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SETVHFUSLREIZ LA T RR
Method of Test for Plant-Derived Ingredients in Foods —
Qualitative Test of Peanut Ingredient

Loin o AR 2 a8 TR Rk

2. ¥B% D M DNA 5518 » R & 4k Ji(polymerase chain
reaction, PCR) % Trpr & & =4tk J& (real-time polymerase

chain reaction, real-time PCR) z_ = /= o
200 1 FHB I ET S F R 0 R E RN o AT AJT - Y
DNA # 3 ~PCR ##|fe 2 PCR % iBRT T ®
ez Ao @ 2x 5% - PCR 382 fe @l > & F#% 7

A

22, #x®D

22.1. B g pr4a~ 5 E ¢ ABI PRISM 9700 Sequence Detector » & f& %

o

222, TR Lk B 1 ABI PRISM 7900HT Sequence Detection
System £ Roche LightCycler > & Fr % & o

223, A gicEEE tRRVE 40C T > B AV iE 133 mBar ¢
T e BEcE T o

224, =T Ak A4 1 Retsch MM200 > & e 5% & o

225 B ZicEEE C EDNAGCEY o

22.6. BRAFS o

227 RAHEIES o

228, 4e#IRT R L SS5CEITERFA N o

2.2.9. Hed 4% e 3 (Micro refrigerated centrifuge) @ # i 20000 x g »
T B ACE I o

22103048 0 B2 VR g F S H o

22114 kgt E 4 £ 260 nm ~ 280 nm °

22124 K% P BLEE L BH

22135 R & F(Vortex mixer) °

2214.F A4 - &= DNA T A ®* o

2215 AP AR ¢ HIpER A ST o

22.16.% b F 4 0 A& 302 nm ~ 365 nm ¥ ‘FE o

2.2.17.f b & iR ik (pH meter) ©

2218 ki KR TR AEITCTHUP F o
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2219.% T : F A FEER S 2000 g0 FARE LS 0.1 g3 Bt FEER S 100

=h 2

g ARG lmg-

A1 AR ARAZARSY N L SRHASY B R
Lo AR AR LASEW A B FHASY REY -

L2 FERLGESKR Y o

3. F#E¥
2.3.1. DNA 6 B~% 2% ¢ f5(96-100%)3k » F 4 F & 37 %2 & | i
Wil DNA@ B2 7 & 3 o o
2.3.2. PCR * 9
2321 E N R% Y 515
232.1.1. 454 £ i 1+ A FI($& 4 F] © 5.8S ribosomal RNA » & {7 p 2R

R A )
51% F : 5.8SF, 5'- ACTCTCGGCAACGGATATCTYG -3’
51% R ¢ 5.8SR, 5' GGCGCAACTTGCGTTCAAAR-3'
PCR # 1§ & 4 ~ - 116 bp

2.3.2.1.2. %4 (#4 7] @ internal transcribed spacer 1, ITS1)
513+ F ! PF,5- GAGTCCACAAACACCCGAGG -3’
51F R ¢ PR,5'- AGTCGTTCTTAACTCTTGTGGTCA -3’
PCR X tg & % = -] 181 bp

2322 FEILRE Y 313 2
23221484 & 3@ 4 AL FI(HE-e0 4 F] ¢ 5.8S ribosomal RNA » & {7 2%
PR A 7))
515 F: 5.8SF, 5'- ACTCTCGGCAACGGATATCTYG -3
513 Rt 5.8SR, 5'- GGCGCAACTTGCGTTCAAAR-3’
4 P 58SP,5- (FAM)-TCGATGGTTCRCGGGATT

CTGCAATTCA - (TAMRA)-3'
PCR #{ 5 4 # < | 116 bp

2.3.2.2.2. %4 (#4 7F] @ internal transcribed spacer 1, ITS1)
513+ F ! PF, 5- GAGTCCACAAACACCCGAGG -3’
51F R : PRS- AGTCGTTCTTAACTCTTGTGGTCA -3’
#4-P: BP,5- (FAM)-ATCCTGTCGTGCGGTTGCGTTCT
CC (TAMRA)-3’
PCR X tg & % = -] 181 bp
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R SN LA T b s A S
IS EOT20CRT R A Y 0 YR TR o A S
6-carboxy-fluorescein (FAM)# e 0 3'# R 6-carboxytetramethyl-
rhodamine (TAMRA)#%:e
2. A4 AR “K*u‘ﬁ@é%w AAFE LB IY Y SR L i AR
CT) 2#7FFz C2 TR 3REKACHBAG) 47 kP
72 A% Go

2.3.2.3.4 ¥ i+ i = #ph (Deoxyribonucleoside triphosphate, dNTP)
%R
733 Bﬁiﬁ = B fa(deoxyadenosine triphosphate, dATP) ~ 2 ¥ ¥z
3 = ##pé (deoxycytidine triphosphate, dCTP) ~ 2 ¥ § X w4 F
= B P (deoxyguanosine triphosphate, dGTP) % 2 ¥ %9 i = Bifk
(deoxythymidine triphosphate, dTTP) & 2.5 mM 2_7% % o

2324.% &
Tag DNA polymerase (2 U/uL) > p*f 10 % 7 15 mM % it 452
PCR ¥ % % » & 55

2.3.2.5.TagMan Universal PCR Master Mix (F£:d:#% * » if * 3% ABI
PRISM 7900HT Sequence Detection System)
AP 7 real-time PCR 7% 4 § Pl 3 = phfik ~ R & s
o, % Bi:/l de 5l 3 ~ F4E F R4 DNA -

2.3.2.6.LightCycler” FastStart DNA Master HybProbe (/Z:3i%% * - i
* %+ Roche LightCycler)
AR )N 7 oreal-time PCR #7F 2 § PP Z ips ~ R & s
F PPN 25 mM & Y4ERR 0 B:‘":/J il o~ fFEE F
P ¥ 48 DNA -

233. A 8 it ¢ 4% (ethidium bromide) ~ 5 fis & (bromophenol
blue) ~ = " F & (xylene cyanol FF) ~ ¢ = ’"=w ¢ A = 4
(ethylenediaminetetraacetic acid disodium salt, Na,-EDTA) ~ = 5 7
Y 7'_% ? Uz (tris(hydroxymethyl)aminomethane, Tris) ~ & ¥ i 4\ %
FEPL B2 % o o 3 W (agarose) 2 H b R A F 2 P AT BRE o
DNA %~ & & % :& 4 § (DNA molecular weight marker) : 100-bp
DNA ladder marker o
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234, HR* FF T2

24, BE “Hi}ﬁ'—(a‘l)

2.4.1. ¢ (Pipette) - 10 pL ~ 20 uL ~ 100 pL ~ 200 pL 2 1000 pL -

242 2 AM IS -

2.4.3. ¢ =« ¢ (Pipette tips) © 10 pL ~ 20 uL ~ 200 pL 2 1000 pL -

244, g 2200ul ~ 600 uL ~ 1.5mL 2 2 mL -

245 PCR F J&¢ 200 uL 2 500 puL ©

2.4.6. PCR#.33 * ¢ : Roche LightCycler & * -

24.7. 3 iy 0 50 mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL %
2000 mL -

248 s g 1 50mL e

249, 345 045 um > #F & nitrocellulose e

w4 (% 2R ﬁ%% aﬁjﬁ.DNaSCﬁ—jiL

WAz eyl
2.5.1 0.5M z = '=w ¢ B2 (EDTA)% %
7}?]3_3’»6_:54@16&._@\1861g’4t—iy‘i}ﬁl';’}480 BE R e
>3 % 1“4 20g UAKE pH B3 8.0 F4crd 3Kz = 1000
mL -

2.5.2. 0.5 & TBE (Tris-borate-EDTA) % ff7% 7%
FEB-Z v A F AT % 54 g 2 P 27.5 g0 4 ~ 0.5M EDTA %
% 20 mL > £ 4c kA2 1€ & 1000 mL > & 1% 5 TBE % 7% /% >
gig*d & 5 TBE iﬁ"r/p/ o fRt PEr 3 3 ok 5 B TBE
K i i ﬁrﬁ 2052175 052 TBE =% % o

2.53. 2%% %
%A% 2 g b » 0.5 TBE S g e 100 ml > bo b= 35
MR DAIEFE LIS BT AR YR N2
T B RRG > TR oo

2.54. 6 B\~ 97 % 5% 7% (6 % gel loading buffer)
ﬁ-ﬁ’wiﬁ;f% g% - 2 "{fozs g 4e o~ 4 30 mL > #4‘:)\7@‘
ﬁé‘ ‘%,g";' ki = 100 mL > BT 4OC/’J\‘%€] E:‘FT’% /VE * .

255, B A%
Pojgaivz 42 0.1 g0 4e-k 10 mL 3 f& » & i% K% (10 mg/mL) »
- g g

4
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@ wm sk 1o pg/mL e G e G KRS T AP EL

>
LE Do

2.5.6. PCR 3%

2.5.6.1. &5 % *

10% 72 15mM % * 452 PCRE B3R covveeeeeeeee, 2.5uL
Tag DNA polymerase (2 U/UL) .cccceviiiiiieieieiiiieeeeeee. 1.0 uL
25 MM ANTP...ooiiiiee e 4.0 uL
TO UM 313 F o 1.0 uL
TO UM 313 Rt e 1.0 uL
B DNA A% (A 10008) i, 5.0 uL
BEFZ BT K, 10.5 uL

B e, 25.0 uL

2.5.6.2.ABI PRISM 7900HT Sequence Detection System Fe :0.:8 % *

SUM 313 Foiieee e 1.25 uL
SUM 313 R 1.25 uL
B3 UM EFEEE P o 1.7 uLL
TagMan Universal PCR Master Mix .........cccoeeviveeeennnne. 12.5 uLL
A DNA A% (BLE 1000Z) i 5.0 uL
EFZ BT K o, 3.3 ul
R 25.0 uL

2.5.6.3.Roche LightCycler Fx 3 i# 5% *

SUM 313 Fooieee e 1.5 uL
SUM 313 R 1.5 uL
B3 UM EFEEE P o 1.5 uL
LightCycler® FastStart DNA Master HybProbe ............... 2.0 uL
25 MM F U AET3 IR ot 24 L
B4 DNA A% (A 10008) ciiiiiiieeeeeeeeeeee, 5.0 uL
EFZ2 BT K o 6.1 uL
A 20.0 uL

5 PCRiZREE ks P peil o

2.6. ¥ %8 DNA 2z %] &%
2.6.1. 42 Ean 9
O E R R B S ks o BRI O 5T e
s £ ks —r—%}ﬂ'zjf = ks o *ﬁ{gr‘ﬁ) pT x%’/\i WELFHRER o
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2.6.2.

2.6.3.
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FERMEFRES RIFLZEFEFT  FHLIRFTL

. &}l*%ﬁ%ﬁquﬁwﬂa* FALICEATR B o

DNA 2_ 44 B~
B"DNAO;HTB"7 DNA/P/TQLI(%.J."’/’%‘EE].7 15 mL%,ﬁ;lu% y 1%

LKk DNA Ri% o 12 2.6.3.8 B T DNAE R 15 » % *-20C 4 %
B3 o

DNA k & Bl 2 2 ¥ R 2| %7

Poig &2 4 DNA Rk > @ F2 3 KR § B 7o
A BR%_260 nm % 280 nm 2_ ¥k & (0.D.) Mt £ 260 nm ¥ sk
B3k 50 ng/ul 2 FF B o> T L kY DNA&;‘& )k R o DNA 3%
‘HEEJ 1 OD260/OD280 A IE' - JL&’? _,_¢ L fﬁf,@—ﬁ”’/\ 1.7~2.0 °

2.7. #w|gs®?

2.7.1.

2.7.2.

2.7.3.

PCR%&T%%%

TUE 2 M K AR DNA R 2 513 % % o B PCR F
g o kB 2561.8 8% PCR 3% > &E 4 » & F2 F K
10 & PCR % =% ;% ~ ANTP ~ 51 & -~ DNA polymerase % # %8
DNA A% » R &3]3 (s > B-F )@? B A AL > BIR
& %\ﬁi*“ﬁ@-? KR o ~ PCR F BB » 2 2.7.2.8% 2 F
Bigit s 27 F B B B0 PCR i‘g*ﬁé*’” BT RAL
7 o

PCR if i%

# 7 B R P
1. A4 g 95°C 5 min
2. B 95°C 30 sec
3. Ak 60°C 30 sec
4, 1 B 72°C 30 sec
HF2IHHA FRFISBREFE -
5. B ¥t 72°C 7 min

B A
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B"iﬂi 6"&?\‘7‘”} ¥ 1 //‘/’Q’AVT'JP—?E
24 PCR%*E}%*’””&@ % ’/:T)\ 2(y )}){1}
HTREFTH - PEFEY B DNA A3 4

SF S
5 PCR #tg A+ = /| 2 ) gr 2l & zzi:H%\o ToA s LR
PR EFELSI Y 15 Ao B kP BRZARE ) Bk
KRB ZET T P2 DNA §£4 > T HF 5% o YR

WERBEEF B¥RE -

2.7.4. g
i DNA F @ p 38R AT 2 2 ik 512 PCR ]
F o4 DNA 2 PCR BtgA Y T A% » 90 F %P oz
DNA 4 3 ﬂﬁ* e F R ALEEFPITVH 0§ 1 DNA &

T F ¥ DNA NI PCR ¥ 544 > )50 DNA ~ 3 24
i R PCRi‘éﬂ*ﬁé#*'ké 181 bp ¥ - T2 R H kAl 7}
f“i A

.70 1. PCR #FWids g% 2 23 %t PCR Btg A 4 ~ -] 22> 5 Pl
=% 3R FIEEPT 0 B (TREILIRSR o
2. #:18 DNA 2. B #3255 PCR B % % > &1 DNA & 7 p 304
B 2 F] PCR ip|zE > &L‘«k@ 77 DNAz H¥ R o
3. A PCR 71+ F Rifi* 24 ABI PRISM 97003% = 2. » 4 # * H s
WAIRF > G p (TR F BIEE o

28, FEILEHKR D ARHRAMT E AT o
2.8.1. Real-time PCR # i %

2.8.1.1. Real-time PCR — ABI PRISM 7900HT Sequence Detection System
v A A K PR DNA Rk 313 2R Y o
P~ PCR F g > &P 2562 .4 f% PCR Bk > &5 4 »
TagMan Universal PCR Master Mix ~ #ff# 2 31+ 2 §F 45 > R
£33 1 > £ 20uL* PCR & g 7 » & %4~ &1 DNA
Bk Sul o £ :té’:—PCRF g E3vgradsd > 200 gpR il 3
& o #5 ~ real-time PCR » BB » T 7| ifHFEF B b FF
YR FRE L F BHRE -
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# 2 ER PR
1. A it 50°C 2 min
2. B g 95°C 10 min
3. % 95°C 15 sec
4. Zbd ~ Wt B 60°C I min

HAIIHHA FRITFASBRHEF I -
5.4 %r 35°C 45 sec

2.8.1.2. Real-time PCR —Roche LightCycler

" A A R AR DNA Rk~ 313 2 HRER
P~ PCR F g > &M 2563.4f% PCR Bk > &5 4 »
LightCycler” FastStart DNA Master HybProbe ~ 25 mM # it 4%£;%
o~ AFREL A 2 A R A A 15 pl gty L
g oo BoE[be ~ M DNAB R SpL > B RS ey BT
e > w800 xg R A > A » real-time PCR F B % » % T
FIEREGEF o PR YRHIFLF BRZE L F RHBE -

o

# 7 B R P

1. &4 g 95°C 10 min

2. % 95°C 5 sec

3. Ak 60°C 25 sec

4, 18 B 72°C 8 sec
HB2IAFIA FREASBRRFE -

5.4 %r 35°C 45 sec

2.8.2. Real-time PCR % k & 47
# #8 DNA % real-time PCR ¥ &1 » 2 4%j% real-time PCR ¥ & %
2 FERBFEL AL YR B TV RS o
PRy RREF B2 FRERE -

2.8.3. FEid
%% DNA 2. PCR¥tgAF ¥ Lo 17RIE T F R¥EREY L2437
Flie F4p 5 v %> % 4% DNA 2 0 7 et e 2 PCR ¥ % 4 47
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Eﬁ?]i’aﬂ'. & #ﬂ?fib’“rﬁ 42 ¥ RHEY R TREIiZ PCR HF A
A E!}r‘] B &p;ugx*ﬁgﬁﬂ Aqﬁ o4 Ao

MR L MRSk B MIERIER 5 0.1% (ic ) o
2. Mask ™ F 2 RIE I g A S 4 B DNA L a& SR
B4l % 7 DNAZ 8 57 if * >h K {gsk > 2



