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[Deamidation of NF-kB p65 at N139 enhances proliferation and anti-

apoptotic properties in oral squamous cell carcinoma cells]
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Oral squamous cell carcinoma (0SCC) is the
most common malignant tumor of the oral cavity
and head and neck region. Deamidation, a post-
translational modification, often alters protein
structure and function. Two deamidation sites
in p65 a subunit of NF-¢B, N64, and N139 have
been identified in cancer cells, but their
roles remain unclear. In this study, endogenous
p65 was knocked out (KO) in SCCVII cells using
CRISPR-Cas9, followed by transfection with Flag-
tagged p65 variants: wild-type (WT), N64D,
N139D, and double mutant (N64D/N139D; DD).
Luciferase assays showed that N139D and DD
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mutants significantly reduced p65 transcriptional
activity, while N64D had no effect, suggesting
that deamination at N139 (N139D) is critical for
regulating the transcriptional activity of p6b.
Stable cell Llines expressing Flag-tagged WT,
N64D, N139D, and DD were generated. Compared to
WT, N139D exhibited the highest proliferation
rate, followed by DD, while N64D matched WT.
Upon TNFa stimulation, N139D and DD mutants
showed enhanced resistance to cell death. These
findings suggest that the N139D mutation in p65
positively regulates proliferation and anti-
apoptotic properties in 0SCC cells.



