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1. PRODUCT DESCRIPTION
1.1 Intended Use

Isolate untouched human T cells by de-
pleting non-T cells (B cells, NK cells,
monocytes, platelets, dendritic cells,
granulocytes, erythrocytes) and activated
T cells from peripheral blood. Isolated
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Fig. 1 Simple method for isolating un-

touched human T cells.

T cells are bead- and antibody-free and
are suitable for any downstream appli-
cation.

This kit will deplete activated T cells
(HLA class Il positive cells). If you do
not want to deplete activated T cells,
please use the Dynal T Cell Negative
Isolation Kit Ver Il (Prod. No. 113.37).

1.2 Principle of Isolation

Add a mixture of monoclonal antibodies
against the non-T cells to the starting
sample. Add Dynabeads to bind to the
non-T cells during a short incubation.
Separate the bead-bound cells by a
magnet. Discard the bead-bound cells
and use the remaining, untouched
human T cells for any application.

1.3 Description of Materials

Dynabeads are uniform, superparamag-
netic polystyrene beads (4.5 pm dia-
meter) coated with a monoclonal human
anti-mouse IgG antibody. The antibody
coated onto Dynabeads recognises all
mouse IgG subclasses and is Fc-speci-
fic. The antibody on the Dynabeads is a
human IgG4 anti-mouse IgG. The source
of the human monoclonal antibody is
free of Human Immunodeficiency Virus
(HIV), Hepatitis-B Virus (HBV) and
Hepatitis-C Virus (HCV).

Materials Supplied

Dynal T Cell Negative Isolation Kit con-

tains Depletion Dynabeads and Antibody

Mix.

e 5 mlDepletion Dynabeads.
Supplied in phosphate buffered saline
(PBS), pH 7.4, containing 0.1% bovine
serum albumin (BSA) and 0.02%
sodium azide.

e 1 ml Antibody Mix.
The Antibody Mix contains mouse
IgG antibodies for CD14, CD16 (spe-
cific for CD16a and CD16b), HLA
Class Il DR/DP, CD56 and CD235a
(Glycophorin A).
Supplied in PBS and 0.02% sodium
azide (NaNs).

e The kit will process up to 5 x 108 cells.

Additional Materials Required

e Magnet: (Dynal MPC) - MPC-L for 1-5 ml
samples, MPC-15 for 1-15 ml samples
and MPC-50 for 15-50 ml samples.

e Mixer allowing both tilting and rota-
tion.

Heat inactivated Foetal Calf Serum
(FCS).

Buffer 1: PBS (without Ca2* and Mg2*)
w/0.1% BSA and 2 mM EDTA, pH 7.4.
Buffer 2: PBS (without Ca2* and Mg2*),
pH 7.4.

Lymphoprep™ for MNC preparation
(Axis Shield PoC, Norway, www.axis-
shield-poc.com).

Keep the buffers cold!

Important Notes:

BSA can be replaced by human serum
albumin (HSA) or FCS.

EDTA can be replaced by sodium citrate.

PBS containing Ca* or MgZ* is not re-
commended.

2.

PROTOCOLS

2.1 Dynabeads Washing Procedure
Dynabeads should be washed before use.

1. Resuspend the Dynabeads in the
vial to a homogenous suspension.

2. Transfer the desired volume of
Dynabeads to a tube.

3. Add the same volume of Buffer 1, or
at least 1 ml, and mix.

4. Place the tube in a magnet for 2 min
and discard the supernatant.

5. Remove the tube from the magnet

and resuspend the washed Dyna-
beads in the same volume of Buffer 1
as the initial volume of Dynabeads.

2.2 Preparation of MNC from Buffy Coat
to Obtain Low Platelet Numbers

1.

Dilute 10 - 18 ml buffy coat with
Buffer 2 to a total volume of 35 ml at
18-25°C (RT).

. Add the diluted buffy coat on top of

15 ml of Lymphoprep.

. Centrifuge at 160 x g for 20 min at RT.

Allow to decelerate without brakes.

. Remove 20 ml of supernatant to eli-

minate platelets.

. Centrifuge at 350 x g for 20 min at RT.

Allow to decelerate without brakes.

. Recover MNC from the plasma/Lympho-

prep interface and transfer the cells
to a 50 ml tube.

. Wash MNC once with Buffer 1 by cen-

trifugation at 400 x g for 8 min at
2-8°C.

. Wash MNC twice with Buffer 1 by

centrifugation at 225 x g for 8 min at
2-8°C and resuspend the MNC at
1 x 108 MNC per mlin Buffer 1.

For other recommended sample prepa-
ration procedures, visit http://www.

2.3 Critical Steps for Cell Isolation

Use a mixer that provides tilting and
rotation of the tubes to ensure Dyna-
beads do not settle at the bottom of
the tube.

Never use less than 100 pl Dyna-
beads per 1 x 107 MNC sample.

It is critical to follow the magnet
recommendations to ensure a suc-
cessful isolation.

2.4 lIsolation of Human T Cells from
MNC

This protocol is based on 1 x 107 MNC.
It is scalable from 1 x 107-5 x 108 cells,
(see table 1).

1.

10.
.Place the tube in the magnet for 2
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12.
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Transfer 100 ul (1 x 107) MNC in
Buffer 1 to a tube.

Add 20 pl heat inactivated FCS.
Add 20 pl of Antibody Mix.

. Mix well and incubate for 20 min at

2-8°C.

. Wash the cells by adding 2 ml Buffer

1. Mix well by tilting the tube seve-
ral times and centrifuge at 300 x g
for 8 min at 2-8°C. Discard the su-
pernatant.

Resuspend the cells in 900 pl Buffer
1

. Add 100 pl pre-washed Depletion

Dynabeads

Incubate for 15 min at 18-25°C with
gentle tilting and rotation.
Resuspend the bead-bound cells by
gently pipetting 5 times using a
pipette with a narrow tip opening,
(e.g. a 1000 pl pipette tip ora 5 ml
serological pipette).

Add 1 ml Buffer 1.

min.
Transfer the supernatant to a new
tube.

.Repeat steps 10-12.

The supernatant contains the negative-
ly isolated human T cells.

Table 1. Volumes for human T cell isola-
tion (1 x 107 to 5 x 108 MNC)

dynalbiotech.com/samplepreparation

Working volume per
1x107 MNC

Cell volume (step 1) 100 pl
FCS (step 2) 20 pl
Antibody Mix (step 3) 20 pl
Washing (step 5) 2ml

(Max. 40 mlwhen scaled up)
Resuspension (step 6) 900 pl

Max. 5 mlwhen scaled up)

Depletion Dynabeads 100 pl
(step 7)
Increase volume 1ml
(step 10) (Max. 35 mlwhen scaled up)
Dynal MPC recommended MPC-L/MPC-15/MPC-50




2.5 Downstream Applications

Isolated T cells can be used in many ap-
plications such as cell culture, flow
cytometry, functional assays and mole-
cular studies.

3. GENERAL INFORMATION
Storage/Stability

This kit is stable until the expiry date
stated on the label when stored unopened
at 2-8°C.

Store opened vials at 2-8°C and avoid
bacterial contamination.

Keep Dynabeads in liquid suspension
during storage and all handling steps,
as drying will result in reduced perfor-
mance. Resuspend well before use.

Technical Support

Please contact Dynal Biotech for further
technical information (see contact de-
tails).

Warning And Limitations
This kit is for research use only.
Follow appropriate laboratory guidelines.

This product contains 0.02% sodium
azide as a preservative, which is cytoto-
xic. Avoid pipetting by mouth! Sodium
azide may react with lead and copper
plumbing to form highly explosive
metal azides. When disposing through
plumbing drains, flush with large volumes
of water to prevent azide build up.

Certificate of Analysis (CoA) is available
upon request.

Material Safety Data Sheet (MSDS) is avail-
able at http://www.dynalbiotech.com.

Patents and Trademarks

Several international patents and pa-
tent applications cover the production
and use of the Dynabeads products.

This product may not be repacked, re-
formulated or resold in any form with-
out the written consent of Dynal
Biotech ASA, Oslo, Norway.

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

Intellectual Property Disclaimer

Dynal Biotech will not be responsible
for violations or patent infringements
that may occur with the use of our pro-
ducts.

Warranty

The products are warranted to the origi-
nal 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 obliga-
tion and the purchaser’s exclusive re-

medy under this warranty is limited either
to replacement, at Dynal Biotech’s ex-
pense, of any products which are defec-
tive in 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 pro-
ducts that have been altered outside
Dynal Biotech, nor shall it apply to any
products that have been subjected to
misuse or mishandling. ALL OTHER
WARRANTIES, EXPRESSED, IMPLIED OR
STATUTORY, ARE HEREBY SPECIFICALLY
EXCLUDED, INCLUDING BUT NOT LIMI-
TED TO WARRANTIES OF MERCHANTABI-
LITY 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 DAMA-
GES. 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.
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For further information on our products, please contact your
local Dynal Biotech office. For information on Dynal Biotech
distributors worldwide, please go to ‘www.dynalbiotech.com’
USA/CANADA: DYNAL BIOTECH LLC.

For technical enquiries, send an e-mail to:
ustechserv@dynalbiotech.com

For other enquiries and customer support, send an e-mail to:
uscustser ynalbiotech.com

TEL.: +1 800 558 4511 © TEL.: +1 414 357 4500

FAX: +1 414 357 4518

EUROPE/AUSTRALASIA:
For technical enquiries, send an e-mail to:
techcentre@dynalbiotech.com

NORWAY (HEAD OFFICE): DYNAL BIOTECH ASA
TEL.: +47 22 06 10 00

FAX: +47 22 50 70 15

E-mail: info@dynalbiotech.com

AUSTRALIA/NEW ZEALAND: DYNAL BIOTECH PTY LTD
TEL.: 1800 623 453 © TEL.: +61 3 9663 5777

FAX: +61 3 9663 6660

E-mail: aucustserv@dynalbiotech.com

FRANCE: DYNAL BIOTECH S.A.

TEL.: +33 344 23 4595

FAX: +33 344 23 16 14

E-mail: frcustserv@dynalbiotech.com

GERMANY: DYNAL BIOTECH GmbH
TEL.: +49 (0)40 36 15730

FAX: +49 (0)40 36 15 73 30

E-mail: decustserv@dynalbiotech.com

UK: DYNAL BIOTECH LTD.

TEL.: +44 (0)151 346 1234

FAX: +44 (0)151 346 1223

E-mail: ukcustserv@dynalbiotech.com

CHINA: DYNAL BIOTECH (BEIJING) LTD.
TEL.: +86 10 6787 34 21

FAX: +86 10 6780 65 80

E-mail: service@pel-freez.com.cn
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