Beta-Galactosidase Staining Kit Protocol-At-A-Glance
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l. Introduction

The Beta-Galactosidase Staining Kit (Cat. No. 631780) provides a complete set of reagents for X-gal detection
of beta-galactosidase expression in mammalian cells.

Il. Required Materials
Supplied in Kit:

e X-Gal Solution (20 mg/ml)
e Staining Solution 1*

e Staining Solution 2*

e Staining Solution 3

e 10X Fixing Buffer*

e 10X PBS

*CAUTION: Due to their toxic properties, wear gloves and take appropriate precautions (see MSDS) when using
Fixing Buffer (Section 111, Steps 2-5) and Staining Solutions 1 and 2 (Section 111, Steps 4-8).
Not Supplied:
e Deionized H,0

e 37°C incubator
e Light microscope
e 35 mm cell culture dishes
Ill.  Staining Protocol (35 mm Dish Format)
1. Gently wash the cells with 2 ml of 1X PBS in a 35 mm* cell culture dish.
* Scale up as needed if you are using a larger dish.
NOTE: Washing too vigorously can cause detachment of less adherent cells.
2. Add 2 ml of 1X Fixing Buffer* to the dish.
* Prepare 1X Fixing Buffer by diluting 200 ul of 10X Fixing Buffer 1:10 with deionized H,0.
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3.

Incubate 5-10 minutes at room temperature.
NOTE: Longer fixation times can result in enzyme inactivation and loss of signal.

While the cells are fixing, prepare the appropriate amount of X-Gal Staining Mix (Table I).

Table 1. Preparing X-Gal Staining Mix

Component 1 Dish 6 Dishes
X-Gal Solution 100 pl 600 pl
Staining Solution 1 20 120 pl
Staining Solution 2 20 pl 120 pl
Staining Solution 3 20 pl 120 pl
1X PBS 1.84 ml 11.04 ml
Total Volume 2ml 12 ml

NOTE: If there is a visible precipitate after thawing the staining solutions, warm to 37°C and vortex until
dissolved.
5. Wash the dish twice with 2 ml of 1X PBS.

NOTE: Thorough washing is necessary to remove the Fixing Buffer in order to prevent inhibition of the
enzyme reaction.

6. Add 2 ml of the X-Gal Staining Mix to the dish.
7. Incubate the dish at 37°C for 1 hr to overnight.

8. Assay for development of blue color using light microscopy.

Contact Us For Assistance \

Customer Service/Ordering Technical Support

Telephone: 800.662.2566 (toll-free) Telephone: 800.662.2566 (toll-free)
Fax: 800.424.1350 (toll-free) Fax: 650.424.1064

Web: www.clontech.com Web: www.clontech.com

E-mail: orders@clontech.com E-mail: tech@clontech.com

Notice to Purchaser

Clontech products are to be used for research purposes only. They may not be used for any other purpose, including, but not limited to, use in drugs, in vitro diagnostic
purposes, therapeutics, or in humans. Clontech products may not be transferred to third parties, resold, modified for resale, or used to manufacture commercial products
or to provide a service to third parties without prior written approval of Clontech Laboratories, Inc.

Your use of this product is also subject to compliance with any applicable licensing requirements described on the product’s web page at http://www.clontech.com. It is
your responsibility to review, understand and adhere to any restrictions imposed by such statements.

Clontech and the Clontech logo are trademarks of Clontech Laboratories, Inc. All other marks are the property of their respective owners. Certain trademarks may not
be registered in all jurisdictions. Clontech is a Takara Bio Company. ©2012 Clontech Laboratories, Inc.

This document has been reviewed and approved by the Clontech Quality Assurance Department.
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