1. Title
· Kathryn Ramsey Lab Rotation
· Jake Grecco
2. Intro
· Rotation objectives
· Clone plasmid pKR187 
· Test BHI media over MHB
3. background
· slide 16, slide 30, 35
· leads us to
· hannah’s conclusions
· ribosomes are heterogenous
· bs21 homologs influence gene expression
· bs21 homologs influence
· mraY
· GACUCU is sufficient, is it necessary?
· Ribosomes with a strong SD are translated with or without bs21-2
· However there is preferential translation for the genes with 5’UTR when bs21 is present
4. This leads us to my cloning project for pKR187
· We are using GFP as a reporter in a GFP assay to measure the levels of translation in certain F tularensis genes
· Is GACUCU necessary for regulation by bs21-2
· Found from mraY gene
· Tul4 lipoprotein control, not regulated by bs21
· We decided to clone a plasmid called pKR187 
5. pKR187
· create diagram for how it’s created
· 145 is backbone
· Inserts from 152
· 2 fragments which are ligated together before insertion
· Run PCR 
6. GFP assay
· Measuring the level of translation of 
· LVS
· LVS pF tul4-GFP 
· Tul4 is not regulated by bS21
· LVS pF tul4-GFP ∆bS21-2
· LVS pF (187) FTL-0215(GACUCU)-GFP
· Does this gene become translated more with the 6 nt mutation 
· LVS pF (187) FTL-0215(GACUCU)-GFP ∆bS21-2
