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SPECIFICITY

The CD20 molecule 18 a nonglycosylated membrane-embedded
protein which exhibits an  hydrophobic region  spanning four times
the membrane The long N- and C-terminal ends of the molecule are
located within the cytoplasm The level of phosphorylation of the
cytopfasmic tail is responsive for ine heterogeneity of the molecular
weight ranging from 33 to 37 kDa (1). The CD20 may also exist on
the cell surface as a homo-oligomenc complex forming with other
molecules a mutimenc receptor complex (2)

The expression of CD20 1s restricted on B-lneage cells Its
expression occurs early in pre-B lymphocyte development, persisis
in B-lymphocyte ontogeny and i1s lost upon uitimately plasma cells
differentiation defining thus CD20 as a B-cell marker (2,3) The
CD20 molecule is present on all B lymphocytes from peripherat
blood, lymph node, spleen, tonsi and bone marrow The CD20
antigen may be weakly expressed on a subset of resting T
lymphocytes (4,5). These CD20dm T lymphocyte subset
represente 2.3% of penpheral bleod lymphocytes and exihibit CD8,
TeR /8 and CD45RO pattern expression (5) CD20 antigen 1s not
expressed on  other leucocyte subsets Including, NK cells,
monocytes and granulocytes

The CD20 antigen 1s involved in the regulation of B-lymphocytes
achvation and proliferation by regulating transmembrane Ca2+ flux .
Futhermore, the structure of the CD20 molecule, with a proposed
multiple membrane spanning regions, 1S5 similar to that of an 1on
channel (2,4). The CD20 antgen s heavily phosphonlated on
activated B-lymphocytes (2,4,1).

In vitro studies have shown that CD20 expression 1s down-reguiateq
by IL-4, and CD40 molecule (wia anti-CD40 antihody) may reverse
this inhibition {6)

BOES (HRC20) monoclonal antibody was assigned to the CD20
cluster of differentiation at the Vth International Workshop of
Human Leucocytes Differentiation Antigen in 1993 (Boston) (2)

REAGENT

Clone B9EQ

Isotype IgG2a mouse

Immunogen B cells

Hybridoma P3-X63-Ag 8 653 x Balb/c spleen csalls
Source Ascites flud

Purfication  lon exchange or affimity chromatography

Conjugation PC5 The IgG i1s conjugated to a tandem dye
constituted of R-phycoerythrin covalently linked to cyanin 5 1 at 0,7-
1 mole of PCS5 per mole of IgG

Excitation wavelength: 488 nm

Maximum emission wavelength 670 nm

Main emission color Deep-red

Buffer 2 mg/mL bovime serum albumin in phosphate-
huffered saline containing 0 1% sodium azide

APPLICATION

Flow cytometry

Studies have shown that CD20 1s hyperphospharylated in hairy cells
0]

STATEMENT OF WARNINGS

1 This reagent contains 0 1% sodium azide Sodium azide under
acd concitions 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

1 D'Diiil)’

i metal piping n which explosive condibons can develop. If skin or
eye contact occurs, wash excessively with water.,

2. Specimens, samples and alf matenal coming In contact with them
should be handled as if capable of transmithng infecton and
disposed of with proper precautions

3 Never pipet by mouth and avaid 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 Iight dunng storage or
incubation

6. Avoid microbral contamination of reagents or mcorrect results
might occur

STORAGE CONDITIONS AND STABILITY

Each reagent i1s stable up to the expiration date when stored at 2-8
°C. Do not freeze. Minimize exposure to ight

REAGENT PREPARATION
No reconstitution 15 necessary This monoclonal antibody may be
Jsed directly from the vial Bnng reagent to 20 - 25 °C prior to use

PROCEDURE

This reagent 1s designed for Flow Cytometry.

Assay volume, 10 pL/5 x 105 cells / test or 100yl whole blood.
A wash 1s required to yiefd optimal results.

EXAMPLE DATA

The histegrams below are biparametric representations (Side
Scatter versus Fluorescence Intensity) of lyzed norma! whole biood
sample. Staning 1s with CD20-PC5 monoclonal antibody (PN
IM2644) gated on leucocytes The isotypic controf labeling 1s 1s not
shown - o
Acquisition 1s with a COULTER R EPICS R XL TM flow cytometer
Analysis 15 with the XL System 1l TM software
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Acguisition 1s with a Becton Dickinson FACScan TM flow cytometer

Analysis 1s with the LYSYS 1l TM software
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