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HEREYREF @SR
it B B2 F 48 72 DAS-81910-7 4L (K45 51 PCR &

1 SeE

AR AE T R E AR AE DAS-81910-7 FE AL AR FetE PCR & M A E BRI 7 6 .
IR SO IE TR AE B v DAS-81910-7 B Ak (A5 S5 vk il 2o 19 o 1 I AE S R T

2 HEMsSIAXH

T HN S R Y A S SR A R T T T R A S e AN AT A i AR, e, i OB R 51T SC
PFAZ B R B RRCAS T8 T A SO s AN i H 3BT 51 SCAF o f ol RAS CRLAG BT A1 98 B i) & 1

AR
b FB 1485 FAH—4-—2010 L IL APy K H ™ 5 AR DNA $2 U 4lifb
LB 1943 5 A E—1-—2013  F 3 AR Y S L™ S i o ke I A% 46 N A o 28 X P PCR 7 ik
el 2031 5445 —19-—2013 %ﬁlﬁ%&ﬁﬁm&ﬁhm Ejiik=s
NY/T 672 HEILPUAE Y B 7= S i) 38 2k

3 ARBEMEX

AN 1943 52045 —1-—2013 FLE B LL R T FI AR TEFE SOl T A SCHE
3.1

it B B 5 48 7€ DAS-81910-7 5L K4 R 5 %  event-specific sequence of Herbicide-tolerant cotton
DAS-81910-7

Tiif 5% AR AL DAS-81910-7 FE AL AR SRR AT A R BE 5 3 5 (RN 3 i 5 4 46 56 B 4 19 32 42 X7 91 4
AR AL B UL BB 43 17 9 i Ak ik T-DNA #5317 91
3.2

PHIE =M positive control

FH T 0w 45 o B B AR 5 43 R T e A O A B A e O R S U ) O P e T

T ¢ PH P S 42 B S B R IR AR ) BT A T 8 FE A3 e TE Y S5 0 R MO R AE . FH P S M SR 0 R IR

0. 1% ~1. 0% , BA P 42t Jo 44 ot 00 % B R 3 k(S AR iR BRI (EAH 214

ﬂ
fPEﬂI

H

3.3

K #m calibrator

FH T2 il b o M0 4 6 0 B B AE s FH A6 B AL AR SE DR 41 DNA a8 7 356 DR 35 4 288 o 1 A TE s ME ) o
ol PR SRR R &, 20 F 5 AR E . BRI B A IEARHEY) L.
3.4

F1# subsample

AR TBAL RS o M TR]— 1CRE A (] 7 B B AL At BB %) At S 4
3.5

ACt fE ACt value

ST PO PCR P38 i f 3 AL AR R S M )8 31 3 Cr {E -5 N BRI SE RS- 35 Cr B 2518,
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

B 5 mEY T BN E T BRI AL DAS-81910-7 H AL 43 1 52 B ¢t PCR & PEAG I | S A
Pt PCR i f K I R AL PR $5 DURC LG D (8758 PCR PRI 3 53 , ] AR 4 552 B 00 75 R a2 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 KRSt PCR EMMM AL (FiE—)

5.1 R
SR FH R A2 1 5 | 4 R A e S Hh R A6 PN R o 35 PRLRIT T [5% B 500 A A6 DAS-81910-7 #5 AL AR 45 S PE P 4]

AT BT SEE PCR 4 . KA 5 47 15 48 45 0 1A Ay 0 780 344 iy £, S0 D 3 b 2 5 5 A TS IR 0 590 A K

DAS-81910-7 A A& B 43 s 25 50RE v 3 A7 T B 5 R A A8 DAS-81910-7 H Ak il 4, 15 5 BH M i

B i 09 AACe 8, )8 A 5 BH R S B BT 42 A L A AR 0 35 2 s 11K

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 ¥ X #]: Tag DNA B4, 10 X PCR 4" 54 2% vh ¥ . 25 mmol/L b5 (MgCl,) ¥ i .

dANTPs ¥ (HJE >~ 10 mmol/L ) dATP . dTTP.dGTP.dCTP 4 Flt Jli SR MiA% 15 FR 1A W S IR FIR B .
AR R AT R PCR 48 350 , Al 26 FiT S 2% 56 PCR k7 £

5.2.3 #BIENIREERE Sadl EES /Rt
Sadl-qF:5-CAAAGGAGGTGCCTGTTCA-3';
Sadl-gR:5-TTGAGGTGAGTCAGAATGTTGTTC-3';
Sadl-qP:5-TCACCCACTCCATGCCGCCTCACA-3',

U A B/ R 107 bp,

iE 2:Sad1-qP K Sad1 EH Y TaqMan #4841, H 50 br i 2 e 2 5 2 A Can FAM L HEX %5 , 3" 3 b e % Bz f) 2 o 78 K
FH (0 TAMRA.BHQI1 %),

R A3 1943 5 A5 —1-—2013,5. 23]

5.2.4 THEEEFIETE DAS-81910-7 BHiL k4 RS 4/4R 5t
DAS-81910-7-qF:5'-TCCCCGGGTCTAGACAATTCAGTA-3';
DAS-81910-7-qR:5'-ACTACCACAAGGCCCAGTAT-3';
DAS-81910-7-qP:5'-CCGCCATGGTCTGAAGGCAACAGAT-3',

U BRI 120 bp(WUR St ARG AL D,
¥ 2:DAS-81910-7-qP Sy T B B 7 48 6 DAS-81910-7 % 4k FA 45 5 4 7 51 9 TaqMan #5851 . o 575 b5 10 98 0 2 45 2 A
(i FAMHEX %) , 3" s b o %t 1 (19 ¢ 5 P K 3£ A (hn TAMRA \BHQ1 %) ,

5.2.5 10 mol/L &% A4 (NaOH) % : 75 160 mL /K iimA 80. 0 g AL MG . R A EEHE 15

JsK 225 % 200 mL,

5.2.6 500 mmol/L Z — &M 4R 4 (EDTA-Na,) % (pH 8. 0) : FREL 18. 6 g £ MV £ R —4h .

A 70 mL KL S I S A AR (L 5. 2. 5) LR L U LR AN 5E e v . S EA AL B TR (I

5.2.5)9 pH &£ 8. 0. /K EAZE 100 mL, fE 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, FHERR (HCD I pH £ 8. 0, MK EZRZE 1 000 mL, 7£ 103. 4 kPa(121 “C) &M 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
LR AR (WL 5. 2. 6) MK EZRZE 1 000 mL, 7E 103. 4 kPa(121 “C) 4 F K# 20 min,
5.2.9 S1¥/8WEHER H TE Zvhi (WL 5. 2. 8) 8K 20 Bk R 51 9y s 45 41 # B %) 10 pmol/L,
5.3 FENFEMIEHE
31 R 0.1 g M1 0. 1 mg.
3.2 Pt PCR L.
3.3 B A,
2304 Eaol.
A BRESE
A1
¥ NY/T 672 gk iB 2031 SA% 192013 H55 8 T RE P AT .
4.2 REHE
it NY/T 672 il 2031 524045 —19—2013 55 9 AR P AT .

5.4.3 iXEFAE

Fe A 1485 S o345—4—2010 " 6. 2 BYHLE PUAT .
5.4.4 X # DNA R H &

Fe AL EB 1485 S/ —4—2010 1 6. 3.6. 4 A 6. 5 MLE W AT, BB 3 47 TR
54T DNA $2BCR2li4k , 1§ PCR §7 3,
545 FRITEE
5451 BAMERER

DL AE e B KA ALV S B P B 45 i
5.4.5.2 Z=HKREM

FARAE 28 B4R
5.4.5.3 PHMERER

LTI 5 B 700 B A6 DAS-81910-7 $4 ALK &0 0. 1%~ 1. 0% (5 i 9 R G HERE §h ) B2 56 31 1Y 52 56
2 WO HRE VR R BE PR A o TR0 A0 R T P R TR B L A O T R DR R S bR R A 2
PRV E o B4R
5.4.6 PCR ¥ 1
5.4.6. 1 Xl RE T A Y P9 A o 5L BRI DAS-81910-7 %5 Ak AR 45 Sk 51 4T PCR 714, £ />l ke
BWE 3T TR BAFHET 1 IR PCR Y B RN E 1 AN ARE TR, Z20HE 3
X PCR 738,
5.4.6.2 SEREOE PCR P IR R - Ml SC T2 PCR 97 10 B, #5628 1 el 19 0K & 5 24 fff A Sc e
9t PCROIXF G #5031 M M5 vk B2 EREE MR BE A DNA BOHR £ e il 97 35 4K &R, A il 4 2 IR 7
SV,

5
5
5
5
5
5

o1

R 1 LR PCREMY BER

E il £ 371353 R
ddH, O —
10X PCR 2% Ml 1X 2.5 pL
25 mmol/L & bEE A 2.5 mmol/L 2.5 pL
dNTPs I G W (% 2.5 mmol/L) 0.2 mmol/L 2.0 pL
10 pmol/L L7519 0.4 pmol/L 1.0 pL
10 pmol/L FiiF51 4 0.4 pmol/L 1.0 pL
10 pmol/L #4fF 0.2 pmol/L 0.5 pl
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x1(#)
5| Lk i R
Taq DNA % 41 0.04 U/pL —
25 mg/L DNA & # 2.0 mg/L 2.0 puL
SRR 25.0 pl

PRABEBURHIE . W 10 X PCR 2% bl o & SAREE R NG AL B . RIS Tag DNA B4 B A MR 652 Hk
B, AR R 98 3% ddH, O BB, 4 52N 1 R SR BLIL B 25. 0 pL,
AL AR ESE ] PCR 9 3K = b, b TSI 9 MRS 23 514 Sadl-gF . Sadl-qR 1 Sadl-qP; DAS-81910-7 # fb {55 5
PEF S PCR P8R & b, b R 6519 R EE 43 918 DAS-81910-7-qF \DAS-81910-7-qR il DAS-81910-7-qP,
PCR 9" 1 7k 72 0] MR 45 A0 5 B ik 70 6 A 1) 52 B {19 B0 320 A7 4 B 1 88
BERRIE 1A BN A FR B AR AR N i IR S IR 5 48 #E AT PCR 7 B 1R R BC )
2R 2.0 pL BIKVERIR

5.4.6.3 ¥ PCR M () WMAEE OHLE.500 g~3 000 g B0 10 s, SRJF B PCR Al O A SE 92
PCR {4,
5.4.6.4 HEATSINSEE PCR Y1, RVFRF N 95 CASHE 2 min(5— BB 595 “CA8ME 5 5,60 CilB k
HEA 30 s, PEIEL =40 5 [ Bo) 5 IR K IE A5 BRI E 20 TE 5 .

S o TR 10 A B SR R S MV R
5.4.6.5 i%E BH LA PCR ¥ 45 H 5, LA PCR § 48 K- 0F A8 Bk % B 2865 5 A, FF- AR
P S A R 5 I L A T R
5.4.6.6 sk Cr fH W& BIEE - 28 it PCR AU EAE 43 B 3k A shi SRS OB Ce B I 5% .
5.4.7 PCR ¥ 8 AKHAIEIRAE
5.4.7. 1 BHVEBTHE & A, K5 A6 P9 AR v 55 R RN B 2500 A AL DAS-81910-7 % {b K 4 S %k I3 51 241 L 4~
Hah 2k, H Cr fH=<36,
5.4.7.2  BAMERTHE S AR AL AR TS R SRS 4L B Ce {H<<36 5 il bR 50 700 A 46 DAS-81910-7 %%
AR 5 PR 7 51 TE S AL 4 i 4L 51 Ce H > 36,
5.4.7.3  ZS BT S B AL P B oE R RLRIT BR R AR A6 DAS-81910-7 e Ak 4 R 5 M 5 51 14 G A g
waphek, 5 Cr {[H>36,
5.4.7.4 FFRIBHHR 5. 4. 7. 1~5. 4. 7. 3 B&MF, 7T 4% 5.5 AT 45 b SR . AW, o8 HARE O,
P 5. 4.4 3 5. 4. 6 HEATR,
5.5 H#HRAoWMERIA
5.5. 1 3RE AR A8 P9 bR v 25 DR AR % B 500 AR A DAS-81910-7 5 Ak A4 4 S5 1 ) 2 47 oy 9 il 750 3 3 ity 28 L
Cr <36, 22 B IRRE A AG T 3 T B4 5 300 A A8 DAS-81910-7 #E AR A B3 , 45 JL 2238 g “Tal ke roAS: 1) ) Tif B s
FIAE AL DAS-81910-7 B AL AR 143 A5 W 45 Sl FHAE”
5.5.2 FEFFA 5.5. L WM OLT 8 75 H0 e BURE 55 P M A i 04 5 A EU e Al A 5 o o= 1K, D o 3R 5 B
PEE BB S I AACE {2 AACE (H=<<—0. 4 W], F& IR e I 3 Tf B 55 700 4 48 DAS-81910-7 %44k
R Ay, & it T (R8T PRV 1 B4 0 45 SR 3R A Sy = 1URE v Aar 0 3 Tf [ R 70 A 48 DAS-81910-7 # {4
BT RIS B SRR T ()X 75 AACE {5 >0, 4 B, 2R TP I H T 5 )RR AE DAS-
81910-7 B AL AR 1 43 » & B AR T PH A o B T 428 i, 205 SR 3 34 12 RE v G 00 2 it B3k 2 50) 4 48 DAS-81910-7
AR A RSSO PR, SR T X7, T X i BH M i B4 S T R R AR A6 DAS-81910-7 §%
AR LA &, R [ AACE <20, 4 B, 75 2R FH O 2 00 0 rh id B 2 700 A 46 DAS-81910-7 %% 4k 4 B
I,

X Ry B AR R R AR AE DAS-81910-7 #E AL R 7 S k. 2 | AAC: fH [ <C0. 2 I, ] SR FH Oy 2 e

TRRE P I BT R AR A8 DAS-81910-7 B4k Ak i 4% 2 &
5.5.3 R AR AL I bR v L TR MR BB AR i 2k HL Ce (B <C36, T i BR SRR AE DAS-81910-7 #% 46 R 4¢
4
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Stk B JC ML Y 0 2 B Cr B> 36 3 W URE HR R A I H T B R 500 A A DAS-81910-7 F& ALK B 73 . 25
SRR Ry R v A AT H T B R AR AL DAS-81910-7 F5 A A 1 43, K6 245 55 A B
5.5 4 URE R A8 PN b v 5 DR A B B g i 2R B Cr (B> 36, R WIRE R A I Hh AR ZE E TR 2 DNA
JIY 5 A5 R IR R R A AR AR JE P2 DNA BaY A I 45 51 o B4

i EE PCR I 45 N — B0, LA s RO i

5.6 #HIR
AT R B (LOD) 2 0. 05 % GRS T R AR Z h & 45 29 10 #8 DU i B 50 570 Af A€ DAS-81910-7
ALK ST 8D .
R I R R DL PCR R B4 Z8 SR 50 ng it B 2 FIAR AE DAS-81910-7 %% Ak /R 56 K 40 DNA AFAR k17
B,
6 BN PCREEWRNMAZX(HFEI)
6.1 EiE

SR RLSE 185 1 )RR B R 5 o ot XA vh A 8 9 B o ik PRLRITTIRY 5% 0 500 Al 46 DAS-81910-7 #% b {4 47
SRR A HEAT SERE S PCR 788 . AR Ao SRS AR 48 DL B B0 Cr L R) 08 22 1 O 3R 5 43l 22 1l i ok
FIKAAE DAS-81910-7 5 Ak A 5k 7 91 0K A6 P9 s o 56 DR ) s o Y 42 5 B0 3R 1Y C TR A i il 28 L 31
SRR I AR AE DAS-81910-7 e fb M4 S5 e 0 FA A6 PN s o 32k FRT 19 48 DL 400 8 L G, 3R A5 U RE
rh R 4 B0 A8 DAS-81910-7 #E AL AR 1 & &

6.2 R FIFnH R
B AR 55 A UL L AU 2 B 4l R L 28K B DL B K
1 DNA #2B0L57 & : 7 5. 2. 1,
2 PCR P15 .7 5. 2. 2.
3 KRAEARTEIL D Sad 1 FEH S W/ 845 T 5. 2. 3,
A TR FERIAAE DAS-81910-7 544U R M50 519 /545 T 5. 2. 4,
5 TE Zi:[A 5. 2.8,
6 B/ FE W TE Z i (W 6. 2. 5) 8K 58 Bl 5 4 sl 84 FR BE 2= 10 pmol /L,
FEMNFEMEE
[7] 5. 3,
BRIES R
6.4.1 &
A 5.4.1,
6.4.2 RKEHEF
[ 5. 4. 2,
6.4.3 AHEMmAE
[d] 5. 4. 3,
6.4.4 X DNA iR &
[f] 5. 4.4,
6.4.5 FRIEZE
6.4.5.1 BAMRER

DA % 35 DR AE AR Ry BF M 0 4
6.4.5.2 =AKREMR

PAZKAE R 28 F 4% .
6.4.5.3 PFAMEEREHR

AT B 5550 4 46 DAS-81910-7 % Ak 14 J57 1 43 B sl #5 DB LY (8 55 A 18 9 {8 AH >4 04 B 1 90 ot (b o B

5

< - < N < R < R o PR )
w NN NN

o
E N
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i) B B IR 1Y S 56 g IC AR AR A B E B
6.4.6 KERHE

P B B3 B 50 AR AE DAS-81910-7 B AL A FE N 40 DNA, Il & DNA ¥ BE ¥ DNA & 24 5 B 80k 45 5 48
J& 1 X TE 22 phoil 5K 86 BE T B DNA il #5 A [R] vk B2 (%) i B 52500 A 46 DAS-81910-7 % {4k DNA %
Wi, DNA R ZE /DS 5 AT ER A AR A6 DAS-81910-7 4 Ak 4 He BE M6 B , e R M 1 45 T ali/h T E B IR
(2 20 ¥ D) BTG HIBR (2 10 48 D), f v ¥R B2 R T-I0aCFF oy DNA MR . SR HIAHTE B9 DNA %538 53 51 25
SRR A6 PR A o 6 DRRITTR 5 B 570 K A DAS-81910-7 AL A S 1 1 4 (0 s i B £
6.4.7 PCR ¥ 18

6.4.7.1 AER—H PCR AR b X Aol 5 L iURE L 03458 5 9 9 b o 2 IR R DAS-81910-7 e Ak 4k 55 1 )7 91
HE4T PCR 978 . BN RAR I E 3 A PAT TR BRI 3 A AT FRERLZE R — Ik PCR 9734 o ik 47, &
NFHEZRADE 3K PCR 784 5 2% B ds i MHE S B M FE R B S8 1 DR AR TR, B 3
X PCR ¥,

6.4.7.2 SZEPEEE PCR P8GR AR 2 H 5L i 98 PCR 38350 i L 4% 38 2 el B 48 0k &R 5 24 08 1 S st
9t PCROIXF G0 #3% 2 MU 95 vk B2 R BE MR BE A DNA BOHR £ e il 47 35 4K &R, A il 4 2 IR
SV,

x®2 ELHKXPCREEYIEER

%4l £ 371353 (L
ddH, O —
10 X PCR % #h ik 1X 2.5 pL
25 mmol/L S5 1AW 2.5 mmol/L 2.5 puL
ANTPs IR G (% 2.5 mmol/L) 0.2 mmol/L 2.0 pL
10 pmol/L Li#5149 0.4 pmol/L 1.0 pL
10 pmol/L FiiF51 49 0.4 pmol/L 1.0 pL
10 pmol/L 54t 0.2 pmol/L 0.5 puL
Tag DNA % 4 i 0.04 U/pL —
DNA 47 2.0 pl
SRR 25.0 pL

CORIRERBIARHIE . AR 10X PCR 2 v P S A AALEE MR I GE AL B IR . R Tag DNA B A B0 e B 7 a8
PRFR, AR P82 ddHL O MR AR {8 5 M A4 R SR FA 3 25, 0 pll. SURE FIRS HE 5 2 I 4 & th DNA B it A K T 100 ng;
A DNA BH N 50 ng,

FRAE AR ESE I PCR ¥ 8 (R R, LR U9 1 4 R 4 43 51 8 Sadl-gF . Sadl-qR Fl Sadl-qP; DAS-81910-7 %% {k i 5 5+
PEF 5 PCR P8R R b, b R IR 51 9 MR EE 40918 DAS-81910-7-qF \DAS-81910-7-qR il DAS-81910-7-qP.

PCR " 1 {4 Z= v #R 45 {30 S it 70 6 A4 1) S B ik 195 B0 300 7 4R g 1 4%

BERIE 1A SN AR FR AR, N i HR S R I 0 458 AT PCR 7 86 4 5 lid il

B 2.0 pL MK FERBEAR .

6.4.7.3 ¥ PCR M () HAE B0 AHLE 500 g ~3 000 g B 10 s, SR I PCR Al CB) il A SE I 5251

PCR ¥,

6.4.7.4 SEATSEETEE PCR P71, W FET M :95 CAEME 2 min(EE — B 595 “CAEME 5 5,60 “Cil k

HEA 30 s, PEIEL=40 5 [ Bo) 5 IR K IE A 5 BRI EE 2B 1E 5 .

S < TR A S0 AR SR X R B 1R i Y A

6.4.7.5 W@ BME . L PCR P78 25 305 . LA PCR 934 WG 8 A 18 5001k 35 B 96 6 {5 5 WL I AR

A4S 28 M 7 A 0 R AT R R

6.4.7.6 ik Cr {H W& BE G - 9868 it PCR AU RS 43 B 4k B 2 it 5 8 O 9 Ce {8 I 5%

6.4.7.7 il bRl 2 AR A HE S AT RE Cr (BRI W) 1R A5 AR F5 DT 0 X i a] i PR G R L 43 il 42 AR

A6 PR bRV DRI B 500 A 48 DAS-81910-7 B AL HE S e 7 9 bt 2k . A dEh e A X (D 23 .
Ct =a +blge cereeereereesncniininiiiee (1)
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A,

Ct —HE5M Cr 18

a v 2 ) AR B
JRER

¢ — WIHRAEAREE DB
6.4.8 PCR ¥ A RHERE
6.4.8. 1 ARk A S L AR AR P bR o R RRIT TR B R R AR AR DAS-81910-7 B b A 5 53 o e 51 35 A5 i
Y32k, H Cr <36,
6.4.8.2 AR S AR AE bR o L AT B i 2, B Cr (B <C36 5 TR BR B AR AE DAS-81910-7 #%
PR S e 5 T SR il 2k L Bk Ce {H>36.
6.4.8.3 a3 (S S L B AL P B o I BRI B R R AR AE DAS-81910-7 5 4k 4 45 5 M e 41 14 G i Al
Wl 2k, 5 Cr (536,
6.4.8.4 FruEML e ZE(RY)=0.98; —3. I=bRifEM &R (b)) =—3.6,
6.4.8.5 FF[RINHHAL 6. 4. 8. 1~6. 4. 8. 4 WY&, il 45 6. 4. 9 I H B FRETA B R M bR R AL DAS-
81910-7 F A MR 57 1 1 5 UL B 49 8 F0 K 150 PR s o 36 TR 95 DB 2 (00 B . 5 000, 40 A L AR I L
P 6. 4.4 3% 6. 4. 7 SEATRLIN .
6.4.9 HEZFFHENEFINMBEAFREEERNERELE
6.4.9. 1 45 RN CEr BH P e T 45 i FaURE ) 0 26 P9 s o ik X1 T B 5 00 A 76 DAS-81910-7 He b ik
SPEF BN Ce B AR AR 1 B o i 2 28 30T 5345 B it I 5 70 4 46 DAS-81910-7 %% fb M 53 4 1 371
A P b o 35 R 45 DL 8K
6.4.9.2 A () H K TRET B B FIAR AL DAS-81910-7 % Ak UK 5 S5 1 15 51 KR 46 P4 s o4 66 A 1 4%
DU EEAE (AR FR R 0 5048 ™)

CLE S TQ0 serereareseettntintiittiinaisiesiisissnsaneseenes (2)

Co.r

2l
>~

{rrs

Ch

AT T RE kA ST BR GER AR AE DAS-81910-7 Ak 14 5 51 FIAR AE P A 1 ik A A4 5 D1 50 1
{ELA B AR, B F 205 () s
ko —— & AT TRERUT 5 30 1.2.3; I & B i O 1A PAT 7R 1.
SEATFRE b 45 T BR R AR AL DAS-81910-7 5 Ak 1ARR 5 1 1 51 45 D187 2418
Co AT THE B A EHEMAENARESE N Sad 1 ¥ DUECEEIAE .
- BE M TR AT A 3 A PCR 478 8 & 1945 DURC LU (A .
6.4.10 HEIES&FIEIRAE
6.4.10.1 MAUEEREKEVBEFESEAE
6.4.10. 1.1 F&kiE#
=4 A E AR P A D B A
SE 5 2 P S 56 2 T A B4 AR AR R BE R
F%E
6.4.10.1.2 FHiEtHREYRIERMEEEREMA
6.4.10.1.2.1 MUEEREHVLVEEFHENRESHEE (FHENRER)
F 23 ) 5 B RE TR bl e 0 PCR ™ 18 T 52 A6 0 S50 905 1 49 £ 1) s o A 18 2 38 O 24700 1 s

1w,

B AL ET . 3% 6. 4. 10. 1. 2 AT PEMEE
gy

T S RS T B A A R
PRSI 4% 6. 4. 10. 1. 3 AT A B &

Jo A it A ) KR A0 A

=
=EN
P
e

(¢) 7 I 3

A
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6. 4.

6. 4.

6. 4.

w(c) — BAMERE B BT 7 Yk PCR 43 852 A I 45008 - 35 (B AR VS 1 5 JBE CF 2 (BB AR HE ) 5
n K PCR 4748 524G 0 Z0H0s v it s =0 R0 A A8 DAS-81910-7 %% AL 1A J5 71 R 46 A A 1 2k 4]

C max
448 DU L (8 fe KA
Com n YK PCR 334 5 &2 A% 045 4l = it o 25 700 4 46 DAS-81910-7 %% Ak AR > 471 AR AL P31 5 [
1) 45 DR b (B A /M
o BERBG T, n=3 ], f=1.693;
n — PAMEE i B A PCR 474 810 5 OB AU R E PCR M3 842 3 IR(E n=3) .,
10.1.2.2 PAMEEREMRELNHEBEFEREFNRESREE (FHEEZHNRER)

F2 8 CO TR B € R B n K PCR 73 51 524G I 30408 - 22 (L i 175 1) s M AS 1 5 T
i

Wy~ PP RE BT S U0 PCR 7 18 8 52 4G 00 B8040 ~F- 549 180 fi 125 590 A VA 00 2 B2
werne — BRI SE T A A DA E (LAY A TS 10 R T

S

10.1.2.3 PHMEEERESEUSEFEFHESEAEEONRER(FHEZH)
Fe A ) THE PHE 2 8 U i n IR PCR 47 18 35 52 K DU BR300 5 JFC o\ e {1 1a] %) i 44
bzas —L — CCRrM “tttttt (5)
Ko
bias BH M S 2t 04 ot A DU 508 e Yk PCR 47 1 0 52 A W00 45040 - 2404 5 DA 1L T %) 4 £
¢ — AP R RS 0 Y PCR 45 5 53 A A0 1 7 2418 5
Corn PR A o 9 A A (EL .
10.1.2.4 PRMEEERERBINBIESEAE

A | bias | << 2 X wy, (PRAHEBE 95 %0 BARAKCT TS BT 2) , FRWIZ U 92 5 B R 54

R 0B ) D ey A 2 AR UK S 6 B A S B TS G D AR 5 A

6. 4.

6. 4.

6. 4.

6. 4.

10.1.3 SWERSHHEREMFEESRZR

10.1.3.1 HHEBEdESEREAEVBEREES

F2 0 X C6) T B AE B B n U PCR 1 1 524G I B8 40 A 22
Cmax — Cmin

A

s B R AR S 0 K PCR 91 51 52 K0 00 85006 v 22 5

10.1.3.2 PAMEEREREUVHBEOENREE (ZREH)

Fi 8 2T T P R B4R S R PCR 4™ 184 50 &G I 45040 A AR X o v 22
c
A
sR —— AR 5 B 4% i o K PCR 4 1 F1 5 A6 I K5 40 19 A X A 7 22 (28 5 R B0 L BN B 205 (D)

10.1.3.3 HEHAMYEEERESKRMNEHBEILTHESEMBENENESF (B EE)
F2 5 3 C8) THA BH I i i 48 iy e YK B AT M (- U 1) A X i e R 22)
hiasR = (_ E 0 100 weeveerrsnresnesieieeinnennemnennsnsee. (8)
K.
biasR —BHYERE 7 BUEE A n Ik PCR 3™ 384 51 52 4G I 450 405 1 14 {8 -5 HC 990 309 1 198 AR X it 3% CRF X i 22
HNLNE S (%)
CE 7[§H@Hﬁ”ﬁfun%ﬁﬂyﬁﬁ
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6.4.10.1.3.4 MUEEREHVLVEESEAE
# SR <<25%, H [biasR | <<25 %6 , F& W] B 5 fk J00 44 i Rz 00 K800 1 g A0 S I 25 5 AR 0 S I B R o
Jo A it G 0 KA Bl 5 4
6.4.10.2 HEFLNBESEAE
6.4.10.2.1 HHEIKHERUBIEREE
F A O TR i ASSFAT 7R AG DU 5040 s o 22

»/ »/
’ C max — €

S
A
s/ m A AT R I b v 2%

¢ e m ASAT RS H T8 DUBCHCAR 10 fie KA 5

¢ min m ASAT T RS A8 DURCHE AR 9 foe /M
6.4.10.2.2 HKELNBEANENIREEZ(EREH)
A AT RIEE m AP A7 AR A IR0 Y AH X A v 2%

o/
sR’ _5 Y100 eeeceerensetiiiiiiitiiiaiieiieiiiiiiiisnesases (10)

?

Korfrs

sR’ m AT TR 0 BRI A X A o 22 (8 S RO B E Ar S (V)

c m A VAT R DB 1) F S m =3, AR A 45 (D),

R IECE 3408 ¢ =0, 1%, BRRF45 F 7 o it BR A& E T L 2 30 sR <2506 AR Ul A 4G T 4
Pt A s MR D P 3594 ¢ <<0. 1060, RIVNF i b BR A& A o BLHEHR 6. 5. 2 BEAT S5 SR i 5 RaA
6.4.10.3 KMHEEFEREXK

3% RE 6. 4. 10. 1 F 6. 4. 10. 2 XoF BH 2 o Jo 428 it 0 RE 10 G D 450 90 38 A7 45 4 ) L 5 A M o i B
i ity AR P G 000 400 ) Pt A% D) 2 B AR RS, U 50 00 A A, AR AR 6. 4L 11 R AT RE i R
BT iE i, A R IR DR, ERTHEAT PCR 47 38 ok F 0 il A xURE 18 38 AR A5 A 4500 D 434
6.4 11 AHEEELERITE
6.4. 1.1 K#ERNHBEHFEYE

BH M S 2t B 4 oty AR R 1 A 00 000 ] B A 1R 3 NS AT T R R I B 1 - S8 0 ¢
6.4.11.2 AEEELERTHEETEE

S 00 5 AT MR A B M D VR B0 I S 22 SR B 6 T AR PT84 X B v N A A B C e ) A X A S
ESECu, )T EREROAHEEITE . D357, o [N 0.014 8, u, K 0.076 2,3 AR ADIWEIK
R 25 A bR AT 2 .

u=1+/0.014 8% -+ (0.076 2 X )% ceeeererenecntctccnecnnicnnnnneees (11)
A

u

TR R A5 R B PR ME 0 2 B L PR B 2 A OB B N S ()
By T =2, WU S 1 45 R A9 97 AN %E B2 (UD s 2 30 (12)
U ==y +eeveseesesecsececcectccccsccnacecsanes - (12)
X
U — IR AR A AN A B 2 A RO B 7 05 () 5
—H G T A SN EEET k=2,
E: ERAFERRET 2R LR EHRARIEAE R . NEATITEARLRENNE AT EE. SR EATETE
% F5CkE B4 BH PR A R AR ) BT SR TT BB R B R A O iR AT

6.4.11.3 AEEELERNIRT
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Fe A K QU R iR AR B i 1 s 45 2R
C :(: _L_U €90 600 800000000000 000000000000 0es 000 000000000000 s0e (13)
£
C —1aUHE it BR FE R A AL DAS-81910-7 S AR & i 8 i 45 3R, A BT I Ja — DL AN o B2 A
BT e Ja — s 2y .

6.5 Z£RoMERR
6.5. 1 alkE b R A6 PN Ao o 56 DR RN 5% 5 R0 A 46 DAS-81910-7 55 Ak 1A S M i 271 34 1Y 30 il 50 494 iy 28
FLH A i R BRI AR AL DAS-81910-7 B4 AL & & (C) i T 2 B 26 B BURE A Al H i B 52500 A 46 DAS-
81910-7 Fe ALK o) o 45 SRR SRy il v G I 1 T B 500 A AE DAS-81910-7 B AL A 843 T 5 5 770 it A
DAS-81910-7 # btk & wmh ¢ £U 7,
6.5.2  aURE R AE P AT o 5L DR RN [ B AR A8 DAS-81910-7 Ak 1A 45 S5 1 i 2] 24 1 300 il 250 3 498 iy 28
RT3 A it B R SRR A DAS-81910-7 5 A A 55 i (OO IR T 1 PR, 2 B AE oA )+ Tid B3 5 50 A 46 DAS-
81910-7 S AL A7 . 45 H R A “ A R 0 L i B 2 70 A% A DAS-81910-7 e Ak A4 1 43 » {FL i B3k 2 700 A
1£ DAS-81910-7 b iA & AL T2 2R,
6.5.3  URE AR RE 4K P AR v L DA B SR b 2k B Cr B <36, 1M B 5 AR 48 DAS-81910-7 B AL IR 45
SVEF A TC Y e i 2 5 Cr (6 > 36, 38 WHURE oy SR RS HE I B 55 700 A AE DAS-81910-7 #% Ak AK 1 47
S5 S R A URE T A D H T B R AR AR DAS-81910-7 B ALK AT .
6.5. 4 GRE RS AL PR o SR DR R B OB 0 il 2R 5 Ce (B> 36, R WTARE T AR RS I AR AR R I 41 DNA
BT . BRI R v R A I AR AE SE AL DNA B4

6.6 R

AT7 IR B (LOD) 2 0. 05 %6 CFH 24 T B W 1A 2 v & A5 24 10 #8 DL it Bk 2 500 A 4£ DAS-81910-7
AL IRRE R

S AR 7 R (A B L PCR AW 2 7 1 5 R AL 50 ng T B 25 AR 46 DAS-81910-7 JEH 41 DNA BUAR A7 8 14
6.7 E=MR

AT E R (LOQ) N 0. 120 CHY T R WA & v & A 2 20 $5 DAY TR B 2 500 A% 4L DAS-81910-7 %%
LRSS ST DR

AT R m B R DL PCR AN B B AR & H A 50 ng i B B 5 A AE DAS-81910-7 &I 20 DNA BEAR #E 4700 5 1 .
7 LB PCREMRMAE(FEZ)

7.1 JHIB
SRR AE (TR B 2500 A A6 DAS-81910-7 e AL 455 S M7 90 51 4 Xl AR 3547 PCR 7319 . R4 2 &
P HGIRAG T A DNA F B, WA oo 75 2 A i B 75 R4 A6 DAS-81910-7 B4 AbAK 43 .
7.2 T A0 A
Ak o3 A vt B AU o A 4R L 280 K sl DL B SR K,
7.2.1 DNA $#2HBUAF & .7 5. 2.1,
7.2.2 PCR Y #iEXH [ 5. 2.2,
A AR PCR & #8370, o w] 38 e M PCRRAA & .
7.2.3 BIENREERE ACP EESIY
ACP-F:5'-GTATATGGTTTCAGGTTGAG-3';
ACP-R:5-GGTTTGCGGTCTAGTATGTG-3',
E BUMT A B/ 210 bp.
[V A6 1943 5 A 45—1—2013,5. 23]
7.2.4 THBREFIFEIE DAS-81910-7 HEh kiR MEFE TS|
DAS-81910-7- F:5'-CAGTACATTAAAAACGTCCGCAATGTG-3';
10
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DAS-81910-7- R:5'-GACCATTTAAAATAACACCCACTAC-3',
B BER/N R 140 bp(L AL 2)
7.2.5 TE . [A 5.2. 8,
7.2.6 SIYyEw M TE Z i (W 7. 2. 5) 8K 40 308 ER 5 FE 2 10 pmol/L,
7.2.7 AW,
7.2.8 50X TAE 2%l . FRH 242. 2 ¢ =FH BEEFEH BE(Tris) , S5 500 mL K #AS FE5 7 )5 . A
100 mL & DU 2R — AW (UL 5. 2. 6) , VK R TE pH 2 8. 0,88 G MIZK & 45 &1 000 mL, fi A H
KRR 1 X TAE,
7.2.9 IARWE,
7.2.10 10 g/L AL 248 (EB)IE W - FRHL 1. 0 g IRAL Z 58 . IF 1 T 100 mL 7K BB AR AF
st RBUZEEHEER, REMEANEE—XEFEREHAZELEERY,
S MDA 5 T B R A R AT 2 R e AR YA 2 B A R R P D e
7217 JAEGE v AREL 250. 0 mg BB EE L DA 10 mL KL 7EEE T 12 hs FREL 250. 0 mg 1 3%
FNE WL 10 mL KW E  FREL 50. 0 g FERE . IN 30 mL K. IBA L 3 FAR ., INKEZAZE 100 mL,
1 4 C T RAT,
.12 DNA 3 bpife . 7T I #E X 43 100 bp~1 000 bp ) DNA J3 T b ife .
.13 PCR F=4 [l £ .
FEMNFEMIEE
I3 AT R A 0.1 g F10. 1 mg.
PCR ¥ 4 4  FHFE IR B BE 1. 5 °C /s, LR 2% 5 <<1.0 °C,
H KR R TR A L
I R Y
W2 X,
B L,
BRIES R
1 HhE
6 5. 4.1,
7.4.2 REHE
[[] 5. 4.2,
7.4.3 X EETALIE
A 5. 4.3,
7.4.4 X DNA 1R &
Al 5. 4.4,
7.4.5 FRIEigE
7.4.5.1 BAMERER
DL 3R e 5 R AR A6 S T B3 500 MR A DAS-81910-7 % Ak 4448 I fy B 1k Jo 42 s
7.4.5.2 z=ARE®R
FHIKAE ]y 28 1 B9 it
7.4.5.3 PBHMERER
AT B B 70 AR A6 DAS-81910-7 FEALAR & 50 0. 1%~ 1. 0% (5 E 9 Bt Chs v RE 5 ) B8] 28 56 31F 19 52 56
2 TC T RE o 4 R B P o 42
7.4.6 PCR ¥ 1

NONONN N NN N N N
o Ol BW N -

2
2
3
3
3
3.
3
3
3
4
4

11
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7.4.6. 1 SR AR A Y P9 AR oE L R DAS-81910-7 AL AR 45 S vE 51 54T PCR 9788, 4 M AE 2
DWE 3ATAT TR BAFRET 1L IR PCR Y A3 E 1 MR ARETH, 2P0HEE 31K
PCR ¥4,
7.4.6.2 i@ PCR Y HIRR Ml PCR Y™ 850 i, 4% 36 3 Bl 9™ 8 0k & 5 2440 2 7 PCRKH &
B, 4% 3% 3 RLE 1 51 W0k B R DNA A5 AR o i i) 9 386 14 3R L oA il o 2 IR R G i B 3

£3 L@EPCRYEEKZR

5 3753 A
ddH, O —
10 X PCR £ #h il 1X 2.5 pl
25 mmol/L S b5 A 1.5 mmol/L 1.5 pL
ANTPs R & (4% 2. 5 mmol/L) 0.2 mmol/L 2.0 pL
10 pmol/L L5319 0.4 pmol/L 1.0 uL
10 pmol/L TG ¥ 0.4 pmol/L 1.0 pL
Taq DNA B4 i 0. 025 U/puL —
25 mg/LDNA # i 2.0 mg/L 2.0 pL
JSRESA 25.0 pL

S FRRBURHE . IR PCR G il b A SAREE ORI G AL B W . ARE Tagq DNA B4 14 v B2 6 2 HLAR AR, I A0 L o 4
ddH, O R fif 52 7 4k R BAFRIA B 25. 0 pl,

AL AR HESL ] PCR " 884K & P, VT W51 9 AR 44> 31 9 ACP-F, ACP-R; DAS-81910-7 ¥4 4k fA 4% S ¥ £ 51 PCR ¥ 34 fk & v,
LR UEB I REERER 4 B8 DAS-81910-7-F . DAS-81910-7-R,

PCR ¥ 38 4 28 AT AR AR A 2% B3 500 AE B 1) S B (08 FH A 0 o 0647 4 L ) 3

PR 1 AN SN MR FR 4 AR S R ST B R R A5 EAT PCR 718 A & e A

25 U A 2.0 pL A9 K VERAR .

7.4.6.3 ¥ PCR M (&) MTEB LML E.500 g~3 000 g 8.0 10 s, 98 5 B PCR #z (45) L it A PCR
e,
7.4.6.4 P47 PCR "84, W FEFE M 94 “CAEME 5 min; 94 “CAEME 30 5,56 “CiB & 30 5,72 “CHEAH 30 s,
AT 35 RAEFR ;72 CHEAH 5 min;4 CIRAF .
7.4.6.5 WEEHJFEH PCR AR (85 . % PCR 971G 7= M E 47 HL Uk A
7.4.7 PCR ¥ 7= 4 B 5k 4

Fie 20 g/ 1 0B ok BEFR B IR HE, M 1 X TAE 28 opoi b, Jn B0 i, 10 0 i B i W i W, 1
100 mLEIEWEE I N A 5 pL EB ¥ 808 ft i A0 A% R Ju okt VR 51 R 3l v 205 S oF L8 i vkl |,
I BB ;& T B RBESS  A LX TAE 2 vy, 1 B 1) BRI A M. B 12 pL PCR ¥ 14 ™
W5 3 L ARG W A IS A B RS SR AL R B R o — A SRR FL P A DNA 43 5 b o s B2l
P72 V/em~5 V/em 5440 FHEIKED .
7.4.8 BERBHHT

P UK 25 AR S o T H S B O G B T 9 I BLAR AN  BAR . AR R DNA 4y F f AR MEAN 797 35 45 1 K
N LUK S SE B SO AR A O IR R A0 IR AT AR A A A L PCR 9718 v B2 &5 o H i
DNA F B #2087, 4.9 Fi1 7. 4. 10 (IR0 E AT
7.4.9 PCR ¥ & /=4 B U

Fie PCR 4734 77 Wy Il i 0] & v 1 45, [mlile PCR 473 19 H 9 DNA R B¢,
7.4.10 PCR ¥ 1 7= 4 il FF 38 iE

B L) PCR P36 7= 8y 5 51 B 5550 AR A6 DAS-81910-7 AL s S v 2 51 (L AL 2) 4T e X,
fifi ;8 PCR ¥ 11 DNA R B2 0 H I DNA R Bz,
7.4.11 PCR ¥ HEEBAFIEIRAE
74100 BH A BT A A AR Y AR o R R R B AR AL DAS-81910-7 #% b 1 45 S M ¥ 51 34 15 2|
v,

12
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74102 B BT b AR AR bR o S DR A B T BR R AR AR DAS-81910-7 e b MR S M T A1 R
(CEIEN
74113 25 B A AR A N b SR DR RIS B RE R AR AR DAS-81910-7 % Ak 7R 5 51 8 510 A6 A 45 %
(CEIE
74114 FHFEAFHER 70411 1~7. 4. 10, 3 M4k AT 4 7.5 AT 45 Rt 5 RAR . AW, 700 B AR S
LB 70404 8% 7. 4.6 FEATALI .
7.5 #£RHoHmERR
7.5 SRBE PR AE PR o L DR RN I R0 A AR DAS-81910-7 # Ak 1A 5 5 1 7 4 35 45 B 4 1 L 22 WK pE
rhOR I Y T IR R A AR DAS-81910-7 B ALK 143 35 R 3R 3R Sy A v A Y T B 5T ) AR 4B DAS-81910-
7 FEAL R B AT L R I E R B
7.5.2 UK R RRAE P9 AR o SR AT 2P RG L I I 5R RE R AR AL DAS-81910-7 Ak AR R M T B R AT B B4
2 W R v SR AGH I TS B3k 6 700 A A DAS-81910-7 # Ak A BT 43, 25 2R & 34y 3aURE w460 00 113 T [ R 7] A
16 DAS-81910-7 AL AK B 43 K6 285 5 Ry B
7.5.3 URE TR AR DY AR L DR AR A5 B0 B0 L 3 IR TP AR R T R AR AR S AT DNA B, S5 SR R
R TP R G I R AR 5L P ZH DNA R4S A6 I 25 38 S 47

S RE PCR § 845 5 R — B L LAZE SR 2 H0R ik
7.6 tHBR

AT R B (LOD) 2 0. 1% (HH 4 T SN AR 2 Hh & A 24 20 45 DL B 55 70 A 4 DAS-81910-7 #%

etk SEPER S
S A7 At R L PCR R S BE4  HIIA 50 ng T B 5550 M8 76 DAS-81910-7 3£ 1K 41 DNA BEHIEAT IS .

13
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Mt F A
(FRE)
it Be BL X #8 78 DAS-81910-7 H L K45 214 K 51

A1 THBREFHEIE DAS-81910-7 B KR IELH ¥ PCR ¥ & F 5

1

AAGCTTAGGTGA TTTCGATG ATG ATATATG TGTATATACA TAAGTATATT TCCA GTCAGC

61 ATCAT \CACAC CAAAAGTTAG GOCCG\ AATAG TTTGAAATTA GAAAGCTCGC AATTGAGGTC
FELFESIT R 5 ~3

250 T RN AR AR R LI Bt PCR AN 7 : 5190 DAS-81910-7-QF HYJF 51 3" 5 5 J £k 78 43 S 5L 10 5% 5 PCR £

77514 DAS-81910-7-QR {9 5 [ T AN 51 . o 18] 75 HE N 8 O 52 0 2¢ 5t PCR A& 7 1 48 #F DAS-81910-7-QP
B .

7 3:1~51 NARAE B T3 P 51 . 51~120 S AMIRAE A R B 43 R 1 .

A 2 THRREFIEE DAS-81910-7 x4 R EE PCR I EFEF

14

1 CAGTACATTA AAAACGTCCG CAATGTGTTA TTAAGTTGTC TAAGCGTCAA AGAA AAGGTT
61 ATCGAGTAGC CGAGTTGGAA CCGTCTTACC CAACACGAGG TAAGTCATTA AGCA TGTAGT
121 GGGTGTTATT TTAAATGGTC

E RS Ry 5 ~3

S 2:5 3BT R LR 45 g% PCR E MM S|4 DAS-81910-7-F MIJF 51, 3/ 5 20 T R 28 34 43 58 PCR & M 5|
) DAS-81910-7-R 1Y J [5) T 4NFF .
7 3:1~50 JAMEAEA R B A 751 .51~ 140 S AR AE I K 417 5




