INSTRUCTIONS Thermo

Mammalian B-Galactosidase
Assay Kit

/5707 75710 0861.3

Number Description
75707 Mammalian B-Galactosidase Assay Kit
Kit Contents:
Pierce™ B-Galactosidase Assay Reagent, 25mL, (Product No. 75705)

M-PER™ Mammalian Protein Extraction Reagent, 25mL (may be purchased separately as Product
No. 78503, see Related Thermo Scientific Products)

B-Galactosidase Assay Stop Solution, 25mL, (Product No. 75706)

75710 Pierce B-Galactosidase Assay Reagent, 3 x 25mL (3 x Product No. 75705)

Storage: Upon receipt store the Pierce B-Gal Assay Reagent at -20°C. Store all other components at
room temperature. Product shipped on dry ice.
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Introduction

The Thermo Scientific Mammalian p-Galactosidase Assay Reagent Kit is a simple and versatile assay to measure 3-
galactosidase activity in cultured mammalian cells. Cells grown on a plate may be lysed and tested for B-galactosidase
activity by adding a single solution. Alternatively, Thermo Scientific M-PER Mammalian Protein Extraction Reagent may be
used to prepare lysate from washed adherent or pelleted cells, and then a portion of the lysate used to assay for -
galactosidase activity. With M-PER Reagent, there is no need to scrape cells or to perform freeze-thaw cycles. The remaining
lysates prepared with M-PER Reagent may be used for applications such as reporter assays (luciferase, p-galactosidase and
chloramphenical acetyltransferase), protein kinase assays (PKA, PKC, and tyrosine kinase), immunoassays (Western blot,
ELISA, RIA) and protein purification.

Procedure for Adherent Cells in a Microplate

Two methods to measure B-Galactosidase activity from adherent cells are presented. Method 1 is a procedure to assay total
cell lysate in a well. Method 2 is a procedure to lyse and measure only a portion of the cell lysate, reserving some of the
lysate for other purposes.

e Method 1: Directly assay all cells

1. Slowly thaw and equilibrate the B-Galactosidase Assay Reagent to room temperature (do not heat).
2. Wash cells once with phosphate buffered saline (PBS), pH 7.2.
3

Add 100pL of B-Galactosidase Assay Reagent to each well. (If a portion of the lysate is to be used for another assay, see
Method 2).

4. Cover plate and incubate for 30 minutes at 37°C.
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Stop reaction by adding 100-150pL of B-Galactosidase Assay Stop Solution to each well.

Note: Stopping the reactions is optional. However, if the absorbance is to be measured using a plate reader immediately
after incubation, it is not necessary to stop the reactions.

Measure absorbance at 405nm.

Method 2: Assay a portion of the lysate

Wash cells once with phosphate buffered saline (PBS), pH 7.2.

Add 50uL M-PER Reagent to each well.

Incubate plate at room temperature for 5 minutes with gentle shaking.

Remove the portion of lysate to be reserved for other purposes.

Add an amount of B-Galactosidase Assay Reagent equal to the volume of lysate remaining in the well.
Cover plate and incubate for 30 minutes at 37°C.

Stop the reaction by adding 100-150uL of B-Galactosidase Assay Stop Solution to each well.

Note: Stopping the reactions is optional. However, if the absorbance is to be measured using a plate reader immediately
after incubation, it is not necessary to stop the reactions.

Measure absorbance at 405nm.

Procedure Cells in Suspension

1.
2.

10.

11.

Slowly thaw and equilibrate the B-Galactosidase Assay Reagent to room temperature (do not heat).
Harvest cells by centrifugation at 2500 x g for 10 minutes. Discard supernatant.
Note: If using adherent cells, wash and trypsinize cells before performing step 2.

Wash cells by re-suspending the pellet in a suitable volume of a desired wash buffer (e.g., phosphate buffered saline,
PBS). Centrifuge cells again at 2500 x g for 10 minutes. Discard supernatant.

Add M-PER Reagent to the cell pellet. For every 1 gram of wet cell paste, add 10mL of M-PER Reagent (see Table 1 for
M-PER Reagent volume guidelines).

Note: If a large amount of cell paste is used, add 1/10 the final volume of M-PER Reagent to cell pellet. Gently agitate
or pipette mixture to re-suspend cells until a homogeneous solution is obtained, then add the remainder of the required
M-PER Reagent to the cell suspension.

Gently agitate cell suspension for 10 minutes at room temperature.

Remove cell debris from lysate by centrifugation at 27,000 x g for 15 minutes. The supernatant obtained from this
treatment is clarified cell extract.

Transfer 50uL of the clarified cell extract into a microplate well.

Add 50puL of the B-Galactosidase Assay Reagent to the well.

Cover plate and incubate for 30 minutes at 37°C.

Stop the reaction by adding 100-150uL of B-Galactosidase Assay Stop Solution to each well.

Note: Stopping the reactions is optional. However, if the absorbance is to be measured using a plate reader immediately
after incubation, it is not necessary to stop the reactions.

Measure absorbance at 405nm.
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Procedure for Cell Lysates

1. Slowly thaw and equilibrate the B-Galactosidase Assay Reagent to room temperature (do not heat).
2. Transfer 50pL of cell extract into a microplate well.

3. Add 50pL of the B-Galactosidase Assay Reagent to the well.

4. Incubate for 30 minutes at 37°C.

5. Stop the reaction by adding 100-150uL of B-Galactosidase Assay Stop Solution to each well.

Note: Stopping the reactions is optional. However, if the absorbance is to be measured using a plate reader immediately
after incubation, it is not necessary to stop the reactions.

6. Measure absorbance at 405nm.

Table 1. Suggested volume of Thermo Scientific M-PER Reagent for
different-sized plates.

Plate Diameter Volume of M-PER Reagent
100mm 500-1000uL
60mm 250-500pL
6-well plate 200-400uL per well
24-well plate 100-200pL per well
96-well plate 50-100uL per well

Related Thermo Scientific Products

75705 Pierce B-Galactosidase Assay Reagent, 25mL

75706 B-Galactosidase Assay Stop Solution, 25mL

78503 M-PER Mammalian Protein Extraction Reagent, 25mL
78501 M-PER Mammalian Protein Extraction Reagent, 250mL
78243 B-PER™ Bacterial Protein Extraction Reagent, 165mL
78248 B-PER Bacterial Protein Extraction Reagent, 500mL
75768 Yeast B-Galactosidase Assay Kit

78990 Y-PER™ Yeast Protein Extraction Reagent, 500mL
23225 Pierce BCA Protein Assay Kit

23236 Pierce Coomassie Plus (Bradford) Protein Assay Kit

This product (“Product”) is warranted to operate or perform substantially in conformance with published Product specifications in effect at the time of sale,
as set forth in the Product documentation, specifications and/or accompanying package inserts (“Documentation”) and to be free from defects in material and
workmanship. Unless otherwise expressly authorized in writing, Products are supplied for research use only. No claim of suitability for use in applications
regulated by FDA is made. The warranty provided herein is valid only when used by properly trained individuals. Unless otherwise stated in the
Documentation, this warranty is limited to one year from date of shipment when the Product is subjected to normal, proper and intended usage. This
warranty does not extend to anyone other than the original purchaser of the Product (“Buyer”).

No other warranties, express or implied, are granted, including without limitation, implied warranties of merchantability, fitness for any particular
purpose, or non infringement. Buyer’s exclusive remedy for non-conforming Products during the warranty period is limited to replacement of or
refund for the non-conforming Product(s).

There is no obligation to replace Products as the result of (i) accident, disaster or event of force majeure, (ii) misuse, fault or negligence of or by Buyer, (iii)
use of the Products in a manner for which they were not designed, or (iv) improper storage and handling of the Products.

Current product instructions are available at www.thermoscientific.com/pierce. For a faxed copy, call 800-874-3723 or contact your local distributor.

© 2012 Thermo Fisher Scientific Inc. All rights reserved. Unless otherwise indicated, all trademarks are property of Thermo Fisher Scientific Inc. and its
subsidiaries. Printed in the USA.
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