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								Experiment

								CRISPR Human - Repression B3GNT5

							

							
							
								Product

								pSpCas9(BB)-2A-GFP (PX458) from Addgene
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							Protocol tips

						
								Upstream tips 	Protocol tips 	Downstream tips 
	To access a plasmid, keep the plate on dry ice to prevent thawing. Using a sterile pipette tip (20uL or 200uL one), puncture the seal above an individual well and spread a portion of the glycerol stock onto an agar plate.		


							
								Upstream tips 
	To access a plasmid, keep the plate on dry ice to prevent thawing. Using a sterile pipette tip (20uL or 200uL one), puncture the seal above an individual well and spread a portion of the glycerol stock onto an agar plate.


						

				
						
										
							Publication protocol

							
							CRISPR-Cas9 sgRNA design and construction

The design of sgRNAs was carried out using the online program available from Zhang’s laboratory45. This program provides additional information about the quality of sgRNA by giving it a score value of up to 100 and additionally, the number and sites of potential off targets. Designed and processed sgRNAs to edit either B3GNT5 or B4GALNT1 (Supplemental Table S1) were cloned into pSpCas9(BB)-2A-GFP (addgene PX458) via BsbI restriction site using T4 DNA Ligase (Promega, Dübendorf, Switzerland).



IGROV1 and SKOV3 cells were transfected using ViaFect Transfection reagent (Promega, Dübendorf, Switzerland). A total of 4–5 × 105 cells were seeded into 6-well plates, cultured for 24 h and transfected with 2.5 μg of pSpCas9(BB)-2A-GFP. Cells were harvested after 72 h and subjected to single cell sorting.									

 Full paper
									  Login or join for free to view the full paper.
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							pSpCas9(BB)-2A-GFP (PX458) from Addgene has not yet been reviewed for this experiment 


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


							

							
													
						

										
							Discussion

							
															
								
									
										
										
											Discussion

											4 years ago

										

										
										
											
												
													Author: 
													Milena Alexeyeva 
													[image: Russian Federation]
																									
																							

										

											
									

									
									
										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 - Repression B3GNT5 using pSpCas9(BB)-2A-GFP (PX458) 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-GFP (PX458) below.
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							Videos

							
							Check out videos that might be relevant for performing CRISPR Human - Repression B3GNT5 using pSpCas9(BB)-2A-GFP (PX458) 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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