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Procedure for Using EDC for Coupling Peptide or Haptens to a Carrier Protein
Materials Required

"I 1Carrier protein: 2 mg keyhole limpet hemocyanin (KLH)

[100Conjugation Buffer: 0.1 M MES (2-[N-morpholino] ethane sulfonic acid), pH 5.0
1JEDC: 10 mg

"1Hapten or peptide: 1mg

Procedure

1. Equilibrate EDC to room temperature.

2. Add 2 mg of KLH to 200 pl Conjugation Buffer.

3. Dissolve up to 1 mg of the peptide or hapten in 500 pl of Conjugation Buffer and add
it to the 200 pl carrier protein solution.

4. For KLH conjugation, dissolve 10 mg of EDC in 1 ml of ultrapure water and
immediately add 100 pl of this solution to the carrier-peptide solution.

5. React for 2~3 hours at room temperature.

6. Purify the conjugate using a desalting column, sterile filter the conjugate and store in



a sterile container at 4°C or -20°C.
Schematic diagram

EDC reacts with a carboxyl group first and forms an amine-reactive O-acylisourea
intermediate that quickly reacts with anamino group to form an amide bond and release
of an isourea by-product.
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