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RNA Stability Assay
Adapted from protocol sent by Dr. Scarlet Shell, WPI
1. [bookmark: _Hlk124426159]Prior to the day of the experiment, streak strains of interest to single colony and patch onto CHAH+selective antibiotic, according to the appropriate growth time of the strains 
2. Resuspend patches of strains of interest in 400 uL of MHB and check OD in a 1:20 dilution
3. Start cultures at an appropriate OD (0.08 for WT background or 0.10 for strains with a growth defect) in 40 mL of culture + appropriate antibiotic and grow to mid-log (OD 0.3-0.4), typically ~4-4.6 hours
4. While cultures are growing, label and prepare 15 mL tubes and prepare 0.5 mg/mL rifampin in DMSO
5. Once OD ~0.3, transfer 7mL of each replicate into appropriately labeled 15 mL tube, one for each time point and allow to shake for an additional 30 minutes
6. After 30 minutes, flash freeze 0’ time point in liquid nitrogen, then add rifampin to the tubes to a final concentration of 0.5 ug/mL (7uL of 0.5 mg/mL rif) to each subsequent tube of a given replicate, flashing freezing each 15 mL tube after either 1, 2, 4, or 8 minutes. 
7. Repeat for each biological replicate, can start second time course during 4 minute wait, cultures can be stored in the -80 for up to two months
8. When prepared, thaw cultures and proceed with RNA extraction and purification, cDNA synthesis, and qRT-PCR protocols 
9. For analysis, preform linear regression on a plot of -CT over time. Half-life = −1/slope. If there is a delay in decay, the first or second time point can be removed from the linear regression. If there is a plateau after an exponential decay, timepoints after plateau can be removed. 
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