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HREAEYRE”RmE SN
LR B ER E K DBN9936 #1445 5 1F PCR A%

1 SEE

ARSCOFHLAE T B R BR B ) B>k DBN9936 54 bR H: 0 PCR E 1P & 4 Iy 32 .

A% S T K B e DBNO9936 45 Ak R B 43 B 52 1 N R R
2 s BxE

B ST A PN A T A S RS A 5 | R T A AR SO AN T A B . b, v H O SR SO
iz H 3G I8 19 R AR 38 1 AR SR 5 AS 1 H O 00 51 SO He o8 RS CRL3E A 1948 20 i) 58 i AR
S

b EB 1485 SN

PV FB 1861 S A4

L 2031 S84 —19—2013 B3 PIAE M) S 7 d o R I il ke

42010 FEEEDIAEY KO AL AT DNA 2 IR 4l ik
/) —3—

7N
NY/T 672 S ELAE Y B ™ s I 5 IR

2012 FEIEDIAE Y B AR T oK N AR SR IR € #E PCR J7 ik

\

3 ARIEBMENX

AR 1861 44 —3-—2012 FLE i LA K B FIARTEFLE Sl T A S
3.1

AR EF E K DBN9936 (£ &4 7% F 5  event-specific sequence of insect-resistant and her-
bicide-tolerant maize DBN9936

P U B R ok DBN9936 4 Ak AR i SR A A R BE 5" 8 CRID 3" 0 5 6 K 3k PRI 41 14 3% 42 X 41, 4
i B OKFE &R 43 17 9 S Ak 2k T-DNA #5530 1791
3.2

PHIERREE S positive control

FH T o 5 42 i 09 BHAEAE & 5 20 o8 FH 1 P ARG 00 174 B 1A P 4 ot AR ARG 00 1) B o JB 45 i

T+ BE PR B A o B O 2 8 A TE AR Y S5, o Tl 8 5 4 B UE A S B I R A, PV PR B R R B S

0.1%~1.0% . FHME & I SN & | B S5 PR iR B A Y,

N

I

3.3

K #m calibrator

JH T 22 i b o it 26 000 6 B8 A R o, T 4065 e AL AR R DR 2 DN BICHG 5 PR 5 2 50 oy 199 A I A M ) Jo
s PHPERE AR R 2 NS 200 5 MAROKREE . BARGEREA IR HEY R,
3.4

F# subsample

TR AL B S o DA R —32CRE A [ 457 5 I AL A B0 A e 57 A ot
3.5

ACt fE ACt value

SR ZE G PCR 47 3G oot i B AR AR S Ve e 91 - 38 Ce (A 5 AR ERE R4 Cr (HRY 2518 .
3.6

AACt fE  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

55 MRS T RN T BB B F ) £ Ok DBN9936 A 43 19 SE I 985 PCR g MEAG I | 5
5256 PCR A E B 4G I Ce AR $5 DUER LU AED (558 PCR E PEAG TN 3 Ff )y vk ] AR 408 5 B 4 00 75 5K i 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 A E B 5 | 0 R B 6 2 v 6 oK P s o 366 R R e HL T [ B0 oK DBN9936 7% Ak I FE S 1 7

G AT SEF Bt PCR 971G . AR 2 75 9 15 R A5 790 17 11y e 780 ™ 344 iy 28, 0 W7 Xk rb 2 45 3 A e BT B

# Kk DBN9936 AL iAplt 4. # iHE & A7 Bt JU R 5 ) oK DBN9936 B Ak A il 4, 11530 5 FH

JE T B I AACe 8, FE R 5 BH P R i B R L AR AR S i = I

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
zSSITb-3F:5'-CGGTGGATGCTAAGGCTGATG-3';
zSSITb-4R :5'-AAAGGGCCAGGTTCATTATCCTC-3';
zSSITb-P:5'-TAAGGAGCACTCGCCGCCGCATCTG-3',

U A B/ 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 L HMBRER EXK DBNI936 F ik ik F S| ¥ /iR 5t
DBN9936-qF:5'-AGCGTCAATTTGTTTACAC-3';
DBN9936-qR:5-CAGGGGCAAGAAAACATC-3';

DBN9936-qP:5 -TCTTGTGTGCCCATGAGCCTA-3',

BN BRI 76 bpCILEESE A AL D

5 2:DBN9936-qP 4t HUiit Bk 870 >k DBN9936 % b 1A 45 57 4 FF 51 i TaqMan $6F . Ho 5/ 5 b5 30 2% D6 12 45 2E A
FAM.HEX %), 3" s b i %t o7 1) ¢ Y6 e K # A (i 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 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 519 sk 51 # 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

LA 7 B PR KA Ry B X B
5452 z=AKRER

FHIKAE R 25 R RE
5.4.5.3 PHMERER

LG H R 5 B 57 oK DBN9936 BB AR S0 0. 1% ~ 1. 0% BOAR 9 B (bR i AE ) B 28 36 11 Y S2 36
T TR AR A R 98 it o A T 0 A0 L R T R L O I A R R R i S AR B (A Y
PRV E o B4R
5.4.6 PCR ¥ 1
5.4.6. 1 Xl ke A 45 & A9 I3 b 1 6 DR DBN9936 B (b g 5 M e 4l ik 41 PCR ¥4 . 4RI B
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 (&)
il 2371338 A
Taq DNA 4 i 0.04 U/plL —
50 mg/L DNA #i# 4.0 mg/L 2.0 pL
AR 25.0 pL
PFRRNEBURHIE . W PCR 2% vh il b &8 SEALEE WA IS AL B M . MR Tagq DNA R4 B Y o B2 B 2 AR
JEAH R % ddH, O B9 R L S 7 7k R SR FRGA B 25. 0

FORNARMEIEE PCR § R R, b R UES 1 9 AR £ 43 3128 2SSIIb-3F . zSSIIb-4R 1 zSSIIb-P; DBN9936 %% fb 1Ak 7
PEFF 51 PCR ¢ 841K R b, b N5 9 MEREE 431 28 DBN9936-gF .DBN9936-gR F1 DBN9936-qP.

PCR 9" 1 & 72 0] MR 4l A0 B ik 70 6 A4 1) 52 B {9 00 320 A7 4 B 1 88

BRI 1A N AR ZR AR, N i HR S R I 0 5 R AT PCR 97 8 iR R &

2R B 2.0 pl IR AR .

5.4.6.3 ¥ PCR M () HAEE OHLEL,500 g ~3 000 g B 10 s, SR 5B PCR Az &), il A SE I 2851
PCR ¢,
5.4.6.4 IHATEATYOL PCR Y48, VAT K :95 CAME 5 minCE—Fr B ;95 ‘CA M 15 5,60 CiB k
HEA 60 s, JEAE =40 5 ZFrBO 3 1B K EM 5 B MG IR IEE TOLE 5 .

S o TR S8 A 5% 9 SR X R B A Y
5.4.6.5 & HME L PO PCR Y 25905 L LA PCR 934 WG 1 A8 5001k 15 B 96 e A 5 L I AR
4S8 N 7 A R AT R R
5.4.6.6 ik Cr fH W& WME G - 9868 it PCR AU RS 43 0 44k B 2 i H 5B SO Ce {8 i 5%
5.4.7 PCR ¥ & & 1& H| E #x
5.4.7. 1 BHPEFTHE M, F K PO AR v S DR AT B R E 7] oK DBN9936 % Ak /R 45 S M 3 51 1 B
Mgk, H Cr <36,
5.4.7.2 BB SL, FOR bR E L A LR i 2k B Ce {H<<36; Bt HU T R B2 7] oK DBN9936
ARy MY A T L B il 26 L 51 Ce fH > 36,
5.4.7.3  Z UGS Sh I, T K bR o SR DR RN BT R B E ) R oK DBN9936 % Ak AR R S 1 T 4 3 g s g
Wl £k, 5% Cr {5>36,
5.4.7.4 TEEHHRE 5. 4. 7. 1~5.4. 7. 3 AISME A 4% 5.5 AT 4 e Sk . &0, o4 BARS Bl &
BiFk 5. 4.4 8 5. 4. 6 HEATRI
5.5 #£RoMERR
5.5.1 sl v 35 2K P A o 56 DX e A T ok 57 R oK DBN9936 B Ak (A4 S5 vk e 510 2 1 B L R gl 2%
H Cr {H<C36, 22 B EE kG 0 HE 470 R T B3 555700 2K DBN9936 %5 Ak i i 43, 25 9% 26 38 Sy “ 3t b i il o g
HUTE B 58] oK DBN9936 B AL AR 143 o A5 I 45 S FRAE”
5.5.2 FEFFA 5.5. 1 MIEOLT o 45 75 F 2 aURE 55 BH P dk o 44 o AH BG 2 A0 AR 2 o i AIC, D03 B8R S5 1
PEE &8 BTFE S 1) AACE fH . 4 AACE fH=<<—0. 4 B, & W1HE oA I o Bt Ui B 255 50Kk DBN9936 544k
PR3 o B ik i T CRF T PR R o 0428 - 205 2R 3 34 g CRE vP R I ) Bt A T B 5 7] R K DBN9936 %% £k
RSy G285 O B & T (R TH X752 AACE >0, 4 F, 2 BT 3R0RE FPoR I 1 e dhe i o4k 0 59 6 K
DBN9936 %4kt m 43, & & A% F B M a2 2 0 3 fh s &5 SR 38 3R O < aXBE b AR T S T o BR R R OK
DBN9936 % AL i mi o, A6 0 285 5 Ry P, S 2K F X7,

i XA A AR P BT T B R ROk DBN9936 F5 A A B A i, 2R T AACE fH | <C0. 4 B 7R O R

SE R RE T R 79 K DBN9O36 5 Ak 1Ak i 4 71 it
5.5.3  aURE o T 2K P A o 5 DA B B R il 2R HL Cr (B0 <C36 1 T LU B 5 ok DBN9936 #5 1k f&
R 5 MY 0 T AL 1 il B Ce > 36, 3R W IRRE b R AG T Be e it BR R Ok DBN9936 % Ak 4 Bl
I3 A5 FERIR N R v ARSI S e T R R ) R K DBN9936 % Ak 1A B A3 A I 25 5 R B
4
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5.5. 4 URE K PR MEBE PROR ) B OB i 2B Cr {36, R WTRE R AR R B OK BRI 4 DNA
BT 85 AR AR T AR I KL 20 DNA B 43 il 25 51 Sy BIPE™

KA PCR U 45 A — 500y, DL 2 50s 1 il
5.6 R

A T7EE MR HBR (LOD) 2 0. 05 %0 CHH 24 T SO W AR & o 3% A 24 20 $8 DL H Ho T BR % 57) K DBN9936
AR YD

ARy R BR R L PCR I = B 4K 2 A 100 ng $t BT 4 5550 £ K DBN9936 4% 4k 7k 5L B 2 DNA 4R 3t 17

NN

6 SERFIEE PCR EEKMAE(HFET)

6.1 FRIE
SR R E 185 | 4 VR B T A2 o ot 0 v 6 K P s o 56 TR RN BT U B 257 6 K DBN9936 #% b A4 FF
SRR A HEAT SERT 2O PCR 971G o ARl A ol il B AR #5 DL RO 40 Cr R 11 A 261 06 3R L 43 ) 42 ¥l e B it
B 50 oKk DBN9936 % Ak 447 5 1 77 41 R oK N b o ik R ) s o il 4 5 K 30RE 1) Cr (AR A B i il 45
THE AR T T B B 70 oK DBN9936 % Ak i 5k 5 M 5 510 R0 oK P A o 35 B 1) 5 DL 8% &% G L q L 3R A5
AR T LR BR 550 oK DBN9936 F Ak R it
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,
FOR MR HEIL D =SSTTo JEH 519 /B 4E A 5. 2. 3,
Pt AU B R £ oK DBN9936 B AL AR KR S5 50 51 4 /2R < [F] 5. 2. 4,
TE ZZ il -] 5. 2. 8,
19/ BREH R TE B opy (UL 6. 2. 5) Bk 4 50K LR 519 sk 4 # B % 10 pmol/L.
FENFEMIEE
A 5.3,
6.4 BIELE
6.4.1 #hie
Al 5.4.1,
6.4.2 REHE
[7] 5. 4.2,
6.4.3 XM
A 5. 4.3,
6.4.4 X DNA #ERH &
[6] 5. 4.4,
4.5 REEE
6.4.5. 1 BAMRER
DLAE e 5 R R AE S B X HR
6.4.5.2 =HKRES
PLKAE R 25 FI %R
6.4.5.3 PFHMEEERER
DA ST B 250 K DBN9936 % b 4% it et 43 %5 5k % DI LU (8 55 b TR B (8 AH 4 B o ) BT O o
it ) o B8 B0 I 1Y) S 36 T TR o VR S BE R S R BT AR

O OO oo o O O
w NN NN
o ol s W N
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6.4.6 RERBF

2 BUHE U BR 57 ok DBN9936 #4 ALK L 40 DNA LMl DNA ¥ B fF DNA i 29 Fi B s e 4 5 28
J& o H1 0. 1XTE 22 vl sl /K B B2 7 B DNA, il £ A8 [F] 3 B2 #9 H e e B 20 77) 5 K DBN9936 4% fk & DNA %
W, DNA R ZE /DS 5 AP0 R 55 F ok DBN9936 4 4k 1A ik J3 46 1, A B AR B 45 T 8/ T i
B (2 40 ¥ D1 H R TR BR (25 20 $5 D) , A e e B2 R T RE & DNA W B . R FAHTR A DNA %W 4
922 i T K P A o 35 DRI HL TR B 5559 oK DBN9936 55 4k (A 4 5 1 e 5 ) s o T £
6.4.7 PCR ¥ 1t
6.4.7.1 AE[R—H PCR AR b A off d alRE L4 i 19 P9 s 9 6 L A DBN9936 % Ak 44 S5 4 I 97 0 A4 7
PCR ¥4 . B KRR E 3 AT TFE B RFERY 3 0 AT T FE R 78 [ — ¥k PCR ¥ 3 it 17, 4~
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,
FFEAHRE I E ddH, O WA FL il 52 B K R SR BUE 3] 25. 0 pl. RBEFIR E S AR & if DNA B A KT 200 ng; il BE
DNA #i# 4 100 ng.

FORANARHESE P PCR Y IR R b, bR UE 51 9 A 43 00 2 2SSTTb-3F , zSSITb-4R F1 zSSIIb-P; DBN9936 #% fk {4 Ff 5+
P75 PCR §" 38R & f, L RS 149 AR SR 4 51 o8 DBN9936-gF \DBN9936-gR Al DBN9936-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
FEA 60 s, JEAE =40 55 ZFrBD 5 1B K EM 5 B G IR IEE TOLF 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 bruE M2 AR AR HE S Cr B FN1 ) 16 A AR 5 D1 E500 6 B8 0] I 26 v G & L 43 I 4 1 oK N
P fE J BRLRITT TR B3 70 oK DBN9936 5 b AR5 S P 9 i br o i 42 . A il Ze 42 A X (D 2231
Ct =a £ blge rererereerreesceninniiiiiininienene (1)
L
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Ct — ¥ Ce 8

a o o Y £ ) AR B

b o o 1 2 ) A 3R

¢ VIR EIAR S DUEL.
6.4.8 PCR #i#8&#&HIEIRAE
6.4.8. 1 PRk B B i, T K P R o 3 DR RN HTR B 50 oK DBN9936 5% Ak (AR 5 M 41 4 4 i
ﬂv%%%iuJﬁ<%o
6.4.8.2  FAMEBTES S, K DI bR L A SR I kL B Cr {E<<36 5 Bt BT R R 5] oK DBN9936
FEAL AR SV R 9 G SR Y kL B Cr fH 36
6.4.8.3 Zs P A b, T K PN AR v 3k B AT U B ) R Ok DBN9936 Ak AR S 1 I 81 34 TE S A g
Ha £k, 5 Cr > 36,
6.4.8.4 FruEh&ivE RE R =0.98; —3. 1I=brifE &R F b =>—3.6,
6.4.8.5 [AmFip L 6.4.8. 1~6.4.8.4 ByZAF, /T4 6. 4.9 iHE B4 T FE T A 2 bt B R 55 5) £ ok
DBN9936 5 fb 1A R 5 14 )5 51 5 D1 K0T 208 A0 6 K P9 b v 56 348 DL BIOF (B /9 Ee . 5 U0, 0 A L A 1
M HHTHE 6. 4.4 8L 6. 4. 7 FEATEEIN
6.4.9 HESFRENEFIFMEXKNRELENEZTELE
6.4.9. 1 1545 SR Bt MU BR 555 ok DBN9936 5 Ak 44 K7 5 8 e 810 R T oK P Ak o 3 R4 DL, 4%
SN B A o T i R ) T oK P o 35 PR B8 K T o 2 551 >k DBN9936 5 4k 4R S )7 31 (1 Ce
(ERAWAN IVA SR AR /A G DI i R A NE @
6.4.9.2 15 FREYUR T BR ] T2k DBN9936 4 4k A 5 e 51 A0 T 2K P4 A o 56 IR A4 48 D0 $ He 1
N OB TR P DUEL LA CRL R BR R %)

L _ Lk 5 TOQ +eesrsseseesnnenssorneresiesiesesnennsnosnseasnases (2)

Co.r

{re

Cr

AT TRE b 4T BT HU R B ) E K DBNO936 Ak 44 17 1) 1 K P A o 56 PR A 4 DL 8RR
BIE B LUAE B0 H 535 (00 5

ko —— & AT FRERIUT S 008 1.2.3; P & B a1 AT FHE il 1

Cr SEATTRE k45T 52 T U R R ) E K DBN9936 # Ak (A4 S5k 2] 5 DL B0F 10

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)

F2 0 3O THE B 2 1 45 i o UK PCR 4 38 5 520 4G I 50 40 ~F- 22 {8 0% B A A 8 B2 COF- 87 1B 1% s o
.

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 ™ 14 #5246 I 54l mb e 2R TR B 5550 5K DBN9936 e AL 44 77 51 1 K 1A A o

DAL A9 % D150 LA e KM
€ tmin n YK PCR ¥ 3% 5 &2 K D0 B0 b Bt dU i B 5550 5>k DBN9936 %% b A4 7 51 F1 K P9 s o 3
P11 5 D50 L A fi /M
o MERBG T Y n=3 ), f=1.693;
no PP B S PCR & B 5 & B A SO Bl e PCR IS H A 3 IR n=3),
10.1.2. 2 BH P 2 £ JoT 45 it A D 5000 SF- 22 10 i Ay 40 s AN A 2 B8 COF- 39 (B 25 B0 s o %)
PO O TR B 5 BB n Uk PCR B384 50 804G I 5500 1 24 1 1 145 F b o S f 52
Upn = Uit L UZ(C)  weeerererrerrnieee e ss e s seeaes (4)
L
Wpao  — FAEE BEFURE A 0 IR PCR 4738 85 52 K6 W0 50408 1 347 18 O £y 190 s 1 AS 6 2 2
wern PR ik AR T OA E P AR TS B A
10.1.2.3 PAMEEERERAMNGEEHESHAEEBNRS(EFHEZH)
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 csesescne (5)
Ko
bias BH M S 2t J00 42 ot A DU 58 e Yk PCR 47 1 o0 2 A6 W00 5040 o7 24 4 5 DA £ 00 1) v £ 5
¢ —— AP R RS 0 Y PCR &7 19 5 52 K6 598 19 7 4018
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 HEMAEEERERQVBERLEE

Fie 5 2 C6) THF B 58 1 BT48 i o X PCR 7 3 o 52 4G I 50408 A o 25
A

s — MHMEEE TS 2 R PCR ¥ 1 & & KA 8 br e 25
10.1.3.2 MlERRESENSENETRES ESRY)

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 i G DM K 5 4
6.4.10.2 KERNBIFESEAE
6.4.10.2.1 HHEIKHELUBIEREE
F 8 SO TR i A AT R 4G DU 340 s o 22

4 ’

K
s’ m AT A R s o 22 5

¢ e ASTAT T RE S 11 2o P 0K L 8 1 55 {8 5

¢ min m ASAT T RS A8 DUBCHE AR 19 foe /M
6.4.10.2.2 RKELNBEFEANENIREEZ(ZEREY)
A A THAIEE m AP A7 AR IR0 Y AH XA v 2%

sR’ :% X 100  seesesrernrecnstsinisiiiasisisinisississsnsensss (10)

c

A
SR ——m ASFAT F RERL I B A O b 22 G2 5 RBO L BN F 435 (0 5
¢ m A SAT TR A TN B (9 B o =3 BN T 05 (0D .

AR AR U B S 2 ¢ =00 100, RUR T2 T 05 i@ PR AR T 45 1lkE sR <<25 00, A U
IS HE S A% 5 2 IR A I B - S (B ¢ <0 100, BN T O sk e i BR AR PR, B 4% 6. 5. 2 EAT 45 3R 4
Mr 53Rk,
6.4.10.3 KMBIESHEEK

SRR 6. 4. 10, 1 F1 6. 4. 10. 2 X FH P B 45 it FHECRE B A I RO 2E AT 3 A 0 o A BH P E B R
A PR A G 0 K [ HsF 5 D) 2 PO AR ARG I 5 4 A 20 AR 6. 4. 11 BEAT URE R A5 R T
CF e 5%, A PRI R HEAT PCR 9 3 sl 57 il 9 108 o 1 22 304G AT 280 00 R 9l
6.4 11 ABEEELERITE
6.4. 111 KRN FHE

PP o 42 ity AT B9 0 5 ) A% L TER 3 A AT TR A I R 1 P 49 ¢
6.411.2 AEEELRFTHEETE

S 58 3 AT AR A v Dk BRI P 22 S IR 8 TR R TP A ) 20 X A 9 S B B e ) MR X o T AN
FEJE Cu, ) HEAT E AR BT E IV E . 29153, wo (H50.023 8, w fH}0.070 0, A ADIE
T i 45 2R B s AN 8 R

U =+/0.023 8 (0. 070 0 X )2  eeeereererenrencncinnnenneneenes (11)
A

u

TR A o 0 L AR VN 58 B PR R 2 A B B H S (V)
B k=2, A 2 i 25 R R AN E B (U) R e xl12),

U ==yr seeresveesesesssssnsesosnsscssncsones - (12)
L
U— P BAT R MY AT E B IR 2 AA R AL A 05 (V)
ko —— AEHNTF I GSUNERET k=2,
RN SE R T L RS A e U B P 2 R AT VR A S 0 2 R E L S T

g 30k 11 A R ik A E B A 5 SR R TR B R T 7 v AT
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6.4.11.3 KAHEEELERNIET

Fe A QU3 A s R AL AR 5 25 14 2 1 45

C = iU oo ses esesec eessne ses seeecs see ses sseses ssesnsssnses (13)
K.
C —1aUFE th T Bt R 5250 oKk DBN9936 % Ak 4K & 5 1Y a8 45 1 A 8O0 e 5 — B0 4% i 8 B
ARG — i BY,

6.5 Z£RHoMERR
6.5. 1 3l o 35 2K PR A o 5 PR AT AL 5% 555 5 K DBN9936 #% b 4 S5k 7 51 24 1 R L 700 5 4l 28
HAH A B BT B B 5 E ok DBN9936 S ALK & i (C) i T2 B . 22 W aRE o kG 0 HR g e T B 270 6K
DBN9936 H AL B 3. 25 AR5 S “ilRE r A I HB Bt SRt R 70 oK DBN9936 % Ak A4 18 43« Bt H T B
#E Kk DBN9936 # btk &l ¢ £U 7,
6.5.2  aURE A 35 oK P AR o 5 DR AT AT 5 5 5 R K DBN9936 §5 Ak g S5k 31 24 PR S R g gl 2k
EH A Bt U bR FE 3R] oK DBN9936 #4 AL F i (OO IR T a2 s KR o 28 W B o G 0 1R Bt A i B3 5 57) 6 oK
DBN9936 H AL B 4. 25 A R34 S “3aCRE ok 0t e R B 550 ok DBN9936 #4474 it 43, (A Bt H i B
B K DBN9936 F b AR & Ik T2 [
6.5.3  UFE K P AR o B A B R e il 2 L Cr (B <C36 177 B HU i BR R Ok DBN9936 # 4k i
TSR 5 Jo MR 3G i s Ce (6 > 36, 3R WURE rf SRR Tt Bt s it B 5% oK DBN9936 4% Ak 44 B
g¢ . SRR AR T AR A I S B B R BE ) oK DBN9936 A AR g .
6.5. 4 XFE R T K P AR o 5 R A HE B LR 2R 8 Cr (B> 36, 3 BT RAE TP AR R I HE oK SE 41 DNA
BLAE . A5 AEFR IR R R A RO BE N4 DNA 437
6.6 HHR

A7 R R BR (LOD) 2 0. 05 %6 O 2 F WA &R & A7 24 20 5 DL 4 Sl Bk 52 7] >k DBN9936
AR R R YT AD

SE A7 IR 9K R R 1L PCR K 90 I 7 1K 2 vR AL 100 ng o M T B8 255 K DBN9936 3 [ 41 DNA B H i 47

",
6.7 EEMR
A7 E B BR (LOQ) A 0. 126 R Y T S W A4 2 35 4 29 40 #5 DL Ry Bt HLU BR %57 ok DBN9936
HALIRRS SR D)
AR TR R 2 B S L PCR R S R4 &R R oin A 100 ng Hi MU BR 27 oK DBN9936 5k B 41 DNA %R ik 47
B,

7 i@ PCREMHRMAE(FEZ)

7.1 JHIB
SR FH A A2 B 40 LT 5% 50 7] oKk DBN9936 % A A RE S V5| 9, e 47 PCR 97315, R4 2 & 4 4

AT DNA Fr B, FIWr R o2 A5 5 Bt Bt BR 5257 £k DBN9936 A% A4 141 .

7.2 R FIA0RF R
B AAE 55 A8 B0 B AU A 43 A 3R 550 L A K B DL AR K

7.2.1 DNA #BULH & A 5. 2.1,

7.2.2 PCR Y HKXH . [ 5. 2. 2,

AR R T PCR 43 15 .t 0 26 1152 7 PCRARK A & .

7.2.3 EXAIREEE zSSIIb EES| ¥
2SSIIb-1F:5'-CTCCCAATCCTTTGACATCTGC-3';
zSSIIb-2R:5'-TCGATTTCTCTCTTGGTGACAGG-3',

UMY A BER/N R 151 bp.,
10
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(AR A3 1861 B A4 —3—2012,5. 12
7.2.4 3 ETBRER EXK DBNII36 B iE4r R F 554
DBN9936-F:5'-CTCGTCAGCCAACACCGTGA-3';
DBN9936-R:5-CCCCGCCTCATCTTGATCCA-3',
BT HEA BER/N R 202 bp(L AL 2)
7.2.5 TEZw A 5.2.8,
7.2.6 SIWvEW M TE ik (W 7. 2. 5) 8K 40 31 BRI R ZE 10 pmol/L,
7.2.7 UM,
7.2.8 S50XTAE 2 Ml FrHL 242. 2 g =R W R LE (Tris) , 56 H 500 mL 7K i R g 5 . m A
100 mL & jE 0 &R A Il (UL 5. 2. 6)  FHIK R pH % 8. 0, 2R JG /K E 48 % 1 000 mL., i F I
KFE B 1 X TAE,
7.2.9 BHEHE.
7.2.10 10 g/L AL Z5E (EB) W W - BRI 1. 0 g 84k 258 % T 100 mL 7K, G ARFE
s R ZEEHEER RHIMEANEE—XEFEREHZELEEREY,
S MDA 7 0 T R R AT 24 0 R e AR TR A 2 B A R R P DK E e
7.2.10 AnREGR W FREL 250. 0 mg PREFEE A 10 mL /K ZE I %M 12 hs FREL 250. 0 mg - H 3
ANE W10 mL K% s FREL 50. 0 g BEBE. N 30 mL /K% . IRA LI L 3 FAR . IN/KEZ& 2 100 mL,
1 4 °C PR,
.12 DNA ZpFatbrifE: 7T DIEHE X4 100 bp~1 000 bp ) DNA 73 F & hrif,
13 PCR 79 MG £ .
FENFEMEF
B R 0.1 ¢ f10. 1 mg,
PCR ¥ 44 . FHF IR B BE >1. 5 °C /s, LR 2% 5 <<1.0 °C,
L UKRE L VKA S LUK
RN Y
Ay e
B,
BIESRHE
N =
[[] 5.4.1,
7.4.2 RAEHEF
[d] 5. 4.2,
7.4.3 A E
A 5. 4.3,
7.4.4 X DNA iR H &
[6 5. 4. 4,
7.4.5 RBEE
4.5.1 BAMERESR
LA 7 FE PR KA Ry 9 X B
7.4.5.2 =AKRE®R
PLIKAE 23 FA IR
7.4.5.3 PBHMERESR
DL H R B B 57 oK DBN9936 B4 ALK S0 0. 1% ~ 1. 0% BOAR 8 B (bR AL ) B 28 56 31 Y 52 56
11

NONONON N N N N N N
o Ol B W N —

2
2
3
3
3
3.
3
3
3
4
4
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% C TR ot 4R Ay B 1 o 42 o
7.4.6 PCR ¥ 1%
7.4.6. 1 X iR AN BT 45 & 19 N bR v 5L R DBN9936 B4k (4 S 4 )7 14T PCR 9734, A AR 3
AT BRI LR PCR Y B REMEE 1 MM AREFH. 20 ELE 3 1K PCR
P,
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 EEPCRYEEKZR

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#5149 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 —
50mg/L DNA #&#t 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,

FRAFRAER PCR ¥ 8K R, E T U9 FR &1 43 52 2SSIIb-1F . zSSITb-2R ; DBN9936 #% 1k {4 ¢ F 1 J¥ %1 PCR
PR R, LTS AL 49 8 DBN9936-F . DBN9936-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 CIEM 7 min; 10 CLRAF .
7.4.6.5 Jhg5HEEUE PCR AR () % PCR &84 ™ 9y 47 B Uk R
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 |-,
Il LR &R T BE R RBERS S L A 1 X TAE i b, S 1) B3R Efifk. 12 uL PCR ¥ 5
3 pL ARG P RIR & 5 A BE I SRR AL S [N 7R h — A s RE L i A DNA 43 7 £ b i, 4638 HL L 7
2 V/em~5 V/em 444 7F B KA,
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

B ) PCR P34 7= Wil 1y, 5 1 Ui B w2 5] 52Kk DBN9936 Ak I Rr 447 511 (UL AL 2) 347 X,
i PCR ¥ 31 DNA R B2 8 H i DNA R B,

12



Rl R ERA 5 864 S —3—2024

7.4.11 PCR ¥ HEEBAFIEIRAE
74101 BHPE BT . oK PR bR o SR DR B T R 2R oK DBN9936 A% Ak 1A R S M T 5 1 15 F)
P,
74012 BRI A T K N A o R DR A 0 R 5 e s TR R B 0] K DBN9936 % A AR S E 81 R
(CEIE/:
74113 A BT AL R, TR YRR o R R R B R BR R K oK DBN9936 B Ak A R R PR I A A Y 1
ECEE:
74114 FFFREHE R 7.4, 11, 1~7. 4. 11, 3 By & F . vl 4% 7.5 AT 45 o G Rk . &0, 7 o BAK S
B CE L 7,404 8L 7. 4.6 FEATRRIN
7.5 #RoWMERRA
7.5. 1 R A R K P b v L AR BT U B B3R B K DBN9936 55 AL A R S PR 5 34 15 2 9 G L 3R IRk
ORI S B T R R oK DBN9936 B Ak 1A B 43 . A5 SR 3R Sy i RE v A D b R T BR R R OK
DBN9936 6 fb A ji 43, 46 25 5 A BHPE™
7.5.2 R TR R K P b o R A A B T L T BT HU R RE ) KoK DBN9936 B Ak MR S v T 8 R 1R B 8T
8, W ARRE P R A T SR B ) R K DBN9936 B Ak A 43, &5 SR 2 3R o IR RE v R AR T HE Bt e i
R 7L ) oK DBN9936 F% Ak A4 it 43 A i 25 51 kg B3
7.5.3  aURE b FOK AR SR R AR 1S B0 4 3R TR P AR A I R ORI 4 DNA By, 45 R 3Rk ik
RE P R AG I K LD 2H DNA RSy A6 0 45 55 g [0

i UHE PCR Y IS5 R A — 300y, LA R ZHOh
7.6 R

ATy B BR (LOD) 2 0. 1% G2 T e AR & b 3 A 29 40 $8 DL Bt He it 5 2057 £ K DBN9936
AR R AD

FE AT RO RS HBR J2 L PCR ORI S B K & R A 100 ng $t M Bk B ok DBN9936 6 K 41 DNA B itk 470

=N

13



Rl R ER A 5 864 S—3—2024

Mt F A
(FRE)
HL R B EF E K DBN9936 L4 B E 5

A1 BT BRER EK DBNII36 ¥ 4L 4% = 4 LA 3E 5k PCR ¥ 1 5 51

1 AGCGTCAATT TGTTTACACC ACAATGTG
51 CGTTTTGGGA TGTTTTCTTG CCCCTG
7 1750 DBN9936 1 5" i Ak ke vk )3 3L 7 81 5 o 51 ~3
7 2.5 I B R R4y SE 2 % PCR K 7 514 DBN9936-qF B 731 . 3" 3 B0 R R 4 58 43 o 521k 22 % PCR A6l
77514 DBN9936-qR 11 & 1n] B4 31 , v (8] 7 HE P9 355 o 52 B 22 5% PCR Rz U 5 ¥ ¥4 DBN9936-qP 1751 .
i 3:1~25 NAMESRA B B T8 ,26~76 Sy FOKIE A4

TC TTGTGTGCCC ATGAGCCTA

G

A 2 HLETERE R E K DBN9936 #H L ik4s R L& PCR 8 F %

1 CTCGTCAGCC AACACCGTGA GGCTAGTGCC ATCAATAAGT TATCAGTCAA
51 ACGGTCCCGT TTAAACTATC AGTGTTTGAA AGCGAGGCGA GGCGATGGGC
101 GCGCGCGCGG GTCTCCTTTC CTGTTTCCTA TTTGCACGCC CCTCAGCACA
151 GTAGTACAAG ACGATTATTA TTTTTAAACA ATTGGATCAA  GATGAGGCGG
201 GG

1278 DBN9936 By 3" s i Ak e S M7 91 7 80 5 e kg 51~ 3

E 2.5 0B R RILR I A> A E PCR SEPEK I 53 514 DBN9936-F (1 %1 , 3" it B8 T K| £k %643 9 3@ PCR & 7 46 Il

J7 514 DBN9936-R Y I 16 H.AMNF 51 .
E 3:1~79 AAMEAEA B B4 T8 .80~202 S R OK FE R A4 T .

14



