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First report of branch canker on Chinese date caused by Diplodia
mutila in China
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Chinese date branch canker is an important disease on
Ziziphus jujuba Mill in China. Cankers were first observed
in 1998 on trees in Jiaocheng County, Shanxi province, where
the climate was dry. The cankers were dark brown, sunken
and crinkled, and mainly occurred on scaffolds, twigs and
deciduous spurs. The tissue samples from the diseased and
healthy boundaries were surface sterilized with 75% ethyl
alcohol and rinsed with sterile distilled water. The tissue sam-
ples were placed on potato dextrose agar amended with
50 μg/ml cephalosporin and incubated in the dark at 25 °C.
The cultures grew fast, and colonies varied in color fromwhite
in the earlier stages, to black in the later period. The pycnidia
were induced to form on 2% water agar media added by pine
needles. The pycnidia were black and very tiny. Conidia were
initially hyaline, ellipsoid, thin-walled, unicellular, becoming
two-celled and dark brown at maturity. The spores measured
20.08 to 28.42 × 9.58 to 15.51 μm by measuring fifty spores.
For molecular confirmation, the complete rDNA-ITS se-
quence and the partial sequences of EF1α and β-tubulin of
one representative isolate LLAJZ009 were amplified using
primer pairs ITS1/ITS4, EF1-728F/EF1-986R and
Bt2a/Bt2b, respectively (Úrbez-Torres et al. 2013). The ITS
(KY072790), β-tubulin (KY393215) and EF1α (KY393216)
sequences had been deposited in GenBank. The maximum
parsimony tree combined the three genes sequences revealed
the isolate claded with D. mutila representative isolate
CBS112533 and CBS230.30 with 92% bootstrap support.
Thus, the isolate was identified asD. mutila according to these
results (Liu et al. 2012). Pathogenicity tests were conducted
on two-year-old lateral branches. The lateral branches were

wounded by removing a piece of bark with a sterile scalpel
and a 5 mm fresh mycelial plugs were placed on the wounds.
The tips of the inoculated branch wilt and some tiny pycnidia
appeared around the inoculated site. The lesions expand to 65-
97 mm at 35 days post inoculation, while no obvious lesions
appeared on the controls. The pathogen was re-isolated from
all inoculated branches and no obtained from the controls.
Canker diseases caused by D. mutila have been reported on
apple (Úrbez-Torres et al. 2016) and olive (Úrbez-Torres et al.
2013). To our knowledge, this is the first report of the canker
disease caused by Diplodia mutila on Chinese date in China.
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