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    Abstract

We conducted a mutational analysis of residues potentially involved in the adenine nucleotide binding pocket of the human P2Y1receptor. Mutated receptors were expressed in COS-7 cells with an epitope tag that permitted confirmation of expression in the plasma membrane, and agonist-promoted inositol phosphate accumulation was assessed as a measure of receptor activity. Residues in transmembrane helical domains (TMs) 3, 5, 6, and 7 predicted by molecular modeling to be involved in ligand recognition were replaced with alanine and, in some cases, by other amino acids. The potent P2Y1 receptor agonist 2-methylthio-ATP (2-MeSATP) had no activity in cells expressing the R128A, R310A, and S314A mutant receptors, and a markedly reduced potency of 2-MeSATP was observed with the K280A and Q307A mutants. These results suggest that residues on the exofacial side of TM3 and TM7 are critical determinants of the ATP binding pocket. In contrast, there was no change in the potency or maximal effect of 2-MeSATP with the S317A mutant receptor. Alanine replacement of F131, H132, Y136, F226, or H277 resulted in mutant receptors that exhibited a 7–18-fold reduction in potency compared with that observed with the wild-type receptor. These residues thus seem to subserve a less important modulatory role in ligand binding to the P2Y1 receptor. Because changes in the potency of 2-methylthio-ADP and 2-(hexylthio)-AMP paralleled the changes in potency of 2-MeSATP at these mutant receptors, the β- and γ-phosphates of the adenine nucleotides seem to be less important than the α-phosphate in ligand/P2Y1 receptor interactions. However, T221A and T222A mutant receptors exhibited much larger reductions in triphosphate (89- and 33-fold versus wild-type receptors, respectively) than in diphosphate or monophosphate potency. This result may be indicative of a greater role of these TM5 residues in γ-phosphate recognition. Taken together, the results suggest that the adenosine and α-phosphate moieties of ATP bind to critical residues in TM3 and TM7 on the exofacial side of the human P2Y1 receptor.


Footnotes

	Received February 26, 1997.
	Accepted May 27, 1997.

	

Send reprint requests to: Dr. K. A. Jacobson, Chief, Molecular Recognition Section, Bldg. 8A, Room B1A-17, NIDDK, NIH, Bethesda, MD 20892. E-mail:kajacobs{at}helix.nih.gov





	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: 52 (3)]

  
  
      
      
          Molecular Pharmacology      
      
        	Vol. 52, Issue 3 1 Sep 1997 


      
      
        		Table of Contents
	About the Cover
	Index by author




      




  


  
  



  



  


  
  



  
      
  
  
    
	  
  
		
          
            
  
      
  
  
     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 
 A Mutational Analysis of Residues Essential for Ligand Recognition at the Human P2Y1 Receptor



  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

  
    
  
      
  
  
      
  
      
  
  
      Research ArticleArticle

  
  
      A Mutational Analysis of Residues Essential for Ligand Recognition at the Human P2Y1 Receptor
  
    	 Qiaoling Jiang, Danping Guo, Brian X. Lee, A. Michiel Van Rhee, Yong-Chul Kim, Robert A. Nicholas, Joel B. Schachter, T. Kendall Harden and Kenneth A. Jacobson


  
    	Molecular Pharmacology September 1, 1997,  52 (3) 499-507; DOI: https://doi.org/10.1124/mol.52.3.499 

  
  
  



  

  
  	      Citation Manager Formats

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

    

  



  


  
  



  





  


  
  


  
        

    
  
  
    
  


  
  



          

        

        
        
          
            
  
      
  
  
     Share  


  
  


  
      
  
  
    
  
    
  
      
  
  
    
  
  
      Research ArticleArticle

  
  
      A Mutational Analysis of Residues Essential for Ligand Recognition at the Human P2Y1 Receptor
  
    	 Qiaoling Jiang, Danping Guo, Brian X. Lee, A. Michiel Van Rhee, Yong-Chul Kim, Robert A. Nicholas, Joel B. Schachter, T. Kendall Harden and Kenneth A. Jacobson


  
    	Molecular Pharmacology September 1, 1997,  52 (3) 499-507; DOI: https://doi.org/10.1124/mol.52.3.499 

  
  
  



  


  
  



  
      
  
  
    
  
    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
	Experimental Procedures
	Results
	Discussion
	Acknowledgments
	Footnotes
	Abbreviations
	References



	Figures & Data
	Info & Metrics
	eLetters
	 PDF



  


  
  



  
      
  
  
    
  
     Related Articles


 Cited By...


 More in this TOC Section
	
  
  
  
  
      The Role of RGS4 in Stress and Ketamine Actions  
  
  
  
  




	
  
  
  
  
      A Small-Molecule Agonist as New Radioligand for ACKR3  
  
  
  
  




	
  
  
  
  
      Prodigiosin Inhibits TGF-β Signaling  
  
  
  
  






Show more Article

 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

  




  


  
  



  



    

  


  


  

  
    
  
      







  