

        
        
            
                JavaScript seem to be disabled in your browser.

                You must have JavaScript enabled in your browser to utilize the functionality of this website.

            

        

    

    
        
	[bookmark: top]
    
		        Cytoskeleton, Inc.[image: Cytoskeleton, Inc.]
                
		         
       
       
  	 
		Quick Order
	
	My Account
	
                My Cart
                                
	Checkout
	Log In


			

			
				  
					       						   
						 

						   
                                
                                

                           

							
							  

						    

				  

			

			

			   
  
 
		           
		
			Added to Cart
                        0 items
		

		
		
				 
                        
			You have no items in your shopping cart.

				

          Close x

  
	

	
        

            





	
		

	   
	Home
	
		Products
			
					
						
							Featured New Product						
					
				
	
					
						
							New Signal-Seeker™:   PTM detection kits, antibodies, and reagents						
					
				
	
					
						
							Tubulin & FtsZ Products						
					
				
	
					
						
							Actin Products						
					
				
	
					
						
							Activation Assays						
					
				
	
					
						
							Antibodies						
					
				
	
					
						
							Bulk Orders						
					
				
	
					
						
							Custom Services						
					
				
	
					
						
							ECM Proteins						
					
				
	
					
						
							GOBlot - The First Affordable Western Blot Processor						
					
				
	
					
						
							Kits & Assays						
					
				
	
					
						
							Live Cell Imaging Reagents						
					
				
	
					
						
							Motor Proteins						
					
				
	
					
						
							Protein Assays						
					
				
	
					
						
							Protein Tools						
					
				
	
					
						
							Other Proteins						
					
				
	
					
						
							Small G-proteins						
					
				


	
	
		Info Resources
	catalog (Pdf)
	Datasheets
	MSDS
	Newsletters
	Product: Actin
	Product: ECM
	Product: Motor Protein
	Product: Small G-protein
	Product: Tubulin
	Technical Support
	Videos


	
	Distributors
	
		About Us
			Contact Us
	Company History
	Careers


	


 	

  
  









        
            
                
                
                    				     

                   
				      
					      
    	
                            Home
                                        » 
                        
	
                            Activation Assays
                                        » 
                        
	
                            G-LISA Activation Assays
                                        » 
                        
	
                            RhoA / Rac1 / Cdc42 G-LISA Activation Assay Bundle   3 Kits (24 assays per kit)
                                    




				          









  
      
                RhoA / Rac1 / Cdc42 G-LISA Activation Assay Bundle   3 Kits (24 assays per kit)

				
				 
				
      


    
    
        
        
            
            
        

		
		
		
		
            

    [image: RhoA / Rac1 / Cdc42 G-LISA Activation Assay Bundle   3 Kits (24 assays per kit)]



Double click on above image to view full picture


    [image: Zoom Out]
    
        

    

    [image: Zoom In]




    More Views

    	
            [image: ]
        




        


        
           
        
		   Amount

3 Kits (24 assays per kit) -    (Cat. # BK135)

		
		   
		   
		   
          
            			             
			            
            
         

            
    Submit Order Request
    Contact Distributor


                                        
			
			
			            
    

    
    	*Amount
	
    
        	3 Kits (24 Assays per Kit) - (Cat. # BK135) +$1,450.00

                                    
                        






               



    





    
                Qty:
        
                Add to Cart
            



	Add to Wishlist
	| Add to Compare




        			
        


       


        
        
    

    
    


	
	
	
		DETAILS
	DOCUMENTS
	CITATIONS
	FAQs


	

		                      				   
				   [image: ]

Highlights

	The RhoA / Rac1 / Cdc42 G-LISA Activation Assay Bundle is a cost effective choice when your experimental observations suggest that one or more Rho family proteins are activated.
	Provides 24 assays each for detection of activated RhoA, Rac1, and Cdc42. 
	Includes an extensive array of reagents (see datasheet for individual kit contents).
	Most cost effective and precise method to obtain a Rho family activation profile.


 

Introduction
 The G-LISA activation assays are ELISA-based activation  assays with which you can measure RhoA, Rac1, and Cdc42 activity in as little as 10 ug of cell or tissue lysates in less than 3  hours. These assays are very sensitive and have excellent accuracy between duplicate  samples. For a more detailed introduction on G-LISA assays and a  listing of other available G-LISA kits, see our main G-LISA page. 
 

 

Kit contents
Each kit contains sufficient  reagents to perform 24 activation assays. Larger 96-well assays are also available (see related products). Since the GTP  affinity wells are supplied as 12 x 8 well strips and the strips can be broken into  smaller pieces, each kit can be used for anywhere from one to multiple  assays. For a list of components, please view each of the kit manuals below.

	RhoA G-LISA Activation Assay Manual (view pdf here)
	Rac1 G-LISA Activation Assay Manual (view pdf here)
	Cdc42 G-LISA Activation Assay Manual (view pdf here)



 

Equipment needed

	96-well plate spectrophotometer capable of reading 490 nm wavelength
	Orbital microplate shaker capable of at least 200 rpm shaking (400 rpm is optimal)
	Multichannel or multidispensing pipettor (optional)


 

Example results
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Figure 1. RhoA activation by calpeptin  measured by G-LISA kit BK124. Swiss 3T3  (mouse) cells were serum  starved for 24 h and treated with calpeptin  (Cal; 0.1 mg/ml for 30 min)  or DMSO carrier only (SS). 10 µg of cell  lysates were subjected to the  G-LISA™ assay. Absorbance was read at 490  nm. 
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Figure 2. Cdc42 activation by EGF measured by the Cdc42 G-LISA Activation Assay.  Swiss 3T3 cells were serum starved (SS) for 16 h at 1% serum and 8 h with 0% serum and treated with EGF (100 ng/ml for 2 min). Cell lysates (8, 17, 35 µg) were subjected to the G-LISA assay. Data was read at 490 nm.  Numbers on top the yellow columns indicate the fold increase in signal caused by EGF activation, you will notice the ratio remains the same with different protein loadings indicating good linearity with different protein loadings. 500 µg of the same lysates were subjected to the traditional PAK pull-down assay (Cat.# BK034) with similar results.


	
 










 

Associated Products:

Total RhoA ELISA (Cat. # BK150)

Anti-RhoA monoclonal antibody (Cat.# ARH03)

Rho Inhibitor I (Cat.# CT04)

Rho Activator II (Cat.# CN03)

Rho Pathway Inhibitor I - Rho Kinase (ROCK) inhibitor Y-27632 (Cat. # CN06)
				   
				   
            
	

	
		                   				   
				   For product Datasheets and MSDSs please click on the individual kit links below. 

RhoA G-LISA Activation Assay Manual (Manual / MSDS)
Rac1 G-LISA Activation Assay Manual (Manual / MSDS)
Cdc42 G-LISA Activation Assay Manual (Manual / MSDS)



G-LISA Activation Assay Technical Guide (Download Here)
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RhoA / Rac1 / Cdc42 Activation Assay Bundle - 3 x 24 assays
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				    Citations for individual, larger size RhoA, Rac1 and Cdc42 Activation Assays (G-LISA format) can be viewed by clicking the citation tab on the following product pages below:

RhoA Activation Assay Biochem Kit (Cat. # BK124)

Rac1 Activation Assay Biochem Kit (Cat. # BK128)

Cdc42 Activation Assay Biochem Kit (Cat. # BK127)


				   
            	

	
		                   				   
				   
				   Question 1:  Can I detect isoforms other than RhoA, Rac1 or RalA with these G-LISA activation assays?

Answer 1:  Yes, the RhoA G-LISA (Cat. # BK124), Rac1 G-LISA (Cat. # BK128) and RalA G-LISA (Cat. # BK129) can be used to detect RhoB or RhoC, Rac 2 or Rac3 or RalB, respectively.  The capture proteins that the wells have been coated with bind all of the isoforms of the respective GTPase.  The specificity of signal is conferred by the specificity of the monoclonal primary antibody utilized.  Use of an isoform-specific monoclonal antibody allows detection of other Rho family isoforms.  Please see this citation for an example of this modified procedure (Hall et al., 2008. Type I Collagen Receptor (α2β1) Signaling Promotes Prostate Cancer Invasion through RhoC GTPase. Neoplasia. 10, 797–803). 

Basically the researcher would test their specific monoclonal antibody in a western blot first to prove specificity to the alternative isoform of interest.  For example, load RhoA and C for negative controls when testing a RhoB monoclonal antibody.  Then the researcher would use 1:50, 1:200 and 1:500 dilutions of their monoclonal antibody on duplicate cell extracts of activated and control state samples. The researcher would then choose the dilution of monoclonal antibody which gave them the highest ratio of activated:control state.

A simple activated/control state pair of extracts can be made by growing cells to 50% confluence in serum containing media, washing twice with PBS, preparing lysate and aliquoting and freezing  samples in liquid nitrogen.  With one aliquot, defrost and let stand at room temperature for 60 min to degrade the activated signal to a low basal signal, which will be the control state.  The untreated sample (2nd aliquot) will be considered “activated” which most serum grown cells are.

 

Question 2:  How many cell culture plates can I process at one time during the lysis step?

Answer 2:  We recommend that from the point at you add lysis buffer to the plate on ice to aliquoting and snap-freezing the lysate samples in liquid nitrogen, no more than 10 min are allowed to elapse.  After 10 min on ice, we find that GTP bound to GTPases (activated GTPases) undergoes rapid hydrolysis.  Rapid processing at 4°C is essential for accurate and reproducible results.  The following guidelines are useful for rapid lysis of cells.

 Washing

a.  Retrieve culture dish from incubator, immediately aspirate out all of the media and place firmly on ice.

b.  Immediately rinse cells with an appropriate volume of ice cold PBS (for Cdc42 activation, skip this step and simply aspirate the media) to remove serum proteins.

c.  Aspirate off all residual PBS buffer. This is essential so that the Lysis Buffer is not diluted. Correct aspiration requires that the culture dish is placed at a steep angle on ice for 1 min to allow excess PBS to collect in the vessel for complete removal.  As noted, the time period between cell lysis and addition of lysates to the wells is critically important. Take the following precautions:

     1.  Work quickly.

     2.  Keeping solutions and lysates embedded in ice so that the temperature is below 4°C. This helps to minimize changes in signal over time.

     3.  We strongly recommend that cell lysates be immediately frozen after harvest and clarification. A sample of at least 20 μl should be kept on ice for protein concentration measurement. The lysates must be snap frozen in liquid nitrogen and stored at -70°C. Lysates should be stored at -70°C for no longer than 30 days.

     4.  Thawing of cell lysates prior to use in the G-LISA assay should be in a room temperature water bath, followed by rapid transfer to ice and immediate use in the assay.

 

If you have any questions concerning this product, please contact our Technical Service department at tservice@cytoskeleton.com.
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