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A Flezid 8§ 5%k 2 —3 o #5538 MON87460 (UL: MON-87460-4)
ZBESFFRELLEE: T ER%
Method of Test for Genetically Modified Foods —

Event-specific Qualitatively and Quantitatively Test of Maize
Event MON87460 (Ul: MON-87460-4)

Lg* @R dAm>2gr s gs? AFlagrf@gznsd
MON87460 (UI: MON-87460-4)2_ %+ % % & 5% °

2. %2 KRS DNA B8 > W pER & fFdaF B (real-time
polymerase chain reaction, real-time PCR) 2_ = /= o

21,0 FHRE 1 FT 57 B FE  CRAR A o A AT~ kY
DNA # P~ ~ real-time PCR ##fe W 2 % BEALYT 7 ®
M2 B # 4 % 5% o Real-time PCR ##| 2. fie @ >t
RFHET PG

2.2.% % "V

22.1. wpEER & prsaF B E © ABI 7900HT Fast Real-Time PCR System &t
Roche LightCycler » & F & & ©

222, Ak EE CRAEVE 4A0C T s Bz AV iE 133 mBar 2
T e BEcE T o

223, #&=F A# #A1  Retsch MM200 > & e % 5 o

224, F LI ER 2 DNAJCE ™ o

225 3RAEFS -

226, EFHEEL o

227, 4e#EIRIF R D E S5CEITE RSN o

2.2.8. He® 4 s #(Micro refrigerated centrifuge) @ # i 20,000 x g »
T B ACE I o

229, Mo S HEAS R o

2.2.10. 4 kk g2t 24 E 260 nm ~ 280 nm ©

22114 %3 W% P B2 L B o

2.2.12.%fm R & E(Vortex mixer) °

2.2.13. pedk & iR ik (pH meter)

2214 ki K8 TR AT F o

22152 T T B AHFEE L2000 g0 FACA G 01 g5 B HFEE 5 100

g’ ®ATK & Ilmge
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Ml A ETR Y ANIRE 2
2.0 R Ak R 2

e v + Y
Bk B SIS Y

- AR sy ST
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e

23. 3%

2.3.1. DNA B~ % g & @ jh - L 2 Uz = 7 4 4o (cetyltrimethylammonium
bromide, CTAB) » ¢ = 4%w ¢ Bk = 4 (ethylenediaminetetraacetic
acid disodium salt, Na,-EDTA) » £ 7 % > & it 40 » Bp > =557
#& % 787 Y= (tris (hydroxymethyl) aminomethane (Tris-base)) ° ¢ fi%
(96-100%) & s A F 2 H 2 17558 | F 7 23R {30
{4 DNAF B2 3 & % & o

2.3.2. Real-time PCR * *?
2321 M FEN R 2 T EFEKRY IS 2 FF 4
2.3.2.1.1.HMG # F](& (5 384 B8 A 7))
513 F: HMGF »
5'- TTGGCTACATAGGGAGCCTTGT -3’
513 R : HMGR >
5'- GAGTCGGTAAGCTCCATCTTCTG -3
¥4 P HMGP >
5'-(FAM)- CAATCCACACAAACGCACGCGTA -XT-PH-3',
(X= TAMRA)
PCR ¥ tg &2 % = -] 123 bp

2.3.2.1.2. & 78 %-78 MONS87460
51+ F : MON87460EF >

5'- ATGGATTGGAGGGAGTATGTAG -3’
51+ R : MON87460ER -

5'- CGTTTCTTTGGAAGCGGAG -3’

X &+ P : MON87460EP >

5'-(FAM)- TCTTTGAGGAGGATCGCGAGCCAGCG -XT -
PH- 3' (X—TAMRA)

PCR # tg 2 4 ~ -] 110 bp

L2 £z 513 2 HRE AT 0 AR BT kﬁﬁ?ﬁ*i?fi}éﬁ A
A END0CH R Y > THEA I LR G - 54 SH 6
carboxy-fluorescein (FAM) # 3z > 3" #§ & * 6-carboxytetramethyl-
rhodamine (TAMRA)#&ze o
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2.3.2.2. TagMan Universal PCR Master Mix (i * ** ABI 7900HT Fast
Real-Time PCR System)
AEBPM 7 real-time PCR #7132 ¥ PP = Bk ~ R EPs
L:L g B:—'*:/J e 3l S IF4HZ FRIHE A DNA -

2.3.2.3.LightCycler® FastStart DNA Master HybProbe (i * ** Roche
LightCycler)
AEAPN 7 real-time PCR #7132 ¥ PP = Bk ~ R EPs
F PPN 25 mM & Y453 R 0 pi«';f]wcal-:» S
B4 18 DNA -

233 8T B4 4 D A TR 3 5T MONST460 > 24 5
BEoA O SR FELARTING &%E#ﬂ?lf‘l%‘ %55 p87460-B15 2 4
SRR L R PT O AR AN SR TR

2.4. B E 2 4409
2.4.1. % ¢ (Pipette) : 10 pL ~ 20 uL ~ 100 pL ~ 200 pL 2 1000 pL -
2.4.2. 7 ¢ =« ¢ (Pipette tips) : 10 pL ~ 20 uL ~ 200 pL 2 1000 pL -
243. 3¢ 1200uL ~ 600 uL ~ 1.5mL 2 2 mL -
244 .PCR 963t F &4 © ABI 7900HT Fast Real-Time PCR System & * o
245 PCR #3* ¢ : Roche LightCycler & * o
24.6. 3 ¥y 0 50 mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL %
2000 mL o
247 % %Y F 1 50mL o
2.48. g * 34 fZ % 0.45 um > nitrocellulose 4§ -

D

3

3 B2 WA Brei5s & DNase 7 % ©
. A2 ﬁ“d@l

2.5.1.CTAB BHEZ¥®3%(7 CTAB 200¢g/L > 1.4 M NaCl > 0.1 M
Tris/HCI » 20.0 mM EDTA )
FEP~% - 40 81.8g~Tris 12.1 g2 Na,-EDTA 7.4 g > 4c-k ¥ 700 mL -
FIEea > £ 4~ CTAB 20.0 g’ #H=x>%f% > 2 IN HCl#
ﬁ_ng IE‘,:« 8.0 ¢ = {5._1. 1000 mL » & 121C,r*5?]1 19/«»»6"'75
* oo

2.52.CTAB it#% % (7 CTAB 5.0 g/L » 0.04 M NaCl)
FB~ CTAB 5.0 g 22 NaCl 2.3 g 4 R3FFag4Ee 2 = 230215 > 2
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73 1000 mL > 5 121 F 15 A dhts ik frig v

2.5.3.1.2M NaCl 73 %

P~ F (40 702 g0 4v-RiB fREE T F 2 1000 mL > 5 121°CR 7 15 4
L ArisH® o

2.5.4.Real-time PCR 3 /% 2_ fie # (=4
2.5.4.1.ABI 7900HT Fast Real-Time PCR System # %] 5% *

SUM 313 Foiie e 1.25 uL
SUM 313 R 1.25 uL
B3 UM EFEER P 1.7 uLL
TagMan Universal PCR Master MiX ........ccccceeeeiiiieeenn. 12.5 uLL
8 DNA AR (GRE 1000Z) oo, 5.0 uL
EFZ BT Ko 3.3 uL
A 25.0 uL

2.5.4.2.Roche LightCycler #- %] 5% *

SUM 313 Foie e 1.5 uL
SUM 313 R 1.5 uL
B3 UM EFEER P 1.5 uL
LightCycler® FastStart DNA Master HybProbe ............... 2.0 uL
25 MM Z TUAE 7R 7R e e 2.4 L
¥ A DNA AR (T 1000Z) oo, 5.0 uL
EFZ BT Ko 6.1 uL
A 20.0 uL

ix 4 : Real-time PCR A% i B >t ikig @ fef o

2.6. 48w sz ] ¥

EES I

1L IT IR St SRS LIRS T ST
(target gene)% p FR¥F PR £ F](internal control gene) » 14 & F2 33 -K
BaE 50uL® &7 20801280 ~20480 2 1310720 # b # % 7 f&
ER e RRRAUEEZ EAFRE 0 R EBET HP 0 R
- Em b2 Nk gy o WY Ao

20 ~ 80 ~ 1280 ~ 20480 % 1310720 %% H R +E b #icz 4p¥ Ct &
(threshold cycle value)~ %] 5 36 ~34 ~30~26 2 20 cycles - & i *
B 2T kp FHFFETRRE

2.7. ¥ % DNA z_ @ %
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2.7.1. ¥k 2 Ao O
PR E Bk AT B R s o BRSSO 5T T
o R UBREFES R o RWFRTE IR A LR RE Y o

6 LAEERMPER Y RIELLFRE  FLA 5
2.3 R SRR T ARG RREDE -

2.7.2. DNA z_ s 7

2.7.2.1. #P~# 4 200mg ¥ » 2 mL &< F o

2.722. 4~ CTAB# B4 fmp lmL & 25 FR & Bl &35 -

2.723. 65 CHRF F B0 ~» 48 -

2.7.2.4. 11 16,000 g 3t~ 10 A 4 o

2.7.2.5. B~} KR (¥ 750 uL)it » ¥ - 2mL #tw F o

27.2.6. 4c ~ & 400 uL > I v SRR & BIR & 30 f)4E

2.7.2.7. 11 11,500 g 3t 10 A 4% o

2.7.2.8. B~} K i (¥ 600 uL)it » ¥ - 2mL &t F o

2.7.2.9. e r = BREF(H 1300 uL)z. CTAB w3 ik » & 1 F s
> R AeR & o

2.72.10. 3 8% % 60 » 4 -

2.7.2.11.04 14,250 g 3t 10 A 48 o

272123 % ¥ K i

2.7.2.13.4c » 1.2 M NaCli3 i 350 pL 273 fi sk d o e

2.7.2.14.4c ~ & 7 350 pL > 3 00 HER & BB & 30§48

2.7.2.15.52 12,000 g &= 10 A 4 e A K o

27.2.16.3~F K % (X350 uL)iz » ¥ — 1.5 mL 3w F o

272174~ 0.8 BHFE(X 280 uL)2 B A % > L F FdsdE 2 SR iR
L5 I 4°C #E 10 30 A4 dk DNA » ~ P 8 3 If
T o

2.7.2.18.% 4°C 11 15,000 g 3t 30 A 48 o

27.2.19.3 % ¥ K it

2.7.2.20.4c » 70%2 f%7% 5% (v/v) 500 pL > Fi% DNA fCk 4 o

2.7.2.21.% 4°C 14 15,000 g 3t 10 A 4% o

272223 % ik o EURE R F R AL L FRBIR

272238 »EZ a0k KE Y 0 H-DNA§TYH -

2.7.2.24.55% 2. DNA 11 % -k 30 pL i3 f# o
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277225DNA 3% B3 20°C A EP PFa i * o

7 1.DNA 2 #3778+ 3 822 HIEiEHIG 44 £ @ o1
iré g :Y_.pl o
2. # P2 DNA Z % fcd T ¢ @ 1.5 mL v # > iF 5 &4 DNA
B o 22735 R TLDNAKRE 8 > B3-20C 4k %5 o

2.7.3. DNA Jk & iRl 2 5 ' & 2| %7
Poif £ 2 4 DNA Rz - & F2 8 K GGE 5 5 B2 48
A ]l 2260 nm 2 280 nm Z_ %k & (0.D.) o r ik £ 260 nm % k
B3k 50 ng/ul 2 FFfR % dc > T L k4 DNA Rig k& - DNA B R
A fi E'J ™ O.D.260/O.D.280 b fE'_. T%}"J %’? ’ -,-El‘ b fﬁf,@- /T *1.7~2.0 -

2.8. Real-time PCR &% 8%
2.8.1. Real-time PCR # i # s
2.8.1.1. Real-time PCR — ABI 7900HT Fast Real-Time PCR System

v A A K PR DNA Rk 313 2R Y o
P~ PCR F g > & 2541.8p% PCR 3% > &5 4 »
TaqMan Universal PCR Master Mix ~ fFf#i2 31+ 2 545 > 7
£33 > %20 uL » PCR & g @ » & %4 »~ &1 DNA
i SUL> £ #-PCRF B8 B t4efsd > 11 200 x g e it
= o # ~ real-time PCR F BB » 2 T A iF 227 F B o
YR FBZE L F BHRE -

# 7 B P
1. #s it 50°C 2 min
2. A7 B 95C 10 min
3. %1 95C 15 sec
4. ZbF ~ B 60°C 1 min

HIIIHHA LRTASBRHEF I
Z_PCR #-;' : 9600 Emulation
Tk A 25 pl

S

2.8.1.2. Real-time PCR —Roche LightCycler
PR S S K AR DNA R 315 2 R 4R
* o B PCRF &g > R 2.542.8 % PCR 3% » & F 4c »



godgddiozi1ibed
TFDAG0028.00

LightCycler® FastStart DNA Master HybProbe ~ 25 mM # i 4%/%
R AFREL T R R A AKX IS UL RIS
Y o L4 ~ M DNAB R Sl 0 £ #S mE BT
e > 1800 x g ERFALe o # ~ real-time PCR 7 BB » &
PR EF o Y RITTF RE §F REBE -

# 7 B R P

1. &4~ B+ 95C 10 min

2. B 95°C 5 sec

3. Ak 60°C 25 sec

4. 1t BB 72°C 8 sec
HELIHBA £ A5 BEEF -

5.4 %r 35C 45 sec

2.8.2. Real-time PCR ¥ % 4 47
# 8 DNA & real-time PCR * &t » ® $&/%_real-time PCR » & %
P FERBFESTAS 2 FRRIFY B TV HHF BEE o
FREY RIRE F BE fF YRR E -

2.8.3. FEin
#% %8 DNA 2. real-time PCR 3t A ¥ ¥ X 2 7R E & F R R 2
F TR FAPT v 4 § e DNA &0 &5 R 22 real-
time PCR %42 47 BE N RGd 974 4 2 §F RHtge &> T
FEiui% real-time PCR # 1ty A & 5 d 78 538 MONB7460 2 Fzcid
Tk 2 A F B AR Y 7 p #7508 MON8T7460 7 7]
Big 2L o

29. B @E%H"Y

2.9.1. Real-time PCR # 1% 38 2 ix i*
ABI 7900HT Fast Real-Time PCR System
i 28118k FHIEGEE > TR IFREY R fFKED
FE¥RE -

2.92.
T EL  RROATFIZ 2L P INERAFZ AR QL WY
AAARFIZER > I REAGTHE L RT AN
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78 578 MONS87460 % Fit s:éi FZE o Wikl
AFlcg 28 B F A s P

N
F‘ﬁ};ﬂ_rjg\ﬂ_\z —E; °

¢ @ 538 MONS7460 & Flicig 2.3 5 £ (%)
ek F] 1
= X x100
IARHEAT PR

78 735 MONS7460 2_ pr #&+¢ : 0.46 (ig * >+ ABI 7900)

& e Fm #FoBAFRER o 140 2 1:100 0 & fE K

BEEFZELERAIT > Bic 5P BH T15E > L &xpe
7

2. .‘bjﬁﬁ “FE* F kR 2 HH DNA ¥ i $r4] PCR - 4 DNA
e RET EY GRS a0 TR DNA 1 -
1:40 2 1:100 = fAik & » Fi&f7 PCR> = §2 Ct LR/ 2-
3048 Ct B AFE<2 PF > 4 57 74 B~2 & 4 DNA 7 3 w; E o
et DNA g - H A4 2 4+ 1t > IE'I'Jﬁx % o

3.CtIEFE A3 36-45pF > LA n TR B2 R 7B ﬂ%%%ﬁ?DNA:Ct
B % ﬁ‘““ 1520 % » & 7973 B~2_ % 2 ~ £ & DNA -

4. ABI 7900 §&7 & 4 [Threshold line (Th))] 2. % Tk :
PCR & F = = {¢ » BbiE “Results” » i& » ”Amplification plot”
AT 0 # “Detector” iE 78 3K T_5 "All” » ** ”Analysis settings” £ 78

Z_ ”Threshold” 78 p ¥ ﬁ%l ~ 0.128 » % % = Threshold line i+ ¥ 2_ 3%

CHRNE 7 SUNTI NS X | N O -

5. & Real-time PCR Z_% #3% %4 ABI 7900HT Fast Real-Time PCR
System & ®2 - F @& * H i 484 > G Tzt s B ~ RFS
BE AR

p—

AMask iz 2 kMR RIER 5 0.1% (i ERY) -
2. A% 22 RIFF R GAp i RN DNA 2 8% KiER
BRA4r1 &7 32 DNAZ 8 57 i * 3t Aok 2 o





