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Toward the development of a novel therapeutic strategy for sarcoma, the purpose of
this study is to develop a novel procedure for purification of oncolytic viral seed stock
with homogeneous viral genome DNA. Single viral geneome DNA was cloned into
BACmid and was purified from HSV-1 oncolytic viruses, d12.CALPfARR targeting
calponin-expressing sarcoma and d120DDARR targeting hypoxic microenvironment of
tumor. The BACmid containing clonal viral genome was transformed into F£. Coli
maxi-prep’ed and sequencesed. No mutation, even in the single nucleotide was detected in
the sequence of Thimidine kinase gene through cloning into BACmid and preparation in E.
Coli. d12.CALPfARR and d120DDARR viruses without BACmid sequence were purified by
limited dilution methods. We confirmed that the purified d120DDARR virus destroyed
stem (tumot-initiating) cell fraction of sarcomatous mesothelioma, and also effective for
destruction of cultured leiomyosarcoma cells which were established from tumors resistant
to both chemotherapy- and molecular targeted therapy.
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