
Mini-scale Pyoverdine Purification

Adapted from Meyer et al, Microbiology 143: 35-43 (1997)

Purification from Culture Supernatant:

1. From a single BHI colony, grow P. aeruginosa for ~18 hours in 50 mls DTSB + 0.05M MSG and 1% glycerol.
2. Harvest cells and transfer supernatant to a HyperSep C8 75-ml SPE column (Thermo Scientific, cat # 60108-706).
3. Allow supernatant to run through column by gravity, using the assistance of a syringe, tubing and cork only intermittently.
4. Wash column with 20 mls of MilliQ water, then elute in 10 mls of 50% (v/v) methanol.
5. Evaporate to dryness in a desiccator, and re-dissolve in a small volume of MilliQ water (< 1 ml), and store at -20°C.
Calculation of Stock Molarity:

1. Serially dilute stock 1:10, 5-6 x’s, into 0.5 M acetic acid-sodium acetate buffer, pH 5.0. 
2. Determine the A380 of each dilution, and calculate molarity of the dilutions by dividing absorbances by the molar extinction coefficient (ε = 16,500 M-1 cm-1 at A380, pH 5.0).
3. The molar extinction coefficient will only be valid in a certain linear range, so look for the dilutions that provide concentrations according to the appropriate dilution. These values can then be used to determine the molarity of the stock.

