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During 2020, a leaf blight was observed on leaves of the Span-
ish group of pineapple (Ananas comosus (L.) Merr.) plants 
with 4.26% disease severity in our experimental farm (20°14' 
N, 85°46' E). Symptoms initially appeared in the middle of leaf 
blade as circular or oval to irregular brownish lesions, later spots 
coalesced and caused leaf blight. Fragments of infected tissue 
were surface disinfected in 70% ethanol for 30 s, rinsed thrice in  
sterile distilled water, cultured on potato dextrose agar (PDA), 
and incubated at 28 ± 2 °C in alternating dark/light conditions. 
Colonies initially appeared whitish with fluffy aerial mycelium, 
later turned dark grey to black. After 2–3 weeks, colonies pro-
duced 0.7–1.0 mm pycnidia (n = 25) with aseptate paraphyses. 
Immature conidia were initially hyaline, single-celled, ovoid, 
24.92–26.05 × 13.54–15.12 μm (n = 25). Matured conidia were 
dark brown, septate, oval or ellipsoid, with distinct longitudinal 
striations. Based on morphology, the fungus was identified as 
Lasiodiplodia theobromae (Pat.) Grif. & Maubl. For a representa-
tive isolate (PLS), the internal transcribed spacer (ITS) of rDNA, 
translation elongation factor 1-alpha (TEF-1α) gene, and β-tubulin 
gene portions were amplified using ITS1/ITS4 (White et al. 
1990), EF1-983F/EF1-2218R (Rehner and Buckley 2005), and 
Bt2a/Bt2b (Rosado et al. 2016) primers, respectively. Sequences 
were submitted to GenBank (accession Nos. ITS, MZ046168; 
TEF-1α, MZ502303; β-tubulin, MZ466569). BLAST analysis 
revealed homology with L. theobromae entries: 100% with ITS 
MT075446, 98.25% with TEF-1α MN461169.1, and 100% with 
β-tubulin KP872409. Phylogenetic analysis clustered PLS within 
L. theobromae clade. Pathogenicity was verified on 10 detached, 
surface-sterilized, healthy leaves. Leaves were wounded and  

inoculated by a 9 mm PDA mycelial disc of PLS. Control leaves 
were inoculated with sterile PDA plug. Leaves were incubated at 
28 ± 2 °C with 80% relative humidity. Symptoms were observed 
after a week and L. theobromae was consistently re-isolated. Non-
inoculated control remained healthy. The pathogenicity test was 
repeated thrice. To our knowledge, this is the first report of L. 
theobromae causing leaf blight in pineapple in India.
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