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Enhancement of gene transfection using PVA/DNA complex containing inorganic
salts formed by ultra high pressure treatment
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Ultra high pressure technology for controlling the structure of DNA/RNA
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Abstract: PVA hydrogel was obtained by high hydrostatic pressurization at wore than 6000 atm for
10min. The formation of the PVA hydrogels was dependent on pressuring time and strength and
the higher strength and longer tivne of pressurization induced the gelation of PVA, Also, PVA with
higher concentration tended to form the hydro gel. 1t was clear that the obtained hvdrogels was
mediated by hydrogen bonding interaction. This simple technology
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Previwsly, we showed that human amniotic -epithelial
and nesenchymal eell insulin-producing calls, or myoca-
rdial wlls. The aim of this study is to isolate stem calls
(ASE} from mouse amniotic merbranes and to- assess th-
eir chirgcteristics. The cells with stem call marker such
ag SERA-1 (+) and/or BrdU (4} were existed in the mouse
ammion membrane. On the base of these regults, we isol-
ated of ASE from the amnion membrene by using MACS
or FACS. The cells were isolated with 0.25% trypsin and
0.875% collagenase and stained with anti Brdll, SSEA-1,
and cytokeratin (CK) antibodies to confirm the origin.
By using the FACS, isolated colls were divided into four
classes by the intensity of the SSEA-1 expression and
the size of the cells. These were S8EA-1(-Y/small, 88EA-
1{-)/large, SSEA-1(+)/large, and S8EA-1(+)/small. The
cells in the latest class acconnt for 0.5% in all cells and
stained positively with anti BrdU antibody, but negative
with anti CK antibody. BedU) cells were small size and
stained with SSEA-1(+) and CK ¢}, suggesting that celle
surface markers and the cells size are yseful for defining
mouse ASE from smrnion membranes.
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Recently accumulating evidence meressingly validates the
cancer stem cell hypothesis that tumor cells are composed
of a rare cell population with some stem: cell propertiss
and the remsining meajority population. The cancer stem
cells are considered to possess self-renewing cepacity, thus
showing higher tumorigenicity, and to be resistant to
chemotherapeutic agents and/or rediation. Tn the present
study, we examined possible utility of Bh-123 for isclation
of cancer stem cells. Rh-123 negative cells were isolated
from a human prostate cancer cell line (PC3) that expre-
sses the multidrug resistance gene (MDR1) encoding &
transmembrase efflux pump p-glyecprotein. The peresnt-
age of Rh-123:negative cells in PO-3 call ling was 1-2%
at the first sorting. Doubling tirne of the Rh-123 negative
cells was shovter than that of the positive cells; By im-
munestaining, stem cell markers such as SSEA-4 and
SOX-:2 were detected in the Bh-133 negative cells but not
i the positive céunterparts, Therefore, the Rh-123 negat-
ive colls may be candidate for cancer stem cells in PC-8
cell line.
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