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

OneComp eBeads™  

Protocol: OneComp eBeads™ 

Other Materials Needed 

 12x75 mm round bottom test tubes 

 Primary antibodies (directly fluorochrome conjugated) 

 Flow Cytometry staining Buffer (Thermo Fisher Cat. No. 00-4222) 

Experimental Procedure 

Preparation of Single-Color Compensation Controls 

1. Label a tube for each of the 4 fluorochromes that will be used in the experiment. 

2. Mix beads by vigorously inverting at least 10 times or pulse-vortexing. 

3. Add 1 drop of OneComp eBeads to each tube. 

4. Add 1 test or less of antibody conjugate to each tube. 

o A test is defined as the amount (μg) of antibody that will stain a cell sample in a final volume of 100 μL. If high background is 
observed on the negative bead population, less antibody can be used. For these cases, it is recommended to use 0.125 μg or less. 
Because the binding of the antibody to the positive bead is not dependent on the antibody’s specificity, it is not necessary to use 
the antibody at its optimal concentration. For most antibodies, appropriate compensation values will result when 0.03-1.0 μg of 
antibody is used in a test. 

5. Mix briefly by flicking or pulse-vortexing. 

6. Incubate at 2-8°C for 15-30 minutes in the dark. 

7. Add 2 mL of Flow Cytometry Staining Buffer to each tube and centrifuge at 400-600 x g for 3-5 minutes. 

8. Decant supernatant and add 0.2-0.4 mL of Flow Cytometry Staining Buffer to each tube. 

9. Mix briefly by flicking or pulse-vortexing before analysis. 

General Compensation Setup Principles 

10. Run unstained cells on cytometer. Determine appropriate FSC/SSC settings and fluorescence detector (PMT) voltages for the cells. 

11. Run a sample of beads to adjust FSC/SSC to visualize beads (this can even be a single stained bead). It is OK to adjust the FSC/SSC 

to get the beads in view. 

12. Run each single-stained bead sample to assure the positive peaks are on scale. PMT voltages should be decreased (as minimally as 

possible) for any positive bead peak that is off-scale. Do not record any data until all single-stained beads have been reviewed. 

13. Run each single-stained bead sample to perform compensation setup and record files for compensation controls. For compensation 

setup, it is recommended to set a FSC/SSC gate around the major singlet population and use this for further fluorescence analysis. 

14. Readjust FSC/SSC setting for cell samples, but do not adjust settings for fluorescence detectors. 

15. Collect and record experimental samples. 
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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: 

o Product FAQs 

o Software, patches, and updates 

 Order and web support 

 Product documentation, including: 

o User guides, manuals, and protocols 

o Certificates of Analysis 

o 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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