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Day 0

1.
Pick several different clones from LB Amp100 plates.

2. Inoculate 5ml LB-Amp100 and grow overnight.

Day 1

3. Inoculate 100ml LB-Amp with the 5ml culture prepared in the previous step.  Incubate at 37(C with 250RPM shaking for 5 hrs.

4. Induce expression with the addition of IPTG to 0.5mM.  Incubate overnight.

Day 2

5. Harvest cells by centrifugation in 40ml Oak Ridge tubes in a fixed angle rotor. 

6. Drain pellet, and wash with Buffer A (50mM Tris, pH 8.0, 50mM glucose, 1mM EDTA).  Centrifuge.

7. Resuspend pellet in 4ml Buffer A containing lysozyme (4mg/ml).  Incubate at RT 15 min.

8. Add 4ml Buffer B (10mM Tris, pH 8.0, 50mM KCl, 1mM EDTA, 1mM phenylmethylsulfonyl fluoride (PMSF), 0.5% Igepal 630 a.k.a. Nonidet P-40, 0.5% Tween-20).  Incubate at 75(C 1 hr.

9. Clear lysate by centrifugation.  Remove supt.

10. Hydrolyze contaminating DNA by the addition of 2000U DNase I for 15 min@ 37(C.  Inactivate by heating to 75(C 15 min.

11. Sediment insoluble matter with a high speed centrifugation.

12. Dialyze against 3 changes of dialysis buffer (20mM HEPES, pH 8.0, 1mM EDTA, 0.5 mM PMSF, 100mM KCl, 250(g/ml gelatin) for >16hr. at 4(C using a membrane with >10kDa cutoff.

Day 3

13. Recover purified solution and add glycerol and DTT to 50% and 1.0mM respectively.

14. Test for activity and store aliquots long term at -80(C.  Frequently used aliquots are stable at -20(C for several months.

Notes:  It might be advisable to scale down several preps to test the clones for production of quality enzyme.  Assess the activity of the purified Taq by titrating the enzyme against known quantities of DNA and primer.

Buffer Cheat Section – 

BufferA - 50mM Tris, pH 8.0, 50mM glucose, 1mM EDTA

Buffer B - 10mM Tris, pH 8.0, 50mM KCl, 1mM EDTA, 1mM phenylmethylsulfonyl fluoride (PMSF), 0.5% Igepal 630 a.k.a. Nonidet P-40, 0.5% Tween-20

Dialysis Buffer - 20mM HEPES, pH 8.0, 1mM EDTA, 0.5 mM PMSF, 100mM KCl, 250(g/ml gelatin

Other Stocks – DTT – 1.0M



Sterile Glycerol



0.5M EDTA



IPTG – 1.0M

DNase I treatment of Taq after dialysis –

1.  Dissolve enzyme in 350 (l PBS.  Add 350(l glycerol, and 0.75(l MgCl2.
2.  Add 11.0 (l 1M MgCl2 to 1ml of polymerase.

3.  Add 20(l DNase I to 1ml tube of Taq.

4.  Incubate at 37(C 30 min.

5.  Heat inactivate DNase I at 70(C 30 min.

6.  Place enzyme prep on ice.  

7.  Re-freeze and test.

