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Protocol status: Working
We use this protocol in our lab and it is a great time saver.
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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or safety advice, or otherwise; content added to protocols.io is not peer reviewed and may not have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 is a simple slot/dot blot protocol for detecting antigen on a membrane. Using the method outline here, one
can achieve results in under 90 min because it eliminates the need for running a gel, transfering the protein in a
transfer apparatus, blocking, secondary antibody incubation and the washes between primary and secondary
antibodies.

Troubleshooting
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Set up Slot/Dot blot apparatus

1

1. Assemble 3 sheets of cut GBOO3 blotting paper pre-wetted with transfer buffer (25
mM Tris, 200 mM Glycine, 20% methanol) to the dot blot apparatus.

2. Pre-wet a cut sheet of PVDF in 100% methanol for 30 sec and then wash the PDVF in

transfer buffer for 2 min.
3. Lay the PVDF membrane on the GB0OO3 blotting paper and seal the slot/Dot blot
apparatus.

Add sample

2

1. Apply individual (or pooled) saliva or processed nasal swabs to the slot/dot blot
apparatus making note of sample location.

2. Turn on the vacuum source so the sample get drawn onto the membrane.

3. Disassemble the slot/dot blot apparatus and place the membrane back in 100 %
methanol.

4. Air dry the membrane for 5 minutes.

Incubate with HRP-conjugated antibody, wash and develop

3

1. Once the membrane is dry, add it to 10 ml of TBST (20 mM Tris, 150 mM NacCl, 0.1%
Triton X-100, pH 7.5) (or PBST) containing HRP-conjuated antibody and incubate with
gentle shaking 40 minutes.

2. Wash the blot 4 times for 5 minutes with 10 ml of TBST

3. Add ECL or colorimetric substrate, develop for 2-5 min, and image blot.

4. Record the results.
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