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Introduction

Results 1: T cell proliferation
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Figure 3: Heatmaps of CD4* T cell proliferation in response to AQP4 and MOG peptides in AQP4 and MOG antibody positive
NMOSD patients and healthy controls (HC).

Columns are individual samples with patient or HC ID and rows are different AQP4 (A) and MOG peptides (B) as well as the negative
control DMSO and the positive control tetanus toxoid (TTX). Values range from white (0) to blue (10). Cell division index (CDI) was
calculated as follows: (CD4*CFSE™ cells stimulated with either AQP4 or MOG peptides or TTX (%)) / (vehicle treated CD4*CFSE™ cells
(%)); Cut off: CDI>2

Aims of the study

T cell epitope mapping to identify the immunodominant T cell epitopes of human AQP4 & MOG

using the CFSE proliferation assay

Functional phenotyping of proliferated CD4* T cells

a. Cytokine secretion, particularly GM-CSF, IFN-y, IL-4, IL-6, IL-17A in the supernatants using
commercial ELISA kits

b. IFN-y, IL-4, IL-6 & IL-17A production using flow cytometry-based intracellular staining

Results 2a: Functional phenotyping - ELISA analysis
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response to respective peptides was examined using commercial
ELISA kits and cytokine production, particularly IFN-y, IL-4, IL-6,
IL-17A was determined using a flow cytometry-based intracellular
staining.
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Ten AQP4-antibody and eight MOG-antibody positive NMOSD patients, one paediatric MOG-antibody
positive ADEM patient and ten healthy controls (HC) were included in this study.
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Methods

We performed a T cell epitope mapping using the CFSE proliferation assay (Figure 2). Peripheral blood
mononuclear cells (PBMCs) were stimulated with a library of eight AQP4 and nine MOG peptides
(Figure 1). After eleven days, the proliferation of PBMCs in response to single peptides via the dilution
of the CFSE-staining was analysed by flow cytometry. To gain more information about the functional
phenotype of the proliferated T cells, the cytokine secretion, particularly granulocyte macrophage

ELISA analysis of cytokines secreted in the supernatants after challenging with AQP4 and MOG
peptides was either not detectable (IL-4, IL-17A; not shown) or not specific (GM-CSF, IFN- y, IL-6) and
therefore give no specific information about the functional phenotype of autoreactive T cells.
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Human MOG i | o AQP4 or MOG peptides We identified pro-inflammatory cytokine production (IFN-y, IL-17A) of proliferated CD4* T helper cell

subsets (Th1, Th17) using a flow cytometry-based intracellular staining.
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