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								Experiment

								Site Directed Mutagenesis (SDM) Mouse - 3T3-L1 S6 kinase 1

							

							
							
								Product

								GeneArt™ Site-Directed Mutagenesis System from Thermo Fisher Scientific

							

							
							
								Manufacturer

								Thermo Fisher Scientific
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								 Write review
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							Protocol tips

						
								Upstream tips 	Protocol tips 	Downstream tips 
	- Use 20–25 ng of the target plasmid per 50 µL of mutagenesis reaction as a starting point.	- Create a fresh dilution of 25X SAM from the kit-supplied 200X SAM in sterile, distilled water each time you perform the mutagenesis procedure

- 25X SAM is not stable, and loses activity within a few hours after

preparation	


							
								Upstream tips 
	- Use 20–25 ng of the target plasmid per 50 µL of mutagenesis reaction as a starting point.
	Protocol tips 
	- Create a fresh dilution of 25X SAM from the kit-supplied 200X SAM in sterile, distilled water each time you perform the mutagenesis procedure

- 25X SAM is not stable, and loses activity within a few hours after

preparation


						

				
						
										
							Publication protocol

							
							Recombinant wild-type and Ser-to-Ala (S886A and S999A) mutant His-tagged linker proteins spanning Pro683 to Asn1023 of human EPRS were expressed and purified as described7,8. Recombinant active S6K132 and RSK1–3 were from Cell Signaling; Akt1, and Akt2 were from EMD Millipore. Mouse EPRS domains ERS (Met1 to Gln682), linker (Pro683 to Asn1023), and PRS (Leu1024 to Tyr1512) were cloned into pcDNA3 vector with an N-terminus Flag tag using full-length mouse EPRS cDNA (Origene) as template. Flag-tagged mouse wild-type linker and linker with Ser999-to-Ala (S999A) and Ser999-to-Asp (S999D) mutations were generated as described33. Full-length human S6K1 cDNA in pCMV6-Entry vector was purchased from Origene and recloned, deleting the 23-amino acid N-terminus nuclear localization signal, and adding an in-frame upstream 6-His tag and a downstream Myc tag in pcDNA3. Specific Thr389-to-Ala (T389A) and Thr389-to-Glu (T389E) mutations were introduced using primers with the desired mutation and GENEART Site-Directed Mutagenesis System (Invitrogen)									

 Full paper
									  Login or join for free to view the full paper.
																
						

				
						
										
							Reviews

							
							
							
							GeneArt™ Site-Directed Mutagenesis System from Thermo Fisher Scientific has not yet been reviewed for this experiment 


							
							We'd love it if you would be the first to write a review!


							

							
													
						

										
							Discussion

							
								
							
							
								
									
									
										
											Start your discussion

											Share your thoughts or question with experts in your field

											Start a discussion
										

									

									
								

								
							

							
							
													
						

				
						
										
							Papers

						
							Check out relevant papers found by Labettor's AI that are relevant for performing Site Directed Mutagenesis (SDM) Mouse - 3T3-L1 S6 kinase 1 using GeneArt™ Site-Directed Mutagenesis System from Thermo Fisher Scientific.

												
							
							
							We haven't found any additional papers for this experiment / product combination yet.


							

							
														
						

				
						
				
						
										
							Manufacturer protocol

							
							Download the product protocol from Thermo Fisher Scientific for GeneArt™ Site-Directed Mutagenesis System below.

												
															[image: Download PDF] Download manufacturer protocol
														

				
						
										
							Videos

							
							Check out videos that might be relevant for performing Site Directed Mutagenesis (SDM) Mouse - 3T3-L1 S6 kinase 1 using GeneArt™ Site-Directed Mutagenesis System from Thermo Fisher Scientific. Please note that these videos are representative and steps or experiment specific processes must be kept in mind to expect desired results.

											
							
							
							We haven't found any additional videos for this experiment / product combination yet.


							

							
													

					
					

				
				

				
			

		
				
			
				
					Outsource your experiment

					Fill out your contact details and receive price quotes in your Inbox

					  Outsource experiment
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