Importin ( (GST) Expression and Purification

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

2)  Inoculate 10 ml LB+amp with a single β (GST) DH5α colony.  Grow overnight at 37°C.

3)  Use 10 ml overnight culture to inoculate 1 L LB+amp.  Grow at 30(C overnight (5pm-9am).

4)  Harvest cells.  

Pour culture in 1 L plastic bottle.  

Spin 20 min at 3800 rpm in the Sorvall by the eagle eye.

Pour off all but ~30 ml.  Resuspend and transfer to a 50 ml conical tube.

Spin 20 min at 3500 rpm in the lab centrifuge.

5)  Resuspend pellet in 20 ml lysis buffer + 20 (l 0.1M PMSF.

6)  French press cells 2X.

· Get apparatus from 4(C room.  Go downstairs past Cheng lab to machine.

· Lube the ring on the male bit.

· Put the female bit on the 3-pronged holder.

· Insert the male bit into the female bit.

· Flip both pieces over.  Pull out the male bit to the max fill line.

· Pour resuspension in.

· Assemble the lid.  Put it on.  Tighten the black handle (not too much).

· Flip the assembly over and put in machine.  Make sure that the back is against the prongs and that the screw is towards the back right.

· Close the arm on the machine and tighten the knobs (not too much).

· Put tube in original 50 ml conical.

· Turn machine on.

· Turn the dial to medium until the reading is ~1500.

· Immediately switch the dial to high.

· Immediately open the black handle a little.  If the needle drops to 0, close it again.

· When the stop line on the male bit is reached, switch the machine to down or turn it off.

· Open the black handle all the way to drain the rest of the lysate out.

· Make sure that the machine is all the way down.  

· Take the apparatus off and repeat the procedure, this time collecting in a fresh 50 ml conical.

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

7)  While the lysate is spinning, wash the Glutathione Sepharose 4B beads in Importin β Lysis Buffer.
8)  Pack 10 ml of GSH beads into a 50 ml conical by spinning for 5 min at 2500 rpm.  Remove excess lysis buffer.

9)  Apply the entire supernatant from step 6 to the packed GSH beads.  Incubate at 4°C with rocking for at least 1 hr.

10)  Spin at 2000 rpm for 3 min.

11)  Remove flow-through (FT) from beads.  Save it.  Divide bound beads into 2 50 ml conicals for washing steps.

12)  Wash 5X as described below.  For each wash step, fill the 50 ml conical to the top and place on 4°C rocker for 10 min.  Then, spin at 2000 rpm for 3 min and discard excess buffer.



i)  Importin β Lysis Buffer



ii)  Importin β Wash Buffer


iii)  Importin β High-Salt Wash Buffer



iv)  Importin β Wash Buffer



v)  Importin β Wash Buffer

13)  Take a 10 μl sample of Importin β bound to GSH beads before proceeding.

14)  Combine both of the washed beads into one of the 50 ml conicals.

15)  Elute 3X for 1 hr at 4°C on rocker with 10 ml of Importin β Elution Buffer with added Glutathione.  Save all eluates.  At this stage, samples can be stored at 4°C overnight, if necessary.
16)  Check all samples on a 12% acrylamide gel (5 μl FT, 10 μl washed bound beads, 30 μl each of all three elutions, 10 μl of beads after eluting).  Importin β alone is ~95 kD.  Importin β-GST is ~125 kd.

17)  Add glycerol to all samples (including FT) before freezing at -80°C.
