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¥ B E AW & B dm A 5T e i
PLHMBREF EK 4114 U E R PCR ik

1 SeE

AR SO R T S DR B O B B ) R OK 4114 R AR AACRR S PCR & 4 F1E A I 7 %
AR SCAETE T oK Bl b 4114 5 AR AR B 43 ) S T A E AT

2 HEMsSIAXH

AN A v P S e S B R P T ) T RS BRAS S R T A B k. Herb T H IR S SO
A% H X 4 WA 3E T A SCF s S 1 H O A 51 1 SCPF R IRAS CBL3 BT A 5948 B0 i) 38 T A
At

Aelr#B 1485

gl #1861

Al 2031

NY/T 672

IS5 —4—2010 FEILRLY KH = G AR DNA $#E U 41k
NE—3—2012 FEFERAEY B H = SRR K AR ERE R e PCR ik
192013 %ﬁliﬁ#%&ﬁfﬁmﬁkﬁmw Eilik=s

SENAE Y S ™ AN T P R

&
B
=1
i

3 ARBEMEX

AN 1861 5245 —3-—2012 FLE By LI R R FI AR EFE Sl T A SCHE
3.1

FIEMBRERENK 4114 B EERERF 5] event-specific sequence of insect-resistant and herbicide-
tolerant maize 4114

P A R R oK 4114 B4R AR B AN A R BE 5 i (R 3" 3 5 T R R R4 1 1 B X AL LG R
K HE DR AL 73 PP 91 S A B T-DNA #8703
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 BH PR RE o B B & BN S 20 5 MARUKRE . EARJCE PR UERR HEY
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

555 BN T BN R T YU R A
Jt PCR Y E B AG I R AL AR 45 DR LU (ED) 3
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 .

FIEK 4114 B ALK BT B9S2 50 PCR O PRGN | 52 1 2¢
i PCROEPEREIN 3 Bl J7 ik o AR P 552 B A 00 7 5K 6 1T

5 KRSt PCR EMMM AL (FiE—)

5.1 R
SR FH R 2 1 5 | 4 R4 RS T T R PN s o 35 PR R HRUT o R R oK 4114 B AR R Ry SRR A L AT
LTS PCR 38, ARG A5 5 14 3K 15 10040 1 e 780 ™ e plfy 2, 0 B X P 2 45 45 A BT TR B R ) R OK
A114 FoAb R oy o A 0RE v 3 A B R B R 50 R OK 4114 B AR PR oy, 1 S RE 5 BE M S T
AACE B, F 8 R 5 BH P 8 S BT 2 ok L 3 AR AR B o0 2 1 1 A1
5.2 kT AN A
IR 55 A8 0B AU A A3 A 3R 50 L A K B DL AR 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 EXWIREERE zSSIb EE 5| H¥/KR$t
zSSIIb-3F:5'-CGGTGGATGCTAAGGCTGATG-3';
zSSITb-4R :5'-AAAGGGCCAGGTTCATTATCCTC-3';
zSSITb-P:5'-TAAGGAGCACTCGCCGCCGCATCTG-3',
E 1B T BN R 88 bp,
7 2:2SSIIb-P 4 =SSIIb 3£ A TagMan 5 4F, H 5" 6 AR {0 2¢ Y63 5 2 A (0 FAM VHEX 28) , 3" 5 b 10 % R 9 2¢ 6 7
KEF (n TAMRA.BHQ1 %),
[ AL T8 1861 5 /A 5 —3—2012,5. 13]
5.2.4 HHEMBREREX 4114 EHEEZHEF TS| /R
4114-qF :5-CGCTACTAGACAATTCAG-3';
4114-qR:5-GAAGTTCTTATATCTGGCGAT-3';
4114-qP:5-AGACAACTTAATAACACATTGCGGACG-3',
U B/ 102 bp(WUR St A Y AL D,
S 2:4114-P 0 B BR800 oK 4114 5 AL R SR 4R R 81 16 TaqMan #8481, 3 573 4730 %% D6 4R 45 SE 1A (i FAML,
HEX %), 3" bR i Xt i (9 ¢ 5 P K # A (in TAMRA \BHQ1 %) ,
5.2.5 10 mol/L &% A4 (NaOH) % : 75 160 mL /K iimA 80. 0 g AL MG . R A EEHE 15
Tk E 2 & 200 mlL,
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 &£ 8. 0. /K EAZE 100 mL, 7E 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 7K, HERER (HCD ¥ pH £ 8. 0, MI/KE A E 1 000 mL, 7£ 103. 4 kPa(121 “C) &M T KA

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 EZAZE 1 000 mL, 7E 103. 4 kPa(121 “C) 444 F K # 20 min,
5.2.9 5% /%EERH TE 2w (WL 5. 2. 8) 3K 43 514 R 51 9 aiiR 5 i 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.
A4 BRESE
A1
e NY/T 672 Figell#8 2031 5 A% 192013 5 8 TR P AT .
4.2 K EEHE
e NY/T 672 Figelh#8 2031 5 /A % —19—2013 5 9 TR 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
W #EAT DNA $2BCR 24k . 11 T PCR #7314,
545 FRITEE
5451 BAMERER

DA A 7 B PR KA Ry 9 BT 4
5452 z=AKRER

FARAE 28 B4R
5.4.5.3 PHMERER

DLATC H TR R B0 K 4114 BEABAR S 5l 0. 1% ~ 1. 0% BIFRUEY) Bt ChR A RE ) 8028 561 1Y 52 36 28 i
A VR SRy SRR B4 . o e 0 20 0 A %) R DLt 0 0 1 O R D e 5 b T IR (B AE Y Y BH
JE T
5.4.6 PCR ¥ 1
5.4.6. 1 X iaURE R 4% & i P AR HESE R 4114 B AR AR Ry SR 7 91 iE AT PCR P73 . AR 28
SAFATFHE B AT 1 IR PCR YIS s A B e & 1 AR A RE T, B2 E A 3 I PCR
P,
5.4.6.2 SO PCR PR Z& . 2448 92 mE 26 % PCR P 33500 iF L #5226 1 BO bl 9 388 44 2 5 24l FH s sk
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 (&)
el Kk E R
Taq DNA R4 [ 0.04 U/pL —
50 mg/L DNA R 4.0 mg/L 2.0 pL
Js A 25.0 pL
ST FORBBURHIE . W PCR G ah B & A A AL EE WA IS AL BE R . AR Tag DNA B4 B 1 i B 1 2 AR B,
It AR R JE R ddH, O M AFR i 2 R i R R FR A B 25. 0 pL

FARNPRMEIHE PCR U R R, b RIS 9 A EE 230 2SSTIb-3F  zSSITb-4R il 2SSIIb-P; 4114 6 {4 5 M )7
51 PCR ¥ 8k R, b R UES I A4 43 518 4114-gF .4114-gR Al 4114-gP,

PCR ¥ 388 4 72 W] AR 405 {075 B3 700 6 A 10 S5 B i Y405 450 20 5 4 0 9 4

B 1 AN SO AR R AL, i i R S o S % B EAT PCR §7 3R R & .

25 B S 2.0 pl B K AE R AR

5.4.6.3 ¥ PCR M (&) MAEE 0L L ,500 g~3 000 g B0 10 s, 885 B PCR 450 (55) L il A 52 A 3¢
Jt PCR ¢+,
5.4.6.4 HEATSINESEE PCR Y 1S, RNV FRF N 95 CASPE 5 min(55—BrBe) ;95 CA8 M 15 5,60 ‘Cil k
HEAH 60 s, FEIE =40 55 i Bo) 5 IR K IEA 5 BRI ZOBTR 5 .

S o TR 807 AR 0 B SR R S B i
5.4.6.5 ¥%E B LI E PCR §7 845 08 5, LA PCR 47 8 Kl A8 B0 ok 15 8 28O 55 B AE , IR
P S W 7 I L AT R
5.4.6.6 5%k Cr fH W& BME G - 968 i PCR AR RS 40 07 44k B gl it 5B O i Ce {8 I 5%
5.4.7 PCR ¥ HEEEAERE
5.4.7.1  BHMEFTHE G, K Py AR v 5 PR AT U R R ) R OK 4114 B A AR S I B 4 A R 1 iy
¢k, H Cr <36,
5.4.7.2  FAMERTRE A, FOK AR SR KA ORI i 4L, B Cr (H<<36 P BR 050 oK 4114 Fefb ik
R MRy 9 T e AL g i 2, B Cr {5 > 36,
5.4.7.3 AT, K PAR S DR AT B R R ) RO 4114 B A AR Sk I A 34 T B g 1 it
2, 85¢ Cr {H>36,
5.4.7.4 FFRIEIHL 5. 4. 7. 1~5.4. 7. 3 B 5&AF, AT 4% 5.5 S4TSR A 5 Rk . w0, A AR O
P 5. 4.4 3 5. 4. 6 AR,
5.5 H#HERAH4WMERIE
5.5. 1 aURE b Fo oK P A o 5 PR RIBT HL T ok B0 50 6 oK 4114 % fb A e S5 0 7 40 35 h BB AL B i 26 FL Ce
{EL=<<36 , R W IR rp G H 0 M T B3 B0 7] oK 4114 R AR AR L3, 5 2R 2 3R Dy 1R rp G i 7t T 5% e 5
TR 4114 F AR By A 45 SR A B
5.5.2 FEFFH 5.5. 1 WG BT o 75 F 7 5URE 5 PH M 22 i 04 0 A bU e Al A 5 o o 1K, D 3R 5 FH
PEAE B S AACE B, 24 AACE H<<—0.4 I, & B URE bR )t Bt HoTief BR 55 5] oK 4114 %% b 14 il
O3t E TR T PR E B B4R o 25 R AR AR O iR rp A I HE e T R R R OK 4114 B AR Ly A
28R B, S B T (ETHX 752 AACE {5 =>0. 4 B, 2 BARE kG 0 H o R i B 50 ok 4114 #44k
PR3 o B B A T BH PR A i o4 i, 95 SR 3R S~ 1aURE r R DU s e H T IR R ) R OK 4114 F Ak B4y K
SR AE . HRIRT X7,

SE 2 Xy BPE R A 5 PR BE SRL BR BER) ROR 4114 B AR AR RN A B L ISR [ AACE B | <20 4 B SR O B 0 AR

BE BT U B 555 T K 4114 B ALIROR 4 o i

5.5.3  RE T kK P A ol 6 PR R R B s i 2R B Cr fE<C36, TP UM R R ROk 4114 FE AR R S
J7 4 JC B 3 il 2 5 Cr (B =>36, 22 B URE o R A I HE BT U R R R OK 4114 FEARIR R 4) L S5 R KA N
SRR F SR ARSI e R I R K 4114 BB ALK R A G 4 T R B AR

4
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5.5 4 KR R R P A R DA H BT it 26 Cr > 36 R WTRE P ORI H ORI P 4 DNA
JRTY G5 R AR D AR P ORI K A DNA B A TN 25 2R A

SR POR 9 45 SR — B0 L L2 K o o
5.6 R

A5 YA H R (LOD) 2 0. 05 90 CHI F SRR Z R &4 29 20 #5 DLRYHE HUIT R 7855 ROk 4114 34K
XL R e TP

A7 i B Rt R L PCR K BB AR R I 100 ng 187 B %0 770 K 4114 5 Al i 5 18 41 DNA BEAR I A7 0

F.

6 SERFIEE PCR EEKMAE(HFET)

6.1 FRIE
K FH R RE 9 5 | 40 R4 XA H T K PN b o 35 DRLRIT B AT R R R R K 4114 B AR R4 S v e A 0k AT
FEFHEE PCR 971G . AR 4l A% o it S Al #5 DUEOR B0 Cr (B 18] A9 21 26 R 5 43 5310 42 1 0 S B3 5 751 6 oK
AT14 AR S Pk 3 91 0 oK A A o 66 PR A s ot 48 iR 1 Cr (AR AR i ittt 2, 31 B30 v e sl it
B R oK 4114 B A ARy S M BRI K D A o 3k R ) 5 D 8 B L B A, 3R A R v HU R R A Ok
A114 Fe bR iy i,
6.2 XF kAL
B Al 55 A U B L AU A3 A 450 R AR K s DL SRR K
.1 DNA #EGLH & A 5. 2.1,
PCR ¥ #%:58 : [\] 5. 2. 2,
TR AR HEIE D =SSTTb 5|9/ B4%T 1A 5. 2. 3,
P R FOR) K 4114 B AL ARy v AN 51/ 2R EE LT 5. 2.4,
TE ZZ il -] 5. 2. 8,
1Y/ e TE i (WL 6. 2. 5) 8K 43 5K Lk 5| P sk 4 Ff BE 2 10 pmol /L,
FEMNEMEE
A 5.3,
6.4 BIELE
6.4.1 Hhk
A 5. 4.1,
6.4.2 REHE
[7] 5. 4.2,
6.4.3 XM
A 5. 4.3,
6.4.4 iX# DNA R H &
[6] 5. 4.4,
4.5 REEE
6.4.5. 1 BAMRER
LR 56 K R AE S B PR B 45
6.4.5.2 =HKRES
PLIKAE Ry 28 B FE il
6.4.5.3 PFHMEEERER
DAL B B B0 B OK 4114 % A0 1A 5T 2 Bl 3 DUEK EE 18 -5 A5 18R B (B A >4 AR HE ) T (bR v AR ) 5 B
28 U0 IE 1Y) S 50 % TC 1A A A B PR S B

IS LA S S L S
w NN NN
o ol s W N
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6.4.6 RERBF

PP AU BRSO oK 4114 FEALARIE 4] DNA LI DNA ¥R B DNA & Y5 B sl i 46 5 SR )5
F 1X TE 28 #p i SR B BE AR B DNA, il 8 8 [R) ¥R B2 (9 40 Bt B 52 70) oK 4114 # 4k /& DNA % . DNA
VW 2/ 5 B B R R ) R OK 4114 Al AR R B R B L B IR i A5 T 8/ T PR (29 40 #5 00D
H R TR H R (2 20 #5 00 L i e BE R T FE fh DNA MR . SR AR B9 DNA ¥ 38043 51 22 1 5 K
o o 5 DR R H TR B 0 7] K 4114 BE AR AR R S 1k 5] A A v i 46
6.4.7 PCR ¥ 1t
6.4.7.1 FE[H —3 PCR M I %k AL o iy 3R T 48 5 ) D9 A o 56 TR RN 4114 5% Ak 0 RE 5 PR % 3] gk 47
PCR ¥4 . B KRR E 3 AT TFE B RFERY 3 AN FAT FHER7E [ — ¥k PCR ¥ 3 it 17, [ 4~ T
FEZE/DEE 3 W PCR YIS & s i AW BRI B3 s 1 MR ARE TR, 20HE 31K
PCR ¥4,
6.4.7.2 SRS PCR PR R 4 S0 260 PCR §7 150 L #2346 2 Tl ikl 97 308 44 2R 5 24 ol F S it
Pt PCRAF G, 4% 3% 2 B 19 51 vk B (4T Ve B2 AN DNA RS 2 J0 i 9 16 4 R HL A% il 2 BRI R
SULH .

x2 LHRHKPCREEY KR

15 2371338 R
ddH, 0 —
10 X PCR % #h ik X 2.5 pul
25 mmol/L G b5 % 2.5 mmol/L 2.5 pl
dNTPs {4 (4 2. 5 mmol/L) 0.2 mmol/L 2.0 pL
10 pmol/L _L1iE5|4 0.4 pmol/L 1.0 pL
10 pmol/L T34 0.4 pmol/L 1.0 pL
10 pmol/L R4} 0.2 pmol/L 0.5 puL
Taq DNA % 4 0.04 U/plL —
DNA £ 4i 2.0 pL
R 25.0 uL

RN BURHRE . WA PCR 22 il b & A SAREE A I AL BE R . ARAE Tag DNA A B 0 ik 7 1 AR AL,
FFEAARE I E ddH, O WA R il 52 B K R SR BLE 3 25. 0 pl. B A B AR & P DNA B A KT 200 ng; il BE
DNA #i# 4 100 ng.

FERWbRESE PCR Y B KRR, 1 R UES 9 A £ 43 314 2SSIIb-3F . 2SSIIb-4R 1 2SSIIb-P; 4114 # 4k R ¢ 5 1 )7
5 PCR ¥k R rp, b TS| 4 MEEER 43514 4114-qF . 4114-qR 1 4114-gP,

PCR ¥ 34 4 72 0T AR 38 {25 B3 700 6 A 10 592 B i Y495 450 200 5 4 0 9 4

IR 1 AN B A R AR, I i B S b S % B EAT PCR 97 3Kk R i

25 XA 2.0 pL MK FERAR .

6.4.7.3 ¥ PCR W) HAEE LAL L .500 g~3 000 g B0 10 s, 4R J5 U PCR AR CB5) L A SER 965k

PCR X,

6.4.7.4 HEATSINEDEE PCR PG, UM FRFE N 95 CASPE 5 min(5— BBt ;95 CA8E 15 5,60 “CiB k

FEAF 60 s, FFIRE=40 5 B B 5 38 JCHE A1) B A SR IR AE 5O 1R 5 .

S o TR A 30 R SR X R B 1 i Y

6.4.7.5 ¥%FE BME 296 PCR $7 45 005 . LA PCR 9788 M- 37E A48 8001 3k 5% B 9 O6 15 5 B E , IR AR

AN 78 N 7 A R AT R R

6.4.7.6 5% Cr fH . W& BME G - 286 7t PCR AU EAE 43 81 2k A sh i 5 &S OB Ce L 8 5%

6.4.7.7 il bniE M2 MR AE R HE S AT Co B R 46 A5 A 35 DU S Xof H m) 1Y) 26 1k OC 3R L 4 I 2 T K

oK AR T i DR R L B 5] 0K 4114 B AL IRRR S VR PP 51 RO PR e 28 . A v il e 4 24 5 (1D 2341
Ct =a +0blge B T P NI @)

L
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Ct — ¥ Ce 8

a o o Y £ ) AR B

b o o 1 2 ) A 3R

¢ WIRRTARFE DAL
6.4.8 PCR # 1§ & & ¥+ /&
6.4.8. 1 IRk B Ao v, T K P AR v B PR AT T B R R OK 4114 AR R R M 81 3 g AL
waigk . H Cr (5<<36.
6.4.8.2  FAME BT S, ORI bR SR AT SRR R 2R, B Ce {E<<36 5 Bt AU BR B ) B oK 4114 B ARk
Fr 5T 8 TG SR B 4L 5 Cr > 36,
6.4.8.3 A TR S, T K PR o SR DR RN GT SR R RE R R OK 4114 B AR AR R S R I 41 2 00 R g g il
28,0 Cr fH>36,
6.4.8.4 FruEML e E ZE(RY) =0, 98; —3. I=brifEI LRI R (b)) =—3.6,
6.4.8.5 FF[RIBHHAL 6.4.8. 1~6.4.8. 4 BYZMF. 045 6. 4. 9 W B A F RT3 8 & P AU BR 57 £ ok
A114 B AR MARE 50 3 50 45 D1 B30F- 35 (8RN K P9 A v 356 DR 48 DUBIOT 0 A9t (B . 5 000, 0 b LA O L
HFE 6. 4.4 8 6. 4.7 HEATREIN
6.4.9 ﬁ%%ﬁﬁ%ﬂwrﬂﬂiﬁmﬁ&EIM%mﬁwﬁ
6.4.9. 1 B4 RN CFr BH P dk 0T 4 it RaURE ) T K P9 s o 56 DR b e ok ) oK 4114 B AR R R S
%ﬂ%aﬁﬁAmW%ﬁ@%%Afﬁ%%ﬁﬁhﬁmﬁaﬂiﬁMM%%%%%ﬁ%ﬂﬁi%mﬁ
T S DR DL
6.4.9.2 AR ()T FREHT TR B R oK 4114 AR 8 Sk e 51 6 K P bR v 5L I Y 4 DL %K
FU A CRA T Bk A6 0 4508 ™)

@ k%100 - B N ¢

2l
~

{re

Cr

SEATFRE k& T HUR R R B OK 4114 B AR A R 8 R K P AR SR TR 5 DL BCT A
1Y LEAEL B R E 535 (00D 5
ko —— & AT FRERIUT S 008 1.2.3; P & B a1 AT FHE il 1
AT TR B 45T BT AU BR R B oK 4114 FE AL R Sk 50 45 DL B 34

o PATFHE £ A B ERNARHERE R = SSITb ¥ DU {H .

L PHE E B R A BT 3 A PCR P71 E 2 A9 3 DU BCEL(E .
6.4.10 #iNEEEBHERE
6.4.10. 1 PHMEEERERLNHESIEHAE
6.4.10. 1.1 FHixix#HE

A A UE R HE ) 54 R B AR S e BAA A I L 4% 6. 4. 100 1. 2 SR AT B E
RE 3 2l A2 56 == B A SR S BH A 2 SRR S AL 6. 4. 100 1. 3 HEAT BHME E
HIE
6.4.10.1.2 HIEHREVREMAEEERER
6.4.10.1.2.1 PHMEEERERLNHELHENRESHEE (TFHENRAER)

F 0 A3 15 B M 1 45 5 X PCR 47 3 5 52 46 DU 5040 ~F- Y59 (8 9 b o AS o B2 COF- 3918 19
DR

Jot A st A 0 K 30 5 A
A ARSI KA S A%

— Cmax — Cmin 1
u(c) :f . 7 T (3)
n

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 Y PCR 4 3 F0 52 A6 I K504 v e ML TR B 0 791 6 0K 4114 B AR M4 7 51 00 0K P s 56 TR 119

C max
5 LB LU AR 55 K AH
€ min n YK PCR 4 14 5 5 6 DU 55 4 e s B 5 3510 oK 4114 B Ak AR 5 2 Al 6K P s 1 2L TR 7
P2 DUES LU A f5c/ME s
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
U — SR FUT(C)  wveeeemeeeeesenereeemeeeneseneeeeeeneneeee (4)
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 — PR SE S A A DA E (LA A 1S 180 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 SEI6 = B &l M9 4 f 1E PR 1 E 2 TR @
10. 1.3.1 HEMEEERERQNEEIRAZE
Fe A6 THE PHPE 2 8 BT i n IR PCR 47 18 55 52 K DU 55 s o 25
s :7"‘“*;( ““““ e e e e see ceeseenee (6)
A
s — MHMEEE TS 2 R PCR ¥ 1 & & KA 8 br e 25
10.1.3.2 PAMEEREMHEUBBHENREZ (ZTREE)

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 20 (8) THE BHE R o B FE A e K PCR 37386 51 42 - 34 (8 55 JH: 70309 8 1% AR 0T O £ CRE i 22)
biasR = (_ N 100 T T T N (8)
A,
biasR —BHYEE B UEE A n ¥R PCR 47 184 5152 4G I 850405 SF- 2 {1 -5 JH: 390 309 400 %) R o Al 2 CRE i 22)
HNNTE 5 (%)
CE 7[§H@Hﬁ”ﬁfun%ﬁﬂyﬁﬁ
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6.4.10.1.3.4 MUEEREHVLVEESEAE

# SR <25% ., B [biasR | <<25%6 , F& W B E o 545 i K Y00 K500 A i 107 S S 380, AR VRS2 3 PP o o
Jo A it G 0 KA Bl 5 4
6.4.10.2 HAEKVHFEABRAET(KERERTHSTEERN R WEMRNMNF 25%2EFIE,HFEHKX
EHEREFHTE)
6.4.10.2.1 HEKHERUBEREE

F2 0 O THEARE i A AT 1R 4G DU 5040 s o 22

4 4

’ m AT TR I B AR E 22 5
¢ m VAT T RERS 448 DURCEE [ A9 B R 5
¢ i ——m AT TARES A P85 DR (A B/ MEL

6.4.10.2.2 HKERNBEANENIREEZ(EREY)
N A THRGEE m A AT T REAS I B8 B A X AR 22

/

/ S

SR =" X 100 srevererenerseensnneeenenitiieintieniecneneees (10)
c
A
SR ————m ASSPAT T ARSI BCHE AR X B 1 22 (A8 S RO BN 205 (4D 5
¢ m VAT TR I A B9 P I m = 3L B T 5 (00D .

IR I EE 2 E ¢ =0. 100, IR T4 TARHEE BEBR A MF T A R sR <2500, A Ul e A il
BOPEA AR s U A I B 2908 ¢ <<0. 106, BIVN AR BERR AR 1F T L 4% 6. 5. 2 AT 45 R 53R
it
6.4.10.3 KMBIESEEK

I3 IR 6. 4. 10. 1 F 6. 4. 10. 2 XF B i 4 Jo428 i A0 U A ARG 00 K dl R AT 5 M IR o o PR o
A ity RS P9 AGE T 50 ] s 5 A%, DU 35 P AS e 0 0 B0 A 200, AR 6. 4. 11 EAT 108 2 B 45 SR THE s
MU IC R A LR, HEORT EAT PCR 4738 o F 8 ] A aURE B 2 AR5 A7 SOk T 40
6.4 11 ABEEBLERITE
6.4. 111 KM EENFHE

B o 42 ity TR B9 0 50 ] A% L THORD 3 A AT TR A I B 1P 4 ¢
6.4.11.2 AHEEELERTHEETE

S0 3 AT AR A v Dk S8 E I 22 SR K 0 UE B T S ) 20 X0 A 9 S B R C e ) MR X o 1S
FEBE Cu, ) FEAT & S AR A E VP . &5, wo (R 0.019 4, w, fHH 0. 033 9, # AL A D&
T E i 45 2R B B S 8 R

u =4+/0.019 42 +(0.033 9 X ¢)? B T R T PP R IR TR PN G N D)
SN
w IR AR AR MEAN B E B AR B 2 A OO A S ()
B RN T k=2, M E B AR R A E KL (U) Fm AKX,
{rs
U R g SR MY A2 B R B 2 (A A8 B 05 (45
koAW1 SN EFET k=2,
BRI E R T 2R LR ER SRR AR EH ATITTE AL A I R E L LS LT
9
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g A B P o A I SR P ST I b AT
6.4.11.3 HEEELERIIRT
AKX AD bR AR AR S R e B AR

o

Ko
C —iURE P Be U PR B30 ROk 4114 B fb i & 00 B 25 1 B SO e e — D4 AN 8 A U8
FhJE— By,

6.5 £RoMERR
6.5. 1 3l o 35 2K PR A o 5k PR R AL T o o0 390 6K 4114 55 A A S5 1 0 34 o R s gl 2% L HL 3T
A B U R R K 4114 B AR S R (OO i T i B L 2 B ok D e T R R R K 4114 B
PO 53 o A5 AR AR A TR v R 0 e R RN S OK 4114 B AR AR B A3 L BT RO R R EOK 4114 ek
&R e £U”,
6.5.2  aURE b T oK PN AR o R PR R TR 5 ) RO 4114 BE A AR ST I A0 34 R s gl 2% L (H
A BT U R B R R 4114 R ARAR  dE (OO IR T f B L 28 B a0 rbok 00 1R e T B R R OK 4114 %%
PO A3 . 45 SRR A TR R 0 e R R ) R OK 4114 B A AR B A3 L AE BT U R RN R OK 4114 #%
A B A F e R,
6.5.3 KL K P bR oL DR B R 0 2R L Ce (B<C36 , I B U BR R ROk 4114 AR b
J7 91 T B R 1 i 2 sk Cr B> 36, 3 B RE rf ARG 0 HE 0 RO B 550 0K 4114 B AR R4 . A5 R R
Sy R TP R ARG I S BT R B R R K 4114 AR o
6.5. 4 GRFE K P bR o SE PR BB 8 i 2 5 Ce (L >>36, R BARE PR A I EOK L 41 DNA
BLAy . A N R R A I Y K B4 DNA B4

6.6 #HHR

A J7 B A BR (LOD) 2 0. 05 %6 CRE S S i A4 & v & A 24 20 48 DU A BT JUm 58 20 70) oK 4114 e fb
NI T DIN

3 AR TR MR RS2 L PCR MG 2 4 2 Hh i A 100 ng Bt i BR 5050 oK 4114 R 4H DNA B SEFT I 1Y
6.7 EEMR

A7 0 E SR (LOQ) A 0. 1% CHIY T S W44 2 3 A 24 40 5 DU AT HUIN BR 5050 oK 4114 H 4k
KR S EFAD

AR TR B R DL PCR AL 2 N A& R A 100 ng BT HU BR 5 50) £ oK 4114 JEPIH DNA SRR AT I 509
7 i@ PCREMEMAEX(FEZ)

7.1 JHIB
R FHRLE (40 B R 050 0K 4114 B AL IARRe S PR P 91 5190 3P R AT PCR 974, IRTE 2 A 91
AT T DNA R B, 4 Wrisle v 2 75 35 A7 50 HOM BR 5050 oK 4114 S AR oy .
7.2 RF AR
AR 53 A 6 BH AU FH 43 A 23500 L 28 4R K B DL SR K .
7.2.1 DNA $#2HB0L50 & 7 5. 2. 1,
7.2.2 PCRY#iEXH [ 5. 2.2,
i AN R PCR 7 #8350 L b 7T 3% B 2 1 PCR U & .
7.2.3 EXANIEREEE zSSIb EES|HY
2SSIIb-1F ;5 -CTCCCAATCCTTTGACATCTGC-3';
2SSIIb-2R:5'-TCGATTTCTCTCTTGGTGACAGG-3',
TR A BER /N 151 bp.
LR AR 1861 5 A —3—2012,5. 12
10
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7.2.4 FiATBERNEX 4114 BLESESEFTISIY
4114-F:5'-GCCTCTTGCTCTTCAGGATGA-3';
4114-R:5'-CGCAGTGAGAACCGTATATCCA-3',

SE UMY A BER /N 296 bp(UL AL 2).,

7.2.5 TEZm A 5.2.8,

7.2.6 BIWVERH TE S (L 7. 2. 5 80K 4 5010 ERBIMFBEZE 10 pmol/L,

7.2.7 A,

7.2.8 50X TAE 2 M - FREL 242. 2 ¢ = FR LA FL e (Tris) L 56 H 500 mL sK I EE 436 5 . m A

100 mL & &0 £/ — s (WL 5. 2. 6) . VK 22 pH 2 8. 0, 4R JE /K E 4 %2 1 000 mL, i A8 H

KFERERL 1 X TAE,

7.2.9 IEHE,

7.2.10 10 g/LIRMLZ5E (EB) W - PRI 1. 0 g ¥4k £ 58 3% T 100 mL 7K, GO AF .

B RUZEEHEERA BEHMEANEE—XEFEREHAZIELEERY,
T < AR 7 T B R AU AR A 2 A R AR IR A 2 B A S R L VK e

7.2. 11 JAREGE v FREL 250. 0 mg BB, A 10 mL K, 7E IR FIEME 12 h; FREL 250. 0 mg — H 3

FENEE I 10 mL KIS FREC 50. 0 g REBE, B 30 mL /KIS, IBALLE 3 MAW . MK ERZE 100 mL,

1 4 C I RAT,

.12 DNA JpFitbpife: ol PIE# X 43 100 bp~1 000 bp [ DNA 43 F b5 ifE .

13 PCR 7= IHGA ) £ .

FENFEMIEE

SRR B 0.1 g M1 0. 1 mg.,
PCR #8443 . TP R 3 B =>1. 5°C /s, FLIA] L 25 5+ <<1. 0°C
FEL KR R KA A L VKR
B NAR R G s A R 5L
W i X,
B AL,
BRIESE
1 HRE
[A] 5.4.1,

7.4.2 REHE
Al 5. 4.2,

7.4.3 KA E
il 5. 4.3,

7.4.4 X DNA R H F
Al 5.4.4,

7.4.5 FRIEZE

7.4.5.1 BAMRER
DA AR e 56 DR KA SR B ST R 500 T oK 4114 B A MRS T A B R4 o

7.4.5.2 z=AKRER
FHAKAE Ry 28 PR

7.4.5.3 PBRMERESR
DL B IR B30 oK 4114 B AR AR SRR 0. 1% ~ 1. 0% BIAR T BT Chg ERE ) 528 36 31F 19 52 36 25 e

11
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o Ol B W DN -

2
2
3
3
3
3.
3
3
3
4
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AR AR A B R s
7.4.6 PCR ¥ 1t
74601 R T A N bR SR LR 4114 B AR AR R ME)F 51T PCR O3S . M iAME E DI E
SAPAT PR BAFHM#IT LR PCRY M B RESKE 1 MR ARETFH,. 2P0EZ 3K
PCR ¥4,
7.4.6.2 il PCR Y KRR . Ml H PCR ™3l o, % 3% 3 Bl 9 344k & 448 H 2 7 PCR A &
BF, #4232 3 B 1Y 51 W)k BE R DNA A4l o Fic il 9 38 1 3R L 4 il o 2 IR G v W 43

x3 LB PCR¥EEKZR

5%l 2371353 T
ddH, O —
10 X PCR % ik 1X 2.5 pL
25 mmol/L Z b5 A 1.5 mmol/L 1.5 pL
ANTPs IR A% W (45 2. 5 mmol/L) 0.2 mmol/L 2.0 plL
10 pmol/L L#514 0.4 pmol/L 1.0 pL
10 pmol/L FiiF51 4 0.4 pmol/L 1.0 pL
Tag DNA R4 i 0.025 U/uL —
50 mg/L DNA i 4.0 mg/L 2.0 pL
AR 25.0 pL

CORIRERBIARHIE . AR PCR G A A AL A ISR BE A T . R AE Tag DNA B A B A0 e B e LR AL,
FEHH R ddH, O B AR 4 S R R R B R AR E 31 25. 0 pl,

FKAFRAER PCR ¥ 8K R, E L T WS 94> 5 2SSITb-1F Fl 2SSIIb-2R ;4114 B4k 444 54 )% %1 PCR ¥ 19 1k &
e, BVTWES I 4r 0 R 4114-F A 4114-R,

PCR ¥ 3 4 72 7T AR ¥ {25 B3 700 6 A 10 S92 B il D495 250 200 A5 4 D0 9 2

PR 1 AN BN A R AR, I B S S % BRR 1EAT PCR §7 3K R i

25 XTI 2.0 pL MK FERAR .

7.4.6.3 ¥ PCR () WA .OHL ,500 g~3 000 g B5.00 10 s, 2R 5 B PCR Mk (48) , it A PCR
X,
7.4.6.4 Prf7 PCRY" 88, KW ARF N :94 CZEME 5 min; 94 C7A8% 30 5,58 CiB K 30 5,72 ‘C 4E{H 30 s,
AT 35 WAEFF ;72 CHLEM 5 mins 10 CLRAF .
7.4.6.5 RWVEHJFEH PCR ARG % PCR P71 7™ P 47 HL UK A
7.4.7 PCR ¥ 7=y 58 ik 4 il

i 20 g/ L 5B Uk B AR R BRSO, N AN 1 X TAE 28 vhii b, 2 e, BC 0 B IR RE VA W, T
100 mLELIEHEA N 5 pL EB %W S0 G 1Y HABAZ R Gk 1R 20 s B & v A5 o FF B vkl |-,
W _E AR =R T BE R EERSE A 1 X TAE S opilh , T B ) BRIk LMk, B 12 pL PCR ¥4 =
Y5 3 pL ARG whIR G 5 A BE B AR AL [ AR o rp — A s R L P i A DNA 43 5 b o 5 H2
JRLTE 2 V/em~5 V/em 540 F LKA,
7.4.8 BEBGSW

LUK 8 S o BCHD B W 08 M, & T e I BB iR . ARl DNA 43+ f& b Al TH 97 38 4570 19 K
N K HL UK S SRR B SO AR R sl B R A IR 5 T E T AN i il PCR 93 R BE 2B 8 B I
DNA HBE 3208 7.4.9 1 7. 4. 10 B9 RLE AT .
7.4.9 PCR ¥ &= Bl

Fi¢ PCR 4734 7 Wy el 0] & v T 45, [l PCR 473 19 H 9 DNA R B¢,
7.4.10 PCR ¥ & 7= %l F¥ 36 iE

F I PCR 9734 7= 0 1y, 55 40 U BR8] oK 4114 R AR R )7 51 (O AL 2) 3047 LU X, B o
PCR "1 DNA K B2 4 HiY DNA B,

12
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7.4.11 PCR # A& M HI E IR A
ZoANL T BRAR B R OK AR oS DRI L B 52050 0K 4114 e AR IR RR 57 PR PP 51 1 15 39 0
7oA N2 AR B A R ORI AR RS DN A B0 s B BR SR K 4114 R AL AR S R )T 5 R4S 2
I
7oA N3 A B A P ORI S DRI S R AR K 4114 B Al (A S PR B A T Y 3 R AT 2
P
74N 4 FREHE L 7411 1~70 411 3 B PF, AT 7.5 AT S ROy A AR A . I 3 A B
O, BORL 7. 4.4 BT 4.6 HEAT RN
7.5 ERGWERR
7.5, 1 R b K DA bR I RRIE HR S Bk 00 K 4114 B A PR S 4 51 349 45 BT L e IR R AR
T b 0 A B 0 K A1 T A AR 1S3 o 45 2R 3 3 DAy R v A I T T B R K 4114 B Ak PR
a1 K 2 2R DA B
7.5. 2 TR O AR IESE NS B0 T S R R K 4114 B A AR S PP R AS B9 L R
TR H ARSI ) B SO AR 5 K 4114 e A Al o 5 R ARG Dy R v R G T S R ) K
4114 Fe AR LT K A5 SR BPE
7.5.3 TR PO Y ARIESE R AT BT 3 WIIAE A R A I i K S R A1 DNA Uy, 45 R 308 O i
PRGN ) OKJE [RI241 DNA BSR40 25 250 I

FE U PCR A5 A — S0 LIS R 2 KO

7.6 R
AT B BR (LOD) 2y 0. 05 %0 (24 T RO A 28 v 35 A 29 20 #5 DL AT SR B 5 0K 4114 4k
RS .

FE AT B PR 2 DL PCR A& 52 4 2 TP i A 100 ng 477 MU R B0 £ 2K 4114 JEPR4H DNA SR FEAT I 1Y,

13
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M xR A
(FHHE)
MR BRER EX 4114 FHHEKSFFREFT

Al FHEMBREREXR 4114 HALEFRIEIR K PCR I IEF 5
1  GCCTCTTGCT CTTCAGGATG AAGAGCTATG TTTAAACGTG CAAGCGCTAC TAGACAATTC
61 AGTACATTAA AAA ‘OGTOCGC AATGTGTTAT TAAGTTGTCT‘ AAGCGTCAAT TTGGAACAAG
121 TGGCTATCGC CAGATATAAG AACTTC
ELRHIII R 5 ~3
25" BT 2 4 S SR 256 PCR SN 5 ik 514 4114-gF A7 51, 3" 20 T R 2343 Ry SE RS 9856 PCR K Jy ik

51 4114-qR BY 2 18] B 40NF 3, A 8] 5 HE P9 358 O S 2€ 6 PCR AN 7 B 38 4F 4114-qP AY I 1) T 4MF 3 .
i 3:1~113 IAMNEIRA R BEEB AP 51, 114~ 146 h TR FER A3 4 751 .

A2 MHEMBREFEX 4114 ELEEFERELIE PCR I EFT

1 GCCTCTTGCT CTTCAGGATG AAGAGCTATG TTTAAACGTG CAAGCGCTAC TAGACAATTC

61 AGTACATTAA AAACGTCCGC AATGTGTTAT TAAGTTGTCT AAGCGTCAAT TTGGAACAAG
121 TGGCTATCGC CAGATATAAG AACTTCGATC CGAAATATCG TTTCAAAACT AGAAAACAGC
181 GCGGCTTTGG CTAAGCCGCG CACTATATAG GATTTTGGGC ACCTTTTGAT GGAACGTGAA
241 AGCGTACTGC GCACTAGTTA TTTAGGTTGA ACCTTGGATA TACGGTTCTC ACTGCG

E LRI 5 ~3

2.5 BT R L B4y 5l PCR E AR 77 B2 519 4114-F BYF 51, 3" 3 BT R 28 35 43 9 %3l PCR & A& I 7 1

514 4114-R R 10 B ANF I,
FE 31~ 113 AR A R BEIR AN 51, 114 ~296 TR I N A Y 51 .

14



