26 /

H25- - -008
2
1S0/TC194/WG9
2 Genapol X-080 PVC Y-2, Y-3
Y-2 Y-3
1S0/TC194/WG12
RNA
bFGF RNA 1p01
RNA
BMP2 RNA
B10 B24
1SO 10993-4
1S0 10993-4 2002
1S0/TC194/WG9 2006 Amendment
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1S0/TC194 RNA

WG9 RNA
RNA
26
WG9
2 RNA
Genapol X-080 PVC
1
RNA
bFGF BMP2
RNA
RNA
RNA

(¢H) 1 1S0/TC194/WG9

1-1.
100 PVC DEHP 55

ESBO 8
0.05
1.0 1.5 Genapol
X-080 2 PVC
Genapol X-080 PVC
Y-2 Y-3 0.4 mm
180
WG9
RNA
1-2.
SELEX RNA 1-2-1.
1S0/TC194/WG9 6
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Polyethylene: PE, Nitrile glove: NG, pdT

Latex glove: LG, Buna rubber: BR, Y-2, 3'- CA
Y-3 SH
ASTM 2 5000 PEG5k
3 NIH 3
1 MHLW % 1p01 pdT
4 70% EtOH
24
2 DMEM MSCGM
5% HS FBS
11 30
1-2-2. NIH3T3 5.4x 10° cell/well
hMSC 9.0x 10° cell/well
5% CO, 37
hMSC 2 NIH3T3
/ 3 Hoechst
33258 Ex=360 nm, Em=460 nm
/12-005 /12-030 BZ-9000
/ 114002A /  3-2.BMP2 RNA
140070
3-2-1.RNA
BMP2 RNA
H2014-01A BMP2
NHS SELEX
DNA
2) 2 RNA RNA
RNA
3-1.bFGF RNA 2'F
dNTP DuraScribe T7
bFGF RNA Transcription Kit
1p01 poly dT
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SELEX buffer 20 mM Tris-HCI
pH 7.6, 145 mM NaCl, 5.4 mM KCI, 0.8 mM
MgCl,, 1.8 mM CaCl, tRNA

RNA
RNA
PCR
DNA

Mfold

3-2-2.RNA

SELEX
BMP2

ENSA Mg

89 mM Borate

BMP2

DNA
DNA

RNA
10
PCR TOPO
ClustalWw

RNA

RNAfold

BMP2

BMP2

RNA

EMSA

SPR

TB 89 mM Tris,
TBM 89 mM Tris, 89

mM Borate, 1 mM MgCI,

RNA BMP2
1:0 1:5 12% PAGE
RNA BMP2
SPR BI1Acore3000

SELEX buffer

SA

5!
pdT 16 nt 100 Resonance Unit
(RU)
3 Poly A RNA
poly A/pdT SA
BMP2
@) 1 1SO0/TC194/WG9
13
1-1.
la
PE
NG
ASTM/ ASTW/
100%
1b  NIH/
51.4% 1b
NG
MHLW/
6.6%
2.0%
1-2.
2a LG
NIH/
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30.5% 13.5% LG
ASTM/
7.6%
7.7% LG
ASTM/
MHLW/
/
2.6%/0.5% 0.6%/0.3%
2b BR
ASTM/
6.9%
4.9%  ASTM/ NIH/
MHLW/
/
2.3%/0.9% 3.4%/1.1% 0.5%/0.5%
3a ASTM Y-2
/
9.3%/8.8% 13.1%/12.7%
NIH/ MHLW/
/
3.0%/3.0% 1.0%/2.5%
Y-3  ASTM/ MHLW/
/

94 5%/95.1%

3b

NIH/
/
49 . 7%/39.9%

86.3%/86.6%

ASTM/

15.6%/11.9%

@) 2 RNA
3-1.bFGF RNA
bFGF
bFGF RNA
1p01 1p02 2p03
PEG5k
pdT
PEG5k 1p01 pdT
bFGF RNA 1p01
pdT
5% HS
NIH3T3 hMSC
1p01
4 5% FBS/DMEM
hMSC 1p01
5% FBS/
MSCGM 1p01 pdT
5
3-2.BMP2 RNA
3-2-1.RNA
BMP2 RNA SELEX
72
Clustalw
BMP2
RNA 5 B10, B20,

B24, B32, B37
B10, B20, B24,
6.9%,
B32

B32 B37
16.9%, 8.5%, 45.1% 12.7%
5

Mfold
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RNAfold

6
3-2-2.RNA BMP2
SELEX 5 RNA NIH/
BMP2 EMSA
BMP2
@) 3 RNA
Mg?* EMSA
B10 B24 RNA
7
BlAcore SPR bFGF
RNA BMP2 BMP2 RNA
RU
5 RNA
BMP2 bFGF RNA 1p01
8 pdT
5% FBS/MSCGM
€D 1 1S0/TC194/WG9 hMSC pdT 1p01
hMSC MSCGM
ASTM NIH RNA
MHLW 3 NG
MHLW/
pdT 1p01
LG BR
RNA
Y-2 Y-3
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BMP2 RNA
SELEX
BMP2 RNA
RNA
5
RNA
BMP2 EMSA
Mg?*
B10 B24  Mg*
Mg**
RNA BMP2
RNA
196
RNA
Mg?* Ca?
SPR
SELEX
5 RNA
BMP2 40N
SELEX
Mg®, Ca**, K* Na*
B10 B24 RNA
Mg**
EMSA SPR
40N RNA
BMP2
BMP2
RNA

BMP2

RNA

RNA

@

Y-3

Y-2 Y-3

1S0/TC194/WG12

)

bFGF RNA

BMP2
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2

RNA

BMP2
RNA

BMP2

1S0/TC194/WG9

Y-2

Y-4

RNA

1p01

RNA
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B [t ERA R R OIS B OB . a) PE, b) NG.

2. SHEER B OBmF . a) LG, b) BR,

%) B B

3. BEE R MOBMEFE. a) Y-2, b) Y-3.
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10000 -

8000 -
&
B 6000 -
==}

4000 -

R4 77— DM IETERE~ DR E T

(5% HS). £:1p01, B :pdT.

B10 (6.9%)

J= g |

RNAfold & Mfold

B20 (16.9%) B24 (8.5%)

RNAfold & Mfold

B32 (45.1%) B37 (12.7%)

X HE

RNAfold Mfold RNAfold & Mfold

6. SELEXGRIZ &> THRONIZRNAT T2 —IEH

DHBHEELZ RBETAHER

RU

2000 Iﬂi
o AW LI ® 1L

NIH3T3 hMSC hMSC
DMEM DMEM MSCGM

RNAfald & Mfold

16000 -
14000 - 2
12000 -
10000 -
8000 -
6000 -
4000 -
2000 -
0 S

hMSC hMSC
DMEM MSCGM

K5 7Y —#HEOMIaEETEN DR E
574 (5% FBS). £:1p01, B :pdT.

B10 B20 B24 B32 B37 40N
BMP2 - -+ -+ -+ -+ - 4

s [ CPM R |

|
Without Mg? ‘JHHHHU'MH N|

E7. EMSAIZ& AHRNAT TR T —E#HEBMP2D
HEERER

— 40N
—B10
—B20
—B24
—B32

—B37

50 0 50 100 150 200 250
Time {s)

X8. SPRi%IZ&BRNAT S v —1Ix4# EBMP2DD

THE{F R
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