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DETACHaBEAD® CD4/CD8

For use with Dynabeads® M-450 CD4, Dynabeads M-450 CD8 and Dynabeads M-450 CD25.

This product is recommended for the detachment of Dynabeads from T cells positively isolated
with CD4 Positive Isolation kit (113.03/ 113.04), CD8 Positive Isolation kit (113.05/ 113.06) or
Dynabeads M-450 CD25 (111.33/ 111.34).

INTRODUCTION
Detachment of Dynabeads from rosetted cells using DETACHaBEAD provides a fast and
reliable method of positive selection. The cells may be isolated from whole blood, buffy coat or
suspensions of mononuclear cells as obtained by density gradient centrifugation. Following a
short incubation period, the detached Dynabeads may be removed by a magnet (Dynal MPC®),
and the positively selected cells collected. The isolated cells are pure (>99%), viable (>98%)
and are not activated by the isolation procedure (1).

NOTE:
DETACHaBEAD CD4/CD8 has been specifically developed to detach cells that have been
positively selected using CD4 Positive Isolation kit (Prod. No. 113.03/ 113.04) and CD8
Positive Isolation kit (Prod. No. 113.05/113.06) and Dynabeads M-450 CD25 (Prod. No.
111.33/ 111.34).
The detachment of Dynabeads coated with monoclonal antibodies different from those
referring to the product numbers above may be successful, but the efficiency of
detachment is not guaranteed by the manufacturer.

PRODUCT DESCRIPTION
DETACHaBEAD is a polyclonal antibody specifically made according to a patent applied
invention. The antibody is produced by immunising sheep with Fab fragments made from
purified papain digests of mouse immunoglobulin. DETACHaBEAD is the globulin fraction of
serum as obtained with 50% ammonium sulphate precipitation. It is supplied in 0.15M
phosphate buffered saline (PBS) pH 7.4, without any preservatives added.
No cross reaction with human IgG, IgM or IgA has been detected in quantitative ELISA tests.
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Additional Materials Required
Materials needed to perform cell isolation procedures with Dynabeads M-450 products and
DETACHaBEAD:
– Magnetic Separation device. For all work with Dynabeads, Dynal Biotech recommends

the use of a Dynal Magnet (Magnetic Particle Concentrator, Dynal MPC®)
– Apparatus allowing both tilting and rotation of test tubes (e.g. a Dynal Sample Mixer)
– Blood collecting tubes containing anticoagulant
– Test tubes, glassware, pipettes

Culture medium:
RPMI 1640/FCS: Add 1% fetal calf serum (final concentration) to RPMI 1640.
All reagents should be analytical grade. The fetal calf serum should be heat inactivated for 30
minutes at 56°C and tested for cytotoxicity before use.

INSTRUCTIONS FOR USE
The amount of DETACHaBEAD needed to obtain optimal detachment depends on the
concentration of Dynabeads and the ratio of  Dynabeads per target cell used for the cell
selection, and the number of cells needed for the downstream application. A high cell yield is
generally obtained using a concentration of Dynabeads of 107 Dynabeads/ml or higher in the
cell separation step. An initial concentration of Dynabeads giving a bead to target cell ratio of
between 4:1 and 10:1 is generally optimal for the isolation and detachment of cells. If
necessary, the sample volume can be adjusted to obtain both required conditions.
When the positive cell selection has been performed, detachment of Dynabeads can be
achieved by incubating the bead/cell rosettes with DETACHaBEAD.
The following protocol is recommended for detaching 1-10 x 106 cells positively selected with
Dynabeads M-450 CD4 or Dynabeads M-450 CD8 as supplied in the CD4 or CD8 Positive
Isolation kit, respectively.

1. Perform cell isolation as recommended.
2. Resuspend the rosetted cells in 100 µl of tissue culture medium (e.g. RPMI 1640/ FCS).
3. Add one unit (10 µl) DETACHaBEAD to the rosetted cells.

The efficiency of detachment may increase with the amount of DETACHaBEAD applied
depending on the cell isolation conditions applied.

4. Incubate for 45-60 minutes at 20-25°C on an apparatus that provides both gentle tilting
and rotation (e.g. Dynal Sample Mixer). Incubation at 2-8°C will significantly reduce the
number of detached cells. Incubating at 37°C will not increase detachment efficiency.
Due to the relatively small sample volumes, care should be taken that the cells remain in
the bottom of the test tube during agitation.

5. Remove the released beads by placing the test tube in the Dynal MPC for 2-3 minutes.
6. Pipette the cell suspension from the test tube while the beads are attached to the wall of

the test tube by a Dynal MPC.
7. To obtain the residual cells, wash the detached beads 2-3 times in RPMI 1640/FCS or

similar, and collect the supernatant.
8. To remove DETACHaBEAD from the solution, if needed (e.g. for flow cytometry), wash

the detached cells 2-3 times.
9. Resuspend the cells in the desired volume of an appropriate buffer.
The isolated cells can now be used for research applications.
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CHARACTERISATION OF THE DETACHED CELLS
Purity: >99%
Viability: >98%

NOTE:
After detachment, DETACHaBEAD binds to the anti-CD4/CD8/CD25 antibody on the
Dynabeads and not to the cells. Thus, the liberated cells are free from antibody, bound to
the surface.

The detached T cells show unperturbed expression of CD2, CD3, CD4 and CD8. Expression of
activation antigens such as CD23, CD25, CD44, CD45RO, CD69, HLA DR and L-selectin is not
induced during the isolation/detachment procedure (1, inhouse data).
More than 90% of the cells are in the Go (resting) phase as measured by cellular volume
distribution, lack of expression of activation antigens and chromatin structure (inhouse data).
Positively isolated cells show no difference in locomotion compared to negatively selected cells
(1). The isolated cells can be stimulated in vitro using insolubilised anti-CD3 and IL-2.

REFERENCES
1. Friedl, P., Noble, P.B., and Zänker, K.S. T lymphocyte locomotion in a three-dimensional
collagen matrix: Expression and function of cell adhesion molecules. J.Immunol.
1995;154:4973-4985.

STORAGE/STABILITY
DETACHaBEAD is stable when stored unopened at 2-8°C until the expiration date stated on the
label. DO NOT FREEZE.
Precautions should be taken to prevent bacterial contamination of opened vials. STORE
OPENED VIALS AT 2-8°C.

PRECAUTIONS
Precautions should be taken to prevent bacterial contamination of the product.

WARNING AND LIMITATIONS
DETACHaBEAD IS FOR IN VITRO RESEARCH USE ONLY. The product is not for use in
human diagnostic or therapeutic procedures.
Avoid pipetting by mouth!
Because mammalian cells are used in this procedure, appropriate laboratory guidelines must be
followed. Detailed information on such guidelines can be obtained from: Protection of laboratory
workers from Instrument Biohazards and Infectious Disease Transmitted by Blood, Body fluids
and Tissue. Approved Guideline; M29-A; ISBN 1-56238-339-6; http://www/nccls.org.
Handle all samples as if capable of transmitting disease. All work should be performed wearing
gloves and appropriate protection.
The Dynabeads® products are covered by several international patents. This product may not
be repacked, reformulated or resold without the written consent of Dynal Biotech ASA, Oslo,
Norway.

WARRANTY
The products are warranted to the original purchaser only to conform to the quantity and
contents stated on the vial and outer labels for the duration of the stated shelf life. Dynal
Biotech’s obligation and the purchaser’s exclusive remedy under this warranty is limited either to
replacement, at Dynal Biotech’s expense, of any products which shall be defective in
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manufacture, and which shall be returned to Dynal Biotech, transportation prepaid, or at Dynal
Biotech’s option, refund of the purchase price.
Claims for merchandise damaged in transit must be submitted to the carrier.
This warranty shall not apply to any products which shall have been altered outside Dynal
Biotech, nor shall it apply to any products which have been subjected to misuse or mishandling.
ALL OTHER WARRANTIES, EXPRESSED, IMPLIED OR STATUTORY, ARE HEREBY
SPECIFICALLY EXCLUDED, INCLUDING BUT NOT LIMITED TO WARRANTIES OF
MERCHANTABILITY OR FITNESS FOR A PARTICULAR PURPOSE. Dynal Biotech’s
maximum liability is limited in all events to the price of the products sold by Dynal Biotech. IN
NO EVENT SHALL DYNAL BIOTECH BE LIABLE FOR ANY SPECIAL, INCIDENTAL OR
CONSEQUENTIAL DAMAGES. Some states do not allow limits on warranties, or on remedies
for breach in certain transactions. In such states, the limits set forth above may not apply.

Trademarks and Patents
Dynal®, Dynabeads®, DETACHaBEAD® and Dynal MPC® are registered trademarks of Dynal
Biotech ASA, Oslo, Norway.

The DETACHaBEAD principle is covered by the following patents
US 5,429,927
AU 654 278
EP 0525034
DE 69115267
AT 131 285
CA 208 0118
DK 525034


