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R REYRE"mR ol
PLH E XK MIR162 B IFH R E PCR 77k

1 SeE

ASCPFILE T HiH R MIR162 52 AL S PCR & 1R A B A 0 07 7% .
AR ST K B il MIR162 5% Ak A4 10 43 1) 2 14 0 e A6 0

2 MeMEsS| A

B SCA H B P 2 A SR R B G AR SR AN BT A B Sk . Herp, v H O S SCE
A3 BT I 04 R A 35 F T AR SO 5 AN i BT 51 SO o8 AR CRLAE BT A 8 Bl i) 36 T A
.

LML 1485 SN —4—2010  EEILFRIY) S T= 8 K DNA $2 BUR 4616

L HE 1861 54t —3-—2012 B 5L DA My B L7 S o Rl oK PR o 25 DX E M PCR 7 i

A 2031 S04 —19—2013  FEEL ALY B H 7= 5 A AT ke

NY/T 672 % He PRI ) B L7 Sk il 38 225K

3 RIBMENX

Al 1861 54 —3—2012 FtaE 1 LA K T FI AR TE FE SCiE T A S0
3.1
R EK MIR162 35 K45 T F 5]  event-specific sequence of insect-resistant maize MIR162
Pl F K MIR162 B Ak R A9 SRR A R B 50 R 3 I 5 T oK 32 DR 21 A0 3 322 IX 1) L A 468 e oK JE R 4
B3 7 I i AL Bk T-DNA #4317 51
3.2
PHIERREE M positive control
JH T 5 45 561 9 BH AR L 23 oA HH T P A 00 e B A P o R T s A I Y BH PR A
VE « FH P JBT AS  RLOIG 328 PR AT U R v Ay J5 T 8 T 0 0 TIE ) S RO R R A o PR A B R R R
0. 156~1. 0% , AP 5 2 J5T 455 it 1) % 6 R 5 o (0 E S5 A iR (AR 229
3.3
K #EM calibrator
FH T 22 il b o i 42 B B0 FE AR REAE s FH 406 % AL IR 55 R 41 DNA B85 356 IR 35 1 288 oy 0 TE s ME ) Jo
o FH A R R & N R B & 5 MAROREE . BARSe R BRA IEAR EY)
3.4
FH#E  subsample
TR TRAE B S 5 D TR]— R AN () 7 i B LAt BB 2t S A s
3.5
ACt fE  ACt value
SEET PO PCR 4748 i i i AL ARG S M )3 91 3 Ce {E 5 INBRIEJE RS- 35 Cr {25 1HL.
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

5 BES T WA RIHUE TR A Tk MIR162 % A4 i 4 19 S 2256 PCR 5@ PEAG I | 52 B 2
't PCR A K6 I R Ak A 88 DU L (D 3538 PCR e MR I 3 Fh i, AT AR 41 S A% 100 75 5K 38 ]
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—)

51 FE
K FHHLE 19 5 1 TR A X 3R v oK P b o 35 DRI T L oK MIR162 5% 4k (4 5 5 1 )5 3 L il A7 SC
Pt PCR 471 . KA 2 A5 4 45 4R 45 00400 1) e A0 14 b 2, I Wil RE v 45 30 A Bl oKk MIR162 #% ki
WA AR A B Ok MIR162 #4401 a4y 3130 R 5 B M 2 R i AAC: (B, M ik S
BRIV G o T4 ol A L 5 A A o0 B i 1 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 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
KEH (n TAMRA.BHQ1 %),
[ AL T8 1861 5 /A 5 —3—2012,5. 13]
5.2.4 HHEEXK MRI162 HLE4FRIERF TSI ¥/t
MIR162-qF :5'-TCCCCGGGTCTAGACAATTCAGTA-3';
MIR162-qR:5-ACTACCACAAGGCCCAGTAT-3';
MIR162-qP:5-CCGCCATGGTCTGAAGGCAACAGAT-3',
BN BRI 86 bp (LIS A g AL D
i 2:MIR162-qP M H0H £k MIR162 ¥4k R 45 5 M ¥ 1 19 TagMan 841, H 5" 3 br i 28 Y64 &5 56 A (4n FAM, HEX
25) 3" SR iC X L B9 9 6 R R FE A (i TAMRA \BHQL %),
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 K H 8 N 10 mol/L A AN M (W, 5.2.5) HE L WM & MR — 4158 2 W i,
10 mol/L &AL BFE W (W 5. 2. 518 pH F 8. 0, MK EZZE 100 mL, 7£103. 4 kPa(121 C)O&MHFF KE
20 min,
5.2.7 1 mol/L =W R I Lg—Eh R (Triss HCOIE R (pH 8. 0) : FREL 121. 1 g = R & B H g i
T 800 mL K", HERER (HCD## pH £ 8. 0, MI/KEAE 1 000 mL, 7£ 103. 4 kPa(121 “C) &M T K
2
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20 min,

5.2.8 TEZ MK (pH 8.0) : /3 HEE 10 mL = R FEF -3 IIER (L 5. 2. DM 2 mL £ &Y
LR ANV (L 5. 2. 6) JRATEIMAKERZE 1 000 mL., £ 103. 4 kPa(121 °C) 24 F K % 20 min,
5.2.9 519 /HEER . H TE 2wl (W 5. 2. 8) 8K 435K Lk 51 ) s EH F B 2 10 pmol/L,

5.3 FEMNHFEMEE

5.3.1 AW R¥F.&h 0.1 ¢ fil 0.1 mg,
5.3.2  SEmEEE PCR X,

5.3.3 #EaiL.

5.3.4 BE.OHL.

5.4 BRESE

541 H#

¥ NY/T 672 FAMF 2031 SA4E—19—2013 28 8 TEAYFEFIUAT .

5.4.2 K&

¥ NY/T 672 Rl 2031 SA4E—19—2013 2 9 EAREF AT,

5.4.3 RXAFEALIE
gl BB 1485 BN 4 —4—2010 1 6. 2 (I E PUAT .
5.4.4 X+ DNA #iR#H &

R 1485 B /A4 —4-—2010 " 6. 3.6. 4 Fl 6.5 HL&E 07 B 04T,

AT DNA $EHCfgife , H T PCR ¥4,
545 RIFZEE
5451 BAMERER

DA AR5 5 PR KA g I B 4 i
5.4.5.2 m=ARER

PLIKAE Ry 28 B B4 it
5.4.5.3 PHMRESR

B 3 AT TR

PABTHR E K MIR162 #5520, 100~ 1. 0 %6 (AR 1) 5T Chs o A ) B0 28 30 3iE 19 552 36 28 T6C 1) K
st A5 D BRS04 it o o 7 400 200 0 5 U ) e R DA 5 o IO 5 e R A1 5 B 5 b U (A 25 1) B P

JRE .
5.4.6 PCR#

5.4.6. 1 b ialRE BT 4 i A P9 b v 6 PR R MIIR162 % Al A4 5 4 )7 51 647 PCR 974 . AN il AE = A0k
B3NP TR B TR 1K PCRY BT MBE 1 MR A RE T Z20ERE 3K

PCR "1,

5.4.6.2 SZRFE PCR P AR M0 52 iF 556 PCR 4 iU i, %38 1 Ml 97 88 14 &% 5 24 0 71 S

Pt PCRAF G I 4% 1 FUE M5 W0k B2 AR BT MR T A0 DNA BEAR & T il 97 39 4K & L Hom il 2 IR )
U,
* 1 XH®HXPCREMYEER
A KR R

ddH, 0

10 X PCR %% thifk 1 2.5 pul

25 mmol/L S 2.5 mmol/L 2.5 uL

dNTPs IR 5 ¥ W (45 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 #5144 0.4 pmol/L 1.0 pL
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®1 ()
A LV B R
10 pmol/L R4 0.2 pmol/L 0.5 puL
Taq DNA 4 i 0.04 U/pl —
50 mg/L DNA i 4.0 mg/L 2.0 pL
R 25.0 pL
CTRRRFURE AN PCR S b il b & EALEE . MRS BEVS W . M4l Tag DNA R4 Wl i vk B2 o 2 AR,
JEHA N JAHE ddH, O AR FL, i i & R SR FGE 2 25. 0 pL,

TR AREIE I PCR ¥ 38k R b, eS| 4 RS 43 51 4 2SSTIb-3F . 2SSIIb-4R il zSSITb-P; MIR162 % b & 45 5 ¥4
JF51) PCR P84 R b, b R 9 MR E 49028 MIR162-qF \MIR162-qR 1 MIR162-qP,

PCR 9" 1 & 72 0] MR 415 A0 B ik 70 8 A4 1) S B {1 00 320 A7 4 B 1 88

BERTRE 1A N AR ZR AR, N i R S R I 0 R R AT PCR 9 ¥ iR R L &

25 X B 2. 0 L KRB AR .

5.4.6.3 ¥ PCR M CE)AE B 0L E 500 g ~3 000 g B0 10 s, XSG I PCR Al ) il A SE I 5251
PCR ¢,
5.4.6.4 PEFTSE T PCR &7 1, W FEF M :95 “CAEME 5 min(EE—BrBE) 395 CA M 15 5,60 “CiB &
FEAR 60 s, TEIAEL =40 5 ZFrBO ;1B K IEA 5 B E R IETOLE 5 .

FE AR 307 A 0 SR X R B B i
5.4.6.5 EBME SO PCR §" 8455005 , LA PCR 334 W4 2k A5 K015k 35 B 96 6 (55 B . FF AR
AL 25 N 7 A 0 HE AT R
5.4.6.6 icsk Cr fH . W& BME G . 286 i PCR AU EE 40 81 4k A shi 5B OB Ce B 0 5%
5.4.7 PCR ¥ HEEEAEIRE
5.4.7.1  BHMEFHE S b, T oK AR fE L R RIBT B Ok MIR162 5% 10 R 5 5 4 5 91 3 7 el 3 1 il 26, B
Ct <36,
5.4.7.2 FIMERTEE S, BRI bR MERR R ML A i 2k L HL Cr (H=<<36; 1 8L F oK MIR162 % ALK 45 5=
P 41 G SRy B il 2k L 5] Ce 1> 36,
5.4.7.3 A TS S L 3K P RS E S R K MIR162 5% 4k (45 S5 M e 51 349 1 JHL 730 ™ 38 iy 2% L sk
Ct {H>36,
5.4.7.4 FZRIBHHER 5.4.7.1~5.4. 7. 3 &M, 0l 4% 5.5 T8 R S RE . AW, o8 ARG,
¢ 5. 4.4 5 5. 4. 6 FOHT AT IARE R £ 5 PCR §714 .
5.5 FERASMERIE
5.5. 1 aURE o 35 2K PO A o 56 BT L oK MIR162 B4k M4 S 1k 3 510 2 1 B 0 s il 28 B Cr <<
36, 22 B R R HE BT B B oK MIR162 AR Bl o, 25 5 3238 O “ FE ok T+ bt B oK MIR162 %54k
(5% % SR EE SSH R i
5.5.2 TEFFE5.5. 1 WIELLE 4 5% 2 5URE 5 PH M g 0 0T 45 0 A Lb B A AR B i S AR, R S
BH P 2 B P S AACE B . 24 AACE fE<<—0.4 B, 2 B0 RE pAG I B Bt 2k MIR162 5% 4k 1R A
G st T CRE T BHME R o 4 L 5 SR 3R R O iR rPoR 0 R T R R OK MIR162 5% Ak 44 18 43« 46 45
FRAME, SRS T EETX 72 AAC (H>0. 4 B, F IR Aok I B R F oKk MIR162 S A0 i g3 . &
SR T BH PR B i 45 R AR O IR PR e R oK MIR162 56 A R 43, e il 45 51 R BHPE L &
KT X7,

FE X g BH M R R R R B Ok MIR162 5 AL 2 & B, R | AACE {8 | <C0.4 i, 5 R JFH 7 B = 0 5 i B o 4
HE K MIR162 B ALK 4 & &
5.5.3 KL B oK P AR ESE R M B R B i 2k H Cr {E <36, 1P H R ok MIR162 57 46 R 45 55 1 5 51
TC ALY Iyt B Cr (B >36, R W IRE i AR A DU 1 BT L oK MIR162 5% A4 143, 25 R 3R S “ il ke vh R

4
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R B L R oK MIR162 56 Ak A Bl 4 A6 0 245 51k B4
5.5. 4 AR E K AR R R R Hh B B R B Cr (> 36, R A i AR A I oK BRI 4H DNA
J 43 s 4t SR e R i URE P R ARG TR BE 2 DNA J 40 R 0 285 R S B

S RRE POR § 145 5 R — 509 L LA 2 B8 S R ik

5.6 #HHR
AT B R (LOD) A 0. 05 % (A 24 F I W AR R Hh & 29 20 #5 U1 T B B ok MIR162 5 fb ik 4¢
SR .

AR R BORS HFR R DL PCR #6002 157 1 & Fp A 100 ng 4t HUE K MIR162 %4 fb A3 9 20 DN A A4 HE47 905 11
6 ELHWEHXPCREERMAE(FEI)

6.1 HiZ
SR RLAE (85 1 40 FER B R A5 HE ity A0SR T 6 K P s o R DR RO SR oK MITR162 5% AL A4y = vk Iy 971 i
F79m 986 PCR 414 o AR A v ot A5 Al 5 DL BN B0 Cr R IR) B9 2P 5 &R L 23 0l 2 1l 50 R £ K MIIR162
e A AR S P T 20 R K P s o R TR A A o R R B Cr (EAR AR ME T e, T SRR b K
MIR162 % Ak AARKE S P 5 51 3 K P A o 356 TR ) 8 D050 0 HE LA, R A5 0 RE P B o R oK MIR162 #% 4R iR
) i
6.2 XF kAL
W AlE 55 A 16 BH AU A 43 A 4l 500 L 28 AR K B DL SRR K .
.1 DNA #EGLH &7 5. 2.1,
PCR ¥ #4351 . [/ 5. 2. 2.
TR AR HEIEIN = SSTTb N 519 /8% [F 5. 2. 3.
Pra E K MIR162 S AL A Re My 90 51 9 /4R - [ 5. 2.4,
TE ZZ i . 7] 5. 2. 8,
1Y/ BREH W TE oyl (UL 6. 2. 5) 3K 5 50K LR 519 sk 4 # B % 10 pmol/L.
FEAL AR TN A
i 5.3,
EAE L IR
6.4.1 Hhi
A 5.4.1,
6.4.2 RAEHF
A 5. 4.2,
6.4.3 XHETLAIE
[6 5. 4. 3,
6.4.4 X DNA iR H &
A 5. 4.4,
6.4.5 FIEEE
6.4.5.1 PBAMRER
LR 55 IR B K AE S B PR B 45 i
6.4.5.2 Z=ARER
PLIKAE g 28 F B4 i
6.4.5.3 PFHMEEERER
DAL F oK MIR162 % A0 A4 T 5 73 sl #5 DB bE A 5 Fm 1R (B A Y 0 4% HE ) 5t b oA i) B0 28 S0 i
F14) I 6 8 TC 1A o A Ay B P S B A

S L A iR L e
w NN NN
o ol W N

o
i
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6.4.6 RERBF

PR B K MIR162 B4 A0 5L [ 41 DNAL I DNA 3 JE ¥ DNA & Y3 B sk 4 R 05, JH 0.1 X
TE 2% th i sk 6 B B DNA, il 8  [F] e B 19 bt L £k MIR162 % k1A DNA %3 . DNA %l £ /D i
5 MPLH E K MIR162 B b (v B2 06 B2, S IR AR it 45 T/ T f B (29 40 $5 DD H R T4 1 FR (4
20 $8 V1), foe e Vi BE K T RE 5 DNA VR BE . SR HAHTA A9 DNA %50 43 501 225 ) 36 K P A o 56 B A iR &
K MIR162 F AL AR RS S8 5 51 i s o 1 28
6.4.7 PCR ¥ 1t
6.4.7.1 FER—3e PCR Mz 1 %A% o i 3B R B 42 5 1) P9 s 9 56 PR R MR 162 % Ak AR R S5 1 05 91 4 7
PCR ¥4, WM E 3 N PAT T B IR 3 A FAT PR AE R —k PCR 9734 h i 17, A1
HZRDEL 3R PCRY MG & M RUEM B NREMESEE 1 MRS, ARE T, 20EH 31K
PCR ¥4,
6.4.7.2 SEZEPPOGE R PCR YRR Sl HI 5205 20 PCR 4734 350 B, 4% 3% 2 Bl 381k & 406
SRS PCROAF G 4546 2 MU 51 vk B HREH MR 2 AN DNA B o i il 97 14 1R 3R R o 5 R
A & U

R2 ZHRHPCREEYEEER

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

P RIRIRBUASH GE 2R PCR 28 B S A AR ARSI S A BE VT AR Tag DNA 54 B 19 vk B 1 8 HARRL, I
AR PR ddH, O AR, i 52 07 4R R SR BLE E 250 pL, BRE AR e & OB K R B DNA B AR K F 200 ng; il BE
DNA #iff & 5 100 ng,

FORMARHES P PCR Y™ IR R b, I R WR 51 W) AR £ 43 31y 2SSIIb-3F , zSSIIb-4R Fl zSSIIb-P; MIR162 ¥4 fb {4 R 5 1
FE% PCR ¥ #8 R Z v, b R 51 9 AR AR 4> 38 MIR162-qF . MIR162-qR Hil MIR162-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 [ B G 2.0 pl B K AR AR

6.4.7.3 ¥ PCR (B MAEE.OHL 1,500 g~3 000 g B0 10 s, SR 5B PCR M &) L A SE R 9856
PCR X,
6.4.7.4 IEATEATYOL PCR 48, AT A :95 CAME 5 min(CE— KB 595 ‘CASME 15 5,60 “Cilk k
HEAH 60 s, PEIEL=40 5 [ Bo) 5 IR K IEA 5 BRI LIRS .

P - AR AR S0 A R B SR X R S AR TS Y R
6.4.7.5 &EBE: 9:m %5t PCR ¥ #4505 . L PCR 47 54 W 47 35 A $8 B0 ok 1508 98 605 5 B ME L TR
P S R 5 I L AT R
6.4.7.6 1E% Ct {8 : % & BT . 796 E & PCR A BCIE 23 ¥ 8 1F 1 3h i+ 8 44 )N i Ce fi L F
k.
6.4.7.7 LSRR LR MR AL I R B Co AE R B AR R DL B A ok T Y 4 O R L 40 48 R K P
P 5 PR RN e oK MIR162 Ak e Sk e 9 i et 2. Al it 2 g 0 (D 23

Ct =a +b1g() . (1)
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A,

Ct —HE5M Cr 18

a v 2 ) AR B
JRER

¢ — WIHRAEAREE DB
6.4.8 PCR ¥ A RHERE
6.4.8. 1 Fe ARy B HE M, K P AR M DR BT e ok MIR162 %% 6 AR 5E 5 M I3 51 34 4 3 0 4 14 oty
2, H Cr 536,
6.4.8.2 FAMEGEE S, BRI BRMESE AT LAY B i 2k L FL Cr H <365 50 H £ ok MIR162 #5 fb ik 45 57
PEF 5 JC R B il 2L 5k Cr fH>36.
6.4.8.3 A FES S BRI BRESE AT R K MIR162 % 4k R 5 S 14 7 4] ¥ O S A ™ 1 il 2k, 5%
Ct {5>36,
6.4.8.4 FREMLMILE RZRE(R?)=0.98; —3. 1= EM LRI R (D) =—3.6,
6.4.8.5 FFAFWER 6.4.8. 1~6.4. 8.4 B &AM, a4 6. 4. 9 #EAT B> FFE A & E $1L £k MIR162
B AL R R 52 Pk P 51 48 DUBSOT Y508 R T 0K PO bR o 35 48 DUBOF M (E 0 el 75 000, 40 A L AR Bl 4% 6. 4. 4
o 6. 4. 7 HHT AT IR f £ 5 PCR §734 .
6.4.9 HEZFFHELMEFIMEXNFREEERNERELLE
6.4.9. 1 B85 KRy o BH P A2 T4 i AR ) T K P s v 36 IR B B R ok MIIR162 5% Ak 4 45 53 1 5 371
(9 Cr ABAR AN o b v il 28 28 33580 4% S B it 6 oK MIR162 55 Ak (44 5 1k 7 9] Rl K P A ofiE 56 TR 7%
L.
6.4.9.2 #HAR I PR T ok MIR162 5% 4k R 55 5 vk 75 51 F1 5 K P9 A v 5 DR 0 % 00 % L (8
CLATF AR A I 0™

ZLE S TQ0 seeerenernrarernenitiiiiiniiiiniiasnesienns (2)

{rrs
Cr FATTHE b 25 F T BR R EOK MIR162 5 AL 5 51 F1 6 K A AR ol 5 R A £ D1 KK 2
{ELA PR B2 A 5 (00D 5

ko —— & ATTRERUT 5 10 1,235 I & BT i A 1A FAT 740 15

Cru AT TRE A5 E ST U BR AR oK MIR162 5% 0 M 53 177 51 75 DU 246 5

Co FATTHE B A EHE TOKRNARESE N =SSTTo 45 DUBCEF 4 (E .

- BE M TR AT A 3 A PCR 478 8 & 1945 DURC LU (A .
6.4.10 HEIES&FIEIRAE
6.4.10.1 MAUEEREKEVBEFESEAE
6.4.10. 1.1 FXEE

A AR ME ) AR D B A 2
SE 5 2 P S 56 2 T A B4 AR AR R BE R
F%E
6.4.10.1.2 FHiEtHREYRIERMEEEREMA
6.4.10.1.2.1 MUEEREHVLVEEFHENRESHEE (FHENRER)

3 SO THE B E 2 B i R PCR 37 38 51 520 A6 I 48 - 2496 09 A o AN B 2 BE CF B1{E 1945
R

B AL ET . 3% 6. 4. 10. 1. 2 AT PEMEE
gy

T S RS T B A A R
PRSI 4% 6. 4. 10. 1. 3 AT A B &

Jo A it A ) KR A0 A

=
=EN
P
e

u(c):f-ﬁ

A



Rl R ERA & 5 864 S—9—2024

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 ¢ PCR 4% 8 & AG 408 b B 6 oK MIR162 55 4k 44 15 81 1 T K P4 A v 32 A1 £ 4% D1 %%

C max
Fo A Fc R AH 5

€ min n Y& PCR ¥ 4% 5 & K 0 803 v i dt oK MIR162 %5 A0 A4 7 51 F1 K P9 b o 356 DR G 4 D1 %
RS SUNER

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) .,

6.4.10.1.2.2 PHMEERESENLEEFEFHERFNRESREE (FTHEEZHNIRER)
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
L
Wpioo AP E B B i 0 YR PCR 47 388 5 520 A6 00 40080 1 357 {1 O ey 10 A 7 AS B 2 B
wern — PP E S5 JOT 4 o DA L P B TEAS A o

6.4.10.1.2.3 FHMEEERESLNHEEFHESLATEEANRGE(FHEEZH)
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

S

bias =¢ — Copy o ceerieeee (5)
K
bias P A1 G o R4 ot A D00 K80 2 K PCR 7 8 i SR 0 300 - 140 -5 DA 1 194 fv £ 5
¢ PHEE R TR S 0 K PCR &3 5 52 K6 I AR 408 1 - 2 1
cor — PR E B A E AL
6.4.10.1.2.4 MUEEERERENEESEAE

A |bias | <72 X wp, FRAHERE 95 %6 BARAKT TS BT 2) . 3 WK 5250 B 5 5 542 4
G 0 5 30 4 D ey A S AR RS2 0 B A i A o A T AR S
6.4.10.1.3 LWERIHNEREAEEERER
6.4.10.1.3. 1 HHEMEEERERQNEEREE

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 — PHME B RES n IR PCR ¥4 5 & 6 I B HE b i 2%
6.4.10.1.3.2 PHMEERESKEMNEENENIFEES(ZEREH)

Fie N 2 (T T P S T o YR PCR 4 16 T 5 A6 I E5CHR 1 4 K s v 2%

K

sR —— AP 2 B8 n IR PCR &7 384 51 &2 46 10 K0 4t A0 AR X AR v 22 (R S 250, B M H 405 (M)
6.4.10.1.3.3 HEHYEERERRNHEETHESETBPENETREG (B EZE)

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 = (_ L 101 T R T TR N €D
AV
biasR —— PR SE 1 BT i n UK PCR 478 o 524G 0 K040 1 2 06 -5 JHE FU00 (80 %0 R X i ey CREL S g 22D
BT ()5
Cg 7[35 @Hﬂl'ﬁj’%ﬂn%ﬁﬂ;ﬁﬁ
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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 .

ARG M ¢ =00 100, BIVR T8 Thn i g i R T 4 i sR <<25 %0 AR Uil AR 4G T
Bl G A% s IR A D B - (8 ¢ <<0. 106, BN AR i BR AR F T, 4% 6. 5. 2 EAT 45 R i 5
Rk,
6.4.10.3 KNHESEHAZE

S3 AR IR 6. 4. 10. 1 F1 6. 4. 10. 2 X B S £ S50 458 ity A ECRE A G I K00 R AT G AR g . A M A 8 T
5 ity AR A G I KB T3] P 5 A% ) 2 BH A WG, 0 5040 A7 R AR AR 6. 4 11 FEAT kR E R A 2R TR
U0 5%, A R R FOB AT PCR 97 48 B3 8 il 25 0RE 1 28 3R A5 A S50 i 454
6.4 11 RAHEEELHRITEHE
6.4 111 RXEERNBENFHE

BHPE: 5 B 5 42 it AR A AGE I KRB0 [R] Pf 5 A% 31530 3 S AT T R A I B0 1 S (8 ¢ .
6.411.2 AHEEELRTHEEITE

S g ] R A AR SO0 UE I 22 SR A B0 R KU VY SE 1 48 X AR TS B R BE Cu ) FIAH XS AR TEAS B E
JECu, BT E SEGR A E EE . Z3H5, wo (80 0. 015, w, (HH 0. 076 2, W& Jr ik TE LK 3-1,
F2 25 (LD PP IR E B 45 2R B AR TEAS 1

U = +/0.015% 4 (0. 0762 X )2 eeeererrersnrenrenciecnennnnncnenneenes (11)

A

u

TR A2 o 45 R A AN 2 B LR RE 2 A U A R E A ()

TR 25 R R AN E B (UD#E A N (12) 15

K

U — 8 45 R A E B R 2 A RO S B 505 (60D

bk —ER T IS UM EHE R k=2,

o FORARHE R T 2R LR RS RIERE R4 R . T AT IR AR ST A A W G R S L SC e T
5 O A BRI VR RE S SO SE AR HE P B, R LT R B R E A T R AT
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6.4.11.3 KAHEEELERNIET

F2 05 2013 i iR e A A 3 o 119 o

C = iU oo ses esesec eessne ses seeecs see ses sseses ssesnsssnses (13)
L
C — U P B Ok MIR162 e fb 1A & f 1 28 it 25 2R . A O80T B Jm — 0 3 A1 o B A 3008007 e
Ja—1hifB 4,

6.5 £RAoWEERR
6.5. 1 GRFE A T oK P o 5L NPT L B oK MIR162 55 Ak 1A S 1 8 41 2% o B S R0 3 b 2, L3530 iR 9
HEK MIR162 FAb R &8 (C) i 7 2 BR . 2 B B0AE TP A DU 1 0 L £ ok MIR162 5 (b ik i 4y . 45 R %
A SR TR AT B R MIR162 B AR B4, $1 L E ok MIR162 bk & ikl ¢ +U 7,
6.5.2 KL T K PR oL RN R OK MIR162 55 Ak e 53 1 3 1 24 o B L R0 8 iy £ L (EL 31330 0 3
H R K MIR162 AR & 8 (OOIL T 1 BR L 28 IR rh A 1 0 L oKk MIR162 $2 4k R Bl 53, 45 R 3%
ISR HR I T B R OK MIR162 B AL Ly H BT oK MIR162 # AL AR & B AR T & R 7,
6.5.3  GRKE R T K P b o L D] PR R Y i 2R HL Ce {E <36, MR ok MIR162 55 46 744 53 4k 5 41
JC YR 8 R B Cr (B =>36 . 3R W RE i R A U 1 40 R ok MIR162 e A il o3 . &5 SR 38348 il b
KA B E R MIR162 BB IR 5437,
6.5. 4 GREh F K PR HESE DR R B BRI 2R B Cr {36, R BTARE P AR A FOKR L 41 DNA
WAy . 25 TR N R R A I R OKE AL DNA 47,

6.6 MR
A5 2 A BR (LOD)Y 2 0. 05 %6 CRT 24 T R AR & & A7 24 20 #5 LAY BT R £ oK MIR162 6 1k 14 %¢
I .

FE AR R RS R DL PCR A S g 44 2 HR I A 7B B HL oK MIR162 55 4k (445 5% % 7 511 19 100 ng DNA A i
AT,

6.7 EEMR
ARTTERY E R (LOQ) N 0. 100 CH 25 T RN AAR & f 3 47 2 40 $5 DL BT IR Bk MIR162 Fe {4 i 57
PERPA)

E AR B R DL PCR I SR M 2 A S A B e oK MIR162 5% Ak {ACRE 53 4 7 51 B9 100 ng DNA 4 i
(RRIENIE

7 L@ PCREMEMTE(FEZ)

7.1 JHiB
R IR AE B HT H B oK MIR162 F AR R Sk 7 51 514 SRR 04T PCR 973 . K4 A2 5 47 3 3115 1t
W) DNA R B, FIWRE o2 5 & A PR £ ok MIR162 # AbAK il 4y .
7.2 T A0 A
AR 53 A B0 AU 43 A 23500 L 72 R K 3 DA SR K .
7.2.1 DNA #EHBGAF & .7 5. 2.1,
7.2.2 PCR Y H§LH] . A 5. 2. 2,
A AR PCR 935307, n 38 A M PCR K £
7.2.3 EXRMNIREERE zSSib EE 5|
zSSIIb-1F :5'-CTCCCAATCCTTTGACATCTGC-3';
zSSIIb-2R:5'-TCGATTTCTCTCTTGGTGACAGG-3',
iU 7 Be R/ 151 bp,
[V R FR 1861 5 A4 —3—2012,5. 12
7.2.4 HHEEX MRI62 BLEERIERTISIY

10
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MIR162-F;5'-"TGCGTAAGCACAGCCTAGA-3';
MIR162-R:5-GCTGAGTGGCTCCTTCAACG-3',
SE UMY A BER /N 294 bp(JL AL 2),
7.2.5 TEZm 6 5. 2.8,
7.2.6 SIWvEW M TE 2k (W 7. 2. 5) 8K 40 98 BRI FEZE 10 pmol/L,
7.2.7 AW,
7.2.8 50XTAE ZZ 0P FRHL 242. 2 g =F2 H RS 8 (Tris) » 56 500 mL 7K A R 8 5 L A
100 mL & jE DU R AVl (UL 5. 2. 6) , JHUK QTR I pH % 8. 0, 8K J5 7K E 45 % 1 000 mL., i FIES
KFERERL 1 X TAE,
7.2.9 BifRME.
7.2.10 10 g/L IRALZ5E (EB) W - FREL 1. 0 g M4k 258 W ## T 100 mL /K, BESGARAE
gt —RUZHEHEER, BFNFERAREBE—XEFEREAZELEEEY,
S o ML A 9 T R L A 2 % R A AR TR 2 A S A TR P UK 4 % £ 51

7.2, NREGE I PRI 250. 0 mg JREREE LA 10 mL K E S I FIE M 12 hs FREL 250. 0 mg — F 3
FENE W I 10 mL KA FREL 50. 0 g BERE, N 30 mL /KIAMR ., IRELLE 3 FEW . K EA R 100 mL,
1 4 C I RAT,
2.12 DNA 43 Fibrife: 7T UG X 43 100 bp~1 000 bp i DNA 43§ fbrifE
2.13  PCR =4 [l i ) £
3 EEMNHIIES
301 AT R B 0.1 g A1 0. 1 mg.
3.2 PCR Y AL FHEIR B >1.5 °C /s fLMIREZE R<1.0 C,
3.3 LUK | HL UK A LUK R
3.4 BERMURREEIAHRS.
3.5 FE A
3.6 AL,
4 BRESH
4.1 Hh#E
Al 5.4.1,
7.4.2 REHE
A 5. 4.2,
7.4.3 iXEFALE
A 5. 4. 3,
7.4.4 Xt DNA R &
i 5. 4.4,
A5 REEE
7.4.5.1 BAMEREMR
DLAE e 56 TR R AE S B M 4% s
7.4.5.2 z=AKRER
UJKf/Ej‘? Eﬁ%?’un
7.4.5.3 PFHERESR
DAL F ok MIR162 FEALRE o0 0. 190 ~ 1. 0% BYBR 1E 9 5t Ch v B D B8 28 56 UF 19 52 56 =5 e 1 B
i VE S BH PR B 4% 0
7.4.6 PCR ¥ i

e e e e e e e

11
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7.4.6. 1 XFaRE R0 £ A A P AR VS R R MIR162 5% 46 AR 45 5 v 5 91 £ 47 PCR ¥ 88, AN ik 2 0 ik
B3I AR, B FREMEIT 1K PCRY B B M E 1AM A ARE TR, Z20EF 3K
PCR ¥4,
7.4.6.2 %@ PCR P HIARR Y PCR ¥ 343500 1, 4% 3% 3 FL bl 9 B4 0 &R 448 & 1t PCR 7 &
B, 438 3 BLE 195 | vk 3 R DNA B o e 97 3 1R R, FL AR o 5 BRGAR E vl B 5

*3 i@ PCR KR

%l 371353 il
ddH, O
10X PCR 2% Wi 1X 2.5 pL
25mmol/L SUILBEVA I 1.5 mmol/L 1.5 pL
dNTPs iR 5 ¥ W (45 2. 5 mmol/L) 0.2 mmol/L 2.0 pL
10 pmol/L E¥#5 14 0.4 pmol/L 1.0 pL
10 pmol/L F #5149 0.4 pmol/L 1.0 pL
Tag DNA 5T 0.025 U/ pl —
50 mg/LDNA #fx 4.0 mg/L 2.0 pL
AR 25.0 pL

U FOREBURERE . IR PCR 28 vl b &R AL EE U IR AL BRI . AR Tag DNA SR & B Y ik BE o 2 JLAR AR,

JEA R PAHE ddH, O [ AR FL, fiff i 7R R SR FR 2] 25. 0 pL,

FRNARHESE P PCR 934K R b, b TSI TR EE 23 51k 2SSIIb-1F . zSSITb-2R s MIR162 % b 7K 47 5 1 /¥ 51l PCR 9"
HRZ D, LRSI RS 4 51 MIR162-F MIR162-R,

PCR " 18 {4 Z v MR 45 {0 S it 70 6 A4 1) S B il 195 B0 00 15 40 g 1 4%

BERIE 1A SN AR FR AR, 0 i JR S R I I8 4 R AT PCR P M R Rl & .

25 X B 2.0 pl K VERE AR .

7.4.6.3 ¥ PCR M) B AL E.500 ¢ ~3 000 g B0 10 s, 98 J5 B PCR M2 (%), it A PCR
X
7.4.6.4 Pty PCR Y, RVAFERFE N 94 CA M 5 min; 94 ‘CAEPE 30 5,58 CiB k 30 5,72 CIEAH 30 s,
AT 35 RAEER ;72 CHEAH 5 min;4 CIR-AF .
7.4.6.5 RMEHREHH PCR AR CE) % PCR ¥4 7= 4 47 F vk il
7.4.7 PCR ¥ 187 #) F ik &

Fie 20 g/ 09 5T H ok BEBR B BIE WL NN 1 X TAE 28 ooy i, i #4010 70 B B0 0 775
100 mL BB TP 5 pL EB % W 0 & 09 H A A% IR G4 RE TR 50 s F & v 205 8 LA kil |,
T B, F R T BEE BRI X TAE ZZohil b, 3 B ) R R4k it . AR 9 L Dk L+ 1 )& 2
FTE R 2 LA, L 12 pLPCR ¥ 34 774 5 A 92 v ol 4 1R 5 )5 I ACEE IS sSORE AL 5 R B AE FErp — A4S a5
FEALH A DNA 43 F 5 bl s 3@ IR 7E 2 V/ em~5 V/em 545 T B UK A
7.4.8 BERBSH

FL UK 25 SRS I H S B O i T 9B IS AR AN AR . AR R DNA 4 F i AR ME AN TH 97 35 25 i R
N K FL UK S SRR B SO AR R sl B R A IR T E T AN i il PCR 973 R BE 2 B8 B I
DNA F B 308 7. 4.9 1 7. 4. 10 MIRLE AT .
7.4.9 PCR ¥ & /=4 B U

Fi¢ PCR &34 7y [l 500 & 06 BH 5 Ll PCR 9735 9 H ) DNA R B,
7.4.10 PCR ¥ & 7= 4l ¥ 36 iE

B U Y PCR 738 72 1, 540 ok MIR162 HALARE: S PEFE 91 (WL AL 2) HE4T HE X, #fi i PCR
P 1 DNA FBUZ 6o HiY DNA R B,
7.4.11 PCR ¥ HEEEAHI EIRAE
74101 BHME TS, K AR R BT B Ok MIR162 e fb ke 544 15 51 3445 2 41

12
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74112 B A EOK AR ME L RS B PR L BT AU K MIR162 5% AR RE S M7 9 R 15 3093
74113 2 BT A R SRR AR MRS PRI B ROk MIR162 e A AR S5 1 e ) 2 R 45 2 4 4
74114 FHEEEL 7,040 10 1~7. 4010, 3 BYSRAMF. AT 4% 7.5 AT S5 R Ar SRk, &M, 73 B B
O, FORTHE 7,404 B 7. 4.6 TR .
1.5 #ERSWMERRA
7.5, 1 HE R E K AR R BRI BT B R oK MIR162 7 A0 A4 S P8 5 51 145 30 4 3 L 32 WA b il o bt
HE K MIR162 Al A4 B 43 45 5 32 28 S i A op G I 1R 40 He ROk MIIR162 %% Ak A& B 43, A6 I 285 41 oy
FHAE”
7.5.2 HEER E KRR ESL R AR B PR, T E K MIR162 % 40 (05 5 1 )7 51 AR A5 20 97 14, 3% B ik
R G HH T R K MIR162 B AR 8043, 45 R 36 3y 1aURE vh A A I HH T L B K MIR162 e A4 1 47
A 45 2R A
7.5.3  GRE b K P b o DR R A B 2 WA rh R A I ) EOK FE R 2 DNA 43, 25 3R 3R ik
FE A R AL Y B KR FE R ZH DNA B 43 Kl 25 5 A A PE”

AR PCR U MR AR -5 IR ZHCh .
7.6 #HR

AT AR B (LOD) 2 0. 1% (AH Y F S B4R 7 & A 29 40 #5 D40 £ ok MIR162 % (bR ¢ =
PEF I .

T AR T R R L PCR A 52 7 A 2R P i A & A 0 B oK MIR162 % Ak 5F 53 4 77 50 19 100 ng DNA #5 4ig

AT

13
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M xR A
(FHHE)
FLHE E K MIR162 F L4 %5 = 14 FF 51

Al HHEEX MRI162 F#i ik ZF TR PCR F 5

1 TCCCCGGGTC TAGACAATTC AGTACATTAA AAACGT ‘CCGC CATGGTCTGA AGGCAACAGA

61 AAGGCATAC TGGGCCTTGT GGTAGT

1T S MIR162 1 3" 3 AL PR 5 S M 17 51 77 910 O 1) g 5~ 3

E 2:5" 0 B R R B 43 S S B PCR SN 77 %5 519 MIR162-qF 1) 41, 3" 3 B F Rl £k 38 43 oy 92 1 325 PCR A& il
JrEE G4 MIR162-qR 89 52 1] B0 5 51 o i J5 HE P9 38 O 52 2% 5 PCR A I 7 ER 4R 5T MIR162-qP B9 /751

FE 3:1~40 HAMNEIEA R BEAB o 81, 41~86 S K AL R AL AR 3 F 51

A2 FHENXKMRI162 EiiEERELE PCR F7I

1 TGCGTAAGCA CAGCCTAGAT ATATGCTTCT GTGTGGACTG AAAGGAGACT TTGTT TATCA
61 ATTAGTATAC TCCCAAAAAA CTGATGACAC CAATGATGCA AATAGGCTGG GAATAGTCTG
121 TCTAATAGTT TGAGTGAATC ATGTCACTGA TAGTTTAAAC TGAAG GCGGG AAACGACAAT
181 CTGATCATGA GCGGAGAATT AAGGGAGTCA CGTTATGACC CCCGCCGATG ACGCGGGACA

241 AGCCGTTTTA CGTTTGGAAC TGACAGAACC GCAACGTTGA AGGAGCCACT CAGC
TSI MIR162 (1 5" v 4% A A e 5 M 77 81, 8 8 1) oy 57 ~3
FE 2.5 U0 R R B4y A8 PCR &M J7 22819 MIR162-F ()% 51 . 33 B0 F R 4R &0 43 3% 38 PCR & P46 77
2514 MIR162-R 4 ) 11 54T 51 .
31~ 144 J FKRIERH AT FH L 145~294 N HMEAEH A F B4 B

14



