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_ CLONE 1 CLONE 2 CLONE 3
Specificity CD5 cD23 CD19
Clone BL1a 9pP25 J4.119
Hybridoma | SP2/0-Ag14 x Balb/c : NS1 x Balb/c NS1 x Bafb/c
Immunogen | Human thoracic duct lymphocytes EBV transformed lymphoblastoid cell SKLY 18 lymphoma cells

line
[1g Chaln IgG2a lgG1 1g&1
Specles Mouse Mouse Mouse
Source Ascites fluid Ascites fluid Ascites fluid
Purification lon exchange or lon exchange or lon exchange or
affinity chromatography affinity chromatography affinity chromatography
Butfer 2 ma/mi. bovine serum albumin in phosphate-buffered saline containing 0.1% sodium azide.
Conjugation | Fluoresceine isothiocyanate (FITC) | PE (R-Phycoerythrin) | ECD™ {Phycoerythrin-Texas-Red®-X)
SPECIFICITY APPLICATION

The CD5 molecule is expressed on mature T lymphocytes, on most
thymocytes and is also presert on a subpopulation of B
lymphocytes  (1-3). R is not expressed on granulocytes,
monocytes or platelets (3). _ '

The BL1a monoclonal antibody (mAb) has been assigned to the
CD5 cluster of differentiation during the 3rd International Workshop
on Human Leucocyte Differentiation Antigens (HLDA) in Oxford,
England, in 1986 (WS Code: 520, Section T) (1, 2).

The CD23 antigen is primarily expressed on B lymphocytes and
monocytes. It is also present on a large varlety of other cells such
as T lymphocytes, eosinophils, platelets, Langerhans cells, a
subset of thymic epithelial cells and neutrophils. On B lymphocytes,
CD23 expression Is upregulated upon activation and ultimately lost
upon plasmocyte differentiation.

The 9P25 mAb was assigned to the CD23 cluster of differentiation
at the 6th International HLDA Workshop in Kobe, Japan, in 1996
(WS Code: CD23.1, Section B) (4, 5).

The CD19 molecule shows a full B lineage expression, from early
pre-B celis to mature B lymphocytes. s expression is lost during
maturation to plasma cells (6 — 8). CD19 expression is not observed
in normal T tymphocytes, NK cetls, monocytes, and granulocytes
(8). The J4.119 mAb was assigned to the CD19 cluster of
differentiation at the 4th Intemational HLDA Workshop in Oxford,
England, in 1986 (WS Code: B191, section B) (9).
CONJUGATION
Fluarescein isothiocyanate (FITC) is conjugated at 3 — 10 moles of
FITG per mole of ly. Excitation wavelength: 488 nm

Maximum emission wavelength: 525 nm

Main emission color: Green

R-phycoerythrin (PE) is conjugated at 0.5 1.5 moles of PE per
mole of ig. Excitation wavelength: 488 nm

Maximum emission wavelength: 575 nm

Main emission color: Orange-red

R-phycoerythrin covalently linked to Texas Red (PE-TxR or ECD) is
conjugated at 0.5 — 1.5 moles of ECD per mole of Ig.
Excitation wavelength: 488 nm
Maximum emission wavetength: 613 nm
Main emission color: Red

Multiparametric flow cytometry analysis of CD5, CD23 and CD19
antigen expression in hematopoietic lymphoid neoplasia.
identification and differentiation of the B-cells neoplasia
coexpressing CD5 and CD19 from CD5% T lymphoproliferative
disorders (10, 11).

Characterization and differentiation between CD5 expressing B-

neoplasia: i.e. B-CLL/SLL (B- Chronic lymphocytic Leukemia /

Small Lymphocytic Lymphoma) which are CD5+CD23+CD19+ and

MCL (Mantle Cell Lymphoma) with CD5+CD23-CD19+ phenotype.

(10-15).

STATEMENT OF WARNINGS

1. This reagent contains 0.1% sodium azide. Sodium azide under
acid conditions yields hydrazoic acid, an extremely toxic
compound. Azide compounds should be flushed with running
water while being discarded. These precautions are
recommended to avoid deposits in metal piping in which
explosive conditions can develop. f skin or eye contact
occurs, wash excessively with water.

2. Specimens, samples and all material coming in contact with
them should be handled as if capable of transmitting infection
and disposed of with proper precautions.

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

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

5. Do not expose reagents fo strong light during storage or
incubation.

6. Avoid microbial contamination of reagents or incorrect results
might oceur.

STORAGE CONDITIONS AND STABILITY

Each reagent is stable up to the expiration date when stored at

2 - 8°C. Do not freeze. Minimize exposure to light. '

REAGENT PREPARATION

No reconstitution is necessary. This monoclonal antibody may be

used directly from the vial. Bring reagerit 1o 18 — 25°C prior to use.

PROCEDURE

This reagent is designed for flow cytometry.

Assay volume: 20 Wl per 5 x 10° cells in one test, or per 100 uL

whole blocd or bone marrow.

A wash is required to yield optimal results.
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The use of I0Test 3 Lysing Solution (PN IM3514) and I0Test 3
Fixative Solution (PN IM3515) procedures are recommended to
yield optimal results.

EXAMPLE DATA

The 4 diagrams below are biparameiric representations (Side
Scatter versus Fluorescence Intensity or Fluorescence Intensity
versus Fluorescence Intensity) of a B-cell Chronic Lymphocytic
Leukemia specimen (B-CLL, Peripheral blood). Staining is with
CD5-FITC / CD23-PE { CD19-ECD Conjugated Antibodies {PN
IM3469). Lysis and fixation are with I0Test 3 Lysing Solution (PN
IM3514) and I0Test 3 Fixative Solution (PN IM3515) respeactively.
All events acquired are shown. Region A defines the gating strategy
(CD19 positive cluster} used on this example. Gated events are
shown in dark in all histograms.

Acquisition ts with a COULTER® EPICS® XL™ flow cytometer
equipped with System II™ Software. Analysis is with the EXPO™
Cytometer Software (PN 6605434).

COn-FE

SSLOG

CYECD

CDt-ECD

SELECTED RESEARCH REFERENCES

1. {53] Horejsi, V., Angelisava, P., "Comparatives biochemical studies on the
Workshop CD5 and CD3 panel antibodies®, 1987, Leucocyte Typing I, White Cell
Differentiation Antigens, McMichael AL, et al., Eds., Oxford University Prass, 197.

Manufactured by Immunatech, a Beckman Coutier Company.

130, avenue de Lattre de Tassigny B.P. 177, 13276 Marseille Cedex 9, France

Tol: (33) 4 91 17 27 00 - Fax: (33) 4 91 41 43 58
e-rail: abmarket@immunotech.fr - www.beckmancoulier.com

2 [54] Disanto, 4.P., Small, T.N., Dupont, B., Romenberg, N., Knowles, B.W.,
"Analysis of human CD8 and CD5 antigens expressed on mouse L-lines’, 1987,
Leucocyte Typing I, White Ceil Differentiation Antigens, McMichae! A, et al.,
Eds., Ondord University Press, 210-214.

a. [3554] Reiter, C., “Cluster report: CD5", 1588, Leucocyte Typing IV, White Ceil
Differentiation Antigens. W. Knapp, et al., Eds., Oxford University Press, 331-332.

4, [1178) Boanefay, J.Y., Aubry, J.P., Percnne, C., Widenes, J., Banchereau, ..,
*Production and characterization of a monoclonal antibody specific for the human
lymphocyte low affinity receptor for IgE: CD23 is a low affinity receptor for IgE®,
1887, J. Immunol,, 9, 130, 2670-2978.

5. [703} Goif, LK., Aimitage, FL.., Beverley, P.C.L, *Characterization of two CD23
monotional antibadles with reactivity distinct from other antibodies within this cluster
of differentiation”, 1988, Immunology, 65, 213-320.

6. (12} Uckun, F.M., "Reguiation of human B-cell ontogeny®, 1990, Blood,10, 76,
19081923,

7. [13] Loken, M.R., Shah, V.0., Dattilio, KL, Civin, C.1., *Flow cytometric analysis of
human bone marrow. I1. Normal B lymphocyte development®, 1887, Blood, 5, 70,
1316-1324.

8. {34} Zhou, LJ., Tedder, T., "CD1% Workshop panel report®, 1995, Leucocyte
Typing V, White Cell Differentiation Antigens. Schiossman, 5.F., et al., Eds., Oxford
University Press, 507-509,

9, {82] Tedder, F., Iszacs, C.M., Penta, A, "Cioning and struciure of CD19, a member
of the immunoglobulin superfamiy. Use of transfectad celts to examine the
Workshop antibodies®, 1989, Leucacyte Typing IV, White Cell Differentiation
Antigens. W. Knapp, et al., Eds., Oxford University Press, 56-38.

10.  [173} Rothe, G., Schmitz, G., Adord, D., . 8., Gramatzki, M., Hoffkes, H.G.,
Janossy, G, Kniichel, A., Ludwig, W.D., Nebe, T, Nerl, C., Orfao, A., Serke, S.,
Sonnen, AL, Tichell, A., Wormann, B., "Consensus protocol for the flow cytometric
immunophenétyping of hematopdietic malignancies", 1996, Leukemia, 10, 877-895.

11, [3473] Jenning, C.D., Foon, KA., "Recent advances in flow cytometry: Application
to tha diagnosis of hematologic malignancy”, 1987, Blood, 8, 90, 2863-2892,

12, [4583] Rosenberg, S.A.. "Classification of lymphold neoplasms®, 1994, Blood, 5,
B84, 13501360, .

13, [3607] Kio, M.N., Dorfinan, D.M., "The utlity of flow cytometric immunophenotypic
analysis in the distinction of small lymphocytic lymphoma/chronic ymphocytic
levkemia from mantle celf lymphoma®, 1996, Am. J. Clin. Pathol.,, 105, 451-457.

14, [2471] Bovowitz, M.J, Bray, R,, Gascoyne, R, Melnick, S., Parker, JW., Picker, L.,
Stetler-Stevenson, M., *U.S. Canadlan consensus recommendations on the
immunophenotypic analysis of hematologle neoplasia by flow cytormetry: Data
analysis and interpretation”, 1997, Cytometry, 30, 236-244.

15.  [3470] Stewan, C.C., Behm, F.G., Carey, J.L, Combiest, J., Duque, R.E., Hudnall,
8.D., Hurtubise, P.E., Loken, M., Tubbs, A.R., Wormsley, 5., "U.8. Canadian
consensus recommendations on the immunophenotypic analysis of hematokogic
neopiasia by low cytomelry: Selection of antibody combinations®, 1997, Cytoretry,
30, 231-235, -

MISCELLANEOUS

BECKMAN COULTER™, COULTER®, ECD™, EPICS®, EXPO™,
10Test®, System II™, XL™ are trademarks of Beckman

Coulter, Inc.

Texas Red® is a frademark of Molecular Probes, Inc.

Manufactured by:

Immunotech, & Beckman Coulter Company
130, avenue de Lattre de Tassigny, B.P. 177
13276 Marseille Cedex 9, France

3469EX070600 Vers. 02/ 07/06/00 AC-00-0626
2/2




