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WL 72, 100 uLOFreeStyle™ 293 medium
(12338018 : Gibco) 21X 10%H o #i fa % 12
A K ) IR L 720 MR & W ICSCNIA
Ointron 25% W & L 7-2ff ¥ ®TALEN
plasmid (EF1a-TALEN-SCN1A-L&EFla-
TALEN-SCNIA-R)® J& O"SCNIA®exon 260
F 7 —DNA plasmid% £ 45 ugd 2 M z 72,
A NEPA cuvette E NEPA21 electroporator
(NEPA GENE) # M\, 125 mv/5 msD 4
fhczl 7 buRLb—T a3 vyEiTW, 10 uM
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L7 iPSHIED 7 4 —%—71) =R TOH;
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1-81 (SCRO001, ES Cell Characterization Kit;
EMD Millipore) % H\:72, Alexa Fluor 488-
# 5 W 1Z 555-conjugated® ¥k Hifk (diluted

1:1000 ; Invitrogen) % 72, HOBLEE O 3
1 13Hoechst 33258 (1 : 1000, B2261 ; Sigma)
7o TR O R K OTRAT & 300 B
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(1 :100, M0851 ; Dako), and AFP (1 : 100,
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Fluor 488-& % \ & 555-conjugated® —- ¥k #T
1K (diluted 1 : 1000 : Invitrogen) % M W
720 MRS A% @ 4 {4 13Hoechst 33258 (1 : 1000,
B2261 ; Sigma) & M\:7zo RO K OFFNT
I EOGIEM ST (BZ-X700 ; KEYENCE) # v
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TALEN-L target

tttaatataactgggttcaggactctgaaccttaccttggagctttagaagaaacatat
aaattatattgacccaagtcctgagacttggaatggaacctcgaaatcttctttgtata

SCN1A on human Ch 2 exon 24
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Fig. 1 Schematic overview of the genome editing strategy for ¢.4993CNT mutation in the exon 26 of

SCN1A gene by TALEN.
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Fig. 2 Sequencing chromatograms of the targeted
region of the SCN1A gene. Asterisk
indicates the ¢4933T>C substitution site.
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Fig. 3 Characterization of D1 TALEN iPSCs.
(A) The karyotype analysis of D1 TALEN
iPSCs. (B) Immunofuorescence analysis of
pluripotency markers OCT4, SSEA4,
TRA-1-60 and TRA-1-81 in FUi001-A
iPSCs. Pluripotency markers are shown in
red, with Hoechst 33258-stained nuclei in
blue; scale bars are 100 pm. (C) in vitro
differentiation assays of FUi001-A iPSCs.
Immunostaining analysis for marker
proteins representative of the three germ
layers, green, blll-tubulin; red, AFP and
SMA; blue, nuclei. scale bars are 100 um.
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