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The QBEnd10 mAb has been assigned to the
CD34 cluster of differentiation at the 4th
International Workshop on Human Leucocyte
Differentiation Antigens in Vienna, Austria, in
1989 (WS Code: M607) (18). The immu133
and Immu409 mAbs have been assigned to
the CD34 cluster of differentiation at the 5th
Interational Workshop on Human Leucocyte
Differentiation Antigens in Boston, USA, in
1993 (WS Codes: MA2 and MA3,
respectively) (10).

APPLICATION

Research (21, 22) indicates that CD34 may

be useful in the following applications:

» The CD34 antigen is expressed in 60%
of acute leukemias, both in cases of
lymphoid as well as myeloid leukemias
(23).

e CD34 antibodies can help delineate B-
cell lymphoma from acute lymphoblastic
leukemia (24, 25).

e CD34 antibodies may also be usefull in
some instances of chronic myeloid
leukemia (CML), where increased
numbers of CD34" cells may be a
reliable indicator of the onset of
accelerated phase and/or blast crisis (7,
26).

e As discordant expression between
epitope classes is observed in leukemic
cells (27), the Immu133 monoclonal
antibody may be useful in classification
studies of leukemias.

« Qualitative assessments of
marrow or blood progenitors.

+ In association with other markers, i is
possible to define different subsets in

bone

the CD34" cells.

STATEMENT OF WARNINGS
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. if 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 occur.

STORAGE CONDITIONS AND STABILITY
This 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 reagent
may be used directly from the vial. Bring
reagent to 18 - 25°C prior to use.

PRESENTATION

Materials supplied:

e PNA12696: 2 mL of CD34 Pool-PE

e PN A10976: 2 mL of Isotypic Control
IgG(1+2a)-PE

Warning: These two reagents are not to be

separated. When the tests and the

controls are performed, care should be
taken that both reagents have the same lot
number on the vial labels.

Materials required but not supplied:

e Blood collection tubes with
anticoagulant (a KsEDTA salt is
recommended).

e  Automated pipettes and disposable tips
intended for the sampling of 20, 30, 100
and 500 L.

e  Blocking mouse IgG at 300 pg/mL
(optional).

e  Erythrocyte lytic reagent (IOTest 3
Lysing Solution (PN IM3514) or
Versalyse Lysing Solution (PN IM3648)
or equivalent).

e  Fixative reagent (IOTest 3 Fixative
Solution (PN IM3515) or equivalent).

e  Phosphate buffer (PBS: 0.01 M sodium

phosphate; 0.145 M sodium chloride; pH

7.2).

12 x 75 plastic test tubes.

Cell Counter or hemocytometer.

Timer.

Centrifuge.

Automatic agitator (Vortex type).

Flow cytometer.

‘ PROC EDURE

Adjust white cell concentration of your
specimen with PBS to reach a range of
5x10°to 1 x 10’ cells/mL.

2. For each specimen, pipet 100 uL into
two tubes, one for the test and one for
the isotypic control.

3. Add (optional) in each tube 30 pL of
blocking mouse g at 300 pg / mL.

4. Add 20 pL of CD34 Pool-PE to the test
tube and 20puL of isotypic control
IgG(1+2a)-PE to the isotypic control
tube.

5. Mix gently and incubate 15 min. at room
temperature (18 —25°C) in the dark.

6. Wash the preparations by adding 3 mL
of PBS.

7. Centrifuge cell suspension at 300 x g for
10 min. at room temperature.

8. Discard the supematants and
resuspend the pellets in the remaining
liquid volume

9. Lyse and eventually fix the stained
specimen according to the
manufacturer's recommendations.

10. Keep the preparations at 2 —~ 8°C.

e Unfixed. preparations are to be
analyzed within 2 hours.
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¢ Fixed preparations may be kept more
‘than 2 hours and less than 24 hours
before analysis.

Dual color fluorescence staining can be
obtained by mixing 20 uL of CD34 Pool-PE
with 20 pyL of FITC-conjugated antibody or
10uL of ECD-, PC5-, PC7- and APC-
conjugated antibody chosen from the IOTest
line of reagents listed in the Beckman Coulter
catalog.

The control for non-specific binding of the
conjugated antibodies should be done by
mixing 20puL of the isotypic control
IgG(1+2a)-PE for CD34 pool with the
appropriate  conjugated isotypic  control
chosen from the IOTest reagents listed in the
Beckman Coulter catalog.

The most valuable specificities for study of
progenitors and for multi color phenotyping of
CD34" cells are listed in Table 1 (see
Appendix, p.4).

FLOW CYTOMETRIC ANALYSIS

1. Run the isotypic control sample. Looking
at a forward scatter (FS) versus side
scatter (SS) histogram, set up the FS
threshold in order to eliminate the debris
from the histogram and draw an area of
interest around all the leucocytes.

2. Create a dual parameter histogram (SS

versus PE) gated on leucocytes (see
Figure 1).
Cells with pronounced binding of
isotypic control antibodies are usually
present within the populations of
monocytes and granulocytes only.

3. Acquire at least 50,000 leucocytes (28).

4. Create a quadstat region on the SS
versus PE histogram obtained with the
isotypic control. Set the vertical cursor
close to the "negative® cells, and the
horizontal cursor in order to separate
lymphocytes from monocytes.

5. Run the sample stained with the CD34
Pool-PE.

Acquire the same number of leucocytes.

The CD34 positive cells will appear along the

PE axis with a SS signal corresponding to

lymphocyte SS signal (see Figure 2). Analyse

the data.
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Figure 1: SS versus PE histogram of a whole
blood sample stained with the Isotypic
Control PE included in the I0Test CD34 Pool
Kit (PN IM1458) and lysed with the
Versalyse Lysing Solution (PN IM3648). The
histogram is gated on leucocytes. The
vertical cursor of the quadstat region is set to
separate the negative population and the -
horizontal cursor to separate lymphocytes
from monocytes.

LEUCOCYTES

SS

COXM Pool PE

Eigure 2: SS versus PE histogram of the
same whole blood sample stained with the
CD34 Pool-PE included in the I0Test CD34
Pool Kit (PN IM1459) and lysed with the
Versalyse Lysing Solution (PN IM3648). The
CD34" cells are located in quadrant D4,
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For additional information in the USA, call

Muihouse, 45-60.
PRODUCT AVAILABILITY

10Test CD34-Pool Kit Conjugated Antibody

PN IM1459 - 100 tests — 20 ylLftest

800-526-7694.

Outside the USA, contact your local

Beckman Coulter representative.

TRADEMARKS

Manufactured by:

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

PE is licensed under patent 4,520,110 I0Test is a registered trademark of www.beckmancoulfter.com
Immunotech S.A.
APPENDIX
Stage of differentiation Specificity FITC-conj. ECD-conj. PC5-conj. PC7-conj. APC-conj.
antibodies antibodies antibodies antibodies antibodies
Multipotent, CcD117 ] PN IM2733 PN IM3698
uncommitted progenitors CDS0 PN iM1839 PN IM3704
Early lineage commitment CD38 PN IM0775 PN IM2651
HLA-DR PN IM1638 PN IM3636 PN IM2659 PN IM3635
Myeloid commitment CD33 PN IM1135 PN IM2647 PN IM2471
CD13 PN IM0778 PN 1M2639
B lymphoid commitment CD10 PN IM2720 PN IM3608 PN IM2721 PN IM3633
CD19 PN IM1284 PN IM2708 PN IM2643 PN IM3628 PN IM2470
T lymphoid commitment cD7 PN IM0585 PN IM3613
CD5 PN IM0468 PN IM2637 PN IM3627
Erythroid commitment CcD71 PN IM0483
CD235a PN IM2212
Megacaryocytic commitment CD41 PN IM0649 PN 6607117 PN 6607116 PN 6607115
CD61 PN IM1758
Table 1: Selected specificities for mutti-color phenotyping of CD34" cells
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