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S EEEY R EH =R TN
EEMIRK EEETEHK DP202216 A4S M PCR 5%

1 3eH

RN T 5 PR O B 4 L 70 2 DP202216 551k {4 5 PCR 2 Ml S I 77 3.
A ARE A T oK L ) 5 e DP202216 554V A4 sk 43 1 7 14 A e B AS

2 AsettsImAxHt

N HUSCA A P A R I ST BRI ) T A RS SOA e AN T A [ ks e, 9 I A ST
1% B BIXS R B RRASE T 430 Ak B BRSO, HE#iiAs (BREra RIS SR) S T A
A

LV 1485 5 E—4—2010 ALHLEREY) S H = S kil DNA fRECA ik,

PR 1861 AT 32012 FEPNEY) LI sh it TR ERAEE 1% PCR J574

Pk 2031 545192013 FEEEFEY) L A kil e

NY/T 6729—2003 %L E:FEY) R = @il 2k

3 KRIFEFEX

RAVER 1861 5 242 F—3—2012 FH5E M LU R AR TERIE SUEHF A 3.
3.1
FEMHR R ERE K DP202216 & iE45F 5 M F %) event-specific sequence of
herbicide-tolerant maize DP202216
PR EIR ol R R BT 0K DP202216 F AR RIAMNERR A B B 5 5 KR BRFAMEE X T, &
& FREEF AR 7y 2 B A AR T-DNA AR5 1741
3.2
PHI%BRIZ &  positive control
AT R sl S, 20 T PEAS I A BH 4 5 PR S 48 5 A0 S Bk ) ) BH 42 s s 32 4t
PR R EREREEAMER, HATEAS R SR . YRR RS R
A 0.1%~1.0%, PHEE B RS RHEER S BHE T SPRREEA Y.
3.3
B calibrator
T2zl bn e i 2 FOBR FE R R AE 5, AL S R AR [ 4] DNA BifE £ I & E 5 s BT AR EY) It
ECPHPERE A DNA Rl &, BilEE/0E 5 MERORE . a6 iEn e .
3.4
F¥ subsample
AETAL IS, R 3UREAS [R1 L B AL R R A ST A
3.5
ACt{E ACtvalue
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SERT 9% 0% PCR 471 HpoBE S AL RS T 1R P 310 1) Ce B S N R iESE TR P15 Cr B 2 {H .
3.6
AACt{E AACt value

SRR 585 PCR AT M R IIACH {8 5 PR M E B i i fa ACH 21
4 BAEX

4.1 wWNEE

55 mER T E e T PR RO R i B FT LK DP202216 F AL AR 873 B SRR 7% ' PCR 7
PEREI 7 OO —) S50 PCRsE BRMIE 5k ). Eil PCREMERNJE (k=) 3
F7I%,  ATARAE S B I FSRaE A

4.2 W HRL ER

B S BER T EAER 3 MARIARBIGGH . MR oUAEBAR . B AR PR LA T4 1 Y
L Rl LAIEH -

5 SERYIIE PCR MMM AE ()
51 JRiE

R R SE 3P AR xR o oK P bR o 22 R A0 PR 5 R i B 5 77) 0K DP202216 #4074
S A, BT SRR 9O PCR 48, RIE R 3 3 FU A 4 A 08 2, Al U b 2 I S
R O R B 557 0K DP202216 FeAb AR g e B & A e IR 2 R R 59T R OK DP202216
FeAb gy, TSR S PP e B S BIAACH B, )5 AR 5 PO e B g A L B AL A il o 35
IR

5.2 FlFnEAR

BRAER AU, DUER Al . ARl SRR,
5.2.1 DNA $#Hlfl&.
5.2.2 PCR¥ H4iAF: Tag DNA HEEF. PCR ¥ BZE M. 25 mmol/L & ibEE (MeCL) ¥k dNTPs
VWL GREEH 10 mmol/L () dATP. dTTP. dGTP. dCTP 4 F it S A% H B VA A TR A
7 EAEA LA PCR RN, ]k A SEN 0 PCR AR & .
5.2.3 EAXRWARERRE SSIb E[E 5 |14/ER5t
zSSIIb-3F: 5-CGGTGGATGCTAAGGCTGATG-3';
zSSIb-4R: 5-AAAGGGCCAGGTTCATTATCCTC-3';
zSSIIb-P: 5-TAAGGAGCACTCGCCGCCGCATCTG-3'.
e TP A B RN 88 bp.
¥ 2: zSSIIb-P 4 -SSIIb R AT TaqMan i74%H, H SUHARCH ARG ZEE (10 FAM. HEX %), 3Tatric xR AT 4
#REEHE (W TAMRA. BHQIL %),
[RIF: flE 1861 5 AH—3—2012, 5.13]
5.2.4 FEMIKRMBRERER DP202216 H L A4FF 14 FT519/4K 5T
DP202216-gF: 5-AAGTCGGTGTTGGTACTGAGG-3';
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DP202216-qR: 5'-AGATTGTCGTTTCCCGCCTTC-3';

DP202216-qP: 5-AGACCGAATGATTGCCTCGCCCT-3'.

1. THAEE A BN 159 bp (S AR AL,

S¥ 2: DP202216-gP 7= B b o B ER 2275 K 2 DP202216 $446 1645 BT 5 TagMan 185, H STbRicd 5L

HERA (i FAM, HEX %), 3umtricd i R95e A KEF (0 TAMRA, BHQI %).

5.2.5 10mol/L EE L8 (NaOH) ¥&¥i: 76 160 mL /K IIA 80.0 g A LAY, MG, BHIESE,
FKEZRE 200 mL.
5.2.6 500 mmol/L Z _f%&IY /% "4 (EDTA-Nay) VA¥ (pH 8.0): FRHL 18.6 g £ _fiZIU .8 4,
I 70 mL 7K, S8R RIEER (W 52.5) HEZ - ENZB N2 Em, HARLNE
WO(H. 525 A pH £ 8.0, MAEZEZ 100mL. £ 103.4kPa (121°C) %44 F 4B 20 min.
5.2.7 1mol/L =¥ FIGFEALFL-hE (Tris-HCD ¥ (pH8.0): FREX 121.1 g =¥ L Fizia
fET 800 mL 7K, FHERER (HCD i pH % 8.0, MIZKTEZAE 1000mL. 7E 103.4kPa (121°C) %M T
K14 20 min.
5.2.8 TE ZEif (pH8.0): 4rHIEIL 10 mL — ¥ RS H - MIiEm (W 5.2.7) #l2mL 2 —f
00 2. BNV (N, 5.2.6), INZKEZZE 1000 mL, 7873851, 7F 103.4 kPa (121°C) 4F T K& 20 min.
5.2.9 SI¥AREHEW: F TE Sl (K. 5.2.8) BUKA S LR S| eiFst #iB 2 10 umol/L.

5.3 EBRUHFMRE

31 R R 0.1 g A10.1 mge.
.3.2  sERFRE Y PCRAX.

3.3 tZER T A

3.4 Bl

g o n

(9]

4 BRIELR

5.4.1 3
it NY/T 672—2003 A4 EE 2031 54 %—19—2013 3 8 EAIFEFEHAT .
4.2 REEHIE
15 NY/T 672—2003 Ffll i 2031 5445 —19—2013 HH 58 0 &5 B FE R 04T o
4.3 AETALEE
Fa Aol 1485 5 A5 —4—2010 F 6.2 FILEAT .
5.4.4 RXAE DNA &EiRHI%
AR 1485 5 A% —4—2010 HH 6.3, 6.4 1 6.5 FHLEMITIEIAT . FARFER 3 T4 TR 5
H#H1T DNA f2EuF4ift, BT PCR 1.
5.4.5 RITRE
5.4.5.1 BAMEIES
VAR S B R R A VR % 5
5.4.5.2 ZTHREH
Pl ddH2O 1F % B 4% i
5.4.5.3 PAMEIES
PLr= & PR O R BR R 7 oK DP202216 44U AE 7 BN 0.1%~ 1.0%IbRifEX i ChRiERe i) alige

(&)}

(8]
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B85 VI P S0 58 O AR VB N BH M T % o I RE W0 s R I AR R 4y 5 B, I N B e A i
{ELAH 4 O BH 1 52 B 5

5.4.6 PCR¥ 1

5.4.6.1 X iARY AT 438 b 1A PR 22 DR 0 7 B P IR X R T R 77 K DP202216 $5 4k Ay S5 4 e 41l
T PCRY . Ml EDWE 3 AT TR, B0 THHIT 1K PCRIE; MMt E 1M
i, NEETHE, £20FEHE3IKPCRYHE,

5.4.6.2 SR PCRYBEMR R MfH F LR 9 0% PCR ¥ 5 AIRT, $%3% 1 iy sk &, fFH
SER 3% PCROARA Gy, #5238 1 JE A3 Wik B . IRETIR B A1 DNA MR SR HI T iR £, HAams
ZHE R & .

#F£ 1 SRS PCR EMH 8K ZE

W 237553 e
ddH,0 —
10X PCR &M 1% 2.5 1L
25 mmol/L FfLEEE T 2.5 mmol/L 2.5 4L
dNTPs IR &V (% 2.5 mmol/L) 0.2 mmol/L 2.0 /L
10 gmol/L FiE3|4 0.4 gmol/L 1.0 4L
10 pmol/L T34 0.4 ymol/L 1.0 uL
10 pmol/L. 4+ 0.2 pmol/L 0.5 ul.
Tag DNA 2B & B 0.04 U/ul. —
50 mg/I. DNA 4R 4.0 mg/L 2.0 ul.
RRFA 25.0 uL

C PRNEBEAHE, WR PCR EWiE b A SEL, NI IEEEE, IR Tag DNA K& BATRE
TsE EARF, IR HE ddILO MFRF, (9 ik R EABULF] 25.0 L.

FRNAFHERR PCR T A E, b RS ATRE 43 514 zSSIIb-3F . zSSITb-4R 1 zSSIIb-P; DP202216
AL BRI S PCR ¥ A R, . FiFs| YRR 514 DP202216-qF . DP202216-qR 1 DP202216-qP.

PCR 47 1444 R T HRAE (025 S slmAE i ) SePR s S O, AT HH R R B .

AR 1A I R, BEHR S0T B A R T PCR 414K RicH]

B RE R 2.0 gL 77 ddH.0 1 AR .
5.4.6.3 4 PCRA (&) MIEELHLLE, 500g~3000g 54 10s, AFEH PCR AL (&), AL
I 55 PCR A .
5.4.6.4 BHITSERT U PCRY M. RMNFEFN: 95°CAEME Smin CGE—FrEL); 95°CHE M 15s, 60°CiE
KA 60s, TEFFE=40 B _FrBoD; (£ BB HR JOE R BUE OB E 5 -

A ARIBOCERRRIE R RN S HEE LR,
5.4.6.5 WER{H: SEHT9E PCR YL HE, L PCR 4 MR GF ik N\ b B sk ¥ 8 o3 e (5 5 1
AR AN 2 A AT R
5.4.6.6 icigk CtfH: WEBHENG, SR 7 PCR SUHIEAE 3 #r 8F A sl il A e SR Cr i, Il
Ko
5.4.7 PCR #1880 E& A EIRE
5.4.7.1 [HMEREEMAF, K AAR 2 RN = B R o R i B 277 0K DP202216 H A Ak gk 551 17 771
B mA L, B cr{i<36.
5.4.7.2 ARG, TORAREIEEA B M2k, H Cr <36, FEIER el B BRI Lok

4
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DP202216 #ALARKE 748 PP 51 JC s B g i 2%, = Cr {E > 36.

5.4.7.3 FHEEMT, TR AR R AN B R O R i B T oK DP202216 Bk iAE 5
BT R 2, B Cr {1 >36.

5.4.7.4 FHFIEHE 54.71~54.73 &M, iz s55 T fntr5&kd. &0, o iR,
FH% 5.4.4 0 5.4.6 BEATHR .

5.5 GERAhSFRIE

5.5.1 Gl FE oK AU bRAE SR B A= B R R R B 577 KoK DP202216 #5405 B % A 41 35) i i 7Y
g H Cr <36, RGN = E MRk ol R bR 57 K DP202216 ¥4k Rl sy, #5383
RO R H RS R MR M R R LA oK DP202216 L ALARA S, AR S RONBHE” .
5.5.2 TEFFG 5.5.1 MBMT, w5 HE wlhe S5 PH v e B0 A LU A 5 s, T SEAACHE .
HAACHH<—0.4 Bf, FTHARFE R H = E PR o R i bR 57 £k DP202216 ¥k, S ERE
T E RIS, SEREZARN R R = 2R 0 R B 557 1 OK DP202216 4% (bR R 77
R EE oA, SEET X7 HBAACHE>04 B, RO FE PRI = 2 IR o R i B R R K
DP202216 #Av ARy, SRS ECT e IR, 45 RFRdN “ulRE R it = R ol R Fr
7 OK DP202216 ARy, Aallah OB E, SERT X7 .

e X OABHPETE BT &P PR B R I ER BT KK DP202216 FEfb b nk /rF L, W | AACTE | 04K, &

SR F 7 ik ) s R R e B MR AR B R T FR BT ROK DP202216 bk a4 B

5.5.3  UUFEH T K P B JE D] B AR08 il 28 ELCrE <36, 1 B PR B R R B 57 B 2K DP202216
AL ARRE S i A1) TG # B 1 i 2 Cr{E > 36, 3R FARCRE P AR I HS PR B R 0 R i B R K
DP2022165G AR A3 45 B A GURE AR I HE = R o (R Bk RE77) & KDP2022165% {1k AR pl 77
Rl &8 FORBATE”
5.5.4  UAE A BOK PY bR SR DR A H I T 18 il 2R s CrfE > 36, R BA RS ARSI HE ROK L FIZADNA
Fegrs GERFARA PR AR H TR DNARG S, Rl g oA .

S WP PCR IS A0, LLBEEE RN,

5.6 (R

AHERISHIR (LOD) A 0.05% GGHY TH AR T E5H 2 20 # N pg=s& R o R kR ER &
K DP202216 B4k K4 S AD .
. AR IR 2 Bl PCR A I 4K & N A 100 ng ERIEFEH DNA BT IR .

6 SERITOE PCR EEMMGE (&)

6.1 JRIE

SR R RE B 3 P AR B0 R ity R R A T 5K PR v DR R 7 B PR 5 L T A 2 71 0K DP202216
FeAL AR FRUE PP FIHEAT SRR 5308 PCR 974 o ARABAHE SRt s MBS CHETMMIZNE R R, 22
i B AR IR O R PR 7 oK DP202216 e Ak AE v i A1 oK U BRAE 2R DRI RO bR 28 R uURE A9
CtERNARAER 2L, TH R B PEIR SR T BR 777 oK DP202216 # AL ARKS 5 P H1ITAT oK P AR
BRI PE MBI AE, SRS B A 7 R O R PR 557 0K DP202216 FeAL R 5 &

6.2 AR
FRAR A AU, DU A A sl AR IR K B ESE K.
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6.2.1 DNA $2EUA7&: [ 5.2.1.

6.2.2 PCR¥ #4A7]: [A5.22.

6.2.3 L KPRHEILR ZSSIIb FEH 5| WARE: 7 5.2.3.

6.2.4 EMIRE RN ERE £ K DP202216 H AL A Rr 7 /741 5 P45 [F] 5.2.4,

6.2.5 TE ZEmif: [[5.2.8.

6.2.6 SIWAREHEW: I TE Sl (K. 6.2.5) BUKA %1 ik S| eiFst HB 2 10 umol/L.

6.3 FENFMMEHF
[ 5.3,
6.4 BRIELE

6.4.1

A 5.4.1.
6.4.2 RAEHIE

A 5.4.2.
6.4.3 RAFETALE

[543,
6.4.4 4 DNA 1EHHIE

] 5.4.4.
6.4.5 [FRITIEE
6.4.5.1 FAMEIES

VAR L IR ORI Mo 4% 5
6.4.5.2 ZFHEER

PL ddH0 9% F i 4% dfs -
6.4.5.3 PAMEERITS

L= PR oA R B 5577 oK DP202216 546 44 o 40 B s DUEL L AR 5 An U BB AH 24 BB UEARE
Yol CRRafERE &L a5 E 1 5 56 =5 m il B W 1 R B e B g i
6.4.6 BOEMBIF

PR B PRR O R PR R 7R R 2K DP202216 #51L R LK 41 DNA, W& DNA #RE, 1 DNA &4
Frollikdi . SRJE ] 0.1 X TE 28 Mo K 66 T W Fe DNA, i) 27 [7) 3 138 A0 75 4R o5 R S AR 0 7)1 oK
DP202216 ¥:4L4k DNA #il. DNA J&ERZE /DR 5 A= PR 2 R R 557 5K DP202216 #4b ARk
FERAEE, BRI ES TR/ EER (440800 ARXTRHEI (420 80D, SEEKRERT I
FF i DNA KB . K B HH [R] B DNA W 70 70 22 1l 0K P9 doe o 22 B8] R0 7= B PR ot R i Bl & 77 oK
DP202216 & Av AR 4 5 V7 Sl ARk il 2% .
6.4.7 PCR ¥ 1
6.4.7.1 FE[R—H PCR AR EXSFHES . b, 0142 i 0 N AR HE L R A0 DP202216 £ 40 A4 -2 7y 41l ik
T PCRU 1. BMNAMEE 3 A PIT 7, 8N 3 AN PAT FRERIE R — X PCR & 8§ hifi AT, &
ANFREADEE 3R PCRY B, SR, RS MRERELEE 1 MR, ARETR, 240
EH 3 PCR Y1,
6.4.7.2 AT PCR (A R {0 A LRI 95 PCR 38 IRT, $43k 2 By 8k &R, M{EH
LR PCR AT G, 1438 2 MU SR E . RS IR F1 DNA BRI H ik &, Ha s
Z A A
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#£2 LAY PCR ESi 4R

A 28753 LA
ddH:0 —
10X PCR 28 M 1X 2.5 ul.
25 mmol/L ZAVEIER 2.5 mmol/L 2.5 1L
dNTPs R & (& 2.5 mmol/L) 0.2 mmol/L 2.0 4l
10 pmol/L 754 0.4 ymol/L 1.0 uL
10 umol/L. 5149 0.4 gmol/L 1.0 uL
10 gmol/L. F4t 0.2 gymol/L 0.5 ul.
Tag DNA R &R 0.04 U/ul. —
DNA #EfR 2.0 4L
SR 25.0 ul

I FRAAEIARE, R PCR ZMR A AMEE, MAIMEEER. BRI Tug DNA B4 BENRE
B e EARAT, FFARN R R ddH0 YRR, i Wk R AUERUE T 25.0 L. FRHESY 1k & DNA iREF K
F 200 ng; FE DNA B 29 100 ng.

FoK N FRERE PCR §HEA R, b TSI AR 43 51 A zSSIIb-3F .« zSSITb-4R A1 zSSIIb-P: DP202216
ALY R IR A PCR 346 Rk, B TESIATAIERET 2 Bl DP202216-qF  DP202216-qR #1 DP202216-qP

PCR 4 1914 7 Al AR4E (0 33 X FIFER ) SERMH I B0, EATHH MR B8 .

R LAY R R, RIS R AR HHT PCR ¥ 141k R EH).

2 AR 2.0 pL 1 ddH0 15 AR .

6.4.7.3 ¥ PCRI (%) BAEELYLE, 5002~3000g 2.0 10s, SRFEH PCRAT (), HIASE
i %% PCR 4.
6.4.7.4 BTSN UOL PCRYHE ., RNFRFN: 95°CA4ME Smin CFBrBD; 95°C4M 15, 60°CiE
KA 60 s, THEHFE=40 CEZErBD; 1058 BB iR JOE R B %65 5

S AR B A B R R I B R T
6.4.7.5 VERME: SLR7E PCR YL TG, LI PCR § BRILT#E A Fe SR 1 & 7 65 5 MM,
FHARIE X R0 A B L AT I B .
6.4.7.6 it Crfl: BEBI{EIE, SER 5808 PCRAXFIEIE /- i/t B et &8 RN G E, JFid
Fo
6.4.7.7 xilbRAEhZe: MRYERAE SR 3 Cr (6 AR ARRAR % DU X SR I e M OC R, r il el &
K P A 7 L R R = R X B T B B K K DP202216 B Ak AR Stk e 3 A e il 28 . v ek A R
(1) 24,

Ct=a+bxlgec ... . . .. (1
2
Ct —FEM ) CtE;
a —hnitE 2R e
b —hriErh R 2
¢ —HIERBELIREE DLEL.
6.4.8 PCR {1E&1&FIEFRHE
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6.4.8. 1 HARIRMEAHES P, KA AR AE I RAT P= S bR 2 R B 577 K DP202216 % A0 ARHe 5t 1
FrAS5A Ry I 2k, H Cr{E<36.

6.4.8.2 FIMERIEG T, TORAMEAEER AT 2R, B Cr <36, FEEMER O R R K
DP202216 ¥ AL ARRE S0 Fr 41 E SR 8 2k, 50 Cr i >36.

6.4.8.3 THRFESF, LKA bREESREFEA = HM R R i BR 57 5K DP202216 #2464 K 714 F 71l
B s A2k, o Cr {f>36.

6.4.8.4 brifEiZRE REC (R =098; —3.6<trifffiZARlE () <—3.1.

6.4.8.5 F[FIRIHE 6.4.8.1~6.4.8.4 %A, W14 6.4.9 1| HAEATRATH B &= B VER 0 R i BRE R
F K DP202216 B0y 513 41145 ULEF (B R oK P Al 22 R 4 DUECH (It . &0, 208 A
WtHm, FEHHE 6.4.4 5 6.4.7 BHATHEI.

6.4.9 HHEBFHENEFTIIERAFREEERNENHELE

6.4.9.1 Mg IR CF B B ARRE ) oK P A oAt RN 7= o R R R B ) oK
DP202216 ¥ ALRRF FAEFF AR Cr EARNFE R AT bRAE T 28 2 30 (1), THEA OB TR P bRl 2k [ A= &
LR A R B 771 T 2K DP202216 %5 1 4 S5 P e 41 % D13 .

6.4.9.2 JLAK () IHHA TR RO I PR 1Ok DP202216 FeAb s vk e S AN 1K P bR
WS I3 DUECFEME M ELAE CURRR “Ri i ™.

A

T AT TR kST A TR IR O R BR R K DP202216 54K 4A R BN K P b v L AL
NECFEMERLILE, BACAASS (0. Ko, Thsk A FATFHMIT S, id 1. 2. 3; FHiE
ERAEMCE L TAT PR, A 1

Cyp AT TR kS EE BRI R W BRE 1K DP202216 #5 A0 RFE 5 % 51178 DUECT 248

Ty VAT TRk S ER T KRNARAEEER SSIb #5 D ECFIIME .

. FEEERERESTE 3 A PCR Y G ESE NECFAEMTE.
6.4.10 KNI EIEFIEFRAE
6.4.10.1 [AME=ERESENHESEHE
6.4.10.1.1 F53E%F

U AR ED R PRERE D (E AR M B SRS T, 4% 6.4.10.1.2 dE T BV S 04 A it
Bl oA e 20 A S 00 2 O i) BORE s AE N BH 4 e TS i, 4% 6.4.10.1.3 BEATPH 1 e BT
TEE A+ E
6.4.10.1.2 HiknEMR GREER) ERMEERER
6.4.10.1.2.1 [AMEEFRIZRENEIEFHENICENREE CRAENIRER)

A (3) THEPAM T Ei4E & n X PCR 41 5 5 R I A48 ~F S5 (A 1 bR e A o2 B R (E IR
R .

=

A

u(c) —PHMEE B G n X PCR 438 S R 86 I 504 S (E AR UE AT B CEIEMRRIERD,

Crmax  —1 X PCR 471G 5 5 A Wl Hefe o 7= B MR o R B 5277 62K DP202216 F2 40 A4 7% 7 41 F
e K P o v S R 1 DU LA B K

Cmin  — 1 (X PCR Y14 5 &G I S8 b 7= E MR 20 R T B 577 oK DP202216 446 iy S /7 41
K P b o SR R P LA A f/ME
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[ —WERE CHETF), Y¥EE =36, /~1.693;

n —PHPEE ERES PCRY M ERIRE, AL HE 3 IRPCRYEER (B n=3).
6.4.10.1.2.2 [AMEERIEREVNEIETHERGHNRESREE (EHEZHNRER

{2250 (4) THE Y E B A 0 I PCR 438 3 AR I 4 - A8 fw 3 AR AE AT SE 12

Upiqs = ‘uéRM FUZ(C) e oo (4)
A

Upiqs  —FATEE ERTIE Al n (R PCR ™48 5 R A0 I KO 1 SME O oy FEOARAEASR 52 1L 5
Ucpy  — PR B A e A HOAR HE AR E T
6.4.10.1.2.3 [AMEERIERENEETFHIESHAEERNRE FHEER
e ni (5) THE MRS ERIES n X PCR Y84 85 0l B T #(E 5 Hh 2 [ A fhifa .

A
bias — P E TS & 0 YK PCR 18 5 A2 A0 B0 T K48 55 FA e (8 17 B 4R 77 5
T —PHYEEEFEE S n X PCR 48 T AR I B0 (1 T B 48
cerm — PR E BTSN EE-
6.4.10.1.2.4 [AMEERIEEREVHBEEEHE
filbias| < 2 X uyee (FABHTE, 95%EEAFE NMEEH T2, RHIZKTLE M T i
sivo e AR PR 1A A S s A S8 B M v T 4 R R T B 5 4
6.4.10.1.3 FLWEAEHHNHRIEMAEEERER
6.4.10.1.3.1 T HAMEERIZRENKIEREE
A (6) HHEFIMEERFETE S n X PCR 318 & 5 K i Bz i bRk 25 .

s
s —PHMEE TR & o R PCR ¥ 1 & &R T AHR H bRtk %
6.4.10.1.3.2 [AMEEFIZERENEIERMENINEE (XTREHD
A (7D THE M E S AE S n X PCR Y38 51 G R0 BUE A FRifE 2= .

A

sg —PHPEAZEE IS S n X PCR 9114 SRR I B3 MO AH XAt 22 (257 80, AN B 705 (%)
6.4.10.1.3.3 [AMEEREREMNHBEFHESEMPENEREE EXHRE)

& na (8) THEFHEE BT 2 dh n X PCR 418G 51 5 e U Bedfs 1 200 (8 55 FLPOVME RO XS R - R X
).

biasg = E:”E X100, ()

e

bisag —RH% e BFE i n X PCR 4748 B R A Kds T (B 5 L UM AR AR X A CRES (R 220,
BAAA TS (%)

cp —FIVERE B g ol TROME -
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6.4.10.1.3.4 [AMEERIESENERBERBRAE
Hisp=25%, H|biasg|<25%, R EERESANEIEGRESEE, RRLEHYE ER
TR RV
6.4.10.2 RFRNEIBEBAE
6.4.10. 2.1 IMEFENBEIREE
BAR (9) HERARE m ANFAT TR B R %=

s "‘“"f PSP 9
e
s —m ASTAT AR R AR 2
Cmax  —m D PAT TS B T8 DL A 00 5 KA
Coin —m N TAT TR H T 2975 TR M iR /ME .

6.4.10.2.2 RAEENHRAENINEE (BEREHD

A

s's —m AT TRERIEIR AN REE CERRED, BAAETS (%)

¢ —m MFEAT TR NEAEEFE, R E DS (%)

LR A FH(EC=0.1%, BIRTSTHIEERREZGHT, Hilffs'R<25%, AT
et SRS - ET<0.1%, RVNT IR EREIRZMF T, HEK 652 e Rt 5%
it
6.4.10.3 NBIEESIEHIE

S A5 HE 6.4.10.1 F116.4.10.2 XF BH P 2 B 42 di A GURE PR I B b AT S i e, 5 PR M e i s
an AR B A T RIS 8, MR S B 2L, Al% 6.4.11 TR e A R T 5, &0,
lFidsk, BRIERE, FHT PCR & HEBE Hil &b, B EHISH Sl .
6.4.11 RAEFEEEELERITE
6.4.11.1 IRAFENEIENFEHE

FE 1 5 8o 4% A AR B R DU 548 [F) I S, 15 3 P AT AR I dIE P 2 e .
6.4.11.2 RHEEELERITHEEITE

S AR AR 1 77 VAT UE R 22 S ID6& B R Sl FUVT 5 1 48 X B vBE AN 8 1 Q) AR R B iE AN
SERE (u) TEESRNAHTETE. 215H, wlEh 0.0247, wfHR0.0803. A (1D v
WAF 2 45 R bR A B .

U =1/0.0085% + (0.054 X ©)2......oeiiiiie o e (11

A
u  —IRAFEE RS RIAFHEARTERE, BANESS o).
WA B2 RN BAHTE (U ALK (12).
U= Koo oo (1D
A
U —ilBERSRIT RAER, RE2A0F88T, BN aTS (%)
F —8E5ET, 7£95%MERFKFT =2,
. bAREEERET SRR EHARIENEOLER. WHATPEARREWMNERIERE, SETET
R FE TR R e R, R BT R ek R R AT

10
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6.4.11.3 HAHEERLERHIET
e nl (13) iSRS B EESE R,
C=CHU.. . (13)

all

A

C IR P IR ol R R 555 oK DP202216 Ak ik & B e s R,

T B3 NPT TR 3 IRE SIS FIE, BACNASS (%), B TERE —IEA
TR TR — 154,

6.5 ZRpERA

6.5.1 AT K A bR R R A A R B R o SR KoK DP202216 #4440 A4 e A 71 1) i R i 7Y
Trigmie, Hit 5 r s m kol R R SR £ oK DP202216 #L A&/ (O m TS TE®RR, £W
PR PP A = B R o R Bk ) KK DP202216 #5{b iR sy . S5 R FER R RFPEP A e E R
o B R 7 oK DP202216 454 R o, P E IR 0L B i B 75 10K DP202216 ¥k & & AT £ U,
6.5.2 AL T K A AR ot B R R 7 bR N R B AR TR oK DP202216 B4 A4 R S 1 e 21 35 HH B L Y
Tohgies, A5 R R o R B LR oK DP202216 #EL A SR (O R T s, FMulkEd
A HH 7= B AR o R PR SR 0K DP202216 S5k AR 7o 45 SR ARIA N “ulhe shoas il H 7= E iR o R i
FRELTR 1K DP202216 AL sr, (H=E MR 0L R i BR &R oK DP202216 f R & B T &R 7.
6.5.3 IRFEA T K Py bR Ak R B T b 2R FL O B <36, T AT IR 20 R RR ) KK
DP202216 HAb A gE 518 7 41 g S ALY 38 2R B Cr A8 > 36, R B IFE AR ARSI Hh 7™ 8 PR o5 R g ol T 7
oK DP202216 #AbAK o 45 RN “UUREH A I H = B IR 25 R R 7 0K DP202216 44k
6.5.4  UUAE A 1K PY bR JE DR A H S TR 1 bl 28 5 Cr {8 > 36, 2R HAGRRE AR T oK 2 [H 41 DNA
gt GRFIRN EFF P ARSI KK E 2 DNA B 7.

6.6 MR

AHFEFRER (LOD) N 0.05% GHY TH R RHEFHZ 20 # N =Bkl R iR &
K DP202216 ¥ Ak KFr S HEFFD
B AERE IR DL PCR F A Z P oA 100 ng B AR 4H DNA AR #H T E A .

6.7 TEIR
AHFERERER (LOQ) A 0.1% HHY T ik R &F 27 40 ¥ DI~ &%k 2 R b 57 £ 2K
DP202216 (AL REr R EF 51D,
B AAERAEEIRZ L PCR ¥ A R0 100 ng FoARE AL DNA HAR #4170 1 .
7 LB PCR EMEMSGE (FED)
7.1 EiE
R FH B ) = PR O R RS o B0 2K DP202216 AR AR St 7 41 519, AHAREREST PCR § 1.

P2 TR B3R5 TR DNA R B, PR S 2 75 5 A = PR IR SR i g B35 K DP202216 #4:4k,
NG

11
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7.2 RFIFE R

BRAER B U, AT S raili. ZAmKeiel R RIK.
7.2.1 DNA 42EUAIE: [ 5.2.1.
7.2.2 PCRYHEAHA: [[5.2.2.

7 B PCR ¥R, WA A PCR RAE .
7.2.3 EKRAGREERE zSSIbp EE 5|4

zSSIIb-1F: 5'-CTCCCAATCCTTTGACATCTGC-3';

zSSIIb-2R: 5-TCGATTTCTCTCTTGGTGACAGG-3'.

S HHE A BN 151 bp.

[RIE: RALEE 1861 54 EH—3—2012, 5.12]
7.2.4 FEMHRKRHTERETEXK DP202216 #EE4F R FFIS14

DP202216-F: 5'-CCCAGACCGAATGATTGCCT-3';

DP202216-R: 5-AGATTGTCGTTTCCCGCCTT-3'.

e AT A RN 133 bp (PSR A Y A2).
7.2.5 TE ZMik: [[5.28.
7.2.6 BIWET: FTE g (WL 7.2.5) sk R FiR SIS 10 umol/L.
7.2.7 SOXTAE ZZiifk: FREL 242.2 ¢ =FFHEHEF I (Trs), S5A 500 mL ARG,
A 100 mL 7, —JE0U 2.8 40V (W 5.2.6), FIVKZ e pH £ 8.0, SRJ5INZKEZA A 1000 mL. {4
s K B FE 1k 1 X TAE.
7.2.8 HifEHE.
7.2.9 10 g/L Rk A4E (EB) AW: FREL 1.0 g Bk 248, AT 100 mL 7K, BEEGRAF.

25 R ZEEEEER, ERERNEE— A FEREHZELEETY.

e TR T B T IR A R S 2 R R SR B IR AL ZBE MR TR R ALK A e R A
7.2.10  JFEZEMR: FREX 250.0 mg JRE S, A 10 mL /K, fEER FEME 12h; FREL 250.0 mg —
FEIEREE, 0 10 mL KGR, FREL 50.0 g JBERE, 0 30 mL KA. BA L 3 FER, IKEZRZE 100
mL, 7£4°C MR-
7.2.11 DNA 77 & T ELF X S 100 bp~1 000 bp ] DNA 737 EirifE.
7.2.12  PCR /4RI &

7.3 EENBFMEF

7.3.1 i RP: EE0.1g 0.1 mg.
7.3.2 PCR ¥ 1L,
7.3.3 EEBKAE. HEKCEHKEE.
7.3.4 R ARG RS
7.3.5 T EAL.
7.3.6 EilaHL.
7.4 BRIESE
7.4.1 R

[654.1.

12
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7.4.2 RAEHIE
[ 542,
7.4.3 RAFEmALE
] 5.4.3.
7.4.4 i{Af DNA 1EHUHIE
A 5.4.4.
7.4.5 [RITEE
7.4.5.1 AMEER
PR B I R KA R M I 4% 4
7.4.5.2 TFEHRESR
P ddH0 7B N 7E E 2 &
7.4.5.3 [AMEIES
PLP= B PEAR 20 R i PR 5257 50K DP202216 44 (AR & 8 09 0.1%~ 1.0%HI bRV (hRifEfe i) sl
B8 11 [ S8 55 e il B Sl AR A BE M 4% 5
7.4.6 PCR{ 1%
7.4.6.1 SRR FLTEE & 0 P AR R PR AT P MR o R B BT R oK DP202216 AL A RE S 7 B i
T PCRU 1, BNAMNEDRE 3 NPT 7, B40FRET 1R PCR Y, B misMEE 1 M
. AERETRE, EAEHE 3 IKPCRYHE,
7.4.6.2 EiE PCRYIGAR: MM PCR § 3G AAIT, 2% 3 Mmly 8E R, A E M PCR 5]

SR, %R 3 BRI IRE A DNA SR ERHIT AR, KadasRBilflainm .
#3 ELBEPCRIEHEHR
W 237553 e

ddH,0 —
10X PCR &M 1% 2.5 1L
25 mmol/L ZVEER 1.5 mmol/L 1.5 4L
dNTPs {R & (% 2.5 mmol/L) 0.2 mmol/L 2.0 uL
10 gmol/L FiE3|4 0.4 gmol/L 1.0 4L
10 gmol/L. 53149 0.4 gmol/L. 1.0 4L
Tag DNA R &R 0.025 U/ul

50 mg/L. DNA 47 4.0 mg/L 2.0 4l
SR 25.0 ul

TR E, WH PCR SR S SRS, MR INEILEEIAT, HRIE Tag DNA B & REARE
e HAARR, JEAHRIAEE ddH0 AOIRR, (Fir18 ik R 2R TIES] 25.0 uL.

FoRAbrEER PCR ¥ R RA, L. N34 %14 zSSIIb-1F . zSSIIb-2R; DP202216 ¥ {b 4 F 147
7| PCR ik &, £ FilF31499- 5] 4 DP202216-F. DP202216-R.

PCR 4™ 3844 Z AT AR (% 38 Se ik FUREFF A SEBR A R L, R4 T MR B

HRE 1 AR RN, RIEIR SThR R SECRET PCR 73 46 ARLH .

THFEE A 2.0 4L §) ddH,0 EHR .
7.4.6.3 ¥ PCRI &) JUIEE LHLLE, 500g~3000g &L 10s, SA/FHUH PCR AT (&), JAA PCR
.
7.4.6.4 BHTPCRY M. RMNALFFN: 94°CAEPE 5 min; 94°CAFME 30s, 58°CiBK 30s, 72°CIEfd 30

13
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s, LT 35 WRIEHR; 72°CA4E{# 5 min; 10°CIRAF.
7.4.6.5 RMERGHH PCRIR (B, X PCR Y4 P=4dt 47 H ik il -
7.4.7 PCR ¥ 18248 k440

1% 20 o/L MR EREFREIRASHE, NN VX TAE 2P b, INAvERe, Boh I e biiEm. 7 100
mL SIEREE RPN 5 L EB il B0E 1) AR RR u k), RS, FHGRANE, R HE ORI Lk,
AR, IR T A BB S, N 1 X TAE M, 76 B W LERedk 2ahiR . AR B IKAmRR 19§
FEFITEFER T ERER, B PCR =¥ SR T, IBE TG MABE S FEfL, FIRAEH i —AN SREFL
I DNA 4 F&EArife, HE@HEIE, 7£ 2 Viem~5 Viem %1 T B KA .
7.4.8 BRGSO

YK fE, BB IRPEREE, B TR AR A L id% . 1R4E DNA 2 F AR i1 4w Rk
AN, KRR R AR T A B RO RS 4n B i RR I8 1y A1) 2 B i A PCR 4718 Boie 5 9 H
B9 DNA FrBe, %18 7.4.9 #1 7.4.10 BIHLEBAT .
7.4.9 PCR ¥ 1= EUL

{% PCR 434~ PRIl A & Ui i 15, [l PCR 731 H ) DNA FEx.
7.4.10 PCR #1840 F58iE

A ECE) PCR F 1 =i, 5 7= SR ol R i Bk B 77 oK DP202216 # AL R % 7 41 (LRt
AR A2 TN, #E PCR Y BEH DNA F B2 %8 H ) DNA FrEe.
7.4.11 PCR ¥ &&&HH EIRE
74111 BHEEREEAH, RN BRAERE AR R 0 R R R R 2K DP202216 FE AL AR RS- T 41
PR R 1,
7.4.11.2 MRS S, FRNRERERBR 1, PR 0 R R 5 £ oKk DP202216 #5146 1kF
SRR RT 1.
7.4.11.3 FAFIELT, KPR HEREE AP E MR 0 R B =5 £ oK DP202216 $4 40145 R 7 51
PR
7.4.11. 4 FHFERHL 7411.1~74.11.3 B0, 42 7.5 T8 R ot SRE. &0, o B ARIE o,
FH % 744 08 7.4.6 BEATHR .

7.5 HRHHSFRIR

751 GUATH T K PR R DA R B PR A BT B ) oK DP202216 F2 4k fARs e 1 /7 A3 13 B 41,
2 HARRE TR ) B P bR M B T B 2 7 K DP202216 BEANAR A, 5 SRRy “ulRE R e e
PR K0 R A B R oK DP202216 S Ab AR R4, Rl g SoArH M
7.5.2 RFET IR AR RS B4, 1 P R R O R N BR SR oK DP202216 B ARG FE R A
ARAFENG 1Y, RIFE A 7= E PR o R i BR 25577 12K DP202216 $54b ki, 45 REIRA “ik
FE A I = B IR O R B B oK DP202216 AR Ry, #aillgs SN .
7.5.3 R TOK PR HESE R AAT B4, AR R AR I TOKEEF ZHDNA R A, 45 R /IR N
FER AT B K LR ADNA R Ay, RS N .

. FE PCR TS RA BN, LB EE R NE.

76 HHR

AF R IR (LOD) A 0.1% XY T4 184K R 55 25 40 £2 D1 Sk o5 R B 577 12K
DP202216 $6AbAREE R 5D«
S AR PR B PCR K 180K b N 100 ng 5K H: R4 DNA R 4700 5.

14
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Mt & A
(&R
FEMIRM R EE R ERKDP20221 64k x4 2 M4 F 5

Al FEMMKKRMBRERERDP2022165 (L4571 SERTTEPCRY 1B

AAGTCGGTGT TGGTACTGAG GACGAACCCB GACCGAATGA TTGCCTCGCC CT@ACCACCT
61

ATTTCTTCCC ATCTGAGGTC TGCACTCTCA CCGGTAGTAC AGCACAAACA ACACACTCAA
121 ACACTGATAG TTTAAACTGA AGGCGGGAAA CGACAATCT

pad

: 1ZFF 51 9DP202216 )35 et AR 57t P27 91
2

» FH RS ~3
+ 57 BT RIZR B4 U SR U JEPCRAG M 7831 #IDP202216-gF AU 71, 3755 B8R RII£6 B 43 A Sz 22 SEPCRAG I 77

¥£514IDP202216-qR A = M BLANFF1, 7 HE P AN SEIR O PCR S | 77 {47 £-DP202216-P 117 1 .
E3: 1-1EATRERATE AT, 117~159 KRR BEET 5T 5.

A2 FEMRKEMBRERERDP20221 6k iFi3H Mt EiEPCRY 55

1 CCCAGACCGA ATGATTGCCT CGCCCTCACC ACCTATTTCT TCCCATCTGA GGTCTGCACT

61 CTCACCGGTA GTACAGCACA AACAACACAC TCAAACACTG ATAGTTTAAA CTGAAGGCGG
121 GAAACGACAA TCT

1. ZFPYIADP202216 HI3 AL IR R P A, AT R RS 3

E2: SURE R RIZRER S N B PCRE MER I 775 #IDP202216-F T3, 38 T RI 2R 40 57 0 B EPCR E 4 il 77
1551 IDP202216-RAG = F B AMNFF)..

3 190 AEABREAI T FF, 91~133 NIMEIFA R FF.
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