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Analysis of the role of HBx in the HBV-related hepatocarninogenesis
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First we analyzed the integration of HBx gene into the chromosome of PLC/PRF/5 cel
Is using fluorescence in situ hybridization, which disclosed the integration of HBx into plural chromosome
s. For further analysis, we determined the integrated HBV sequences with the adjacent host genes using nex
t generation sequencer, which disclosed that HBV was integrated into 11 chromosomes. On chromosome 5, HBx
gene was integrated into the promoter region of hTERT. The methylation of CpG island in the HBV and adjac
ent host DNAs were low, which suggested that methylation may play some role in the HBV-associated hepatoca
rcinogenesis.

Next we analyzed HBV-HCC samples obtained on hepatectomy. HBV was integrated into multiple host DNA, inclu
ding SLC6A13 and FN1.
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X1 FISHAIC KD HBV OFEBEANDIEHIAHDIEH

No5a Dig probe,

anti dig-HRP-—biotin-tyramide + Alexa488-streptavidin

FISH (green), nuclei (blue), Alexander cell FISH (green), nuclei (blue), Alexander cell

No6a Dig probe,
anti dig-HRP—biotin-tyramide + Alexa488-streptavidin

No.1 — No.10 dig probe
1. No.1 - No.10 dig probe, ant dig-HRP
2. biotin-tyramide + Alexa488-streptavidin

FISH (green), nuclei (blue), Alexander cell FISH (green), nuclei (blue), Alexander cell

B2 : Alu-PCRIZEZARVZERREENDREHAHBIIDRIRE
TGCCAAGTGTTTGCTGACGCAACCCCCACTGGCTGGGGCTTGGCTATGGGCCATCAGEEC

----------‘>

HBYV side primer
ATGCGTGGAACCTGTGTGGCTCCTCTGCCGATCCATACTGCGGAACTCCTTGCAGCTTGT

TTTGCTCGCAGCCGGTCTGGAGCAAARAACTCATTGGGACTGATAATTCTGTCGTCCTTCCT

viral — host junction
CCGCAAATATACATCATTTCCATGGCTGCTACTAGGTTGTTATCCCATGGGACCCACTGCA

HBX gene body Human chromosome 5
GGGGCAGCTGGGAGGCTGCAGGCTTCAGGTCCCAGTGGGGTTGCCATCTGCCAGTAGAAR

CCTGATGTAGAATCAGGGCGCGAGTGTGGACACTGTCCTGAATCTCAATGTCTCAGTGTG
TGCTGAAACATGTAGAAATTAAAGTCCATCCCTCCTACTCTACTGGGATTGAGCCCCTTC
CCTATCCCCCCCCAGGGGCAGAGGAGTTCCTCTCACTCCTGTGGAGGAAGGAATGATACT
TTGTTATTTTTCACTGCTGGTACTGAATCCACTGCTTCATTTGTTGGTTTGTTTGTTTTG
TTTTGAGAGGCGGTTTCACTCTTGTTGCTCAGGCTGGAGGGAGTGCAGTGGCACAATCTA

TCGAGGCTTTAGTGAGGGTAAT

‘---------- (:hrornCﬁHane‘5

Alu(human) side primer




