
  SSF7053RUO-E_02 p. 1/2 

 

 
 
Monoclonal Mouse 
Anti-Human BCL2 Oncoprotein/FITC 
Clone 124 
Code No. F 7053 

 For research use only. Not for use in diagnostic procedures.  

Recommended use Monoclonal Mouse Anti-Human BCL2 Oncoprotein/FITC, is recommended for use in flow cytometry for 
identification of cells expressing the BCL2 protein.  

Introduction The BCL2 protein is encoded by the BCL2 gene involved in the t(14;18) chromosomal translocation (1). This 
cytogenetic abnormality brings the BCL2 gene into juxtaposition with the immunoglobulin heavy chain gene and 
causes overexpression of BCL2 protein (2). The 14;18 chromosomal translocation is not a prerequisite for BCL2 
protein expression since this occurs in many cases without this rearrangement (1). The BCL2 (molecular mass 
26 kDa) is an integral membrane protein which lies within the cell rather than on the cell surface (3, 4). The 
protein is associated with mitochondria, smooth endoplasmic reticulum and perinuclear membrane and plays a 
central role in the inhibition of apoptosis (programmed cell death) (3-6). A review on the growing BCL2 family 
has been published (7). Another review deals with BCL2 detection in haematopoietic and non-haematopoietic 
tissues (8). 

Reagent provided Purified monoclonal mouse antibody conjugated with fluorescein isothiocyanate isomer 1 (FITC). The conjugate 
is provided in liquid form in buffer containing 1% bovine serum albumin (BSA) and 15 mmol/L NaN3, pH 7.2. 
Each vial contains 100 tests (10 µL of conjugate for up to 105 leucocytes from normal human peripheral blood).  

 Clone: 124 (1). Isotype: IgG1, kappa. Conjugate concentration mg/L: See label on vial. 

Immunogen Synthetic peptide comprising amino acids 41-54 of human BCL2 protein (1, 9). 

Specificity The Dako antibody reacts specifically with BCL2 oncoprotein as demonstrated by immunoblotting and 
immunoprecipitation (1). 

 In lymphoid tissue, the antibody reacts with small B lymphocytes in the mantle zone and many cells within T cell 
areas in lymphoid tissue (1). Very few cells in germinal centres are stained (1). In the thymus many cells in the 
medulla are stained, but in the cortex weak or negative staining of most cells is seen (1). In non-haematopoietic 
tissue few cells are stained (principally representing infiltrating leucocytes) (1). 

 Flow cytometric studies revealed that more than 80 % of T and B cells are BCL2-positive. After mitogen 
stimulation in vitro the BCL2 reactivity decreased slightly in T cells, but markedly in B cells. It was also shown 
that the BCL2 oncoprotein expression was not restricted to a specific phase in the cell cycle (10). 

Precautions 1. The device is not intended for clinical use including diagnosis, prognosis, and monitoring of a disease state, 
and it must not be used in conjunction with patient records or treatment. 

 2. This product contains sodium azide (NaN3), a chemical highly toxic in pure form. At product concentrations, 
though not classified as hazardous, sodium azide may react with lead and copper plumbing to form highly 
explosive build-ups of metal azides. Upon disposal, flush with large volumes of water to prevent metal azide 
build-up in plumbing. 

 3. As with any product derived from biological sources, proper handling procedures should be used. 

Storage Store in the dark at 2-8 C. Do not use after expiration date stamped on vial. If unexpected staining is observed 
which cannot be explained by variations in laboratory procedures and a problem with the product is suspected, 
contact our Technical Services. 

Staining Procedure 1. Transfer 50 L cell suspension to be analysed to each of two test tubes, labelled 1 and 2 (test and 
control). 

  2. Add 100 µL Dako IntraStain Reagent A (Fixation) to each tube. Vortex gently. 

 3. Incubate at room temperature for 15 minutes. 

 4. Add 2 mL PBS and mix well.  

  5. Centrifuge at 300 x g for 5 minutes, then aspirate the supernatant, leaving approximately 50 L of fluid. 

  6. Add 100 µL Dako IntraStain Reagent B (Permeabilisation) to each tube. To test tube 1, add 10 L F 7053. 

To test tube 2, add 10 L of a suitably matched, FITC-conjugated negative control, e.g. Code No. X 0927. 
Vortex each tube gently to ensure that the cells are in suspension. 

  7. Incubate in the dark at room temperature for 15 minutes. 

  8. Repeat steps 4 and 5. 

  9. Resuspend the pellet in an appropriate fluid for flow cytometric analysis, such as 1% paraformaldehyde in 
PBS. 

 10. Analyse on a flow cytometer 

It is recommended to include a suitable positive and negative control sample with each run for reagent and 
preparation control. Note that fluorochrome conjugates are light sensitive, and samples should be protected 
from light during the staining procedure and until the analysis. 
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