Western Blot
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Purpose: To validate the expression and cross-reactivity of Akt in canine normal tissues.  

Materials:


Akt (cell signaling) 60kDa

4-20%Gel (invitrogen)

Positive Control: K7M2 cells

Methods:

60 ug

Normal Tissue Akt

	Well
	Lysate
	Protein # 
	Lysate Vol
	Results

	1
	Rainbow Marker
	--
	10 ul
	

	2
	Positive Control-K7M2
	?
	30 ul
	

	3
	Cardiac
	4.904
	24.5
	

	4
	Liver
	9.378
	12.8
	

	5
	Lung
	9.195
	13.1
	

	6
	Spleen
	11.891
	10.1
	

	7
	Kidney
	4.475
	26.8
	

	8
	Pancreas
	4.561
	26.3
	

	9
	Brain
	6.563
	18.3
	

	10
	Large Intestine
	4.475
	26.8
	


Procedure:

1) Place tubes in hotplate to boil for 5 minutes

2) Load gel and run at 120V for ~ 2 hours (until protein is at the bottom of the gel)

Transfer

1) Soak Sponges, film, gel and filter paper in transfer buffer

2) Sandwich: black side down, sponge, filter paper, gel, membrane, filter, sponge, close red side down

a. Roll over with pipette to remove air bubbles

b. Mark Membrane to designate protein side

3) Fill transfer chamber with transfer buffer, set at 4C and turn on spin

4) Run 1.5-2 Hours at 300mA

Stain

     Add 0.1% Ponceau (red) to make sure protein was loaded

1) Observe Protein Loading

2) Remove with dH20 and transfer buffer

Blocking:

1) Wash 3x 5min in TBS-T

2) Add 10ml 5% for 1 hour (2.5g to 50ml of TBS-T)

3) Wash 3x 5min in TBS-T

Primary Antibody:

1) Add 1:1000 Dilution of Akt: 10ul of Akt to 10ml TBS-T (5% BSA) 

2) Add 1:1000 Dilution of pAkt: 10ul of Akt to 10ml TBS-T (5% BSA)

3) Incubate overnight at 4C (or 1 hour at room temperature)
4) Wash 3x 5min in TBS-T

Secondary Antibody

1) Add 1ul of anit-rabbit secondary to 20ml of TBS-T (1:20,000 dilution of secondary antibody) to each

2) Incubate for 1 hour at room temp on the mixer

3) Wash 3x 5min in TBS-T

Develop:

1) Add 5ml of each supersignal reagent

2) Incubate for 5min at room temp

3) Expose for 2, 10, 30 seconds

