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EIA for Quantitative Determination of
anti-Muscarinic Cholinergic Receptor 4 (M4)-Antibodies

Introduction

Muscarinic cholinergic receptors, or mAChRs, are
acetylcholine receptors that form G protein-receptor
complexes in the cell membranes of certain neurons
and other cells. Autoantibodies against M4 AChR are
significantly elevated in patients suffering from
chronic fatigue syndrome (CFS) [/ myalgic
encephalomyelitis (ME). Muscarinic cholinergic
receptor 4 (M4) autoantibodies are present in a
subset of 20-30% of chronic fatigue syndrome
patients..

The CellTrend anti-muscarinic cholinergic receptor 4
(M4)-Antibody EIA is designed for the determination
of antibodies against the muscarinic cholinergic
receptor 4 (M4) in serum.

Principle of the assay

The CellTrend muscarinic cholinergic receptor 4
(M4)-EIA is an antibody screening test. M4 receptor
has been pre-coated onto a microtiter plate. During
the first incubation the anti-muscarinic cholinergic
receptor 4-antibodies of the samples are immobilised
on the plate. The autoantibodies are detected with a
POD labeled anti-human IgG antibody. In the
following enzymatic substrate reaction the intensity
of the colour correlates with the concentration and/ or
avidity of anti-muscarinic cholinergic receptor 4-
antibody.

Performance Characteristics

Standard curve:
5 standards between 2.5 U/ml and 40 U/mi

cut off (Lobel et al, Brain Behav Immun 2015):
positive (95% percentile): 7.0 Units/ml

at risk (90% percentile): 5.0 — 7.0 Units/ml

Sample materials:
Serum

Intraassay-Precision:
(n=10)
Sample 1 (6.6 U/ml): 7.3%

Interassay-Precision:
(n=10)
Sample 1 (8,8 U/ml): 12,5%

Assay Procedure

Incubation of samples/ standards/ controls
Wash

Incubation of detection antibody

Wash

Substrate incubation

Add Stopp solution

Read at 450nm

Order informations

Typical Standard Curve

Cormerentan v

100 pl 2 hrs, 4°C

100 pl 1 hr, room temperature

100 pl/well
100 pl/well

30 min, room temperature
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For further information about this kit, its application or the procedures in this
kit insert, please contact the Technical Service Team at Eagle Biosciences, Inc.
atinfo@eaglebio.comor at 866-411-8023.

Warranty Information

Eagle Biosciences, Inc. warrants its Product(s) to operate or perform substantially in
conformance with its specifications, as set forth in the accompanying package insert.
This warranty is expressly limited to the refund of the price of any defective Product
or the replacement of any defective Product with new Product. This warranty applies
only when the Buyer gives written notice to the Eagle Biosciences within the
expiration period of the Product(s) by the Buyer. In addition, Eagle Biosciences has no
obligation to replace Product(s) as result of a) Buyer negligence, fault, or misuse, b)
improper use, ¢) improper storage and handling, d) intentional damage, or e) event
of force majeure, acts of God, or accident.

Eagle Biosciences makes no warranties, either expressed or implied, except as
provided herein, including without limitation thereof, warranties as to marketability,
merchantability, fitness for a particular purpose or use, or non-infringement of any
intellectual property rights. In no event shall the company be liable for any indirect,
incidental, or consequential damages of any nature, or losses or expenses resulting
from any defective product or the use of any product. Product(s) may not be resold,
modified, or altered for resale without prior written approval from Eagle Biosciences,
Inc.

For further information about this kit, its application or the procedures in this kit,
please contact the Technical Service Team at Eagle Biosciences, Inc. at
info@eaglebio.com or at 866-411-8023.
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