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5´ UTRs are sufficient to lead to bS21-2-mediated changes in translation.
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bS21-2-mediated translation of mraY depends on a weak Shine-Dalgarno and a specific six nucleotide sequence.
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Ribosomes purified from F. tularensis exhibited poor activity in initial in vitro assays.
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Relative luminescence values for nLuc after translation by purified E. coli ribosomes.
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Figure of different cloned plasmids.
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Diagram of NotI cut sites.
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Luminescence standard curve.
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Ksg inhibition assays.
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LVS growth curves in MHB and BHI.
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Comparison of reporters demonstrates that nLuc is the most sensitive reporter tested.
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Growth media and UTR affect translation 

	Jan-24
	Improving consistency of signal from ribosome samples
Testing consistency of concentration measurements
	
	

	Feb-24
	Testing reproducibility of E. coli ribosomes 
Kasugamycin inhibition assay
	

	

	Mar-24
	Purification of LVS ΔrpsU1 ΔrpsU3 ribosomes
Testing reproducibility of LVS ribosomes
Purification of tight-coupled ribosomes
	E. coli
F. tularensis

Assessing translation by ribosomes from E. coli and F. tularensis.
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	Testing consistency of concentration measurements
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Sucrose gradients after incubation in high Mg ON vs 2 hours.
	Sucrose not removed/dialyzed
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	Sucrose gradient of LVS whole cell lysate
RNA extraction of sucrose gradient fractions
Testing LVS ΔrelA ΔspoT
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Sucrose gradient sedimentation profiles of purified ribosomes from indicated species.
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	Sucrose gradients with different amounts of ribosomes loaded
Rerunning 70S fraction on gradient
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Sucrose gradients with different amounts of ribosomes loaded
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Sucrose gradients with different amounts of ribosomes loaded
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Rerunning 70S fraction on gradient
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	Dilution series with nLuc and GFP
Testing luminescence/pmol
Testing luminescence with 2 pmol ribosomes
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Dilution series with nLuc.
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Testing luminescence/pmol.
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Testing luminescence with 2 pmol ribosomes.
	Lysis method affects translation



Specific Aim #1: Develop a reporter construct for use in an in vitro translation assay that is sensitive and easy to modify.
Specific Aim #2: Reproducibly purify active ribosomes from E. coli and F. tularensis.
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Figure 7. Reporter constructs we have generated to test in in vitro assay.
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