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Abstract

This protocol details the in-vitro phosphatase assay.
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Materials

Lysis Buffer:

A B

Tris- HCl, pH 7.4 20 mM

NaCl 150 mM

EDTA 1 mM

EGTA 1 mM

Triton X-100 1%

Protease-inhibitor cocktail, but no phosphatase
inhibitors

1x phosphatase buffer:

A B

Tris- HCl, pH 7.4 50 mM

NaCl 100 mM

DTT 2 mM

MnCl2 1 mM

Pierce&trade; Detergent Compatible Bradford Assay Kit Thermo Fisher Catalog #23246
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Procedure 1h 5m

1 To verify the activity of our recombinantly purified λ phosphatase, collect HeLa cells by

trypsinisation and wash the cell pellet with PBS once before cells were lysed in lysis

buffer.

Lysis buffer:

A B

Tris- HCl, pH 7.4 20 mM

NaCl 150 mM

EDTA 1 mM

EGTA 1 mM

Triton X-100 1%

Protease-inhibitor cocktail, but no
phosphatase inhibitors

2 Lyse the cells for 00:20:00 On ice  before cell lysates were cleared by

centrifugation at 20000 x g, 4°C, 00:10:00 .

3 Determine the protein concentrations of the cleared protein lysates with the Pierce

Detergent Compatible Bradford Assay Kit (23246, Thermo Fisher) and incubate the equal

amounts with or without home-made λ phosphatase in 1x phosphatase buffer diluted

from a 10x stock.

1x phosphatase buffer:

A B

Tris- HCl, pH 7.4 50 mM

NaCl 100 mM

DTT 2 mM

MnCl2 1 mM

30m
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4 For this, protein samples were, where necessary, supplement with lysis buffer to a total

volume of 45 µL  and supplement with 5 µL  of 10x phosphatase buffer.

5 The total amount of protein lysate depends on the abundance of the target protein you

want to verify with western blotting. However, for us, this typically ranges between 

50 µg - 500 µg  in total.

6 Incubate the samples for 00:30:00  at 30 °C  before reactions were terminated

by the addition of protein loading dye and heat inactivation for 00:05:00  at 

95 °C .

7 Analyse the samples by SDS-PAGE and western blotting.

8

Note

Note, some detergents can inhibit the phosphatase reaction, in that case opening the cells
with a 26G needle can serve as a substitute in following buffer (50 mM HEPES pH 7.4, 100
mM NaCl, 2 mM DTT).

35m
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