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or safety advice, or otherwise; content added to protocols.io is not peer reviewed and may not have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

Protein extraction and Western blotting

protocols.io | https://dx.doi.org/10.17504/protocols.io.rm7vzb44xvx1/v1 July 10, 2024 2/3



http://protocols.io/
http://protocols.io/
https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.rm7vzb44xvx1/v1

€3} protocols.io Partof SPRINGERNATURE

1. Protein was extracted from cultured rat astrocytes using membrane solubilization buffer (25 mM Tris pH 7.4, 150
mM NaCl, 1 mM CaCl,, 1 mM MgCl,, 0.5% NP-40, and protease inhibitors).

2. Cultured astrocytes were washed twice with ice-cold TBS containing 1 mM CaCly,and 1 mM MgCl,and

incubated on ice in membrane solubilization buffer for 20 minutes with occasional agitation.

3. Cell lysates were collected, vortexed briefly, and centrifuged at 4°C at high speed for 10 minutes to pellet non-
solubilized material. The supernatant was collected and stored at -80°C.

4. Pierce BSA Protein Assay Kit (Thermo Fisher) was used to determine protein concentration, and lysates were
mixed with 4x Pierce™ Reducing Sample Buffer (Thermo Scientific) and incubated at 45°C for 45 minutes to
denature proteins.

5. 7-10 ug (cultured astrocyte lysates) of protein was loaded into Bolt™ 4-12% Bus-Tris Plus gels (Thermo
Scientific) and run at 150 V for 1 hour.

6. Proteins were transferred at 100 V to PVDF membrane (Millipore) for 1.5 hours, blocked in 5% BSA in TBST (137
mM NaCl, 2.68 mM KCI, 24.7 mM Tris-Base, 0.1% (w/v) Tween 20) for 1 hour and incubated in primary antibodies
overnight at 4°C.

7. Primary antibodies used were: anti-LRRK2 (Rabbit, 1:500; ab133474, abcam), GAPDH (mouse, 1:5000; ab8245,
abcam), B-actin (mouse, 1:5000; A5441, Millipore Sigma), phospho-ERM (Rabbit, 1:500; #3141, Cell Signaling),
ERM (Rabbit, 1:500; #3142, Cell Signaling), phospho-Rab10 (Rabbit, 1:500; ab230261, abcam), Rab10 (Rabbit,
1:500; ab237703, abcam).

8. The next day, membranes were washed with TBST, incubated in HRP secondary antibodies (Thermo Fisher
Scientific) for 2 hours, washed in TBST, and imaged on a Biorad Gel Doc imaging system.

9. Protein levels were quantified using FIJI.
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