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HEREYREF RSN
Mt BR EF EXK GA21 B F 45714 PCR ik

1 SeE

ASCPFRUE T MR 550 oKk GA21 Fe AL PARE S PCR JE P AE B AG I 5 12
AR SO T T K B A GA2T e A A B o 1 2 M R A e A

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
Tt BB 3k GA21 Bk R 1EF 5] event-specific sequence of herbicide-tolerant maize GA21
Tiif B B 70 B oK GA21 e AR I SR AE AR BE 53 30 CRID 3" 3 15 6 K Bk A 19 % 92 X P 91, A0 46 £ 0K
P2 #B 43 7 91 S i AL AR T-DNA #4537 51
3.2
PE% =M positive control
FH T 0w 458 1 1 B AR 5 43 R T e A D B e S 4 o R T e A 0 1) B PR S A
T+ BE PR B o B 21 308 A T v ) S5t T 28 3 G e ) S AR A . BRI P B A R S R
0. 1% ~1.0% . FHAE 2 5 BT 25 o ) 2 6 DN % s B S IR I A Y

N

3.3

K #m calibrator

FH T 22 i b o ity 2 00 6 5 A B S, FH 65 e A A R R 20 DINVA B35 5 DR 5% o 265 v 1 BH M s 400
B SRR SRR R &, B E S A RORE . AR R A IR HEY)
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 {E 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 REERY T RN A T MR E R GA21 Fe AL R o 1Y S PCRGE P AG I | 552 i 2¢O
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—)

51 FE
SR FH R 2 19 5 | 40 RN XA TP T oK PN bR o 35 PRLRT T ok 5 351 oK GA21 B Ak iRk Sk 7 41, 47 5K

B2 PCR 9731 . AR 2 75 47 38 4045 0040 1) e A0 14 pih 2, 0 W iU e v 2 75 3 A T BR 2 70) oK GA21 #%

A B A3 5 5 R T B A TR 250 KoK GA2Y Fe Ak AR i 4 1 H 3R 55 B M e 2 B 45 i 19 AACe {8, 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 DNARBURFE,

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

KEH (n TAMRA.BHQ1 %),

[ AL T8 1861 5 /A 5 —3—2012,5. 13]

5.2.4 THEEEFEK GA21 B4R EFFISI M/ E st
GA21-qF:5-CCAATTTTGTAATGGGACCTTATCG-3';
GA21-qR:5'-GCGATCCTCCTCGCGTTTC-3';
GA21-qP:5-ATCTCTTTCTCAACAGCAGGTGGGTCCGG-3',

LU A BN 124 bpCULBH S A HES AL D),
E 2:GA21-qP AT B R 1ok GA21 # AL AR F M7 51 1 TagMan #4541, e 5" 56 b i 9¢ 6 i 45 56 Al (it FAM, 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

JsK 225 % 200 mL,

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 /K, FHERIR (HCD I pH = 8. 0, /K EARZE 1 000 mL, 7E 103.4 kPa(121°C) &4 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 NI I 5. 2. 6) MK EZRZE 1 000 mL, 7E 103. 4 kPa(121 “C) 4 F K 20 min,
5.2.9 BlY/HEEWR A TE S (W 5. 2. 8) 3K 40 FR 51 W s8R £ IR B2 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 BRIELE
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 &

Fie Al #B 1485 S /A —4-—2010 1 6. 3.6. 4 Al 6.5 MLE A7 AT, BAIRAEEE 3 A FRE 2 i it
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 B w50 ok GA21 Bk R & ol 0. 1% ~ 1. 0% B bR 4 00 Ch o RE 0 ) B 28 36 TF B9 52 36 25 1 71
FE S AE R BRPE BT o o Q075 0 20 0 UM 1 B A A B B L 0 I T O R R o 5 s A Y B T
AR
5.4.6 PCR # 1%
5.4.6. 1 X3 R AT 4 5 1 AR o 6 R A GA2T B Ak AR S M7 91 4T PCR 738 . BNl kE 2 4%
B3NV AT PR B TFRE#HET 1R PCRY B M E 1 AR A AREFHE. Z2P0EL 3K
PCR ¥,
5.4.6.2 SZRFHE PCR P71 R &R . 244 S22 PCR §7 33500 b, #5636 1 ool 9 388 1A 28 5 24 off FH s sk
Pt PCR AN G, #%3 1 FUE M5 | vk FBE R BT VR B2 T DNA B AR £ e il 97 39 4K &R, Ay nli 4 2 RO )
U,

x1 ELHRH PCREMY KR

il 2371353 ®R
ddH, O —

10X PCR & oP il 1X 2.5 pL
25 mmol/L G b8 A 2.5 mmol/L 2.5 puL
ANTPs IR A # W (45 2. 5 mmol/L) 0.2 mmol/L 2.0 pLL
10 pmol/L L5314 0.4 pmol/L 1.0 pL
10 pmol/L Fi#51 4 0.4 pmol/L 1.0 pL
10 pmol/L 4 0.2 pmol/L 0.5 pL
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x 1 (80
2| LR A
Taq DNA 2 4 i} 0.04 U/pL —
50 mg/L DNA #iHk 4.0 mg/L 2.0 pL
SRR 25.0 pL
SRR EIANHI E . AR PCR R h A SR EE A IS L BEIA T . AR Y Tag DNA ZA it Wk BE o s HAR A,
JEHE R PR HE ddH, O AR, i 2B R R SRR ik 5 25. 0 pl,

FORMARUESE P PCR YR R b, R UES 1 AR EF 43 31108 2SSITb-3F . zSSITb-4R #1 zSSIIb-P; GA21 % {1 F¢ 5 1 7
5 PCR "84k & P, LR RS AR E 43 518 GA21-gF .GA21-qR Fl GA21-qP,

PCR ¥ 38 4 72 W] AR 408 {25 B3 700 6 A 14 52 B i Y405 450 280 5 4 0 9 4

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

25 (T 2.0 L B K FE SR R A

5.4.6.3 ¥ PCR W (B MAEE LAL L ,500 g~3 000 g B0 10 s, 4R 5 U PCR AR (85 L A SE I 9550
PCR ¢,
5.4.6.4 HEATSINSEE PCR Y1, UV ARFF N 95 CASPE 5 min(5— BBt ;95 CZ28 4 15 5,60 ‘CiB k
FEA 60 s, FEAE =40 55 —FrBD 1B KM 5 B MR IE SOLE 5 .

S o TR S8 A ) SR X R B A i Y
5.4.6.5 BB JHEHEOE PCR 14535 . L PCR 738 R4 1 A 38 B0 ok B 8 5615 5 B L IR R
Pt A M 7 1 1O R AT R
5.4.6.6 ik Cr {H W& WME G - 9868 it PCR AR EE 43 0 4 4k B g i H 58 B O 9 Ce {8 I 5%
5.4.7 PCR ¥ &N & 1% 3 E tx#E
5.4.7. 1 BHME T &, K P AR L PR R B30 oK GA21 $E AL AR RE 51 7 91 1 B R 3¢ il 2k
H Cr 536,
5.4.7.2 FAMERTR G, K PIARIESE A SR 8 il 26, B Cr {H <2365 i BR HE 50 oKk GA21 Bk ik 4
SRy A JC R s i kL 5 Ce (> 36,
5.4.7.3  Z FBTEE S, T K P bR R DR R B B R R OK GA21 % AL R 5 R 91 34 0 M R 0 i kL
5 Ct {H>36,
5.4.7.4 [FEHHAL 5. 4.7.1~5.4. 7. 3 M4 HF. ol 4 5.5 SEATEE R S RAE ., BN, o0 BRI O, &
HFE 5. 4.4 80 5. 4. 6 HEATREIN
55 #£RoMmE5RR
5.5. 1 aURE v T oK PN A o 5L BRIV 56 2 0] K G A2 S5 AR AR S 1k P 9] 14 1 0 s i i 46 H. Cr <<
36, 2 B IRURE RS I A T 5 R 00 R K GA2T S5 A AR 1 43 o 45 SR 3R 34 Sy sl RE rh G 0 1 T Bk 250 KK GA21
LR N % SRl ESE S5 ER i
5.5.2 FEFFA 5.5. L GO T - T H 2 BURE 5 P a2 it 4 5 A BU e Al A 5 o o5 1K, Do 3R 5 B
PERE BP0 AACE {H . 2 AACE (H=<<—0. 4 B , R0 Ao il i bR 55 7] ok GA21 F AR i 4y
O T AR T B S B BT i, 4 R SRR A R A I TR R R R OK GA2T B AR AR A3 A 2
FEAE, E i T GETHX 72 AACE H=>0. 4 I, 2 B b D HS it B 55 50) oK GA21 Fe bk iy, &
AR T BH P A L 2 R AR Dy R PRSI S T B R R OK GA2T AR B A D 2 Rk B L
HILF X7,

SE X h BH P R R R R K GA2T B AR I b W [ AAC | <20, 4 W75 SR 7 i 0 SR R R

it B 5555 ok GA21 5 AL AR I 4 5 1

5.5.3  alkE b T oK P AR ol 5L DA B B R B B g 2R B Ce (E<C36 10 TR B 557 oK GA21 B A s S 1k
G TE S A4 38 i 2 5 Ce 5 =36, 32 B IRCRE v A A I HE T B B 5300 oK GA21 LA il oy, 4 SR 234 o iR
rh S R T T I B K GA21 T AR B4, 40 45 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

AT R B (LOD) 2 0. 05 % GRS T S 4R & o & A 24 20 ¥ DAY TS R 55 70) oK GA21 # ik ik
FESER I .

A7 R PR R L PCR A = B4R 2 M A 100 ng & A TH R 25 5 £ ok GA21 4k i 3 B 20 19 DNA 4R 35 15

NN

6 LRI PCREEWMAE(FET)

6.1 FRIE
SR R 18 5 40 VR B T A2 o ot AR o R DK PN o 5 R RIS B 2 7] oK GA21 e AR AR 45 S5 1 )7 )
PEATSEAF 95 PCR P73 . R 4l A% o i BB 15 D1 KX 805 Cr (B 80 B9 26 1 56 2R 5 43 01 22 Hh i B3 5 39 6 oK
GA21 A RE 5% 77 50 F0 T K PN o 35 DXL A9 A o 1l 48 K0 iR 1 Ce (B AR B o ittt 4k, T 3300 HE Hh it B
B B oK GA21 FA0 ARRe 57 P 7 51 6K P9 b o 255 % 4 DL 830 S O b fl L R 45 1A b T B 0 501 R Ok
GA21 Ffb ik & & .
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,
i o B ) oK GA2L AR R R 7 9 51 W /4R 5T« [\ 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 RXHE DNA iR 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
DT B R 7] ok GA21 e A A4 o it 43 B sk #5 D1 B30 L (B 5 Fm 1 B0 6 AH > B B o 0 0 b MEAE ) B0 22 56
I 1Y) S 56 2 TC A o A A B PR S B BT A

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

5
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6.4.6 RERBF

PRI R HE50) £ ok GA21 F bR FE RN 41 DNA, I i DNA ¥ B2 DNA 35 Y% B ek 45 . 85 M
IXTE 28 Wi sk B BE 7 B DNA il £ S 6] e B 9 I B 5500 oKk GA21 #5464k DNA %W . DNA %)
Z/WEE 5 AT ER R EOK GA2T B ARk B R L e AR BE B AR £ 45 T i/ T R (29 40 #50D) HOR
TR HBR (2 20 $5 D), d5e i e B R T IR RE 5 DNA ¥R B, SR A A A9 DNA ¥ 98050 51 22 1 5 K P4 A o
F PRURITR B #2700 oK GA21 F AR R s S50 )7 90 1) o o T 46
6.4.7 PCR # 12

6.4.7.1 FER—3e PCR M I X5 A5 A ity - 30AE 05T 42 5 00 D9 A o 35 T RD GA21 5% b R R 53 1 05 9 ik £ 7
PCR ¥4 . SRR E 3 A FAT FRE BB 3 A AT 78R B 78 W] — K PCR ¥ 3% o il 47, B4 1
B /DEE 3 R PCR 473 5 25 B4 0 CHE S BV EE RS BE 2R 1 DR AN IR E TR, ZEEE 3K
PCR ¥4,

6.4.7.2 SZEFEE PCR P71 R &R 4l SC A 960 PCR 47 #5357 b L #2238 2 el 97 38 1k & 5 24 fiff A 2
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 .

T2 EHRIEPCREEYIEEKR

50l Lk g R
ddH, 0 —
10 X PCR % #h ik 1 2.5 plL
25 mmol/L LB ] 2.5 mmol/L 2.5 plL
dNTPs {4 (4 2. 5 mmol/L) 0.2 mmol/L 2.0 pL
10 pmol/L E¥#51 4 0.4 pmol/L 1.0 pL
10 pmol/L T34 0.4 pmol/L 1.0 puL
10 pmol/L R4} 0.2 pmol/L 0.5 pL
Taq DNA % 4 0.04 U/plL —
DNA £ 4i 2.0 pL
SRR 25.0 pL

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,
FFAA P H ddH, O AR FR 50 K R BARBUEE] 25. 0 pl. BMES RV AR FR i DNA B H AR KT 200 ng; i DNA f5;
N 50 ng,

FORMARHESE P PCR Y™ IR R b, [ R WR 51 AR EF 43 3110 2SSITb-3F . zSSITb-4R #1 zSSIIb-P; GA21 % {1 5 5 1 7
5 PCR ¥tk & rp, b TS| 4 MEREN 43 58 GA21-gF .GA21-qR Fl GA21-qP,

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 (AT HRFH 2. 0 L (7K P R R AR .

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 AT TEE PCR P48, SR M 95 CZEME 5 min(BE— B B) ;95 “C A 15 5,60 ‘CiH k
FEAF 60 s, JEIAE=40 B B B 5 7658 — By B iR O ff i Bo Ui B 5015 5.

S+ TR A S0 8 A ) SR 2 B M 2 A
6.4.7.5 BEBME: JM L PCR ¥ W45 05 . L PCR 47 54 I 47 5 A $8 B0 ok 1508 98 605 5 B ME L IR
P AL M 7 17 1O 0 A R
6.4.7.6 {iBF Cr % HHE 2¢O & PCR UMW EURE 5 Hr 5 A shit a8 ni iy Ce B FFid 5% .
6.4.7.7 LhHIERAE ML ARG S I Co (5 TN 4R AR F5 D10 i B0 I 2 G &R L B4 L &
SR PR A 7 35 RRITTR 5% 5 50) oK GA21 5 Ak A 52 1k e 9 ) b o i 2 . s vl e e 28 30 (D 2341

Ct =a + blgc (D)
X
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Ct — ¥ Ce 8
b
¢ WA AR I DB,
6.4.8 PCR ¥ EEHEHAIEIRAE
6.4.8. 1 eI B A A v, T K PN AR o S DR RIS Bk R0 oK GA21 S5 AL R Re 5 v 7 91 34 45 B L e iy
2, H Cr H<36.
6.4.8.2 BAMERE S, TR PIARIESE AT SLRL Y 394 il 2k, B Cr {E<C36 5 T BR 557 £k GA21 Sk ik 4s
S A G R B g gt £k L Bl Ce (> 36,
6.4.8.3 a5 AT, TR POAR L RITIO BR RE 550 oK GA21 % 40 PR R 53 0 e 51) 15 T B 0 4™ 3 il 8
8¢ Ct {H>36.,
6.4.8.4 FruEmiZiE ZE(RY)=>0. 98; —3. 1=bpifE ML AR (b)) =>—3.6,
6.4.8.5 [AHFE 6. 4. 8.1~6.4.8. 4 BEAF. 745 6. 4. 9 I EFA TR A & & M BR 57 1ok GA21
SR AR S0 7 20 5 DL BT (B RN K P AR o 3 B8 DUBCF 908 7t (L. A5 000, 43 B LA B0 BB 4%
6.4.4 5% 6. 4. 7 FEATHI ,
6.4.9 HESFRENEFIMEXNRELERNEZERNELE
6.4.9. 1 BE45 KRy B BHE A2 8 45 i AR ) T A P s o 35 Rl i ok o 50 R oK GA21 e fb RS 5 1k
HIiy Ce {Eﬁ/\mr“ﬂﬁﬁfﬁﬁ%% 2 A R TR 5 0 oK G A2 B Ak AR S5 v 8 401 R K P s v
EEZANE
6.4.9.2 A ()T TFREMT IR B F oKk GA21 55 Ab e 5 15 50 R 6 K PN A v 35k A1 10 5% D0 850 L (i
CLATF AR A I 8™

Cq

>< 100 - e eeecsecsscsscsscsscts et sesseecsesensentne (2)

2l

{re

Cr

AT FRE B 45 T T BR B oK GA21 AR 7 51 1 K PN B o 56 AL 1) 8 D 8500k P S 391
B HC AR B 205 (%)
b — & PRI S 900 1.2.3, B E & R MU 1 AT 7R iE R 1

AT TRE kAT E T BR R Bk GA21 B AL AR 5k 2 #0100 2448

o 7¥ﬁf?ﬁ k45 R ARHEIL N =SSTIb DK $2 UL B S 21 .

FE B BB S A BT 3 A PCR Y™ & 45 DL (Y.
6.4.10 #KMNHIESEHERA
6.4.10.1 PAMEEERERVNHMESIEAE
6.4.10. 1.1 Ak

i FH A IE A o B TR Sk BH s B R AR SR 2 6. 4. 10. 1.2 EAT BH R R B ARG 0 B B A R
JE 5 27 FH 52 56 5 0 1 R 1R A BE P e BT A B H 6. 4. 100 1.3 SR AT FH R A o B R T A G AR
€
6.4.10.1.2 FHiEtREWFREHPREEERE®
6.4.10.1.2.1 PHMEERERVNHEFENRELSHEE (FHENRER)

F2 0 X C3) T BH A £ B o IR PCR 47 1 8 52 4 0 55 41 ~F Y5 (8 09 A o AN 0 2 B2 CF 916 19 A
),

w(e) =t } (3)
Kb
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6. 4.

6. 4.

6. 4.

w(c) — BAMERE B BTFA AL 7 Yk PCR 43 5 52 A4S I 45008 - 324 (8 B AR VS 0 5 B2 CF S (BB AR HE ) 5
n K PCR 4" 4% #5246 M HCH0 v i B B 300 oK GA21 B AL IR 5 71 R 36 2K D9 A 4 56 P ) 45 DL

C max
B AE Y Fe KM
€ tmin n Y PCR 4 44 5 &K I K080 mP i B 5 390 ook GA21 5 bR P 51 A0 T K P b o 35 1R B4 95
B AR 1 fe/IME
o WMERB(G T HER n=3 1, f=1.693;
n — PAMEE B A PCR 973 19 8 52 B A SO rp e PCR YT A 3 IR n=3),
10.1.2.2 FEAMEERESHVEEEHERENRERHEE (FYEZHNRER)

FEA RO THR FAYEE &8 B i n I PCR 4™ 1 5 52 46 DU AR 48 - 24006 Ot 45 9 B 7 AS 1 2 2
A

Wyieo  — PHPEE BB i o Y PCR 4™ 38 8 52 A6 I K031 1 349 18 O £ 040 B 1 AS 6 2 E
wern — PR E B BT A5 it A B A bR EAS A 5

10.1.2.3 PAMEEREREQUEEFHESEAEEBNESE(FHEZH)
24 3O T B SE B BUA UK PCR 9 18 o 5 4G I 80408 1 22 145 G DA S 1) ) i
bias =¢ — Copy "ot ceveeeene (5)
A
bias B G o O ot A D00 K8l 2 UK PCR 47 8 i ARG 0 K300 - 240 £ -5 G DA M I 154 v £ 5
¢ PR B S 0 IR PCR 438 5 52 A6 0 50 1) F- 2 4 5

S

} b=t

cormn — PHME 2 R HE M A E(E .
10.1.2.4 PAMEERESEUHEESERATE
i | bias | <2 X wy, FRARFEE, 95X EEKT FAEHETF R 2) F WL K SL 50 BV 2 & 5 &

A 0 KA 39 ) D ey A S AR S B B P A o A T R S

6. 4.
6. 4.

6. 4.

6. 4.

)

10.1.3 ZR=MIANEREABAEEERER
10.1.3.1 PAMEERERENEIEIREE
Fe 52 C6) TR BHME B B A » Yk PCR 37 184 51 42 A6 I 850905 Bk v 22

Cmax — Cmi

A

s —FBIPEE S BT AL 0 IR PCR 3 & A I BSOS (Y bR o 22 .

10.1.3.2 MUEEREELVENENRES (R RH)

Fe 5 2D VBB 2 i BT 4% T n Y PCR 4718 1 52 K6 U0 506 1) AH XA o 22

SR :% S 100 sreososssseststasasnsssestssornsesssssssissesnsncns (7)
c

Bav

SR ——FHME 5 B B b e UK PCR 16 H 52 A6 I 5040 140 RO o o 22 28 5 B0 L B0 B 735 (6D
10.1.3.3 HERtEEREARLNHEFHES EMBAENANER (BXRE)

F 8 ) T B S 1 B A e UK PCR 97 18 5 524G 0 A0 40 1 42 10 -5 G FU0I 6L #9 AR 0 i ey R X i

DiasR = S CE 50 100 eererrereeneernneinnieen e ree s eeeneeees (8)

Cg

NS
biasR — MR BEFES o Yo PCR ™3 7 5 K 0 SCHE 4 (A 15 36 0100 (6L 0 400 5 0 £4F R AR 250
B R A %) s
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ce PR RE B B A ) U E .
6.4.10.1.3.4 MHUEEREHEVLUVLESHEAE
# SR <<25%, B [biasR | <<25% , F W] B E o 5045 i K W00 5000 1 g 10 S I 3, A QS 6 P o o
Jo A G I Kl 5 4
6.4.10.2 KEFERNBESEAE
6.4.10.2.1 HEKHERUBEREE
F 8 SO THEAARE o AP AT R G D Kl A9 s v 22

4 ’
/ C max C min

s' o AT TR R 4 b v 2

¢ m ASAT RS H 285 DUBCHCAR 19 fie KA 5

¢ o ——m AT TRER A V-S54 USG9 /M
6.4.10.2.2 RKERVBEFEANENIRESZ(ZEREH)

8 AL THRIREE m AP A7 AR A K00 1 A X A v 2%

s

SR =2 3 100  ceveereereecaiiaiieiiiiiiiiiiisiisisinnenneeees (10)

c

K

sR’ m A AT RS DN ASCHIE B AR R o 25 (2 S RBD L B A 35 (V)

c m A PAT R DB 1 S5 m =3, AR A A5 (D),

ARSI A P ¢ =0, 1%, RVR T35 FAR g PR A F T A FE SR <25 %0, A YR A6 I 4
PG A% s U A I B 396 ¢ <<0. 1%, BIVNF AR R4 IF T L BLEEHE 6. 5. 2 AT 45 SR ir 5 R 3A
6.4.10.3 KNHEEEFAE

3% R 6. 4. 10, 1 F 6. 4. 10. 2 XoF BH P S o JB 428 it R RE 10 A D850 90 3 A7 5 4 ) L 5 A M O e B
A2 it R B G 00 80 4R [] 5 A DU B A RS 0 840 A A8 AR 6. 4L 11 AT AR E A5 R TR A
MU SR A R R R FOB AT PCR 9738 ml F 8 i 45 0RF D 28 AR A5 A 80k i 4504
6.4 11 XAHEEELRITE
6.4.11.1 KHERNEENEHE

B P o I ity R A G 0 50 00 [ Bt A ST 58 3 AN AT T RR A T B8 S 21 ¢
6.4 1.2 AHEELRETHEEIETE

S 00 5 AT MR A B o 9 B0 I S 22 SR B 0 T A PT84 X B v N A B C o ) AR XS A E S
EECu, YHITEREROATEEIEE ., 25, uo [N 0.002 4, u, A7 0.074 1, AKX QD EEIR
FE 2 f 25 S I BR AN 2 .

w =+/0. 00242 4 (0. 0741 X ¢ )2 ceevescerescasninsensensseneenensenes (11)
VR

u

UREE A5 R bR AN B BE L DR B 2 A O A E S (U0
W™ B ¥ k=2, MR S B 45 SR A3 AN 2 JE (UD #22 S(12) 15
U=ku (12)
A
U — A B A5 R A IR B 2 A 8O0 B0 5 (00D 5
E—WFHNT 1 SSNMEGET k=2,
e LRORHE BRI T 2 R TR R S RO A5 . AT A AT R AR S S A IR o L S T T
s 25 ) B S B M SR T TR ST I kA
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6.411.3 ABEEELRNRT

#2430 13) R R e A A5 B 0y o B 25

C = FU cevereeeeccrttnccttnicctncsctcccccnsaccscannees (13)
A
C —BURE R BR A 500 oK GA21 B A A B 10 B 45 2R A U807 B — D0 1% AN E B2 AT R8T
g — B2,

6.5 HRoMERIE
6.5. 1 JaURE v 2 K AU AR o 5 DRI B 2 ) oK GA21 5 AL AR S PR 7 510 44 1 B0 il B 496 il 26, HTH 3
TS o 0 70 oK GA2T SR AR 1 (O i T2 fiE R, 2 W URE op A 1 T 5 5 30) oK GA21 B AL AR i .
55 SRk g URE PR T H Y R 00 T oK GA2Y B ARPR BRAY L B B ok GA21 FE AR IA S il ¢ +U .
6.5.2 B T K P AR oS DRI B 550 ROk GA21 e A R R S e 0 2 1 Rt 7R 348 il 2% L SR A it
BRA E K GA21 B RS B (OO T B R, 2 WTHACRE RS H T B3 0 390 0K GA21 BRARIR Iy . SR 3
TR A LR PRI R TR R R 0K GA2T AL oy, (R BR R 50 K GA21 Fefb iR & AR T E SR
6.5.3  GURE R FOK AR RE DR i B A 0 i R HL Cr {H <36, T BR B0 70 oK GA21 B fb ik s 1k 15
) To SR 18 il AR m Ce (B> 36, F W URE AR A I H1) TR B3k 5 50) oK GA21 B AR sy . 45 R ik il
P R R AGL NN R B3R 50 K GA2T Fe Akl ar7,
6.5.4  LURE O OK A AR R PR ) B R il 4R B Cr (B> 36, 3R B ICRE R AR T HE £ K JE R 41 DNA
WY o SR FIR DY R TR ORI BRI A DNA

6.6 #HimR

AT5 5 B BR (LOD) 2y 0. 0500 CREY T S B4R &R P 8 1 2 20 #5 DURY TR B 7270 oK GA21 # ik
FiSEVERR S

FE R J7 2 4 HH B L PCR A% 0 I I8P R P A 100 ng 5 A7 T B 58780 T 0K GA21 JE PR 41 A9 DNA BUREAT I B A0
6.7 EER

ART5 ) E B IR (LOQ) Jy 0. 106 GRS T S I MR 28 i 3 A7 29 40 95 DAY TRt BR 75580 oK GA21 e b iR
SEREIFA

SE AR 7 TR R DL PCR A I B BE AR & P IIA 100 ng 5 A5 T B 25700 6 K GA21 J P41 DNA KA HE 4T 00 53 19
7 LEEPCREMEMAZ(FZEZ)

7.1 JRiE
SR HLE AT B B30 oK GA21 $5ALRRs S R 910519 5 i BE 4T PCR 3 . AR 82 &9 48 3k A5

U DNA F B, W iR b2 8 & A i B 550 oKk GA21 Fe bR i gy

7.2 R A0 A
B lE 55 A U6 B AU FH 43 A 43500 L 78 0B K sl DA B SR K .

7.2.1 DNA #BULH & [ 5. 2.1,

7.2.2 PCRYHELH [ 5. 2.2,

i # AR PCR 3530 , o 7] 3% A 2 7 PCR G & .

7.2.3 EXRWNIrAEE SSIIb EE 5|9
zSSITb-1F :5'-CTCCCAATCCTTTGACATCTGC-3';
zSSITb-2R :5'-TCGATTTCTCTCTTGGTGACAGG-3',
TP A B/l 151 bp,

[ - Al % 1861 5 A5 —3—2012,5.12]

7.2.4 TBEFENXR GA21 HLEESHERETIGY
GA21-F:5-CATCTCGGTTCGAATCCGAGTG-3';
GA21-R:5-GATCCTCCTCGCGTTTCCG-3',

10
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T BRI R 200 bp(iL AL 2)
7.2.5 TEZmi A 5. 2.8,
7.2.6 SIWvAW ] TE Zm (W 7. 2. 5) K4 91 ARSI FEZE 10 pmol/L,
7.2.7 A,
7.2.8 50X TAE 2 M - FREL 242. 2 ¢ =} L L e (Tris) L S5 H 500 mL /K JIn#A g 3% )5 A
100 mL & /DY 1@ I (L 5. 2. 6) , VK R pH 2 8. 0,88 J5 K B 45 % 1 000 mL. A H
KR BERL 1 X TAE 28 b .
7.2.9 TAEHE.
7.2.10 10 g/LIRALZ 58 (EB) W W - FREL 1. 0 g JAL 288 % T 100 mL 7K, BEOGARFE
B B ZREREER RANERANNE— AT EREHZERBERY,
S« ARLAIE 75 T P 2 R T 4 1 R TR S A A A 054k 2 10 A R i L D F e € 5
7.2. 11 JREGE v FREX 250. 0 mg BB, A 10 mL /K, 7EE I FIE# 12 h; FREL 250. 0 mg — 1 3%
WG INA 10 mL K s FREL 50. 0 g BEME. INA 30 mL K%M, RAL L=, K ERE
100 mL,7E 4 C FRA%.
2.12  DNA JpFibpif : 7T LI X 48 100 bp~1 000 bp Y DNA 73§ 5 brife
13 PCR 79 HGAH £ .
FENSFMES
I3 R AR 0.1 g A1 0. 1 mg.
PCR 4" #8443 . FH R IR H B =>1. 5 °C /s fLIRNR B 22 %<<1.0 C.
FL UK | FL VKA A5 L K R
BEME AR R G BB R 5
W e AL .
B AL,
BETR
1 e
Al 5.4.1,
7.4.2 AEHE
Al 5. 4.2,
7.4.3 X EEFALIE
[6 5. 4. 3,
7.4.4 RXHFE DNA #EiRH &
[A] 5. 4.4,
7.4.5 RILIZEE
7.4.5.1 BAMERER
AR 56 R KA M T B 550 ok GA2T 55 A ARG 0 % B o 4
7.4.5.2 =ARER
PAZKAE R 28 145
7.4.5.3 PBRMERESR
PLTR BR B F K GA21 B4R &80 0. 1% ~ 1. 0% By FR 8 IR ChR ERE ) 8 28 56 IE il 52 56 28 IE 7
B AR R BH A S 5
7.4.6 PCR # 12
7.4.6. 1 XFiaURE RN A A D9 bR v SR PR GA2Y Fe Ak iR ke R P 8 HEAT PCR 971 AN e =0 I
11

NONONON N N N N N
(o R & R N & I S

2
3
3
3
3.
3
3
3
4
4
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3AVAT AR B TAEHEAT 1 IR PCR 9738 S s 08 1 ARl A E T4 2D EKE 3 IK PCR

.

7.4.6.2 i PCR Y BARR YA PCR I 1R B, 3 4 3 Bl 97 38 4K R 5 244 2 M PCR K57 &
L 42 36 3 FUE M5 vk FE AT DNA R FE il 9 388 R & Al 2 IR & Ul i 5
£3 LEPCRIMEEZR

B 2k i L
ddH, O —
10X PCR 2% M 1% 2.5 pl
25mmol/ L 8L 8 1.5 mmol/L 1.5 pul
ANTPs IR A # W (45 2. 5 mmol/L) 0.2 mmol/L 2.0 pLL
10 pmol/L L5149 0.4 pmol/L 1.0 pL
10 pmol/L FiiF51 4 0.4 pmol/L 1.0 pL
Taq DNA % £ 0.025 U/ul. —
50 mg/L DNA it 4.0 mg/L 2.0 pul
SRR 25.0 pL

PERREBURHIE . 2R PCR 22 vh W & A AL R I SB AL B W . MR8 Tagq DNA R4 B i e B2 5 e AR
I A R P8 # ddH., O BB, fff 5N A 2R BV BLIA B 25. 0wl

FOR N FRESEE PCR U 38k &b, b LR UiES |9 AR £ 53 5128 2SSIIb-1F (2SSIIb-2R ; GA21 % Ak A Rf 5 ¥ 51 PCR 4731
R, LTS MBEE 58 GA21-F.GA21-R,

PCR 9" 1 7k 72 0] MR 415 A0 5 B ik 70 6 A 1) 52 B {1 B0 320 A7 #H I 1 8%

BEERTE 1A AR ZR AR AR, O A FR S B R B R AT PCR § ¥ R R &

25 XA 2.0 L B KA g AR .

7.4.6.3 ¥ PCR M () AEB LML 1,500 g~3 000 g 8.0 10 s, 98 J5 B PCR #lz () . it A PCR
X,

7.4.6.4 #ifF PCR Y4, RVAFEFE N 94 CAME 5 min; 94 ‘CA8PE 30 5,58 “CiB k 30 5,72 ‘CHEAH 30 s,
AT 35 WAEHR ;72 “CIEH 5 min; 10 CHETE,

7.4.6.5 RWMEHJFEUE PCR Ml (85) . % PCR 3714 7= M #E 47 rL Uk R

7.4.7 PCR ¥ 1 7= 49 B ik 6 )

i 20 g/ L B BEFR R BOIS B . A 1 X TAE 28 il v, It s e o 1 ol i B BR BV . B 100 mL
BB W A 5 pL EB %M 808 & 0 HABA R Bkt IR A) TR JVE K B Uk AR b 46 A
T EE RS A 1 X TAE Zopi 3 Bl BRREIR AR, 12 pL PCR #¥15 3 pL ik
G M BR A R I BE IS SRR AL, ) B R I — A SRR AL A DNA 4y it bn i Bl B I L 72 2 V/em~
5 V/em ZAF T HIKARI,

7.4.8 BEHESH

FEL K 25 SR BOHE B B M . B T R AR AN A% . AR DNA 4> F bR e AL TP 38 S B R
N K LUK S SR T B R SO AR R B B R IR AN E R AN BTl PCR 38 R BE 2R oh H I
DNA F B 308 7.4.9 1 7. 4. 10 RLE AT,

7.4.9 PCR #8749 [5] i

i PCR 9734 7 9y Inl iR & v WA 5, it PCR 4738 19 H 19 DNA F B,
7.4.10 PCR ¥ # 7= 4 i Fr 38 iE

B AU B PCR P73 72 0 5 L 5t B 35 ) oK GA21 B AL R4 S vE e 91 (0L AL 2) BEAT EL X)L i 2
PCR #3411 DNA J B2 &0 H Y DNA B,

7.4.11 PCR ¥ HEEEMFIEIRE
74101 BHPE BT A, K bR o RN BR R oK GA21 R AR R Sk P 91 3415 3 473

74012 B B b S OK A b R RS BT HE  T BR R Ok GA2T B AR AR S 1R 81 R A5 3
12



Rl R #ERA & 5 864 S—12—2024

Py,
74113 23 TR A T K PN A o R DRLRIT R R R oK GA21 B AL ARRE R v P S S R A B
74114 [RIERE AR 7040100 1~7. 4. 11, 3 BYSRAF, AT 4% 7. 5 #EATE R r SRR . &, 4 Hr BRSO
L 7.4, 4 5 7. 4. 6 AT,
7.5 #RoWMERR
7.5 1 BRRE A T K P b v L DRI B R ) ok GA21 Ak AR S B A5 B B s, 2 IR RE R T
i B 250 oK GA21 F AR U4y, 45 5 3R S 10RE v R 00 113 T B3k 25300 oK GA2T B AR AR 1 43 o A il 45 21
JFEAE”
7.5.2 M R OK AR SE DA B 1S I BR R R Ok GA21 F AL IR R 1P A R A3 211G, SR K
T A DU S R R R oK GA21 5 AU A3 o 25 R SRR S aURE o ARG I o T Bk 8 %) oK GA21 B fb ik
BG5Sk B
7.5.3  aURE P EOK AR SR R RS B0 B4 3R IR T R A R ORI DNA WG, 45 R 3R R ik
FE P R A I S K LD 2H DNA RSy A6 0 45 55 g 7

i U PCR P I8 45 AR — 3080 LI S5 Nl

7.6 R
AT LR R I BR(LOD) 2 0. 05 %0 CHH 24 T S AR 2 rp & A0 24 20 5 DL AT R 500 Bk GA21 e qb ik
R

FE AR DT HE ARG H B DL PCR 60 284K 2 tFm A 100 ng i BR 55 Bk GA21 £ 41 DNA BEA T 05 7Y .

13
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M xR A
(FHHE)
il BR B 7 £ oK GA21 Bk REF

Al TEBREF EX GA21 B4 kiF BRS¢ PCR ¥ FE 5

1 CCAATTTTGT AATGGGACCT TATCGTTATG CTATTTGCAA CTTTAGAACA TATACTAACT
61 CAT \ATCTCTT TCTCAACAGC AGGTGGGTCC GG\GTCGTGGG GGCCGGAAAC GCGAGGAGGA
121 TCGC
ELZFI GA21 B 5w LR R RS R B T O 5T ~3,
205 0 R R E A N SR 96 PCR Keill 5 35514 GA21-gF (97 51, 3" 3 28 RI 2838 43y 52 i 22 58 PCR A i
1 GA21-qR B 1) B 405 B0, o 18] 7 HE PR RS2 98O PCR KT 7 248 41 GA21-qP RYF 31 .
i 3:1~75 WEREWAIB TS, 76~124 N AMNEIH A A B B4,

A2 THRREFER GA21 BLEHERMELIE PCR ¥ 85 5

1 CATCTCGGTT CGAATCCGAG TGGCGGCATT CTCGAAAAAG AATACAATAA ATTAGAAAAT

61 GGATTCAATT CGAAATTTCC AATTTTGTAA TGGGACCTTA TCGTTATGCT ATTTGCAACT
121 TTAGAACATA TACTAACTCA TATCTCTTTC TCAACAGCAG GTGGGTCCGG GTCGTGGGGG
181 CCGGAAACGC GAGGAGGATC

E LT GA21 [ 5 S LR R R R A R A s o 5T ~3

2.5 A T Ry il PCR E MR )7 5514 GA21-F F 5,3/ 3k 80 T QI 34> 58 PCR 5E M 7 i

514 GA21-R B9 5 ] B AMNF 1
7 3:1~153 J EKIEHH IR FF 154~ 200 HHMEIEH A BB B 51,

14



