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Product Information

Material Number: 560760

Size: 10 Vial(s)

Description
Component: 51-9006610A

Description:  Treated Human Control Cells - T Cells

Size:  1 test per vial (5 EA)

Component:  51-9006610B

Description:  Untreated Human Control Cells - T Cells

Size:  1 test per vial (5 EA)

The BD Phosflow™ T Cell Kit Lyophilized Cells contains five vials each of lyophilized Treated and Untreated Human Control Cells. Each vial of 

control cells contains fixed, permeabilized, and lyophilized human peripheral blood leukocytes (PBL). The cells are intended to serve as biological 

controls for antibody staining in BD Phosflow studies designed to analyze cell signaling events associated with T-cell activation. These events include 

the phosphorylation status of signaling molecules that mediate the intracellular MAPK and JAK/STAT signaling pathway responses transduced by 

stimulated human CD4+ and CD8+ T cells.

The BD Phosflow™ Treated Human Control Cells - T cells are PBL that were stimulated to express easily detectable intracellular levels of  several 

phosphorylated signaling molecules including the serine/threonine kinases, Erk1/2 (p44/p42 MAPK) and p38 MAPK and Signal Transducers and 

Activators of Transcription (STAT) proteins, Stat1, Stat3, Stat5, and Stat6 as determined by multicolor BD Phosflow™ analysis. The treated control 

cells were activated with phorbol 12-myristate 13-acetate (PMA), interferon-alpha (IFN-α), interleukin-2 (IL-2), IL-4, and IL-6. These activators are 

known to induce the cellular phosphorylation of the specified molecules that are often targeted in T cell signaling studies. Each vial of BD Phosflow™ 

Untreated Human Control Cells - T cells contains PBL from the same donor as the treated cells. These control cells were cultured without activators 

and express background levels of the phosphorylated target signal proteins. The Treated and Untreated Control Cells were fixed with BD Phosflow™ 

Lyse/Fix Buffer (Cat. No. 558049) and permeabilized with BD Phosflow™ Perm Buffer III (Cat. No. 558050). The cells were then washed with BD 

Pharmingen™ Stain Buffer (FBS) (Cat. No. 554656) and lyophilized. Each vial contains a sufficient number of Treated or Untreated Control Cells for 

one multicolor stain using fluorescent antibodies specific for CD3, CD4, and CD8 and a single phosphorylated target protein.

Each lot of Treated Control Cells contains a measurable proportion of cells that express the specified phosphorylated signaling proteins. 

Representative BD Phosflow results are shown for typical staining of CD4+ and CD8+ Treated and Untreated Control Cells. Data from individual lots 

of these control cells may differ due to donor variation. Investigators should anticipate similar (though not identical) results to those shown due to 

differences in staining methodology, fluorescent antibody reagents and flow cytometers or cytometer settings.

Preparation and Storage
Store unopened vials of lyophilized cells at 2 - 8°C. Do not freeze. Vials should be opened and the lyophilized cells reconstituted just 

prior to use.

Application Notes

Application

Intracellular staining (flow cytometry) Routinely Tested

Recommended Assay Procedure: 

1.  Gently tap the vial on a flat surface before using. This ensures that the lyophilized cell pellet is on the bottom of the vial.

2.  Open a vial of BD Phosflow™ Treated or Untreated Human Control Cells. Reconstitute the cells in 120 uL of BD Pharmingen™ Stain Buffer (FBS) 

(Cat. No. 554656) at room temperature. Gently vortex the cells for 1 to 2 seconds and let stand for at least 5 minutes before use.

3.  Transfer 100 µL of control cells to a 12 × 75-mm polystyrene tube. Keep cells on ice until ready to stain. Add fluorescent antibodies specific for 

intracellular signaling proteins and cell surface antigens (ie, fluorescent antibodies listed in the figure legend that have been validated for these cells), 

vortex the tube, and incubate at room temperature for 1 hour, protected from light.

4.  Wash cells by adding 2 mL of Stain Buffer and immediately centrifuging them  (600g for 6 min), aspirate the supernatant, and resuspend the stained 

cells in 300 to 500 µL of Stain Buffer. Analyze the cells by flow cytometry immediately (optimal) or no longer than 4 hours after preparation. Keep the 

cells at 2 to 8°C and protected from light prior to data acquisition.

   560760 Rev. 5 Page 1 of 2



BD Phosflow analysis of Treated and Untreated Human Control Cells for phosphorylated signal molecules expressed in CD4+ and 

CD8+ T cells. The lyophilized BD Phosflow™ Treated and Untreated Human Control Cells (6 vials of each) were reconstituted, stained, 

washed, resuspended, and analyzed as described in the Recommended Assay Procedure. All tubes were stained with the BD Phosflow™ 

Human T-Cell (CD4/CD8) Antibody Cocktail (containing Alexa Fluor® 488 anti-Human CD8, PE anti-Human CD3, and PerCP-Cy™5.5 

anti-Human CD4 antibodies). Then Alexa Fluor® 647-conjugated Mouse anti-Human antibodies specific for ERK1/2 (pT202/pY204) (Cat. No. 

612593), p38 MAPK (pT180/pY182) (Cat. No. 612595), Stat1 (pY701) (Cat. No. 612597), Stat3 (pY705) (Cat. No. 557815), Stat5 (pY694) 

(Cat. No. 612599), or Stat6 (pY641) (Cat. No. 612601) were added individually to each tube. The antibody cocktail and phosphorylation 

site-specific antibodies are components of the BD Phosflow™ T Cell Activation Kit (Cat. No. 560750). The overlapping fluorescence 

histograms (Panel B. Activation Profiles) of phosphorylated signal molecule expression for Untreated (red line histograms) and Treated (blue 

line histograms) cells were derived from events with the forward and side light-scatter and staining characteristics of intact CD4+ and CD8+ T 

lymphocytes (Panel A. Gating Strategy). Flow cytometry was performed using a BD FACSCanto™ II Flow Cytometer System.

Suggested Companion Products

Catalog Number Name CloneSize

554656 Stain Buffer (FBS) 500 mL (none)

560750 T Cell Activation Kit 50 Tests (none)

Product Notices
Source of all serum proteins is from USDA inspected abattoirs located in the United States. 1. 

Caution: Sodium azide yields highly toxic hydrazoic acid under acidic conditions. Dilute azide compounds in running water before 

discarding to avoid accumulation of potentially explosive deposits in plumbing.

 2. 

This product contains human blood, serum, cells, or materials derived from them, which are potentially hazardous materials. Use universal 

precautions when handling. Handle as if product were capable of transmitting disease. Material used in this product has been tested using 

FDA approved methods and found negative for Human Immunodeficiency Virus (HIV-1/HIV-2), Hepatitis B Surface Antigen (HBSAG) and 

antibody to Hepatitis C Virus (HCV). However, no known test method can offer complete assurance that specimens of human origin will not 

transmit infectious disease. When handling or disposing, follow precautions described in CDC and FDA recommendations and OSHA 

Bloodborne Pathogen recommendations.

 3. 

Please refer to www.bdbiosciences.com/pharmingen/protocols for technical protocols. 4. 
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