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Protocol status: Working

We use this protocol and it's working
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Disclaimer

DISCLAIMER – FOR INFORMATIONAL PURPOSES ONLY; USE AT YOUR OWN RISK

The protocol content here is for informational purposes only and does not constitute legal, medical, clinical,

or safety advice, or otherwise; content added to protocols.io is not peer reviewed and may not have

undergone a formal approval of any kind. Information presented in this protocol should not substitute for

independent professional judgment, advice, diagnosis, or treatment. Any action you take or refrain from

taking using or relying upon the information presented here is strictly at your own risk. You agree that

neither the Company nor any of the authors, contributors, administrators, or anyone else associated with 

protocols.io, can be held responsible for your use of the information contained in or linked to this protocol

or any of our Sites/Apps and Services.

Abstract

This protocol describes how to detect alpha-synuclein protein  in mouse dorsal medulla oblongata tissue  by

western blot 
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Materials

Laemmli SDS sample buffer, not reducing

Laemmli SDS-Sample buffer, not reducing Thermo Scientific Catalog #J60660.AC

Towbin transfer buffer

25 mM Tris

192 mM glycine

8.3

20% methanol (vol/vol).

1 L of buffer:

- 800 mL distilled H2O

- 200 mL methanol

- 3.03 g Tris base

- 14.4 g Glycine

Troubleshooting

protocols.io | https://dx.doi.org/10.17504/protocols.io.rm7vzjb22lx1/v1 May 17, 2024 3/6

https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.rm7vzjb22lx1/v1


Sample preparation 1d 4h 16m

1 Tissue homogenization

1.1 Homogenise samples in 150 µL ice-cold lysis buffer  (1% Triton X-100 in 0.1 M phosphate

buffered saline solution, 7.6  , supplemented with protease and phosphatase

inhibitors. 

1.2 Centrifuge samples 14000 x g, 4°C, 00:30:00

1.3 Transfer supernatants into pre-cooled test tubes.

1.4 Measure protein concentration (e.g. BCA method).

1.5 Mix 4 µg samples in Laemmli sample buffer supplemented with 5 % beta-

mercaptoethanol.

1.6 Heat samples 95 °C 00:05:00

2 Electrophoresis and transfer

2.1 Separate samples (4 µg total protein) by polyacrylamide gel electrophoresis using

precast Bolt™ 4-20% Bis-Tris, 1.0 mm, Mini Protein Gels at 120 V 01:20:00  or until

dye front reaches the bottom of the gel. Run with pre-stained size markers

2.2 Soak nitrocellulose membrane (pore size: 0.2 µm) with Towbin buffer (see materials)

2.3 Soak transfer sandwich components (2 sheets of filter paper and 2 blotting pads) in

Towbin transfer buffer and assemble in the transfer cassette in the following order:

cathode plate

1 x blotting pad

1 x filter paper

30m

5m

1h 20m
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gel

nitrocellulose membrane

1 x filter paper

1 x pad

Use a roller to remove any air bubbles

2.4 Place cassette in transfer tank and transfer protein onto 0.2 µm nitrocellulose

membranes (300 mA,  01:30:00   in cold Towbin buffer.

2.5 Rinse membranes with TBS 00:00:30

3 Immunodetection of protein bands

3.1 Block non-specific binding sites with blocking solution (TBS-T: TBS containing 2% BSA

and 0.05 % Tween-20) for 01:00:00

3.2 Incubate membranes in blocking solution containing mouse anti-α-synuclein (1:1000;

RRID:AB_398108) and rabbit anti-β-actin (1:1000; RRID:AB_2305186) 18:00:00

Room temperature

3.3 Wash with TBS-T  00:05:00 4x

3.4 Incubate membrane with peroxidase-conjugated goat anti-mouse and goat anti-rabbit

IgG in TBS-T (1:5000 each). 00:00:00 RT

3.5 Wash with TBS-T 00:05:00 4x

3.6 Incubate membrane with ECL 00:00:30

3.7 Visualize ECL stained membrane using a BioRad ChemiDoc™. 

1h 30m

30s

1h

18h

5m

5m

30s
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