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SUPPLEMENTARY MATERIAL

The current study is in continuation to our previously 
published research, [Sattar, M.M.K., Anjum, A.A., Chang, 
Y.F., Yaqub, T., Aslam, A. and Ali, T., 2023. Molecular 
Characterization and toxins optimization of indigenous 
Clostridium perfringens Toxinotype B isolated from lamb 
dysentery clinical cases. Kafkas Univ Vet Fak Derg 29: 79-
89. https://doi.org/10.9775/kvfd.2022.28738] in this article 
the in silico gene expression analysis was conducted on the 
α-toxin gene of C. perfringens toxinotypes B.

Gene amplification and sequence for SNP annotation
The α-toxin (cpa) gene of Clostridium perfringens 

toxinotype B was amplified by using primer sequence 
CPΑ-F 5′-GCTAATGTTACTGCCGTTGA-3′ CPΑ-R 
5′-CCTCTGATACATCGTGTAAG-3′ and amplified at 
94°C for 10 min (initial denaturation) followed by 35 cy-
cles of denaturation at 94°C for 1 min, annealing at 53°C 
for 45 sec, extension at 72°C for 30 sec and final extension 
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at 72°C for 10 min. Gel electrophoresis was performed 
using 1.8% agarose with ethidium bromide 0.5µg/mL. 
The amplified gene product was sequenced by Sanger 
chain termination sequencing which retrieved following 
nucleotide sequence; CCTGCTGTTCTTTTTGAGAGT-
TAGCTAAAGTTACCTTTGCTGCATAATCCCAAT-
CATCCCAACTATGACTCATGCTAGCATGACTATA-
GTATATTGATTTTCCTGTTTTAGCAAAACCTCTTG-
CATATTCTTTTGACCATGCATTAAAATCTTTGT-
TTTTTAAGATATCAGCATAAAAATCCTCATTAGT-
TTTGCAACCTGCTGTGTTTATTTTATACTGTTCT-
TTTCTTTCCTCTGCAAAAGTCTCAAACTTAACAT-
GTCCTGCGCTATCAACGGCAGTAACATTAGCAAC.
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