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Biotherapeutic T-Cell Epitopes
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Purified peptides are analyzed by LC-
MS/MS using nano-scale
chromatography combined with a Fusion
Lumos mass spectrometer using

100 7 electron-transfer/higher-energy collision
dissociation (EThcD) fragmentation.
MaxQuant is used for peptide

Intensity
[ ]

I I I
Time (min)

0
o

o

1 1 1 1 1 1 1 1 1
=

-

Input Amount

Lysis Buffer

Using an ELISA that detects the intact Class || heterodimer, we optimized lysis
buffer formulations, IP antibodies, and IP sorbents to maximize Class Il
immunoaffinity capture.

Human dendritic cells are adept at ingesting apoptotic whole cells, immune
complexes, and insoluble aggregates, and then processing those materials
for presentation on Class Il.

We used the commercial biologic Remicade to assess treatment conditions
with samples from two donors.

 Peptides presented by MHC class Il are capable of stimulating T cell
proliferation. One of the peptides discovered by LC-MS/MS (red box, “Peptide
ID”) was synthesized and fed to PBMCs from the same donor from the
discovery experiment (Donor 1) and another donor not known to present
Remicade peptides (Donor 2). After 5 days in culture, T cell proliferation in
the presence of this peptide was assessed by EdU incorporation analyzed by

. e . . _ flow cytometry.
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* Quantity of input Colo205 cells was varied (10 — 400 M, +IFNy) showing the region of the sequence.

* Effect of IFN MHC Class | ion in Colo205 cell detected by W6/32
relative amount of MHC Class | complexes captured for each IP experiment. ceto vy on a5 1 expression in Lo10 cells as detected by W6/

ELISA (left) and number of observed peptides by MS (table, right).



