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or safety advice, or otherwise; content added to protocols.io is not peer reviewed and may not have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

Co-Immunoprecipitation assays in HEK cells
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**xTransfect HEK293T Cells** - Transfect HEK293T cells with Ezrin/Atg7 cDNA using X-
tremeGENE HP (Roche) 36 hours prior to lysis. - Grow cells to 85-90% confluency.

**xCollect Cells for Lysis** - At 36 hours post-transfection, rinse cells with 1x PBS. -
Collect cells for lysis.

**xLysis and Protein Extraction** - Briefly vortex cells in chilled membrane solubilization
buffer (25 mM HEPES, 150 mM KClI, 1.5 mM MgClI2, 0.5% NP-40, 10% Glycerol) with
protease (cOmplete, Roche) and phosphatase (PhosSTOP, Roche) inhibitors.

**xEqualize Protein Concentrations** - Use the Pierce™ BSA Protein Assay Kit (Thermo
Fisher) and CLARIOstar Plus Plate Reader (BMG Labtech) to determine protein
concentrations. - Equalize cell lysate concentrations.

**|ncubate with Magnetic Beads** - Incubate equalized cell lysates with Pierce™ Anti-c-
Myc Magnetic Beads (Thermo Fisher) for 6 hours at 4°C while rotating.

*x\Wash Magnetic Beads** - Wash beads with chilled lysis buffer.

*xE|ute Protein Samples** - Elute protein samples from beads by adding 2x
Bromophenol Blue-free Laemmli Sample Buffer. - Heat samples to 95°C for 5 minutes.

*xPerform Western Blot Analysis** - Subject eluted protein samples to western blot
analysis using a SimpleWestern Jess (ProteinSimple) automated immunoassay system
with a 12-230 kDa Fluorescence Separation module and the manufacturer's protocol.

*xPrimary Antibodies for Detection** - Use the following primary antibodies: - Anti-Myc
(Rabbit, 1:40, Cell Signaling Technologies, mAb#2278) - Anti-HA (Rat, 1:20, Roche,
11867423001)

*xSecondary Antibodies for Signal Detection** - Use the following fluorescently
conjugated secondary antibodies at a 1:100 dilution: - IRDye® 680RD Goat anti-Rabbit
IgG (LI-COR, 926-68071) - IRDye® 680RD Goat anti-Rat IgG (LI-COR, 926-68076)

*xQuantify Protein Signals** - Quantify protein signals using the Simple Western
Compass software. - Utilize quantitative electropherograms of detected signals. -
Background-subtract and normalize Ezrin co-immunoprecipitation signal intensity to
Ezrin protein load and Atg7 IP levels for statistical analysis.

*xStatistical Analysis** - Perform statistical analysis in GraphPad Prism 9. - Use One-
way ANOVA with Tukey's multiple comparisons test. - Set alpha threshold to 0.05.
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