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BEREAXHHELABTTES R EH. KXHMEGIHARERBIRXEEHKFTE,
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HRERAKESERN #HF PCRIZE
%1845 TT51-1 B R

1 EHE
SN/T 4853 E@ZﬁﬁﬂﬁﬂETﬁﬁfﬂk*ﬂP TT51-1 un%ﬁ@ﬁ? PCR E%#‘?ﬂb‘ﬂ%

A ERTRBAMAKS TT51-1 §
AR E BB IER (LOQ)H 0.1

2 MEHSIAXH

THI X FA AW ARLAT DN, ik %, AN i H B R AR S A T A S
. FLEAEB S5 FSOEF, KB R (8 i e T A S0

GB/T 6682 2L % KA M idd

GB/T 19495.1 #REF™ZEHM il
GB/T 19495.2 HEF KGN
GB/T 19495.3 HEMHN/=LEW &
GB/T 19495.5 #ER™mKEM HKRERE PCR BlllJrk
GB/T 19495.7 #ERF™H Hh
SN/T 1194 MY RHE=RFEEERS

3 RiF.BNMAERIE

3.1 RFEMEN

THIAREFE GER T A3,
3.1

SPS E & the gene of sucrose phospha

RS NEER, KRREINANSR
3.1.2

TT51-1 £ EER1EFET  event-specific sequence of TT51-1

SME DNA HAZBRRKERARLEBA-ANSEX TS, BEFISREF A,
3.1:3

Taq ® Taq DNA polymerase

BT KEBBENTHHA DNA REH8,
3.1.4

#{ template

7 PCR 519/ 84T U R DI HFE DNA F B,
3.1.5

TEEENMER limit of quantification; LOQ
EHIMIREZ AT 5% WEAG T . AU EMEEBNBRREERRSELTE.
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3.1.6

F¥EH#EM  quality control sample

BAHER SPS B R (b Ae 55 7 51 #5 DL EH TT51-1 #4b ik R H4 DNA,
3.1.7

MEM{KHE tiny reaction system

B S BER T/ T T DNA EH B R EEHBEAMROZ EAEEERRHFRBEMAE
) 3 % B A Ve B K T R LA A AL LB P BT T R /MR RS 6 PCR RBEIK
3.1.8

HHMEH conversion factor

BHRAEEREFFI NS BEE R 8o 5 2 N & B (W/ W) B F B3
3.1.9

K AFRICERET  fluorescently tagged probe

TE 57 R 3’ K ar HlE BT NAMEEAMEREANEZ TR, PCR Y ¥, Taq B 57-3°
HMUIEBE MR IR AT KR RS BRAMBERERN 5B, AT B R AES.

3.2 ERRiE

T o gangiEE T4 30,

¥ PCR. B F R &84t X W (digital polymerase chain reaction)
DNA . i & ¥ B ¥ B2 (deoxyribonuleic acid)

ANTP. i B &% F M =82 (deoxyribonucleoside triphosphate)

bp: B E Xt (base pair)

NC.: B %t B8 (negaitive control)

NTC: %5 3 X%}t B (no template control)

PC . fH Xt B8 (positive control)

4 BiSRERE
¥ PCR EBGIS B B I5 P MR A& GB/T 19495.2 MHLE .
5

$ ¥ PCR(digital PCR) 27E% )t PCR Z:At & Rk p & H# N e BRI E AR, A FREBR
B2 Xt P8 DRI A o SE R & A B 5191/ DGR (i #4 DNA & %8 & H 2 s 5 6 PCR &
MAERFSBEDZEHFEH S AHE RSN KEE KT 10 000 4B LK 5 , 48 6 448 AR A ST FE AL
HWAEEHRMNER P AR N RFEEMB M E SRS T#T PCRY R MG, RIBHRE
B9 't I8 1B A B 45> R AR R B 0 1 45 R IR AR S AR R BRI R AR S A AR BB B F
PCR [ B & % o iR AR HR L

RIEH M DNA BRI E KR 7 7 5 (event specific sequence) Hl P & B8 A B (species
specific gene) (AR B Z L, B BIEGPHNNEEXERGREE.

6 UF\HiEHE

6.1 HaiKEESRGTTEDERID.
2
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6.2 At RF & 0.1 g #10.1 mg,

6.3 AYEALIE.

6.4 PCR 3 #1%,

6.5 7 PCR &% . WU Nk R &4 28 5 H b B A R R T 6 A9 A28 08U B 1k 2R 9 S s U AN B Hfh B
A FERETIRER AR

6.6 EHRPEEFM - EEHEELLOT,

6.7 FEMBBEHL. AT RKBBAERER 60 BEGMB K.

6.8 M &Y : Nanodrop3000 B, Modulus K i 3% H 1 4% Be =8 B4 WA .

6.9 RIERHIL.

6.10 BEE.OHL: BRB OB KT 15 000 g, &M 0.2 mL # 1.5 mL B.LE.
6.11 BEMHL.EFE 0.5 uL~10 pL; B 10 pL~100 pL; & 100 pl.~1 000 pL,

7 AR

B 55 A BLE SN KR A LR BN AT A GB/T 19495.1 MER,
7.1 LK . TS GB/T 6682 ff— Rk KIHLAR
7.2 HFPCRWEHK:SHFEEF .INTPs MIRA 57-3" SMIE MM ME 31 Tag DNA BT
PCR £ HHIR A .
7.3 SIYFREE.SPS HEE M TT51-1 H ALk R F I F PCR 5|1 HAFRHFEEFERLRE 1,
7.4 F PCR IR E R A BBRHEBE RS F .
7.5 96 LR PCR R R AR,
7.6 0.2mL#M15mLBLE.
7.7 BEAAL,BE 0.5 pL~10 pL; B 10 uL~100 pL; B 100 uL~1 000 pL,

&1 SPSEEM TIS-1 KR IEFIIHS WR

PCR ¥ 4%
yER 0 FFl(57-37)
FEKE
¥y GAGGTCACCAAGGCTGCCAGTG
SPS % H T¥3Y GCACTCCTGATTCTTCCAGGCTTC 122 bp
4 VIC-TAGGCTTCCCAGCAGGCAACCAA-BHQI
L3Iy CTAGAGGATCCCGGACGAGTG
TT51-1 $4k _
FT#asly ATGAGTGGTAGCGTCCAGAAGGAAA 90 bp
T
w4t FAM-CTGGGGCAGATAAGCAGTAGTGGTGGG-BHQI

F 1. RPPCRERDSIY/IRENWAKBETRESSRMAMBIELERBITEYRE.

¥ 2. SOLRE M ARG EE RN 585 PCR {95 6@ E LA, 8% H 5°-FAM/3’-BHQI = 5’-VIC/3’-BHQI ¥
AFRiE.

3 eS|/ R TR TR, RS/ R R EEEE L. RE A EMAKER . HHEEE
10 pmol/L J54+%%, —20 CH MR .
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8 XBIR

8.1 M
¥ GB/T 19495.7 B9 E AT .
8.2 HRH&

B A MRS b il # 1R B8 GB/T 19495.7 80 SN/T 1194 B2 AT .
ek o8 R 2 — 1L BUR E A 200 g, 2 AR GFEILD  HEE 60 HELRE. BHM
BrEE S B P AR &IS58

8.3 HRREMAL
8.3.1 HEREUK PCR )5 4 ) ¥ B

Bk A M E S, DNA $#2£E 4k K PCR ) # 9
REL 2 4y (B4 2 ) BFBE Jo A8 S 1 iR

8.3.2 HEHREEH

19495.3 I E AT,

¥ F PicoGreen dsDNA % EE il E DNA BB E,
BARBREL RS BHLMUIF/ AR ER

7 PCR 14 F o BB 00 A 8 T 805 g 1k 7= 01 5 i
BB AE T 400 28501, HEE G DNA 7 Rl i

U/ oL 3 BB A 1) 8 8 348 0 301 FL T SPS 3

1E 100 # 01 /ul.~ 20 000 %
B E PCR ERKBW .

8.4 ¥= PCR ¥ 1
8.4.1 ¥=PCRUEREH
R 2 WaEal AR E LT

=i KRB
Py R (R R A R
2 X $ ¥ PCR HR # 1x
SPS # R iE F 5|4 (10 pmol/L) 0.32 pmol/L
SPS F A % [m15] 4 (10 pmol/L) 0.32 pmol/L
SPS # R % 6HRiC I £ (10 pmol/L) 0.12 pmol/L
DNA # % -
dH, O(ZEK) —
SR E R R
2X $ ¥ PCR HiR# 1X
TF51-1 iE 3 #7 (10 gmol/L) 0.32 pmol/L

4
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=2 &
i 7 KIKE
AR B BRI Ak B

TT51-1 R34 (10 pmol/L) 0.32 pmol/L

TT51-1 % NAR IR R $H # # (10 pmol/L) 0.2 pmol/L

DNA # 45 —

dH, OCRH#EK)

7. ¥ PCR R Rk & . (TEMRN . PCRERREHEEBHR
Bt h=h5H,

8.4.2 WENMEELER.MFPCRYME

FRLE AL A% K 0 T 7 A0 BT
TEULIA A L R R R R . #
5 min(l C/s).1 PMEIHF ;94
12 CRAFR R . MR
{4 31+ F &S PCR = L &
(copies/pL),

#: PCRENSHTREZHRY

s ISR N 2 A U B AR AL o, $ R A A5
PCR ¥ {9, LTS5 #4T PCR ¥ 1§:95 C,
;98 °C 10 min(1 'C/s),1 MEH;
RN ERBEREWE. REK
M TT51-1 B4k R R 75148 I &

9 RIS
9.1 WRiZE
BA #EXF HB (NC) \ % 1 X

a) NC.RAFHE|

b) NTC.RAEK¥ER ;

¢) PC:RABEH KK oA

54X REF PC iy SPS £ TEFFIREF PCR MiRBEED 3 247, H
SAFATLERERMHIIREREN AT T 20%.

9.2 MWARAHHHE

UTHERPEE —DAFS, NESBUE RN, MARFREFEHAR.
a) NC M NTC# TT51-1 b5 R AT T REY

b) PC ) SPS ZEH Y TT51-1 #Fibikss Rt F 5 kil B PR 14

o PCHEBRLRSCHEMR.

10 ZRitH

10.1 ¥F PCRUEFTBEEKMHTER B S MWK A 10 SPS 2 E ¥ N HA TT51-1 #4574k 7
FI¥E NELH 3 AT RENSE. FRA(DOHTEMNSEMEERRT S E
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A=

c 5D %X 100% cersersinintnarescasensnseenea( ] )

A

A—HRERKKRBER TTS1-1 &R, X

B ——TT51-1 ¥ {b R4 74 551 48 T4

C —RKKASRER SPS # N4 ;

D —H®HRH.

E: AR AORBOKRER SR AR R RYBER T HRR/MHEES (F1 RO MERREREY 0.33, HLXR
B RMAOKHE & (F2 RO BB R BN 0.50.

10.2 BN REAER TTS1-1 SR EEBMHAENHEZERTRET 35%, MR RS 55 83, 3 5\ S
il & RJGERE . HXHEENITE SR GB/T 19495.5 R ENIT.

10.3  mEmAWEHHN TT51-1 RRESBAOMENFHEENT 35%, MK ERENSE RS THA 1R
BHEEEKSZRE TT51-1 BoSENENE.

1 HGRRR

EBRRMGSRANMEL, SHEMEROERME 3 Fix.

T3 H£RRR
R HRRRE
SPS %[ , {8 TT51-1
z:ﬂu EE.BREH FRERFE | omsmiok TS SRS

i SPSEEM TT51-1 ALk RIEFS.E | BHEER KK TT51-1 SRR . BEXBBRTACTRIEN
HEBNTERFERNMER LOQ(0.1%)

K i SPSEEM TTS1-1 H bk RHEFH, B

TT51'1 l:l.:l ~ ’ Xoo
SIS y——— 5% 2 B KK BRRS ARH XY
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Mt ® A
(AR R
HEREAK TTS1-1 B kS RIEFT

e K TT51-1 Bk ik 51 )% %5 WCTAGAGGAT CCCGGACGAG TGCTGGGG CA GAT
AAGCAGT AGTGGTGGGG CTACGAACAT ATTCCTTTTC CTTCTGGACG CTACCACTCA T,
. FRBASNEEEKOKREE TTS-1 M EEEFS, 5 TR A KEEEATH .
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