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REAGENT

10Test 3 Conjugated Antibodies — Negative-FITC / Negative-PE / CD45-ECD

PN IM3489 — 25 tests — 20 pl ftest

CLONE 1 CLONE 2 CLONE 3

Specifictty N/A N/A CD45
Clone 679.1Mc7 679.1Mc7 J33
Hybridoma | P3-X63-Ag.5.653 x Balb/c P3-X63-Ag.8.653 x Balbjc NS1 x Balb/c
Immunogen | Non-biological hapten Non-biological hapten Lazz 221 ALL cell line
Ig Chaln IgG1 igG1 19G1

Species 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

Buffer 2 mg/mL bovine serum alburmin in phosphate-buffered saline containing 0.1% sodium azide.

Conjugation | Fluoresceine isothiocyanate (FITC) | PE (R-Phycoerythrin) ECD™ (Phycoerythrin-Texas-Red®-X)
N/A = not applicable

SPECIFICITY APPLICATION

Hematopoietic cell differentiation is characterized by the expression
of distinct membrane antigens at specific stages of the celluar
maturation. These antigens expressed on the membrané are
identified by specific monoclonal antibodies.

Certain monoclonal antibodies have irelevant specificities: they
induce nonspecific immunolabeling on hematopoietic cefls and
platelets (1).

The 679.1Mc7 monoclonal antibody shares certain structural
characteristics (i.e. isotypes and conjugated fluorochromes) with the
monecional antibodies of interest (i.e. specific of hematopoietic cell
surface antigens) but is devoid of any relevant specificities with
regard to the studied cell population (1).

The CD45 molecules comprise five different isoforms generated by
altemative splicing of three exons encoding peptide segments
designated A, B and C (2). Antibodies that belong to the CD45
cluster recognize all CD45 isoforms. CD45 molecule is expressed
on the surface of all human leucocytes.
The J33 mAb binds to alt the CD45 isoforms present on human
leucocytes.
It has been assigned to the CD45 cluster of differentiation at the
3rd International Workshop on Human Leucocyte Differentiation
Antigens in Oxford, England, in 1986 (WS Code: 818, Section NL)
(3).
CONJUGATION
Fluorescein isothiocyanate (FITC) is conjugated at 2 — 5 moles of
FITC per mole of lg. 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
moie of Ig. Excitation wavelength: 488 nm

Manimum emission wavelength: 575 nm

Main emission color: Orange-red
R-phycoerythiin 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 wavelength: 613 nm

Main emission color: Red

Negalive control for multiparametric flow cytometry analysis of
leucocytes antigens expression using FITC/PE/ECD as
fluorochromes and CD45-ECD for biasts gating (4 — 6).

The negative staining pattem related to each analyzed

fluorescences (i.e. FITC, PE, and ECD) is designed to match the

teve! of background flucrescence resulting from autofluorescence
and nonspecific binding for each specific CD45+ gated population

(4).

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
thern should be handled as if capable of ransmitting infection
and dispesed 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 to strong light during storage or
incubation.

6. Avoid microbial contamination of reagents or incorect results
might occur.

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 reagent to 18 — 25°C prior to use.

PROCEDURE

This reagent is designed for flow cytometry.

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

whole blood 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 IOTest 3
Fixative Solution (PN IM3515) procedures are recommended to
yield optimal results.

EXAMPLE DATA

The 3 diagrams below are biparametric representations (Fluo-
rescence Intensity versus Side Scatter) of a normal peripheral
whole blood specimen. Staining is with Negative-FITC / Negative-
PE /CD45-£CD Conjugated Antibodies (PN IM3489). Lysis and
fixation are with 10Test3 Lysing Solution (PN IM3514) and
I0Test 3 Fixative Solution (PN IM3515) respectively. All events
acquired are shown in all representations.

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

Manufactured by Immunotech, a Beckman Coulter Company.
130, avenue de Lattre de Tassigny B.P. 177, 13276 Marsaille Cedex 9, France
Tel: (33) 491 17 27 00 - Fax: (33) 491 414358 -

e-mail: abmarket@immunotech.fr - www.beckmancoulter.com
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MISCELLANEOUS

BECKMAN COULTER™, COULTER®, ECD™, EPICS®, EXPO™,

~ 10Test®, System II™, XL™ are trademarks of Beckman

Coulter, Inc.
Texas Red® is a trademark of Molecular Probes, Inc.

Manufactured by:

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