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Figure A1.6 Genetic selection for the critical residues to RNase 12 ribonucleolytic 

activity (Smith and Raines 2006). Plasmids containing variants of 

RNase 12 with specific residues substituted with alanine were transformed 

into E. coli Origami B (DE3) cells and plated onto LB-agar containing 

200 )lg/mL ampicillin, 40 )lg/mL kanamycin, 12.5 )lg/mL tetracycline, and 

0 or 100 J1M IPTG. Plates were incubated at 37 oc for 48 h. All plates 

contain wild-type RNase 12 and wild-type RNase 12 with the start codon 

methionine substituted with an alanine residue as controls. (A) Catalytic 

residues (Fig. Al.l) were substituted with alanine residues both separately 

and in concert. (B) N-and C-terminal residues in RNase 12 were deleted. 

The number of residues deleted from each variant is indicated in 

parentheses. (C) Conserved cysteine residues in RNase 12 were substituted 

with alanine residues. 
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