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								Experiment

								Apoptosis assay cell type - RAW 264.7 
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								Annexin V-FITC Apoptosis Detection Kit  from Sigma-Aldrich
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							Protocol tips

						
								Upstream tips 	Protocol tips 	Downstream tips 
	- Prepare 1x Binding Buffer by diluting 1 ml of the 10x Binding Buffer with 9 ml of deionized water.



- Dissolve the staurosporine in DMSO to a concentration of 100 mg/ml.



- cells were pretreated with BER for 1 h, then cultured with or without fMLP (1µM) stimulation for 12 h

		- Apoptotic neutrophils are here defined as Annexin V-positive but propidium iodide-negative cells.


							
								Upstream tips 
	- Prepare 1x Binding Buffer by diluting 1 ml of the 10x Binding Buffer with 9 ml of deionized water.



- Dissolve the staurosporine in DMSO to a concentration of 100 mg/ml.



- cells were pretreated with BER for 1 h, then cultured with or without fMLP (1µM) stimulation for 12 h


	Downstream tips 
	- Apoptotic neutrophils are here defined as Annexin V-positive but propidium iodide-negative cells.


						

				
						
										
							Publication protocol

							
							To measure the cytotoxicity of BER on neutrophils, isolated neutrophils were seeded in 24-well plates, which cells were pretreated with BER for 1 h, then cultured with or without fMLP (1µM) stimulation for 12 h. Stimulated cells were next collected, stained with FITC-conjugated (fluorescein isothiocyanate) Annexin V and propidium iodide following the manufacturer’s instruction, then analyzed on a FACS-Canto II(BD Biosciences). Apoptotic neutrophils are here defined as Annexin V-positive but propidium iodide-negative cells.



To determine the effects of BER on activation of neutrophils, isolated neutrophils were seeded in 24 well-plates, then pretreated with BER for 1 h before stimulation with fMLP (1µM) for 2 h. Thus-prepared cells were collected, suspended in staining buffer (1 % BSA in PBS), then stained with FITC-conjugated anti-CD11b and PE-conjugated anti-CD62L at 4 °C for 30 min. Finally, the conjugated samples were washed with staining buffer and analyzed by flow cytometry.



From inoculated mice, peritoneal lavage fluids were concentrated, suspended in staining buffer and stained with APC-conjugated anti-Gr-1, FITC-conjugated anti-CD11b and PE-conjugated anti-F4/80 at 4 °C for 30 min. Then, the samples were washed and analyzed by flow cytometry. Identification of macrophages was based on positive labeling for F4/80 and CD11b, while neutrophils were identified by positive labeling for Gr-1 and CD11b.									

 Full paper
									  Login or join for free to view the full paper.
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							Annexin V-FITC Apoptosis Detection Kit  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 Apoptosis assay cell type - RAW 264.7  using Annexin V-FITC Apoptosis Detection Kit  from Sigma-Aldrich.

												
																
									
										
																				
											Paper title

											Berbamine Exerts Anti-Inflammatory Effects via Inhibition of NF-κB and MAPK Signaling Pathways.

										

										
											Full paper

											Login or join for free to view the full paper.

										

										
																				
									

									
																
						

				
						
				
						
										
							Manufacturer protocol

							
							Download the product protocol from Sigma-Aldrich for Annexin V-FITC Apoptosis Detection Kit  below.

												
															[image: Download PDF] Download manufacturer protocol
														

				
						
										
							Videos

							
							Check out videos that might be relevant for performing Apoptosis assay cell type - RAW 264.7  using Annexin V-FITC Apoptosis Detection Kit  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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