Cyclic Peptide

 

Material: Fmoc cleaved peptide resin with desired peptide sequence

 

1. 1.        Pre-swell the dry resin (1g) with DCM in shaker and removed excess DCM (dimethyl chloride)

2. 2.        Add 1% TFA in dry DCM (10ml) and shake for 2 min

3. 3.        Filter solution by applying nitrogen pressure into a flask containing 10% pyridine in methanol (2ml)

4. 4.        Repeat step 2 and 3 upto 5~10 times and wash the resin with DCM (20ml x 2), MeOH (20ml x 2), DCM (20ml x 2), MeOH (20ml x 2)

5. 5.        Combine filtrates that contain product and evaporate under reduced pressure or gently putting a stream of N2 gas on the surface of the filtrate – do this down to a 2/3 of its original volume.

6. 6.        To a filtrate, add 1:1.5 volume of ice-cold ddH2O to crystallize peptide

7. 7.        Centrifuge at 2,400rpm for 5 minutes, discard supernatant, repeat steps 6 and 7

8. 8.        Dry pellet

9. 9.        Reaction takes place in DMF at 10-3 M concentration with respect to the peptide (other at 3eq – see coupling protocol).

10. 10.     Reaction takes place at room temp while rotating gently for 24hrs.

11. 11.     Add ddH2O 1:1.5

12. 12.     To cleave side protection groups, add 90% TFA (5% Thianisole + 5% EDT) and react for 1.5hrs at room temperature.

13. 13.      Add 15ml of cold MTBE, then centrifuge at 2,400 rpm for 5 minutes

14. 14.      Discard supernatant

15. 15.     repeat steps 10 and 11 x 2

16. 16.      Dry sample, dissolve in 10ml of 40% acetonitrile

17. 17.      Take a small sample for a HPLC analysis. 

18. 18.     Ready for large prep purification

 

