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[bookmark: _GoBack]To combat bacterial infections and avoid the emergence of antibiotic resistance, novel antibacterial approaches and strategies must be investigated. Recent studies have shown promising results to use CRISPR (clustered regularly interspaced short palindromic repeats) and associated Cas9 enzyme as an antibacterial approach. CRISPR Cas9 is faster, more efficient, and more robust than the previous gene editing methods like TALENS and Zinc Finger nucleases. Advancement in the field of functional genomics has led to many evidences that small regulatory RNA plays a pivotal role in gene regulation in all living organisms. In bacteria, sRNA are basically described as small non-coding transcripts (50 –300 nucleotides) that recruits RNA chaperone proteins, majorly the Hfq, and affects mRNA stability and expression level. These natural sRNAs have inspired the design of synthetic trans-acting RNA molecules to efficiently control gene expression in microorganisms. Reversion of antibiotic resistance using synthetic RNAs can be a potential tool in combating antibiotic resistance in pathogenic bacteria. The enterohemorrhagic E. coli (EHEC), a cause of worldwide outbreaks is a food borne pathogen. Its strong pathogenicity is due to virulence factors such as shiga toxin 1 (Stx- 1) and shiga toxin 2 (Stx-2), commonly known as Vero toxins owing to their cytotoxic effect on Vero cell lines. Our study involves designing a synthetic sRNA against the stx-1 gene of E. coli followed by assessing the repression capability of anti-shiga sRNA through computational prediction tools IntaRNA. After successfully expressing the anti-shiga sRNA, its effect on the mRNA level of the target gene was determined by quantitative real time RT-PCR, while toxin level was verified via MTT cell viability assay. Toxin filtrates from wild type E. coli O157 strain was compared to anti-Shiga sRNA containing O157 strain for cytotoxicity. Lower cell viability indicates reduced levels of shiga toxin in the supernatant of E. coli O157 strain containing anti-shiga sRNA compared to wild type strain. Gene regulation via synthetic sRNA is similar to the CRISPR-Cas9 working model and therefore we termed it as conventional CRISPR-Cas9 system which could be a revolutionary approach for targeting multidrug resistant bacteria. 
