





    
  Skip to main content
  




  

    

      
        
          
              
    

    
  
    
  
    
  
      
  
  
    


  



  


  
  



  



  



  

          

        

      


      
        
              

      
        
          
                       

         

      

     
    
      
        
          [image: BMJ Journals]

                  

      

      
                  
            
                
    

    
  
    	Subscribe
	Log In 
More
	

    
  
    
  
    
  
      
  
  
    Log in via Institution
Log in via OpenAthens
Log in via BCS  


  
  



  
      
  
  
    Log in using your username and password

 For personal accounts OR managers of institutional accounts



  Username *
 



  Password *
 




Forgot your log in details?Register a new account?

Forgot your user name or password?




  


  
  



  



  






	Basket 
	Search 
More
	

    
  
    
  
    
  
      
  
  
    
  Search for this keyword 
 






  


  
  



  
      
  
  
    Advanced search  


  
  



  



  







  



  

            

          

                

    
        
      
                [image: Heart]
      

            
          
    

    
  
    	Latest content
	Current issue
	Archive
	Browse by collection
	Authors
	About
	Podcasts

  





    
  
    
  
    
  
        

    
  
  
    
  
    
  
      
  
  
    
  Search for this keyword 
 






  


  
  



  
      
  
  
    Advanced search  


  
  



  



  


  
  


  
        

    
  
  
    	 Close
More
	

    
  
    
  
    
  
        Main menu

    
  
  
    
  	Latest content
	Current issue
	Archive
	Browse by collection
	Authors
	About
	Podcasts



  


  
  



  



  






	Subscribe
	Log in 
More
	

    
  
    
  
    
  
      
  
  
    Log in via Institution
Log in via OpenAthens
Log in via BCS  


  
  



  
      
  
  
    Log in using your username and password

 For personal accounts OR managers of institutional accounts



  Username *
 



  Password *
 




Forgot your log in details?Register a new account?

Forgot your user name or password?




  


  
  



  



  






	BMJ Journals

  


  
  




  



  



  

      

          

          
  
        
      
        
          You are here
	Home
	Archive
	Volume 99, Issue Suppl 1 
	ASSA13-03-35 Establishment and Identification of Stable Cell Line HEK293/BKCA in Molecular and Electrophysiological Levels


        

       
      
          
            Email alerts
          
        

      

          

            
          
        
          
            
                                                                                                  
    

    
  
    
    
    
    
      
        
  
      
  
  
    
    
  
    
    
      
        
  
      
  
  
    Article Text
  


  
  



      

    

    
    
      
        
  
      
  
  
    Article menu 
  


  
  



      

    

  
  
   
  
  


  


  
  



      

    

  
  
   
    
  
    
    
      
        
  
      
  
  
    	Article 
Text
	Article 
info
	Citation 
Tools
	Share
	Rapid Responses
	Article 
metrics
	Alerts


  


  
  



      

    

    
    
      
        
  
      
  
  
    [image: Download PDF]PDF  


  
  



  
      
  
  
    (03) Basic Research


  


  
  



  
      
  
  
    
      ASSA13-03-35 Establishment and Identification of Stable Cell Line HEK293/BKCA in Molecular and Electrophysiological Levels
        
  

  


  
  



  
      
  
  
    [image: Loading]

  
    
  
      
  
  
    	Zhou Rui, 
	Huang Wenjun, 
	Mao Liang, 
	Li Tao, 
	Wen Jing, 
	Yang Yan, 
	Zeng Xiaorong

	[bookmark: aff-1]Key Laboratory of Medical Electrophysiology of Ministry of Education, Luzhou Medical College





  


  
  



  
      
  
  
    Abstract

Objective Large conductance Ca2+-sensitive K+ channels (BKCa) are involved in dysfunctional relaxation of artery in patients with hypertension and represent an attractive target for drug discovery. In this study, we aimed to establish the stable cell line HEK293/BKCa as a future in-vitro drug-screening platform.





Methods HEK293 cell with stable expression of BKCa was constructed through transfecting the plasmid pcDNA3.1-BKCa. Molecular and electrophysiological characteristic of HEK293/BKCa were identified by molecular biology and patch clamp techniques.





Results Semiquantitative RT-PCR and Western blot showed that BKCa was highly expressed in HEK293/BKCa while not in control cells. Using Immunofluorescence method, strong positive fluorescence signal for BKCa was observed specifically in membrane of BKCa cells. Single-channel patch clamp experiments showed that the open probability of BKCa in the cell was voltage and calcium dependent. In insideout configuration, The Am and NPo of single-channel in HEK293/BKCa gradually enhanced with the increased voltage (0, 10, 20, 30, 40, 50, 60 mV). Moreover, The Am and NPo also showed Increasing tendency with increased calcium concentration (0, 122, 187 nM) at a certain voltage. External applied IBTX (BKCa specific antagonist) led to complete inhibition in channel activity.





Conclusions Taken together, these results indicated that HEK293/BKCa stable cell line was successfully constructed and BKCa channel expressed in HEK293 cells exhibited functional features similar to native BKCa channels. Which would serve as an efficient tool for future drug-screening targeted BKCa.
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