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								Experiment

								Cell cytotoxicity / Proliferation assay cell type - HUVEC

							

							
							
								Product

								In Situ Cell Proliferation Kit, FLUOS  from Sigma-Aldrich
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								Sigma-Aldrich
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							Protocol tips

						
								Upstream tips 	Protocol tips 	Downstream tips 
	- cells were fixed with 2% paraformaldehyde for 20 min and permeabilized with 1% Triton X-100 in PBS for 5 min.



- 	- Cells were labelled for 16h. 



- Cells were denatured with 2 N HCl for 30 min at 37°C,



- Cells were blocked for 30 min by using 3% BSA in PBS.	


							
								Upstream tips 
	- cells were fixed with 2% paraformaldehyde for 20 min and permeabilized with 1% Triton X-100 in PBS for 5 min.



- 
	Protocol tips 
	- Cells were labelled for 16h. 



- Cells were denatured with 2 N HCl for 30 min at 37°C,



- Cells were blocked for 30 min by using 3% BSA in PBS.


						

				
						
										
							Publication protocol

							
							MPMECs transduced with either Ad-Cre or Ad-LacZ were grown on coverslips in EBM-2 medium containing 0.2% FBS for 24 h, followed by incubation with the same medium containing bromodeoxyuridine (BrdU) (10 ng ml−1) in the presence or absence of recombinant VEGF (20 ng ml−1) for an additional 16 h. The incorporation of BrdU into proliferating cells was detected by using the In Situ Cell Proliferation kit (Roche) according to the manufacturer's instructions. Briefly, cells were fixed with 2% paraformaldehyde for 20 min and permeabilized with 1% Triton X-100 in PBS for 5 min. DNA was denatured by incubation with 2 N HCl for 30 min at 37°C, followed by five rinses in PBS to bring the pH back to 7.0. Cells on coverslips were blocked for 30 min by using 3% bovine serum albumin (BSA) in PBS and then probed with a fluorochrome-conjugated anti-BrdU antibody (1:15; Roche) in a humidified chamber at 37°C for 60 min. After several washes with PBS, coverslips were mounted onto slides by using ProLong Gold antifade reagent containing 4′,6-diamidino-2-phenylindole (DAPI) (Invitrogen). Images were taken by using a 40× objective on an Olympus inverted fluorescence microscope and processed by using the Cellsens Dimension software program. BrdU-positive cells were quantified by counting >200 cells per sample, and the proliferation index was calculated as the percentage of BrdU-positive nuclei/total nuclei.									

 Full paper
									  Login or join for free to view the full paper.
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							In Situ Cell Proliferation Kit, FLUOS  from Sigma-Aldrich 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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											Start your discussion

											Share your thoughts or question with experts in your field
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							Papers

						
							Check out relevant papers found by Labettor's AI that are relevant for performing Cell cytotoxicity / Proliferation assay cell type - HUVEC using In Situ Cell Proliferation Kit, FLUOS  from Sigma-Aldrich.

												
																
									
										
																				
											Paper title

											Regulation of Endothelial Cell Proliferation and Vascular Assembly through Distinct mTORC2 Signaling Pathways

										

										
											Full paper

											Login or join for free to view the full paper.

										

										
																				
									

									
																
						

				
						
				
						
										
							Manufacturer protocol

							
							Download the product protocol from Sigma-Aldrich for In Situ Cell Proliferation Kit, FLUOS  below.

												
															[image: Download PDF] Download manufacturer protocol
														

				
						
										
							Videos

							
							Check out videos that might be relevant for performing Cell cytotoxicity / Proliferation assay cell type - HUVEC using In Situ Cell Proliferation Kit, FLUOS  from Sigma-Aldrich. 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.
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