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Protocol for Performing a
Trypan Blue Viability Test
Technical Reference Guide

This protocol describes how to perform a Trypan Blue staining which can
be used to discriminate between viable and non-viable cells.

— Dilute your cell sample in Trypan Blue dye of an acid azo exclusion
medium by preparing a 1:1 dilution of the cell suspension using a
0.4% Trypan Blue solution. Non-viable cells will be blue, viable cells
will be unstained. Trypan Blue should be sterile filtered before using
itin order to get rid of particles in the solution that would disturb the
counting process.

— Carefully and continuously fill the hemocytometer chamber.

— Incubate the hemocytometer and cells for 1 — 2 minutes at room tem-
perature. For longer incubations, please use a humid chamber. Incuba-
tions exceeding 30 minutes may cause decreased cell viability due
to Trypan toxicity.

— Count cells under the microscope in four 1 x 1 mm squares of one
chamber and determine the average number of cells per square (all
hemocytometers consist of two chambers, each is divided into nine
1 mm? squares). For an accurate determination, the total number of
cells overlying one 1 mm? should be between 20 — 50 cells/square.
If the cell density is higher than 200 cells/square, you should dilute
your cell suspension. For information on hemocytometers including a
protocol for the Neubauer chamber, please see the associated Techni-
cal Reference Guide “Cell Counting and Determination of Viability via
Hemocytometer”.

LONZA



www.lonza.com/research

Contact Information

North America

Customer Service: 800 638 8174 (toll free)
order.us@lonza.com

Scientific Support: 800 521 0390 (toll free)
scientific.support@lonza.com

Europe

Customer Service: +32 87 321 611
order.europe@lonza.com

Scientific Support: +32 87 321 611
scientific.support.eu@lonza.com

International

Contact your local Lonza distributor
Customer Service: +1 301898 7025
scientific.support@lonza.com

International Offices

Australia +61 395500883

Belgium +32 87 321 611

Brazil +55 11 2069 8800
France 080091 19 81 (toll free)
Germany 0800 182 52 87 (toll free)
India +91 40 4123 4000

Ireland 1800 654 253 (toll free)
Italy 800 789 888 (toll free)
Japan +81 36264 0660
Luxemburg +3287 321611

Poland +48 781 120 300
Singapore +65 6521 4379

Spain 900 963 298 (toll free)

The Netherlands 0800 022 4525 (toll free)
United Kingdom 0808 234 97 88 (toll free)

Lonza Cologne GmbH — 50829 Cologne Germany

For research use only. Not for use in diagnostic procedures.
The Nucleofector™ Technology is covered by patent and/or
patent pending rights owned by the Lonza Group Ltd or its
affiliates.

Unless otherwise noted, all trademarks herein are marks of the
Lonza Group or its affiliates. The information contained herein
is believed to be correct and corresponds to the latest state of
scientific and technical knowledge. However, no warranty is
made, either expressed orimplied, regarding its accuracy or the
results to be obtained from the use of such information and no
warranty is expressed or implied concerning the use of these
products. The buyer assumes all risks of use and/or handling.
Any user must make his own determination and satisfy himself
that the products supplied by Lonza Group Ltd or its affiliates
and the information and recommendations given by Lonza
Group Ltd or its affiliates are (i) suitable for intended process
or purpose, (ii) in compliance with environmental, health and
safety regulations, and (iii) will not infringe any third party’s
intellectual property rights.

© Copyright 2012, Lonza Cologne GmbH. All rights reserved.
FLTrypanBlueVia 09/12 CD-DS015




