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o B E A W K B dm A ST e i
MBEKRFXInF 8 HULMEHF R PCR T

1 SeE

ASCPFRUE T B0 H TR M K Fi 8 e AL A S PCR JE M L E B AG I 5 12
RSO P K Bl i o R T 8 e A A R B4 P A R AR

2 MEsSIAXH

B S T PN 2 S S R | I A BRAR S b AN AT D i Sk . o, T H OB 51 SC
PF A2 H 0 IOE A4 RAS 336 1 A SCPF 5 R T8 H I 51 SO FE 08T A (466 BT A A8 0 ) 35 1
A

RAMLF 1485 SN —4—2010  FEILF MY S T= 5 K DNA $EBURN 4616

L H#E 1861 54t —3-—2012 B 5L DA Py B L7 Sl o Rl K PR s o 35 IR E M PCR J7 i

Al 2031 S04 —19—2013  FEIE IR B H 77 d oA I Al kR

NY/T 672 S RPURE Y B ™ ab ke DU 38 280K

ok ok

3 ARIEBMENX
AR 1861 A4 —3-—2012 FLE 1Y LA B N FIAREFE Sl T A S
3.1
FAEXRTRIEE S BUEERIERFET  event-specific sequence of insect-resistant maize Zheda Ruifeng 8
PUHF KWK HG 8 A SRR AR B 50 5L CRD 3" 3 55 6 oK 3k B 4 19 3 45 IX T 41 A3 B oK
P2 #B 43 7 91 S i AL AR T-DNA #4537 51
3.2
PE% =M positive control
FH T 0w 458 3 1 B AR 5 43 R T e A D B e S 4 o R e A I ) O R O A
FE ¢ BHE BT A B S 3 A TR AR o 5 T 26 7 4y SR Y S 5 = O R . BH PR T R A B )
0. 1% ~1.0% . FHAE 2 5 BT 25 o ) 2 6 DN % s B S IR I A Y

[

B

3.3

K #m calibrator

FH T 22 5 b o it 2 00 0 5 A B S, FH 45 e AL IR R DR 20 DINA B30 6 J5 R) 5% o 65 v 1 A I A M 40 o
B SR R R & BN e B E S MR RORIE . B Se B A IR AR EY)
3.4

F1#¥ subsample

TR T4 B RS, DATR]— SR AN () 7 5 e AL Al %) 2 S A s
3.5

ACt fE ACt value

SERF S PCR 473 ik it e A AR R M7 90 - 34 Cr B 5 AR i 55 -3 Cr (H Y 251
3.6

AACt 1 AACt value

SISt PCR 971 AR 89 ACe (85 PR SE B B P A 9 ACe [ 2218 .
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4 BREX

4.1 Ww7gE

B0 MR T BEARINA T Hra R K E 8 B A A R4 19 S POt PCR g A | S Pt
PCR & 2 A CFE AL AR5 DUECEL AR (3538 PCR EPEARIN 3 Ry i , AT AR H8 52 B A 00 75 oK 26 1
4.2 RF AR ER

555 B 7 B 3 AR Iy ik ) B0 A RE ORI ST AR L 7 T A 1 AR R B 1
TARLE .

5 SEEIESE PCR EMEKM T ik (HiE—)

5.1 R

K FHHLE 19 5 1 TR T X 30 v oK Py bR o JE DR R e oK i K = 8 Ak iR 4 S5 1 )% 9 L il A7 5
B2 PCR 971G . AR 2 75 47 38 4045 0040 1) e A0 14 pihy 2, 0 W iU v o2 75 3 A 0 o R OK T Ko =F 8 #%
PR RS o 5 0 v B A e R OK T K 8 A AL AR B Ay TR 5 P M i B o 1 AACe B, HIE
AR 5 PHAE e B A A L AR L 3 i = I
5.2 kT AN A

AR 55 8 8B AU 4 A 2l 5] L 2808 K sl A SR K
5.2.1 DNA #EHHLH &,
5.2.2 PCR Y IKXH|: Tag DNA B4 W . PCR ¥ 122 bk .25 mmol/L ZALEE (MgCL) ¥ W .ANTPs ¥
W CHeE H9 10 mmol/L ) dATP.dTTP.dGTP.dCTP 4 b i S8 A% W% R VS W S A BIR B

AR R AT R PCR 48 350 , Al 26 FiT S 2% 56 PCR k7 £
5.2.3 EXAIrAEERE SSIIb EE 3| ¥/1R$t

zSSITb-3F:5'-CGGTGGATGCTAAGGCTGATG-3';

zSSITb-4R :5'-AAAGGGCCAGGTTCATTATCCTC-3';

zSSITb-P:5'-TAAGGAGCACTCGCCGCCGCATCTG-3',

i LT R Be K/ 88 bp,

7 2:2SSIIb-P 4 =SSIIb 3£ H A TaqMan #4F, H 5" 6 AR {0 2¢ Y63 45 2 A (0 FAMVHEX 28) , 3" 5 b 0 % R 9 2¢ 6 7

KEF (n TAMRA.BHQ1 %),

[ AL T8 1861 5 /A 5 —3—2012,5. 13]
5.2.4 HMHEEXRMKIGE S FHLUEHFRESIY/IRST

FR 8-qF:5'-GTTGTCTAAGCGTCAATTTGTTTAC-3';

RF 8-qR:5-CAACTGGCGACACAGGGTG-3';

RF 8-qP:5'-CGACGGCTGAGATGAAGATACGA-3',

LU A BN 92 bpCILFESE A S AL D,

E 2:RF 8-qP it TR UF K £ 8 56 AL A4 5 VEFF 51 19 TagMan 4, 5 5" 5 10 2 6 4 5 S6 141 (1 FAM L, HEX

45y, 3" bR i Xt L B9 9 6 K FE A (in TAMRA .BHQ1 4§)

5.2.5 10 mol/L &% A4 (NaOH) % : 75 160 mL /K iimA 80. 0 g AL MG . R A EEHE 15
K E 4 E 200 mL, 4R AT,
5.2.6 500 mmol/L & — W& Z 8 —4M(EDTA-Nay)) iF K (pH 8. 0) : FREL 18. 6 g £ B U Z R —4h, i
A 70 mL KL S IR A AR (I 5. 2. Y HE L TN R st & A S AL L
5.2.5) 9 pH 2 8. 0, MK EFZE 100 mL, RS . #F 103, 4 kPa(121 C) %M F K& 20 min,
5.2.7 1 mol/L =W FEE I L—Eh iR (Triss HCOIE R (pH 8. 0) : FREL 121. 1 g = # R 3 B g i
T 800 mL /K, FHERIR (HCD ¥ pH £ 8. 0, /K EARE 1 000 mL, TR A) . £ 103. 4 kPa(121 °C)

ZAF T K 20 min,
2
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5.2.8 TE Znl (pH 8. 0) : 435l 10 mL =32 W ILZ L H e SR MR W (DL 5. 2. DO AT 2 mL & —j& DY
SR AN (UL 5. 2. 6) s MK EZRZE 1 000 mL, MRS £F 103. 4 kPa(121 C) &M F K 20 min,
5.2.9 SI¥/8WEHAERH TE Zhi (WL 5. 2. 8) 8K 20 DK R 519 s 5 4 F B 2 10 pmol/L,
5.3 FEMNHFEMEE
5.3.1 KR EE 0.1 g M 0.1 mg,
5.3.2 ST PCRAX,
5.3.3 MM aAL.
5.3.4 B,
5.4 AR IR
5. 4.1

e NY/T 672 Figelh#B 2031 S AH—19—2013 W5 8 T2 AT .
5.4.2 RA#EHE

& NY/T 672 Figell#B 2031 5 A% —19-—2013 W55 9 F& A HLE AT .
5.4.3 KA E

Fe A 1485 S04 —4—2010 " 6. 2 BYHLE PUAT .
5.4.4 X#E DNA iR H &

Fe AR #B 1485 S /A —4-—2010 1 6. 3.6. 4 Al 6.5 BRI E AT, BAIRAEE 3 A FAT T RE 20 51
17 DNA 2 fnaifl , 11 T PCR 971,
545 RiEigE
5451 BAMERER

DLAE e 55 IR B K AVE S B PR B 45 i
5.4.5.2 =ARE®R

PLIKAE Ry 28 F B8 i
5.4.5.3 PBHMRER

DL I E R W K H T 8 # AR SR 0. 1% ~ 1. 0% M bR EY) Bt by AEARE ) 5528 360 11 14 52 36 25 1 61
FE SRR BHAE B4 5 . Q05 0 25 0 R 1 e S TR B i, 340 I R O R DR B 0 S b R A X 1 BH A
AR
5.4.6 PCR # 1%
5.4.6. 1 X ialRE AT il 69 PR A o 55 DR RHE K3 = 8 S fb ik de R M ¥ 91 ik 4T PCR 9731 . BAN A 2D
WE 3T PR BAFREHEAT 1 IR PCRY S A B M E 1 MM A AREFH. Z20ER 3K
PCR §#4 .
5.4.6.2 SZRPHE PCR ¥ 1k & 2408 FHSER 9256 PCR §7 38350 i L #5096 1.3 2 Bl 97 98 0k 2 5 244 )
TIPS PCROIAF G #3158 2 FUE M 51 W BE AR BTV B2 Il DNA BEHR 5 e 9 K &, LR L4y
Z: MR & UL

F1 EXRAREEBEZIRRNE PCR ERY EER

) R B ®R
ddH, O —
10 X PCR 2% #h il 1% 2.5 plL
25 mmol/L LB ] 2.5 mmol/L 2.5 pl
dNTPs {4 W (4 2.5 mmol/L) 0.2 mmol/L 2.0 pL
10 pmol/L zSSIIb-3F 0.4 pmol/L 1.0 pL
10 pmol/L zSSIIb-4R 0.4 pmol/L 1.0 pL
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F1 (=D
il LR R
10 pmol/L zSSIIb-P 0.2 pmol/L 0.5 pL
Taq DNA % 4 1 0.04 U/pL —
50 mg/L DNA i 4.0 mg/L 2.0 pLL
SRR 25.0 pL

— P RREBAHE . WE PCR b b & A SRS WIS NS LB VA . R Tag DNA B4 W I e B o 2 AR R,
FEAH L JE % ddH, O FPRE, 8 52 B 7R R B R BRI E] 25. 0 pl.

PCR 4" 3 14 38 P AR 45 4S5 B A 70 A8 A 0 S o A8 T A7 00« i A K 97 41

BT 1A B4 FR B AR, R 43 IR S R R R B 3R AT PCR 9 B K R il .

SEBESM 2.0 uL E’J7J<4’Fi~71‘%1‘)in

K2 PBEERFAEE S HUETFRMEFIILHRNE PCR EMY BE R

il 2371355 L
ddH, O —
10 X PCR £ il 1% 2.5 pL
25 mmol/L S5 1A 2.5 mmol/L 2.5 uL
ANTPs IR A% (45 2. 5 mmol/L) 0.2 mmol/L 2.0 plL
10 pmol/L RF 8-qF 0.4 pmol/L 1.0 pL
10 pmol/L RF 8-qR 0.4 pmol/L 1.0 pL
10 pmol/L RF 8-qP 0.2 pmol/L 0.5 pl
Taq DNA % 4 i 0.04 U/pL —
50 mg/L DNA 4.0 mg/L 4.0 pl
Js¥ A 25.0 pL

—FARERBURHE . 0 H PCR Wil h &3 EALEE WA I AL BRI . R IE TagDNA R A W 1) e BE o 2 HAREL,
FEH R AR ddH, O A9 FAREL, fifi 2 7 4 F8 A A BLR ) 25. 0 pl,
PCR ¥ 384 74 22 W] AR 908 A28 B3 3006 A 10 S5 B o Y495 450 20 5 4 0 9 4
PR 1 AN S A 2R A AR L B 35 TR S R SIS R g AT PCR 7 38 1A R e il
Wi oK HF 8 A A A, 50 mg/L DNA B AR BN 25 mg/L,
23R 4.0 pL BIKAE AR

5.4.6.3 % PCR M &) BAEB.OHL | ,500 g~3 000 g B0 10 s, 885 B PCR MR CB) il A S 58 5
PCR ¢,
5.4.6.4 4TSRS PCR Y74 . AT R : 95 CAEME 5 min(BE — BB ;95 ‘CAEHE 15 5,60 ‘Cik k
HEAH 60 s, FEIEL=40 55 i Bo) 5 IR K IE A 5 B SR EE DB TE 5 .

S« TR AR50 A 79 S R0 B M A Y
5.4.6.5 &EBME 9N PCR P 4505 . L PCR 4 19 Ml & i A 48 B0 e 15 B 96 605 5 B . 0F R
A28 N 7 O R AT R
5.4.6.6 2% Cr W BH)E 26 & PCR AW EE /3 Fr it A shit S &4 By Ce fl . IFid 5.
5.4.7 PCR ¥ EERAIEIRA
5.4.7.1  BHMEFAE S, K PIAR L PRI B R OR W K H E 8 AL AR R 5 M T B B SR il 2
H Cr 536,
5.4.7.2 BAMER S, BRI ARIESE AT ALY 38 i £k B Cr {A<C36 5 Bt F R W Ko =F 8 Sk ik 4s
S 5 T R G i 2k L B Ce {36
5.4.7.3  ZSFUBEE S, K I BR HESE DU RIBT R R ORI KR T 8 AL MR S 51 35 T R ik
5 Ct {H>36,
5.4.7.4 MR 5. 4. 7. 1~5.4. 7. 3 FUSME 0T 4% 5. 5 AT 45 A pr Sk . &0, o pr BRS Bl &

Bk 5. 4.4 88 5. 4. 6 AT,
4
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5.5 #RHMERE
5.5 1 U K PN A v DR RIE ML T R i R i = 8 A Al AR S 1 e 51 4% B R g i 2 HL Cr f <<
36, 2 WHAURE PR DN S 70t K R T = 8 A AL A I 2, 5 SR SR A Dy R Hh ARSI H T R K T R F 8
B AR By A 245 2R D B A
5.5.2 TEFFA 5.5. 1E’JTH/RT it FIE BURE 5 M S i B4 A L e Al T B s G, U B R 5 B
PhE B A AACE H. 5 AACe fH<<—0. 4 I R ICRE AR I Hh T 0B TR R 8 5% L iR il o)
AT CRF T B s 4 i 4 SR 3 D 1R P RS I HR TSR RO R E T 8 A% Al A R A6 I 4 SR
B S i T (BE T X752 AACE {H=>0. 4 W], e BTURE spsss I i 470t 6 K R B = 8 e A i i oy &
AT BH P E B B4 A 4 SR AR Dy R PR I R R ORI R B A 8 B AR M R R SR S B
HET X7,

2 X O FE PR E A A P TR R W R E 8 AL AR U A, AR [ AAC <20, 4 B R 7 ik I E sl

PO E R H T 8 e AL i oy 7 i

5.5.3  GURE R FOK PR v BE DR i SR AL 0 i G EL Ce (<36, I BT HL R OK #7 Ko F 8 % fb iAok
F) oY 3 it 2wl Cr {H ™36 » R WIURE H AR AR I 1 0 TR W7 KB 42 8 SR AL IR oy 25 R 3R *ﬁ“ﬁﬂ‘i
Hh RS HB T K R B o 8 A A A L A T 2 R R
5.0 4 U HR K PN A v DR AR B TR G 2 e Ce (B> 36, R IWIRE dh i RGN H KR ZE N4 DNA
T3 s 65 A I TR R AG I K R 2 DNA o) A I 45 51 S B4

i R PCR 945 R A — B0y, DL 2 BE RO

5.6 MR
AT5 B WK BR (LOD) 2y 0,05 %0 CRI 4 T SN A4 38 v & A7 2 20 45 DU A B R K K 3 = 8 %k ik
A
B A7 i 1Ot U L PCR R S BEER R AL 100 ng £  E Hh K Wi K5 o 8 6 1 13 IR 401 19 DNA B4t 47
WIS

6 SR PCREEVRMAE(FET)

6.1 FHiE
SR R E 105 | 40 VR B T A2 o ot A v 6 DK PN o 5 R R B K K B =F 8 e Ak AR Rk S5 1 )7 )
HEAT S PCR 9731 . MR A b A AR 48 DUERON B Cr AL TA) A 2k OC 3R L 43 531 4 1 Bt 1 6 oK T K B
F= 8 T AL AR S 50 R K oA A o R TR A o il 2 KR Y Cr EAR PR HE 4R TSR b U
KW K 8 I A AR S M 3 R0 K P A o i DR 4 DL R B A AR AS R P bt B R R i K E 8
RN gy
6.2 XF AR
B AE 55 A U B AU A3 0] R AR K S DL SRR K
1 DNA 2B £ . [ 5. 2. 1.
2 PCR ¥ H#H .7 5. 2. 2.,
23 EKRWNARUEEREN <SSIIb WS /#4457 5. 2. 3,
A PR EOR WK B F 8 FALIRE ST S G /R R 5. 2. 4,
5 TE Zuik:[A 5. 2.8,
.6 BIY /A A TE 2wl (L 6. 2. 5) 8K 43504 LR 519 s8R # B = 10 pmol/ L.
FENH{MNIGE
[7] 5. 3,
BRIESR
4.1 HH¥
6 5. 4.1,

W NN

o o
~
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6.4.2 RXEEHE

A 5. 4.2,
6.4.3 XEEFLE

A 5. 4. 3,
6.4.4 iX# DNA #EiRH &

[f] 5. 4.4,
6.4.5 RITEE
6.4.5.1 BAMERER

DA 5 PR KA iy 9 S 4 i
6.4.5.2 =HRESR

PLKAE R 25 B o g i
6.4.5.3 PFAMEERE

PLPTH TR K B 8 e A A 0 B 43 B0 sl #5 U1 50 L A 5 bR R R AR 24 A4 B 7 4 T O o R ) B &2 56
TIE 1Y) S 56 2 C A A ot A A B R S BT
6.4.6 KERHSF

P2 T EOKR W Ko 8 F AL RS 4] DNA, & DNA ¥ B 8 DNA & 47 Bl ke 4 . SR 5 F 1<
TE 28 Wl 5K B BE R B DNA il #8 [a] vk B2 i Bt dL B oK Ko 4= 8 #2161k DNA . DNA Wl 2>
W5 5 AP0 F KU K G+ 8 F AR ik BEAR B, e IR AR i 55 T 5/ T 1 R (24 40 48 DD H T4l B
(24 20 $8 D) o fi fe Vi B2 R T CRE A DNA W BE . SR FHAR R B DNA ¥ W 53 51 4 1) 36 K P9 A o 255 DX R
K K 8 F AR SR F A AR M 4k
6.4.7 PCR # 1%
6.4.7.1 AE[R—H PCR AR b A o i alRE 048 i 19 N o 5k R RTHT K3 =F 8 e A A e S5 ¢ 7 9 gk A 7
PCR ¥, BRI E 3 DN PAT TR BN 3 AT FRERTE Rl — K PCR §7 8% it 17, AT
FZE/DEE 3 W PCR YIS & iy i R HE BRI E 1 MR ARE TR, 20HE 3K
PCR ¥4,
6.4.7.2 SEEFEEE PCR ¥R & 46l 52966 PCR § 88350 i L 4% 38 3.3 4 Bl 48 4R 2 5 44
SEEFHEE PCROIRF G #503 3.38 4 FUE M 51 W0 BE AR BTV B2 F DNA BN B C 9 S K &, AR i)
Z B & Ui,

3 EXRNREEBEXIRRNE PCREEY KR

]| Ak g L
ddH, O —
10X PCR %% mh i 1X 2.5 pl
25 mmol/L E b5 1A 2.5 mmol/L 2.5 plL
dNTPs IR A ¥ (4 2.5 mmol/L) 0.2 mmol/L 2.0 pL
10 pmol/L zSSIIb-3F 0.4 pmol/L 1.0 pL
10 pmol/L zSSIIb-4R 0.4 pmol/L 1.0 pL
10 pmol/L zSSIIb-P 0.2 pmol/L 0.5 pL
Tag DNA R 45T 0.04 U/pl —
DNA # 4 2.0 pL
SRR 25.0 pL

“ RN BRI E 2R PCR 28 il b A A BALEE WA I AL BV M. AR Tag DNA 2R B ) ¥k B2 8 & FLAR R,
FEHA R A HE ddH, O A9 FARFL, i i 07 74 Z8 AR BR 3 25. 0 pL, B2V AL SR K R 7 DNA B B R K F 100 ng.

PCR ¥ 14 4 2 vl AR 4Ig A3 45 B 1700 6 A 199 592 B il FH A5 400, 320 A7 A o 9 2

MR IE 1A SO A4 R AR B, N i IR S IR S5 I AR R AT PCR 7 B 1A R e ) .

25 [ B 2.0 L KA R RAR .
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R4 PRERFAIRF S HUEKFRMEF LML PCREEY HBER

w0l KU R
ddH, 0 —
10X PCR 2% i 1X 2.5 pl
25 mmol/L S LB W 2.5 mmol/L 2.5 pL
dANTPs IR AW (% 2.5 mmol/L) 0. 2 mmol/L 2.0 pL
10 pmol/L RF 8-qF 0.4 pmol/L 1.0 pL
10 pmol/L RF 8-qR 0.4 pmol/L 1.0 pulL
10 pmol/L RF §-qP 0.2 pmol/L 0.5 pL
Taq DNA R AT 0.04 U/pL —
DNA #itf 4.0 pL
JEN A 25.0 pL

— 7RI E , IR PCR 28 vh il h & A S ALEE WU N S A0 86 I . i 35 TaqDNA R A [ 1Y vk BE i 2 AR R, I
AH R 88 ddH, O f B 8 52 3 1 2R SR BUA S 25. 0 pL, Kol BN 4 & o DNA BEH B A KT 100 ng.

PCR ¥ 388 7 22 0] AR 975 {25 B 3 300 6 A 14 S5 B o Y475 450 280 A 4 7 9 2%

BERIE 1A BN A FR AR, N Fie R S I 5 I B i 2E AT PCR 7 AR R e )

Wi KHEF 8 WA 1K,50 mg/L DNA A AR EE N 25 mg/L,

23 AT 4.0 pL BIKAE AR .

6.4.7.3 ¥ PCR W () MAEB LHL L ,500 g ~3 000 g B0 10 s, 4R G HUH PCR M (A8 L il A SE B 2%
PCR X,
6.4.7.4 PEATSIE SO PCR 971G, RO FEFE M :95 “CA8 4k 5 min(55— BB ;95 CA8 1k 15 s.60 “CiH k
FEA 60 s, FEIEL=40 55 [ B 5 76 58 B B iR kI i s B W 4R 2 A5
FE AR S0 A 0 B SR X R B B R
6.4.7.5 W& BME . L PCR P78 25505 . LA PCR 934 W4 8 A8 5001k 3 B 06 6 {5 5 L I AR
T ASC 208 Mo 7 A 0 R AT R
6.4.7.6 sk Cr {H W& WAE G - 2¢O 8 1 PCR AU RS 43 B 440 B 2h i 5B O Cr B g 5k
6.4.7.7 il by h 2 . AR 4 A S BB Cr (BRI LA B A #5 DUECE X IR A 2 G R L o Bl il &
K P B o R DRI B RO BT K B = 8 AR e o AR i 2 . ARt e g A (D 25
Cr=a-+blgc «ereeereeees ceeen cesenens (1)
Kb
Ct——H5 M Ct 185

(IR R TE AN

6.4.8 PCR ¥y IEERFERAE

6.4.8. 1 IRk B AR HE S v, K DY AR I BE R AT L R OK W KR T 8 B A AR M T 4 3 A R i
2, H Cr [5<<36.,

6.4.8.2 BAMERTHE G, FOR PIARESS A LRI 38 i £k B Cr (H <36 o 3 R oK W K F 8 B b Ik 4
ST A JC ALY g i L B Ce (> 36,

6.4.8.3 AT AL, FOK AR MBS R R B R OK T K E F 8 Ak R R M 81 3 e SR e il £k
5 Ct {H>36,

6.4.8.4 FrpuEMLAE RE(R?) =0.98; —3. 1I=trifEth &R R (b)) =—

6.4.8.5 [IRHHL 6.4.8. 1~6.4.8. 4 (UM % 6. 4. 9 I E BN THITA EE PR B KW K E 8
T AR R S 1 I 3 4 DB 34 8RN K P9 A v 2 DR DU S0 A BB . A5 00, 0 A LA O, B
6. 4.4 8% 6. 4. 7 EATRI .

c
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6.4.9 BFHERUGFIMEXRAREERNENHILE

6.4.9. 1 K5 S G BH A s b 42 AL EURE ) 0K P9 s vl 56 DR BT He oK i R i = 8 % fb AR S 1k
FIHY Ce AEARAFH L B R v 228 30 315048 B 470 H R K7 B = 8 e A AR 3t 1 e 470 R0 0K PN s o
[R5 DL%L

6.4.9.2 AN THEDUH F KM R HF 8 B A MRr 57 M 5 51 R0 3 K P9 vl TR B9 75 DL KK L (i
CLATR PR 0 8487

cr=—2%100 - N €3

2.k

< \

K

Cr

AT TRE k2% H A U R KWK E F 8 e AL AT 51 R K A AR S TR A 45 DL ECT (B Y 1
(B BN 25 (V0 s
ko —— AT FRERIUT S 0k 1.2.3, BIPEE & B4 s A0 1 A FATFRE 0 15
AT TR B AR DU EOKR U R B F 8 B A A S R 51 5 DLECAY - 24 5
Cou FATFHE b A TR AR UHESE K = SSTTH He DA 5 DB BE (97 M
i - BH M B S e BT 3 A PCR § 44 & &2 1948 DA HU AL
6.4.10 #EHE & FIE IR
6.4.10. 1 PAMEEREREINEESEAE
6.4.10. 1.1 FHkxiE#EF
AT UE A o ) AR Sy B
SE 5 2P S 56 2 T AR AR AR Dl BE R
FIE .
6.4.10. 1.2 FHiEFRAEWMREHAEEERE R
6.4.10.1. 2.1 FEMEEREZEHEMNEEFHENRERHEE (THENRER)
F AR BITEE BB S » I PCR 471y 8 2 AN B - B E AR HEAN I 7 B GRS RIPREDS .
— Cmi 1

JOEE S 4% 6. 4. 100 1.2 gEAT BH MR 2 5 I 4 RS T R s A R
i RS B, # 6. 4. 10. 1.3 AT BH M R B R 4 R T B R A

S
w(c) —BAMERE S R AL n I PCR 43 5 52 4G I B3040 7 329 (6 RO AR HEAS B 5 JEE CF 2B B AR HE R 5
n Y PCR P 4 H1 52 A6 I B340 b B 1 T Kl R i =F 8 e A AR F 37 60 0K A s o 5 AT 1 5 DL

C max

RS YN R

¢, n W PCR ¥4 5 52 K U0 B5CHE rh bt s OK Wi K B = 8 % AR A4 17 1 0 K o A o 25k 1R 1) 5 DL
RN UN ER

o MERRG AT Y n=3 /), f=1.693;

n —— P B B A5 i PCR 373 19 3 2 YO8, AR b M€ PCR 93 E# 42 3 IR(RE n=3)

6.4.10.1.2.2 HEEERELKENEEFHERFNTETHBEE (FHEZHBNIRER)
F A ) T B SE B B b UK PCR 7 18 o 5 G D00 8040 - 229 0 O 125 1) A oA 5

Upias = JUigm F w2 () wevveremnnsnateneiiiiiiiiiiiniieseeneees (4)
EVL AR
ias — PR B RAAE A e U PCR 3™ 8 7 A ARG I 5000 1 249 fi £ 199 s A B 2 2

w e PR 2 04 it DA E (EL AR TE AN B E JEE
6.4.10.1.2.3 MHHEEREALVBEFHESLHAETEONERS (FHEEZH)
F2 0 L) T B S B B b Uk PCR 7 18 o 5 A6 D0 8040 - 229 f0 5 G DA 1) ) i
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DIAS =C — Copy *oreerteeseeereeetcsscsntinttcntcieciiccecccneceee (5)

{r
bias PP R o 4 i A 5 e I PCR 3™ 494 i 4G 0 90 - 249 45 JHE DA {10 194 i £ 5
¢ PHMEE R B S o I PCR 31 52 R 0 K40 S 2 0 5
cerne — PR E BB A B9 A E L
6.4.10.1.2. 4 FREE B B4 oA 0 5800 5 4% 4

¥ |bias | < 2 X wp U RAHREEE 95 % B AT T AT 2) ., 01200 55 50 B 1 2 6t 4
o 5 0 5 45 R 5 A S T R B
6.4.10.1.3 SETo A 4IRS IEH AT B RIS
6.4.10.1.3.1 #HHEAKEEREREMNHIBHOREZ

8528 28 (6) HFEE B 5 A Y POR 410 T8 52 KW B M b 22

ax min

st

o B R A 0 U PCR 44 R AR (bR 2
6.4.10.1.3.2 MAHTERESEVMEOENFLL (EREH)

B (D TR I 5 R TR P Uk PCR 4788 18 42 4% B 0 AR X b i 22

SR = 2 50 100 werrernresienierernenienienneeesee et seeeeaes (7)
C

A

SR ——FHE 5 B A e UK PCR 7 16 o 52 4G I 5040 540 AR O o o 22 28 5 R0 L B B 705 (6D
6.4.10.1.3.3 HEMRMHEERESELNHEFHESEMAENETER (BXRE)

F O TR B E BB b 0 U PCR 47718 H 5 G K4 - 42 -5 HC BUU(EL A8 A 0 B 13 RO i 22D

biasR = L_ E G O I LI ITIN )
E
biasR —— P4k B BAA i X PCR 738 T 52 ARG 0 50 01~ 329 -5 JFC 030 1 59 AR Xk i ey AR G Bl 22
AN EH T ()5
cre Bk B B A A BUYI L

6.4.10.1.3.4 MHUEEEREHELVBESEAE
A SR<2506. H.[biasR | <<25 V0 , & W B 5 Sk JB0 422 it Gy D00 250 4 14 i fy AN 0255, AR OS2 6 P o o
T G I K AR 5
6.4.10.2 KEFHMBESEAE
6.4.10.2. 1 REFRNBIEREE
F 8 SO THEARE i ASFAT R AG DU B3040 s o 22

/ L

i,
N m A TEAT TR IO 0 o 22
¢ e AT TRE 4 11 - 21 P DL L 1 55 {5
¢ i ——m ASTATTRE S 1157 2 H 00 L (8 1) 55 /M
6.4.10.2.2 EEKMEIBHOENIREL (TREH)
H AT CLO) H R IRRE i AN 5 7R BB B 4 o o 22
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’

SR =22 X 100  sesesescesssorasssseninrsnnsscnsssssissssnsasss (10)

o~

Ko

SR ———m APAT AR A B AR 1 25 B S RO B M H 05 ()5

¢ m ADVAT TR B A E  m =3, A R EH 5 (%),

R R B X E ¢ =0 1%, RERF 53 Tk R AT iR sRT<<25 %0 . AR U FE A
TUBCHE A% s S RE R T B 39 ¢ <0 1%L BI/NTFoOrsk e MR A& T . B 4% 6. 5. 2 dEAT 45 R 5
Br 52k .
6.4.10.3 KNHEESHEER

Gy FE IR 6. 4. 10. 1 1 6. 4. 10. 2 X BH M 52 £ J5 45 o A0 3R A0 ARG 00 4850 4l 0 A7 5 A s, 4 BH M 8 I
i ity AR 1 G 00 B0 ) Bt A% ) 2 B AR R, DO 50 0 A A, AR AR 6. 4L 11 IR AT RE A 2 R w
MU SR, A R R R OB AT PCR 9738 al F 8 1 &5 X0RF T 28 AR A5 A 80k i 4540
6.4 11 AHEETELERITE
6.4. 1.1 K#FERNEBEHEYE

BH M S 5t 0 4 ity AR R 1 A 00 000 ] B A% 1B 3 AN S AT T R R I B 1 S8 0 ¢
6.4.11.2 ABEELERTHEETE

S 2 PR B o 1% I s 22 SR 0 UE B0 00T A 19 446 o A v R 8 S B e )RR R A TS 1
EE;( w, VAT E AR AT E P E . &R, wo (E4 0.000 5, u, fHH 0. 086 7,8 A (11 PP ik
B i 45 SR I B o R

u = +/0.0005% 4 (0. 0867 X )2 eeevrerseresrenrencicnnnnnnnnnnnnnenes (11)
:‘:ttlﬂ:

E A5 R AR E AN E LR 2 LA RO B T A ()
ﬁ?ﬁ%l?k—mﬁlﬂﬁﬁﬁ AR YR A E E (UD A2,

A
U —— W AR RAIE 08 2 A 8O0y B E 5 (0 5
k——WEGHT S NMEFE T k=2,
e RRHE BRI T 2 R SR R A IR AT L I FT T A AR S A IR W L S T T
g A B o AT U M ISR P TR S b kAT
6.411.3 ABEEELRNRT
AKX QD FR AR RS B E B4R

o

iﬁEP:

M) T 45 R OB B T — R AN B R RO
ﬂiiﬁ fﬂl%é’]o

6.5 FHERAH4MERIA

6.5. 1 BFE B oK I AR LR RITBT BB OKR W K EG 8 S AL IR F5 5 M P 90 34 s B LA - 1d il £k, HL O

ST B OK W R B 8 AR S i (OO T i BR L 2 W AR v D B R R K W R R 8 B ALK

By . A5 H AR R R I T A R OR W K G 8 R AR A bR ORI K 8 bR T &

e +U”

6.5.2 ﬁﬁ*fﬂﬁﬁ\]ﬁ/ﬁﬁlﬁhﬁﬁfﬂéﬁﬁkﬁﬁi 8 i Al AR R S Ty 5] $4) PR M TR T R i L E T

BB EOK T K H T 8 R AR & (OO T8 f B 28 WaRE A Gl 1 e o 6 oK K F 8 % AR Bl

DA E 37T W s R AU B NN S N [N 1 S A N (B 7 L U o 7 NG T S e Y Nl (AR

ER MR,

10
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6.5.3 KR E K AR MESRE D B R Y 2k HL Cr (1 <<36, M0 B B K W Koo 4 8 F ALK S 1E )y
5 Fo Y 1 i B Cr (™36, W RE T ARG I HR T L TR W K B 4= 8 e AL R iy . R R IR K
R R AG I H BT HL TR K i F 8 Fe ARl

6.5. 4 BUREHh K PN b v R DR AR B B g i 2R B Cr (B> 36, R IURE T R A I Hh K JE TR 2 DNA
Y o SRR D R TR R AR BRI A DNA ™

6.6 R

AT7 LB H R (LOD) 2y 0. 05 %0 CHEXY F SR AA A & 1 25 20 45 DU B HUR K W K Fi 5= 8 4% 1k ik
FESAEF D

FE AR T7 I A U L PCR AU S PR R ROILAL 100 ng &5 8 505k R W7 K5 F 8 LRI 4119 DNA BURHEAT IS0
6.7 EER

AT 2 B IR (LOQ) 0. 106 G2 T S A4 28 i 5 A7 29 40 95 DL UK K i - 8 e fb i
SRS .

AT A E PR R DL PCR KU s b AR ZR i A 100 ng & 75 i B oKW K EGF 8 SEH 4L i) DNA B #4710 5B A9 .
7 EEPCREMEMAZ(FZEZ)

7.1 JHIB
SR IR AE 90 H B OKR W K 8 AL IR R 519 SRR AT PCR 973 . ARG JE &4 14 345 190 44
19 DNA F B, FIWrial e o 45 2 A 5o e E KT K+ 8 FAb ik iy .
7.2 R A0 A
B Al 55 A Ud B A A3 A 470 L ZE AR OK s DL SRR K
7.2.1 DNA BRI & A 5. 2.1,
7.2.2 PCR Y #45). [F 5. 2. 2,
i #F AR PCR 153050 , o v] € A 2 7 PCR G &
7.2.3 EXWIREEE SSIIb EES| Y
zSSIIb-1F:5'-CTCCCAATCCTTTGACATCTGC-3';
2SSIIb-2R:5'-TCGATTTCTCTCTTGGTGACAGG-3',
TP A BN 151 bp.,
[V A 1861 5 A —3—2012,5. 12
7.2.4 MEERFXIHESHALGHEREFISY
RF 8-RB-R:5-CGTCCGCAATGTGTTATTAAGT-3';
RF 8-RB-F:5'-AGTTGGCGTCTCTCTGTTCG-3',
U A BER/N R 265 bp(UL AL 2).,
7.2.5 TE ZmK:[F 5.2.8,
7.2.6 SIYERH TE S (0L 7. 2. 5 80K 50 518 LRI 9#BEZ 10 pmol/L,
7.2.7 AWM,
7.2.8 S50XTAE R FREL 242. 2 ¢ =} W LA I e (Tris) L S5 500 mL 7K g 135 i 5 o A
100 mL & /DY 1R B (L 5. 2. 6) , VK TR pH 2 8. 0,88 J5 K 845 % 1 000 mL. A H
KR RERL 1 X TAE 28 b .
7.2.9 BiRME.
7.2.10 10 g/L AL Z5E (EB) W W - BRI 1. 0 g 4k 258 % T 100 mL 7K, G AR AE
EE B ZREREER, RANEANEE— A FEREHZEREERY,
S MDA 5 T B R A R AT 2 R e AR TR A 2 B A R TR R DK E e
7.2. 11 JREGE vhi  FREL 250. 0 mg VRIS LI 10 mL K, fE S I FIA## 12 hs #REX 250. 0 mg — F1 &

HEIEWE A 10 mL /K% i ; FREX 50.0 g BEBE, DA 30 mL /K&, IS L 3FIER,. MKERE
11
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100 mL,7E 4 C PR,

7.2.12 DNA 43 F i hnifk . o] LU A X 43 100 bp~1 000 bp A DNA 4 F AR if .
7.2.13  PCR =¥y il ) & .
7.3 FENHFEMEE
7.3.1 R JEE 0.1 ¢ M 0.1 mg,
7.3.2 PCR YL FHRFEEE>1.5 C/s, fLENREZER<1.0 C,
7.3.3  HLUKAE LUK AL SR VKR E
7.3.4 BERNBRGEIMARL.
7.3.5 B AL,
7.3.6 BELAL.
7.4 HBREFTR
7.4.1 iR
[[] 5.4.1,
7.4.2 RABEHE
[/ 5. 4.2,
7.4.3 X HET AL IR
[[] 5. 4.3,
7.4.4 i # DNA {RRH &
[7] 5. 4. 4,

4.5 FRiEEE
451 BAMRER
AR 55 X B R AE SR B s K W K B = 8 % Al AR 0 1% B I3 4 i
7.4.5.2 =ARE®R
PLIKAE ]y 28 B 45 i
7.4.5.3 PAMERRE M
DI F W K EG 8 LIRS 8 0. 1% ~1. 0% By bR EY BT Chn MERE B 528 5611 1Y 52 56 %8 i 1
SR A BE A
7.4.6 PCR ¥ 1%
74601 X RE R T A 0 PN bR o R R R K B E 8 B AL AR R R T S i AT PCR BT, A8 A AR
ZAOWRE 3IDVPAT R B FHET LR PCRY B HERE 1N AREFHE. 205
& 3 K PCR {4,
7.4.6.2 il PCR ¥ KRR Y H PCR ¥ HL R, #5538 6 Bl P 344k & 448 H 2 % PCR ik

G ALK 5.8 6 MUE RS PR FEFT DNA BN i B i 4 390K 2 AR o 2 IREGR & Bl 4 .
x5 FEARARAEELE PCR I EER
%l Lk g 3
ddH, O —
10 X PCR 2 #h ik 1 2.5 plL
25 mmol/L LB ] 1.5 mmol/L 1.5 pL
dNTPs {4 (4 2. 5 mmol/L) 0.2 mmol/L 2.0 pL
10 pmol/LzSSIIb-1F 0.4 pmol/L 1.0 puL
10 pmol/LzSSIIb-2R 0.4 pmol/L 1.0 plL
Tag DNA 4 i 0.025 U/uL —
50 mg/L DNA iR 4.0 mg/L 2.0 pL

12
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F1 (=D
il SR A
SRR 25.0 pL
IR BURHRE . IR PCR B i A S MR I E AL T . ARYE Tag DNA A Wi (0 vk B 0 8 L (4B,
IFAHRE B ddH, O B MFR A B R i R B R BLR B 25. 0 pl,

PCR 14 50 A AR 4 4S8 B 300 48 A4 1) 552 B0 T A 0 5 R 47 R 7 981 4
MRS 1A BB A R AR R L R 2 I S B g S HEAT PCR 738 (A R T
23 B T 2.0 L MK AE I BEAR .

®6 MHAFERWMAWESHUKFREFIILEE PCR I BE R
J

) Kk AR
ddH, O —
10 X PCR 2 #h il 1% 2.5 plL
25 mmol/L &b W 1.5 mmol/L 1.5 pL
dANTPs IR AW (% 2.5 mmol/L) 0. 2 mmol/L 2.0 pL
10 pmol/LRF 8-RB-R 0.4 pmol/L 1.0 pL
10 pmol/LRF 8-RB-F 0.4 pmol/L 1.0 pL
Taq DNA 2 4 i} 0.025 U/ul
50 mg/L DNA i 4.0 mg/L 4.0 pL
AR 25.0 pL

—PFRRIRAH 2 . A0 PCR 25 0ol b & A7 SUAL B R ISR AL BE IR W . ARIE Tag DNA 2R 4l 10 ok B o s AR AR
FEARRL JE . ddH, O MR A SR 1k R BA R X 5] 25. 0 pl.
PCR #1414 22 o] AR 4f5 (0485 B 1 700 #E A 194 592 B feE FH A9 400 220 A5 A o 9 2
W2 1A B R R AR R o7 4% IR S B SN 48 iE 4T PCR 3 38 7R R L
Wik HiF 8 M4 A .50 mg/L DNA H A A E K 25 mg/L,
23 R 4.0 pL MK AE BT

7.4.6.3 ¥ PCR &) HAEE ML | .500 g~3 000 g B0 10 s SRJGHUH PCR AR (&) Lt A PCR AL,
7.4.6.4 P47 PCR Y4, ROWARF N :94 CAEME 5 min; 94 ‘CAEME 30 5,58 “CiR k 30 5,72 “CHEAH 30 s,
FeEAT 35 IRIEIR ;72 CHEMH 5 mins;4 CHAF .

7.4.6.5 RWVEHJFEH PCR ARG % PCR 971G 7™ P E 47 HL UK A

7.4.7 PCR #7= 47 B ik &

2 20 g/ L 1 i s B FR s B IR A . I A 1 X TAE 2% ol vb  Jn #0005 it B ) s B IR BBV . 4% 100 mL
HERER WA 5 pL EB %W 8038 i iy HA AR Je bt R 51, F R A S R B A R TR AR b A AR
ST e B RSS A 1X TAE G vhilrh, 1 B 1) B RIR L fid . B 12 pL PCR 25 3 pL ik
G2 PRI G J5 I IS s AR AL S TR B L v — AN SRR AL in A DNA 43 F i bnif 3B AR, 62 V/em~
5 V/em ZAF T HIKAI
7.4.8 BERGDH

FL UK 25 AR I S M O G B T 9 T AR AN AR . AR R DNA 4 F AR ME AN T 3G 45 1 K
N K LK S SR T B R T SO S B R G IR AN R A Ml PCR 38 R B2 o8 B I
DNA F B 308 7.4.9 1 7. 4,10 BYRLE /AT,

7.4.9 PCR ¥ # 7= 49 5 Y

i PCR 934 7 9y [n i 500 & v W 45, [l PCR 473 19 B 9 DNA Fr B,
7.4.10 PCR ¥ 7= 4l B 35 iF

F B PCR 9734 =W I 5, 5 0 8L oK W K56 8 B ARy S vE 7 90 (UL AL 2) 3R 47 L X, B 5
PCR ¥ 14 DNA F B2 &4 H iy DNA F B,

7.4.11 PCR ¥ LA EHFIEIRAE
13
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74101 BHPE R A b, K BRI R NPT ORI K S 8 R AR R Rk P 9 A B
74102 BAMETEE S, K b o R R A B R R OK U K G E 8 R AR R R R )T A Rk A5 E
P,
7.4.11.3 S AR S, K AR oL TR AT R R W R H T 8 B Ak AR Ry S R T A A I Y 1 oK A5
P,
74114 RIEHHR 7040110 1~7. 4011, 3 W56, 1T 7.5 AT R 53Rk . &0, 40 Hr AR O,
TP 70404 3 7. 4.6 SEATRLIN .
7.5 HERHSMERIE
7.5 R R OK AR R DRI B RO R i T 8 B A AR R S M 51 A B 1 SR W R v R
P FE R W R G+ 8 AR 41, 45 S 3R S R v RS I 1 7 R K K3 =F 8 e A AR i 43 o A6l 285
R PHAET
7.5.2 URE R OK Y AR SR AT B P RG L BT H R OR W K HG 8 B AL AR R M 5 R4S BRI
FE R A I B KW K E T 8 A A 43« 25 SR 3R AR S il v RS I e L R OK W KR T 8 kAR
G R 5 5 R B
7.5.3 URE P K P AR L R AR A5 B0 40 L 3R I R P R RS I R EOK SR 4] DNA B, 45 S 3R 38 ik
FE R RAG I K LD 20 DNA B Z3  A6 0 45 50 g 7

R POR 9345 5 R — B0 L L2 50 1 i

7.6 R
AT7 B HBR (LOD) g 0. 106 OIS T R BLAR 3 v &7 24 40 95 DU BT e JOK #7 R 5 F 8 F AL IRy
FHEFID .

AT B RS Y PR DL PCR A S AR 2 FRill A 100 ng & A B HUE K7 R H 8 K 4H 19 DNA BEM k47 I &1

14
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WOR A
(R )
058 TR KB 8 AL 0 5 5

Al HHREXFREE S HLEFREIIENE PCR ¥ HEF5)

1 GTTGTCTAAG CGTCAATTTG TTTACACCAC AATGTTCCCA CGAATCCGA[T CGTATCTTCA|

61 TCTCAGCCGT CGACACCCTG TGTCGCCAGT TG

E LZT I W R 8 1 2 M S A AL AR T S RS O 1 o 5T~ 3

FE 250 BSR4 S LS8 PCR KRN J7 #5519 RE 8-qF (95 81 . 3" 3 1 5% 30 43 4 S I 9 PCR A 7 #: 51 9 RF
8-qR 4 5 6] AR 51, v ] 5 HE PN A SE I 268 PCR A6 J5 B 8841 RF 8-qP B,

3.5 0T A 1~32 AMEAE A T B 43T 41 . 33~92 S EARIEH AT A .

A2 FHEXFRHFESHNLEHFRMELE PCR I EFT

1 AGTTGGCGTC TCTCTGTTCG CTGGTCAAGT TCTTCACACT GAGCATTTTC CCAGCTGCCC

61 GATACTGTAG CTGCAACACC TACCCTGCAG CTGATCTGCT GCTCGTGCGA AAGTTACTGG
121 CCTCACATGC GGCTCTGGAG CCGCTGCAGC AGCATGTGTT GGGTATTCAG TCCTGATCCT
181 GGGCACAAGG ATTTATTGAA CGAAACACAG GGGTCGTTAC TGAAACCGGT CCATGCTTAG
241 ACAACTTAAT AACACATTGC GGACG

LT R H 8 WA B A R S 7 A R 8 I 5T ~3

i 205 A T R R4y MWl PCR EMER I J7 25514 RF 8-RB-F )5 41, 3" 3 8 F R £ 384> 33l PCR & M4 I Ty

%514 RF 8-RB-R % 1] HA4bF 51
3T 1~234 N BORFEH AT, 235~265 R AMEIH A R B 4 751
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