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(105  cfu/ml) of C. spicifera on young leaves. Untreated 
plants were used as the control. To prevent inoculum from 
spreading to control plants, the inoculated and uninoculated 
plants were placed in the separate greenhouse at 25 to 28 °C 
(> 80% humidity). Symptoms appeared after 5–7 days later 
and were comparable to those seen on naturally infected 
plants. AVCS-1 was re-isolated to confirm Koch,s postu-
lates. According to our knowledge, this is the first report 
of C. spicifera being found on A. vera plants in Punjab, 
Pakistan.
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Aloe vera is a perennial, succulent, drought-tolerant plant 
that grows to a height of 60–100 cm. Its leaves are made 
up of rind, juice, and gel. During 2021–2022 a field sur-
vey of the botanical gardens of Bahawalpur, (29°22ʹ13.7ʺ 
N, 71°45ʹ53.6ʺ E) Punjab, Pakistan was conducted. On the 
upper leaf surface of A. vera, grey-black spots, 5 to 8 mm 
in diameter were observed on 125 plants with 95% disease 
incidence. Thirty infected leaves from 30 different plants 
with the same symptoms were collected and processed for 
isolation. Infected leaves were cut into 4 mm and surface 
sterilized with 2% NaOCl and rinsed thrice with distilled 
water. These pieces were placed on potato dextrose agar 
(PDA) medium and malt extract medium and incubated for 
five days at 25 °C ± 2. The resulting colonies had velvety, 
dark greyish-black mycelium. The conidia were ellipsoidal, 
elongated, light grey-black with four septations varying in 
size 18.2–30.7 × 7-11.6 μm, and narrower toward the ends. 
Based on morphological features the fungus was identified 
as C. spicifera (Aslam et al. 2020). For molecular identifica-
tion, DNA extraction was done by CTAB method (Maqsood 
et al. 2020). The (internal transcribed spacer (ITS) genes, 
and translation elongation factor (TEF) were amplified and 
sequenced. Blast analyses of the respective isolate AVCS-1 
(ITS GenBank accession No. OP365099), AVCS#2 TEF 
GenBank accession No. OQ108510) showed 100% simi-
larity with the GenBank accession No. MN173125 and 
MN173002. The isolate AVCS-1 was submitted to Mycol-
ogy culture bank of Department of Plant pathology, Baha-
walpur. Pathogenicity was confirmed by injecting conidia 
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