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Introduction

Lymphocyte Separation Medium is a mixture of
Ficoll® and sodium diatrizoate (Hypaque) with
density adjusted to 1.077 g/ml. This sterile filtered
product is intended for laboratory/manufacturing
use, and is not for in vitro diagnostic use. It is
commonly used to isolate lymphocytes from human
blood. One protocol to accomplish this is presented
here.

Protocol

1. Anticoagulated blood (citrated or heparinized)
should be used.

NOTE: Always treat human and other primate
source material as potentially infectious and
take safety precautions.

2. Dilute blood 1:1 with calcium-magnesium-free
PBS and layer 9 ml onto 6 ml Lymphocyte
Separation Medium. Use a clear plastic
centrifuge tube with a cap. For large volumes
use a similar ratio of diluted blood to
Lymphocyte Separation Medium.

3. Centrifuge at 400 x g for 15 minutes.

4. Remove plasma-PBS without disturbing the
interface.

5. Collect the interface with a cannula and dilute to
20 ml in serum-free medium, such as RPMI
1640.

6. Centrifuge at 70 x g for 10 minutes.

7. Discard supernatant fluid and resuspend pellet
in 2-3 ml serum-free medium.

8. Count nucleated cells on a hemocytometer or
electronic counting device.

9. Lymphocytes will be concentrated at the
interface, along with some platelets and
monocytes. Granulocytes will be found mostly in
the Lymphocyte Separation Medium and
erythrocytes will pellet at the bottom of the tube.

Ficoll” is a trademark of GE Healthcare. All other trademarks
herein are marks of Lonza Group or its subsidiaries.
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Product Use Statement
THESE PRODUCTS ARE FOR RESEARCH USE
ONLY. Not approved for human or veterinary use,

for application to humans or animals, or for use in
clinical or in vitro procedures.



