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WARNING! Read the Safety Data Sheets (SDSs) and follow the handling instructions. Wear appropriate protective eyewear,
clothing, and gloves. Safety Data Sheets (SDSs) are available from thermofisher.com/support.

Product description
eBioscience™ Super Bright Complete Staining Buffer is designed for use as a supplement to Flow Cytometry Staining Buffer in
immunofluorescent staining protocols of cells in suspension. eBioscience™ Super Bright Complete Staining Buffer is only necessary when
using more than one polymer dye-conjugated antibody in the same sample to prevent nonspecific polymer interactions, which can result in
data appearing under-compensated. eBioscience™ Super Bright Complete Staining Buffer is provided in a convenient 5 µL/test format and
is compatible with traditional fluorochromes, Brilliant Violet dyes, and standard flow cytometry protocols.

eBioscience™ Super Bright Complete Staining Buffer is a fully compatible replacement for Super Bright Staining Buffer (Cat.
Nos. SB-4400-42, SB-4400-75). Additionally, it shows decreased background in the 450/40 channel on the violet laser.

Product specifications

Concentration[1] 5 µL/test

Storage Store at 2–8°C.

Application Flow cytometry.

Testing This product is tested by flow cytometric analysis of normal human peripheral blood cells or mouse splenocytes.

Batch code See product label.

Use by See product label.

Related product Flow Cytometry Staining Buffer (Product No. 00-4222).

[1] A test is defined as the amount of buffer to be used in a final volume of 100 µL.

Important product information
• eBioscience™ Super Bright Complete Staining Buffer is not compatible with UltraComp eBeads™ Compensation Beads (Cat.

No. 01-2222). If using UltraComp eBeads™ Compensation Beads as a compensation tool, solely use Flow Cytometry Stain Buffer (Cat.
No. 00-4222) for any antibody dilutions.

• eBioscience™ Super Bright Complete Staining Buffer is provided in a convenient 5 µL/test format.

• eBioscience™ Super Bright Complete Staining Buffer is compatible with traditional fluorochromes and Live/Dead and Fixable Viability
eFluor™ dyes.

• Staining in the presence of eBioscience™ Super Bright Complete Staining Buffer will result in less background signal in the
450/50 bandpass detector on the violet laser (used to collect signal for eFluor™ 450 and Super Bright 436) than Super Bright Staining
Buffer (Cat. No. SB-4400).

• eBioscience™ Super Bright Complete Staining Buffer is compatible with RBC lysis protocols, such as 1-step Fix/Lyse (Cat. No. 00-5333)
and 10X RBC Lysis Buffer (multi-species) (Cat. No. 00-4300).

• eBioscience™ Super Bright Complete Staining Buffer can also be used at the appropriate test concentration when preparing bulk
(multi-test) antibody cocktails.
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Workflow

Materials required

• eBioscience™ Super Bright Complete Staining Buffer (Cat. No. SB-4401-42)

• 12 × 75 mm round-bottom test tubes

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

• Primary antibodies (directly conjugated to fluorochromes)

Procedure

1. Add 5 µL of Super Bright Complete Staining Buffer to each tube. Staining buffer can be added directly to tubes or to previously
aliquoted cells in tubes. If adding to cells, mix well by pipetting up and down or gently vortexing the sample.

2. Add appropriate amounts of each fluorochrome-conjugated antibody, including Super Bright and traditional fluorochrome-
conjugated antibodies, to the tubes containing Super Bright Complete Staining Buffer.

3. Mix well after addition of each antibody by pipetting up and down or gently vortexing the sample.

Note: If a cocktail of antibodies is prepared in bulk, it should be used fresh to minimize nonspecific polymer dye interactions.

4. If cells were not previously added to the tubes, aliquot 100 µL of cells to the buffer-antibody cocktail promptly.

5. Mix samples well by pipetting up and down or gently vortexing.

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

7. Wash the cells by adding 2 mL/tube of Flow Cytometry Staining Buffer. Centrifuge at 400-600 × g for 5 minutes. Discard supernatant.

8. Repeat step 7.

9. Resuspend cells in an appropriate volume of Flow Cytometry Staining Buffer.

10. Analyze samples by flow cytometry or, if staining for intracellular targets, proceed with Best Protocols: Staining Intracellular Antigens
for Flow Cytometry (available on our website).

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 at www.thermofisher.com/us/en/home/global/terms-and-conditions.html. If you have any questions, please contact
Life Technologies at www.thermofisher.com/support.

Life Technologies Corporation | 5781 Van Allen Way | Carlsbad, CA 92008
For descriptions of symbols on product labels or product documents, go to thermofisher.com/symbols-definition.

The information in this guide is subject to change without notice.

DISCLAIMER: TO THE EXTENT ALLOWED BY LAW, THERMO FISHER SCIENTIFIC INC. 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. Super Bright Polymer Dyes are sold under license from Becton, Dickinson and Company.

©2019 Thermo Fisher Scientific Inc. All rights reserved. All trademarks are the property of Thermo Fisher Scientific and its subsidiaries unless otherwise specified.
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