
    
    
    
        
            
            
                
            

            
        
    


    
        Skip to main content

        
        

        
            
                Advertisement

                

            

        

        

    
    
        
            
                
                    
                        [image: SpringerLink]
                    
                
            
        


        
            
                
    
        Log in
    


            
        
    


    
        
            
                
                    
                        
                            
                        Menu
                    
                


                
                    
                        
                            Find a journal
                        
                    
                        
                            Publish with us
                        
                    
                        
                            Track your research
                        
                    
                


                
                    
                        
                            
                                
                                    
                                Search
                            
                        

                    
                    
                        
 
  
   
  Cart
 


                    
                

            

        
    






        
            
                
                    
                        
                    

                
                
                    
[image: Book cover]


RNA Detection and Visualization pp 323–333Cite as






                

                
    
        
            	
                        Home



	
                        RNA Detection and Visualization

	
                        Protocol


                                Isolation of mRNAs Encoding Peroxisomal Proteins from Yeast Using a Combined Cell Fractionation and Affinity Purification Procedure

                                	Gadi Zipor, 
	Cecile Brocard & 
	Jeffrey E. Gerst2 


                                	Protocol
	First Online: 01 January 2011



                                
                                    
    
        
            	
                        4380 Accesses

                    
	
                            1
                                Citations

                        
	
                        6
                            
                                Altmetric

                            
                        


        

    



                                


                                
    
        
            
                
                    
                

                
                    
                        Part of the book series:
                        Methods in Molecular Biology ((MIMB,volume 714))
                    

                

            

        

    

                                
                            

                        
                        

                            
                                
                                     Abstract
Targeted mRNA localization to distinct subcellular sites occurs throughout the eukaryotes and presumably allows for the localized translation of proteins near their site of function. Specific mRNAs have been localized in cells using a variety of reliable methods, such as fluorescence in situ hybridization with labeled RNA probes, mRNA tagging using RNA aptamers and fluorescent proteins that recognize these aptamers, and quenched fluorescent RNA probes that become activated upon binding to mRNAs. However, fluorescence-based RNA localization studies can be strengthened when coupled with cell fractionation and membrane isolation techniques in order to identify mRNAs associated with specific organelles or other subcellular structures. Here we describe a novel method to isolate mRNAs associated with peroxisomes in the yeast, Saccharomyces cerevisiae. This method employs a combination of density gradient centrifugation and affinity purification to yield a highly enriched peroxisome fraction suitable for RNA isolation and reverse transcription-polymerase chain reaction detection of mRNAs bound to peroxisome membranes. The method is presented for the analysis of peroxisome-associated mRNAs; however it is applicable to studies on other subcellular compartments.
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