#£1 UFPAEZAALPCRIZAWETFS A ~v— Fa—7F

target name sequence (5'-3") 1e(g§’;h
SSIb SSIIb3-5 CCAATCCTTTGACATCTGCTCC
SSIIb3-3° GATCAGCTTTGGGTCCGGA 114

S81b-TaqgV  VIC-AGCAAAGTCAGAGCGCTGCAATGCA-TAMRA
SSIIb-Taq FAM-AGCAAAGTCAGAGCGCTGCAATGCA-TAMRA

P358 P355 1-5 ATTGATGTGATATCTCCACTGACGT
P35S 1-3' CCTCTCCAAATGAAATGAACTTCCT 101
P358-Taq FAM-CCCACTATCCTTCGCAAGACCCTTCCT-TAMRA

NOS NOGS ter 3-5° GCATGTAATAATTAACATGTAATGCATGAC
NOS ter 2-3'  CGCTATATTTTGTTTITCTATCGCGT 108
NOS-Taq FAM-AGATGGGTTTTTATGATTAGAGTCCCGCAA-TAMRA

55-1 55-1 primerl CAGCCTTAGATGCTTCAAGAAAAGA
55-1 primer2 TCCGCCTCCATCCAGTCTATT 71
55-1 probe FAM-TCTTCTAGCTTCCCGGCAACAAT-TAMRA

£2 UTNEALPCRIZBITDHHIER (LOD)

plasmid pUC-P3582 pUC-tNOS? pUC-SSIIb

copy number 5 10 20 5 10 20 5 10 20
positive/total 15/21 21721 21721 15/21 19/21 21721 12721 1921 20/21
positive rate 71.4 100.0 100.0 714 100.0 100.0 57.1 90.5 100.0
RSD (%) 4.3 32 1.3 35 1.8 2.9 3.0 3.1 2.3
LOD s s v

© (& & D pUC-SSIIb %

3 Ny 77— O PCR ~O 25T

S final pUC-P358%0 pUC-NOS*P pUC-SSITb*
inhibitor concentration SSITb P358+tNOS SSIIb P35S+NOS SSIIb P35S+tNOS
SDS 0.01% 4/4 4/4 4/4 4/4 4/4 0/4
0.03%° 4/4 4/4 4/4 4/4 4/4 0/4
0.3% 0/4 0/4 0/4 0/4 0/4 0/4
NaCl 10 mM 4/4 4/4 4/4 4/4 4/4 0/4
40 mM© 4/4 4/4 4/4 4/4 4/4 0/4
100 mM 0/4 0/4 0/4 0/4 0/4 0/4
EDTA 0.1 mM 4/4 4/4 4/4 4/4 4/4 0/4
0.5 mM° 4/4 4/4 4/4 4/4 4/4 0/4
5 mM 0/4 0/4 0/4 0/4 0/4 0/4
Iysis buffer 0.1x 4/4 4/4 4/4 4/4 4/4 0/4

& 40 copies/uL. ° 2 fEE® pUC-SSIb ¥R, ¢, MH Ny 77— L RBE.
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F 4 =& - DNA Sl O S

GM maize SSITh P358 + tNOS

variety #1 #2 #3 #4 #1 #2 #3 #4
non-GM #1 3/3 3/3 3/3 33 0/3 0/3 0/3 0/3
non-GM #2 3/3 3/3 3/3 3/3 0/3 0/3 0/3 0/3
non-GM #3 373 3/3 3/3 3/3 0/3 0/3 0/3 0/3
MONS10 313 3/3 303 3/3 33 3/3 3/3 3/3
GA21 3/3 33 3/3 3/3 33 3/3 3/3 3/3
Btll 3/3 3/3 3/3 313 303 33 3/3 3/3
25 33 3/3 3/3 3/3 313 3/3 3/3 303
NK603 3/3 3/3 3/3 3/3 3/3 313 33 3/3
MONS63 3/3 33 3/3 3/3 33 33 3/3 3/3
MON89034 313 3/3 3/3 3/3 3/3 3/3 3/3 3/3
MIR162 33 33 303 3/3 33 33 33 3/3
MONS8017 33 3/3 33 3/3 3/3 3/3 3/3 3/3
DAS59122 313 3/3 3/3 3/3 313 3/3 373 3/3
MIR604 3/3 3/3 3/3 3/3 313 33 373 3/3
3272 33 3/3 3/3 3/3 33 3/3 33 313

%5 v 2 U &2V DNA O R

GM maize SSIIb P35S +tNGS

variety #1 #2 #3 #4 #1 #2 #3 #4
non-GM #1 3/3 3/3 3/3 3/3 0/3 0/3 0/3 0/3
non-GM #2 33 33 3/3 303 0/3 0/3 0/3 0/3
non-GM #3 3/3 3/3 3/3 3/3 0/3 0/3 0/3 0/3
MON810 3/3 33 3/3 33 3/3 3/3 33 3/3
GA21 3/3 3/3 3/3 3/3 3/3 3/3 3/3 33
Btll 3/3 33 33 313 313 33 3/3 3/3
25 3/3 33 3/3 3/3 3/3 2/3 3/3 3/3
NK603 3/3 3/3 3/3 3/3 33 3/3 3/3 3/3
MON863 3/3 3/3 3/3 3/3 3/3 3/3 3/3 3/3
MON89034 3/3 33 3/3 3/3 3/3 33 3/3 3/3
MIR162 3/3 3/3 3/3 3/3 3/3 3/3 3/3 3/3
MONS8017 33 33 3/3 33 3/3 33 3/3 3/3
DAS59122 33 33 3/3 3/3 33 3/3 33 3/3
MIRG604 3/3 313 3/3 3/3 3/3 3/3 3/3 3/3
3272 173 3/3 3/3 313 0/3 3/3 33 3/3
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a SSlib3-5' SSlib-TaqV or -Tag
ECAATCCTTTGACATCTGCTCChARGCARAGTCAGAGCGCTGCAATGCAAAACGGAACGA

GGTTAGGAAACTGTAGACGAGGCTTCGTTTCAGTCTCGCGACGTTACGTTTTGCCTTGCT

GTGGGGGCAGCAGCGCGAGCACCGCCGCGCCGGTGTCCGGACCCAAAGCTGATC
CACCCCCGTCGTCGCGCTCGTGGCGGCGCGGCCACRGGCCTGGGTTTCGACTAG]

SSlIb3-3'
b

P35S 1-5' P358-Taq
ETTGATGTGATATCTCCACTGACGﬂAAGGGATGACGCACAAﬂCCCACTATCCTTCGCAAG

TAACTACACTATAGAGGTGACTGCATTCCCTACTGCGTGTTAGGGTGATAGGAAGCGTTC

ACCCTTCCIUCTATATAAGGAAGTTCATTTCATTTGGAGAGG

e -

TGGGAAGGAGATATATITCCTTCAAGTAAAGTAAACCTCTCG
P35S 1-3

NOS ter 3-5' NOS-Taq
[GCATGTAATAATTAACATGTAATGCATGACETTATTTATAAGATGGGT T T T TATGATTAG

CGTACATTATTAATTGTACATTACGTACTGCAATAAATACTCTACCCAAARATACTAATC

TCAGGGCGTTAATATGTAAATTA@GCGCTATCTTTTGTTTTATATCGCI
NOS ter 2-3’
55-1 primer1 55-1 probe
[CAGCCTTAGATGCTTCAAGAARAGABTICTTCTAGCTTCCCGGCAACAAT FARTAGACTGG

GTCGGAATCTACGAAGTTCTTTTCTCAGAAGATCGAAGGGCCGTTGTTAAETATCTGACC

ATGGAGGCGGA
TACCTCCGCCTI

55-1 primer2

e Ndel

SSlib, P35S, tNOS or 55-1

AmpR

M1 = be—T7T 2 ROA P — MR L OHERE
(a) pUC-SSIIb, (b) pUC-P35S, (c) pUC-tNOS, (d) pUC-551 DA »4— hEFI. () 2> hr—LT7 TR
I ROERXE. VT AEA LPCRIZAWVET T v—BL U7 m—T7 2 REB LOBHER v 7 A TRT. Amph,

ampicillin resistance gene. Ori, origin of replication.

— 1456 —



a b
G364 — s IR L e FRAL v
0300 2 {%%*R ‘gg':i:=55 .30 2 {%%*R ’,7” o
g 0240 e 5 fEHR 7 § ot B s S AR / 4
3 oasot | ool 10 =5 '//,’ 3 9180 --=-= 10 fEFH ] §
o204 | caan 100 E# IR //’ R} 100 fE#HH J
0.060 A 0.060 4 7 J
0000 w@E3 saEs@=z=IsEssz=sssasactsizsssaaEsssassas) [T m— e @l mamastoT
400 800 1200 1600 2000 2400 2800 3200 3600 40.00 44.00 400 800 1200 1600 2000 2400 2800 3200 3600 4000 44.00
c d
os | _____ R L J N R L sz=ERnagl
0.300 )RR /,—;’f.féf 0.300 ? R 7,,}/“';— i
" 4
-l [ g 5 {5 AR '/ go | - 5 fE AR 44
PO B p/874 fom | 10 {51 7/
61207 ) cdemm- 100 £F R //)/ /,l / /51 04207 | wesew- 100 fE#FIR /I' /
0.060 S V4 0.060 /. i
S 22’ g% o 0,000 e eeaslifZete”. .’
400 800 1200 1600 2000 2400 2800 3200 3600 4000 44.00 400 800 1200 1600 2000 2400 2800 3200 3600 40.00 44.00
e f
45 45
40 -

r‘----------‘

3

25 | —— Ny 77— 25 —h— Ny 77—
-= KK - = FEEK
20 - 20 ;
1 10 10 1 10 100
g dilution dilution
40 A . - -
RN SIS 2 DNA filiHHiE O ARG RS
(a) MONS10 L 0¢ (b) MIR162 0 DNA filiHifz
35 4 EHEAKIC TAIR L3N 513 5 SSITb Mo
o= Y 7 /L% A 2 PCR MG HIAR. (c) MONS10 3 & %
S 30 - (d) MIR162 ® DNA it & it/ v 7 7 —IZ
—— i\ o 7 7 — K AR THRLZABHIRT D SSUb RH D ) 7 V5 A
ne | T 2\ PCR HEIEHIHR. (¢) MON810 3 L T* (f) MIR162
@ DNA fiHiR 2 7R BRI THIR Li-ReHc ks
=8~ MONBIEH 0 X - o % P35SHNOS ## HifE &. (g) pUC-551 (40 copies/pL)
207 e ‘00 % DNA HHHHIEE X Ot/ S » 7 7 — D AHR
dilution FNZHIM L7238k D 55-1 MR

— 146 —




R

<&

g
===eCq(LOD-P35S) ccooeee

&

Cq(LOD-NOS)

° ces
- o e e

%

45

Xe]
(9]

A< & YR

«ses Cq(LOD-SSIIb)

L 4

w0
(8]

[AXAS
Y09dIN
¢clB6ssvd
LLOBBNOW
C9LHIN
7C06BNOWN
£98NOIN
COMMN

Gzl

Liid

A L9)
018NOW
€ IND uou
¢H NO uou
L# ND uou

cLie
709N
¢clessva
LL08BNOIN
[4212<114'
7E€068NON
€98NOW
CODIN

GclL

Lid

LZvO
0L8NOIN
C# D uou
Zit IND uou
L# IND uou

%45 CqfE

BT 5 SSIb (a) BLUP35SHNOS (b) HHIC

-
—

t

a

X3 DNA fiHEOR

— 147 —



H26 HFZER R DFIITIZEE T 5 —&F

£
£ 3 S HER A
EERA B E A NIV DiREE | EHEAL %, AR HE | AR R~ —
4
[E2
7] e ‘
D& L H%Féiﬁ%
N R Sitameg |TRE2 EE’%E' | 2015 15'3%."
e
LR
fhBh5%
) P 1
A S PN DEZ LT . p. I~
A kIR fth S FEnEA ;;&5@5@ g | R | 2015 (000
FHFE KA B ANV RS B | S—UHRE
Sugivama M, Takenaga F, |Fatty acid content in muscles
Okamoto H, Masaoka T, of amago salmon homozygous or 377-
Araki K, Nagoya H, Mori|heterozygous for a growth AQUACULTURE 435 380 2014
T hormone transgene.
Nakamura, R., Nakamura, |Differential analysis of
R., Adachi, R., protein expression in RNA- . Prot 489
Hachisuka, A., Yamada, |[binding—protein transgenic and R. roteome 13(2) 405 2014
A., Ozeki, Y. and parental rice seeds cultivated es.
Teshima, R under salt stress.
Takabatake, R., Onishi, {Comparison of the specificity,
M., Futo, S., stability, and PCR efficiency
Minegishi, Y., Noguchi, |of six rice endogenous 949-
A., Nakamura, K., sequences for detection Food Control 50 955 2015
Kondo, K., Teshima, R., |analyses of genetically
Mano, J., Kitta, K modified rice
. . Development of a simple
ianagz%aiﬁ;aKl§azakl, detection method for Ikushugaku 16 158- 9014
Ak{ 0 H ’Ak"h' R genetically modified papaya Kenkyu 161
iyama, H., ashi, R. |gocy vi
. . . Food Hygiene B
Kondo, K., Nakamura, K. Sc1ent1f1§ yev1fw on‘novel and Safety 55 231 2014
genome editing techniques . 246
Science
Kitagawa, M., Nakamura, Examination on the detection Food Hygiene
of common DNA sequence of 247-
K., Kondo, K., Ubukata, . T and Safety 55 2014
. genetically modified tomatoesi, . 253
S., Akiyama, H - Science
in processed vegetable foods.

— 149 —




Noguchi, A., Akiyama,
H., Nakamura, K.,
Sakata, K., Minegishi,

A novel trait—specific real-
time PCR method enables

European Food

Y., Mano, J., quantification of genetically - 413~
Takabatake, R., Futo, modified (GM) maize content in ﬁiiiiéig and 240 422 2015
S., Kitta, K., Teshima, |ground grain samples gy
R., Kondo, K., containing stacked GM maize.
Nishimaki-Mogami, T.
Mineglshi,vY., Mano, Development of pBT63, a Japanese
J., Takabatake, R., I ) oo . B
g positive control plasmid for |Journal of 48
Nakamura, K., Kondo, . . o . 21 2014
; - qualitative detection of Food Chemistry 56
K., Kato, Y., Kitta, genetically modified rice. and Safety
K., Akiyama, H )
Mano, J., Hatano, S.,
Futo, S., Minegishi, . B
Y., Ninomiya, K., ??;21;ggezsszimdiggiiczg?i to Food Hygiene 25—
Nakamura, K., Kondo, o , and Safety 55 2014
. a wide range of food and . 33
K., Teshima, R., aericultural products Science
Takabatake, R., Kitta, |°° P :
K
Takabatake, R.,
gasuﬁgchli gi’ suto, Development and Validation of
N” égegés lk a’ K an Event-Specific Quantitative{Food Hyg. Saf. 55 205- 2014
oguchil, A, Bondo, B, pop Method for Genetically Sci. 209
Teshima, R., Kurashima, \y q:e:00 Maize MIR162
T., Mano, J. and Kitta,
K.
Eb%?ﬁtﬁ)}@i%%w
N Rl 1 Z:l /\/\ pas Py Z -
%P‘?{%% 7 }\ ) Eﬁfﬁﬁ%%‘éﬁﬁﬁn éf Ztr:l %}i j?%ﬁg;ﬁﬁ . ﬁ*ﬂiﬁ@ 337759 2014
BERATIET S
el
) Immunoproteomic analysis of Methods Mol 725-
Nakamura R., Teshima R food allergens. Biol. 1072 735 2014
Kurokawa S, Kuroda I, RNAi-mediated suppression of
- endogenous storage proteins
Mejima M, Nakamura R, .
Takahashi Y, Sagara H, |1°2dS to a change in 75-
Takeyama N, Satoh S, localization of overexpressed |Plant Cell Rep!33(1) 87 2014

Kiyono H, Teshima R,
Masumura T, Yuki Y

cholera toxin B-subunit and
the allergen protein RAG2 in
rice seeds.

— 150 —







