Discussion Outline 

Summary
Start with summary of background (1 paragraph) why does it matter 
· Regulator of virulence to understand how pathogenesis works must understand all virulence factors including anti-virulence 
Remind audience of goals what were we aiming for (paragraph)
· [bookmark: _GoBack]Had a starting hypothesis (DsbA)
 
1. PriM Structure Reveals Potential Binding Pocket’s Importance in Virulence
a. Start with brief summary of the combined results then go into each in details
b. Refer to mac assay results talk about all mutants and western results 
i. Tip region, charge, shape, stability in western 
ii. Cysteine mutant, hypothesis
1. Mention cysteine dimers/disulfide bonds between molecules, intra vs inter molecular disulfide bonds
iii. Binding pocket, not complete loss of virulence, results consistent with the idea that the changes made are affecting the antivirulence function   
1. Discuss shift in molecular weight in western
a. Could be something complexed with PriM that could account for shift 
b. Mention exact shift in molecular weight 
c. Protein may be mis folded or mis localized making a part available for proteolysis, 
2. Could be an interaction site rather than small molecule binding 
c. Why is there less PriM produced in the mutants 
i. Less stable protein, changes we made have lead to less abundance of PriM
ii. Stability or translation, or rate of translation 
iii. Glycine tip region (repeats) could lead to stalling of ribosomes, slow down translation   
iv. Stability, misfolded proteins can be recognized by chaperones and target for degradation 






Results of Investigating PmrA suppressor mutant
 PmrA Suppressor Mutant Reveals Potential Interactions in Virulence 
d. Refer back to macrophage assays 
i. Remind them of discovery of pmrA suppressor 
ii. We were hopeful that this represented cells that had a mutation in an interacting partner of PriM that would prevent priM function chose to investigate it 
iii. WGRS to find out what the specific mutation was 
1. 3 mutations, recreated most likely one, did not lead to a complete suppression 
2. Mention growth advantage even in wildtype background 
3. Unlikely that only this mutation is leading to suppressor phenotype, BUT this mutation does lead to better intramacrophage replication 
e. Discuss ABC transporters in F. tularensis  
i. Gene where the ATPase domain is essential for in vitro growth  (tn-seq paper)
1. C terminal region appears to be not essential for in vitro growth, transposon insertion did not seem to have an effect on intramacrophage growth 
2. Either this mutation leads to better intramacrophage growth or this mutation reduces the amount of PriM also leading to better growth 
f. Discuss lower transcript abundance in suppressor 
g. There’s another reason for better intramacrophage growth besides decreasing transcription of PriM
h. Preventing priM function or production (qpcr, western)
i. Found lower priM production (transcript and protein)
ii. Is this sufficient to allow for the increased growth in the suppressor 
1. Maybe the lower abundance plus the growth benefit from 0146 allows for the increased growth, remains to be tested 


Future experiments 
