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A Fliig § R 2 —3 F #5% 55 TC1507 (Ul: DAS-@15@7-1)
2B EEBTEE LB
Method of Test for Genetically Modified Foods — Construct-specific

Quialitatively and Quantitatively Test of Maize Event TC1507 (Ul: DAS-
A15@7-1)

1. i ?"@ AR R a5 ATt 2 s TC1507
(UL: DAS-@1507-1)z2. 21+ 2 2 & 5% -

2. ¥eBk xRS DNA B8 > R & fssaFk i (Polymerase chain
reaction, PCR) 2 = p* & & fiz 48 F Ji& (Real-time polymerase

chain reaction, real-time PCR)#z ip| 2. = /= o

21,1 ¥ 1 TS S F R FE RS o R AL R H
DNA # B~ ~ PCR ##|fe @2 PCR & %42 57 %I
TR WALIR T L o PCR #FH 2 fe R & Fk (7 5 0

BT oo
~

22,85 ®
22 1.2k pt 0 E g £ 260 nm ~ 280 nm -
222 % kR & E(Vortex mixer) °
223. 5 ZicW S ¢ E DNAGCE? -
224 4 FFGFT R LRI EFRTH G o
2.2.5. 5 4 ok 3w 8 (Micro refrigerated centrifuge) @ ¥ £ 20,000 x g »
T EACEFF R o
226 348 L AN B E R 003V E K BEHS T o
22.7. % £ ps4aF iz ¥ ABI GeneAmp PCR System 9700 » & fo % 5
228. R L fsdak g ® ¢ ABI 7900HT Fast Real-Time PCR System >
A AR
22937 F A% F18 1 Retsch MM 200 » 2% fe & 5 ©
2210. A - i DNA R AH o
2211 AR KR ¢ BT AR T o
2212 % ¥4 0 Bt E 302 nm ~ 365 nm % ¢HE o
2213, K H P LR FEFH A o
2214 3 R A 4 -
22.15.pH Bl 2% -
22.16.kip £E DR EZLEICHp %
2217.% T g fEE R L 2,000 g0 FAAR L 0.1 g Bt FEEE L 100



ANBEEN 100423 F 21 H
TFDAG0006.00
g’ &AL lmge
2.2.18. & FE T 5 o
2.2.19.4 % 30 '% %‘E_‘a PEARVE 40CHT o 3 A7 E 133 mBar
T,%ﬁw 2

El-j\—"/z{":"i‘@?i\‘i & \:"r'r'rwﬂ]ll“zxﬁ-ﬂ?'#}: }g‘r‘{” ﬁk 7\’
%fﬁq*i\}ift£7§_§é M2 AL EREA S R "%f"
23.337%
2.3.1. % 3 ¥ pE+: fa(deoxyribonucleic acid » DNA)fd B~ # ST R L

= 7 f 4#(cetyltrimethylammonium bromide, CTAB) > % 17? v L fg o

Z 4% w ¢ Bk = 4 (ethylenediaminetetraacetic acid disodium salt,
Na,-EDTA) » B A f5 » & 4 > B> = 529 2§ A 7 % (tris
(hydroxymethyl) aminomethane (Tris-base)) ©

LI EFVRRERFE AR Y Lo Ao EREE

232. % & pestar e(PCR)*
2321wl gnEkr 513
2.3.2.1.1.HMG (& 17 p 284+ e A 7))
513 F : HMGF > 5-TTGGCTACATAGGGAGCCTTGT-3'
513+ R : HMGR > 5-GAGTCGGTAAGCTCCATCTTCTG-3'
PCR i t§ & 4 ~ -] 123 bp
2.3.2.1.2. 8 7 538 TC1507
513 F : TCI507F » 5'-CgA CCT gCA gCC AAg CTT -3
513 R : TCI507R >
5'-TCA TgT TAg TCg CAA CgA AAC C -3’
PCR 3 t§ & 4 < /| 71 bp
2322 FMFEREHRT 2 LR RBHY 53 2 Fpe®
2.3.2.2.1. HMG (& 1% 2R 43 BB 25 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 3 tg A 4 = -] 123 bp
2.3.2.2.2.4 7% 538 TC1507
513 F : TC1507F » 5'-CgA CCT gCA gCC AAg CTT -3
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31+ R : TCI507R »
S'-TCA TgT TAg TCg CAA CgA AAC C -3’
# 4P TC1507P »
5'-(FAM)- CgA gCT CgA gAT CCC CgA CAT ATg C-XT-PH-
3", (X=TAMRA)
PCR # g 2 4~ = -] 71 bp

a:@#iw;aﬁ&’ﬁ%ﬁ’uﬁﬁﬂkﬁﬁﬁiﬁka’ﬁﬁéﬁ
W20CEFFH Y o FEAFTERET o FE S 6-carboxy-
fluorescein (FAM) #% 32 » 3" =3 & * 6-carboxytetramethyl-rhodamine
(TAMRA) %32 °

23.23.2 % 13 = ##pt (deoxyribonucleoside triphosphate, ANTP)
733 Bf]tjr’f = Bifa(deoxyadenosine triphosphate, dATP) » & % ##
H = Bpi(deoxycytidine triphosphate, dCTP) » 2 ¥ 5§ X #fve4 3§ =
#i fe (deoxyguanosine triphosphate, dGTP) % 2 ¥ % 4 = Bk
(deoxythymidine triphosphate, dTTP) & 2.5mM 2_/3 % -

232.4.8 &
Taq DNA polymerase (2 U/uL) > & F & 5 o

2.3.2.5. TagMan Universal PCR Master Mix (i * ** ABI 7900)
P?ITR%%é§ﬁ§5%&\R@ﬁ§$w,@wg@gg
(T tesl3 ~ FFEER iRt 1 DNA T+ -

233, % A% RE L0 ¢ 4z (ethidium bromide) ~ 3§ %} (agarose) ~ %5 &
(bromophenol blue) ~ = * ¥ & (xylene cyanol FF) ~ 4 & ~ />
e+ A e 7 R % o DNA & + £ #354 i (DNA molecular
weight marker) - 100-bp DNA Ladder Marker -

234 A Feig 2 F $F FF ¢ fsm 558 TCIS07 A Fleeig 3 f o
Frciatrd ¥ 8 S ¥ 45§ 25 %5, pTFDAM3 2 £+ FH# it L £
TPF AR P ANER ST LB

2.4, BE 2 $ppL=D
2.4.1. &%‘(Pipette) 10 uL ~ 20 uL ~ 100 uL ~ 200 uL 2 1000 pL o
242.F A H (T o
2.4.3.% & = g (Pipette tips) © 10 pL ~ 20 pLL ~ 200 uL % 1000 pL ©
2.4.4. % 15 3% S ¢ X Ef (Aerosol barrier pipette tips) : 10 uL ~ 20 pL ~ 40
ul ~ 200 uL 2 1000 pL > 2 5 R # 5c 2 & 5 o
245 8~ F 1200 ul ~ 600 uL ~ 1.5 mL 2 2mL -
24.6.PCR F g - T+* »200puL 2 500 pL -
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247PCRFf@~g D E g > 200pL -

24.8. 33 & Ay 50 mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL %
2000 mL °

249. % %4 0 50mL e
2.4.10.38 g % - 34 /2 5 045 um > # F % nitro-cellulose ©
Bl 2 WA B sl & DNasei5 % »
2.5, s 2 petl
25.1.CTAB # 2~ % =3 % (% CTAB 20.0g/L > 1.4 M NaCl > 0.1 M
Tris/HCI > 20.0 mM EDTA )
ﬁ;ﬁ’ké’ it4h 81.8 g~ Tris 12.1 g 2 Na-EDTA 7.4 g - 4 k% 700
B 94;‘% » L4~ CTAB200 g> €8 %273 > ™ IN
HCl RAEPHEZ 801 T F 1 1000 mL > & 121°C= 7 15 4 4518 4
frig e
2.5.2.CTAB iw#x:% % (7 CTAB 5.0 g/L » 0.04 M NaCl)
i~ CTAB 5.0 g 22 NaCl 2.3 g 4o k5 #8420 2 2 233
21000 mL > 5 121°Ci= 7 15 ~ 418 4 frig * o
2.5.3.1.2M NaCl /% %
FBF A 700 g 4ok 3 E 31000 mL > g 121°CR B 15
NABLRTIE R o
2.5.4.5 % TBE (Tris-borate-EDTA) % % %
=247 g A7 = 540g~ Mk 275g% 0.5MpH 8.0 EDTA %
% 20 mL > 4e-kA fE1S 2% 3 1000 mL » & i€ 5% TBE ¥ #73 7% -
for UK S 058 -
2.5.5.2%% %
P 2.0 g 4o~ 0.5 % TBE 3 73 & 100 mL > 4c #1384 T 5
Jgéi//\ﬁ'*’ﬁ ¥ 4 fr’w’u‘])‘?"”uﬁﬂ'?# ’1"“%&"@.‘? <
,h— y I;l_):)m J.L/}{r‘]f‘a y TP l% T o
2.5.6.6 B " » B} 5 & 7% ;7% (6 * gel loading buffer)
PG E250g 2 " FE025g2 224 30mL > 4 » & F°K
i = 100 mL » ¥ % »% 4C KEGETFH * o
257 % 8 A%k
okt e 0.0 g 4ok 10 mL A fE 0 B IERE(F LT e & 10
mg/mL) > & * 3 F R e Z Ukt 2 4z 1 opg/mL e BT L 4R SRR
Bt T RIS D
2.5.8.PCR i3 ;%™
2.5.8.1. T Fn] iR

& » 2_

Y

i

10 % PCRE #%% (7 15 mM MgCL)...coveiineee 2.5l
Tag DNA polymerase (2U/UL) ...ccovvveriieniiieeieeieeeiee e, 1.0 uL
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25 MM ANTP ..o 4.0 uL
TO UM 513 F o 1.0 uL
TO UM 313 R 1.0 uL
B DNA A 7% (B E 10002 5.0 uL
FFI K e, 10.5 uL
B A e, 25.0 uL

2.5.8.2.ABI 7900HT Fast Real-Time PCR System Z_|# fritidsk * & 7.8 7%

#*

SUM 313 F o 1.25 uLL
SUM 313 Riicee e 1.25 uL
33 UM FE &5 e 1.7 uL
TagMan Universal PCR Master MiX ........cccceevvveeenneennn. 12.5 uL
K DNA AR (B E 10002) i, 5.0 ulL
B FF K 3.3ulL
B 25.0 uL

TP ARBE RSP B B E - PCRARIRULERE T
R E E10% o

26, W sz e
2.6.1. B"’ij?ﬁ’gﬁ}%'/&"Fﬁé «f’”’?ﬁ .}Ew,f‘:é"ﬁi/:",l )"f%§‘5\'
450},LL“§.320:F‘E'§§: 80:}*5‘@: 1,280 # B #< ~ 20,480
FE#E 1,310,720 #£ b #&EF 7 7}@,&)@1
2.6.2. FHF* #Erw LIE %E—mzl_x F](target gene)? 1. f p IR¥H PR AL F(internal
control gene) % p M= W i¥ 2.6.1.&8 7 f& »E%lii A B R R
=LA LR ESH L kR T fF a4t 0 LT
TN R EBERWZ EAFAITE 0 NRBER P
%“%ﬁxﬁﬁﬁﬁ’ﬂw$4®&§%$ EPRISEERTIE % 3
T e AT EFTIREY K2 E 4T o
X020 2 E ﬁxi ¥t Ct & 5 36 cycles ~ 80 #£ b #icz 4p %t Ct & 5 34
cycles ~ 1,280 ##F ez 4p ¥ Ct & 5 30 cycles ~ 20,480 # b #c2 p 4
Ct & % 26 cycles ~ 1,310,720 #% F #ic2_4p ¥ Ct i& = 20 cycles °

E

o

2.7. 18 DNA z &
2.7.1. gz gur®

R T N SR U$)%iﬁ%’ﬁﬁﬁ@wﬁn%p@$
s o *ﬁgﬁﬁ"l}—#i AN A S R ‘ifliifﬁr/i@i%é » g
BRBEES R c M T T ICEE LR EBP o

L ERSERET REALAP LT
2FERMPERYREZIFEE > WLAIRFL .
3.8 (i) AR R VARG ERADE -

9]
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2.72. DNA z 353
2721, #PH&A8 200 mg & » 2 mL e ? .
2722, 4e» CTAB# 5% b I mL» ¥ % FR & BiR £393 -
2723, N 65CHIFT F 30 ~ 4 -
2.7.2.4. 214,000 g #re= 10 & 43 o
2.7.2.5. E’»Pé;,,ﬁzﬂ)\ﬁ"— 2mL,éj’g‘.cs§o
2.7.2.6. 4~ % 7 400 uL > 12 ;Lqrg LB L 30 F4h
2.7.2.7. 214,000 g s 10 4 4
2728, B} KR~ ¥ - 2m
2729, A r=Z B gé‘v,% CTAB ;

L—*\ i
a%‘; °
1:>un}

£ o

2.7.2.10. % 8% E 60 /wf 0

2.72.11. v 14

2.72.12. 2 Kﬁ%i /éi % o

2.7.2.13. 4c » 1.2 M NaCl i3 % 350 uL 1233 fig ik o o

2.7.2.14. ﬁ * & 7350 pL o R &R

2.7.2.15. 12 14,000 g &< 10 4 45 & K o

27216, B~ KR~ ¥ - 15mL g o

27217 4c~ 0.8 B#fF2 BAFE 1 E @e%»ﬁ* FRfeR & > T
A4°CH#E X 3044w DNA » * ¥ ¥ 3 Ik

2.7.2.18. %+ 4°C 14 14,000 g = 30 A 4& o

27219, 2% ¢ Ein o

2.7.2.20. 4 » 70%¢ F§i% % (v/v) 500 uL > iF % DNA fC 4 o

2.7.2.21. %+ 4°C 12 14 000g;¢m 10 4 48 o

27222, 2 ﬁ’: / TR o TR V;\?foiy%?»b ]ﬁ?/pu °

2.7223. 8 * E ;: FoE R ¢ > % DNA#5Y

2.7.2.24. 7% 2. DNA 1 *w 'k 30 uL 7% 2 -

2.7225. DNA AR B 20°C A B pPFiz i * o

[e]

20 1. DNA Z 3 Be7n v F i 7 @iﬂaﬁiﬁsxrﬁ,ﬁpﬁé/{_ﬁ R
]%3”_'}_.]1] o

2. &1y ﬁ?fl?qxgé‘{ﬁﬁiié‘gﬁﬁﬂ 0

2.7.3.DNA kR Pl 2 2 % B 2%

2731 e B DNAA R @Y g L BV Bl 202 TRTRIE o

27.3.2. B~if § £ 2 DNA 3% 7 & FA Kbl § 3 B2 18 A ulipl 2
260 nm % 280 nm 2 ¥ 3k & (0.D.) o 12 0.D.yg %k ™ 50 ng/uL
5 DNAZZ2 kR 358 O.D.agp/O.Dagg bt & > H b & 43
1.7~2.0 FF -

2.8. fi,]v_}_ﬁfw X ()
2.8.1.PCR #% (7% 2
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" B kg f A DNA Bk~ 313 %% o 5 PCR & b3 o ¥

%P 2591 #pf® PCRi3/% » %A+ » & ﬁi" 'k~ 10 & PCR ¥

% ~ ANTP ~ 313 -~ DNA polymerase 2 DNA 3% » R 5393

oo BFEE RS  RIREREFAF BE LA

Gof5r PCR F B E > dhsl 5 4155 SR 2828 % ©F Bif
TR BRI BN PCREIFAS » F T AL T -

\4

—\

2.8.2 PCR % i+
2.8.2.1 HMG £ 7] ~ #&78 578 TC1507

# B R peF R
1. &4 B+ 95°C 3 min
2. B 95°C 1 min
3. A% 60°C 1 min
4, 1 B 72°C 1 min
HB2IHRL L EFASBREF B
5.5 %t 72°C 7 min

283 H‘J} 1 'ﬁ_,/’j\’é” *ﬁ’

2.8.4.

R 6 B rMEEEIR ABBEEFH k(T B)Z
PCRﬁ%ﬁui#ﬁabiﬂa’,:»»2%w3u*bé,|u50-%1009c#%
BT REA o P L EBDNAAF B FiF T A0 075
PCR 3 ig A 1~ | 2 2| @3- B adf o g2 Y § » %
AP ITALE 15 A4 FE Aok PERZARL > LB E
i o vk 365 nm 2 K R RETERE T G m%yIWA”
%%’jﬂ§%%04:ﬁ%m¢wﬁfﬁLﬁ%iéﬁ@ﬁ%

~E

;2
i DNA&@L,\::*% PR R¥REEZ DNA & F £ d
ZRAGFEFPIVH > F KT DNA 21 5 R¥ R 2 DNA
- F2 PCRHWGAY < [l > 2 5d DNA » 3 Efhse i [l
¥ PCR #gAat ~ | &3 THLERME G ZRFEAST
TC1507 £ Fleesd 3 3 o

: 1. PCR T dwi@dmk g% 2 23 v PCR Btg A 4~ -] 22> 5 Pl
Rl rﬂ;gpﬂ; V IE R TRIREK o
2. ¥4 DNA 2 P @l g » H SR s a?&ﬁ;fgfi%éﬁ%" PCR B2 %% >
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ER P2 et DNA 7 LB {7 258 P 384 P8 2 ] PCR RI3# > Fe
i{@g 7 DNA 2 4 Jﬂi‘.
* PCR &% F i 2 %4 ABI GeneAmp PCR System 9700 %
i; cE i B s Bp TR E RIEE o
29, T mRER D AFHAMTE A Fiv o
29.1. TR E pEdas R TTHIRE X
2.9.1.1. ABI 7900HT Fast Real-Time PCR System
MR RS KE S AR DNA Bk 31T R RS E Y o By
EA RSk T ikp 2582. 8% PCR Z R &AE 4~
Master Mix ~ #f§i2 51+ 2 54> R g23 18 > &~ % 20 uL
»PCRF Jisg @ » £ &5l » Y 2 %% DNA /3% 5 ulL >
B fé# PCR F g 30348 d » 1 1200 rpm B2 3 > #
N TR LA R BT AR o F X R YT
BWirg FRETF BRERE

# 2 B PR
1. A5 50°C 2 min
2. A" F 95°C 10 min
3. % 95°C 15 sec
4 Apd ~ u B 60°C 1 min

HEIIHRA LEFASBRREFE -
r}t %_PCR #-5% (Mode) : 9600 Emulation
& Z_F &% A (Sample Volume) - 25 pL

292, % HFE
Al DNA 2 ¥ kA 8% For F RR ey Lrg e st
Fol%t s F W DNA ST F R ez PCRY LA{5555 5 % 0
Mg AR D 2 ¥ KA IFY M0 TREILIE PCR B FA S L 3%
PR 5T TC1507 AFecid 2 F 2 AP Y B PRERIIRH Y
77 HRIERE A ST TC1507 A Flecig 2 o

2.10. % %%
2.10.1. WP R & FFARE 4k (T A i
2.10.1.1.ABI 7900HT Fast Real-Time PCR System
B 2.9.1.1.% & ﬁ‘i‘b,ﬁ‘fi}» [ E ,I@iji ES s & ?J- e .
fFEEEF iR E
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2.102. 3+ 5

ST E A7 > RFHTDATFIZ 2 P INERAFIZ RS A

pEFEA EAFIZER > T RPE W T HE Ti‘fﬁu]/);‘gi

% ’ ”f’“r’ﬁﬁ%ﬂ"v‘ 75 538 TC1507 A& Flecid 11 o ¥ B4 RY
LA SR AT 2N 7R RN R R é#ﬁﬁ RS ]
TR EERRLTE o
Py
WY S TCIS07 A7t 24 2 & %

gk 7] !
= X x100

EXV S RLE 5N PR

2.10.2.2. #78 5.35 2. AL

?
2.10.2.1.

TC1507. e 0.64 (i * »* ABI 7900)
i N RNE RS e e ﬁ?]? %z&)ﬁi ﬁt‘ﬁ‘ﬁ 1:40 2 1:100 - = fék &
TREFILRAT R R T o i d fp e
305 o
2. #\,?:_T;;ﬁ-%zwﬁe’# % ER 2464 DNA 7 iidrf] PCR - 4 DNA &
Fr2RlET &% 7 F A S BRlGE  Tagil DNA AR & 1:40 2

1:100 = kR > ‘§ﬂiﬁ PCR » - —‘F’T 2_ threshold cycle value (Ct &)
ARG 2-30 18 Ct E A FE<2 BF > £ 7 T B~2 %4 DNA 7 5
#14 B > t& 48 DNA i - ﬁﬁﬁ-ﬁ‘\' Bt RN EEESE o

3.Ct @% &> 36-45 EE»: v FoE AT B2 %ﬁ%ﬁg%& v E & DNA ;5 Ct
BEE R 1520 5 £ 57 “Lr#dvﬁ’» iz ~ £ DNA-

4. ABI 7900 g2 & 2 [Threshold line (Th)] 2R TAERR
PCR Z_& F Ji = = & » BbiE “Results” > i& > “Amplification plot” 4R
E}’ v B “Detector ¥ 78K w5 VAll” > 3t ”Analysis settings ¥ 78
”Threshold” R ﬁisa] »> 0.128 » ¥ = = Threshold line = ¥ 2_ 3k
o Tkt EE LR L CLE -

50 7% 22 B MGRIER S 0.1% (MizE) -

6. A B = iF 2 RIE 45 ) T dp ic J9 40 B~ \DNA F2 8% KR
BA4r1 &7 2 DNAZ 8 B2 i ¥ 3 Ak 2 o



