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Sera from the patient of RRMS which can downregulate BBB function of
HBMECs was selected. The membrane of HBMECs were biotinylated and its plasma membrane fraction was
isolated by ultracentrifugation. The extracted membrane-protein were immunoprecipitated with IgG
from the RRMS or normal subjects . After separating eluted proteins by SDS-PAGE, specific bands in
the RRMS were determined by mass spectrometry.

We 1dentified the 21 membrane-proteins as targeted auto-antigens in the RRMS. One of them was
known to be relevant to BBB function. In 10 RRMS patients, three patients had the auto-antibody
against this molecule.

We succeeded in construction of the method that allows us to efficiently investigate targeted
antigens from plasma membrane fraction of HBMEC, using the biotinylation of HBMECs and the isolation

of membrane fraction bg ultracentrifugation. This identified antigen could be an immunological
target molecule, contributing to the BBB breakdown in RRMS.
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Membrane proleins were identified from the
spedcific bands by means of mass specirometry.
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Detection of auto-antibodies against the
target proteins from other RRMS patients.

Western bilot of recombinant target
proteins with sera from 10 RRMS patients

30 BBB
10 RRMS



RRMS

BBB
X RRMS RRMS
X BBB RRMS

Western blot analysis of recombinant protein X or Y with
sera from 10 RRMS patients.
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