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Transient Transfection and Co-Immunoprecipitation Protocol

Transfection

· Grow cells to 70% confluence

· FuGENE is added in a 4:1 to DNA (20 ul DNA at 1mg/ml conc with 80 ul FuGENE)

· 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.  

· Add 600 ul FuGENE/media dropwise to DNA to be transfected.  Flick to mix and let rest for 15 min at RT.

· Add DNA/FuGENE mix dropwise to cells.  Swirl plate to mix well.  

· Incubate for 22 hrs at 37 degrees

· Add 10uM of proteasome inhibitor to cells at 22 hrs

Cell Lysis

· Rinse cells gently with 5ml of cold PBS to remove media at 24 hours

· Harvest cells in 1 ml of NP40 lysis buffer (should see a clump of cell debris)

· Add lysate to eppendorf and quick freeze in LN2.  May store at –80 degrees o/n

	NP40 Lysis Buffer

	Ingredient

[stock]
     Volume

Use




	PBS



     7.43 ml

(salt and buffer) 

4( C

	10% glycerol


     1 ml

(good for freeze/thaw)

RT

	10 uM ZnCl

1mM
     100 ul

(salt, needed for E6)

RT

	2 mM DTT

1M
     20 ul

(reducing agent)

-20(C

	80 mM (-glyeroPO4
1M
     800 ul

(phosphatase)


4(C

	50 mM NaF

1M
     500 ul

(phosphatase)


RT

	1mM NaVO4

0.1M
     100 ul

(phosphatase)


RT

	0.5% NP40


     50 ul

(detergent)


RT

	complete Tab mini



            (protease inhibitor)
            4(C


notes: 

· mix well after adding glycerol

· add NP40 last to avoid bubbles

· thaw DTT and mix well (can separate)

· add glycerol and NP40 using a pipette tip with the end cut off

buffer can be kept at 4(C for a week

Immunoprecipitation

· Thaw lysate quickly in RT H20 bath, spin @ 14K x15min @ 4º to pellet debris

· Place supernatant in fresh eppendorf

1.  Preclear

· Add 50 ul of protein A sepharose beads (if using a rabbit primary Ab) or 50ul of protein G sepharose beads (if using a mouse primary Ab) (or half of each if using both types of Ab) to the lysate

· Remove 400 ul of beads (50% slurry in etoh) and wash 2x in 1 ml of PBS or lysis buffer.  Resuspend pelleted beads 1:1 with lysis buffer.  Add correct vol of beads to lysate by vortexing slurry each time and using a pipette tip with its end cut off.

· Rotate @ 4º x30min

· Spin @ 14K x10min @ 4º to pellet the beads (and non-specific ptns on beads)

· Divide the precleared lysate into sample tubes, using the smallest eppys possible (# sample tubes = # primary Abs being used for IPs).  Save 1-2 aliquots of 5% input (5% vol of lysate put into a sample tube) as whole cell lysate for gel

2.  Primary Ab/IP

· Add Ab to each sample tube (use an equal mg of each Ab in each tube)

· Rotate @4 degrees x1hr (to bind the protein(s) of interest)

3.  Secondary Ab/Purification/Gel

· Add 20ul of protein A or G beads (A for rabbit primary Ab, G for mouse primary Ab)

· Rotate @ 4º x 1hr (to bind the primary Ab/ptn complex to the beads)

· Pellet beads @ 4K x 30 sec @ RT and discard supernatant

· Wash beads 3x in lysis buffer (resuspend beads in same vol of lysis buffer as the original sample tube vol).  Invert 3x, pellet, repeat.  If run out of lysis buffer, use cold PBS

· Remove lysis buffer, add 15ul of 2x SB, heat at 68-70º for 10min (or boil for 5 min)

· 2x sample buffer for beads


1x sample buffer for 5% input

10 ul 4x sample buffer


x       vol 5% input


4 ul 
10x reducing agent


½x    4x sample buffer


6 ul 
sterile dH20



1/5x   10x reducing agent


20 ul vol (add 15ul to each sample)

----   sterile dH20 to bring vol to 2x








2x final vol
· Load gel (each lane holds 20ul) with samples.  Use 4-12% NuPAGE gel.  Run at 100V until blue dye is at the bottom of the gel

· Transfer overnight in Hoefer transfer stack at 300 Amp for 3 hrs (black back, sponge, Whatman, gel, membrane, 2 Whatman, sponge, extra sponges for tight fit, red front)

