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Product Information

Contents: eBioscience™ Human Regulatory Jf
T Cell Whole Blood Staining Kit sensitive material. Use within 6 months of
Catalog Number: 88-8996 opening or by date indicated on the bottle.
Clone: PCH101 Batch Code: Refer to vial
Host/Isotype: Rat IgG2a, kappa g Use By: Refer to vial
& Contains sodium azide and formaldehyde

Temperature Limitation: Store at 2-8°C. Light

Description

This Human Regulatory T Cell Whole Blood Staining Kit contains the buffers and monoclonal antibody necessary to
successfully stain and identify Foxp3+ cells in whole blood samples. The PCH101 monoclonal antibody reacts with
the amino terminus of human Foxp3, also known as FORKHEAD BOX P3, SCURFIN, and JM2. Foxp3 is a 49-55
kDa protein and a member of the forkhead/winged-helix family of transcription factors. It was identified as the gene
responsible for the X-linked lymphoproliferative disease observed in scurfy (sf) mice and in the human disorder, X-
linked autoimmunity-allergic dysregulation syndrome (XLAAD). Constitutive expression of Foxp3 mRNA has been
shown in CD4+CD25+ regulatory T cells (Treg), and ectopic expression of Foxp3 in CD4+CD25- cells imparts a Treg
phenotype in these cells.

The PCH101 antibody crossreacts with rhesus, chimpanzee, and cynomolgus Foxp3. PCH101 recognizes a different
epitope of Foxp3 than clones 236A/E7 and 150D/EA4.

Components

Flow Cytometry Staining Buffer (cat. 00-4222): 600 mL, store at 2-8°C.

1X RBC Lysis Buffer (cat. 00-4333): 200 mL, store at 2-8°C.

Fixation/Permeabilization Concentrate (4X) (cat. 00-5123): 30 mL, store at 2-8°C. Avoid agitation.
Fixation/Permeabilization Diluent (cat. 00-5223): 100 mL, store at 2-8°C

Anti-Human Foxp3 PE (clone PCH101, cat. 12-4776): 25 tests, store at 2-8°C. Light-sensitive material.

Applications Reported
This Human Regulatory T Cell Whole Blood Staining Kit has been reported for use in intracellular staining followed by
flow cytometric analysis.

Applications Tested

This Human Regulatory T Cell Whole Blood Staining Kit has been pre-titrated and tested by flow cytometric analysis
of human whole blood according to the protocol below. The PCH101 antibody can be used at 5 yL (0.25 pg) per test.
A test is defined as the amount (ug) of antibody that will stain a cell sample in a final volume of 100 pL. Cell number

should be determined empirically but can range from 10° to 10° cells/test.
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Related Products

00-5523 eBioscience™ Foxp3 / Transcription Factor Staining Buffer Set

11-0048 eBioscience™ Anti-Human CD4 FITC (OKT4 (OKT-4))

12-4321 eBioscience™ Rat IgG2a K Isotype Control PE (eBR2a)

17-0259 eBioscience™ Anti-Human CD25 APC (BC96)

88-4999 eBioscience™ Human/Non-Human Primate Regulatory T Cell Staining Kit #1 (PCH101, OKT4, BC96)
88-8995 eBioscience™ Human Regulatory T Cell Staining Kit #3 (PCH101, RPA-T4, BC96)

88-8998 eBioscience™ Human Regulatory T Cell Staining Kit #2 (PCH101, RPA-T4, BC96)

88-8999 eBioscience™ Human Regulatory T Cell Staining Kit (PCH101, RPA-T4, BC96)
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Human Regulatory T Cell Whole Blood Staining Protocol

Introduction

This protocol is to be used with the Human Regulatory T Cell Whole Blood Staining Kit (cat. 88-8996). Using this kit and protocol allows
for the surface staining of CD4 and CD25, followed by intracellular staining of Foxp3 in human lysed whole blood samples.

Protocol

Materials Provided
¢ Flow Cytometry Staining Buffer (cat. 00-4222): 600 mL, store at 2-8°C
e 1XRBC Lysis Buffer (cat. 00-4333): 200 mL, store at 2-8°C
¢ Fixation/Permeabilization Concentrate (4X) (cat. 00-5123): 30 mL, store at 2-8°C
¢ Fixation/Permeabilization Diluent (cat. 00-5223): 100 mL, store at 2-8°C
e Anti-Human Foxp3 PE (clone PCH101, cat. 12-4776): 25 tests, 5 pL/test, store at 2-8°C, light-sensitive material

Additional Materials Needed
¢ 12x75 mm round bottom test tubes
¢ [Optional] Fluorochrome-conjugated antibodies to surface markers of choice
e [Optional] Rat IgG2a i Isotype Control PE (cat. 12-4321)

¢ [Optional] Fixable Viability Dye, any one of the following (be sure your instrument is capable of detecting the fluorochrome

selected):

- Fixable Viability Dye eFluor™ 455UV (cat. 65-0868)

- Fixable Viability Dye eFluor™ 450 (cat. 65-0863)

- Fixable Viability Dye eFluor™ 506 (cat. 65-0866)

- Fixable Viability Dye eFluor™ 520 (cat. 65-0867)

- Fixable Viability Dye eFluor™ 660 (cat. 65-0864)

- Fixable Viability Dye eFluor™ 780 (cat. 65-0865)

Experimental Procedure

Step I: Preparation of buffers
1. Warm 1X RBC Lysis Buffer to room temperature.

2. Prepare a 1X working solution of Fixation/Permeabilization Buffer by mixing 1 part of the Fixation/Permeabilization Concentrate
with 3 parts of the Fixation/Permeabilization Diluent. Invert gently to mix, do not vortex.

Note: You will need 1 mL of the 1X Fixation/Permeabilization Buffer working solution for each sample. This buffer must be prepared fresh each
day.

Step II: Surface staining whole blood and RBC lysis
1. Add 100 pL of whole blood to each 12x75 mm tube.

2. [Optional] Staining with Fixable Viability Dye may be done at the same time as surface staining, and must be done before fixation
and permeabilization. Add Fixable Viability Dye at optimal concentration then proceed to Step II.3.

Note: The optimal concentration needed for the Fixable Viability Dye for staining whole blood may be different than indicated on the Technical
Data Sheet. Please refer to the Fixable Viability Dye Staining Protocol for details.

3. Add fluorochrome-conjugate antibodies to the blood at their optimal concentration and incubate for 20-30 minutes at room
temperature. Protect samples from light.

4. Without washing the cells, add 2 mL of room temperature 1X RBC Lysis Buffer and vortex to mix.
5. Incubate for 10-20 minutes at room temperature. Protect samples from light.
Note: Do not exceed 20 minutes of incubation in 1X RBC Lysis Buffer.
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8.

Centrifuge samples at 300-500 xg for 5 minutes at room temperature. Discard supernatant.

Add 2-3 mL of Flow Cytometry Staining Buffer and centrifuge at 300-500 xg for 5 minutes at room temperature. Discard
supernatant.

Repeat Step I1.7.

Step lll: Fixation, permeabilization, and intracellular staining

L

o

Resuspend cell pellet in residual volume.
Add 1 mL of 1X Fixation/Permeabilization Buffer working solution (from Step 1.2) and mix by pulse-vortexing once.
Incubate for 30-60 minutes at 2-8°C. Protect samples from light.

Add 2-3 mL of Flow Cytometry Staining Buffer and centrifuge at 300-500 xg for 5 minutes at room temperature. Discard
supernatant.

Repeat Step I11.4.

Resuspend cell pellet in residual volume, this should be approximately 100 L. If necessary, add Flow Cytometry Staining Buffer to
bring volume up to 100 pL.

Add 5 pL of Anti-Human Foxp3 PE or 0.25 pg of the optional Rat IgG2a i Isotype Control PE to the appropriate samples.
Incubate for 30-60 minutes at 2-8°C. Protect samples from light.

Add 2-3 mL of Flow Cytometry Staining Buffer and centrifuge at 300-500 xg for 5 minutes at room temperature. Discard
supernatant.

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

11. Acquire data on a flow cytometer.

Human Regulatory T Cell Whole Blood Staining Protocol



Documentation and support

Customer and technical support Limited product warranty

Visit thermofisher.com/support for the latest in services and Life Technologies Corporation and/or its affiliate(s) warrant

support, including: their products as set forth in the Life Technologies' General
e Worldwide contact telephone numbers 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.

e 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.

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
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