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i The GFP gene was inserted downstream of the POUSF1 gene locus using marmoset
ES cells to obtain the POUSF1-GFP ES cell line for the reporter assay. However, a weak GFP signal

was detected, and it is possible that it will be difficult to use for analysis. On the other hand,
we also examined the conditions for the Naive state in marmoset ES cells and found conditions
optimized for marmosets compared to those used in humans. The new marmoset ES cell line was
established under these optimized conditions. It was suggested that the outgrowth of isolated ICMs
was different from that of marmoset ICMs under conventional ES cell establishment conditions by

bright-field observation.

common marmoset

naive /prime




ES

naive prime Oct3/4 (POUSF1)
ES ICM Oct3/4
POUS5F1 naive E S
ES ES
ES
1. POUSF1-GFP ES 2. ES naive
3.ES 4, ES

1. POUSF1-GFP ES

POUSF1 GFP PITCh Precise Integration into Target
Chromosome (Li HL et al, Methods., 2016) GFP
POU5F1
CRISPR
ES 1 GFP GFP
ES
2. naive
ES ES
naive (Semi K ea al, Dev Growth Differ., 2021) naive
1 N2B27
Primate ES cell medium (Reprocell )
ES LIF
(Sasaki E et al, Stem Cells., 2005) LIF JAK/STAT
IL6
Initials compoment |RBF S FF N (Activation/inhibition)
Initials compornent |REBT B FFN (Activation/inhibition) PD0325901 |MAPK
P PD0325901 |MAPK IM-12 GSK3p
G Go6983 |PKC 5i S$B590885 |RAF
X XAV939 |WNT WH-4-023 (Src
L hLIF JAK/STAT Y273632 |ROCK
A Activin A |TGF-B/SMAD L hLIF JAK/STAT
| IL6 JAK/STAT A Activin A |TGF-B/SMAD
| IL6 JAK/STAT

E1:=—Et v Feslifd Dnaivelb ICF 7= FRINFI—IE

3.ES
2. naive POUSF1-GFP ES
8 cell
BCL2-GFP (Masaki H et al, Cell Stem Cell., 2016)

ES
4 ES

MEF 2.
naive 10 MEF

S18000 (SONY)
ICM



1. POU5F1-GFP ES
gene targeting

POUSF1-GFP ES

POU5SF1 GFP
GFP
PITCh  EsfBI~DGFPIEA
POU5SF1 GFP
2
VA== 4 "Y))
7 GFP POU5F1-G:P Esififa
[X12:POUSF1-GFP ESHEAR ¥k D #3L
GFP
ES marmoset B (in vitro culture) DI RER(CHTSPOUSFIDRER
G FP POU F
12 =me 108 148 198
POU5SF1 .
(inner cell mass; ICM) ES o ..-;;;;
Bk :J,S.? day 13 day18
3 ss-umznmo POUSF10SEH
POU5SF1 [E] day3 dayS day7 Esififa
ES POU F e

ES POU5SF1

naive

1 PGXL, PGXLI,

N2B27, Primate ES cell medium (Reprocell

4

PGXL

N2827

Primate ES cell medium
(Reprocell ) DFGF i
ES

ES

gPCR 5

ES naive
PGXLI naive

Primate ES cell medium (Reprocell )
PGXLI

)

Primate ES cell medium (Reprocell

)

naive® v — H —l{EF

KLF17

il

formative® ¥ — H — Mz F

TFCP2L SUsD2

:
.

prime®! v —H —®EF

on2

NANOG

_._ulill

[(5: naivefb iSRG TIER L 2w —F1 v FESHIBRICH 1T ZRNARBR MR (qPCR)
3.ES

Lg
IF

ShetE < —H —MEF
oct

:

PGXL+|
# - . g

icm PwM NCM ES

®3: v—{-t v HEuauz»oas/m%mﬁﬁ

PGXLA, PGXLAI
) 2

, DILA, 5ilAl
12

6

PGXL+A PGXL+A+| SiLA+

Ra:naivelt 1 #ETo -2 —F& v FesHifaO 0 = —FHE

N2B27

ES RNA
Primate ES cell medium (Reprocell

ES
SusD2 (

ES
PGXLI

6

o/

base medium
Primate £S medium
(Repro cell)

PGXL+

DAPI

SUsD2

ocT

SUSD2

ocT

[6: naivefb iR TIEML 77—t v FesHBRICH T 2 RBMF (cO)



1. POUSF1-GFP ES 2.

Primate ES cell medium (Reprocell ) PGXLI "°US?F'GFPES"H G
BCL2-GFP
ES naive POUSF1-GFP ES BCL2-GFP
ES 2 ES 8 cell HI~FEZIRH DO~
POUSF1-GFP
ES GFP ES
BCL2-
GFP ES GFP
: (0 EmgpEEEe
POUSF1-GFP ES -
4 ES
POU5SF1-GFP POU5SF1
ES ES
POUSF1-GFP  GFP
ES ES
ICM (Kishimoto K et al, Stem Cell
s., 2021)
SI18000 (SONY)  [Marmoset vs.wouse
Day0 Day1
D ol

(Mouse)

on MEF

8

ICM ot e anaysis ares
i ;
1oy i M///
M iEe=
[E8: 518000 (SONY) T DESHARIHH B2 DA
2 ICM outgrowth day2 day5 day10
naive I1CM N2627 AN e {2 A Y e
ES
9 Primate ES cell ™" BEYY —————>

medium (Reprocell ) 5ilA

Primate ES cell medium
+PGXL

Primate ES cell medium (Reprocell

) PGXL
naive Primate Ef;;l\l medium ‘i' “&\
IL6 ES 4
S18000

(SONY) ES B9: NaivelbiZiRFIC 1 2ICMIERDIKRF



3 2 0 1

Keiko Kishimoto, Akiko Shimada, Haruka Shinohara, Tsukasa Takahashi, Yuko Yamada, Yuichiro 53

Higuchi, Nao Yoneda, Hiroshi Suemizu, Kenji Kawai, Yoko Kurotaki, Kisaburo Hanazawa, Yasuhiro

Takashima, Erika Sasaki

Establishment of novel common marmoset embryonic stem cell lines under various conditions 2021

Stem Cell Research 102252
DOl

10.1016/j .scr.2021.102252

Nomura Jun Zuko Amila Kishimoto Keiko Mutsumine Hiroaki Fukatsu Kazumi Nomura Yoshiko Liu -

Xiaoxi Nakai Nobuhiro Takahashi Eiki Kouno Tsukasa Shin Jay W. Takumi Toru ES library

team

Autism in a dish: ES cell models of autism with copy number variations reveal cell-type- 2022

specific vulnerability

bioRxiv -
DOl

10.1101/2022.02.02.478766

Bergmann Sophie Penfold Christopher A. Slatery Erin Siriwardena Dylan Drummer Charis Clark -

Stephen Strawbridge Stanley E. Kishimoto Keiko Vickers Alice Tewary Mukul Kohler Timo N.

Hollfelder Florian Reik Wolf Sasaki Erika Behr R?diger Boroviak Thorsten E.

Spatial profiling of early primate gastrulation in utero 2022

Nature

DOl
10.1038/s41586-022-04953-1




Huaiyu Hu

67

2020

Keiko Kishimoto, Michiko Kamioka, Huaiyu Hu, Erika Sasaki

SELF-ORGANIZATION OF THE IN VITRO ATTACHED NON-HUMAN PRIMATE EMBRYO.

International Society for Stem Cell Research Annual Meeting 2020

2020

Huaiyu Hu Thorsten Edwin Boroviak

66

2019

Keiko Kishimoto, Huaiyu Hu, Erika Sasaki

Self-organization of the in vitro attached non-human primate embryo.

International Society for Stem Cell Research Annual Meeting 2019.

2019




Huaiyu Hu

42

2019

Keiko Kishimoto, Michiko Kamioka, Huaiyu Hu, Erika Sasaki

NON-HUMAN PRIMATE EMBRYOS CULTURED BEYOND POST-IMPLANTATION

International Society for Stem Cell Research Symposium Tokyo.

2021

Huaiyu Hu

44

2021

Huaiyu Hu

12

2022







