“‘Protocol for PQ Assay”’

*Previous Night:

Grow 5mL liquid cultures of:

1. Desired plasmid w/ SoxR/S and GFP tag to be diluted

2. Desired plasmid w/ SoxR/S and GFP tag to remain concentrated (3 tubes)

a. Treat each w/ PQ at different concentrations- 50ul, 100ul, 500ul

3. Empty Plasmid- GFP w/ no Promoter = (-) control

4. Plasmid w/ Constitutive Promoter plus GFP = (+) control

*Grow on 37C shaker 12-16 hours

Day of Assay:

1. Make a stock solution of LB + Antibiotic Resistance (AMP)

a. Ratio of 1mL:1uL

2. Fill the plate columns to be incubated w/ PQ w/ diluted cultures

a. In each Plate column

i. 1mL Stock Solution

ii. 10 uL culture (to Dilute ~100-fold)

iii. Desired PQ amounts 

iv. Don’t forget about controls!

b. Columns w/ controls… make several rows of each (~3)

i. LB

ii. (-) control… no GFP

iii. (-) control… GFP no promoter

iv. (+) control… GFP w/ promoter

v. 0uL PQ w/ Diltued cells

vi. 50 uL PQ w/ Diltued cells (50uM PQ)

vii. 100 uL PQ w/ Diltued cells (100uM PQ)

viii. 500 uL PQ w/ Diltued cells (500uM PQ)

3. Incubate and shake about 45 min.

4. Transfer 200 uL of each cell into plate reader and record orientations

5. Run proper protocol on plate reader

