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£ Feeid 8 LR 2 —F 8 #% 57 MONS7705 (UL: MON-87705-6)

ZBESFFRELLEE: TER%
Method of Test for Genetically Modified Foods —

Event-specific Qualitatively and Quantitatively Test of Soybean
Event MON87705 (Ul: MON-87705-6)

Fr R ARKR G e R AT e A ST
MONS87705 (Ul: MON-87705-6)2_ T 1+ 2 % ¥ &5 °

2. B> E RS DNA 31 > W PR E&fF4aF B (real-time

)=

polymerase chain reaction, real-time PCR) 2_ = /= o

2.3 fFf B 1 1 FT S Bpr o FE S R AW o AT AR kW

DNA # B~ ~ real-time PCR #F#fe @ 2 %% EHLYT T 7 &
FeZ B > #F 4 R 73 4 - Real-time PCR #4| 2 fie © &>
EEHT LN ERF

22,35 D

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

222 AicEEE cRERVE 40CHT o B2 RV iE 133 mBar ¢
T R RIcE T o

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

224, B 7% ER 2 DNAFCE Y o

225 3RAEFS -

226, E@AHFEES -

227, 4e#EIRIT R D E S5CEIE RN o

2.2.8. He® 4 s # (Micro refrigerated centrifuge) @ # £ 20,000 x g »
T EACEE N

229, Hrofh A AHE A FALe Y -

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

22114 %% % P B EE L B o

2.2.12.%fm R & E(Vortex mixer) °

2.2.13. e dk /& P Tk (pH meter) ©

22140k KR TR AT F o

22152 T T B AHFEE 52000 g0 FACA G 01 g5 B HFEE 5 100

g AR S 1lmge

Ll AR AR AREYIELGRFEESY Y F
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2o AR AREZAEEY T AL RHEST ALK -

2.3,k
2.3.1. DNA b B~% 32 % 2 F5(96-100%)4 A 5 24 5 A 45 2 & | 3
Wi DNAJ B2 & £ % o
2.3.2. Real-time PCR # ("2
2321 M FEN R 2 T EFEKRY IS 2 F L
2.3.2.1.1.Lectin £ F)(# {7 8%+ BB A 7))
513 F : LEBF -
5'- CATTTGGGACAAAGAAACCGGTA -3’
513 R : LEBR »
5'- AGCCCATCTGCAAGCCTTTT -3’
¥4 P:LEBP
5'-(FAM)- CCAGCTTCGCCGCTTCCTTCAACTT -XT-PH-3',
(X= TAMRA)
PCR i t5 & # + | 96 bp

2.3.2.1.2.# 7 5.35 MONS7705
515 F : MON87705EF >
5'- ACATGAAGCCATTTACAATTGAAG -3’
515 R : MON87705ER >
5'- CTCATATTTTTTTCAGGACAACGG -3'
#£ 4 P : MON87705EP >
5'-(FAM)- AGACTCAGGGTGTTGTTATCACTGCGGT -XT -
PH-3/, (X TAMRA)
PCR # t5 A 4~ ~ -] 96 bp

L2 A2 53 2 HRE AT 0 MR R BT R?ffrﬁguﬁéfiﬁ%fi »
FUEW20C 3 a * » VIS FZTHE LT G o £ ST o6-
carboxy-fluorescein (FAM) #% iz > 3" #§ £ * 6-carboxytetramethyl-
rhodamine (TAMRA)#%3e

2.3.2.2. TagMan Universal PCR Master Mix (i * ** ABI 7900HT Fast

Real-Time PCR System)
AEAPN 7 real-time PCR #1F 2 ¥ Pl = Bipk ~ R E 5
‘:‘ v g Bi“',?l‘ Svsl 3~ FE4H% (FRHE A DNA -

2.3.2.3.LightCycler® FastStart DNA Master HybProbe (i * ** Roche
LightCycler)
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A& PN 7 real-time PCR #7172 ¥ P14 = ik ~ R Efs
TR 25 mM & (Y 4ER00% 0 i B?*“"}?JH\:F"I';‘ NE e
B4 18 DNA -

233. R Y F ATt g B SR MON87705’iE£’sr]vI
FRE AR AR FEF B F i p87705-21 2 %
FLRELPT AR AR ER I HITLEES

24 BE 2 *ZL%}:EI_(Q?))
2.4.1. % ¢ (Pipette) : 10 pL ~ 20 uL ~ 100 pL ~ 200 pL 2 1000 pL -
2.4.2. % ¢ =« gf (Pipette tips) : 10 pL ~ 20 uL ~ 200 pL 2 1000 pL -
243. 3¢ 1200uL ~ 600 uL ~ 1.5mL 2 2 mL -
244 .PCR Y963t F &4 © ABI 7900HT Fast Real-Time PCR System & * o
245 PCR #3* ¢ : Roche LightCycler & * o
2.4.6. 133 & g 0 50 mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL %
2000 mL o
2.4.7.% WS F 1 50 mL o
2.48. g * 34 L % 0.45 um > nitrocellulose 4§ -

3 A2 WA Bri5s & DNase 7 % ©

2.5. Real-time PCR 3 i% 2. fie 8%
2.5.1. ABI 7900HT Fast Real-Time PCR System # %] 5% *

SUM 513 Foi e 1.25 uL
SUM 313 R 1.25 uL
B3 UM EFEES P 1.7 uLL
TagMan Universal PCR Master MiX .........cccceeeeviinieennn. 12.5 uLL
A8 DNA A 7% (B E 10002) i, 5.0 uL
EFZ BT Ko 3.3 uL
A 25.0 uL

2.5.2. Roche LightCycler #-%] 5% *

SUM 313 Foie e 1.5 uL
SUM 313 R 1.5 uL
B3 UM EFEEE P 1.5 uL
LightCycler® FastStart DNA Master HybProbe ............... 2.0 uL
25 MM Z TU AE 7B 7R e 2.4 L
¥ A DNA AR (GRE 1000Z) oo, 5.0 uL
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F A RS 6.1 uL
A e 20.0 uL

324 1 Real-time PCR % % s % >t ki @ fe ] o

2.6, 43 # stz g i
SR LR ST RS R T S
(target gene)% p FR¥F PR £ F](internal control gene) ° 14 & F2 33 -K
BaE 50uL® &7 20801280 ~20480 2 1310720 # b # %7 f&
R RERABEFZ IR R RS EE 0 M EER
- Em b2 Nk gy o WY Ao

351 20~ 80 ~ 1280 ~ 20480 2 1310720 %4 FAE+#E P Bz p ¥ Ct &
(threshold cycle value)~ %] 5 36 ~34 ~30~26 2 20 cycles - & i *
B 2T p FHFFETRRE

2.7. ¥ % DNA z_ % #
2.7.1. kg2 Ean -0
PR E B R RS B el o RSk RIS T %
B R UPBRSEES o R E TR IR E LA RE Y o

16 1 FERMERET RIFZZHEE LI FL -
. yiﬂ*%ﬁv‘fﬁ\#dﬁwﬁﬁﬁ*? AT EATR DI o

2.7.2. DNA 2_ 4 3~
FHEFEY DNARP2 3 & 2l > 2 e df (0300 A F

P~DNA - 46 P~2 DNAZ Rtk T 2 R A2 15mL g > F5
¥4 DNA Ri% o & 2.73.8p 2. DNAERE & > %3-20C 4 i %
7 e

2.7.3. DNA kB Pl 2 3 R %7
P~if ¥ 2 64 DNA R » 0 & 52 45 R val § B B 7
A GR %260 nm %2 280 nm 2_ ¥ 3k & (0.D.) - 14k £ 260 nm % k
B3k 50 ng/ul 2 AFfR % dc > L k4 DNA Rig k& - DNA B R
BRI 0.D0ge0/0.Daggp B IEHET > H b 5 43 1.7~2.0 ©

2.8. Real-time PCR %) %%
2.8.1. Real-time PCR 3 i 4 &
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2.8.1.2.
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Real-time PCR — ABI 7900HT Fast Real-Time PCR System

v A A K PR DNA Rk 313 2SR Y o
B~ PCR F ¢ > it 251.8 % PCR B g > &R 4 »
TagMan Universal PCR Master Mix ~ #2351+ 2 §£ 45 > iR
£33 1 > %20 uL » PCR &~ g @ » & %4~ &1 DNA
i SuL> £ #-PCRF o d B a9 5 12200 x g g3V
= o # ~ real-time PCR F BB » 2 T AiE 227 F B o b
YR FBZE L F BHRE -

# 7 B e
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 LRTASBRHREF I
Z_PCR #-5¢ : 9600 Emulation
TF AR - 25ul

O

Real-time PCR —Roche LightCycler

MR AR B RS AR DNA Rk~ 315 2 EEE
B~ PCR 5 54 » & f 2.52. & fetl PCR i3 % » & A 4 »
LightCycler” FastStart DNA Master HybProbe ~ 25 mM # it 4%£;%
e~ RS 2L R AR 1S plav g .
WP A ulbe ~ W DNAR R SuL > £ #-L md B0
e > 800 x g B AL > A » real-time PCR F B % » % T
FIEREEF o PREYREIFLF B2 L F RHBE -

o

# 7 B R P

1. A4 g 95C 10 min

2. B 95C 5 sec

3. Ak 60°C 25 sec

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

5.4 %r 35C 45 sec
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2.8.2. Real-time PCR ¥ % 4 47
# 8 DNA & real-time PCR * J& 1t » ® $&/%_real-time PCR » & %
b2 ¥ ERBIFSTAL 2R RHIFY R TV HFF REE
FREY RPIEE F BE fF YRR E -

2.8.3. mE
48 DNA 2 real-time PCR ¥t A % ¥ £ A 4B I F BB e
FRLPTREFAI O H 0§ T DNA 20 F iR 22 real-
time PCR % %42 47 B35 G d 34974 2 2 F kM tgd s>
FEiui% real-time PCR 3ty & % % 78 5-78 MON7705 2 Flezid
® 22 AFIY R DALY 75 R SIE MONST705 A 7]

I

;‘.‘J
G e

29. #R@%K"T
2.9.1. Real-time PCR # i¥9) 3% 2 i it
ABI 7900HT Fast Real-Time PCR System
i 28118k FHFIEGEE > TR FRIFREY R fFKED
FOREE R R

292 3
BB RROATEF BN HEATL RS A Y
ﬁfﬁéﬂ kR T T\B"XVJJ—Ii’JIE"#TZ:T /IR NS - R Y
78 538 MONR7705 K Flicid s 28 28 - Ry 2 L 169 7 5 9F
%r]ifz‘i 58> s 2 )é'g]/?];i\z_’; fﬁﬁ’ﬁ'rﬁfﬁ"gi , Ao &
R

¢ B
v‘z' A~ EL
F‘g}b :\_\ﬁg_o

te 8 ? w7 5.7 MONS7705 A Flecid § & 7 £ (%)
e Ak 7] 1
- X x100
FEPIHELT PR

# 7% 578 MONS7705 2 A 14 : 1.14 (if * ** ABI 7900)

A N Fiz? W EAFRER  AofF R 1140 2 1:100 0 & fEk
);:1); EEFERAT O BRSSPI E TEE - [RRE Hdp
N

2. .‘bjﬁﬁ “FE* F kR 2 HH DNA ¥ i $r4] PCR - 4 DNA
el LRIV EY A RS ERIF o TR DNA S
1:40 2 1:100 = fBik & » Fi& {7 PCR» = F2 Ct B LFESE 5 2-
30 Ctid £ §E<2 PF > & 7 730 B2 %4 DNA % 7 414 F -
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#% %8 DNA & & - ﬁﬁr%i\l# S+t nERNEKERE

3.CtiEE A3 36-45FF » 27 973 B~2 ki 2 & £ &5 DNA ; Ct
BE R 1520 0 AT irde B2 8 7 < £ DNA -

4. ABI 7900 7% & % [ Threshold line (Th)]) 2. 3% T4& 3%
PCR =& F B = = {¢ > B “Results” > i » ”Amplification plot”
% o # “Detector” iF 38 K T_% VAll” > T ”Analysis settings” iE 5
Z_ ”Threshold” 78 p ¥ ﬁ%l »~ 0.128 » T %= = Threshold line = % 2_ 3%
Toor iy R el CtiE -

5. & Real-time PCR z_# :#% % ABI 7900HT Fast Real-Time PCR
System % 2+ £t * B G ] fop T E i R
BE AR o

p—

AMask iz kMR RIER 5 0.1% (i ERY) -
2. A%k 22 RIFF B g RN DNA 2 8% KiER
Btv1 87 7 DNAZ @53 g 30 A 2 o





