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This year, the first year of the project, salivary gland samples, mainly for Sjégren's syndrome, were
collected and partially analyzed. To be specific, several samples of salivary gland tissue were
collected from four groups of patients: serum anti-SSA antibody-positive Sjégren's syndrome
patients, serum anti-centromere antibody-positive Sjégren's syndrome patients, both antibody-
positive patients, and both antibody-negative non-Sjégren's syndrome patients, and gene
expression analysis was performed. The data from salivary gland epithelial cells are being
immunostained to identify specifically expressed proteins that may serve as markers for each cell
type. We will now proceed with the analysis of lymphocytes. We will analyze the TCR and BCR of
each cell, express major clone antibodies as recombinant proteins, analyze the reactivity, and
examine whether each cell is an autoantibody-producing cell. By analyzing the expression between
autoreactive and non-autoreactive cells, we will identify autoreactive lymphocytes that may be at
the center of the disease and search for therapeutic targets.

In collecting the samples, we fortuitously obtained several salivary gland samples derived from
patients with serum autoantibodies that are not commonly reported in Sjégren's syndrome. Based
on our experience, we assumed that these autoantibodies might be produced in the salivary gland
tissue. Therefore, B cells infiltrating in the salivary glands were single-cell sorted to obtain cDNA,
from which the immunoglobulin sequences of each cell were amplified by PCR and sequenced.
The obtained sequences were inserted into an expression vector to create a tissue-derived
antibody library. The reactivity and specificity of more than 100 antibodies produced to date have
been analyzed, and it was confirmed that many of them react with anti-nuclear antibody (ANA) test,
indicating that these were autoantibodies. Further detailed analysis of the corresponding antigens
is currently in progress. The identified autoantigens will be screened against sera of a number of
autoimmune diseases stored in the department to make sense of what pathologies they are
associated with.
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Single cell analysis of lesion sites in Sjogren’s syndrome
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This year, the first year of the project, salivary gland samples, mainly for Sjogren’s syndrome, were collected and partially analyzed. To
be specific, several samples of salivary gland tissue were collected from four groups of patients: serum anti—-SSA antibody—positive
Sjégren’s syndrome patients, serum anti—centromere antibody—positive Sjdgren’s syndrome patients, both antibody—positive patients,
and both antibody—negative non—Sjégren’s syndrome patients, and gene expression analysis was performed. The data from salivary
gland epithelial cells are being immunostained to identify specifically expressed proteins that may serve as markers for each cell type.
We will now proceed with the analysis of lymphocytes. We will analyze the TCR and BCR of each cell, express major clone antibodies
as recombinant proteins, analyze the reactivity, and examine whether each cell is an autoantibody—producing cell. By analyzing the
expression between autoreactive and non—autoreactive cells, we will identify autoreactive lymphocytes that may be at the center of
the disease and search for therapeutic targets.

In collecting the samples, we fortuitously obtained several salivary gland samples derived from patients with serum autoantibodies
that are not commonly reported in Sjégren’s syndrome. Based on our experience, we assumed that these autoantibodies might be
produced in the salivary gland tissue. Therefore, B cells infiltrating in the salivary glands were single—cell sorted to obtain cDNA, from
which the immunoglobulin sequences of each cell were amplified by PCR and sequenced. The obtained sequences were inserted into
an expression vector to create a tissue—derived antibody library. The reactivity and specificity of more than 100 antibodies produced
to date have been analyzed, and it was confirmed that many of them react with anti-nuclear antibody (ANA) test, indicating that
these were autoantibodies. Further detailed analysis of the corresponding antigens is currently in progress. The identified
autoantigens will be screened against sera of a number of autoimmune diseases stored in the department to make sense of what
pathologies they are associated with.
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