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							Protocol tips

						
								Upstream tips 	Protocol tips 	Downstream tips 
			For goldengate reaction, there is a low and a high concentration mixture available for T4 ligase. For single inserts, the low concentration is just fine, but the follow-up article on golden gate cloning (PMID: 19436741) found that the high-concentration T4 was better for multiple insert cloning.	
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							Publication protocol

							
							Generation of ERαY537S and ERαD538G cell lines

Our protocol was loosely based on previous work46. Two guide sequences (Supplementary Fig. S1) were cloned into pSpCas9(BB)-2A-Puro(PX459) (Addgene, MA). An HDR template with mutations was cloned into pUC18, and linearized before transfection. Two plasmids with guide sequences and the HDR template carrying either the ERαY537S or ERαD538G mutation were co-transfected into T47D cells. After 3-day selection in 2.5 μg/ml puromycin, followed by 3 weeks of E2-free growth, colonies were transferred to a 24-well plate. Clones were genotyped at the DNA and mRNA levels using PCR and restriction enzyme digestion. Sequencing confirmed selected clones.									

 Full paper
									  Login or join for free to view the full paper.
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							pSpCas9(BB)-2A-Puro (PX459) V2.0 from Addgene has not yet been reviewed for this experiment 


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

										I would like to excise a large strand of DNA and insert a new one using CRISPR. My problem is that my strand will be a little over 1kb and I am not sure if this is going to be a limiting factor. Also, how long should the homology arms be for a region of this size?
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											Share your thoughts or question with experts in your field by adding a discussion!
										
										

										
									

										
								

								
														
						

				
						
										
							Papers

						
							Check out relevant papers found by Labettor's AI that are relevant for performing CRISPR Human - Activation ERαY537S using pSpCas9(BB)-2A-Puro (PX459) V2.0 from Addgene.

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

				
						
				
						
										
							Manufacturer protocol

							
							Download the product protocol from Addgene for pSpCas9(BB)-2A-Puro (PX459) V2.0 below.
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							Videos

							
							Check out videos that might be relevant for performing CRISPR Human - Activation ERαY537S using pSpCas9(BB)-2A-Puro (PX459) V2.0 from Addgene. 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
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