Purification of Nup2-GST

1) Make buffers.  Chill at 4(C before using.

2) Inoculate 5ml LB+Amp with Nup2-GST (pAC1270) DH3 cells.  Grow o/n at 37(C.

3) Use 4ml of o/n culture to inoculate 1L LB+Amp.  Grow at 37(C until the OD600 = 0.4 to 0.6 (Use 1ml LB as a blank; read 1ml of culture).

4) To induce, add 200(l IPTG (in box in -20(C freezer) to 1L culture.

5) Incubate at 30(C for 5hrs.

6) Transfer to large white spin bottles.  Spin down in centifuge by eagle eye for 20min at 3,800rpm.  Dump the supernatant.

7) Freeze in spin bottle at -80(C.

8) Thaw on ice.  Resuspend in 20ml lysis buffer + 20(l PMSF + 20(l PLAC.

9) French press 3X.

10) Transfer lysate to a high-speed spin bottle.  Spin for 30 min at 15,000rpm in lab centrifuge.

11) While lysate is spinning, prepare the glutathione beads.

a. Gently shake the bottle of Glutathione Sepharose 4B to resuspend the gel.

b. Transfer 1ml to a 50ml conical.  Add 10ml lysis buffer.  Wash.

c. To pack the beads, spin for 5min at 2,500rpm.

d. Remove excess buffer.

12) Add lysate.  Incubate on rocker in 4(C room for 1hr.

13) Centrifuge at 500rpm for 5min to sediment the gel.  Remove the supernatant--Keep.

14) Wash the gel pellet with 10ml 1X PBS.  Centrifuge at 500rpm for 5min.  Discard the wash.  Repeat 2X for a total of 3 washes.

TO ELUTE WITH GST TAG

15) Add 1ml Glutathione Elution Buffer.  Mix gently.

16) Incubate (with rocking) at room temperature for 10min to liberate the fusion protein from the gel.

17) Centrifuge at 500rpm for 5min.  Remove the supernatant to a fresh tube—Keep. 

18) Repeat the elution and centrifugation steps twice more.  Pool the three eluates.

TO CLEAVE GST TAG

15) Prepare thrombin.

a. Resuspend thrombin (500 units in 500(l prechilled 1xPBS.  Mix.  Store in small aliquots at -80(C)

b. Make thrombin mixture (Use 475(l 1xPBS and 25(l resuspended thrombin)

16) Add to pellet.

17) Shake at 4(C overnight.

18) Centrifuge at 500rpm for 5min.  Protein is in the supernatant (Nup2p = 78kD, Thrombin = 37kD).
Materials

1M IPTG   (check for aliquots in -20(C freezer first)


23.83g IPTG



100ml dH2O
Lysis Buffer 
to make 100ml:


50mM Tris pH8
5ml 1M Tris pH8


100mM NaCl
0.584g NaCl


2mM EDTA
400(l 0.5M EDTA


5mM DTT
0.077g DTT


dH2O

95ml dH2O

Elution Buffer
to make 100ml:


50mM Tris pH8
5ml 1M Tris pH8


110mM KOAc
1.08g KOAc


2mM Mg(OAc)2
0.0429g Mg(OAc)2

2mM DTT
0.0308g DTT


0.1% Tween 20
0.1ml Tween 20


dH2O

95ml dH2O


15mM reduced glutathione
add glutathione fresh (0.023g in 5ml)

