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Method of Test for Plant-Derived Ingredients in Foods —
Qualitative Test of Peanut Ingredient

Lo v P kRS R G Y T RS2 WAL -

2. %> E RS DNA 5548 > TR & fs4as i (real-time
polymerase chain reaction, real-time PCR) z_ = ;% o
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DNA 34 B~ ~ real-time PCR #&|fe @l % e S%iB/ % 7 7 *
R B > #4225 % - Real-time PCR :#4 2 fie 5>+
AFEFLIPESF -

2.2, % (=1

221 R &pssar B E ¢ ABI PRISM 7900HT Sequence Detection
System - Roche LightCycler » & f & % ©

222, A RicEEE cRERVE 40CT > Bz AV iE 133 mBar ¢
T EHRBETE Y o

2.2.3. #& F Ak 248 ¢ Retsch MM200 » & Fr & 5 o

224<§igwﬁﬁﬁ:fﬁDNA§ﬁﬁ%o

2.2.5. @/r Ef-’]§

2.26. & EHE (TS o

2.2.7. %céu)éj‘ﬂ? P EB5CEFEZ IR A A o

2.2.8. He® 4R A %,&(Mlcro refrigerated centrifuge) : # iF 20000 x g >

4Cm_?’°ﬁ A ©

229, ol BT e o

2.2.10. & Je;lc');r:;* : P- £ 260 nm ~ 280 nm -

22104 K% P ELEE L BMR

22125 R & gg(Vortex mixer) o

2.2.13. fa sk & B T_ik (pH meter) -
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2.3.1. DNA B~ % 22 % © ¢ F5(96-100%) 45 A 5 24 45 A 45 if & 3§ *
et DNA# B2 3 & 3 % o
2.3.2. Real-time PCR * (*2
2.3.2. 1. 8 skt 31+ % F 4
2321148 4~ £ 1@ M A FI(#& 04 7] ¢ 5.8S ribosomal RNA » i % 2%
¥R 2L 7))
51+ F ¢ 5.8SF, 5- ACTCTCGGCAACGGATATCTYG -3’
51+ R : 5.8SR, 5- GGCGCAACTTGCGTTCAAAR-3
4P : 58SP,5- (FAM)-TCGATGGTTCRCGGGATT
CTGCAATTCA - (TAMRA)-3'
PCR 3 15 & 4+ + |- 116 bp

2.3.2.1.2. 74 (#4 7] @ internal transcribed spacer 1, ITS1)
31+ F: PF,5- GAGTCCACAAACACCCGAGG -3
51+ R : PR,5- AGTCGTTCTTAACTCTTGTGGTCA -3
¥4+ P PP5- (FAM)- CCCGTCTCAAACAAGAACAA
AACCC (TAMRA)-3'
PCR 3t 2 4 = -] 181 bp

20 L E 28l F 2R ITHE > AR B RFES R RER
S E20CEE TR Y o VIFE T HE TG o F54 S
6-carboxy-fluorescein (FAM)1&3z » 3'=4 4 * 6-carboxytetramethyl-
rhodamine (TAMRA):z -

2. PP INERATFI G 2 FEE2ZEIP Y SR EERA NG
CM- > %.7kFFZz CZ2 T;RZELKALNEAIG) &7 FPF
2 A% Go

2.3.2.2. TagMan Universal PCR Master Mix (i * > ABI PRISM 7900HT
Sequence Detection System)
AEH P 7 oreal-time PCR #7F 2 § Pl H Z ghpk - R &5
£, @ B?f;‘,’ltﬁ 513 ~ 35 4% FiplH % DNA -

2.3.2.3.LightCycler® FastStart DNA Master HybProbe (i * ** Roche
LightCycler)
AEAN 7 oreal-time PCR #7152 ¥ Vil Z Bipe ~ REPF
Fo P prt 25 mMM & M4EAR o i Eﬁ%,J bedl 3 S EE R F
P+ 18 DNA -
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2334t b A

24, BE 2 4 L (9)

2.4.1.
2.4.2.
2.4.3.

2.4.4.
245

. 4 (Pipette) : 10 uL ~ 20 pL ~ 100 pL ~ 200 pL 2 1000 pL -
% - g7 (Pipette tips) : 10 gL ~ 20 pL ~ 200 uL 2 1000 pL -
#rooF 1200l ~600pL ~15mL % 2mL -

PCR £ Jis 'ZMuLo

PCR .33+ ¢ : Roche LightCycler & * -

2.4.6. 333 &% # ¥yg 0 50 mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL %

2000 mL -
2.4.7.% i § 1 50mL -
FERRC M T A () X 5% & DNase ;5 % -

2.5. Real-time PCR /3 7% 2 fie # (=4

2.5.1.

2.5.2.

ABI PRISM 7900HT Sequence Detection System %) 155 #

BHUM 513 oo 1.25 pL
SHUM 513 R i 1.25 L
BB UM FEEE P 1.7 pL
TagMan Universal PCR Master MiX.........cccccoevvviiieennen, 12.5 L
HH DNAZ R (AL E 100 NQ) coiiriiiieiieieseeesee e 5.0 uL
EFZ BT K, 3.3 UL
R 25.0 pL
Roche LightCycler #%] &5 *

SHUM 513 oo e 1.5 L
SHUM 513 R i s 1.5 L
BB UM EE A P e 1.5 L
LightCycler® FastStart DNA Master HybProbe ............... 2.0 uL
25 MM F TU 4278 7R i 2.4 uL
# A DNAZ R (L E 100NQ) i 5.0 uL
EFZ BT K 6.1 uL
BEEA 20.0 pL

x4 Realtime PCR 3 % ik % >t rkig @ fedl -

2.6. #&%8 DNA 2_ @ &

2.6.1.

Yo R 2 gm0
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AR 1-752[}%%6%%5%{@%?%?5;12@3@{? s R IR TS o

2.

2.6.2.

2.6.3.

B2 SRR VARG AR D -

DNA z_ 3d B~
FHRHOHEL DNAR P23 G2l > ik E wff (Fip 4 3
P~DNA - # P2 DNABRch 2 2 R FA2Z 15mLas g » F5

¥ % DNA B % o & 2.6.3. 90 T_DNAE & 15 > % *-20C 4 i %
& o

DNA JE B Rl 22 3 & 2] %7

Poif £ 2tk DNA R > 1@ 2 33 R i § & i R
A B2 260 nm % 280 nm z % %k (0.D.) o k£ 260 nm s k
3 50ng/uL 2 FF 2 # > T 5 k4 DNA ik & - DNA B %
AR R O.D.gpof/O.D.ggo b B TE|ET > H b A3 1.7~2.0

2.7. Real-time PCR #%| 5 5%

2.7.1.

Real-time PCR # i # ,3?5

2.7.1.1. Real-time PCR—ABI PRISM 7900HT Sequence Detection System

"R A A R PR DNA Rk 313 2 RS Y o
P~ PCR ¥ 5% » = 251 & @ ®l PCR ik » & B 4c »
TagMan Universal PCR Master Mix ~ #-f#if2 51+ 2 $£ 4 - "
£395 15 > A 20 » PCRF 5§ ¥ » & 64 » th 48 DNA
B S5uL > L R-PCRF g B >vgpcsd » 12 200 x g g 4
oo F5 ~ real-time PCR F R B » T A 227k B o F ¥
FTRITEFRZ L FRERE -

¥ B B R P
1. #0551t 50°C 2 min
2. BAv 95°C 10 min
3. % 95C 15 sec
A, AbFe ~ 1 B 60°C 1 min

HAHILIHAL L BFADPREERF G-
5.4 %r 35C 45 sec
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2.7.1.2. Real-time PCR—Roche LightCycler

2.7.2.

2.7.3.

"R A B R PR DNA Rk 313 2 RS Y o
B~ PCR < J¢ » &R 2528 % PCR B iR » & A 4 »
LightCycler® FastStart DNA Master HybProbe 25mM %z i 4% ;‘i
R EUESE IR T R i B A W SN VI B
mfg P 2 w4~ 48 DNA 2% 5uL » £ :125— ‘,‘m? ¥ ‘f’,‘,%g_.u
e s 800><g B ag.s > 4% ~ real-time PCR » B %8 » & F
FIIFHEFEF o PR Y RITL FRE (5 RHERE -

# 3 B R P R
1. &4 95°C 10 min
2. S 95C 5 sec
3. Ak 60°C 25 sec
4, 1t & 72°C 8 sec
HI2I K I A LT 45 BEIRE I o
5.4 %r 35C 45 sec

Real-time PCR ¥ & & 47

%ﬁ%ﬁ DNA % real-time PCR ¥ s » ® #% /i _real-time PCR & & &
P2 FRERBFESTAS Y RHEY R T HEF RS
FReEyRlzEL F B2 fF },@ﬂﬁ@.f_°

FETS

## DNA 2 real-time PCR ﬁa’ﬂm P KAATRIG DL F R R
B AT BT & %% DNA £ 1 F B4R 22 real-
time PCR & s 4 17 B3o M Mg d $F 4974 4 2 & L 1pw 5> T
FEe% real-time PCRA{WF A 4+ 5 -2 2 A T8 £ 0 ¥ /et ie il
A I N A

o 1. j‘*ﬁ%}" ﬁxﬁ*ﬁ/? Ik)i ) 01%('436 )

2. 118 DNA 2 W & B TR % - i DNA/@‘EW" IR R AL

FLRIE o

B A EFRERAPFIFEFE > ViR Y KRB R TP ELF

fl:% I'+ l—‘ °

4. Mﬁ?@" 22 RE PR A R P DNAF 2 8 50 18 F

BArdlig~ DNAER AHfEz 8 53§ 3 A5k~
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