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1
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37 5%CO2 24
1xPBS
1
250uLL 5
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250ul/well  ALP
TRACP&ALP double-stain Kit,
TakaRa 37 30
3
(2) Flow cytometry CD44
ALP
PBS ALP

Anti-Alkaline Phosphatase, Tissue



Non-Specific antibody [2F4], Abcam 3
CD44 (Beckman coulter)

5uL 15
BD FACS Calibur ™ ALP ki
t
ALP ehas (WAKO) ALP 1
H-HOS ALP
405nm
(3) ALP
WAKO (calcein)
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™ ALP kit (WAKO) ALP
405nm
(5)
(4)
o-MEM  15%FBS, 2mL
icillin/strept in (1
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. 0 .
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tesque, Kyoto),10mM
B-glycerophosphate (B-GP), 0.07mM
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uMSC boyden chamber assay

migration
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1uM retinoic acid
(RA), 10nM cyclosporin A (CyA),
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calcitoriol (Vitamin D3), 0.5mM (1) iPS
sodium butyrate (SB) and LiCl,
0.5mM LiCl, 0.5mM SB,100ng/mL
BMP-2 37
5%CO:2 21

2. iPS

TransIT-293
G3T-hi
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Human iPS Cell Generation
All-in-One Vector (Oct3/4, Sox2, Klf4,
Nanog, Lin28 5

TaKaRa), pGP Vector
(TaKaRa), pE-Ampho Vector
(TaKaTa)

60mm
2x%106 cells/dish  G3T-hi
24 TransIT-293
1

Human iPS Cell Generation
All-in-One Vector (2ng), pGP Vector
(gag-pol , 2ng)

pE-Ampho Vector (Amphotropi

envelope , 1ng)
DNA
24
24
48
0.8um 0.2pm
1mL/vial -80
(2
RNA
1
RNA

Retrovirus Titer Set (for Real Time
PCR, TaKaRa)

Retrovirus Titer Set (for Real Time

PCR) DNase I
1
ONE Step RT-PCR
One step
RT-PCR One Step SYBR

PrimeScript RT-PCR kit (perfect Real
Time, TaKaRa)

PCR Thermal
Cycler Dice Real Time

System( TaKaRa) (
1) Retrovirus Titer Set (for Real
Time PCR) RNA Control
Template (2nd
Derovative) Ct RNA
RNA RNA
Control Template
RNA
3
10%FBS DMEM (GIBCO)
iPS
5X%105¢cells

MycoAlart Mycoplasma detection
Kit(TaKaRa)



(4) iPS 30

RetroNectin(TaKaRa) c
12pg/mL,
iPS K8
20 pg/mL 2 1o
e Herm STO
t t
erroNectit 1.5x106cells/dish
6well 2mL/well
4 RetroNectin
(4)
] 1X105cells/dish ~ STO
RetroNectin 1
24
ES 2
DMEM 30
R Nect; 35
t t
etroNectin PS
32 2,000x g
2
RetroNectin
6) iPS
1.5%HSA/PBS ©)i
1x105cells/well iPS
ES
24 5)
RetroNectin iPS
24well
(5) iPS 24 ES
iPS
STO 10
ES
(ATCC) ES 6
R CELL
.P(S epro ) PS
! PBS ES
100mm 0.1%
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ES
iPS
iPS
6 well

iPS

1PS

Rho
Y27632(WAKO)

ROCK

10uM ROCK
Y-27632 iPS
1
iPS
81

(7) ALP

6) iPS 3
(No.2 No.4 No.6)
TRACP&ALP double stain
kit(TaKaRa) ALP

28 )
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(1)
2) (3)

1PS

C.

1

(1) uMSC ALP ALP
ALP
H-HOS ALP
( 1A) CD44
H-HOS
( 1B) ALP uMSC
2
(2) uMSC
ALP
uMSC
ALP ( 3B 4)

(RA, CyA, FK506, VD3,
SB+LiCl, SB, BMP-2)
(LiCD



FK506, VD3, BMP-2

3B, 4

4)

(3

Boyden chamber assay

ALP

uMSC
( 3B,

RT-PCR

2.55%10 copies/mL

uMSC MSC
2 iPS
One step
RNA Titer
(D
21
1PS

No.2 No.3 No.4
ES

iPS

1PS

No.1 No.5

No.6
ES
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uMSC
MSC
CDh44 H-HOS
in vivo
MSC
uMSC
MSC
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1n vivo



2 iPS

iPS
iPS
ALP
iPS
ALP
iPS
iPS
ALP
ALP
ALP
iPS
iPS
iPS ALP
E.
uMSC
MSC
ALP HLA
uMSC
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6. iPS (40 )
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Clone No.2
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Clone No.4

6well
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Clone No.6

6well
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RNA

RNA copy No. | RNA copy No.
Sample name Ct ) ]
(copies/mL) (copies/mL)
, 17.52 2.43x% 1010
All-in-One Vector 2.55%x 1010
17.38 2.67x 1010
34.91
Non template control
35.43
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