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

Lo * R A% 2gr 0 amd E302 TP -

2. ¥esk > 2 e DNA 38 » u TR £ frdar & (real-time
polymerase chain reaction, real-time PCR) z_ = = -

2.1 1 f%&ﬁ s R ‘; ?% %}%Q— N /f?,g—: IR ﬁ%gﬁ@ N %ﬁ%ﬁ
DNA #4 B~ - real-time PCR & #|fe @l 2 e iB/2 ' T 7 %
a2 B ¥ 2% 54 - Real-time PCR )2 fie #l >t
EFFETLNERSA

29 %t_%_ (1)

221 R &pssas KR ¢ ABI PRISM 7900HT Sequence Detection
System # Roche LightCycler » & f & % ©

222 L kicEEyE AV 40CHMT 0 Ex AT 133 mBar ¢
T AR o

2.2.3. #& F Ak 245 ¢ Retsch MM200 > & Fr & & o

224, E 5% kR C EDNAscE® -

225 FEFHE -

2.2.6. £ FHEITS o

227, 4R R D EBSCHEITZRT A0 o

2.2.8. B & 4 % H< #(Micro refrigerated centrifuge) @ # £ 20000 x g »
TR ACEI A o

229, Hrofh w i AR FHe T

2.2.10. 4 kgt 24 E 260 nm ~ 280 nm

22104 K H P ELEE L BMR

2.2.12.7% % R & F(Vortex mixer) o

2.2.13. fa dk & P =ik (pH meter) o

2214 K% B AFIC U dﬂz o

22152 T 1 A HEE 520009 AR 019 BxfEE 5 100
g’ &ACK 5 1mg-e

L AR Y ARZE 2 AREMI A LRHASY RBE R
20 AR EAREZARENTA NE L RHASY RAK -

23.
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2.3.1. DNA B~ % 225 © ¢ F5(96-100%) 45 A F 24 45 A {5 if & 3§ *
45 DNAf B2 & 3 & o
2.3.2. Real-time PCR * (*2
2.3.2.1. 8wkt 313 2 4
232114 F £ i P A FI(#& 04 F] : 5.8S ribosomal RNA » & (£ 38
PR A 7))
513 F: 5.8SF, 5- ACTCTCGGCAACGGATATCTYG -3’
513 R : 5.8SR, 5- GGCGCAACTTGCGTTCAAAR-3'
$£4-P: 5.85P,5- (FAM)-TCGATGGTTCRCGGGATT
CTGCAATTCA - (TAMRA)-3'
PCR #i #5 & 4 ~ -] 116 bp

2.3.2.1.2. & (#4048 #] @ internal transcribed spacer, ITS)
513+ F : AtF, 5’-CACGTCATTCTAAACATCCATC-3’
51+ R AR, 5-TTGTACGCAGTTAGAGATCGCG-3’
4P AP, 5’-(FAM)-TTGAGGTGCGGTTGGTTTA
AGTGAT -(TAMRA)-3’
PCR 3 tg 2 4 =~ -] 170 bp

20 L AT R L ATHE AR R RFR SRR
S E20CEE TR Y o VIFE T HERE TG » F54 S
6-carboxy-fluorescein (FAM)t&z3z » 3'=4 4 * 6-carboxytetramethyl-
rhodamine (TAMRA) 3z -

2. PP INERATFI G 2 FEE2ZEIP Y SR GG
(CIT)» #7FpPFi C2 TR LR LANHEAG) 7 P
2 A% Go

2.3.2.2. TagMan Universal PCR Master Mix (i * ** ABI PRISM 7900HT
Sequence Detection System)
AN 7 orealtime PCR *1% 4 § Pidb 74 = Bipe ~ RAFF
@ Bifﬂl‘ el 3 S FFE4EZ FRIHeH DNA o

2.3.2.3.LightCycler® FastStart DNA Master HybProbe (i * ** Roche
LightCycler)
AEAPN 7 oreal-time PCR #7132 ¥ Vil = Bipe ~ REPF
Fo P pr 25 mMM & M4EAR o i Eﬁ%/J el F ~fFE R EF
P+ 18 DNA -

233 MR P A2 o AR ARG R E S PR R
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Bl S205 2. S FREIF L HEB Y F T o

\\\?ir

24, %_E'__ z ,Hﬂl;i(zﬂ)
2.4.1. % % (Pipette) © 10 pL ~ 20 pL ~ 100 pL ~ 200 pL 2 1000 pL -
2.4.2. % ¢ « g (Pipette tips) - 10 uL ~ 20 uL ~ 200 pL % 1000 pL -
243 g 1200l ~600pL ~1.5mL 2 2 mL -
24.4.PCR & J# 200 pL -
2.45.PCR 7.3+ 'm# : Roche LightCycler & * -
2.4.6. 3133 5% % ¥lsg : 50 mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL %
2000 mL -
247, % g g 1 50mL o

w3 AR B 395 & DNase ;5 4 o

2.5. Real-time PCR i3 i 2_ fie 9
2.5.1. ABI PRISM 7900HT Sequence Detection System %] &5 *

SHM 313 Foiiiieee e 1.25 pL
SHUM 313 R i 1.25 uL
B3 UM FE P 1.7 yL
TagMan Universal PCR Master MiX.........cccccovevivviiieennen, 12.5 L
# % DNAZ 2 (GRE 100 NQ) oo 5.0 uL
B2 BT K, 3.3 uL
B A 25.0 pL
2.5.2. Roche LightCycler &) *
SHM 313 Fooiiiee e 1.5 L
SHM 313 R e 1.5 puL
B3UMFE A P 1.5 uL
LightCycler® FastStart DNA Master HybProbe ............... 2.0 uL
25 MM F TE 4273 7% i 2.4 uL
¥ DNA A R (R E 100 N0) ciiiiiieieeeeeeeeee e 5.0 uL
EFZ BT K 6.1 uL
BRI 20.0 pL

i 4: Real-time PCR A% B >t okip @ et o

2.6. ¥4 DNA z_ 4 #
2.6.1. &2 Aum (-9
FCRRME BIURRSFEE S i o BRI SIS iR A
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o AR ES ks o R T RTINS B Y .

A5 LAERMFE RIELIRET LI TR
2. B2 SRR VARG RARR DK o

2.6.2. DNA z_ 34 B~
BHEH T DNAf P23 82w > R ek (Top 3
P~DNA - #P~2 DNAZRchk T @ @ F2 15mLips g » F5
%% DNA Rk o % 2.6.3.5 | 2. DNAER {6 » B 3t-200C 4 i %

Tac °

2.6.3. DNA JE B Bl T 2 ¥ R 2|47
P~if £ 2t 8 DNA Rk > & B3 3+ K bGE § B i 7
A wlipl 2260 nm % 280 nm 2w £ {5 (0.D.) » 14k & 260 nm =k
3k 50 ng/uL * f-fF 2 #c > T 5 &4 DNA Rk k& - DNA 3 %
R R 2 O.D.peefO.Duggg vb B IE ST 0 H vk m g 43 1.7~2.0 ¢

2.7. Real-time PCR #%| 5 %
2.7.1. Real-time PCR # i¥ 4 3%

2.7.1.1. Real-time PCR—ABI PRISM 7900HT Sequence Detection System
"R A B R AR DNA Rk 313 2 RS Y o
B~ PCR < J¢ » =R 2518 % PCR B iR » & A 4 »
TagMan Universal PCR Master Mix ~ #2315 2 §5 45 > R
£33 > » £ 20l » PCRF &8 ® > & &4 ~ k48 DNA
B 5uUL - £ #-PCRF Ju¥ % 3vagcisd » 2 200 x g B2 7 3
oo F5 o~ real-time PCR F BB » T 7 FF B o FPBF
FHITTE BE L F RYERE -

# 2 B R P R
1. #E i 50°C 2 min
2. BA g 95C 10 min
3. % 95°C 15 sec
4 Fbd ~ u B 60°C 1 min

HAHILIHAL FBFADBREERF G-
5.4 35C 45 sec
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2.7.1.2. Real-time PCR—Roche LightCycler

YR FE A R PR DNA R s 8l 2 LR -
B~ PCR F g » ik 252. & f @ PCR Bk > & A 4 »
LightCycler® FastStart DNA Master HybProbe ~ 25 mM # it 4£;3
e~ MRS R EE R EIEF R AR 15 L.
E e o EuE[4r ~ R DNAZ R SUL o B RL g B TR
¢ > 800xg B A > » real-time PCR F BB » &
FlIEHEEE o PREYHITEF BE §F RHBE -

# 3 B R P R
1. B4~ g 95C 10 min
2. S 95C 5 sec
3. Ab¥% 60°C 25 sec
4, 1t & 72°C 8 sec
HB2IH34 L FADBRERF TG -
5.4 %r 35C 45 sec

2.7.2. Real-time PCR % & & {7
# 12 DNA & real-time PCR * J& ¢ > 2 4%/ _real-time PCR » & %
b2 F BRI AA 2 ¥ RHIRY R TE L F RS
FRET BT FE B2 EFRYBE -

2.7.3. F&
ta % DNA z_ real-time PCR ¥ 15 & 4+ & k 2 17 B & 1 & R4+ 2
FRLPTREFAT VH 0 F T DNA 210 &~ ¥R E2 real-
time PCR & £ 4 {7 B35 G d FF£ 974 2 2 F L IFd R > T
FEuis real-time PCR¥ Mg 2 47 5 2t 2 A TP B> ¥ FEinizie iy v
R

MR Lo Aes R S eRlER B 01% (it Edh) o
2. 1t DNA 2 gl -0 JREES & > 11l DNA & 5 P 305 R A

TR o
BohS EFEEAA G T ER Y LRE R L LF
L o

ARHRZR S 2 2 PR B g i R P DNA H 2 S 50 1B
Bl S DNABR S 82 & 57§ * 2 ARk & o

5
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