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o B E A W K B dm A ST e i
i BR B 5 E K nCX-1 L4k 45 =1 PCR 77i%

1 SeE

ASCHFRUE T R 5 50) T oK nCX-1 Fe AR AR S PCR ZE P L E B A I 5 72
A SO 3E YT K Bl nCX-1 B A A B 43 1) 5 PR s AT

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 5 R AEY) S L7 kil 58 H 2R

ok ok

3 ARIEBMENX
AR 1861 A4 —3-—2012 FLE 1Y LA B N FIAREFE Sl T A S
3.1
fit B B E 3k nCX-1 B4R HERF 5] event-specific sequence of herbicide-tolerant maize nCX-1
Tirf I 5 70) R oK nCX-1 6 AR AR (9 SR 5 AR B 58 CFID 3" 3 5 6 oK 56 PR 21 1) 32 422 IX U 4 B 466 6 K
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 5 b o it 2 00 0 5 A B S, FH 45 e AL IR R DR 20 DINA B30 6 J5 R) 5% o 65 v 1 A I A M 40 o
B SR R R & BN e B E S MR RORIE . B Se B A IR AR EY)
3.4

F1#¥ subsample

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

ACt fE ACt value

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

AACt 1 AACt value

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

4.1 Ww7gE

55 BEERM T B BIHLE T S DR R R T oK nCX-1 F AR A4 19 52 2€ % PCR SE PRGN L St
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

5 BWES T A 3 FANE T ] ARG AR GRS | A AR, T AR N K B A
TARLE .

5 SEEIESE PCR EMEKM T ik (HiE—)

51 FE
SR FH R A2 19 5 | 4 RN XA T T oK PN b o 35 PRLRITTRS B3 55 391 oK nCX-1 S5 AR A4 S 1 3 91, i 47 5

B¢ PCR 971G . RS2 5 9 14 4015 U0 i 7 448 ify 2, 40 ol b 2 45 35 7 T B3k 2050 6K nCX-1

AR AT o AR B A T R B R ROk nCX-1 8 AR it 43, oF 3R 5 FH PR S B4R 1Y AACTE

5 1R 5 A A i B R L AR AR B o B A

5.2 kT AN A
AR 55 8 8B AU 4 A 2l 5] L 2808 K sl A SR K

5.2.1 DNA #EHHLH &,

5.2.2 PCR Y IKXH|: Tag DNA B4 W . PCR ¥ 122 bk .25 mmol/L ZALEE (MgCL) ¥ W .ANTPs ¥

W CHeE H9 10 mmol/L ) dATP.dTTP.dGTP.dCTP 4 b i S8 A% W% R VS W S A BIR B
AR R AT R PCR 48 350 , Al 26 FiT S 2% 56 PCR k7 £

5.2.3 EXAIrAEERE SSIIb EE 3| ¥/1R$t
zSSITb-3F:5'-CGGTGGATGCTAAGGCTGATG-3';
zSSITb-4R :5'-AAAGGGCCAGGTTCATTATCCTC-3';
zSSITb-P:5'-TAAGGAGCACTCGCCGCCGCATCTG-3',

i LT R Be K/ 88 bp,

7 2:2SSIIb-P 4 =SSIIb 3£ H A TaqMan #4F, H 5" 6 AR {0 2¢ Y63 45 2 A (0 FAMVHEX 28) , 3" 5 b 0 % R 9 2¢ 6 7
KEF (n TAMRA.BHQ1 %),

[ AL T8 1861 5 /A 5 —3—2012,5. 13]

5.2. 4 THEEEF EK nCX-1 HL K4 R F 515 9 /4R 5t
nCX-1-qF:5-CGCTAGTTCATCCTCTGACTGGTA-3';
nCX-1-qR:5'-CTAAGCGTCAATTTGTTTACACCAC-3';
nCX-1-P:5-CGACCATACCAGTTGCTCAGGTGCCT-3',

LU A BN 87 bpCILHESE A g AL D),
E 2:nCX-1-P il B 550 B oK nCX-1 B AL 4R 7 v 5 91 B9 TaqMan 84, e 5" 3 AR 10 96 8 4 45 3 i (il FAM, HEX
85), 3" bR 6 R 19 7V K B (i TAMRA\BHQI %),

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 KA, G218 T I S AL AR (L 5. 2. 5) HL B L G MU LR AN 5 A A L T AU AR Bl R DL

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

fit F 800 mL A, FHE M pH £ 8. 0. MK ERZE 1 000 mL, £E 103.4 kPa(121 C) & F KK

20 min,

2



Rl R ERA 5 864 S—2—2024

5.2.8 TEZ o3l 10 mL =2 L EE bR Wi (WL 5. 2. DA 2 mL & e 4 1R — 4
WL 5.2.6), IMKEZRZE 1000 mL, 7F 103. 4 kPa(121 C) % T 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

% NY/T 672 Fiflk i 2031 54 %E 192013 HéE 8 AR F AT,
5.4.2 RA#EHE

& NY/T 672 gl #8 2031 5 A% —19—2013 H5F 9 TR F AT .
5.4.3 KA E

Fe A 1485 S04 —4—2010 " 6. 2 BYHLE PUAT .
5.4.4 X DNA #ER$ &

Fe AR #B 1485 S/ —4-—2010 1 6. 3.6. 4 Al 6.5 MLE B AT . BB 3 AT TR
IEAT DNA $2BCR2lifb, FiF PCR 934,
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

DT Bk 55 oK nCX-1 AR & iR 0. 1%~ 1. 0% F bR v 8 I Chs v B ) B 28 56 31F A9 512 56 25 1 1
FE SRR BHAE 4 5 o 45 5 00 25 0 1R 1 e S TR 2 i, 340 7 1 O 6 DR 5 0 5 s 1L I A X5 1% BH 1 2
AR
5.4.6 PCR # 1%
5.4.6. 1 XFURE AT 5 19 AR ESE P A nCX-1 S5 AR SR S0 P 51 64T PCR 9788, AN ilRE = A0 3
AT BAFHEEAT 1 IR PCR Y 1S A ik & 1AM FER A RE TR, 20 ES 3 Ik PCRY .
5.4.6.2 SIHFEEE PCR 944K R 24 4f A PCR 9143500 i L #e 8 1 FC 9 3 1K 5 5 248 H 2B 28 PCR
A B 38 1 MUE B D W B IR AT B R DNA RSB B 50 9 4 A 2R L AR o B IR R & i B,

x1 ELHRH PCREMY KR

B R il
ddH, O -
10 X PCR 2 #h il 1% 2.5 plL
25 mmol/L LB ] 2.5 mmol/L 2.5 pl
dNTPs {4 W (4 2.5 mmol/L) 0.2 mmol/L 2.0 pL
10 pmol/L L5149 0.4 pmol/L 1.0 pL
10 pmol/L T 5149 0.4 pmol/L 1.0 puL
10 pmol/L R4} 0.2 pmol/L 0.5 pL
Taq DNA B4 0.04 U/pL
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x1 (&)
2| 287354 N
50 mg/L DNA iR 4.0 mg/L 2.0 pL
/ﬁ"12(§$/l:{ 25.0 F‘L

U RRBURHE . WA PCR 2% vh il b A AR U I &AL BE W . MR4E Tag DNA R4 B 1 B o FAR R, 9t
AR & ddH, O B AR B il 52 7k R R BUA F 25. 0 pl,
TR AREIL I PCR ¥ 38k R b, L T iS4 MERER 43 5124 2SSIIb-3F . 2SSITb-4R Al zSSITb-P; nCX-1 ¥ {b R 45 55 44 17
5] PCR Y™ 84k &b, LRSI AR EE 4328 nCX-1-qF .nCX-1-gR Fl nCX-1-P,
PCR 9" 1 7k 72 0] MR 45 A0 B ik 70 6 A 1) S B {19 B0 320 A7 40 B 19 88
BERTRE 1A N AR ZR AR, R i HR S B I 0 A AT PCR 9 ¥ iR Rl .
2 E BB 2.0 pL BIKEBAR .

5.4.6.3 ¥ PCR (B AERE LAL L .500 g~3 000 g B0 10 s, K5 U PCR AR C55) L A SE R 9851
PCR X,
5.4.6.4 HEATSCHITEE PCR 748, RBIARFE K :95 CASPE 5 minC— BB ;95 C 728 15 5,60 “CiB k
FEfH 60 s, fEAEL =40 B BO 5 1R KI5 BRI 2OLE 5.

T« TR S0 R ) R T B R 2 A A 2
5.4.6.5 EEBME:LHZOE PCR Y LR )G UL PCR 3§88 NI 4 A8 B8O Rk 15 B 2615 5 BE . R
I S A e P I O AT I
5.4.6.6 123F Cr & : ¥ & B{A )5 . 5 E 7t PCR AR 40 B 44 A st B a4 R Ce {8 I8 5% .
5.4.7 PCR ¥ 4N & 1% 3 E tx#
5.4.7.1  BHMEFES &b, K PN bR 3 BRI B 550 oK nCX-1 B b ke 5 1 3 91 3 7 A g 14 il 2&
H Cr {H=<36,
5.4.7.2 BAMERE S, BRI AR ESE R AL i 2, B Cr (E<C36 5 i bR 5070 £ oKk nCX-1 ik iRk 4
S VEF A T ALY R i kL B8 Ce (> 36,
5.4.7.3 A FTES S, K BRI BRITA BR 50 oK nCX-1 B Ab ke S5 1 7 910 3 Jg S R 14 ity 2
B Ct {H>36,
5.4.7.4 FFRIBHGR 5. 4. 7. 1~5. 4. 7. 3 W &AF, AT 4% 5. 5 AT 45 R 5 RAE . B, 2 BARIE AL,
FHHE 5. 4.4 5K 5. 4. 6 FEATAEI .
5.5 H#HRAoWMERIA
5.5 1 R K AR ML PRRITR B3 5500 oK nCX-1 B AR g S v e 91 34 s B 0 1 il £ 5. Cr {E<<36,
2 B A P ARG S T 5 R K nCX-1 B AR AR R 43 o &5 3 32 38 SRy 0RE Hh R I S T B3 5 5] B OK nCX-1 §%
AR 853 A 5 SR Sl BHAE”
5.5.2 TEFFA 5.5. 1 WO o4 75 F 8 aURE 5 P a2 0T 48 0 A LU 2 Al U 5 o o 1K, D 3R 5 B
PEE RS S AACE fH . 2 AACE (H=<<—0. 4 B, R URE ook 0 H T B 5500 £ oK nCX-1 #% A i B 47
i T CRE T BH M S A T - 485 SR SRR O R v R W0 S T R R R B K nCX-1 5% Ak AR B4, I 245
REAYE, S T GETHX 72 AAC fH=>0. 4 BF, SRR oG ) it R 55 55 oK nCX-1 3% AR AR 1847
O AR T BH M BT A R AR A IR P R I T R R ) R OK nCX-1 B AR A B A3, i 25 SR R R
T, HERT X7,

T X B e B AR P B ) K nCX-1 B AR A % A A0 2R [ AACE {8 [<<0. 4 I, 55 2R JH 77 ik 00 ke

i B ) B oK nCX-1 F AR i o & 5
5.5.3 AR K bR o 3 DR M B L R P 4k H Cr (<36, M BR 55 B oK nCX-1 H b R 5: 5 1 P
H JC MR B 2R 5 Cr (5= 36, R o SR A I HR T B B2 7] 6K nCX-1 F2 AR AR B 43, 25 R 3Rk ik
FE Hp R ARSI H T B4 B 7 oK nCX-1 55 AR AR 43 K6 0 45 SR S BRI
5.5. 4 JURE T B K AR IESE R R B0 LA B i R 5 Cr > 36, FRIAAE S P R KT s K LR 41 DNA
4
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ITF s SRR R IR TP RS I R K LA DNA o3 R I 25 1 B
R PCR &3 45 R A — 8009, DL 2 B o e

5.6 MR
ATTIERY R I BR (LOD) 2 0. 05 % A 24 T S R 28 vh 3 A 2 20 #5 DL TR BR 52 50) 0K nCX-1 #e b ik
R SR 51D

AT IR B T BROZ L PCR RN 52 744 2 im A 100 ng T I B 77 0K nCX-1 5 AR L T4 DNA BEAR 34700 55114
6 LA PCREEKVRMFE(HED)

6.1 EFHiE
SR IR AE 195 |40 RN PR X6 A o it o0 3R v = 2K P s o 56 PR RIS 5% 0 5] 0K nCX-1 5% A0 AR 5 2 PR 7
GIEAT LA 9 PCR §7 38 . MR 405 A v ShASE A 45 DL RO 80 Cr (B 18] A 2R 1 5 28 L 43 1) 4 il i Bk 5 39 oK
nCX-1 4 A0 ACRE S 1 5 90 0 K P9 b v 56 DR 00 s o ot 45 B 30 RE 1) Cr (AR A KR o it £k, T 33050 RE it B
O B OK nCX-1 %Ak A 48 S 1F 15 20 R0 36 K P b o 56 DR A 8 D0 4 8 HS LU fA L A 45 R b T B3 8 5% 6 K
nCX-1 Ffb ik & & .
6.2 XF Ak AL
B Al 55 A U B AU A3 0] R AR K B DL SRR K
1 DNA $2HUAF & . [F 5. 2. 1.,
2 PCR ¥ H5AH . [7 5. 2.2,
.3 EKRWNIRUEREH <SSIIH RS/ 445 7 5. 2.3,
A T BREFR B K nCX-1 FE AL IRRE S R 90 518 /484t - [8) 5. 2.4,
5 TE Zi: A 5. 2.8,
6 B/ HEE W TE ZZohilk (WL 6. 2. 5) SR 4358 B3R 5 | W s B EH# B8 2 10 pmol/L.
FEMNFEMEE
[/ 5.3,
BRIESR
6.4.1 #H#
[A] 5.4.1,
6.4.2 RAEEHE
[f] 5. 4.2,
6.4.3 KEFmAE
A 5. 4. 3,
6.4.4 RX# DNA iR H &
[6 5. 4.4,
6.4.5 RITEE
6.4.5. 1 PFAMEREM
LA 5 PR KA Sy I o 4 i
6.4.5.2 =HRER
PLIKAE Ry 28 1 B FE il
6.4.5.3 PHMEEEREM
AT B 5 7] oK nCX-1 55 A A 5 5 43 B0l 45 D150 (B 5 b 10 B A 224 00 7 1 0 0 (AR ERE ) s &8
56 E Y 55 96 2 TC A 4 Sk B P i A o
6.4.6 KERHEF
PEICT B H 70 £ ok nCX-1 AR JE 4] DNAL U i DNA U JE 0 DNA & Y3 B sl 4 s 28 )5 M
5

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

[op}
E N
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0. 1 X TE 2% Wi sl /K 6 BE i B DN, 1 28 S [ v B2 19 Tiid Bk 7 7] oK nCX-1 75 ki DNA % . DNA %
WZ WG 5 AR F ) oK nCX-1 e A (A vk B2 06 32, S IR Al i 45 T 5/ T 1 FR (29 40 5 00) HOR
TR HBR (2 20 $5 D1 f5e i e BE R F I URE 5 DNA ¥R BE . SR A AY DNA ¥ 380 50 511 22 i 35 K P9 A o
Ji PRI B3 B 7] K nCX-1 75 A AR 5 55 73 90 1) s o il £
6.4.7 PCR #i%
6.4.7.1 FER—3e PCR M b %A% o ity L iCRE | 00 4% 5 19 PN b o 5 TR R nCX-1 %% Ak IR R 5 P O 901 gk 47
PCR ¥4, BRI E 3 AT FAE AR 3 A FAT F48E B 72 [ — K PCR ¥ 3 il 47, B A1
FZ/DEE 3 PCR Y 25 B it AUHE R B WREER BE Y B 1 MR ARE TR, 20HE 3 IR
PCR ¥,
6.4.7.2 SPGB PCR P HIR R 4 PCR P B0, #2236 2 ol 38 7 2 5 24 i i S e 9ok
PCR {5 G it . #2382 MU B 51 Y0k B TR AT v B2 A0 DNA A5 AR B2t i ol B 186 4 2R L LAy A 43 2 MR & 16
W,

x2 LARKPCREEY KR

0l 2371353 R
ddH, 0 -
10 X PCR % il 1% 2.5 pL
25 mmol/L &5 1A 2.5 mmol/L 2.5 plL
dANTPs IR & (% 2. 5 mmol/L) 0.2 mmol/L 2.0 plL
10 pmol/L LiiF514 0.4 pmol/L 1.0 pL
10 pmol/L T34 0.4 pmol/L 1.0 puL
10 pmol/L 4+ 0.2 pmol/L 0.5 pL
Tag DNA % 4 i 0.04 U/plL —
DNA #4 2.0 pL
SRR 25.0 pL

PRABBURHIE . WAH PCR 2% bl o & SALEE WU I &AL BE A . #R9% Tag DNA R4 W 1 B o AR R, It

AL 4 ddH, O B9 PR B, £ S 7 M0 R IR BGA 31 25, 0w, 3B FNAS o SO R & o DNA B & A K F 200 ng; il BE
DNA #4100 ng.

TR NARAEIE PCR Uk R, b RS 14 AR £ 43 51 8 2SSIIb-3F . 2SS1Ib-4R F1 2SSIIb-P; nCX-1 #% L A5 5 1 7
5] PCR " 34k &b, R RS AR EE 43 3028 nCX-1-qF .nCX-1-gR #il nCX-1-P,

PCR ¥ 384 4 22 0] AR 905 A28 B 3 300 6 A 14 S5 B i Y475 450 280 A A4 O 9 ¢

B 1 AN SO AR R AL, I 9 BB S S % B EAT PCR §7 3R R & .

25 [ B S E 2.0 pl YK AE R R

6.4.7.3 ¥ PCR M) MAEE.OHL 500 g~3 000 g B0 10 s, R 5B PCR M &) L HCA 520 2956
PCR X,
6.4.7.4 PEATSEMPEE PCR U784, RN FEF H:95 ‘CAEME 5 min(C— B2 ;95 “CA8ME 15 5,60 ‘CiB k
HEA 60 s, MEIEL=40 5 [ Bo) 5 IR KRB 5 RN E OB TE 5 .

S 2 AR 307 A 0 SR 0 R B B i
6.4.7.5 & BME L PO PCR Y2595 . LA PCR 934 W4 1 A8 5001k 15 B 2 e {5 5 B, I AR
A28 M 7 A R AT R R
6.4.7.6 ik Cr {H W& BME G - 2¢O E 5 PCR AU RS 43 0 44k B 2 i 5B SO i Ce {8 I 5%
6.4.7.7 il bn i i 2 AR AE R HE S Y Cr B F1 W) 16 A AR 5 D1 B0 X B8 0] 26 v 26 & L 43 i 4 1l B oK Y
P fE J5E R RIS B 2 7] oK nCX-1 R AR R S e 90 bR M 42 . An i Zede A XD 2361

Ct =a + blge weevemememeeneeneimeiieieecee e (1)
A
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Ct — ¥ Ce 8
b
¢ WIRRTARFE DAL
6.4.8 PCR ¥y AR TEIRE
6.4.8. 1 ARk B Ao v, T K P AR o Sk ERRITTR B R 7] oK nCX-1 5% A A Re S5 1 I 91 2 47 B AL 4 g
thek, H Cr {H<<36,
6.4.8.2 B FTES Sh, FOK bR o SE DA ALY B 2, B Ce (E<C36; i B 55 ok nCX-1 Fe b ik ke
S 91 0 LR B s i 2% L B Cr (5> 36,
6.4.8.3 2 TR S, TR P bR o R R R B B ) S OK nCX-1 e AR AR Re S P 9 34 T BB 9 e i 2k
o Cr {H>36.
6.4.8.4 FruEh &y E BB (R =0.98; —3. 1=kriEth & AR (b)) =—3.6,
6.4.8.5 FFRINIEE 6. 4.8. 1~6. 4. 8. 4 M4, v 4% 6. 4. 9 TFEAEASFRE T A 3 & 1 B 57 £ 2K nCX-1
SEAL R RR 520 TR B R K P bR o 56 4 DUBOT BIE G He (i . &0, 23 B LR 0, ST 4% 6. 4. 4 51 6. 4. 7
AT
6.4.9 BFHELEFIMERNFELENENSLE
6.4.9. 1 WA RN BH P A b 42 i R ) R K PN R o 3k PR it ok R ) oK nCX-1 SR AR AR R S M TP
G Cr B AR AE R b o i 2 2 53045 BRI 5% 53] oK nCX-1 5% fh A R S5 3 1) 0 6 0K D s o ik
FEEZANE
6.4.9.2 F/AF ()T TREMT R R ) E K nCX-1 B AL AR HE 5 1k 1 21 R K P A o 6 TR G 4% 00 2% 1
(B CLATF R4S T &5 0™

CH

¢, =% %100 - B N ¢
{re
Cr AT TRE 25 E TR BR AR K nCX-1 5% A0 M7 51 R T K A B o 22 TR PG 98 DL RS- B (E A B
H AL A 7 (U0,
B — 8 FATTRERIIF 5 0008 1.2.3; PR E S B i A 1A AT TR e 1.

Cra AT TRE B 4T B T BR ) K nCX-1 55 ALK S 1 7 20 8 DS (8
Cot AT FHE b B EE FRNARIEIER 2SSTIo #5 DUECFHIME .
L PHE E B R A BT 3 A PCR P71 E 2 A9 3 DU BCEL(E .
6.4.10 KNEHEEBHAE
6.4.10. 1 PHMEEERERLNHESIEHAE
6.4.10. 1.1 FHEi&E#E
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 PHMEERERENHEFEFEFHENRESHEE (FHEMNREIR)
Fe 0 3 T BH M A B TR 0 YR PCR 3 38 8 52 40 0 45 908 1 359 6 0 A o AS ff 2 B8 CF 39 18 19 b
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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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 44 5 52 K6 I B35 rb i I 20 750 6K nCX-1 5440 17 910 R0 52K P9 s o 356 A1 14 5 00

AR 5 KA

€ wmin n Y PCR 184 55 52 K6 055 5 v i B 5700 6K nCX-1 AR A 5 51 0 6 K P A o 56 BT 19 4 D1 %k
FAE 5/ IME 5

o —WMERBG N Y =31, f=1.693;

n PR B BT S PCR 914 51 52 R i 4508 OB A Sch filE PCR T3 EE AR 3 IR(ED n=3) .,

6.4.10.1.2.2 PHMEEFRERRNHEEFERFNRESHEE (FHEEHNRER)
Fie A CO TR AP E 5 BT45 0 o W PCR 44 8 52 46 I 5080 1 240 60 o 100 s 1A 0 8 2
A
Wy PHPEE LB 0 YR PCR 47 348 8 520 A6 0 400808 1 347 1 O fe 10 A v AS B 2 8
wern PR R o U HAS O R (B A HEAS T R B
6.4.10.1.2.3 PHMEEEREFLNHEEEIHESHATEANRE(FHEEZH)
Fe ARG TR PR B B i n IR PCR 47 18 55 52 K DU R 1 24065 HC oA {2 1a] /) i 44
bias =¢ — Cogm *otere ceeeeeee (5)
Ko

bias

BH P 2 15 3 9 i AS: DU 5080 e ¥R PCR 7 38 o0 &2 K 00 450 405 7 249 4 5 HE DA 5 (10 46 i £ 5
¢ vmw@* 2 n 0 PCR 1 55 42 46 0 A5 408 09 °F- Y (8
Corn — BAME A R BT A E L
6.4.10.1.2.4 PAMEERESVUHEESEHE
o [bias | <2 X wpe (F AR, 95 % BARAKFE TS TR 2), 2 W% U5 B 2 5 545
R 05 1 i A S 3 AR RS o B e 4 A B A A
6.4.10. 1.3 ZR=FMHMEREMAEEERER
6.4.10.1.3.1 PHMEERERENEIBIREE
Fe A 6) THE PHPE 2 B BT i n IR PCR 47 18 55 52 K DU 5 i o 2

TEE

B

A
s —PAPEE R B AL 0 Uk PCR 9 38 & 42 46 I B A 1 2%
6.4.10.1.3.2 MHEEERERENHBENHETIRES(TREH)
BN (DB A B 2 Yk PCR 3734 55 2 4 I 55 32 (4 48 %) A v 22 .
SR _% ST weverreeneeneeereriesiinninanarseeneesseeseesnnnes (7)
C

Ao

SR ——BHVEE 1 B bl e UK PCR 718 5 524G I 5040 114 AR RS o o 22 28 53 B B0 B8 B 735 (6D
6.4.10.1.3.3 MHHEEERER *ﬁﬂﬁ HETHESEMBENESEE (BXHHEE)
" E

F2 3 S8 THE B 5 B B i YR PCR 3 38 5 524G I B3 408 1 2496 55 G 39T 40 (60 %0 A 0 i fey CFH X
i 22) .
biasR =& jCE 5100 eeeeeeeeeeeeieninrinanrnnereeeeeeeeeenienns (8)
A
biasR —— PR SE & BT il n K PCR 47 48 H 524G 0 K00 40 1 22 (6 -5 G FUI00 (B0 %0 R X i ey CRELVS g 22D
BRI (005

8
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ce — PBHME R B RS A BUNE .
6.4.10.1.3. 4 PHMEEERERQNEESEHE
SR <<25% . H | biasR | <<25% , 3 B P A 2 0 45 o G 00 500008 104 i £ AN I 3 AR WS 8 BH M 2 i
oAt G B A
6.4.10.2 AHERVHBEESEHAE
6.4.10. 2. 1 KRN IEIRAEE
F2 5 O TEFARRE m A FAT TR I BT b o 22

L/ L

Ko,
/ m ASTEAT TR R B b i 22 5

¢ e ——m ASTATTRER T4 T L (8 F J5 1

¢ i ——m ASTATTRE S 117 Yo H 005 (7 1) 35 /M
6.4.10.2.2 K MAIBHEMNIRLS (TREY)

AT L0V H R BURE m A TAT T RE R W BCHRL ) M XA 22

sR’ _5 100 eeecererecsacaratiiiisitaiiiiesisnsisienesssases (10)

c

S

Horfrs

sR’ m AT ARG IR B AR X AR 25 2 S5 RO B R EH 435 (00

c m AT TR I B X ME  m =3, A N EH 5 (%),

MR B M ¢ =0, 1%, PR T Tk | AT 4 R sRT <25 %0 AR UG A
DB A 4% s A RE R I B F 39 ¢ <0 1%L BI/NTF ik IR AT B 4% 6. 5. 2 dEfr 45 R 4
Br5 &k,
6.4.10.3 HMEHEBEHEER

Gy FE 6. 4. 10. 1 1 6. 4. 10. 2 X BHM 52 £ J5T 45 it A0 10 A I B0 B0 R 17 45 s . 2 B S o I
5 ity AR P G 00 B ] B 5 A% D) 3 W AR RS, T 500 AT A, T A 6. 4L 11 R AT R E o A5 TR
B i, A RIS D ERT AT PCR 47 38 ok 5 il 45 U RF o 18 3 KA A A50Rs D 434
6.4 11 ABEETELERITE
6.4. 1.1 KHERNHEENFEHE

BE 1 S o 9 ot AR AR ) G 00 500 [) B A 1R 3 AN P A T R A I B 1 T S8 0 ¢
6.4.11.2 ABEELERTHEETE

S50 5 AT MR A B A D VR B0 I S 22 SR A 6 T AR PT84 X B v N A A B C o ) A X AR S B
EE Cu, ) TR RS RO EEITE . S35, wo (50 0.001, u, HHR 0. 077, 3% A XA DIEIRFEE
2 R AR AR E

U =+/0.001% -+ (0. 077 X C)? eeverenrenretentencnicinnennnnnneenes (11)
A

u

TR S 2 R A P N L DR B 2 A RO B S (6D

WO J D e =2, R S8 i 25 2R 9 9 TR AN 52 B (UD s a3 (12)

Ao

U — AR AR I Y RANHI R BE DR B 2 A 8O S 5 (00D 5

A& HNT L E S IEEE T =2,

R IR A E BR AT 2 RS B A BB AR . A AT AR S S 0 DR S B L S A T T
9
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5 503 1) BH PR A SR TEAR MR BT, R AT B BT R 8B NI O AT
6.4 1.3 KHEEELERNIRR
Fie 5 K AD R iR L AR 5 1 10 5 B 46
C =

o
H

H_rfr
C — IR P R 50500 0K nCX-1 e Al A& i 45 R A 8O0 7 Jie i — RN i 2
JE— B2,

6.5 #RAMERR
6.5. 1 RE o T K P R ofE 3 DRI IR ok 2 5 K nCX-1 5 Ak R S5 7 900 20 1 o ORs  3 plf 2 L AL 5T
RS B3 057 oK nCX-1 SR AR B (O i T 32 BR L 2 I a0 i ARG I0 H if BR  59) 50K nCX-1 4% Ak 1A i
g3 o AR BRI R R K nCX-1 B AR B L T R R R EOK nCX-1 BB IR & il ¢
+U"”,
6.5.2  URE i K P b o B DRI B B0 500 oK nCX-1 5% Ak VR 57 53 1k e 900 35 s B0 B R 48 il £, HTE 5
RS 5 057 oK nCX-1 SR AR 5 (OO AR T 7 H2 BR L 2 I a0 Hh RGE I0 H13 i7f BR  59) T2 oK nCX-1 4% Ak 1A i
O o BEFFEIR Ry SRR ORI S TR R R R nCX-1 5 AR 4 o AR TR BR R R nCX-1 5% Ak i A1
TR,
6.5.3 BRI K A BR o L DA o B R il 2 HL Ce (<36, TR BR R 50) B oK nCX-1 Fe AL 4 55 4 )5
FTE YA 1 i e 5 Cr (™36, R BIRRE T ARG I 1 T B 75500 0K nCX-1 Bk ni sy . &5 2R R 3R ik
HoE PP R AL 0 B 2 70 R K nCX-1 B AR R0
6.5. 4 ke i K A B v PR A 1 B R gt 2 B Cr (> 36 e WTRARE TROR A I i R K JE PRI 41 DNA
WY o BRI IE D AR ORI KR FE 4 DNA B

e

O

6.6 #HER

AT IR PR (LOD) 2 0. 05 %6 (4 T S i AR 5 v 2 5 24 20 #8 DL it B 22 77 £ 0K nCX-1 #% 4k 4k
FEREFID .

A7 B A 1 BR & L PCR A& I = B 4R 2 A 100 ng it BRZE K] F K nCX-1 JE B4 DNA B0 47 00 52 10
6.7 EEMR

A7 0 E S BR (LOQ) A 0. 1% (AH Y TS AR & Hh 346 29 40 48 DLAY T R 5558 oK nCX-1 F bR FE
SR .,

AR 7 0 PR L PCR i sz 744 2 P im A 100 ng i B B2 71 2K nCX-1 38 H 40 DNA BB 347 00 40 11
7 EiE PCR EMHMAE(FiE=)

7.1 JHiB
K AL E A TR B 0500 oK nCX-1 S5 A0 AR R S M7 80 51 9, i AE 4T PCR 973G . K6 2 &5 47 14 3k
R DNA R B, FI W e o 5 & A T BR 2050 oK nCX-1 F Ak il 4y
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 #£HUAF & .7 5. 2.1,
7.2.2 PCR ¥ K. [H 5. 2. 2,
i # AR PCR &350 , o v] 3% B 2 1 PCR A & .
7.2.3 EXRWIREEE SSIIb EES|
2SSIIb-1F ;5 -CTCCCAATCCTTTGACATCTGC-3';
2SSIIb-2R:5'-TCGATTTCTCTCTTGGTGACAGG-3',
WU R R B/ 151 bp,
LR AR 1861 5 A —3—2012,5. 12
10
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7.2.4 THEAEFEX nCX-1 HLEEFREF TS
nCX-1-F:5-ATCGCCCTTCCCAACAGTTG-3';
nCX-1-R:5-CATCGAGGAGGTCGCAGATTTA-3',
WU YA BER /N 172C0 AL 2),
7.2.5 TEZm A 5.2.8,
7.2.6 SIWvEW:H TE ik (W 7. 2. 5) 8K 40 9 ERS I FEZE 10 pmol/L,
7.2.7 AU,
7.2.8 S50XTAE M . FREL 242. 2 g =R RS FE W %t (Tris) . 56 H 500 mL ZK I $E3 ff Ji5  mA
100 mL & ZjE 0 &R A (UL 5. 2. 6)  FHUK TR pH % 8. 0, 2R JG /K E 48 % 1 000 mL., i F I
KFERERL 1 X TAE,
7.2.9 BiIRHE.
7.2.10 10 g/L WA 248 (EB) W FREL 1. 0 g ML 258 VAR T 100 mL K, REGAR AT
B BUZREREER RANERANNE— AT EREHZERBERY,
S < A T R L SR R 4 0 A A IR A 2 A A R LUK P e € )
7.2. 11 JAREGE v FREL 250. 0 mg BB, IIA 10 mL K, 7EZE IR F I 12 h; FREL 250. 0 mg — H 3%
HNEWE AN 10 mL KM BRI 50. 0 g BEE N 30 mL /KM, IRALLLE 3 R . MAKESRZE 100 mL,
e 4 °C TRAT,
.12 DNA 70 T BEARAE . 7T LT 2 X 43 100 bp~1 000 bp ) DNA 4> T Frife,
.13 PCR F=4 M) 4 .
FENFEMEE
SRR 0.1 g A1 0.1 mg,
PCR 4" 3948 . FFRE IR EE>1. 5 °C /s, FLEREE2Z $<<1.0 °C,
FL UK | VKA S Lk R
B R RGBSR A R G
Ay e
B,
BRESE
1 MR
Al 5.4.1,
7.4.2 RAErHE
[7] 5. 4.2,
7.4.3 A E
A 5. 4. 3,
7.4.4 RX¥ DNA BiRH &
[A] 5. 4.4,
4.5 RIEEE
4.5 1 BAMRER
LR 55 R B R AE S B M 45 i
7.4.5.2 =HKREMS
PLIKAE g 28 F B4 i
7.4.5.3 PBHMERESR
AT B 2 30) T K nCX-1 B4R S 0. 1% ~ 1. 0 %% (b5 v 9 5t (b v B ) B 22 36 3E 1) 52 56 25 e 1
BE AR R B 4R

I T e e e e
o O BB W DN —

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

11
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7.4.6 PCR # 12
7.4.6. 1 X aURE RS AR G P9 AR o SE R nCX-1 56 A0 iRy ¢ 7 910 54T PCR 373, MR 2 ik 8
SACPAT PR BAFREEAT 1 IR PCR Y 1S A B #E S i 1 AR AN s FH . 28R 3 K PCR
PHg .
7.4.6.2 i@ PCRY MR R . 1M H PCR 9™ 3l of . % 3% 3 FL 9 34 4k & 448 H 2 7 PCR A &
BF, ¥ 3e 3 BLE AT vk B RN DNA B 5 e 9 350K R H A il o 2 BRI G Ul I 45

x3 LiBPCR¥EEKZR

%4l YR B R
ddH, 0 —
10 X PCR 2% #h il X 2.5 plL
25mmol/L LB W] 1.5 mmol/L 1.5 pL
dNTPs G (4 2. 5mmol/L) 0. 2 mmol/L 2.0 pL
10 pmol/L EifE51 % 0.4 pmol/L 1.0 puL
10 pmol/L T 5149 0.4 pmol/L 1.0 puL
Tag DNA % 4 i 0.025 U/uL —
50 mg/L DNA K 4.0 mg/L 2.0 pL
SRR 25.0 pL

— RN E . IR PCR 2 oh i & A SRS MR I AL B W . RIE Tag DNA B4 B A9 3 1 o LB, OF
AR R 8% ddH, O BB, 4 520 1 R SR BLA B 25. 0 pl,
FEKAFRMEIL PCR ¥ K R o, F L TFH514 2 3~ 2SSITb-1F . zSSIIb-2R s nCX-1 %% {b 44 4% S 2 JF 51 PCR 9 14 14 &
i, B LR WES #4310k nCX-1-F .nCX-1-R,
PCR ¥ 384 4 72 W] AR 975 (X025 B3 300 6 A 10 S5 o o Y495 450 20 5 4 0 9 4
B 1 AN BN AR R AL, I i R S S 1% B JEAT PCR §7 3R R & .
25 [ B S 2.0 pl B K AE R R ,

7.4.6.3 ¥ PCR M) BUER OHLE 500 g~3 000 g B0 10 s, 885 HUH PCR Mt () W JiILA PCR AL,
7.4.6.4 #iFF PCR UM, KWL N 94 C2 M 5 min; 94 ‘CA8PE 30 5,58 “CiB Kk 30 5,72 CIEAH 30 s,
ILHEAT 35 AR ;72 CHEM 5 min; 10 CIRAF .
7.4.6.5 RMWMEHEHEGH PCR AR CE) % PCR 48 7 ¥ 47 Fa vk kil
7.4.7 PCR ##7= 47 B ik 4 )

it 20 g/ L 1 o o R AR AR L A 1 X TAE 22 ohifi v, AR A o 0 1) B B i WV . &% 100 mL
BB W M 5 pL EB %9 SI0E 2 09 J0ADAZ R Y bt R 5 s B SR 205 B LA ML Ik AR L 46 B
M s 2T BE R RBE ST L A 1 X TAE il b, B ) LR itk . B 12 pL PCRY ™5 3
p L JAE G2 v TR G J5 A B IS s RE AL ) IR AE v — A SRR L P i A DNA 437 a8 A o 45250 F I, 7
2 V/em~5 V/cm A48T H KA ,
7.4.8 BEHEGSH

FL K 25 SR BOHE B B . B T R AR AN 1% . AR DNA 4> F bR dE AL TP 38 S B9 R
N K LUK S SR TR BRSO AR R B B R A IR AT T A il PCR 938 R BE 2|8 B I
DNA F B #2887, 4.9 1 7. 4. 10 RLE AT .
7.4.9 PCR #8749 5 Y

Fie PCR 438 77 9y W50 & i W4, |l PCR 973 19 H 9 DNA R B¢,
7.4.10 PCR ¥ 7= 4 B 35 iF

B B PCR 4734 72 5 . 5 it B3 25 30 ok nCX-1 S5 40 IR 4 SV 910 (UL AL 2) 3EAT HL X, B 5
PCR ") DNA F B2 4 HiY DNA B,
7.4.11 PCR ¥ & BMATIRE

12
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74100 B BT, K P bR o R R R R B OK nCX-1 % AR A 5 v 7 91 3 A3 2097 3
74112 BAMEES L K b o R A B B R R R OK nCX-1 B AR R R R R T B R A5 2
o,
74113 25 B A T K PN A o R R RIS B RE R K nCX-1 S5 AR RE S M7 91 8 R A5 291
74114 FFREHE R 7.4, 11, 1~7. 4. 11, 3 By 5&F . vl 4% 7.5 AT 45 o ir G RAE . &0, 7 o BAKE
B CE L 7.4, 4 B 7. 4.6 FEATRRIN
7.5 #RoWMERRA
7.5. 1 BRBE K P AR o L DR R 5 5 oK nCX-1 55 A0 R 45 S5 1 7 91 2 45 21 B 3 L 36 B AR RE Hp kG T
LR R R oK nCX-1 R AR 043, 45 SR 3R S il RE v G 0 S T B 5] oK nCX-1 % AR A B4, 6 DN 45
M.
7.5.2 M EOK BRI SE DA BB I BR H R oK nCX-1 AR R 5 v 7 1) R A5 24, R UK
R T A DU S T I R0 oK nCX-1 5% A A 1l 43 o 45 SR 38 3R S “ R v SR AG: TN T B 5 3% oK nCX-1 %4k
P AT | R 25 o B
7.5. 3 aURE K P AR R DR RS B0 4 SR TR AR A I R ORI 4 DNA B, 45 R 3R R i
RE P R AG I ) K LD 2H DNA RSy A6 0 45 55 g [

7 U PCR #8425 R AR — 3000 LI S5 NIl

7.6 tHBR
AR TR BR (LOD) 2 0. 196 G5 T FO W A & vp 3 A1 2 40 5 LAY B 5 5 TR nCX-1 52 AR AR
SR .

FE AR IR R H PRS2 DL PCR A RN 1A & A 100 ng i B 50 57 FoK nCX-1 3641 DNA B0 3E1 7055 0

13
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WoOR A
(ARHE)
it B3 S5 oK nCX-1 B 4 53 51

Al TWEREFEX nCX-1 HBUAEFERESTH S PCR ¥ EF 5]

1 CGCTAGTTCA TCCTCTGACT GGTAAAGTAG CTG|AGGCACC TGAGCAACTG

51 I GTATGGTCG|C TTGTGGTGTA AACAAATTGA CGCTTAG

LKA nCX-1 0 5" I i AL R AR S 3 8L P 51 ok 573,

FE 205 0B T RIZ BB 4 52856 PCR A I 7 514 nCX-1-qF )51, 3" st 88 F R 463 43 A SE i 9% 5% PCR #6907
%519 nCX-1-qR 1) 5 [7) T AN 51, 5 [8) 5 HE P93 ok S22 9% PCR G I 32 358 4 nCX-1-P 1741 .

i 3:1~56 T KRFERA T3 T 5 .57 ~87 M ANEIE A B 75 .

A2 MWBREFEX nCX-1 BUEHERELZE PCR ¥ EFT

1 ATCGCCCTTC CCAACAGTTG CGCAGCCTGA ATGGCGAATG CTAGAGCAGC
51 TTGAGCTTGG ATCAGATTGT CGTTTCCCGC CTTCAGTTTA AACTATCAGT
101 GTTTGAAGCC TTCCATCCAC AAGCGACCAT CTGCACCCAG TGTTGGCCCA
151 TAAATCTGTG ACCTCCTCGA TG
E 1:Z7 81 R nCX-1 1 3" e (LR R Rk 3 30 )3 8y ml o 57-37
2.5 R R N 8 PCR EPEAR I )7 2551 8 nCX-1-F (I F 51, 3" 5% 80 N RI & 3673 4 38 PCR & 519
nCX-1-R ¥ 52 1) HAMTF .
i 3:1~106 NAMEIEA B BB E A, 107~172 4 FREHF AT 5 P51,

14



