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HEEEYEREFRES KR
it B B 771 il 3£ MONS8302 R BHiT4 SFhE M PCR HiE

1 EE

BARUERUE T 55 B PR Bl 3E MONB8S302 # 4k A 4% S8 1 PCR Kl 51 .
AARHEE A T B R bR E R S MONB8S302 K HAT 4 b . LA K ) & v MONSS302 % {k 1A 1,
B9 EME PCR Rl

2 eI AH

EUSCPERS T A SR B AR AT AN . LR TE BRSSO A B 38 RS & T A4S
. LA HEIR 51RO R BTAA CRLIE A B o8 38 A T2 301

GB/T 6682 JrHrscii s RIZK AR R B Ty

RN F 1485 S5 —4—2010 FeEFY RSB DNA RECHZEL

R ER 2031 SE—9—2013  FeAERMEY) RH ™ Bl SE P ARAE SRR PCR 77 %%

RAFE 2031 SE—19—2013  FEEPIHEY) R BT R W Hiife

NY/T 672 FEREYHZI=HEN BHEKR

3 REMEX

LMV FR 2031 505 —9—2013 FE i LR T B ARIE FlE SGE I FA S0
31

MON88302 #{L k457145l event-specific sequence of MON88302

MONS88302 SMEAEA R B 5 -5 I 3L R 4 0935 B X R3] A3 T S R R 4 e 9] 5 s AL AR 3B 4
3.

4 RE

P 5% 2R D B B 50 ik 3 MONB8302 S ALiAR R MR IF ST S ME 51 9, 3T #F1T PCR ¥4,
KIERBY HPAR TN DNA R B, FIRTHE 5 275 &7 MONB88302 #{bik 4.

S FFnE R

FRlE A UL AU A A i sl n F E R K SAF & GB/ T 6682 MLE i—2& K.
5.1 IR,
5.2 10g/LIRMZEEW FRAX 1. 0 g IRALZ5E(EB) , B#E T 100 mL 7K SRECAREE .

BE —RUZRAEHEER ENNERNER — X FERERTEAEER,
5.3 10 mol/L HEEALWEI  7£ 160 mL /KA 80. 0 g EEMAM(NaOH) . B E BT ER, H
fnKE 253 200 mL,
5.4 500 mmol/ L Z =4 7.8 — 4y (pH 8. 0) . FREL 18. 6 g Z. " 4% MU Z B8 49 (EDTA - Na,) , il
A 70 mL K, BRI EEAMER (5. 3) HE EDTA - Na, 5225, S S8 W (5. 33 pH

F 8.0, MKEEZE 100 mL, 7£ 103. 4 kPa(121°C) &4 T K1 20 min,
1
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5.5 1mol/L =W E P —thB i (pH 8. 00 FREL 121. 1 g = # F BB 1 e (Tris ) VA T
800 mIsk H, FEbEE (HCD 8 pH £ 8. 0. HI/KEAZE 1000 mL. 7 103. 4 kPa(121°C) £ T KB 20 min,
5.6 TE Zsh(pH 8.0) 4 HIEE 10 mL = H AR EFH—HRERG. HF 2ml Z 8 MNZR
— BRI (5. DVERLIIKESZE 1000 ml., 7E 103. 4 kPa(121°C) 444 F K B 20 min,
5.7 50X TAE %8yl . FRER 242. 2 g =P RLEE T L2 (Tris) 56 500 mL KBRS A - A
100 mL Z, — ;DU 2.8 4R (5. 4, vk Z 8 pH & 8. 0. AR5 Ik E 4% 1 000 mL, i AjEg HIK
R 1 X TAE,
5.8  fIEEZE phi . FREL 250. 0 mg JREEE, A 10 mL /K, 7% F % ## 12 h; FREL 250. 0 mg ZHIEER
FETE I 10 mL 7K BEAR ; FREL 50. 0 g BEAE . 10 30 mL /K. RSV B 3 R, ke &% 100 mL,
1E 4°C M RFE,
5.9 DNA 4 F-2hrdE: i] LLFZE X 43 100 bp~1 000 bp #) DNA F B,
5.10 dNTPs B4 B 10 mmol/L #) dATP.dTTP.dGTP.dCTP 4 Fl i S BRIA W
EHFIRA
5.11 Taq DNA B4 . PCR ¥ #48 /hi & 25 mmol/ I SGALBEE K.
5.12 HMGI/Y #H54.

hmg - F.5'- TCCTTCCGTTTCCTCGCC - 3’

hmg - R.5'- TTCCACGCCCTCTCCGCT - 3’

Y14 A B R /b 206 bp,
513 CruA ZEEEB|Y).

CruAF398.5- GGCCAGGGCTTCCGTGAT -3/

CruAR547.5'- CTGGTGGCTGGCTAAATCGA - 3’

T 18 | B K/ 150 bp.

5. 14 MONS8302 4Lkt T F515 9 -
MONB88302 - F.5'- CTCCTCAAGTTGTACAGTCTTGAAGAGA - 3’
MON88302 - R:5'- CAGGACCTGCAGAAGCTTGATAAC - 3

FHAY 18 - BE A/ 246 bp(BILHE R A)
5.15 B|¥Ew: A TE Zohi (5. 6) Sk 51# FiR 51 9##ER)] 10 pmol/ L,
5.16 A5,
5.17 DNA $#2EUZHI& .
5.18 &M PCRiZHM&.
5.19 PCR =4 BRI & .

6 FEHHFMRE

6.1 2 KF . JRE 0. 1gF10.1mg,

6.2 PCR ¥ 84 FREEHE > 5°C/ s, fLIARE £ 7<<1. 0°C,
6.3 FUKAE UKL HLUKARE .

6.4 EHNESHL.

6.5 BBRBMBAKIIBMHAL.

7 SWER

7.1 ke
2
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W NY/T 672 ARV F 2031 SAE—19—2013 BHLE AT

7.2 AEERE
#NY/T 672 FAL R 2031 SAE—19—2013 FHEIAT.
7.3 REEmALE

A EP 1485 A% —4-—2010 HELEAT.
7.4 DNA EiF5I&
FERM BB 1485 5 A E—4—2010 BIRLEAT .
7.5 PCR 1
7.5.1 &% PCR ¥ 1
7.5, 1.1 HmXAIFERER PCR 1B
AR 2031 B0 45—9—2013 #1 5. 1. 1. 1 BHLEIFT.
7.5.1.2 HUESERMEFT PCR 18
7.5.1.2.1 #AiEHE PCR ¥ 1% B 3 IRFAT,
7.5.1.2.2 £ PCR R FHE 1 KM ARBHRF RS, BN 25 uL £ 8 G #E D88 R PCR Y
A . WA RALEIEN  FHA T PCRIZF &R MK R,
&1 PCREMNREEER

= ®owE & #
7K _
10X PCR & thi 1X 2.5l
25 mmol/ L LB 1.5 mmol/L 1.5 ul
dNTPs B &K (4% 2. 5 mmol/L) £& 0.2 mmol/L 2.0 ul
10 ymol/L. MONB88302 - F 0.2 pmol/L 0.5uL
10 pmol/L MONB88302 - R 0.2 mol /L 0.5 uL
Taq DNA R &84 0.025 U/l —
25 mg/ L DNA #itx 2mg/L 2.0 L
Jaxr.v: 25.0 L

“—TRRERAHE, R PCR Bl b &8 EALE, AN LB, 3% Taqg DNA RS EEH I BT = Hik

T, FEAE R R K R R R, i 2 BT 1R R BARAGA ] 25. 0 pl,

7.5.1.2.3 %% PCR &7 LHLL,500 g~3 000 g B0 10 s, 8RS ELH PCR 4,7 A PCR {Xth,
7.5.1.2.4 #17 PCR Y M., KRR R:95CAH 5 min; 95°C AR 30 s, 60°C 3B K 30 s, 72°C I f
30 s, 3L#4T 35 IRTEH; 72°C HE{H 7 min,
7.5.1.2.5 RMEHRGEH PCR &, % PCR 3 8= 41 84T B TR0
7.5.2 ¥HE PCR ¥-i

£ PCR 3 1A [R1ET , B 1% B B0 BE L FEME %t BR Fo 2 0 IR

PAARFE R RSB R 40 DNA 1R B B8 5 DS 3 R 3 MONS8302 R B4R 0. 1% ~1. 0%
TSR AR 4 DNA, 2R F] MONSS302 B4 4b i 5 Pk 17 371 45 A1 e 25 TR vt S 355 TR 44 Lk 9 D043
0. 12%~1. 0069 DNA AR A BAMERT B AKAE Jg 28 EAXF R

BRAEAR AN, ST R PCR 1% 5 7. 5. 1 M.
7.6 PCR =4y kil

20g/ LR ERERETNSHE,. A 1 X TAE Zrhik . imE . el R BB E®R. &
100 mLEFIRWEIE W ANA 5 wL EB VW IRA1, REE X E1E 1 B AR IKAR I 36 L RiAR, =i F A
BB R A 1 X TAE iR, B EH M LRBERERMR. B’ 12 4L PCR =45 3 pL I shikR

3
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B JF AR SRR R A A P — A SREFL A DNA 737 B4R, S A 2 V/ em~5 V/ em
FFT Rk .
1.7 BERBRESH

H Ik UG B BERR SRR B TSR AN LR SME SN B R . MRHE DNA 73 7 BArEf
T3 A /N K L TS R R T AR B R A R S R . TR IE ST P 5 AT A PCR 97
1R BURE A HIY DNA BRI 7.8 #01 7. 9 IMUE AT
7.8 PCR F=#E 4k

% PCR 7=#7 [EIGR R & 3L 15, Bl PCR 3381/ DNA R B,
7.9 PCR =4l Fr 38k

B B YA PCR P2 TRl 17 . 55 %% 5 DR B B 700 i 3% MONB8302 B AL k4 ek 17 51 (2 L Y 5%
AT HEXT B8 PCR 318/ DNA Jy Bo %8 HEJ DNA F B

8 HRAIMSRIE

8.1 MBREAERS

FAPEXT BB PCR . i3 bR R IR MONSS302 # ALk Rs S SIS R 3. A A B/ S
WA H B/ N— B T B X FR rp 0 386 H TS P PR o PR 1 B 2 0 B v 5 T 58 1 B, R
PCR ¥k R IEH TAE: &0 AT
8.2 #HEKMERSHIRIA
8.2.1 WHZENARMESEF A MONSS8302 bk St T FI R BN Y, ALY 38 A BOR/N S U A B
B FEIRE S I MONSS302 %5 b 1A i 43 » 2388 Sy R it w6 0 4 2 e DR T Bk e 3] i 3¢
MONS8302 F ALk o1 Kl 45 R B
8.2.2 JZEAARMERLIR RS EIY . B B/ SR BoR/h—B T MONB8302 Fe b iffr
SRS RATENY 8, P8 BN B A BOR /AN — B R IR B R AR I MONBS302 #4246
PRBSY » FE3d A R i Fr KRG 114 7 5 R S Bk 50 Yl 3 MONB8302 B AL A B oy » K 45 SR BRAE”
8.2.3 HEEAPRERE BRI RIY S B BOR/ANS B BRI — B R IR R R AL
THSERLSY » 45 SRR B i P R R TS R M AT AR B

9 HMHR

ANRAEITHE IR PR 0. 16 GEHLFFFIRE DNA /B4 DNA),
T AHRUE IR H R FE PCR A AR R AP 50 ng DNA BUBBHE R .
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Mt R A

1
61
121
181
241

CTCCTCAAGT

TGTACAGTCT

(BRI R)
it B ZE 57 3 3% MONB8302 Rk ik 45 2% 51

TGAAGAGATT

TAATTAATGT
ACCTTTTAGT
ACGACAATCT
GTCCTG

CTCAGTATTT
CATCATGTTG
GATCCCCATC

GTATTATCAG
TACCACTTCA
AAGCTCTAGC

GTAACACACG
TTCCTTGAAC
AACACTGATA
TAGAGCGGCC

7 1: R4 A MONSS302 - F f1 MONSS302 - R 8| #1531,
7 2:1~147 AR FE AT 51, 148~ 246 HHNEIE AR B FF .

GTTTCCTACA
CTTATTTTAT
GTTTAAACTG
GCGTTATCAA

TTTAAATACT
AGTGCACAAA
AAGGCGGGAA
GCTTCTGCAG

(91



