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This project focused on BP180 as one of the autoantibody target antigens of
the pemphigoid group and analyzed regulation mechanism of its expression. In the course of analysis,
it was found that the basement membrane structure dissociation in pemphigoid was similar to that

seen in cancer invasion.

Therefore, we further analyzed expression control of BP180 in oral cancer (gingival and tongue
cancer) cells and tissue samples compared with normal tongue tissue, and we have identified that
miR-203 is involved in p53-independent control of BP180 expression. Furthermore, the interaction
among BP180, wild-type p53, mutant p53, and miR203 was analyzed in vitro (Yasukochi A et al., J
Biochem, 2019)
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Fig. 1 Expression of COL17 in OSCC cell lines. (A) qPCR analysis of COLI741 expression in the NA, SAS, Ca9-22 and Sa3 cell lines. The A431
cell line was used as a positive control. Data were normalized to GAPDH and experiments were performed three times in duplicate. The values
are expressed as the percentage of COLI7A41 abundance in NA. All quantitative data indicate the mean + SD. ***P<0.001 versus NA
(Student’s ¢-test). (B) Immunoblot analysis of COL17 protein levels in the NA, SAS, Ca9-22 and Sa3 cell lines. The amount of protein loaded in
each lane was 10 ug. GAPDH was used as loading control and the experiments were performed three times. (C) Immunofluorescence showing
COL17 protein localization in the NA, SAS, Ca9-22 and Sa3 cell lines. Experiments were performed three times in duplicate. Scale bars: 100 pm.
(D) Three-dimensional spheroid. After cells (5 x 10°) were cultured in Nunclon Sphera 96U-Well Microplates (Thermo Fisher Scientific) for 48 h,
they were observed using an optical microscope. Scale bars: 100 pm. (E) Immunohistochemical analysis of the spheroids. Five days after cell
seeding, NA and SAS spheroids embedded in iPGell (GenoStaff) were fixed with 4% PFA and then stained with haematoxylin and anti-COL17
and anti-p53 antibodies. Each paraffin section was 5-um thick. Scale bars: 100 pm.
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