ICS 65.020.01
B 04

R AR

\l
H

L %0 E E =R ¥r A

RAVE 2122 SAE — 16— 2014
BT 869 5/ 45—9—2007

B E Y N E P S S
FrH E ¥ MONS810 K EHiT4 i
E¥ PCR %

Detection of genetically modified plants and derived products—
Qualitative PCR method for insect-resistant maize MON810 and its derivates

2014-07-07 &% 2014-08-01 k5

o de N BRCILFIE AR 2 %




KA 2122 Sp$5—16—2014

Tk

Bl

AARAERRIE GB/ T 1. 1--2009 25 By NIAR 2,

AR LML TR 869 B A E—9—2007¢ R FHEY K H/= R AR 3 #E kK MON8L0 &
HATA SMEME PCR k)., AfRHES R 869 54 %—9—2007 Mtk BRRE BN, FEHR
BALAF

—— B T R R T BT YRR (L 4,2007 R

— 1B T &t PCR FiLWBIFFI (R 5. 12~5. 13,2007 /R 5. 12);

—— BB T &M PCR FikiI R MR R (MR 1,2007 4FRRAZE D ;

— T R R RR L 9

—IN T FORMERE R LR R A

HEBA W ENE RS LT . AR R P A AR X 2R B FE.

AprdEd e NRIEER L EFRS .

AbRE 2 ER W EAAEYZEERERBARZ R4 (SAC/ TC 276130,

A PR UERS T BT RV IR KB L | E B RO B Bl A O H R B BT .

ArrEEERE AN B/ B0 WLV IFEEE L HE RS /R .

AHRHER) I IR A R AR B BL R -
gl 869 54 45—9—2007,
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REEEYRE™ MBS
AR EK MONB10 B HAT4ESME M PCR 3%

1 @
AFRUEBLSE T F BBt K MONSLO B L Mtz bE PCR Aoty 2.

AFPRAETE A TRAERPLR £ K MONS10 KHATA: M fb, LUK & s MONBLO $4k {4 i 23 B9 58 1
PCR &l

2 eS| Ax#

ISR F AR R R AATT A . FLRTE B EIR5 R SCH AUE B 30 RASE 43
. FLEATE BB S RSO B A (18 BT A A8 038 A T4 U

GB/T 6682 skl s F/K AR AT )y

FVTR 1485 S0 —4—2010 PR RHET SRS DNA #2EUCRIZif

R F 1861 S40H—3 2012 FeILPRAEY) RHT S K AbRHERLE 2 ¥ PCR Jrik

AV ER 2031 S0 —19—2013  FEEEEMY B SRR AR

NY/T 672 FRNEY MG @ AER

3 RiEMEX

THIAREFE LERATASE.
3.1

zSSIIb BE zSSIIb gene

St EOKTERT & BE MK 2STSIL - 2 MR, 24 S PR I F R bR R A .
3.2

MONS10 #{L{F 4R EFE T event-specific sequence of MONS10

FEERPE F ok MONS10 SMNEAEA R B 3" 35 Tk 3 A f3E 3 X F 51 , B35 SRR A T BE Y
o BT FI A FOR B R A M5

4 R

MRIEFEEFPLE Ek MONSL0 Feb ke Rtk PR 53R LT 14, XHRRE#EAT PCR 373, 1K1
REY MAAP IR DNA J B MW & 2% & A MONSL0 #bikms) .

S il Anke

BRAEF A ULHA AU 8 F A AR A B A BK P & GB/ T 6682 MUE I — K.

5.1 ZfRME.

5.2 10g/LRILZEER I FREL 1. 0 g IRAL 248 (EB) . I5 % F 100 mL /Ko, BEBARTT .
EER—RUZEAHEER, BHNERNEE - XU FEREHZIELEER.

5.3 10 mol/ L EEAME W - £ 160 mL /K HIA 80. 0 g S (NaOH) . S5 R HEER. F

Ak E A% 200 mL,
1
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5.4 500 mmol/L Z, —4k VU Z. 1 —4hrEk (pH 8. 0) . FREL 18. 6 g & — 8k Z. 8 — @ (EDTA - Nay) , fil
A 70 mL 7K, FEIAGE B S LA G. 3 EXLWRE A S NER (G, 378 pH £ 8.0, 411
KEZZE 100 mL, 7£ 103. 4 kPa(121°C) &4 T K& 20 min,
5.5 1mol/L ZHRHREEREF AR (PH 8. 0) FRE 121. 1 g =2 HEAEF L (Tris) IR T
800 mL 7k, FIE:ER (HCD 3 pH & 8. 0, fiZKEAE 1000 mL, 7 103. 4 kPa(121 “C) &4 F K& 20
min,
5.6 TEZME(pHS. 0) 2R EH 10 mL =HFFREEEFLE—ERBRERG. H M 2ml 2 MK
TAIEIR (5. O MK ERE 1000 mL, 7E 103. 4 kPa(121 °C) £ F K& 20 min,
5.7 S50XTAE ZErpi . FREL 242. 2 g =R HFEGEF S (Tris), S5 H 500 mL /KA HEE ## )5 . DA
100 mL Z 42 Z. B8 487 (5. ) . FIKZ. B8 pH % 8. 0. BRI /K E & F] 1 000 mL, {# A8t K
il 1 X TAE,
5.8  InEELSE MR FREL 250. 0 mg JREFTE . I 10 mL /K, ZE B T A## 12 h; FREL 250. 0 mg —H EHK
FEWE I 10 mL 7K 7% s FREX 50. 0 g FEME, i 30 mL /K ¥ f% . IRA LA L =MW, iK€ 4 % 100 mL,
1 4 C TR
5.9 DNA 43T EAniE: 7 LIEZEAY X 4 100 bp~1 000 bp (¥ DNA FE&,
5.10 dNTPs IBA W S VEE X 10 mmol/ L # dATP.dTTP.dGTP.dCTP PYFf i E A% % T iR s
BWERTIRE
511 Taq DNA %45 .PCR R WM ZE M & 25 mmol/ L 4L .
5.12 =SSII» 3P PCR 3|4y,
zSSIIb - F;5'- CTCCCAATCCTTTGACATCTGC - 3/
zSSIIb - R:5'- TCGATTTCTCTCTTGGTGACAGG - 3’
Y18 5 BeK/NA 151 bp,
5.13 MONBS10 ¥kt R P31 PCR 5147 .
MONS10 - F;5'- ACCTCGAGATTTACCTGATCCG - 3’
MONS10 - R;5'- TGCTGCAGGTGGTCTTACATC - 3’
Y 15 7 B R/ 326 bp(SIHSR A).
14 5¥¥w: i TE S opi (5. 6) BUK 2504 E3iR5 1918 B3 10 pmol/ L,
15 ‘HiEgm.
16 DNA #EBUAH & .
17 & PCR WikHI&.
18 PCR =4y R £ .

FEMFEMIRE

6.1 AR 0.1gM0.1mg.,

6.2 PCR Y84 . FHERHEE >1.5°C/ s, fLIEHREZ R <1.0C,
6.3 HLIKAE. KA IR I E .

6.4 ZINBEHHML.

6.5 BEREIAAXBHAL.

6.6 FEAHIBAKE LA,

7 SWER

7.1 ¥
2

o oo oo o
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& NY/T 672 Fif k& 2031 B0 4—19—2013 MHLEIRIT,
7.2 #HENE
FNY/T 672 FAAER 2031 B A44—19—2013 MIHLE AT
7.3 REWMAE
AR 1485 S50 —4—2010 L E AT .
7.4 DNA &5 &
FRAOIWEP 1485 504 —4—2010 FIHLE AT .
7.5 PCR RR
7.5.1 &# PCR RAY
7.5. 1.1 EkAHREERE PCR RAL
AT 1861 S 44—3—2012 BIHE AT
7.5.1.2 #4&$RMERFT PCR K
7.5.1.2.1 B4k PCR RBEE 3 IKFAT.
7.5.1.2.2 7 PCR W8 h#FE L RKKIMAR B IAN BA, B 25 pL A8 (B E D REM PCR
{CETATD . AR FASEAER) SR E P PCR R & ACH RN R .
F&1 PCREMF &R

® W ZIRE R

K —

10X PCR 1l 1% 2.5 ul
25 mmol/ L f4LEB R 1.5 mmol/ L 1.5 L
dNTPs B4 (% 2. 5 mmol/L) £& 0.2 mmol/L 2.0 L
10 ymol/ L MONS810 - F 0.4 pymol/L 1.0 pL
10 pmol/L MON810-R 0. 4 pmol/L 1.0pL
Taq DNA B4 &5 0.025 U/uL —

25 mg/ L. DNA HR 2 mg/L 2.0 4L
B 25.0 L

“FRERAHE. IR PCR Bl & H RIS WA SR E R . R Y% Tag DNA B4 B L & H K
B H AL A K B SR R R SR BLAS) 25. 0 4L,

7.5.1.2.3 ¥ PCR & AERE LA ,500 g~3 000 g B> 10 s, RJGEH PCR &, ik A PCR U,
7.5.1.2.4 47 PCR R RL. KM FRFFEHR:94°C A% 5 min; 94°C B 30 s,56°C 3B k 30 s, 72°C 3iE
30 s, AT 35 IRPEFF; 72°CHEH 7 min,
7.5.1.2.5 RWMEHFGEHE PCR &, % PCR KB =17 B ikl
7.5.2 B PCR Rz

FEiAFE PCR R Y R B 5 o 15 B BA 1 %o B L BH P X RN 25 A0 HR

DIIERE R B R B4 DNA /E HEAHER IR PCR R AR R fottk. LIS B F ok MONSLO0 &
SHECR 0. 120 ~1. 00 ERFEE 4 DNA, 50k A MONSLO # ALk 4s F 4k 7 51 5 e 45 3 5 FORE 4
FAECRIEE DUBA 0K 0. 126 ~1. 0260 f) DNA 7 AE A BAMEXT B] s ATC TR K VE 25 B 5%t B PCR R 1R &
RIREAR

%% B PCR MR R BRERSNLR A/ RN &S 7.5. 1.1 f17.5. 1. 2 M.
7.6 PCR F=4 e ikl

¥ 20 g/ L R B HEFREHUENE, IIA 1 X TAE Z ik, inbvasd , Bo sl s Ba | .. 15 100
mL RSB T A 5 uL EBEHL RS . MERHE B A AR |36 EFAR. =18 T 5 E R

3
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BB A IXTAE iR H 1 ERBREMR. B 12 oL PCR=H15 3 pL IEEZEiRiIR &
SE I ABRIE AL IR FE A — A SRR AL A DNA 4 F 245, BB IEFE 2 V/ om~5 V/em &
7T R .
1.7 BEBEIH

RIKE UG B USRS . B T B R BN EBCEANESH X ERR . R IR DNA 7215
TR AR/ B IR A RO B F U B R R AR . R a5 ik PCR I
WA BRE N HK DNA B IRIE 7. 8 f1 7. 9 MIMUEIST.
7.8 PCR F=#pEg

& PCR 74y [ ish) & 383 45, i PCR 9714 # DNA H BE.
7.9 PCR F=#fll 7 1 iE

B DY By PCR 74 se R Iy » 5 5 B R BT R ok MONB10 #4455 1 751 (2 W A #EAT
EEx . Bi%E PCR 373419 DNA J Bo2 44 H i DNA F B,

8 ZRoWMERIR

8.1 XREAERIH

FHPEXT AR PCR B H » 2 SSTIb AR HERE AT MONSL0 #5 4L (&85 5k P 51 R B0 1, B9 38 5 Bt
RANETHA R B2, T BIEXT B 38 ) =SSTIb PIARMERE R B, 25 (0 IR R 8 A FUR T 1
F B, =W PCR ROWARRIES TAE. &0, EHRW.
8.2 HRKMERNHMRR
8.2.1 =SSIIb WbRiEEE AN MONSL0 ¥ (LA R F IS R, BY 5 B/ T A BER
/I—30 ZRBAAE B At MONS10 £ 4L P A 41 3388 fy “ o 5 v A 0 1 7% 3 PRI 7 ok 0k MIONB10 %%
AR T KI5 3R B
8.2.2 =SSIIb WhrMEREH F BASEIY 3, By 18 BN 5 B A B/ —3K, T MONSL0 ¥ bk
FEFVEF SRR BIY G BRI BN S U BOR/NA — B, FREIRE & PR A S MONB10 4k
PRy » 2238 0 B f rh RASI ) A B BRI T TR S ok MONB10 B4k B4 - M 225 SR M B
8.2.3 =SSIIb WFRMERR H BRI Y 3, B 8 BOK/ NS B A B/ — 30, R R RS
KBTS R R B TR ARG E K RS R N S SR BT

3 KR
A PCR Jr ik BRI BRA 1 g/ ke,
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M X A
(BT R )
A EXK MON810 HULKIFRIEF T

1 ACCTCGAGAT TTACCTGATC CGCTACAACG CCAAGCACGA GACCGTCAAC GTGCCCGGTA CTGGTTCCCT
71 CTGGCCGCTG AGCGCCCCCA GCCCGATCGG CAAGTGTGCC CACCACAGCC ACCACTTCTC CTTGGACATC
141 GATGTGGGCT GCACCGACCT GAACGAGGAC TTTCGGTAGC CTTCTTTCAT TTCCGAATTT GCTTGCGAGC
211 AGTCAGGTCC TTTTGATTCA TCTGAGTTTG GCTTTACAAT AGCTTTTCCT TTTCCTTTGG CAGTACTAGT
281 GCTTTCATCA TGAGAATCCT TCTTAGATGT AAGACCACCT GCAGCA

E L RS
T 2:1~179 SNEIEA R BAR P51, 180~ 326 Sy FOREERIH IS 751
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