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Fig. 1 Constructions of lentiviral vectors and Ad vector-mediated transduction efficiency in HeLa cells

(A) All transgenes were expressed under the control of the EF1-a promoter. Lentiviral vectors used in this
study were developed in the RIKEN (Dr. Miyoshi Lab). Abbreviations: ¥, Packaging signal; RRE, Rev
responsive element; cPPT, Central polypurine tract; CTS, Central termination sequence ; WPRE, Woodchuck
hepatitis virus posttranscriptional regulatory element; F2A, 2A peptide sequence from foot-and-mouth disease
virus (FMDV); E2A, 2A peptide sequence from equine rtinitis A virus (ERAV); T2A, 2A peptide sequence
from Thosea asigna virus (TaV)

(B) HeLa cells were transduced with GFP expressing Ad vectors for 1.5h. Two days after transduction, GFP
positive cells were counted by flow cytometry analysis. Ad5: type 5 Ad vector; HD: helper dependent Ad
vector.
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Fig. 2 Ad vector-mediated transduction efficiency in human adult dermal fibroblasts

Human adult dermal fibroblasts (HDF) were transduced with either high (A) or low (B) dose of GFP
expressing Ad vectors for 1.5h or lentiviral vectors for overnight. Two days after transduction, GFP positive

cells were counted by flow cytometry. These Ad vectors were used in the following experiments.
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Fig. 3 Effects of Ad vector transduction (high titer) on iPS cell generation

(A) Experimental procedures. HDF cells were transduced with Ad vectors for 1.5h and then the cells were
transduced with lentiviral vectors expressing four reprogramming genes (Oct3/4, Sox2, KIf4 and c-Myc). Six
days after lentiviral transduction, the cells were harvested and plated onto MEF feeder cells. The next day,
the medium (DMEM containing 10% FBS) was replaced with a medium for human ES cell culture
supplemented with 4 ng/ml basic fibroblast growth factor (bFGF). The ES cell culture medium was changed
every other day. Alkaline phosphatase (AP) staining was performed 25 days after lentiviral transduction. (B)
The number of AP-positive human ES cell-like colonies was counted and photographed.
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