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Fig. 1. Generation and Characterization of Embryonic Stem Cell Lines from NOD Blastocysts. (A) From blastocysts to ESCs: (a) A blastocyst stage embryo from a NOD
female at day-3.5 p.c. was plated on MEFs in a 96-well plate; (b) the embryo started hatching from the zona pellucida on the day after plating and (c) the whole
hatched embryo attached to MEFs at day 3; (d) ICM outgrowth was formed at day 5 of culture; (e) the outgrowth was dissociated into single cells using trypsin at this
stage and the first passage ESC colonies were expanded on new MEFs, and (f) split when 80% confluent to form the second passage colonies. (B) Phase and
corresponding immunofluorescence staining images of pluripotency markers (NANOG and OCT4) in the two male ESC lines continuously cultured in medium
supplemented with BIO for 14 and 16 passages for KOBIO-3 and KOBIO-10, respectively. (C) Phase and corresponding immunofluorescence staining images of
pluripotency markers (NANOG and OCT4) in the two male ESC lines cultured in medium with BIO for first 3 passages and then without BIO for 11 and 13 passages for
ESC lines KOBIO-3 and KOBIO-10, respectively. (D) RT-PCR analysis of Oct4, Nanog and Rex1 in male NOD ESC lines. (E) Karyotyping of male ESC lines. (F) H&E
staining of teratoma showing tissues from the three germ layers: (a) keratinized-epithelium (asterisk, ectoderm), (b) secreting-gland epithelium (arrow, endoderm)
and neuro-rosette (asterisk, ectoderm), (c) cartilage (arrowhead, mesoderm), (d) smooth muscle (arrowhead, mesoderm) and tubule inner epithelium (endoderm).
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