
De-ferrated EDDA 

Rogers, 1973.  Infect. Immun. 7:445-456 

1. Bring 76 ml 1N HCl to boil on hot plate.
2. Remove from heat and add 4 g EDDA (or EDDHA, whatever you have), stir with glass rod.
3. Return to heat and bring back to boil.
4. Cool, then filter through Whatman #1 to remove precipitated iron.
5. Add 600 ml acetone (reagent grade) to filtrate.
6. Adjust pH to 6.0 with 1N NaOH (can use conc. NaOH at first, but be careful; once the pH gets to about 4 or 5, it starts to change rapidly.  You’ll know you are adding base too fast if you start to see an oily slick at the bottom that won’t go into solution).  Should become a pale pinkish, milky solution.
7. Leave in cold room overnight to precipitate EDDA (stir for the first 1-2 hours at least, OK to stir slowly overnight).
8. Filter through Whatman #1, then wash EDDA on filter with cold acetone (about 300 ml to wash should be enough).  Splitting between two filters will make it a lot faster.
9. Dry precipitate on filter(s) at 65°C overnight, then transfer to a 50 ml conical for storage.
Working stock:

1. Add 1 g deferrated EDDA to 15 ml 1N NaOH.  Dissolve completely.
2. Adjust to pH 9.0 with concentrated HCl
3. Add water to 20 ml.
4. Filter-sterilize and store in plastic tubes at 4°C.

