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SPECIFICITY

CD3

CD3 1s a cell surface protein antgen compnsed of at least 5
invariant polypeptide chains {y, 8, & &, 1) (1), each of relative
molecular mass (Mr) 20-25 kDa, and I1s associated with either o3 or
vd heterodimers as part of the CD3-T call receptor (TCR)} complex
(1,2)

CD3 1s expressed only on cells of the T ineage such as mature T
cells and a subset of thymocytes Approximately 67% of ncrmal
adult penpheral bloed cells are CD3+ (3)

UCHT-1 1s thought to recognize the & chain of CD3 (4)

UCHT-1 has been assigned to CD3 at the llird International
Workshop on Human Leucocyte Differentation Antigens in Oxford
(1986) {5)

CD58

The CDS5& aniigen (NKH1 molecule) 1s a Mr 200-220 kDa molecule
(6,7) This heavily glycosylated protein has a core structure virtually
identical to the one of the 140-kDa 1soform of human neuronal
cellular adhesion molecule {(N-CAM) (8}

CD56 antigen 15 expressed on a subpopulation of peripheral blood
lymphocytes (PBL) that dernonstrate non-major histocompatibility
complex (non-MHC)-restricted cytotoxtcity (6,9)

NG01 (NiKKH-1) antibody reacts with the majonty of NK cells (8,7) It
also reacts with a subpopulation of CD3+ T cells that represents
less than 3% of PBL in normal mdividuals, and that mediates
reduced cytotoxic activity {9)

N901 (NKH-1) anbibody does not react with other T or B
lymphocyte, monocyte, granulocyte or erythrocyte populations

More than 95% of cells capable of mediating spontaneous non-
MHC restricted cytotoxicity in peripheral blood are contained within
the 10 - 12% of PBL that express NKH1 tn normal individuals N901
(NKH-1) antibody reacts with about two to three 4imes more of PBL
from young adults (30 +/- 4 years) than from elderly subjects (83
+/- 6 years) (10}

N901 (NKH-1) antibody has been assigned to the CD56 cluster of
differentiation dunng the [Vth International Workshop on Human
teucocyte Differentiation Antigens in Vienna, 1989 (11)

REAGENT

CcD3 CD56

UCHT1 N901 (NKH1)

IgG1 mouse IgG1 mouse

NS1 x Balb/c spleen cells NS1/1-Ag4 x Balb/c spleen

cells

Source Ascites fluid
Purification  lon exchange or affinity chromatography
Conjugations FITC  Fluorescein 1sothiocyanate  (FITC) s

conjugated at 3 - 6 moles of FITC per mole of IgG
Excitation wavelength 488 nm
Maximum emission wavelength 525 nm
Main emission color Green
PE. R-phycoerythnn {PE) 1s conjugated at 0 7-1
mole of PE per mole of IgG
Excitaton wavelength: 488 nm
Maximum emission wavelength 575 nm
Mamn emission color Orange-red
Buffer 2 mg/mL bovine serum albumin in phosphate-
buffered saline containing 0.1% sodium azide

APPLICATION
Flow cytometry

1 nr§nn

Double staining of lymphocytes with CD3 FITC and CD56 PE allows
to define.

1 CD3-CD56+ large granular lymphocytes which may represent >=
90% of the natural killer cells

2 CD3+CD56+ Ilymphocytes, a subpopulation of T cells with
cytotoxic properties

STATEMENT OF WARNINGS

1 This reagent contains 0 1% sodium azide Sodium azide under
geid conditons yields hydrazoic acid, an extremely toxic compound
Azide compounds sheuld be flushed with running water while bemng
discarded These precaufions are recommended to avold deposits
n metal piping n which explosive conditons can develop If skin or
eye contact occurs, wash excessively with water

2 Specimens, sampies and all materral coming in contact with them
should be handled as if capable of transrtting infection and
disposed of with proper precautions

3 Never pipet by mouth and avold contact of samples with skin and
mucous membranes

4. Do not use antibedy beyond the expiration date on the label

5. Do not expose reagents to stong light durng storage or
incubation,

6 Avoid microbial contamination of reagents or incorrect results
right occur

STORAGE CONDITIONS AND STABILITY
Each reagent 1s stable up to the expiration date when stored at 2-8
°C Do not freeze. Minimize exposure to ight

REAGENT PREPARATION
No reconstitution 1s necessary This monoclonal anibody may be
used directly from the vial Bring reagent t¢ 20 - 25 *C prior to use

PROCEDURE

This reagent 1s designed for Flow Cytometry

Assay volume 20 plL/5 x 105 cells / test or 100uL whole Blood
A wash s required to yield optimal results

EXAMPLE DATA

The graphs below are biparametnic representations (Fluorescence
Intensity versus Fluorescence Intensity) of a lyzed normal whole
blood sample Stamrung 15 with CD3-FITC / CD56-PE duai color
reagent (PN IM2075) gated on lymphocytes The quadrant statistic
cursors are set using the 1sotypic control (PN iM1203)

*Upper-left quadrant (1) contains CD3-negative, CD56-positive NK
lymphocoytes

*Upper-nght  quadrant (2} contans CD3-positive  activated
ivmphocytes that also express CD56

*Lower-left quadrant {3) contains CD3 and CD56 doubie negative
events,

*Lower-nght quadrant (4) contains CD3-posifive, CD56-negative T
iymphocytes
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Acquisiion 1s with 2 COULTER R EPICS R XL TM flow cytometer
Analysis is with the XL SYSTEM I} TM software
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Acquisttion 15 with a Becton Dickinson FACScan TM flow cytometer.
Analysis 1s with the LYSYS 1| TM software.
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