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    Abstract

Objective (1) To optimise the conditions of transfecting the liposome-mediated eukaryotic expression plasmid pAAV-IRES-hrGFP to H9C2 cells; (2) To verify the optimised parameters by magnified cell culture and transfecting experiment.





Methods (1) H9c2 cells (spread to 7–9 generation) are cultivated in 96-well plate. Three major factors of 4 levels (decking density (A: 2000/well, 3000/well, 4000/well, 5000/well), the amount of DNA (B: 0.1 ug, 0.2 ug, 0.3 ug, 0.4 ug), and the amount of liposome (C: 0.25 ul, 0.5 ul, 0.75 ul, 1.0 ul) respectively) are considered into the orthogonal test design, which is comprised by 16 groups with additional three control groups (blank control, DNA only, liposome only). After 24h, 48h and 96h of transfection, the efficiencies were examined under a fluorescence microscope. Briefly, under the scope magnified by 1000 times, 10 different fields are randomly selected, in which the number of cells with or without expressing the green fluorescent protein are counted respectively. Then, the transfection efficiency was calculated as the rate:transfection rate = (number of cells expressing green fluorescent protein/the total number of cells in the field of view) × 100%. (2) H9c2 cells (spread to 7–9 generation) are cultured again in 24-well plate, while the total cultivation area was enlarged by 4.00 times (recommended), and 6.67 times separately (according to the area ratio). Then the optimised parameters (4000, 0.1 ug, 0.75 ul) was examined by following transfection.





Results (1) Intuitive analysis showed that the best combination for transfection is A3B2C4, which indicates the parameters will be like this: decking density 4000/well, the amount of DNA 0.2 ug, liposomal dosage 1.0 ul. (2) The transfection efficiency of the 4.00 times group is lower than the condition of the initial 96-well cell culture plate, of which the difference was statistically significant (P < 0.05). At the same time, no significant difference (P > 0.05) between the transfection efficiency of the 6.67 times group and the 96-well cell culture plate conditions is observed.





Conclusions (1) The optimal conditions of transfecting the liposome-mediated eukaryotic expression plasmid pAAV-IRES-hrGFP to H9c2 cells was: decking density 4000/well, the amount of DNA 0.2 ug, the amount of liposomes 1.0 ul. (2) The optimised parameters can be applied to a linear expanded model which is carried out according to the area ratio.







  


  
  



  
      
  
  
    


  



  


  
  



  
      
  
  
    https://doi.org/10.1136/heartjnl-2013-303992.069

  


  
  



  
        Statistics from Altmetric.com

    
  
  
    
  


  
  



  
      
  
  
    


  


  
  



  
        Request Permissions

    
  
  
    If you wish to reuse any or all of this article please use the link below which will take you to the Copyright Clearance Center’s RightsLink service. You will be able to get a quick price and instant permission to reuse the content in many different ways.

  


  
  



  
        

    
  
  
    
  


  
  



  
      
  
  
    


  


  
  



  
      
  
  
    

  


  
  



  
        Read the full text or download the PDF:

    
  
  
    
  
    
  
    
    
      
        
  
      
  
  
      


  
  



      

    


    
      
        
  
      
  
  
    Subscribe  


  
  



      

    

    
    
      
        
  
      
  
  
    Log in   


  
  



  
      
  
  
    
  
    
  
      
  
  
    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?




  


  
  



  



  


  
  



      

    

  
  
   
  
    



  


  
  



  





  


  
  



  
        Read the full text or download the PDF:

    
  
  
    
  
    
  
    
    
      
        
  
      
  
  
      


  
  



      

    


    
      
        
  
      
  
  
    Subscribe  


  
  



      

    

    
    
      
        
  
      
  
  
    Log in   


  
  



  
      
  
  
    
  
    
  
      
  
  
    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?




  


  
  



  



  


  
  



      

    

  
  
   
  
    



  


  
  



      

      
    

    
    
      
        
  
      
  
  
      


  
  



      

    

  
  
   
    
    
    
      
        
  
      
  
  
    
  
      
  
     
          

          

          

          

          




  


  
  



      

    

  
  
   
  


  



  

          

        


        
        
      

    

   

 


    
    
      
          
    

    
  
    
  
    
  
      
  
  
    	[image: British Cardiovascular Society]

  


  
  



  



  



  

      

    

  
    
    
      
          
    

    
  
    
  	Content	Latest content
	Current issue
	Archive
	Browse by collection
	Most read articles
	Top cited articles
	Responses


	Journal	About
	Editorial board
	Sign up for email alerts
	Subscribe
	Education in heart
	Best Research Paper Award
	Thank you to our reviewers


	Authors	Instructions for authors
	Submit an article
	Editorial policies
	Open Access at BMJ
	BMJ Author Hub


	Help	Contact us
	Reprints
	Permissions
	Advertising
	Feedback form





  



  

      
            
        
            
    

    
  
    
  
    
  
      
  
  
    	 RSS
	 Twitter
	 Facebook
	 SoundCloud
	 YouTube

  


  
  



  



  



  

        
      

          

  
      
    
      
    

    
      
        	Website Terms & Conditions
	Privacy & Cookies
	Contact BMJ


        
        Cookie Settings
        
        Online ISSN: 1468-201XPrint ISSN: 1355-6037

        Copyright © 2023 BMJ Publishing Group Ltd & British Cardiovascular Society. All rights reserved.

      

    

  
      
    
        
    

    
  
    
  
    
  
      
  
  
    


  



  


  
  



  



  



  

    

  

  
  


