Amended protocol:
Materials

· pGLO-transformed E. coli culture grown in LB-A

· pGLO-transformed E. coli culture grown on LB-A-A agar

· Tube 4 from pGLO protein purification lab (HIC column purified)

· Newly lysed pGLO-transformed E. coli (not HIC column purified—no binding buffer added)

· Tube Laemmli buffer + DTT or other reducing agent

· Pre-cast polyacrylamide gel (4%-20%)

· Vertical gel apparatus and power supply

· 10X electrophoresis buffer (Tris-Glycine-SDS)/TGS

· UV lights

· Comassie gel stain

· Protein standards

· Hot plate/beaker to heat  water to 95 degrees C.

--------------------------------------------------------------

1. Begin heating a beaker of water on the hot plate.  Bring the water to a near-boil.

2. Make a liter of 1X TGS from the 10X concentrate
3. (Each group of 4) Label 4 tubes for your pGLO transformed bacteria

a. LB- A-A transformants (from plate—not heated)
b. LB- A-A transformants ( from plate --heated)
c. Contents of HIC purified proteins from last lab (not heated) 

d. Newly lysed pGLO transformed E. coli from LBAA broth.  (not heated) 

4. Pipette 200 l *Laemmli Buffer into tube a. 
5. Take one healthy loopful of bacteria from the LB-A plate and dispense the bacteria into the Laemmli buffer  in tube a by twirling the loop between your finger and thumb.  You should see the blob of bacteria on the loop and then all the bacteria should be shaken off the loop into the buffer.
6. Transfer 100 l of the bacteria/Laemmli mix from tube a to tube b.

7. Transfer 100 l of the contents of your HIC—purified proteins from last lab into tube c. Add 100 l of Laemmli buffer.
8. Transfer 100 l of the new pGLO (LBAA) lysate to tube d. Add 100 l of Laemmli buffer.
9. Assemble the pre-cast acrylamide gels in one apparatus.
10. Fill the inner chamber with 1X TGS
11. Fill the outer chamber ~2/3 full
12. Incubate tube b in near boiling water for 5 minutes.  Allow to cool.

13. Using about 15 l load the gel according to a pre-outlined scheme. Save one lane for protein standards/ladder.  (Each group of 4 should do it the same way---so the gel is repeated on left and right sides.  
14. Run for 30 minutes at 200v.
15. While the gel runs, make some hypotheses about what you may see on the gel after it has run.  Check the gel often.

After electrophoresis.
1. Keeping the gel in its frame, look at the gel.  Note the separation of the protein standards---why do we use these standards?  Measure the migration of as many standards as possible.

2. Look for GFP among the proteins you added to the gel. How will we do this? Measure the migration of GFP from the bottom of the loading well.

3. Approximately how big is GFP?

4. Carefully disassemble the gel and place into a plastic tray filled with distilled water.  Slosh the gel for 5 minutes.

5. Stabilize the gel with a gloved finger and pour off water. Repeat the water rinse 2 more times.

6. Pour off all the water.  Cover the gel with the Coommasie Blue protein stain.  I will rock the gel with stain on it overnight and we will examine the gels tomorrow.

7. Form some hypotheses about what you will see.

8. Discussion will take place in lecture on Friday.

