Johanyx’s Cloning Project

pKR200
Amplify 2 PCR products (FR1 and FR2) from LVS genomic DNA: FR1 using primers KROL660 and KROL661, FR2 using KROL662 and KROL663 (include controls!)
Purify the PCR products
Digest the PCR products and a plasmid backbone (pKR12): FR1 with BamHI-HF and NotI-HF, FR2 with NotI-HF and KpnI-HF, pKR12 with BamHI-HF and KpnI-HF
Gel-purify the digested DNA
Ligate the three DNA pieces together (4 ul of the digested pKR12, 2 ul of each digested FR1 and FR2)
Transform ligations into XL1-Blue chemically competent E. coli, select for cells containing plasmid on plates with kanamycin (include controls!)
Pick kanamycin-resistant colonies and grow small cultures overnight
Miniprep plasmid DNA 
Digest plasmid DNA to check for correct insert (this step may depend on our timing and confidence)
Send plasmid DNA to sequence to check for correct insert

pKR201
Amplify 1 PCR product from plasmid pKR184 (be sure to dilute plasmid- check with KMR about this!) using KROL524B and KROL667 (include controls!)
Purify the PCR product
Digest the PCR products and a plasmid backbone (pKR11) with NotI-HF
Gel-purify the digested DNA
Ligate the two pieces of DNA together (4 ul of the digested pKR11, 2 ul of each digested PCR product)
Transform ligations into XL1-Blue chemically competent E. coli, select for cells containing plasmid on plates with kanamycin (include controls!)
Pick kanamycin-resistant colonies and grow small cultures overnight
Miniprep plasmid DNA 
Digest plasmid DNA to check for correct insert (this step may depend on our timing and confidence)
Send plasmid DNA to sequence to check for correct insert

