Testing for Conditions Resulting in the Up-Regulation of Specific Protein
Temperature
1. Begin by streaking out relevant GFP tagged strains to single colony on selective antibiotic plates, 3 days prior to experiment if no growth defect is expected 
2. Patch out each strain in duplicate/triplicate per condition on CHAH+selective antibiotic the day prior to the experiment 
3. Scrape up patches of cells and resuspend in 400uL of MHB, checking OD in a 1:20 dilution in the spectrophotometer
4. Normalize samples to an OD of 0.08-0.10 in 8 mL of MHB. 
5. Shake cells at 37°C to an OD of 0.25-0.30, typically around 4 hours.
6. Once desired OD is reached, split tubes between conditions: 4°, 37°, and 42°C; shaking for an additional hour
a. To accommodate the resources in the cold room, add tube volume to baffled flask and place on nutator for aeration
7. Then follow the GFP reporter assay protocol, starting at Step 4, normalizing to the fluorescence of each strain to standard condition, cells continued to shake at 37°C


Salinity
1. Prepare (1) MHB (100mL) supplemented with NaCl: 
a. Add 2.08 g of MHB mix to 100 mL of ddiH2O
b. Add
i. 0.85%: 0.85 g NaCl
ii. 3.0%: 3.0 g NaCl
c. Autoclave Liquid30
d. Supplement each with: 
i. 1 mL 10% glucose
ii. 1 mL 2.5% iron pyrophosphate
iii. A 5mL suspended solution of isovitalax (small vial)
2. Streak out relevant GFP tagged strains to single colony on selective antibiotic plates, 3 days prior to experiment, if no growth defect is expected 
3. Patch out each strain in duplicate/triplicate per condition on CHAH+selective antibiotic the day prior to the experiment 
4. Scrape up patches of cells and resuspend in 400uL of MHB, checking OD in a 1:20 dilution in the spectrophotometer
5. Normalize samples to an OD of 0.08-0.10 in 40 mL of MHB in baffled flasks. 
6. Shake cells at 37°C to an OD of 0.25-0.30 typically 4 hours.
7. Centrifuge 10 mL of each strain/replicate and resuspend in 10 mL of MHB, 0.85% NaCl MHB, or 3% NaCl MHB. 
8. Shake cells at 37°C for an additional 1-1.5 hours to mid-log (OD 0.3-0.4)
9. Then follow the GFP reporter assay protocol, starting at Step 4, normalizing to the fluorescence of each strain to standard condition, MHB with no NaCl supplementation

pH
1. Prepare (3) MHB (100mL): 
a. Add 2.08 g of MHB mix to 100 mL of ddiH2O
i. Using the pH probe in INBRE, buffer with HCl or NaOH to a pH of 3.0, 5.0, or 10.0 in one each of 100mL of MHB
b. Autoclave Liquid30
c. Supplement each with: 
i. 1 mL 10% glucose
ii. 1 mL 2.5% iron pyrophosphate
iii. A 5mL suspended solution of isovitalax (small vial)
2. Streak out relevant GFP tagged strains to single colony on selective antibiotic plates, 3 days prior to experiment, if no growth defect is expected 
3. Patch out each strain in duplicate/triplicate per condition on CHAH+selective antibiotic the day prior to the experiment 
4. Scrape up patches of cells and resuspend in 400uL of MHB, checking OD in a 1:20 dilution in the spectrophotometer
5. Normalize samples to an OD of 0.08-0.10 in 40 mL of MHB in baffled flasks. 
6. Shake cells at 37°C to an OD of 0.25-0.30 typically 4 hours.
7. Centrifuge 10 mL of each strain/replicate and resuspend in 10 mL of MHB, MHB pH 3.0, MHB pH 5.0, or MHB pH 10.0
8. Shake cells at 37°C for an additional 1-1.5 hours to mid-log (OD 0.3-0.4)
9. Then follow the GFP reporter assay protocol, starting at Step 4, normalizing to the fluorescence of each strain to standard condition, non-buffered MHB


H2O2 Stress – Should they have a recovery period? Spin down and resuspend in MHB?
1. Streak out relevant GFP tagged strains to single colony on selective antibiotic plates, 3 days prior to experiment, if no growth defect is expected 
2. Patch out each strain in duplicate/triplicate per condition on CHAH+selective antibiotic the day prior to the experiment 
3. Scrape up patches of cells and resuspend in 400uL of MHB, checking OD in a 1:20 dilution in the spectrophotometer
4. Normalize samples to an OD of 0.08-0.10 in 10 mL of MHB. 
5. Shake cells at 37°C to an OD of 0.25-0.30 typically 4 hours.
6. Take a 1mL aliquot as the zero timepoint.
7. Add 50 mM H2O2 to each tube and shake cells at 37°C, taking 1 mL aliquots at 5 minutes, 15 minutes, and 30 minutes. 
8. Follow the GFP reporter assay protocol, starting at Step 4 for each timepoint, normalizing to the fluorescence of each strain to standard condition, the time zero point 
Instead of timecourse do varying concentrations

UV Stress – Recovery period as above?
1. Streak out relevant GFP tagged strains to single colony on selective antibiotic plates, 3 days prior to experiment, if no growth defect is expected 
2. Patch out each strain in duplicate/triplicate per condition on CHAH+selective antibiotic the day prior to the experiment 
3. Scrape up patches of cells and resuspend in 400uL of MHB, checking OD in a 1:20 dilution in the spectrophotometer
4. Normalize samples to an OD of 0.08-0.10 in 10 mL of MHB. 
5. Shake cells at 37°C to an OD of 0.25-0.30 typically 4 hours.
6. Take three 1mL aliquots of each strains’ replicates and irradiate for 0, 30, and 60 minutes. 
7. Follow the GFP reporter assay protocol, starting at Step 4 for each aliquot, normalizing to the fluorescence of each strain to standard condition, zero irradiation
Instead of time course do varying amounts of UV
