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2 @R SRR TR
Method of Test for Genetically Modified Foods -
Event-specific Qualitatively and Quantitatively Test of Maize
Event MON87427 (Ul: MON-87427-7)
Lag* o Megse™ 2@ * 3t a &7 A% 358 #7555 MON87427
(Ul: MON-87427-7)2. #}+ % T & & °
2. sk E MM EDNAZ B > TR L s R i (real-time
polymerase chain reaction, real-time PCR)z. = ;% o
21 1T IETRE 13 FT 57 Tk~ FE ~ R U o A T~ WAl
DNA# B~ ~ real-time PCR:#®|fe 2 ¥ % B2 57 & %
2R ¥FE R 5L o Real-time PCR:& 4| 2. ﬁa’@i)@;’“ £ 7
FlERLPRET -
22. %%
221 TR LpFsar & E ¢ ABI 7900HT Fast Real-Time PCR System
(ABI7900) &« Thermo Fisher Scientific QuantStudio 12K Flex Real-
Time PCR System (QS12K) ¢ Roche LightCycler » & ¢ & & o
222. AR EcEEE R AEVEA40°CT o B RV 133 mBariy T oo
R acE T o
2.2.3. = F A ¥ 7248 Retsch MM200 » & fr 5% 5 o
224 E 750K Y ¢ DNAg%* o
225 3 B2 F4 7 E121Cr b e
2.26. & R iE L
227, v I FT B 1 EB5CEIT 2 RT # i o
2.2.8. Hc® A 3o 0 v 1£20,000 xg 0 & E4CE I A o
229 s L LN e g AR o
2.2.10. & kgt 2 £260nm ~ 280 nm -
2211 A FEH T ELEE LB
2212. % F iR £ F
2.2.13. fhadk B P K o
2214, ks K R AL 1Crup —*ﬁ o
2215, 2 T I A A HFEE 520009 AR 2019 &< HEE 5100
g> &&AZ1Imge
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2.3.1. DNA$ B~ #* @ jh i L = % = 9 A 4% (cetyltrimethylammonium
bromide, CTAB) » ¢ = 4% w ¢ f& = 4 (ethylenediamine tetraacetic
acid disodium salt, Na;-EDTA) » 2 ps » & it 40 > BpL > = 557
% # 7 = (tris(hydroxymethyl)aminomethane (Tris-base)) - ¢ f% (96-
100%) & F 4% A F 2 a7 & P FES R * 0Ny
DNA} B~2_ % & 2 & o

2.3.2. Real-time PCR* ("D

2321 THFEHFRY 2 L ERRY G R FE
2.3.2.1.1. HMG £ F|(i& T R4 Pe A 7))

513 F : HMGF » 5-TTGGCTACATAGGGAGCCTTGT-3'

513 R : HMGR » 5-GAGTCGGTAAGCTCCATCTTCTG-3'

£ 4P : HMGP » 5'-(FAM)-CAATCCACACAAACGCACGCG
TA-XT-PH-3', (X=TAMRA)

PCR3 15 & 4~ + /|- 123 bp

2.3.2.1.2. #& 75 %-78 MON87427

513 F : 87427 EF » 5'-CCATATTGACCATCATACTCATTGC-3
51+ R : 87427 ER > 5'-GAAACGGTCGGGTCAAATGT-3’
17 4P 1 87427 EP » 5'-(FAM)-CATGTAGATTTCCCGGTTTTC
TCCATATTGGT-XT-PH-3', (X=TAMRA)
PCR3j tg 2 4~ ~ -] 121 bp
:gﬁfwéiﬁﬁ’ﬁ%@’”ﬁﬁi$4*ﬁ§*3$%
B0 A S EN-20°CRT 3 0 YV IRAEF R R o 4D
*# # * 6-carboxy-fluorescein (FAM) & 3z » 3" = & * 6-
carboxytetramethyl-rhodamine (TAMRA) 3z -

2.3.2.2. TagMan Universal PCR Master Mix (i * **ABI17900 " QS12K)

R 3#H N 7 oreal-time PCR#*T % 4 § Pt 3 = #hpk ~ R & ps
#0043 42 FRIRAEDNA -

2.3.2.3. LightCycler® FastStart DNA Master HybProbe (i * ** Roche

LightCycler)

A 3aA R § real-time PCR# % 2 § ﬁ”i CIEEN
X, 2 p z‘f25 mM # fL453iR » &% Bi:/J br gl S HFEHE R

# TDNA -
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233 ¥{R* 5355 0 A Fleid 3K e 538 MON8T427 » #h 2 Flecig
3k AR FAARTIIN G B % %Eip8T4272 ¥ T
p .:V;]—;,?ﬁ” RFF G ER ST RS E
2.4, BE 3 443
2.4.1. Hc & 3 g (Pipette) - 10 uL ~ 20 pL ~ 100 pL ~ 200 pL % 1000 L -
2.4.2. = ¢ « ¥ (Pipette tips) : 10 pL ~ 20 uL ~ 200 pL % 1000 pL -
243. s g 200l ~ 600 uL ~ 1.5 mL ~ 2 mL% 50 mL -
2.4.4. Real-time PCR 963 & &% @ if * »>ABI7900 QS12K i * -
2.4.5. Real-time PCR#. 73 = ‘= : Roche LightCycler® * -
2.4.6. 33 ¥ ¥ Fg 50 mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL %
2000 mL -
247, % 342 % 0.45 um » nitrocellulosett 5 -
2 2 AR B 355 & DNaseis 4 o
2.5. #H| 2 Fe
2.5.1. CTAB# B~ % 7% %
FEP~% 14 4081.89 ~ Tris-base 12.1 g% Na-EDTA 7.4 g > 4c 3 3+ -k
H700mL > ¥R FE2 0 £ 4 ~CTAB20.0g > 8 H % >3 f% > 21N
BRI R A KPHIE 1 8. 019 » 113 g ok 2 % 31000 mL > 45121°C
TR ﬁl?)/w\fc‘ﬁlb/» gt o
2.5.2. CTAB Tk %
#P3CTAB 5.0 g% NaCl 23 g » #c 4 453 -K#4L i 2 % 27312 » 1
3 33k % 21000 mL > 5121°C= ;;]15/} R
2.5.3. 1.2M NaCl;3 ;%
FEP~ % V4070290 2 B okA R 2 F 21000 mL 0 5121°CR
E:]lSA\éE‘L? Frisw oo
2.5.4. Real-time PCR;% 7% 2. fie f1 (™)
2.5.4.1. ABI7900 2 QS12K &% 38 5 *

SUMATF Fo 1.25 L
SUMIBTF R i 1.25 pL
BB UMIFEEEP 1.7 uL
TagMan Universal PCR Master MiX..........cc......... 125 puL
H RIDNAZ Z (AL E100 NQ) cevvviiiieieieieee s 5.0 uL
EFE BT K 3.3 uL
B T e 25.0 uL
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2.5.4.2. Roche LightCycler #=%] ;&% *

BUMITF Foiieeee e 1.5uL
BUMITF R e 1.5uL
B3 UMIE A P 1.5uL
LightCycler® FastStart DNA Master HybProbe......2.0 pL
25 MME T AE73 77 i 2.4 uL
HHDNAZ Z (L2100 N0) i, 50uL
EF BT K 6.1 uL
BREAE o 20.0 uL

313 : Real-time PCR/% i & B »tokip @ pe @l o
2.6. -2 0 sz w0
AT FMARIELS ST T > ST W T RASAE LT
(target gene) 2 p ¥7 4+ 2k F(internal control gene) - 12 & 2 3+ -k i
#F#50puL® & 72080~ 1280 ~ 204802 1310720+4% | #c % 7 fdk
Boo R ERABEBETZ E4FREK BPZBRR/I £ o L ERL
B(7 ) b2 gy WIEREY e
334 120 ~ 80 ~ 1280 ~ 20480 % 1310720 %% H #84¥ b #cz p $HCLE
(threshold cycle value) » %] % 36 ~ 34 ~ 30 ~ 26% 20 cycles - % & *
BS540 p FHFEAEY ER o
2.7. % %2 DNAz_ @ #
2.7.1. %ﬁ%“’?‘ e 32 (79)
J#*ﬁwﬁ B b R AT B A ks o BOR R US A 30 R
0 B RS e o B AT N ECR R SR TRE Y -
A5 L AAERMERT RRZZFES LI F L .
2.8 R 2 5T VARG RAREDF o
2.7.2. DNAz_ & 5-(79)
P A200mgE » 2mLac F > 4o » CTABS B3 fim 1 mL > %
i £ 393 15 65°CHR T & K904 48 > 16,000 xgag < 104 48 - P~
FRRET0pL)E > ¥ - 2mL s F o e § 3400 Ul o R R
£30F548 > 111,500 xg&g <104 48 o B~ R & (5600 pL)ix » ¥ -
2 LA ? » e = B AEAE (991300 uL)2 CTABITH R % » 3 10K
Rl VB R s > $E# 860448 0 214,250 xgag.c 104
b8 o 3 “f Rk o 4o » 1.2 Mg it 4073 %350 uL iz @i & o
fe o~ & 7350 UL v iR £ 304,48 0 12 12,000 xgdp -« 104 & @ &
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Rpoo B~ R (5350 pL)iZ » ¥ - 1.5 mLags & > 4 ~ 0.8 84
(9280 uL)z. B pps > 0 F Bisig > N EfoR & > TN 4°CHEE 2
0304 457 it iRDNA » 7rw B R R e 374°Cr2 15,000 xgage 304
48 0 3 ",fj Bt o 4o~ 70%2 f% (vIV)iz % 500 PL - e DNAIT i
P o 3+4°C1215,000 xgdp.~ 104 48 > 2 %_P R o TR R B
‘ﬁrtfi‘%fﬁi LR R o R r>EZ AR Y > BDNAGTHE o o2
DNA & 4 4t 5 -k 30 ULiz 2 » 17 5 % WDNAR % > %2.7.3.4
B T DNAJE B {8 » 5 30-20°C4 W Y pvig i * o
716 P DNAZ P v % 3 G F e > 2 F e (valp o B B
DNA -
2.7.3. DNAE & Pl % 2 % R 2| %7
P~if 22 ADNAR R > 1 E R BT ORFGE B B o~
5] R 2260 nm% 280 nmz_ %k & (0.D.) » & & 260 nmex sk 5 3k 50
ng/uL 2 18 & &> T 5 & WDNA R 7% kR o DNAZ % % B P11
O.D.260/O.D.oggtt B iF | %7 » H b @ R A4 301.7~2.0 -
2.8. Real-time PCR# % 158 5%
2.8.1. Real-time PCR#¥ 7 3¢
2.8.1.1. Real-time PCR—ABI7900: QS12K
MEF T R R R MDNAR R ~ 513 2 FFEEE o B
© R FHS E 0 R PR25.4.1.5 f @ Real-time PCRiA % » & A 4
» TagMan Universal PCR Master Mix - fﬁi W23+ % FE4 R
£353 18 > &~ K20uL » Real-time PCR 963 & Jg 4 ¢ » & ®]4r »
¥ A DNAZ %5 uL - F #963% & B4 % >t apa sy > 12200 xg
B B 3w > #5 ~real-time PCRF BB » T A F 227 F G o
FRETHEELF RE LR RERE -

# 3 i P R
1. s it 50°C 2 min
2. A7 g 95°C 10 min
3. B 95°C 15 sec
4. Fb4 ~ W B 60°C 1 min

3L A LEFASR RIRE G -
% Z_PCR #i£3¢ : 9600 Emulation
X EF A 250
2.8.1.2. Real-time PCR —Roche LightCycler
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M FE A R R AR MDNAR R ~ 51T 2 HFEAE Y o B
© R EHe 0 R BR25.4.2. 4 fe @l Real-time PCRA i » 2 B 4
~ LightCycler® FastStart DNA Master HybProbe ~ 25 mM # it 4£3
AR ﬁw‘ﬁ@i 9l 3+ 2§45 R £353 18 » & %15 pL>tReal-time
PCR#3g L fmg @ » & W[4 » i WDNAZ %5 L » £ i3y =<
S B NgLe Y 5 12800 xgEEF 4s o 4 » real-time PCRF i
B RTIEREFF B RREYRIELERE L FRER

oo
# 3 B =3

1. &4~ B4 95°C 10 min

2. B+ 95°C 5 sec

3. Ak 60°C 25 sec

4, it B 72°C 8 sec

2L A L EFASRERIRE G -

5.4 kv 35°C 45 sec

2.8.2. Real-time PCR % 3k 4 47
# B DNA 5 real-time PCRF~ & 18 » ® $&i¥real-time PCR~ JE B+ 2
FERBIFLTAS 2 FRHGY 5 T 2HF REE o P
TRREIFE RE L F RERE -

2.8.3. FEid
% ¥ DNA2_real-time PCR3{ tg 2 4 % X A {7 BI &2 & F BH R =¥
ko FTBEFAP T 0 F R DNAY T F R SR 22 real-time
PCR¥ kA 4TRIIBNIRGd 4774 2 2 §F LM tgd &> TR
7ureal-time PCR3 5 2 4~ & i 78 538 MONB7427 2L Flezig . 2 A
TR B VAWK Y 77 e 598 MON8T427 A Flic i 1
e

2.9. T & @

2.9.1. Real-time PCR (ABI7900: QS12K) % i+ % iE
#2811 & FH M2 i VR U IFREN R fF KR D
F YR E -

292 3%
A T2 0 RARDA T T8 IR A T2 iR R e W3
Ea AT kR > T RBERTIEE > L RT I aNE e
¢ 508 MONST427T /A Flezid 338 2 & o ¥Rt ¢ A Fleeid
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TR R LRREE- AIAEAEST B RALT LR
ﬁ v * ’f Ztk v{jfé /:E\ 2

%méﬂ 1
Y : X X 100
KN IRERAT] PR
{78 538 MONS874272_ p 4%+t : 0.63 (i * ** ABI7900)# 0.62 (i *
3+ QS12K)
71l F R RRE ﬁéﬁﬁ%s&: iirﬁ-%l :40%1:100 > =
BERLEF AT BiCS5PBH T5E - jakig
2_ ey Gp 2 ",/TT °
2. * S“ﬁr’f? B BERZ BHWDNAY it #4]PCR - # ¥ DNA
B2 RIET R AR S Rl “F:t-%—%é%ﬂ"DNAﬁr%;E
1:40%1:100= fak & > §&FPCR> = £ 2 CtiE L iE)%
5 2-3 [ECtE £ JE< 2F% > £ o7 “T3 P~ 2 R HDNA Z 7 #r i
P RHEDNARK & - ﬁﬁﬁ% TRES: ST 15'5']&%_.%
2
3. CtiE % 4+ 36-45PF » £ 7 “# =2 %M 7 &~ £ &
DNA ; Ctiz & /i 3v15-20pF » % 7 973 B~2_ 48 5 < & &0

_1

DNA -
4. ABI7900 s QS12K e/ &4 [ Threshold line (Th)]) z % =&

PCRZ_ & F & = = f¢ > BLiE "Results” » & » "Amplification
plot” A ¥ » #“Detector” % 7 % T_ 5 “All” » 3% ”Analysis
settings” i£ 7 2  “Threshold” 78 p *# @] > 0128 » T = =

Threshold line= % 2z 3% #%_» ¥ & 5 & 4 #6482 Ctig -
5. ~Real-time PCRz_# :#5% %+ ABI7900: QS12K*% % 2. » &
o B Bp Tt s B AR M R o

Ml l A% 22T E®RLE01% -
2. MR F2Z @ FRFGA N R IDNAZ § & [LSER R
dr 1 g A g, DNAzZ. & 5 % lﬁq* °

%“qd; > ;]§L :
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