hi AR A0 AR IR AT AT

SN/T 4853.4—2017

HEEKXKAKEERN = PCR %
% 4 :&Bﬁ:M12 Fﬁ:l/s

Quantitative detection of genetically modified rice—Digital PCR—
Part 4.Event M12

2017-07-21 &% 2018-03-01 L HE

i M E
11 5% ) W R G % 20,0

Lt |5 00
L IF00ETIS

& 1
HEEERG



SN/T 4853.4—2017

T

]

SN/T 4853 HEE KK EBRKEM HF PCREVRIRAELD R 7845 .

— % 1%45.TT51-1 B E;

—E 2 - RERRFR;

—HBIWHBESTRHER;

— % 45 M2 B R

—— % 534y, LL62 B FR;

—% 6 M4 T2A-1 B &R

—E7H4H.TIC19 B E.

F#R43 K SN/T 4853 FRUEMSE 4 H4r .

A 433 B GB/T 1.1—2009 4 H M HANEH,

FEESXHMELEARTESE REM. AR FRBIRFXEEHKFTRE.

A HEFZRANEATSREEEZERSEHIFAO,

FHROBREAM PERREZREHER FEARKMBEBHEAERREER. PE AR
MEEREABRERER.

ARy EEREAN FFH RH A PEE KK REE A R 2,
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HEFRXKEERN H=FPCRZE
EA4EH M2 RF

ARHEAE TREMA kS M2 & ZHHF PCR €& 7.
FARMEE R TRAMAKP M2 3 - POk E
AT EBERER(LOQ N

2 MBS AH

P3O AL B 3 B AR A8 T A 3C
HOEAT A M.

3 SO X T AR SO B A R a6 AR BT 2
. FLEARTE B MG, H 5% i
GB/T 6682 Z#rLB=ERMKM
GB/T 19495.1 & RHE= Gk
GB/T 19495.2 %R = Fadl
GB/T 19495.3 FERE™HEN HRERAL L
GB/T 19495.5 #3E>= M0 i
GB/T 19495.7 HEFEF= SN
SN/T 1194 MY ERH*=RERE

3 REMEN . .GMIE

3.1 REMEX

THIAREME LERFAXH.
3.1.1

SPS [ The gene of sucrose phosphate synthase

MRS RMER, RAXEENASBER.
3.1.2

M12 4 ESREFET]  event-specific sequence of M12

SMR DNA AR RKREFRARSLEAS-ENBSEXFH . BEFHSRHE A,
3.1.3

Taq & Taq DNA polymerase

BT KEMAR AT DNA RE86,
3.1.4

#iF template

¥ PCR 5|9 /R4ty AR MR E DNA F &,
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3.1.5

EREAIEFR limit of quantification; LOQ

X IREEANET 25N MEAGT . RN EREERNBREERRSESEE.
3.1.6

R¥EH M quality control sample

AW ER SPS 2 H MLk de 74 75 ¥ N AR N 40 DNA,
3.1.7

MR RM{EHE tiny reaction system

BEHEAR .59/ PR T DNA R HEBREZMBRAS RO ZENREABRMARAME
) 328 5% B A it 7K VB0 B A AL A R BT BB /MR R % 9% PCR R i K &
3.1.8

FEHZH Conversion factor

BHEAEFRETIMNSBERENHZHERABERN RS & B RE0B0O N THAER.
3.1.9

WX ARICEEET  Fluorescently tagged probe

TE ' KRG 3" ARG ISR ME R MBERER M EZIF M. PCR ¥ WA, Tag By 5'-3'
ST Bl O P SR KA, R B R K B 4 B, T B e BB 5

3.2 ZEME

T 545w 75 E T A S

B+ PCR: ¥ 7 R & B4t 5L (digital polymerase chain reaction)
DNA ; Ji & & ¥ % 8 (deoxyribonuleic acid)

dNTP . il &% H B8 — B4R (deoxyribonucleoside triphosphate)

bp : BFE X (base pair)

NC.: F§ 14 %} B (negaitive control)

NTC. 2z H % B (no template control)

PC. FHH#: %} B8 (positive control)

4 BiSRIEHE
¥ PCR 2 BG WS BE B 15 J MDA & GB/T 19495.2 MALE .
5 [HEE

$¥ PCR(digital PCR)R7EF )t PCR £ Rl b % R &R 10 2 B 2 N Poe B R B A , A T BB
B4 %oF 2 T BRI 8 . K S B AR 51 )/ R IR E Tt i DNA & il B & H 2 rh i % )¢ PCR R
MERFASRBRAZEEZER S HHEEREHAREE CKTF 10 000 MR M AR , 6 8 A AR Il 57 BEHL
Mo FC B B R BT A MU AR R RIRT ZE AR R B A &8 T #8417 PCR ¥ ¥ RN 2 5, Rk e
B 9 6 BB FI W G RUR M AR R T 82 R KB AR AR R HERMAR S A AR TEESR KT
PCR R i f& & P BEARIRFE .

RIE R G DNA B M85 5 ¥ F 3 (event specific sequence) 1 [ & B8 & A (species

specific gene) MR E Z L, BEFERFHNNELXEG RS &,
2
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6 MEFEMIGH

6.1
6.2
6.3
6.4
6.5

BAK KA (T FHEYZEERFD .,

SR EE 0.1 g M 0.1 mg,

EYELEE.

PCR §#%1%.,

¥ PCR RS 08 N R & A4 A8 S Ath B A R AR T 6B RO I ES 30U B 1A 2R 5 S e ) 43 = o Ath L

A R EE R4S

6.6
6.7
6.8
6.9

fERFFEM EREE 1.0 C,

FESEBFEAL AR ROR SRR AR B AR 60 BZE BB A

BB € B X : Nanodrop3000 & Modulus 4 Il % 5 A2 FR & BRI .
e R 5 1

6.10 BE.LHL. B ABELMEE KT 15000 g,3EM 0.2 mL # 1.5 mL BLE.

6.11

BB 85 0.5 pL~10 pL; 8% 10 pL~100 pL; &% 100 pL~1 000 uL,

7 WA R

7.1

BRA A AE S AR AR B M A& GB/T 19495.1 E XK,

LEHAK RS GB/T 6682 i — K HIHLAE .

B PCRARW: S AEBE T .ANTPs fHAE 5'-3'SMIE M #4530 Teg DNA RE B F

PCR % RITIR A

7.2
7.3
7.4
7.5
7.6

¥ MEREr . SPS B M12 # (b ik 45 544 7 5 8T PCR Bl 5| I MEEHE BIERLE 1,
HF PCR Y ik R B HEE SS FA .

96 FLIE 2 B PCR R Mt FidH K .

0.2 mL 1 1.5 mL B 0%,

Bk, 88 0.5 uL~10 pL; B 10 pL~100 pL; B 100 uL~1 000 uL,

xz1 SPSEEMM2E4LEEREFIIMNS | BiES

§igERE &R F3(5'-3") PCRY M A BKE

LE#51% | GAGGTCACCAAGGCTGCCAGTG

SPS 2K T#51% | GCACTCCTGATTCTTCCAGGCTTC 122bp

5T VIC-TAGGCTTCCCAGCAGGCAACCAA-BHQ1

LS e |

L5149 | GAGAACAAGAAGCCCCTTCTGTCTCG

M12 ¥4k
TU#514 | AAGGTACTAAAGCTTGAAAATCCTAAGGC 89bp

HE FAM-CACATTCGGCAGTGAAACTCTTGAGCGCC-BHQ1

F 1. RPPCREBERZRTIY/FHMAKETRESARMKRNBITERATE L HE,

2 PR MR OEEE N ST PCR XML EHETE, &% H 5 -FAM/3'-BHQI & 5'-VIC/3'-BHQ1 %
Abic.

E 3 HARKGI Y/ EE T RETE e, B/ R A EEEEC. RE MU KER, ARBE
10 pmol/L 4%, — 20 CEHRE .
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8 XBIRT

8.1 &
88 GB/T 19495.7 B L& PhAT .
8.2 HmA&E

BR 75 A HLE S A il 25 1R BB GB/T 19495.7 30 SN/T 1194 WHLE AT .
B O 18 BEBERE 3 — 1L U B /D 200 g, 2F AR GBEI S B ZE 60 BALGRE . BHERM
B e P N VA B O RAE S 4L

8.3 #ERIRINAL
8.3.1 HEEIRENA PCR H &l 4 i 3 Bf

R 73 A ALsE 51, DNA e B4ifb & PCR i
PRI 2 4y (B4 2 o) BTES o A i A A il

/T 19495.3 P HLE AT .

8.3.2 MHMREEH

3 H PicoGreen dsDNA 7% Y€ |
BAKEAE 2 RS B R AL /550 2 10

T PCR 4K F m i SR B0 A 13 T 10U 4 7 i TIE 5E 25 SR A0 HE 1 0k 3R o A
WA AE T 400 45 UL, FF 5 DN 3 BETE 100 £ 01 /pl.~20 000 #
DL/ L. 315 B P9 0 6 B i 73 1 SPS D1 B PCR & SR .

/75 B E DNA V5 W v B

8.4 HF PCR¥y i
8.4.1 ¥ PCR{EREH
R 2 A 45 AL I AT T

=g BWE
PR B RN &
2X ¥F PCR MR HK 1%
SPS E HIE " 51 # (10 pmol/L) 0.32 pmol/L
SPS ZLH R 5|4 (10 pmol/L) 0.32 pmol/L
SPS B W H R L 4T (10 pmol/L) 0.12 pmol/L
DNA #4% —
dH, O(EHik)
SR EE B R iR R
2X 3 F PCR BUR ¥ 1Xx
M12 IE 17 5|45 (10 pmol/L) 0.32 pmol/L
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*2 (8D
it ¥ 3l
SR EE TR N R R
M12 & 5314 (10 pmol/L) 0.32 pmol/L
M12 B FeARic B4 B W (10 pmol/L) 0.2 pmol/L
DNA Hi4g
dH, O(E & K)
. ¥ PCR RMAR MBI AR V%, PCR ik R M6l BB B R
EBEFESE.

8.42 WERMEREM . MFPCRYERE

R B AN AR ZE 5K B B 4F B B PO
TEULEAAE LR LR &R . BT R
5 min(1 ‘C/s),1 ME¥H;94 C
12 CRIFR R X8R B
HA2 5T EHF PCR &Ntk
I /pl),

#: PCR R 25T R 5 EH P 1L

AR R R A AR B AL, iR AR R
Ry AP HUTSHH1T PCR I 1:95 C,
;98 °C 10 min(1 C/s),1 NMEFF;
MENERPE R E. RIELL
Mi2 #4557 4 7 50 % DL 3

9 RAERESH
9.1 XHRIEE
BH M B (NC) . 25 5 Xt
a) NC.RHAEEEHA z R AR 5

b) NTC.RRKIERES

o) PCRAREHRKE LR .

/AR PC B SPS 25 51 Y AL M F PCREFEREZD 3 ¥4, B34
FAT LR R AR IREREN AR T 20%.

9.2 BAERANUHE

DTERPEE —BAFE, WHFESEUSERLH, NERERFEHRE:
a) NC il NTC ) M12 $ 4k 5 54 R 1 08 PRt 57 3

b) PC Y SPS ZEEH 3 M12 HiLikfs R F oI KM A FHEY 1 ;

o PCHERLGRS5CHEMR.

10 ZRitHE

10.1 ¥ PCR U175 @M T H 18 1 8- MR A9 SPS 2R #5 IO M12 Bb ke 5748 751 4
RBLE 3 MM FATREE, FRA(DHEMKENRER IS & & .
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A B

itq:’:

A—HRBERIKHERE M2 HEROD;
B ——MI12 Fe AL (4% 714 7 50 45 D4

C — KBAIRHERERE SPS £ N 3;

D —HRERH.

“CxD

X 100% G D)

i ARBFOKRBKBERERE AR RAL BN TSRS (FL RO MR RN 0.33, HERXRH

B HKORFE L (F2 OB B R ECY 0.50,

10.2 A IEAE R M12 3 RS B R R TS T 35%, WA 45 5 B0 Fr , I 57 2 30 &
HlERE%EAK. ANEZNITESE GB/T 19495.5 F M HLE AT,
10.3  WMEAERAER M12 &R SR OMAXAE/DT 352, AN E BRI RS TR

FHHERKMAR M12 B3 BN THE.

N HRERR

ERBMERA WFFR, SRS RORRIWE 3 PR,
R3I ERRR

BREER

BRERR

Kt SPS #H

KA KK B4

Bt SPS A, HARK H M12 #Likfs R HF 5

R HFEE KK M12 &R R4

Kty SPSEEFM MI2 B KERRHFS BT ENT
SE B 7 1 WK R

R FERRAK M2 AR BERRTAERTE
# LOQ0.1%0)

Kt SPSEEEM M12 L EHEREFH . HIBEXTFE
B 7 R R R

BHFERIK M2 ZRBS . SBH XY
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M R A
(AR
BEAXKM2BEAEHRIEFT
HEE Kk M12 #1648 54 F 5 GAGAACAAGAAGCCCCTTCTGTC TCGTAGTGCTTCA-
CATTCGGCAGTGAAACTCTTGAGCGCCTTAGGATTTTCAAGCTTTAGTACCTT
. AR N RE KRR MI2 SMNEEEFT T RUL S Rk EERAFS.
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FEARGMEBARRRRRE
T Ik %
HREBAKERRAN M PCR%E
BIBH M2 ZF
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