General protocol for protein expression in E. coli.
(Ayaz Najafov 5.20.2005)
Part 1: Time-course of expression

1) Pick a clone from an antibiotic-resistance selection plate.

2) Inoculate 2-3mL of LB (or 2xYT or SOC) with the antibiotic.
3) Grow at +37oC, 225-250rpm till OD600 > 0.1.
4) Inoculate 40mL of LB with antibiotic by diluting the culture above at 1:100 ratio.
i.e. add 400 µL of the culture above into 40mL of the fresh medium 
5) Grow at +37oC, 225-250rpm till OD600 = 0.6-0.8.

6) Induce with 0.5-2mM IPTG.

7) Take out 1mL of the culture at 1, 2, 3, 4, 6, 8hrs and overnight. 
8) Spin the culture at 7,000-20,000×g for 20sec-2min. Discard the supernatant. 

9) Freeze the pellet at -20oC. Thaw at RT. 
10) Add 75 µL of 1X SDS-PAGE sample dye. Resuspend by pipetting and vortexing.
11) Spin at 20,000×g for 5min. 
12) Load 10 µL of the sample onto 10% SDS-PAGE gel.
13) Stain the gel with Coomassie Blue R.

Part 2: Large-scale expression.
1) Prepare 0.5-1L of LB in an Erlenmeyer flask. Microwave the LB.

2) Pre-incubate the medium at +37oC while shaking at 225-250rpm.
3) Inoculate with 1-2 mL of a liquid culture of OD600 > 0.5.
4) Add antibiotic.
5) Grow at +37oC, 225-250rpm till OD600 = 0.6-0.8.

6) Induce with 0.5-2mM IPTG.
7) Grow for the optimum time determined in the Part 1.

8) Spin the cells. Freeze the pellets at -20oC.
Checking which clones is expressing better:

1. Pick a clone from an antibiotic-resistance selection plate (check at least 4 clones).

2. Inoculate 6mL of LB + the antibiotic.

3. Grow at +37oC, 250rpm till for 6hrs..

4. Induce with 1mM IPTG (Add 6 µL of 1M stock to the 6mL).

5. Take out 0.5mL of the culture at 0, 2, 6, 8hrs and overnight. 

6. Spin the culture at 10,000×g for 1min. Discard the supernatant. 

7. Add 100µL of 1X SDS-PAGE sample dye. Resuspend by pipetting and vortexing.

8. Heat at 90-100C for 10min.

9. Vortex and Spin at 16,000×g for 5min. 

10. Load 15 µL of the sample onto 10% SDS-PAGE gel.
11. Stain the gel with Coomassie Blue R.

