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Molecular-based analysis of organ construction using proteomic analyis
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Cancer Tissue Originated Spheroid (CTOS)
CTOS

In this study, we focused on protein expression pattern of CTOS membrane and extra
cellular matrix to discover the molecules related with the construction of 3D organ structure. Moreover, w
e created new method to culture CTOS as flat culture. Several proteins were identified as specific express
ion in spheroid CTOS but not flat &#8211;cultured CTOS expressed in membrane and extracellular matrix, whi
ch estimate to reflect heavily culture patterns, using proteomic analysis with biotinylation. These protei
ns were suggested to have an important role to construct the organ structure and will be clarify the activ
ity in 3D structure in future.
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1. CTO0S
DMEM/F12 20 mL
non-treated

¢ 10 cm
1 mm
50 mL
HBSS 200 g, 2
HBSS 40 mL
DMEM/F12 Final 0.26 U/mL
Liberase DH Roche 400 uL
100 mL
/
37°C 1.5
500 pm;
50 mL
250 um -100
um 40 pm BD Falcon
100 pm 40 pm
50 mL 200 g, 2
4°C
StemPro 37°C 5% CO,/95% Air
2. CT0S CT0S
CTOS StemPro hESC SFM
(Invitrogen)
Regent Fina Conc.

DMEM/F-12 + GlutaMax (1x) Kit | 1x

StemPro  hESC SFM  Growth
Supplement (50x) (Kit)

Ix

BSA 25% (Kit) 1.8%

bFGF (100 pg/mL) (Invitrogen) 8 ng/mL

EGF (1000 pg/mL) (Invitrogen) 20 ng/mL

2-Mercaptoethanol (55 mM in DW) | 0.1 mM

. Penicillin 100 units/mL
PenStrep (100x) (Invitrogen)
Streptmycin 100 pg/mL

Y-27632 10 pM




CTOS

CTOS
CTOS
CTOS
StemPro hESC SFM
CTOS  50ml 200
g 2
CTOS  10%FCS D-MEM, high glucose sigma
nunc
CT0S
3.
PBS 3
880 uM Sulfo-NHS-LC-biotin
Thermo Scientific 5
300uL, 1 M Tris-TCI
(pH7.4
Lysis Buffer (2% NP-40, 0.2% SDS,
10mM EDTA in PBS 30
14000rpm
BCA assay
4.
400ng
5mM TCEP (Tris (2-
carboxyethyl)phosphine hydrochloride)
95°C 15
10mM
15 L-

BufferA 1% NP-40, 0.1% SDS in PBS

Streptavidin Sepharose High Performance,
GE Healthcare

BufferA
3 Buffer B 0.1% SDS, 2M NaCl in PBS
2
Digestion Buffer (50 mM Tris-HCI, 1mM CaCl,,
pH 8.0) 10
80ng/uL

Omix Tip Agilent
LC-MS/MS Orbitrap, ThermoFisher Science

CT0S
CTOS
CT0S
CT0S
CTOS
CT0S
CTOS
CTOS
Stem Pro® 10% FCS D-MEM
sprouting
CTOS
10% FCS DMEM
CT0S
CT0S
CT0S
CTOS 800 950
CTOS
Rho Kinase
dependent



, Exosome

37

http://www.nibio.go.jp/bio-r/index.htm

o
KAMADA HARUHIKO
00324509

@

®



