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HPV (human papilloma virus) infects epithelial
cells causing lesions with the potential to prog-
ress into carcinoma. This is most commonly seen
inthe area of the cervix where HPV infection leads
to deregulation of the cell cycle through the ex-
pression of E6/E7 oncogenes. The same mech-
anism is functional in head and neck cancer. In
addition to E6/E7, CD44 has been shown to have
prognostic value in oral cancer. To that end, we
report the development of a novel assay to de-
termine the dual expression of these markers in
oral cancer.
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Materials & Methods

We screened for E6, E7 mRNA overexpression (HPV OncoTect, IncellDx Inc, Menlo
Park, CA) by flow cytometry on oral rinse samples from 30 patients including 5
with oral cancer. Samples were collected by rinsing the mouth with 1-2 mL DPBS.
Cells were pelleted and then fixed in 1 mL IncellFP to fix and permeabilize the cells
for hybridization to mMRNA protein markers. In a subset of patients, we stained for
both CD44 protein (Cell Signaling Technologies) and E6, E7 mRNA.

Following the submission of this abstract, an additional 60 samples were collected
and stained for E6, E7 mRNA. All samples were negative for oral cancer.

In 25 individuals undergoing oral screening for various risks of oral cancer, 7/25 or 28% were positive for E6, E7 mRNA including 0/25 positive for CD44. In
comparison, 3/5 (60%) of individuals with oral cancer were positive for E6, E7 mRNA. Positivity for E6, E7 mMRNA was determined as >/= 3% in the P3 region.
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A) Five oral cancer samples and 25 negative samples with EG6,
E7 percent positivity. B) Sixty additional oral rinse samples with
E6, E7 percent positivity. Of these samples, 25/60 or 42% were
positive for E6, E7 mRNA. C) Histograms for 3 oral cancer samples
from table A. D) Histogram from a E6, E7 negative sample. E)
Histograms from 2 E6, E7 negative samples with CD44 staining.

Quantitative intracellular E6, E7 mRNA determined by flow cytometry (HPV OncoTect) with or without CD44 is a viable method to screen
for HPV related oral cancer. It remains to be determined what the prognostic value of E6, E¥ mRNA expression is in this setting.




