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HEFREYEEFERESEN
L E XK IE09S034 R ETE ST EY PCR it

1 3EE

ATRERLE T 5 ZE TR K TE09S034 B b fid: Rt 8 1 PCR #1071,
RS TR EEFE PR K TE09S034 Ko EATA: Sl LA Kl 5 o TE09S034 5 A 44 B 43 11 8
PCR #:1,

2 FMEHSIAxH

TEY SR ARSI R R AT . PR B BI85 S AUE B BB RASE B T4 3
. JLRADE H ARSI HEH A (B FE T A BB & T A 4.

GB/T 6682 J3rHrscis /K HLME FES J7 s

AT 1485 S/0—4—2010 FEEPIRY RISl Rill  DNA $RE4ifl

RAVER 1861 S E—3—2012 FEFMEY MR BRI FRARERREE M PCR ik

AV ER 2031 SAE—19—2013 HEEPMEY K H =S ikt

NY/T 672 RFEEYRIL=HM @ HAEK

3 REBMEX

A TR 1861 S —3—2012 FEM U R FRIAREME LERTA 3t
3.1

TE09S034 L k45 RE 5]  event-specific sequence of IE09S034

IE09S034 SMNEIHA F B 5" 35 B R R 4 M KB, 03 B R E AT 5508 IR 45
FF51.

4 RE

MRAEFERNPLR T K TE09S034 F UM RAE RS B0 H R R 51 9 R AR EF T PCR 48, K48
RAY WA DNA B HIWRedh R S H 1E09S034 F bkl sy

S RFFER

BRAES G U AUE R S in FE B K S F & GB/ T 6682 Mg BI—4K.
5.1 BEhewE.
5.2 10g/L R AR 1. 0 g IRALZ5E (EB) . 3/ T 100 mL /K 5B BIRAE .

EE—RUZEEREER BERNEANEE - REFEREHZTELBER,
5.3 10 mol/ L S EALENIEW . £ 160 mL /KA 80. 0 g HEALM (NaOH) , AR JS A HEEH.
K EZEE 200 mL,
5.4 500 mmol/L Z 8% ZFE 475 (pH 8. 0) . FxER 18.6 g Z. 4% Z. B —4H(EDTA - Na,) , il
A 70 mL 7k, ZEEMEENBREZR EDTA - Na, R, IEE/80E B pH £ 8.0, 017k
FEAZFE 100 mL, 7F 103. 4 kPa(121°C) &4 FRE 20 min,

1
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5.5 1mol/L Z¥HEEEPE—ILBME W (PH 8. 00 FREL 121 1 g =R FREEEN b (Trio) BT
800 mL 7k, 5 E (HCD 8 pH & 8.0, /K EA E 1 000 mL, 7 103.4 kPa(121°C) 4 F KH
20 min,
5.6 TEZZm#E(pH 8. 0): 4+ BIEH 10 mL =¥ F B EHH bt R BATRA 2 mL Z 810 LIR — 4
VI K EZAE 1000 mL, #E 103. 4 kPa(121°C) &4 F K # 20 min,
5.7 50X TAE by . 7K 242. 2 g =R PG I e (Tris) . 56/ 500 mL AR I FEE # 5 DA
100 mL Z — 8P 2.5 —4h%8 . JAvK Z B pH % 8. 0,8 F /K E A2 1 000 mL, AT FHAKH Bl
1X TAE,
5.8 JKEZE MR FREX 250. 0 mg IREYEE A 10 mL /K, ZEZ R FH A% 12 h; FREX 250. 0 mg — AR
FETE . 0 10 mL /K YA#R ; FREL 50. 0 g RERE, A1 30 mL /KiE#% . IBA AL 3 FEWR. K E %4 E 100 mL,
1E 4°C T RFE,
5.9 DNA 4 FE5fE: 7 LIE X 43 100 bp~1 000 bp ] DNA FEz.
5.10 dNTPs {EAER BWE Y 10 mmol/L # JATP.dTTP.dGTP.dCTP 4 F il E T BRIE IR
EHBRE.
5.11 TaqDNA R4 . PCR 2k & 25 mmol/ L FALBEHR .
5.12 =SSII» ZHEB|Y).
zSSIIb - 1F.5'- CTCCCAATCCTTTGACATCTGC - 3’
zSSIIb - 2R.5'- TCGATTTCTCTCTTGGTGACAGG - 3’
Y 3 BeR/N A 151 bp,
5.13 1E09S034 #{b k4 FHEFHI519
[E09S034 - F.5'- TGCAGGAGAAGTTTGATGGA -3’
1E09S034 - R:5'- GGGTTTCGCTCATGTGTTG - 3’
HUAY 34 7 BRI R 258 bp(B KR A,
14 5199 . B TE i (5. 6 3ok 336 _ERS I EEE] 10 pmol/ L,
15 HEEH,
16 DNA #EUAFI & .
17 =#: PCRiAHE.
18 PCR = mIBGAFI & .

6 FENFEMEE

oo oo o

6.1 TRV EE 0.1 g 0.1 mg,

6.2 PCR ¥ 184, FHHiEEEE >1. 5°C/ s, FLENREE Z H<1. 0°C,
6.3 BIKIE BUKAICEHRIKRE.

6.4 FIBEHL.

6.5 BERBBRRELIHRL,

ik

7.1 HE

W NY/T 672 Ffelr i 2031 5/ 4—19—2013 AYRLE AT .
7.2 RAEHE

#NY/T 672 Figedl & 2031 54 4—19-—2013 BUHLE AT .
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7.3 REmaE
TRV AR 1485 5405 —4—2010 WM EIRFT.
7.4 DNA #ER$ &
AR AR 1485 S0 5—4—2010 AIMLE AT
7.5 PCRy i
7.5.1 X4 PCR -1
7.5.1.1 EXPMIREEE PCR i18
eV 1861 B0 45—3—2012 v 7.5. 1. 1. 1 B9HLEBUT.
7.5.1.2 #HL&kHRMFS PCR 18
7.5.1.2.1 #4RF PCR I E 3 4T,
7.5.1.2.2 1€ PCRAEH#E 1K AS LR IBAT . T 25 pL s CF #E T RERY PCR L]
A . WAERAZREIER . ER0E E PCR RS EH AR .
£1 PCREMEMNER

i A %ok L NI %
K —
10X PCR £ il 1% 2.5 L
25 mmol/ L AL BB 1. 5 mmol/L 1.5l
dNTPs IRG A (4% 2. 5 mmol/L) £ 0.2 mmol/L 2.0 ul
10 ymol/ L TE09S034 - F 0. 2 ymol/ L 0.5 uL.
10 umol/ L. IE095034 - R 0.2 pmol/ L 0.5 L.
Taq DNA B4 0.025 U/ uL —
50 mg/ L. DNA #i45 4mg/L 2.0 L
SR 25.0 ul.

“—"RANVEBRHE A0SR PCR B bR P S8 JALEE, WA IS AL B A BRI Taq DNA & B899 B & 24k

A, FE AR K AR TR, o R R AR R BARRUA R 25.0 pl.,

7.5.1.2.3 ¥ PCR & HFEE LHLE 500 g~3 000 g B0 10 s, RSB PCR &, A PCR {1,
7.5.1.2.4 #7471 PCR ¥"#, REBEFR:95°CA ¥ 5 min; 95°C A M 30 s,58°CiB k 30 s, 72°C 4 fih
30 s, FEHAT 35 YRGS ; 72°C 1E4H 7 min,
7.5.1.2.5 mNAHFFE PCR &, %} PCR ¥ =y g AT e kK
7.5.2 31BB PCR ¥ 1

£ERE PCR 4 5 A [R1BsF , 0 152 8 PR ket R L BEME o BE Azs %o B

PIAEFEZE R TR BRI 2H DNA fEN MR R ; LUFE R F oK TE09S034 RE 44K 0. 1% ~1. 0% H)
FHH DNA, BUER R B £ 0K TE09S034 AL ARRE R 17 51 5 E % 5 TR oK L R 41 AH b A9 35 D1 30
R 0. 1% ~1. 00019 DNA FEAE A B XTI LUK FE RS X,

Bt A 3R PCR 538 5 7. 5. 1 #HF,
7.6 PCR =ik &N

%20 g/ L MEERWREFREAESE, MA 1 X TAE S i, A B h R is s . &
100 mLEFAEMER R A 5 pL EB % 1859 RE% 205 K LB AR b 3 R 208 F e
TREERE TN LXTAE @i, EEH W FRERERR. BL12 oL PCR =445 3 pL AEZE sk
BIE AR S REFL, R R — A SR AL A DNA 2 F B bR, BB IEE 2 V/ eam~5 V/cm
SR B TSI
7.7 BEEGSH
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UK ZE TG L B B REE , B T BRI G A _E S AN B SN E AR . HR4E DNA 7312 AniEfh
8 S I /N B K S5 SR R T SO RS S BEAR R T IR . INFEES SF 1 A PCR
B R B H A DNA R B #5088 7.8 F1 7. 9 BIALE BT .

7.8 PCR F=iEUL

i PCR =4 iR & i 45, [l PCR #3489 DNA FBe.
7.9 PCR F=#lFRIE

IR PCR P9 sa MM , 555 3L AP MR oK TE09S034 T by 5t 5 51 (S ILHH Sk AD iE4T
Fext, #i5E PCR ¥ 1889 DNA B2 & K H W DNA B,

8 #RHMERR

8.1 BENERSH

B % R PCR w1, oK POARESE B AT TE09S034 B (L IARRF SV P UG B9 3 By 3 BER/ D 5 T
1 Bk /N— B T B %o BB H (T 18 s T oK P b R TR R B 2 R R R e U T B R
PCR A5 SRR R IE# AR B0 Sk
8.2 HmWNERSHMERR
8.2.1 T RMARMEREF IE09S034 FeAb iy R IEIF 595 2P 1 . By 3 v BOR/NS BT A Bk
— B R PRI TE09S034 Ak AL 4 1R g “He &t rP G U Hh e 3 DI 970 R R oK TE09S034 H4k
PR R ES R N BRI
8.2.2 T RWARMERLIN KBS EIY . By 8 BA/NS T A B/ — 3L T TE09S034 $fhfd by 57
P FEFIRAS RN 3, By 38 A BN ST A B/ N — 2, R TRE AL AR A i TE09S034 2 fh i i
G o3 B S AR B TR R ROk TE09S034 Bk iy A S5 R BT .
8.2.3 FRMARERE A BRR B, S i BN ST R BOR/NAR— B0 RIRE A P AR
BEP NI W~ E .30 R = Sl S ivalll vl o 9%, % o2l Sy E)

9 MR

AARUEDT B R 0. 1% (3B 5 RES: DNA / B 5 DNA),
S AAR TR R DL PCR R 52 RE AR 2 s A 100 ng DNA KEARFFTINEL 1
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Mt R A
(FERIERR)
Fih E ¥ IE09S034 B K5 B4 F 5

1 ATGCCAGGGG CTCCTCTGTT GTTGTATGTG GCAGCTTCGC ACTCAGCAGT AAGTGCGGCG
61  CTTGTGCAGG AGAAGTTTGA TGGACAAATC AAGAAGCAGG TCCCAGTATA TTTTGTGGTG
121 TAAACAAATT GACGCTTAGA CAACTTAATA ACACATTGCG GACGTTTTTA ATGTACTGAA
181  TTAACGCCGA ATTAATTCGG GGGATCTGGA TTTTAGTACT GGATTTTGGT TTTAGGAATT
241  AGAAATTTTA TTGATAGAAG TATTTTACAA ATACAAATAC ATACTAAGGG TTTCTTATAT
301  GCTCAACACA TGAGCGAAAC CC

1 RIS TE09S034 - F #1 TE09S034 - R 3{#/F 5.
T 2:1~118 EAEEHAB A FI . 119~322 FHAERH AR B FF.




