26

Vero JCRB NIHS0111
Vero HSV-1 Sindbis virus Poliovirus
in vitro
Insulin/Transferrin/selenium ITS TCID50
ITS 2
Poliovirus
PCV
PCv PCv CCL33

ICH Q5A

in vitro




in vitro
invitro
Vero
in vitro
Vero
ITS
In vitro
ICH Q5A
in vitro
PCV
in vitro PCV
CCL33
ICH
Q5A



HEK293 ATCC 293

B. [HEK-293] ATCC @ CRL-1573™ 10
B. MEME 3 4 x 105/ml
JCRB Vero JCRB 37 Co, 2
NIHS0111
Vero ATCC 5 x 10° /ml
MEME 3 4
x 105/ml 37 Co, 3
3 Vero JCRBO111
Vero
ATCC ESK x1
MEME
3 4 x 105/ml 37 Co, 10% MEME
103/ml 10%/ml  10/ml
96
10-15
2

4 5x10° /ml

HSV-1 Poliiovirus Sindbis virus

3
MCR-5 JCRB —
Vero
2 Gilles C. Dulac,G.C. AfsharCan,A.:
4 Porcine Circovirus Antigens in PK-15 Cell
5x10°  /ml Line (ATCC CCL-33) and Evidence of
MRCS 2 Antibodies to Circovirus in Canadian Pigs



J Vet Res 1989; 53: 431-433
ATCC 10%
MEME
EX R&D DNA DNA

CCL33

2
QuantiTect SYBRe Green PCR
Kits PCR
PCV1
Primer D1:TTACCGGCGCACTTCGGCAG
Peimer D2:TTCCAAACCTTCCTCTCCGC
PCV2
Primer D1: TTACCGGCGCACTTCGGCAG
Peimer D3:ACTCCGTTGTCCCTGAGAT
PCR 7500 real time
PCR system
B.2. TCID50
10% MEME
Vero MRC-5
4x10° /ml 10%
MEME 96
1 2

200 ul
3
50ul 1

OptiMEM

37
MEME
CPE
WST-1

CPE
96 10%
MEME ImM
x1

ImM

x1
MEME 1mM
x1
ImM
x1
CPE
B.3. PCR/RT-PCR
Vero 4 x 10°
/ml 10%
MEME 24
1-2
OptiMEM 10 /ml
OptiMEM 100 pl 37
1 1%
MEME
2-3 CPE
100 pl
EX
R&D 100 pl
SDS
40 pl

DNase/RNase



PCR
< PCR/RT-PCR
>
PCR/RT-PCR
1 PCR
50 2 min
1
95 10min
1
95 15sec

60 60sec x50 cycle

RT-PCR

50 30 min
il

95 15min
il

94 15sec

60 60sec  X50 cycle

B.4. Poliovirus

Poliovirus in vitro

RT-PCR

10

RT-PCR

Pol102310 ATAGTTTCACCGAAGGCGGA

Pol102419 ATTACACGCTGACACAAAACCAAG

B-5.

DNA

informed

consent

C.

C.1.Vero

Vero

Vero CHO MDCK

JCRB
Vero JCRB



NIHS0111

Vero NIHS-T 2
Vero
HSV- 2
PCR
1
Vero 10
3
JCRB
Vero JCRB NIHSO0111
HSV-1
Vero
NIHS-T

Sindbis virus

C.2. Vero

CPE

Poliovirus

Vero

in vitro
Vero (NIHS0111) HSV-1
TCID50
HuH7 in vitro
Insulin/
Transferrin/Selenium ITS
ITS HSV-1
FCS
Eagle MEM ITS
ITS 2 CPE
5
MRC-5 in vitro
HSV-1
6
ITS HSV-1
TCID50 Vero (JCRB NIHS 0111)
7 ITS
HSV-1
ITS
HSV-1 TCID50
Vero Vero

(JCRB NIHS 0111)



Sindbis virus TCID50

1 TCID50
TCID50
HSV-1 ITS
TCID50
TCIDS0

Poliovirus

TCID50
TCID50
10 Sindbis virus
TCID50
Poliovirus ITS
TICD50
C.3.

Poliovirus (Sabin )

vitro
TCID50
11
Poliovirus RT-PCR TCID50

RT-PCR

C.4.
EMA
PPV
PPV
PCV
PCV
ATCC
ccL33 PCV
PCV
ccL33

PCV

PCV



EMA

PCV
2
CCL33 PCV
12
PCV
PCV D1/PCV D2
PCV D1/D3
4log
PCV D1/D3
CCL33
C-5.
biologics
C-peptide

PCR

50kGy Y

25-35KGy

PERV

30kGy

25-30KGy

50kGy vy

EU

EMA

25-35kGy vy

EMA



10-5

pH3.5

5 detergent
detergent
pH5
3
D.
in vitro
5
PCR
NAT
a. MRC-5 HEK293
324K
a Vero

capsid

Vero

JCRB NIHS0111



JCRB NIHSO0111

Vero (ATCC
NIHS-T)
ATCC
Vero NIHS-T
HSV-1
JCRB NIHS0111 HSV-1
ATCC Vero
ATCC Vero JCRB NIHS0111
JCRB
NIHS0111 Vero
Poliovirus Sindbis virus
2
2
in vitro
HEV in vitro

Emerson et al; J
Virol. 2004, 78(9): 4838-4846
Insulin/Transferrin/selenium ITS Kanai
et al. BMC Research Notes 2012, 5:4

Vero

10

ITS
HSV-1 Sindbisvirus Poliovirus
TCID50
ITS
ITS
2
ITS
MRC-5 ITS
Vero MRC-5
2
HEK293 324K
Vero 27
in vitro
in vitro
Vero



Poliovirus

Sabin

Poliovirus TCID50

RT-PCR
PCR
EMA
PPV PCV
uv-C

pH

2 DNA

11

PCV
PCVv
CCL33 CCL33 PCV
PCV
CCL33 PCV  NAT
2
PCVvD1/D3
LRF
E.
Vero JCRB NIHS0111
Vero
HSV-1 Sindbisvirus Poliovirus
in vitro
Insulin/Transferrin/selenium
ITS TCID50

ITS 2

Poliovirus



PCV

PCV
CCL33  PCV
PERV
EMA 50kGy X
ATMP
Pharma Medica
PCR
132, 10-12

2014

12

10.

PCR

45 (5), 442-451 (2014)
Teruhide Yamaguchi and Eriko Uchida:
Oncolytic Virus: Regulatory Aspects
from Quality Control to Clinical
Studies, Current Cancer Drug Targets
( in press)
Kono K, Takada N, Yasuda S, Sawada R,
Niimi S, Matsuyama A, Sato Y.
Characterization of the cell growth
analysis for detection of immortal
cellular impurities in human
mesenchymal stem cells. Biologicals.
2014 Dec 16.
Okura H, Soeda M, Morita M, Fujita M,
Naba K, Ito C, Ichinose A, Matsuyama
A. Therapeutic potential of human
adipose tissue-derived multi-lineage
progenitor cells in liver fibrosis.
Biochem Biophys Res Commun. 2014 Dec
6
Moriyama H, Moriyama M, Isshi H,
Ishihara S, Okura H, Ichinose A, Ozawa
T, Matsuyama A, Hayakawa T. Role of
notch signaling in the maintenance of
human mesenchymal stem cells under
hypoxic conditions. Stem Cells Dev.
2014 Sep 15;23(18):2211-24.
Ozasa M, Sawada K, Iwayama T, Yamamoto
S, Morimoto C, Okura H, Matsuyama A,
KomodaH, Lee CM, Sawa Y, Kitamura M,
Hashikawa T, Takedachi M and Murakami
S. Periodontal tissue regeneration by
transplantation of adipose
tissue-derived multi-lineage
progenitor cells. Inflammation and
Regeneration, 2014, in press

NAVIGATOR 11
TOPICS 2014.
ppS-8



B19
135
(2015.3)
NAT 14
(2015.3)
15
(2015.2)
5
(2015.1)
/
IMSUT-CGCT
2014, 2014.11.21
NAT
13
2014 10 9 ( ,15  (
Eriko Uchida Current situation of
advanced therapy regulation in the

world, 20

10.

(2014.8)
Eriko Uchida, Yuka lgarashi, Yoji
Sato, Masafumi Onodera, Teruhide
Yamaguchi Study on the biosafety of
ex vivo transduced cells with
retroviral vectors and Cartagena
protocol domestic law, 20

(2014.8)

Yuka lgarashi, Eriko Uchida, Masafumi

Onodera: Quality control for the

supernatants of retroviral vectors

using a next-generation DNA sequencer,
20

(2014.8) ()

PCR
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Virus Primer Probe
Poliovirus | F:5 -CCCGAGAAATGGGACGACTA-3’ 5 -FAM-ACATGGCAAACCTCATCAAATC
RT-PCR R:5" -TGGAGCTGTTCCGTAGGTGTAA-3' CATCAATC-
MGB-3
HSV-1 HSV-1001F: HSV-FAM-TAMRA:
PCR 5 -GCGTCATGGTACTGGCAAG-3’ 5 -FAM-TGGAGCTGATGCCGTAGTCGG-
HSV-1002R: TAMRA-3
5 -TTGACTCTACGGAGCTGGCC-3
Sindbis SINV-QF SINV-FAM-TAMRA
RT-PCR 5 -CAACTGGGCCGATGAGAAA-3’ 5 -FAM-TCCTGGAAGCCCGTAATATAGG
SINV-QR ACTG-TAMRA-3
5 -TCCTGCCTTCACTAAGCCTTGTA-3
huCmv Forward primer: 5 -AACTCAGCCTTC |5 (FAM)-CAATGGCTGCAGTCAGGCCAT
PCR CCTAAGACCA-3’ GG-(TAMRA)3
Reverse primer:
5 -GGGAGCACTGAGGCAAGTTC-3
huCMv Forward primer: 5 (JOE)-AGCCTGAGGTTATCAGTGTAA
PCR 5 -GACTAGTGTGATGCTGGCCAAG-3’ TGAAGCGCC-(BHQ1a)3

Reverse primer:
5 -GCTACAATAGCCTCTTCCTCATCTG-3

14




EMA

pH

pH

Marcus-Sekura et al 2011

17
60 Vero

Vero

15

55



HEV

EU
2.6.7

Lackner

PPV
18-24

PCV

(2014)

EU

PPV

2010

Usp JP
0694

pH Yang
pH1.7
pH1.0

16

WHO

EU

(2013)



Melnick & Wallis, 1977
uv

GMP 180 HACCP

CPMP
CPMP

PPV PCV

uv-C

pH
DNA
PPV
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uv-C uv

DNA/RNA

in vitro

2 DNA

HSV-1 uv-C
uv-C
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