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Transient Transfection and Western Blot Protocol

Transfection

1. Grow cells to 70% confluence 
2. FuGENE6 is added in a 4:1 to DNA (20 ug DNA with 80 ul FuGENE6 for 15cm plate; 10 to 40 for a 10cm plate)

a. Dilute FuGENE in serum free media (80 ul FuGENE in 520 ul media for each transfection).  Invert x3 and let rest for 5 min at RT.  

b. Add 20ug DNA to be transfected to FuGENE/media mix.  Flick to mix and let rest for 15 min at RT
c. Add DNA/FuGENE mix dropwise to cells.  Swirl plate to mix well.  

3. Incubate for 24 hrs at 37 degrees.  

Lysates 

1. Typsinize cells, pellet, rinse in PBS.  Aspirate supernatant and ice pellet.

2. Lyse pellet in (3 volumes of WE16th lysis buffer (see recipe).  For a confluent p100/10cm plate use 100-150ul.  p150/15cm plate use 200-300ul.  

3. Sonicate on ice for 1 minute at 50% duty, output setting 8.  

4. Spin down at 14K, 4(C, for 15 minutes.  

5. Remove supernatant and transfer it into a fresh tube.  Snap freeze in lN2, then store at -80(C until needed.

Biorad Assay for protein concentration 

1. Thaw lysates and 10mg/ml BSA stock.

2. Aliquot into 1.7ml tubes for the protein assay-BSA: 0, 5, 10, 20, 40, 80, and 120ug (0.5-12ul).  Also aliquot 5ul of each lysate to be tested.

3. Make mix of reagents A + S (980ul A: 20ul S).

4. Aliquot 125ul of the mix to each tube, vortexing after adding.

5. Add 1ml of reagent B to each tube, vortexing after adding.

6. Incubate at RT for 15 minutes.

7. Aliquot 125ul of each reaction into a 96 well plate for reading in the microquant plate reader.  (Use JAB-protein protocol).  

8. Read plate and print data.

9. Calculate necessary volumes that equal 40-80ug of total protein for each lysate sample.  
10. Measure volume of each lysate and add 1/3 volume of 4x sample buffer to each. (Can also add SB to full volume of lysate (1:3), and boil all of it for 5 minutes; then the lysate will always be ready to run in a western, but not a kinase assay)

11. Boil for 5 minutes.

12. Store at -20(C until needed.

Gel and Transfer

1. Pour a 6-10% SDS-PAGE gel.  
2. Do not pour the stacking gel until 15-60 minutes before running.  

3. Load the gel and run in 1x running buffer (5x stocked in gel room) + 0.1% SDS until the dye front is about 0.5cm from the bottom.  Run at 150-180V for 1-2 hours.  

4. Transfer to PVDF over 3-4 hours using 1x transfer buffer (5x stock)  + 20% methanol.  Transfer at 300 Amps or 25 V.

Western Blotting

1. Block for one hour in TBS-T with 5% milk.  

2. Dilute primary antibody in TBS-T with 5% milk and incubate while rotating at RT for 1-2 hours (or overnight at 4 degrees).

3. Wash blot 3 times, 10 minutes each, in TBS-T.

4. Dilute secondary antibody in TBS-T with 5% milk and incubate while rotating at RT for 1 hour.

5. Wash blot 4 times, 10 minutes each, in TBS-T.

6. Add Lumilight (1:1 ratio) to blot for 5 minutes or ECL (1:10 ratio of each reagent diluted into water) for 2 minutes.

7. Expose to X-OMAT Blue film and develop.

