Running Resource Q Column

1. Prepare Buffers:

QA QB
20 mM Tris pH7.7 same
100 mM KCI 1M KCI
1 mM MqgCl, same
10% Gilycerol (if needed) same
imM DTT same

Lysis Buffer
50mM Tris pH7.7 1 XProtease Inhibitor
1mM DTT 100mM KCI
0.5 ul/ml1 mM O.A. 0.5% NP-40
10% Gilycerol

2. To prepare Hel.a lysate, resuspend pellet in 20 ml of lysis buffer,
dunce 30 times, Ultracentrifuge at 28,000 RPM for 1 hour, 30 min.

3. Wash loop by opening it, beware of inner glass portion.

4. Fix the desired loop (for sample injection) into position. Top of the
loop goes into position 6, bottom of loop goes to position 2.

5. Filter Supernatant from 28K RPM spin w/44mm filters. You should
see a layer of lipids at top of supernatant.

6. Perform Pumpwash at the same time as 4.

7. Inject 5ml of QA into the loop to remove any bubbles.

To "Load" QA buffer into sample loop, choose "Load" option
and use syringe to inject into sample loop. To "inject" buffer into
bypass, and ready column for run and washing, do the following:

*Inject it into bypass by: Injection Valve-Inject

Column Position-1Bypass
Flow-5 ml/min

8. Wash Column with three steps: 1. 1 column volume QA



2. 2 column volumes QB
3. 1 column volume QA

9. Feed Tube, Reset fraction collector
10. Inject Sample *Be sure that injection valve is on LOAD position*

11. Run Program previously designed for column of interest.



