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Verification of Expression of Recombinant Proteins

Reagents

· LB broth, sterile

· Appropriate antibiotic stock solution, sterile

· 100 mM IPTG (isopropyl ( D-thiogalactopyranoside)  (Dissolve 0.238g IPTG (FW 238.3 g/mol) in 10mL ddH2O.  Filter sterilize.)

· Sterile culture tubes, two 250mL Flasks

Day 1:

1. Inoculate 3mL of LB (containing appropriate antibiotic) with a single colony from a freshly streaked plate or with a loopful of frozen glycerol stock.

2. Incubate at 37(C, with shaking at 250 rpm, overnight.  Note:  Start this culture just before leaving for the day so that the culture will not become too dense.

Day 2:

1. The next morning, inoculate 100mL LB (containing the appropriate antibiotic) with the entire 3mL starter culture and incubate with shaking at 37(C to an OD600 of approx. 0.5-1.0 (about 2-3 hours).  Note:  For proper aeration, use a 250 mL flask.

2. Just before induction, split the 100mL culture into two 50mL cultures.  Induce one culture, while the other will serve as a non-induced control.  

3. To induce the culture, add IPTG (100mM stock) to a final concentration appropriate for the promoter being used (0.4mM for T7 promoter- 200(L of 100mM IPTG; 1mM for T7lac or tac promoter- 500(L of 100mM IPTG).

4. Incubate with shaking at 37(C.  Remove 1mL aliquots (aseptically) at appropriate time points up to about 6-8hrs.

5. To harvest the 1mL aliquots, spin cells at max speed in microcentrifuge 1-2min and decant the media.  Let the tube drain completely by placing it upside down on a paper towel.  Store at -20(C until ready for lysis.  Note:  If you are saving the remainder of the culture, harvest cells by centrifugation at 5,000 x g for 5 min. at 4(C.  Decant the media and drain completely as above.  Store pellet at -20(C until lysis. 

Preparation of total cell protein (TCP) samples for SDS-PAGE analysis

Reagents

2X SDS sample buffer

Phosphate-buffered saline (PBS) - For 1L:  To about 700mL dd H2O add:

                                                                             8g NaCl

                                                                          0.2g KCl

                                                                          1.44g Na2HPO4

                                                              0.24g KH2PO4
                                                                          Adjust pH to 7.4 with HCl.

                                                                          Volume up to 1L with dd H2O

                                                                           Autoclave to sterilize

Procedure:

1. Centrifuge the 1mL samples in a microcentrifuge at max speed for 1-2 min.  Discard the supernatant and drain pellet completely by inverting the tube on a paper towel.

2. Resuspend the pellet completely in 100(L of 1X PBS.

3. Add 100(L of 2X SDS sample buffer and mix.  Sonicate the cells.

4. Immediately heat the samples at 95(C for 5 min. to denature the proteins.  Store at -20(C until SDS-PAGE Analysis.

