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    Abstract

        We have demonstrated that 4-(tert-butyl)-phenylacetylene (tBPA) is a potent mechanism-based inactivator for cytochrome P450 2B4 (P450 2B4) in the reconstituted system. It inactivates P450 2B4 in a NADPH- and time-dependent manner with a KI of 0.44 μM and kinact of 0.12 min−1. The partition ratio was approximately zero, indicating that inactivation occurs without the reactive intermediate leaving the active site. Liquid chromatography-mass spectrometry analyses revealed that tBPA forms a protein adduct with a 1:1 stoichiometry. Peptide mapping of the tBPA-modified protein provides evidence that tBPA is covalently bound to Thr302. This is consistent with results of molecular modeling that show the terminal carbon of the acetylenic group is only 3.65 Å away from Thr302. To characterize the effect of covalent modification of Thr302, tBPA-modified P450 2B4 was purified to homogeneity from the reconstituted system. The Soret band of tBPA-modified protein is red-shifted by 5 to 422 nm compared with unmodified protein. Benzphetamine binding to the modified P450 2B4 causes no spin shift, indicating that substrate binding and/or the heme environment has been altered by covalently bound tBPA. Cytochrome P450 reductase reduces the unmodified and tBPA-modified P450s at approximately the same rate. However, addition of benzphetamine stimulates the rate of reduction of unmodified P450 2B4 by ∼20-fold but only marginally stimulates reduction of the tBPA-modified protein. This large discrepancy in the stimulation of the first electron transfer by benzphetamine strongly suggests that the impairment of P450 catalysis is due to inhibition of benzphetamine binding to the tBPA-modified P450 2B4.

      
	P450, cytochrome P450
	CPR, NADPH-dependent cytochrome P450 reductase
	tBPA, tert-butylphenylacetylene
	DLPC, dilauroylphosphatidylcholine
	TFA, trifluoroacetic acid
	7-EFC, 7-ethoxy-4-trifluoromethylcoumarin
	cyt b5, cytochrome b5
	ESI, electrospray ionization
	LC, liquid chromatography
	MSMS, mass spectrometry
	MS/MS, tandem mass spectrometry.

Footnotes
	
          This work was supported in part by the National Institute of Health National Cancer Institute [Grant CA16954].

        
	
          Article, publication date, and citation information can be found at http://molpharm.aspetjournals.org.

          doi:10.1124/mol.109.059808

        
	
          ABBREVIATIONS: 

        
		Received July         24, 2009.
	Accepted August         28, 2009.




	© 2009 The American Society for Pharmacology and Experimental Therapeutics



View Full Text
  


  
  



  
      
  
  
    
	  
		
		
			
			  
  
      
  
  
    
  
      
  
    	
			MolPharm articles become freely available 12 months after publication, and remain freely available for 5 years. 


			Non-open access articles that fall outside this five year window are available only to institutional subscribers and current ASPET members, or through the article purchase feature at the bottom of the page. 


			 


				Click here for information on institutional subscriptions.
	Click here for information on individual ASPET membership.


			



 

  




  


  
  



			

		

	
	
 	
	  
  
		
		
			
			  
  
      
  
  
    Log in using your username and password

  Username *
 



  Password *
 





Forgot your user name or password?




Purchase access
You may purchase access to this article. This will require you to create an account if you don't already have one.

  


  
  



			

		

	
	
 	
	
	


  


  
  



  





  


  
  



  
      
  
  
     PreviousNext 
  


  
  



  
      
  
  
     Back to top  


  
  



			

		

		
		
			
			  
  
        In this issue

    
  
  
    
  
    
  
      
  
  
    
    
      [image: Molecular Pharmacology: 76 (5)]

  
  
      
      
          Molecular Pharmacology      
      
        	Vol. 76, Issue 5 November 2009 


      
      
        		Table of Contents
	Table of Contents (PDF)
	About the Cover
	Index by author
	Back Matter (PDF)
	Editorial Board (PDF)
	Front Matter (PDF)




      




  


  
  



  



  


  
  



  
      
  
  
    
	  
  
		
          
            
  
      
  
  
     Download PDF  


  
  


  
      
  
  
     Article Alerts

  
    
  
      
  
  
    
  User Name *
 



  Password *
 


Sign In to Email Alerts with your Email Address

  Email *
 








  


  
  



  





  


  
  


  
      
  
  
     Email Article

  
    
  
      
  
  
    
 Thank you for sharing this Molecular Pharmacology article.
NOTE: We request your email address only to inform the recipient that it was you who recommended this article, and that it is not junk mail. We do not retain these email addresses.




  Your Email *
 



  Your Name *
 



  Send To *
 

Enter multiple addresses on separate lines or separate them with commas.




  You are going to email the following 
 tert-Butylphenylacetylene Is a Potent Mechanism-Based Inactivator of Cytochrome P450 2B4: Inhibition of Cytochrome P450 Catalysis by Steric Hindrance



  Message Subject 
 (Your Name) has forwarded a page to you from Molecular Pharmacology



  Message Body 
 (Your Name) thought you would be interested in this article in Molecular Pharmacology.



  Your Personal Message 
 








CAPTCHAThis question is for testing whether or not you are a human visitor and to prevent automated spam submissions.










  


  
  



  





  


  
  


  
      
  
  
     Citation Tools

  
    
  
      
  
  
      
  
      
  
  
      OtherArticle

  
  
      tert-Butylphenylacetylene Is a Potent Mechanism-Based Inactivator of Cytochrome P450 2B4: Inhibition of Cytochrome P450 Catalysis by Steric Hindrance
  
    	 Haoming Zhang, Hsia-lien Lin, Vyvyca J. Walker, Djemel Hamdane and Paul F. Hollenberg


  
    	Molecular Pharmacology November 1, 2009,  76 (5) 1011-1018; DOI: https://doi.org/10.1124/mol.109.059808 

  
  
  



  

  
  	      Citation Manager Formats

        
      	BibTeX
	Bookends
	EasyBib
	EndNote (tagged)
	EndNote 8 (xml)
	Medlars
	Mendeley
	Papers
	RefWorks Tagged
	Ref Manager
	RIS
	Zotero

    

  



  


  
  



  





  


  
  


  
        

    
  
  
    
  


  
  



          

        

        
        
          
            
  
      
  
  
     Share  


  
  


  
      
  
  
    
  
    
  
      
  
  
    
  
  
      OtherArticle

  
  
      tert-Butylphenylacetylene Is a Potent Mechanism-Based Inactivator of Cytochrome P450 2B4: Inhibition of Cytochrome P450 Catalysis by Steric Hindrance
  
    	 Haoming Zhang, Hsia-lien Lin, Vyvyca J. Walker, Djemel Hamdane and Paul F. Hollenberg


  
    	Molecular Pharmacology November 1, 2009,  76 (5) 1011-1018; DOI: https://doi.org/10.1124/mol.109.059808 

  
  
  



  


  
  



  
      
  
  
    
  
    Share This Article:
  
  
    
  
  
    Copy
  


  


  
  



  
      
  
  
    [image: Reddit logo] [image: Twitter logo] [image: Facebook logo] [image: Mendeley logo]
  


  
  



  



  


  
  


  
      
  
  
    	Tweet Widget
	Facebook Like
	Google Plus One



  


  
  



          

        

	
 	
	
	


  


  
  



  
        Jump to section

    
  
  
    	Article	Abstract
	Materials and Methods
	Results
	Discussion
	Acknowledgments
	Footnotes
	References



	Figures & Data
	Info & Metrics
	eLetters
	 PDF



  


  
  



  
      
  
  
    
  
     Related Articles


 Cited By...


 More in this TOC Section
	
  
  
  
  
      Impact of Lipid Binding Proteins on Ligand Disposition  
  
  
  
  




	
  
  
  
  
      The Role of RGS4 in Stress and Ketamine Actions  
  
  
  
  




	
  
  
  
  
      A Small-Molecule Agonist as New Radioligand for ACKR3  
  
  
  
  






Show more Articles

 Similar Articles






  



  


  
  



  
      
  
  
    
  


  
  



  
      
  
  
    
  
    
  
      
  
  
    Advertisement



  



  


  
  



  



  


  
  



			

		

	
	
 	
	
	


    

  


      


  

    
  
      
    
  
    
  
    
  
                
    
      
  
    
  
      
  
  
    
  
      
  
    

	Home
	Alerts




Facebook   Twitter   LinkedIn   RSS
  




  


  
  



  

  
    
  
        Navigate

    
  
  
    	Current Issue
	Fast Forward by date
	Fast Forward by section
	Latest Articles
	Archive
	Search for Articles
	Feedback
	ASPET

  


  
  



  

  
    
  
        More Information

    
  
  
    	About Molecular Pharmacology
	Editorial Board
	Instructions to Authors
	Submit a Manuscript
	Customized Alerts
	RSS Feeds
	Subscriptions
	Permissions
	Terms & Conditions of Use

  


  
  



  

  
    
  
        ASPET's Other Journals

    
  
  
    	Drug Metabolism and Disposition
	Journal of Pharmacology and Experimental Therapeutics
	Pharmacological Reviews
	Pharmacology Research & Perspectives

  


  
  



  


    

  


  


  

  
  
    
  
    
  
                
    
      
  
    
  
      
  
  
    
  
      
  
    ISSN 1521-0111 (Online)


Copyright © 2024 by the American Society for Pharmacology and Experimental Therapeutics

  




  


  
  



  



    

  


  


  

  
    
  
      







  