans-
lation elongation factor-1 alpha (TEF-1) gene regions 
were sequenced using the respective primer pairs ITS1/ 
ITS4, Bt2a/ Bt2b and EF1-728F/EF1-986R. The species 
identification was performed by BLAST searches in 
GenBank selecting sequences of key isolates from pub-

lished studies, including the ex-type isolate. The sequences of 
ITS (GenBank Accession Nos. MK391933 to MK391935), 
-tubulin (MK783289 to MK783291) and TEF-1 
(MK783292 to MK783294) revealed 100% similarity with 
those of Botryosphaeria dothidea (CBS 115476 for ITS, 
CBS 110302 for -tubulin and TEF-1) (Phillips et al. 
2013), confirming its identity. Three healthy young branch-
es of seven trees selected in the field were subjected to the 
inoculation tests following the technique described by Oh et 
al. (2020). After six weeks, symptoms from all inoculated 
trees were developed, identical to those described above, 
while the control did not show any symptoms. The fungus 
was successfully re-isolated from the lesions, fulfilling 
Koch’s postulates. Botryosphaeria dothidea has previously 
been reported in South Korea, which was responsible for 
canker and dieback on J. sinensis (Lee et al. 1992). However, 
the identification of the pathogen was made based only on 
the cultural and morphological characteristics. There have 
been substantial changes in the taxonomic circumscription 
of B. dothidea and many of the specimens that had been re-
ported as B. dothidea revealed that it belongs to other spe-
cies since the advent of DNA based identification (Marsberg 
et al. 2017). In this regard, this study first confirmed the 
occurrence of B. dothidea responsible for branch dieback 
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and canker on J. sinensis in South Korea based on the mor-
phological and molecular identification.
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