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PERFORMANCE 
SPECIFICITY 
The TCR is a molecular complexe wich 
comprises two units: a recognition unit, 
composed of either α/β or γ/δ heterodimer, 
which are present on the cell surface in a 
mutually exclusive manner, and, a transducing 
unit, the CD3 complex, common to α/β and γ/δ 
heterodimers, which triggers the T cell when the 
recognition unit is occupied by the antigen.  
The recognition unit recognizes foreign antigens 
and the diversity necessary for this function of 
recognition is generated by somatic 
recombination the TCR genes (8 - 10). There 
are four TCR gene loci (α, β, γ and δ). Each of 
them is composed of several V (variable) 
segments, coding for about 90 amino acids, 
very short D (diversity) segments (α and δ loci 
only), and short J (joining) segments (about 15 
amino acids), and one or two C (constant) 
segments (11,12). 
Most of T cells express the α/β TCR protein and 
a small population of T cells expresses the γ/δ 
TCR, which usually has a double negative 
(CD4/CD8) phenotype. γ/δ T-cells are normally 
the first line of defence at epidermal and 
epithelial surfaces and they represent 10-12% 
of lymphocytes in the spleen (13). 
IMMU 510 recognizes all the γ/δ T cells 
regardless the variable genes or junction 
regions they express as assessed by flow 
immunofluorescence studies on polyclonal γ/δ 
T-cell lines as well as γ/δ T-cell clones (14 - 18). 
LINEARITY 
To test the linearity of staining of this reagent, a 
positive cell line (positive cells Vγ9/Vδ2) and a 
negative cell line (FRN 17.4.14.33) were mixed 
in different proportions with a constant final 
number of cells, so that the positive / negative 
cell line ratio of the mixture ranged from 0 to 
100%. 
Aliquots were stained using the procedure 
described above and linear regression between 
the expected values and the observed values 
was calculated. 
 

Specificity Linear regression Linearity 
(R2) 

TCR PAN γ/δ Y = 1.0078 X – 1.0002 0.9993 

 

EXPECTED VALUES 
Each laboratory must compile a list of reference 
values based upon a group of healthy donors 
from the local population. This must be done by 
taking age, sex and ethnic group into account, 
as well as any other potential regional 
differences. 
In our laboratories, the whole blood samples of 
20 healthy adults were used. The results 
obtained for the count of the positive events of 
interest are given in the table below: 
 

Lymphocytes 
CD3+ 

Number 
 

Mean 
(%) 

SD CV 
(%) 

TCR PAN 
γ/δ+ 

20 5.77 3.81 66.03 

 

INTRA-LABORATORY REPRODUCIBILITY 
On the same day and using the same 
cytometer, 12 measurements of the positivity of 
a sample containing positive cells (peripheral 
blood from the same donor) were carried out. 
The results obtained are summarized in the 
following table: 

 
Lymphocytes 
CD3+ 

Number 
 

Mean 
(%) 

SD CV 
(%) 

TCR PAN γ/δ+ 12 5.95 0.21 3.52 
 

INTER-LABORATORY REPRODUCIBILITY 
On the same day and on the same sample 
containing positive cells (peripheral blood from 
the same donor), 12 measurements of the 
positivity were carried out by two technicians 
and the preparations analyzed using two 
different cytometers. The results obtained are 
summarized in the following table: 
 
Cytometer n° 1: 
 

Lymphocytes 
CD3+ 

Number 
 

Mean 
(%) 

SD CV 
(%) 

TCR PAN γ/δ+ 12 5.95 0.21 3.52 
 

Cytometer n° 2: 
 

Lymphocytes 
CD3+ 

Number 
 

Mean 
(%) 

SD CV 
(%) 

TCR PAN γ/δ+ 12 5.82 0.18 3.05 
 

LIMITATIONS OF THE TECHNIQUE 
1. Flow cytometry may produce false results if 

the cytometer has not been aligned 
perfectly, if fluorescence spillover have not 
been correctly compensated for and if the 
regions have not been carefully positioned. 

2. It is preferable to use a RBC lysis technique 
with a washing step as this reagent has not 
been optimized for "no wash" lysis 
techniques. 

3. Accurate and reproducible results will be 
obtained as long as the procedures used 
are in accordance with the technical insert 
leaflet and compatible with good laboratory 
practices. 

4. The conjugated antibody of this reagent is 
calibrated so as to offer the best specific 
signal/non-specific signal ratio. Therefore, it 
is important to adhere to the reagent 
volume/sample volume ratio in every test. 

5. In the case of a hyperleucocytosis, dilute the 
specimen in PBS so as to obtain a value of 
approximately 5 x 109 leucocytes/L. 

6. In certain disease states, such as severe 
renal failure or haemoglobinopathies, lysis 
of red cells may be slow, incomplete or even 
impossible. In this case, it is recommended 
to isolate mononucleated cells using a 
density gradient (Ficoll, for example) prior to 
staining. 

 
MISCELLANEOUS 
See the Appendix for examples and references. 
 
TRADEMARKS 
The BECKMAN COULTER logo, Beckman 
Coulter, Flow-Set, IOTest and VersaLyse are 
registered trademarks of Beckman Coulter, Inc. 
 
MANUFACTURED BY: 
IMMUNOTECH 
a Beckman Coulter Company 
130 avenue de Lattre de Tassigny 
B.P. 177 – 13276 Marseille Cedex 9 
France 
Customer Services: (33) 4 91 17 27 27 
 
www.beckmancoulter.com 
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APPENDIX TO REF IM2662
 

EXAMPLES 
The graph below is a biparametric representation (Fluorescence 
Intensity 1 versus Fluorescence Intensity 2) of lymphocytes from a 
lyzed normal whole blood sample. A lymphocyte gate has been drawn 
on a Side Scatter versus Forward Scatter histogram (not shown). 
Staining is with IOTest TCR PAN γ/δ-PC5 Conjugated Antibody (Ref. 
IM2662). All lymphocytes are represented. 
 
Analysis is performed with a CYTOMICS FC 500 flow cytometer equipped 
with CXP Analysis Software. 
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