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General Western Blot Protocol

Tissue (e.g., Spinal cord, Brain) is removed and homogenized in buffer (500µl buffer for spinal cord; 2000ul for brain).

The buffer for homogenization depends on target protein:

· Giα2 : Usually 50mM TRIS Buffer (pH 7.4) for membrane analysis, 

          Can use Western Buffer A for cytosol analysis 

· µOR: Usually 50mM TRIS Buffer (pH 7.4)
· Dynamin: Western Buffer A
· GRK-2: Western Buffer A

· Actin: Western Buffer A
Homogenize tissues on ice for approximately 20sec.  Then place tube on ice.  Samples are then centrifuged  for:
· Dynamin-2: 10min at 10K, 15(C  
· Giα2 : 30min 10K, 2(C 
· µOR:  20min at 12K, 2(C 
· GRK-2: 10min at 10K, 15(C 
· Actin: 10min at 10K, 15(C 
For µOR retain pellet

For Giα2 membrane retain pellet resuspend in TRIS 

For Giα2 cytosol discard pellet retain supernatant (already in Western Buffer A)
For Dynamin-2 discard pellet retain supernatant (already in Western Buffer A)
For Actin discard pellet

For GRK-2 discard pellet
Be sure to take an aliquot of final sample for analysis of protein concentration using the Bradford microassay. 
For targets that involve retaining the supernatant, this sample will be used.  When retaining pellet for Giα2 resuspend in Western Buffer C.  Retained pellet for µOR resuspend in Western Buffer A.  Make appropriate dilutions for loading using western Buffer B or D, then boil for 5min.
An aliquot of the sample (8-12 is loaded on polyacrylamide gels and samples are separated by electrophoresis.  The time for electrophoresis varies for each target protein, but is typically 45-60min at 150V . Proteins are transferred from the gel to PVDF membrane (Bio-Rad) using the miniprotean (Bio-Rad) at 100V for 75-85min. Nonspecific binding sites on the membrane are blocked by incubation in blocking buffer (0.2% AuroraTM Blocking Reagent; 1X Phosphate Buffered Saline; 0.05% Tween-20) at 4(C overnight, followed by incubation with primary antibody in blocking buffer 
Concentrations for primary Antibody will vary depending on target protein:

· GRK-2: Rabbit polyclonal IgG for (1:200); 
· Dynamin-2: Goat polyclonal IgG for (1:300), Santa Cruz.
· µOR (1:500; Neuromics)

· Giα2 : (1:650-750 Santa Cruz, Chemicon)
· Actin:

Typically, incubate with primary for an hour at room temperature or overnight at 4(C on rocking platform. Following primary antibody incubation, wash twice with Wash Buffer (place membrane in 30ml on rocking platform at Room Temp, 2min).  Membranes are washed twice with blocking buffer on rocking platform for 10min then new buffer and washed again for 5 min (all at Room Temp).  Membranes are then incubated with secondary antibody diluted with blocking buffer. 
Concentrations for secondary antibody will vary depending on target protein:

· GRK-2: Goat (??) Anti-rabbit IgG-AP for (1:5000); 
· Dynamin-2: Donkey Anti-goat IgG-AP (1:5000), SantaCruz
· µOR: Goat Anti-rabbit IgG-AP 1:5000
· Giα2 : Goat Anti-mouse IgG-AP (1:5000), SantaCruz
· Actin: Donkey Anti-goat IgG-AP  1:5000
Incubate with the secondary for approximately one hour at room temperature on rocking platform. Membranes are washed 3 times (10min, 5 min and 5min) with blocking buffer on the rocking platform.  This is followed by two 2min rinses with 1X Washing buffer (20mM Tris-HCl, pH 9.8; 1mM MgCl2) on rocking platform. 
Membrane is now removed and then incubated for 5 min on rocking platform in Chemiluminescent Substrate Solution containing CDP-star substrate ready-to-use solution.  Immediately, membranes are placed in the imaging system. The images were then digitized and analyzed for optical density using GelPro image analysis software (ver 3.1, Media Cybernetics, Silver Spring, MD).
