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AEC Staining Kit

AEC101
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3-Amino-9-ethylcarbazole (AEC) is a chromogen that
is suitable for use with horseradish peroxidase (HRP)

conjugates in immunoblotting and
immunohistochemistry staining procedures. The
reaction of AEC with HRP produces an insoluble end
product that is red in color and can be observed
visually, in 0.05 M acetate buffer at pH 5.1.2

Several theses3-® and dissertations’-12 have cited use

of product AEC101 in their protocols.

Reagents
e Vial 1, Acetate Buffer: Acetate buffer,
2.5M, pH 5.0

e Vial 2, AEC Chromogen:
3-amino-9-ethylcarbazole (AEC) in
N,N-dimethylformamide (DMF)

e Vial 3, Hydrogen Peroxide: 3% H;0; in
deionized water

Storage/Stability
Store this product at 2-8 °C.

Precautions and Disclaimer

For R&D use only. Not for drug, household,
or other uses. Please consult the Safety Data
Sheet for information regarding hazards and
safe handling practices.

Usage

Immunohistochemistry
After application of a peroxidase reagent, wash the

slides. Carefully wipe around the tissue section. The
following steps are carried out at room temperature.

AEC101dat Rev 07/22

SigmaAldrich.com

1. Prepare AEC Substrate Reagent in a test tube
or mixing vial shortly before incubation. In
order, add:

e 4 mL deionized water

e 2 drops Acetate Buffer (Vial 1)

e 1 drop AEC Chromogen (Vial 2)

e 1 drop 3% hydrogen peroxide (Vial 3)
2. Apply 2 drops of AEC Substrate Reagent to

each slide.

2.1. Incubate up to 10 minutes.

2.2. Check the slide microscopically for adequate
chromogen development.

3. When sufficient staining has been achieved, rinse
the slides in deionized water for 5 minutes.
Carefully wipe the slide around the section.

Note: Do not use alcohol-containing solutions for
counterstaining, since the AEC stain formed by this
method is soluble in organic solvents.

Expected Observations: Cytoplasm of positive cells
will be rose-red to brownish-red.

Immunoblot or Dot Blot

After incubation with a peroxidase reagent, wash and
rinse the strips. The following steps are carried out at
room temperature.

1. Prepare AEC Substrate Reagent in a test tube or
petri dish shortly before incubation. In order, add:
e 4 mL deionized water

2 drops Acetate Buffer (Vial 1)

1 drop AEC Chromogen (Vial 2)

e 1 drop 3% hydrogen peroxide (vial 3)

2. Add strips to AEC Substrate Reagent. Incubate for
5-10 minutes until a clear red insoluble signal is
obtained for the positive control.

3. Wash the strips in several changes of
deionized water.
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Expected Observations:

e Rose-red insoluble precipitates in the form of
bands or dots.

e The nitrocellulose strip will normally have a
slight reddish background.
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Notice

We provide information and advice to our customers
on application technologies and regulatory matters to
the best of our knowledge and ability, but without
obligation or liability. Existing laws and regulations
are to be observed in all cases by our customers. This
also applies in respect to any rights of third parties.
Our information and advice do not relieve our
customers of their own responsibility for checking the
suitability of our products for the envisaged purpose.

The information in this document is subject to change
without notice and should not be construed as a
commitment by the manufacturing or selling entity, or
an affiliate. We assume no responsibility for any
errors that may appear in this document.

Visit the tech service page at

SigmaAldrich.com/techservice.

Warranty, use restrictions, and other conditions of

sale may be found at SigmaAldrich.com/terms.

For the location of the office nearest you, go to

SigmaAldrich.com/offices.

Merck and Sigma-Aldrich are trademarks of Merck KGaA, Darmstadt, Germany or its affiliates.

All other trademarks are the property of their respective owners. Detailed information on

trademarks is available via publicly accessible resources.
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