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¥ B E AW & B dm A 5T e i
i R R B 5 E K BFL4-2 HUE R PCR FiE

1 SeE

ASSCHFRLAE T BUHU BR R 50) £ oK BELA-2 B2 AL MR S 1 PCR & P FsE SR 7 v .
AR SO T T oK B i BELA-2 55 40 04 5 4 1) 58 P A e AT

2 HEMsSIAXH

B SO A PN R I SR Y RS R T TG A SO A R A A, Heh 3 HT R 51 IO
032 B 31X LA RS 18 A SCPF s AN B A9 51 SO e Bl AR CRLAG BT A1 98 Bl ) & T AR

A
RAMLH 1485 SN —4—2010  FEILPHREY) SOH 7= 5 K DNA $2 BUR 41k
P FER 1861 S A —3—2012  FLRERIRE Yy S H ™ 5 oI K AR HE S PR E 7% PCR J7 v
LA FB 2031 SAE 192013 FL S L= s R Al ke
NY/T 672 %% HePRIAs ) B L7 ks il 38 225K

3 ARBEMEX

AN 1861 5245 —3-—2012 FLE By LI R R FI AR EFE Sl T A SCHE
3.1
FIHEMBREF EXK BFL4-2 B F 45 R HEF T  event-specific sequence of insect-resistant and herbi-
cide-tolerant maize BFL.4-2
Pt Ui bR FE R Ok BFLA-2 # AR5 A JR A A R BE 5 ik ORI 3" 3 5 6 oK 356 B4 119 3% 3 IX P 9,
i BRI R ER 43 17 9 S i Ak ik T-DNA #5317 91
3.2
PHIE =M positive control
FH T 0 3 4 o B B AR 5 43 R T e A D A B A e O A R R T A 1) PE PR R A
3+ B PR B A o B0 2 08 T T A v 0 S5, Tl T 8 5 4 0 T ) S 6 FC R o B P B R R I R
0. 1% ~1. 0% , BA P 42t Jo 44 ot 00 % B R 3 k(S AR iR BRI (EAH 214
3.3
K #m calibrator
JH T 22 i b o it 22 000 6 88 A A i, T 6065 e A A R DR 2 DN BICHG 55 DR 2 65 o 1) A I A M ) Jo
ol FH A SRR B & BN B0 & 5 N AROREE . BARSe B A UEbR EY
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 .



Rl R+ ER A & 5 864 S—5—2024

4 EAER
41 BWFE

55 REEH 7 A BIHLAE T HU R SR ok BELA-2 Mk U A SS9 PCR s b el 92t
Fe )6 PCR 7 bk A I CH Al B 95 TS () 63 PCR AEbE R0 I 3 707 2% AR AR5 K3 W s 1
4.2 WA FHR AR

55 AL T BR300 B BB R AR 15 R R 0 1
AL

5 LRI PCR EMKM A E(HE—)

51
K RILE 1 5 4 A A X RE T 6 oK P s v R DR R BT A B R oK BFLA-2 %6 Ak iR e S5 1 )7 51

AT LIS PCR 4 . ARHE & A5 4 3 A1 45 1300 ity i A0 4™ 1 fify 2, 0 DB i v 2 45 35 A 0 SR it o i )

K BFLA-2 B AGMR 43 o 27 aRE vh 38 BT dU i B3 75 500 0K BFLA-2 S AR o3 . 315000 5 BE 1 2 o o 4%

a9 AACE i A0 8 3R 5 BV o 0458 ot A G A A 1 o3 2 i i A N = IR

5.2 X A0 Ay
i AE 55 A 6B AU 4 A 2l 5] L 2808 K sl A B SR K

5.2.1 DNARRBURFIE,

5.2.2 PCR ¥ #iX# . Tag DNA B4 . PCR 4 H2E il .25 mmol/L 5 L8 (MgCL) ¥ W .ANTPs %

W CHE A 10 mmol/L 1) dATP.dTTP.dGTP.dCTP 4 Fft i S0 A% B A% 11 BRI S R BUR &) .

A AR B3R PCR & 35350 (0 m] 8 1] 52 09 9258 PCR IR & .

5.2.3 EXMirEERE zSSIb EHES| /R
zSSITb-3F:5'-CGGTGGATGCTAAGGCTGATG-3';
zSSITb-4R :5'-AAAGGGCCAGGTTCATTATCCTC-3';
zSSITb-P:5'-TAAGGAGCACTCGCCGCCGCATCTG-3',

TN BRI R 88 bp,

iE 2:2SSIIb-P N =SSII6 #H ) TagMan #R4F, H 5" 3 bR 1076 45 35 H (il FAMUHEX %5) , 3" 3 b 10 4 137 A9 5€ 6 e
KEMA (n TAMRA.BHQ1 %) .

(R UE A 1861 5 A 45—3-—2012,5. 13]

5.2. 4 i ETREREX BFLA-2 B4R F 515 /4R 5t
BFL4-2-QF:5'-CGTCCGCAATGTGTTATT-3;
BFL4-2-QR:5'-GCAACTACTTTGGATGAGG-3';
BFL4-2-QP:5'-CTAAGCGTCAATTTGTTTACACCAC-3',

ST BN 98 bp LR A P AL D,
i 2:BFL4-2-QP A4t Ui B 57 K >k BFL4-2 # 4k (AR5 5 2 7 51 19 TagMan B 41, H 5736 b 10 2 0% 2 45 2 A (o
FAM.HEX 4§) , 3" s b 12 % 1o 1) 28 S v K SE A (i TAMRA .BHQ1 45)

5.2.5 10 mol/L Z A (NaOH) W - 7 160 mL K IIA 80. 0 g A& LN G . B E=E R .

Tk E 2% 200 mL,

5.2.6 500 mmol/L & — W& Z R 4 (EDTA-Na,) & (pH 8. 0) : FRHL 18. 6 g £ Bz U Z TR —4M, i

A 70 mL KL GRS I A A AR (L 5. 2. 5) HE L N LR 5t e v i SR AL B I

5.2.5 8 pH & 8.0, /K ELA R 100 mL, 7 103. 4 kPa(121 ‘C) 4T K# 20 min,

5.2.7 1 mol/L =¥ W A FF 402 (Tris- HCD W (pH 8. 0) s FREL 121, 1 g = 35 1 e 4 JL /P e v

fit T 800 mL K, HE M pH = 8. 0, MK E A ZE 1 000 mL, 7 103.4 kPa(121 C) &4 F KA

20 min,

5.2.8 TE Zhil& /5 H 10 mL =3 SRS b 3h MRV R (WL 5. 2. DA 2 mL & R 2 1R — 4

2
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WL 5. 2.6) MK EZARZE 1000 mL, 7E 103. 4 kPa(121 ‘C) 44 F KB 20 min,
5.2.9 Bl¥/H%EER :H TE i (I 5. 2. 8) 8K 40 34 _F R 51 9 sl R 61 W i JE R B 2 10 pmol/ L.
5.3 FENFEMIEHE
5.3.1 M KR¥.HE 0.1 g M 0.1 mg,
5.3.2 S EEE PCR X,
5.3.3 g ai,
5.3.4 B,
5.4 BRUESE
5.4.1 ik
e NY/T 672 Figelh#B 2031 S A —19—2013 W5 8 TR P AT .
5.4.2 RA#EHE
% NY/T 672 Fifli 2031 545 —19—2013 H5 9 BT AT,
5.4.3 XHEEFAE
Fe B 1485 S0 45—4—2010 " 6. 2 BYHLE TAT .
5.4.4 X DNA B # &
FAR L HB 1485 S/ M —4—2010 1 6. 3.6. 4 A 6.5 MLE B AT, BAIREEE 3 D FAT TR
H#EAT DNA $2 R 4life, -+ PCR 3%,
5.4.5 RiEigE
5451 BAMRER
DLAE e 55 K K AVE S B PR B 45 i
5.4.5.2 m=ARER
PLIKAE Ry 28 1 B4 it
5.4.5.3 PHMEREMR
AT HL TR 3 B 5] oK BFLA-2 AR R & R 0. 190~ 1. 0 %6 O AR VE P 5 Chs v R D B 48 36 31 1) 52 36 2=
B i RE SR BRAME B i . 2 T 00 28 D R A B DR L 0 I 1R A R e 5 A U R (B A Y A FH
PEAE 1 B A
5.4.6 PCR ¥ i
5.4.6. 1 X il RE FUTTHE G Y PN A o 56 R AT BFLA-2 %6 AL (4 S0 6 51 54T PCR 388 4l ke 20 1%
B3NPAT TR B FREETT 1 IR PCR Y A B i E 1S ARE TR, 20 EF 3 IR
PCR ¥,
5.4.6.2 St PCR YR R S (A PCR ¥ 3% 0500 0o, 40 3¢ 1 Be il 97 39 0 & 5 24 48 FH 58 if 28

PCR R G0, ¥ 38 1 #0E 19 5 W ok B L6 vk B8 R DNA A5 A 5t fC 1) 9 185 1R & L% i o 2 IR &
U,
x 1 ELHRH PCREMY KR

g%l KR R
ddH, 0 o
10 X PCR 2 wh ik 1X 2.5 pl
25 mmol/L LB ] 2.5 mmol/L 2.5 ul
dNTPs iR 4 W (% 2.5 mmol/L) 0.2 mmol/L 2.0 pL
10 pmol/L EiE51 % 0.4 pmol/L 1.0 pul
10 pmol/L T34 0.4 pmol/L 1.0 pL
10 pmol/L ¥4l 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
T FRRBURHE , R PCR E vh B0 & A FALEE MU I E AL BE WM . MR R Tag DNA B4 W 04 vk B 0 H B,
It AR R JE R ddH, O M AFR i 2 R i R R FR A B 25. 0 pL

FANBR R PCR U 34 R . b RS MERER 43 512 2SSTIB-3F . zSSIIB-4R 1 zSSIIB-P; BFLA-2 %% fb 44 5 5 1t
J¥5) PCR 34K R, b R UES 1 9 F8E45E 439 9 BFL4-2-QF \BFL4-2-QR #1 BFL4-2-QP,

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 B AR R AL, i i R S o S % B EAT PCR 934k R id il .

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 AR5 A SERT 55
PCR X+,
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
FEAH 60 s, FEAE =40 55 —HrBD ;1B KM 5 B E IR TOLFE S .

S« TR A 30 A 0 Sk 0 R 2 1 A Y
5.4.6.5 PEE B I PCR § B9 45 05 . L PCR 47 54 W 47 5 A $8 500 ok 150 & 28 605 5 B ME L IR
4S5 Mol P AR AT R 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 ¥ & & ¥ EFx
5.4.7.1  BHMEFTHE S, K PO AR i 2 R AT B R R 3R] £ oK BFLA-2 B Ak /R 5 5 M 5 51 244 a9 g
Hhek, B Cr {H<36,
5.4.7.2  FAMERTE b, TR bR L AT BL R s i 2, B Cr (<36 LR B 5L R £ oK BFLA-2 #%
Fl ARy S 1 51 T S T g 8 i 2L 5 Ce (6> 36,
5.4.7.3 A FHE M, K PUAR S R R BT R R R ROk BFLA-2 B Ak /R 45 5 M 51 34 T i L 4 3
Mgk, o Cr {5>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,
55 #£RoMERR
5.5. 1 JFE T K P A o 56 RN SR 9% 55 R R K BFLA-2 %% Ak U4 52 0 e 410 349 1 0 3L 780 446 il £ L
Cr <36, ¢ B ARE foRG I 11 0 T % 25 30 6 oK BELA-2 B AR A4 8043, 205 50 26 3R S “ 3k vh 6 I o e o T
B 7] B oK BFLA-2 B AR B2 4G D0 285 51k B
5.5.2 FEFFA 5.5. 1 MO T o 45 75 H i iaURE 5 BH o ok o 42 o AH BG 3 A0 AR 2 o = 41K, D03 3R S5 B
PESE B BFE S I AACE fH . >4 AAC: fH=<<—0. 4 B, R WA Rl Bt HU R 55 50) oK BFLA-2 % fb ik
BT & H R T CRE ) BH P et 4 A, 465 SR 3R 3R i CRE e A DN s e HR i I8 R R K BFLA-2 5% Ak A i
Gy KA RO B SRR T (T X7 AACE >0, 4 BF, 2 B IR RE ofoR I BT R TR R R R KR
BFLA-2 S A0 43 o B S AR T BH P b o4 ot &85 SR 3R O 1 RE o A ) o 47 ST 5 80 7] KoK BFLA-2 %%
P AR B 53 o G 25 5 R B L & IR T X7

FE 2 Xy B R A 5 PR OBL SR B B0 KoK BFLA-2 B4 IR R 4 7 B AR | AAC {8 | <0.4 B 75 SR 1 7 i s

TR RE TP T R B K BFLA-2 5 b P i 4 2 it

5.5.3 KL T K P A ol SE X B M R B s il 2R B Ce (B <36 T TR R BR O ok BELA-2 Ak g
ST 5 T B 3 il 25 Cr {1 > 36, 3 W aURE Hh A A I L BT AT BR B ) Ok BFLA-2 B AR W 47, 45
SRR A IR AR v A AR I HE T TR 5 5 R R BFLA-2 e AR A 40 L A I 4% SRl B

4
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5.5. 4 GRFE K I bR o SE PR BB 8 i 2 B Ce (L >>36, R BTAR S R R A I EOKR FE 4] DNA
BG4 A Ry SR P ARG R OK FE AL DNA W43, K 45 5 B

AR PCR UM 45 SR AR — S0 L LA 2 502 T e
5.6 R

A T5 R R (LOD) i 0. 05 % GRS T SO i 3 v & A 24 20 5 DU BT St R 5557 oKk BFLA-2 %%
RN X I T DI

S AR B 0 R R R L PCR AR W B2 137 4 28 P BT A 100 ng T 4L Bk 55 55 T K BFLA-2 %% {6 {4 2 P 41 DNA 4 4% 5 47

W56

6 SERFIEE PCR EEKMAE(HFET)

6.1 FRIE
SR R 10 5 40 VR B T A2 o ot A o K PR s o 2 R Rt A TS B 570 R OK BFLA-2 e (b AR e 7
PEFH) AT LR 9 PCR 74 . ARPEAARF5 VLR 20 S Cr (B IR A 56 &R L 40 0l 22 1l e L B3 2 7] &
K BFLA-2 5 AR 5 P 41 R0 K PN b o 66 DAL %) s o il 2k 5 iR 19 Cr (AR APR M il 26 3 30l
P U R R oK BFLA-2 AL AR R 5 1 7 51 16 K P9 A o 35 B 10 9 D0 880 8 I P A, AR A9 30RE o e o it
W& B3 ok BFLA-2 B4R & &,
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,
Pt AU B FR £ oK BFLA-2 $2 A0 IRRE S 5 90 51 /484t - T8 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
5.3 FHMEEERER
PAPT B R B0 oK BFLA-2 5% 1k 4 5T & 43 K sl 8 DU LG A 5 b T8 I 8 A 225 09 B 1 9 T (b 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

[op}
NN
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6.4.6 RERBF

PR BB B B B30 E K BFLA-2 B4R L P 20 DNA L i DNA % B 8% DNA IE 24 5 B ol vk 46 ; 2%
J& 1 XTE &2 vhilg s /KB BE 7 B DNA il £ A [7] vk B2 0Bt st R 5550 £ oK BFLA-2 # 4K DNA %
DNA B ZE /D se 5 P B 5] ok BELA-2 561k Ao B 86 3 e IR A A 46 T s/ T R (&
40 #5 D1) H R TR I BR (2 20 45 D), d5e i v B8 K A KE F DNA MR . SR FAH R 9 DNA W W 4 il 22
il T 2K P bR 7 5 PR L T 6 5 ) 6 oK BELA-2 % A A S 1 e 51 1) e o T 45
6.4.7 PCR ¥ 1t
6.4.7.1 FE[R —H PCR M b AT HE i URE L BT 4% i (9 P9 b o 56 TR B BFLA-2 6 Ak R 5 5 M ) 91 Bk 17
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 SEEPHEEE SR PCR P HIK R 248 ] PCR 9™ Bl i, #5282 WOl 394K 2 5 244 1 52 i 9%l
PCR X7 Bt 3538 2 MUE B9 51 W e B RET I B AT DNA B M 8 FC ) B 38 1 & L HE A o 2 I & it
iRV

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.

FEORAARHESE R PCR Y IR R b, R U5 FIEREE 43 001 2 2SSITb-3F . zSSITb-4R il zSSIIb-P; BFLA-2 %% b 7k 45 57 o
JF51 PCR ¥ #5k R b, b R RS Y MRS 4301 24 BFLA-2-QF \BFL4-2-QR F1 BFL4-2-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

PR 1 AN B AR R AR, I i R S b S % B EAT PCR 9 3 44 R id il

25 [ B G 2.0 pl B K AR 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, FEIAEL=40 B B BY) 5 1B KHE (5 BRI IEZOLE 5 .
S+ TR A S0 8 A ) SR 2 B M 2 A
6.4.7.5 VE B I PCR § B9 45 05 L L PCR 47 54 W 47 5 A $8 B0 ok 1508 98 605 5 B ME L TR
P AL M 7 17 1O 0 A R
6.4.7.6 sk Cr Al B5E BES , 968 1 PCR UM EUE 2 T ik A shitk A4S RO Y Ce B FFid 5% .
6.4.7.7 2 bR i 2 MR R A R S Ce R Uh BB B8 DL 0 o AR i b DG &R A i L R ORI
o o 5 PR FIATC LT B 550 K BFLA-2 Fe AL I Rr e e 9 p bt 2 . At 2 e 0 =0 (D 22
Ct =a +0blge B T P NI @)
X
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Ct — ¥ Ce 8

a o o 1 2 1 AR

b i o 2R 1 RER

¢ VIR E DL,
6.4.8 PCR ¥ EEEHAEIRME
6.4.8. 1 Fe AR BE A o i v, T K PN A o S5 R RO B B 0] oK BFLA-2 % Ak M e S M )5 57 35 A St 7Y
Praadh 2k, H Cr H<<36.
6.4.8.2 BAMERTR M, K AR ME R A ALY B i 4L, HL Cr <365 BT Ui BR 55 ) oK BFLA-2 %%
RS S e 91 JC M AL B 38 i 26 L 5 Cr {H > 36,
6.4.8.3 a5 TR S, T K PO BR SR R RIBT R BR R R oK BELA-2 5% A0 ARy 5 M I3 41 3 O gL 4 44
e, 8¢ 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 FFRINFHE 6.4.8. 1~6. 4. 8. 4 M4AF, il 4% 6. 4. 9 TH 8 A4 T #E Ir 43 55 &2 o HUN BR 7277 £ ok
BFLA-2 % Ak R 5 75 370 1 D1 507 349 {0 0 K PR A o 356 TR 48 D0 B0 S0 09 P (B . 75 DU o i L4 o
HHHE 6. 4.4 5% 6. 4. 7 ST .
6.4.9 KFHEEWERETIFENKRESERKE TS E
6.4.9. 1 HE& R BEPE A B RN ) T oK P9 b o 35k DR a8 e BT 5 B R R oK BFLA-2 §% 46 (& 4
SR Co AE A AR 845 i ith 26 20 2t 58 4% 52 0 s B 2050 6 oK BFLA-2 5% A0 AR 45 = M )7 51 Fn
F K P o S R DL
6.4.9.2 AR (B TP TR B 5 F K BELA-2 F AL A 5k e 2 FE K N b o 56 ] Al 4% D
LA CRLTR BRI £ 5

ch.

EA,:
Co.p

{re

Cr

SEATFRE £ 45 TR BT BR R Bk BFLA-2 B AL R 51 RN T5 K P9 v 22 TR A0 45 D1 8034
E A HCAE L A A 5 (%)
ko —— & AT FRERIUT S 008 1.2.3; P & B a1 AT FHE il 1
SEAT FRE B 45T B2 T HUT R B ) E K BFLA-2 B AL AR R S v e 91 4 D1 B0OF 2418
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
.

Co.p

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 o 52 A6 I 5040 rb e R T B 55 70) 0K BEFL4A-2 5% A {4 B 510 701 5K A AR 1 4 A

C max
OE AN QIR RPN
€ min n YK PCR ¥ 3% 5 &2 A6 DU B0 o Bt HUimit bR 55 590 6 oK BFLA-2 5% Ak 1477 31 A R K P A of 3
1448 DU (B f /M
o BERBG T, n=3 ], f=1.693;
n — PAMEE i B A PCR 474 810 5 OB AU R E PCR M3 842 3 IR(E n=3) .,
10.1.2.2 PAMEEREMRELNHEBEFEREFNRESREE (FHEEZHNRER)
Fe A CO TR BH M 2 5 4% W PCR 73 8 520 K 0 85080 T 249 600 14 10 s 1 A 0 8
Upne = /Ut - UP(C)  wevereerererinisresneieiste s e ss e (4)
qrpre
Wpiae — PAPESE B B HEE b n UK PCR 97 388 55 42 A6 DU 45 4 1 24 1 Ot 495 A9 s v AS A 2 2

N

w erm— PHPE R 10 B8 DA 08 B R AR MEAS 0 2 1

10.1.2.3 PHUEEEREMEVHETFHESHAZTEINESG (FHEEZH)

O GO THE PR BTl e U PCR 4 38 T 52 A6 I K300 1 229 855 DA 5 1) 14 v £
bias =c¢ — cop "t ciieeneee (5)

A

bias BH A 2 2 BT 48 A I 50 2 Yk PCR 7 344 i 52 A6 I 25090 - 349 55 JH DA 0 1) 1) Ot £ 5

¢ — PR R R A n K PCR ¥ 14 5 & A I BN A9 - 24 1 .

cora —— PHEE & B8R A E (H

10.1.2.4 MHEEREEVHBESEAE

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 PAMEEFRIE RQ N EIEREE
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 PAMEERESENHBEEHESEFBHENENRE(ETREZE)
F2 5 A C8) THA BH M 2 1 48 iy e YK PCR 48 51 52 7 Y94 -5 AU AE 0% AH 6 et 727 CREO O 22D &
biasR _¢ ?CE 5 100 weeeenneernerenarereeeniernaersieeenaeeseees (8)
K.
biasR ——BHYERE 7 BUEE h n Uk PCR 3™ 14 51 52 4G I 450 405 1 1 {8 -5 HC 190 309 1 198 AR X it 3% CRF X i 22
HNLNE S (%)
cp P E RS A O .
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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 X NBIEREE
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 ——m AT RER T 195 DU H (8 0 5 K (8

¢ min m AT RS B 185 DUBCL 4 fe/ME
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 .

R A S M ¢ =00 1%, BPR T45 FAr il i R A F T L 4 3808 sR <25 %0, A Y IR A6
BHE A A% YRR B 3 ¢ <<0. 1%, BN TAR i R AR T, E3He 6.5. 2 AT 45 Rt 5
Tk,
6.4.10.3 HRNHE\EHRAE

Gy FE R 6. 4. 10. 1 1 6. 4. 10. 2 X6 BH P 502 £ J5 45 A0SR 104G I B0 B0 00 A 7 45 s o 2 B S B I
2 ity AR P G 00 K ] B 5 A D) 2 AR RS D 5 A0 A A, T A 6. 4 11 R AT R S i A R AR
e 53 L A R TR R L BB R AT PCR 738 ol 55 ) 45 10 RE . 1 3 K45 A 550 I 0
6.4 11 AHEEELERITE
6.4.11. 1 KRN HTBHFHE

PH M 2 e 5 4 ot RO B4 G 00 50 [ B 5 4% T H 5 3 S TR A I B8 19 - 31 ¢
6.4.11.2 ABEELERTHEEITE

S 06 5 AT MR A B M v B0 S 22 SR A 56 T AR DT A 108 4 X B v N A B C e ) AR XS A S
FEFE Cu, DT E R RO EEIE. ZH . u, {55 0.002 5, u, {4 0.093 3.3 A ADPFEIK
B o 45 SR I B o R

U =+/0.002 52 4 (0.093 3 X )2 ereereerettniiiiiiiiiiiiiiineneeees (11)
A

u

IR 1 25 AR EAS B 2 BE (V) IR B 2 A RO S SR E A (V) .
B k=2, A 2 i 25 R R AN E B (U) R e xl12),

U ==yr seeresveesesesssssnsesosnsscssncsones - (12)
L
U — P EAT R Y AT E R 2 AR AL A 5 (V)
ko —HEHNTIE S U EEETR 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 KAHEEELERNET
Fe A QU3 A s R AL AR 5 25 14 2 1 45
C = iU T (13)
A
C — iR P BT U BR R0 oK BFLA-2 $ AL 0K & B A9 8 B85 2R A 8O T I Je — B0 A% AN 8 A
LEIES TR A ZA R
6.5 HERA4MERIA
6.5. 1 UM A oK PO AR i 5L DR RN BT B B 250 oK BFLA-2 % A0 AR S 4 7 51 35 1 S s - 4 i 2, B
THE BB AU B 55 £ ok BEL4A-2 # bR & & (C) & F 8 2 R, 28 B RE rpos D o 4 A i B 5 7] &K
BFLA-2 S A0 43 . 45 H 3R S “aURE rhoker 0 10 e H i R 50 70) 0K BFLA-2 %% A0 A& B 43 . 0 H i B 5 7
EoK BFLA-2 Lk 5k ¢ £U 7,
6.5.2  BRE K AR I SE DR RN BT B B B R B OK BFLA-2 #% A0 AR 5 4 7 51 35 S T - 0 i 2, (3
THA B BT B BR FL ) £ oKk BFL4-2 # 4B AR & & (OO IR T 2 FR, 26 BT lRE rp A D 1R 0 Ho i B 5 5] 60K
BFLA-2 B AR 43 . 25 H 3R S “ ke bk 0 11 e s i 5 50 70) oK BELA-2 %% A6 4 i 43 o AR 40 H i B 72
I E K BFLA-2 B0k & AR T SR,
6.5.3 R RO Py bR o S R B R B i 4k L Ce [ <C36 . BT AU PR 5 B oK BFLA-2 # b ik gE
ST A JC ALY 3 i B Cr B >36 R WIURE i A AS TU H Be B B 550 oK BFLA-2 S ARk ity . 45
IR Sy URE v R AR e H T BR B 5] KoK BFLA-2 3% bR mi 437,
6.5. 4  URE B K AR I SE R OR BRI G i Rl Cr {36, FRIECRE i AR KR T B oK L 41 DNA
B A5 RFR R R ORI Y oK EE I ZH DNA 0537
6.6 # R
ATy ¥E R H R (LOD) 2 0. 05 % (AH>Y T SR & v & 47 24 20 #5 D1 59t JU I B 57 £k BFLA-2 #%
AR FE ST 5 .
FE A 7 B ARG Y BR 2 L PCR &I 2 37 1K 22 thAm A 100 ng $t Ha Tt B 25570 6 > BFL4-2 35 20 DNA S HHEF7 I 52 Y
6.7 E=MR
AT E R (LOQ) K 0. 1% (MY T AR R & 4 2 40 # DU BT 2L R 557 £ oK BFLA-2 #%
R PP 5D
FE AR 7 0 PR L PCR RS I 2 7 44 & oA 100 ng DNA i 5t i B %5570 % BFL4-2 B [H 4 DNA #4317 )
NI

7 EEPCREMRMAGE(FEZ)

7.1 JHIB
R FHRLE 4 B R 0 50) 0K BFLA-2 AL IR A S 7 90 5190, XPilRE#E AT PCR 973, IR 2 &9
R UMY DNA J B FI Wil A rp 2 5 5 A BT UM BR B 5%) £k BELA-2 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 FiATBREREX BFL4-2 HUEEHRIEFTISIY
BFL4-2-F.5-GGCAATAAGAGTACAAAGATGAACA-3';
BFL4-2-R:5-AGATCGGGAATTAAACTATCAGTGT-3',

SE UMY A BER /N 271 bp(L 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

SPHr R JEHE 0.1 g f10. 1 mg.
PCR #8448 . FHF IR =>1. 5 °C /s fLIRIR B 22 7<<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
DLAR 6 55 IR KR S B PR B 45 i

7.4.5.2 z=AKRER
PAZKAE R 28 11 4%

7.4.5.3 PBRMERESR
DAL B R B0 5Ok BFLA-2 B4R 5 8k 0. 1% ~1. 0% B9 9 5 Chs o RE &) B0 28 56 31F A 52 56 &8

11

NONON N N N N N N NN
o Ol B W DN -

2
2
3
3
3
3.
3
3
3
4
4
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i A it A A B JB 4 A

A TR A R AR R TR
7.4.6 PCR ¥ it
7.4.6. 1 XFaRE RN A G PO AR vESE N R BFLA-2 5540 R85 5 vk 7 91 98 47 PCR 738, B SRR 2= /0 %
B 3APAT PR BAFAEET 1R PCRy AR E 1 M. 20 ER 3 IR PCR,
7.4.6.2 i@ PCRY MR R . MMl H PCR 9™ 8l o, 4% 3% 3 FL 9™ 34 4k & 2448 H 2 1 PCR LK &
BF, 4% 3% 3 RLRE 1 51 W0k B R DNA A5 A o C il 9 386 14 3= L LA o 2 IR R G i B

*x3 L@ PCR¥EEKZR

Ewll LY A
ddH, O —
10X PCR 2 i 1X 2.5 pl
25 mmol/L S5 1A 1.5 mmol/L 1.5 pL
dNTPs {4 ¥ (4 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
Taq DNA R A1 0.025 U/pL —
50 mg/L DNA i 4.0 mg/L 2.0 pl
JEEN A 25.0 pL
PRANRBATE . R PCR il b & S AL MR I G L BE VW . AR ¥ Tag DNA R4 B (9 v B 1 2 JLAR A,
FEHH R I ddH., O B AR 48 S R R R B R AR A 3 25. 0 pl,
FARNFRAEIEHE PCR ¥ 34K &, RIS 318 2SSIIb-1F, zSSIIb-2R ; BELA-2 #; AL i 4% 5 11 FF 1) PCR 4 14 4k &
B, 1 URES 94 31k BFL4-2-F .BFL4-2-R,
S AT 3G A R AT AR AN R B i AR RE B (1 S B A A L 0 AT A L A B
PR 1A SN R Z AR, N i R S o S 45 E AT B 0 A R T A
25 [ B 2.0 L K AR A

7.4.6.3 ¥ PCR M) AR AL E,500 g ~3 000 g .0 10 s, 985 B PCR #L (&), it A PCR
G
7.4.6.4 PEfy PCR Y, RVAEF N 94 CAME 5 min; 94 ‘CAEPE 30 5,58 “CiH 'k 30 5,72 CHEAH 30 s,
HHEAT 35 AR 72 CHEAH 5 minsd CLRAE.
7.4.6.5 JRg5HEEUE PCR AR () % PCR &84 ™ Wy 47 B Uk R
7.4.7 PCR ¥ & 7=y 68 ik 4 il

¥ 20 g/ L (0 5 B vk B AR B BAS L AN 1 X TAE 28 whi b, hnn 20 fife , 160 0 o 3 16 B 0 U .
100 mLIEAGKERS M PN 5 L EB %M 80GE 5 09 HABAX TR Je okt IR 50 s TG v A0 )5 8 LB A kAR I
Il B AR s R T BRI SEER S A 1 X TAE S, H m B3Rk Emitk. 812 uL PCR ¥ 5
3 gL IR G2 WP IR A 5 I ABE IS s RE AL B I AR b — A SRR LI A DNA J3 S A o 5 #2238 f L 78
2 V/em~5 V/em 54T B KA
7.4.8 BEREHSH

HL K 25 SRS B HE S O e T T AR A A% . AR DNA 43 F 5 A Al T 38 450 1k
N K HL UK A SRR B SO AR s B R A IR 5 T R AN Tl PCR 93 R BE 2B B W
DNA F Bt 308 7.4.9 1 7. 4,10 BYRLE /AT,
7.4.9 PCR ¥ & 7=#

% PCR 934 7 9y a0 & vt W3 65, [l it PCR 4735 79 H 19 DNA F B¢,
7.4.10 PCR ¥ 1 7= 4 il FF 38 iE

U PCR 4735 72 900 1 5 B Hu it 5% 20 50) 0Kk BFLA-2 6 AL A RE S M7 ) (UL AL 2) 34T X

fiE PCR ¥ #4A9 DNA F B2~ HAY DNA F B,
12
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7.4.11 PCR ¥ HEEBAFIEIRAE
740100 BHR A i T K N A o S DR AT HT R R K BFLA-2 56 fb AR S5 3 5 3 15 B 9 4
7.4.11.2 BB A, K N AR L AR B0 R L B U R BN R oK BELA-2 B A ARy R T 8 R A
£/
7.4.11.3
P,
74114 FHFEHR 704011 1~7. 40100 3 WS w4 7.5 AT SR SR AL B, b 2R
OLLE B 7.4, 4 8 7. 4.6 FEATRI
7.5 #£RHoHmERR
7.5. 1 aURE b T K A A o 5 PR R T TR s ) R OK BFLA-2 S5 AL A S0k 7 2 249 45 B 1, e B RE op
I S B R B R ) oK BELA-2 $Ab AR B 43, 45 S 2 34 o0 “ 30RE b R I s e R T B 559 £ K BFL4-2 #%
PR AR B 43 4G 25 51 kg A
7.5.2  FE R K bR oL AR B YT R0 B B BR F ) Ok BELA-2 A AR R S R A R AR B YR
e R EURE T R ARG I S BT R B R 3R] oK BELA-2 54k A nE 43 o 45 SR 338 Jhy = 30RE rb A G T+ T S T B 5 51
Tk BELA-2 H AL AR 3, K 45 5 R 1P
7.5.3 URE P FOK P AR L R AR AT B0 44 L 3R I AR P AR RS I R EOK R 4] DNA B, 45 S 3R 38 ik
REFP RGN K BE B ZH DNA JRA A6 I 25 58 147

S BURE PCR 748 45 S R — B0 L LA 25 5045 3 A of

H¥

IR A TS 50K DA A o 2 DRRTT HUTR B 0 50) oK BFLA-2 B Ak 1R 4 53t 1R I 31 2 R 45 3

7.6 R
AT RS HBR (LOD) g 0. 106 CHT 25 T S BEAR 2 vh 5 A 29 40 5 DU $T LR BR 7 57 0Kk BFL4-2 §%
AR PP A

FE AR R PR L) PCR AN B2 W AR Z& il A 100 ng Bt HUTR BR B 577 £ K BFLA-2 2EP 40 DNA BOH k47 I &1,

13
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M xR A
(FHHE)
Pt B B E ok BFL4-2 L K4S R F 51

Al I HEMEBRER EXK BFLA-2 F ik R LR PCR F 5

1 CGTCCGCAAT GTGTTATTAA GTTGT ‘CTAAG CGTCAATTTG TTTACACCAC‘
51 AATATAGCTT CAAAGTCCCG GAGGGTTTGC CTCATCCAAA GTAGTTGC
1T 50k BFLA-2 (19 3" 0 55 A0 AR e S0 7 50, )5 9y 1) oy 57 ~3'
E 25" I R R 24 A SEAE S8 PCR k514 BFLA-2-QF ()5 51, 3" 3 81 R Sl 4835 43 h SE i 9 % PCR k514
BFLA-2-QR 1 2 ] B #0351 , v (8] 5 HE N 5 9 5B 92 5% PCR 7 WA 4R 4 BFL4-2-QP 19)¥ 31,
i 3:1~60 NAMEIHA K BT, 61~98 Jy BRI A4 751

A2 BRI BREREXK BFLA-2 HULE4ER1ELE PCR F 5

1 GGCAATAAGA GTACAAAGAT GAACATGGAA AAAGTTACTC TTTCATCGGA
51 GTGCAGTGGA AGTCTTGCAT GGTCCAAGTC CACCTTTTCC CTTTCAAACC
101  TCCTTTGAGA CTTAATTAAG CAAACTCAAA CACACAGTTA GTCTCAAAGG
151 GTCAAGTTGT AGCACATCTC CCCCTAAATT TGTGCATCAC TTGCAAATGG
201  ACTTGTAAGG TCCAGGGAGT GCTTGTACAA CTTGAGCACC ATAATAACAC
251 TGATAGTTTA ATTCCCGATC T
7 1% 80 BFLA-2 1) 5" s s AL IR KR S 7 8 P 8y 1l 57 ~3
205U R RI 24 M W8 PCR ik 519 BFLA-2-F M55, 3" b 80 %1 263 43 o %38 PCR 7 %514 BFL4-2-R
T 1) 5 AR 5
i 3:1~244 N E KR IER AT F, 245~ 271 R ANIRIE A A BEIE A E S .

14



