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NTWLEWIZ L IZRRTLEEZ NS,

Bek, iPSHIBEOIEHICIZ T 4 VAR & =D S
NTE. LAL, VANARY & —|2 X BEETEA
W, BEVFIEFICHEHMTH 5, S 51, #in TRz
RO EERIEBIEAEREN S, 22 TRIFETIE
piggyBac v 5 Y ARV Y Y AT AIZEH L7 (Ding 5,
2005) TOYAT LMD NT VAR Rz
EFHRAREMTHY, T4 VAR ¥ — LAk, Betn
IR L P 4 BT 2HAL 2 & HTE % (Ding b,
2005)c MR T, ZREKTIELRIFURETLI LN
T&% (Ding 5, 2005), bbb, sz HM
fa b RS RBICR T ENTELZE LD, © MiPS
Ao Iz D IS s (Kaji 5, 2009).
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(Donai &, 2015) (Z#: L Tfro 72,
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AW THHL72) R 7 273 a k33, Lipofectamine
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2015) 5
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BETFH AR % B L7z, E6/E7-MEF fifs (B 24),
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L7z BH, SEHMEICEIVBIZg L5, iPSH
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FaMIASERICHAG L7 F— 2 RoMifia v = =232 %, Blkshiz,
(A) HREEASERICHA L7z, F—2Rofifiavn=—of (- s —2n)
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LIPS ML~ —H —TdHh % AP iEE (BSC) »ktkT
Hotze BB, AP BMED T =—EU3# 500 / 7% (6 5%
TL—1bF) Thot

Nanog Bz O WAL % FEEEIC L T iPS il g 2 4 7
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Summary

In the present study, we established a convenient, non-vial generating system for mouse induced
pluripotent stem (iPS)-like cells. As a first step, in order to efficiently introduce plasmid vectors to
mouse fibroblasts, ViaFect was selected as the most efficient reagent from seven lipofection reagents.
As a second step, we constructed an iPS cell-inducing vector combining Yamanaka factors, a powerful
CAG promoter, and the non-viral piggyBac transposition system. This iPS cell-inducing vector was
transfected using ViaFect into mouse embryonic fibroblast E6/E7-MEF cells in combination with
a piggyBac transposase expression vector. Approximately 3 weeks after transfection, numerous
aggregated (or compacted) cell colonies with strong alkaline phosphatase activity had been generated.
In these colonies, NANOG, a representative iPS cell marker, was detected clearly. These phenotypes
corresponded well with the features of mouse iPS cells. The efficiency of generating colonies with
alkaline phosphatase activity was calculated as ~0.2%, which was similar to that using retrovirus
vectors. From these results, we suggest that our generating system for iPS-like cells is applicable for
screening of novel transcription factors and novel compounds derived from synthetic chemistry and

natural products.

Key words: CAG promoter, fibroblast, iPS cells, lipofection, piggyBac transposon



