Protocol for genome editing
i) Growth and maintenance
E. coli SSY05 strain is maintained and cultivated in LB Agar or broth  at 37°C. 

ii) Transformation
For genome engineering, single colony of freshly transformed E. coli SSY05 cells with pCas plasmid (Catalog no. 62225, Addgene) was inoculated in LB and induced with 10 mM arabinose for λ red recombinase gene induction before processing for making electro-competent cells. 50 μL of the electro-competent cells were mixed with 100 ng of SS9_RNA plasmid (Catalog no. 71656, Addgene) and 400 ng of linearized DNA of pSS9 (BamHI or HindIII) and electroporation was performed in 1-mm Gene Pulser cuvette (Bio-Rad) at 2.0 kV. After the electric pulse, cells were suspended immediately in 1 mL of LB medium and incubated at 30 °C for 1 h before spreading onto LB agar plate containing kanamycin (50 mg/L) and ampicillin (100 mg/L). The plates were further incubated overnight at 30 °C and positive transformants were identified
by colony PCR. For curing SS9_RNA plasmid, the genome-edited colonies
harboring both the plasmids were inoculated in 2 mL of LB medium containing kanamycin (50 mg/L) and incubated for 8–16 h at 37 °C, diluted, and spread onto LB agar plates containing kanamycin (50 mg/L). The colonies were confirmed as cured by determining their sensitivity to ampicillin
(100 mg/L). pCas plasmid was cured by growing the colonies overnight at 37 °C non-selectively and screening for loss in resistance towards kanamycin.






