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For Research Use Only. Not for use in diagnostic procedures.  

Annexin V Staining Protocols 
Protocol: Annexin V Staining with Fixable Viability Dyes 
Note: Due to the calcium dependence of the Annexin V:PS interaction, it is critical to avoid buffers containing EDTA or other calcium chelators during 
Annexin V experiments. Annexin V can only be used as a marker of apoptosis in cells where the plasma membrane is intact because destroying the 
integrity of the plasma membrane will allow non-specific binding of Annexin V to PS inside the cell. 

Materials Needed 
• PBS without sodium azide 

• Fixable Viability Dyes 
- Fixable Viability Dye eFluor™ 455UV (Cat. No. 65-0868) 
- Fixable Viability Dye eFluor™ 450 (Cat. No. 65-0863) 
- Fixable Viability Dye eFluor™ 520 (Cat. No.65-0867) 
- Fixable Viability Dye eFluor™ 660 (Cat. No. 65-0864) 
- Fixable Viability Dye eFluor™ 780 (Cat. No. 65-0865) 

• Distilled water 
• Flow Cytometry Staining Buffer (Cat. No. 00-4222) 

Experimental Procedure 
1. Choose an appropriate viability stain that has an emission profile compatible with the Annexin V- conjugate to be used. 

Note: Fixable Viability Dye eFluor™ 450 is not recommended for use with the Annexin V Apoptosis Detection Kits. 
2. Follow the staining protocol for the chosen Fixable Viability Dye to stain late-apoptotic/dead cells. 

Refer to the Best Protocols webpage (Viability Staining Protocol C in the Resources tab of the home page). 
3. After staining with Fixable Viability Dye, be sure to wash cells twice with a protein-containing buffer such as Flow Cytometry 

Staining Buffer (cat. 00-4222). 
4. Dilute 10X Binding Buffer to 1X using distilled water (1 mL 10X Binding Buffer + 9 mL dH20). 
5. Wash cells once with the 1X Binding Buffer. 
6. Resuspend cells in 1X Binding Buffer at 1-5x106/mL. 
7. Add 5 μL of fluorochrome-conjugated Annexin V to 100 μL of the cell suspension. 
8. Incubate 10-15 minutes at room temperature, protected from light. 
9. Wash cells in 1X Binding Buffer and resuspend in 200 μL of 1X Binding Buffer. 
10. Analyze by flow cytometry within 4 hours, storing at 2-8°C in the dark. 
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Documentation and support 

Customer and technical support 
Visit thermofisher.com/support for the latest in services and 
support, including: 

Worldwide contact telephone numbers 
• Product support, including: 

- Product FAQs 
- Software, patches, and updates 

• Order and web support 
• Product documentation, including: 

- User guides, manuals, and protocols 
- Certificates of Analysis 
- Safety Data Sheets (SDSs; also known as MSDSs) 

Note: For SDSs for reagents and chemicals from other 
manufacturers, contact the manufacturer. 

Limited product warranty 
Life Technologies Corporation and/or its affiliate(s) warrant 
their products as set forth in the Life Technologies' General 
Terms and Conditions of Sale found on Life Technologies' 
website at www.thermofisher.com/us/en/home/global/terms-
and-conditions.html. If you have any questions, please contact 
Life Technologies at thermofisher.com/support. 
 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
The information in this guide is subject to change without notice. 
DISCLAIMER: TO THE EXTENT ALLOWED BY LAW, LIFE TECHNOLOGIES AND/OR ITS AFFILIATE(S) WILL NOT BE LIABLE FOR SPECIAL, INCIDENTAL, INDIRECT, PUNITIVE, 
MULTIPLE, OR CONSEQUENTIAL DAMAGES IN CONNECTION WITH OR ARISING FROM THIS DOCUMENT, INCLUDING YOUR USE OF IT. 
Important Licensing Information: These products may be covered by one or more Limited Use Label Licenses. By use of these products, you accept the terms and 
conditions of all applicable Limited Use Label Licenses. 
Corporate entity: Life Technologies | Carlsbad, CA 92008 USA | Toll Free in USA 1.800.955.6288 
©2017 Thermo Fisher Scientific Inc. All rights reserved. All trademarks are the property of Thermo Fisher Scientific and its subsidiaries unless otherwise specified. All other 
trademarks are properties of their respective owners. 
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