
A 38, A 40, and A 42 Peptide Immunoassays

That Can be Multiplexed
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The A  peptides are fragments of the amyloid precursor protein (APP) formed by sequential cleavage of APP by 

-secretase and -secretase.  One of the A  peptides, A 42, is the major component of amyloid plaques, the 

extra-cellular protein deposits characteristically seen in the brains of patients with Alzheimer’s Disease (AD).  A great 

deal of AD research involves very sensitive measurements of different A  peptides in a wide range of samples, 

including cell culture medium, rodent brain homogenates, and human cerebrospinal fluid (CSF).  In the development of 

novel immunoassays for A 38, A 40, and A 42 peptides, we first produced new peptide-specific monoclonal 

antibodies.  The multiplexing capability of MSD technology was employed to screen hybridomas against all three 

peptide sequences, so that only highly specific, strongly reactive hybridomas were selected for further development.  

By screening for antigen reactivity and specificity simultaneously, the time and effort involved in developing clones 

was minimized.  The new antibodies were used to develop highly sensitive immunoassays against the A  peptides.  

On MSD plates, the most sensitive human-specific assays that have been developed are singleplex assays, with 6E10 

capture antibody and peptide-specific detection antibodies.  The performance of these assays is not significantly 

affected by complex matrices, and peptide levels in human CSF can be measured with high sensitivity.  Using 4G8 as 

a detection antibody and our new peptide-specific antibodies as capture antibodies, a triplex peptide assay has been 

developed that can be used to simultaneously detect A 38, A 40, and A 42 in a variety of sample types, including 

human CSF.  All of the peptide assays can be multiplexed with a variety of other assays, including total and 

phosphorylated tau, and soluble APPs.
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MSD MULTI-ARRAYTM   Technology and MULTI-SPOT® Plates
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Antibody Screening Protocol
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Antibody Screening Sample Results
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Western Blot Demonstrating Specificity of Monoclonal Peptide Antibodies Selected by Multiplex Screening Method

Human (6E10) Ultra-Sensitive Singleplex A 38 Assay
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Human (6E10) Ultra-Sensitive Singleplex A 40 Assay

Human (6E10) Ultra-Sensitive Singleplex A 42 Assay
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Detection of A 38 in Human CSF with MSD Human Ultra-Sensitive Singleplex Assay

Detection of A 40 in Human CSF with MSD Human Ultra-Sensitive Singleplex Assay
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Detection of A 42 in Human CSF with MSD Human Ultra-Sensitive Singleplex Assay

Calculation of Endogenous CSF Levels of each Peptide in Individual Patient Samples Using the 
Ultra-Sensitive Singleplex Peptide Assays
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Use of the Amyloid Peptide Triplex Assay for Determination of Peptide Levels
in a Human CSF Sample - 4G8 Detection
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Conclusions


