F41% H3M
2008 £ 5 A

HILREEEAR (B ARBHERR)
ACTA SCIENTIARUM NATURALIUM UNIVERSITATIS SUNYATSENI

Vol. 47 No.3
May 2008

TaqMan MGB S 5¢ it PCR bk 36 IR K S S B 5 -

RERK, A%, &

}Z;,\

, o, fTEE

(P RFEGMHFER, 7K M 510275)

& E: AALETOLER PCREA, HBIEEEE AT (Roundup Ready™ ) HISMNEIEE 35S B 3 F 50
51#9)#1 TagMan MGB #{4+, Y KE K H Roundup Ready™ k& & B#l47 T @ BAGW, WIEX KA RELT
35S JRENT Ci (E5HEA R E B R Z F AR AR MR A7 (FECRE " 0.9942) , ABFSRIH
WIOFEIETT AR BIZ A BB . R T =4, M R R a8, IR R A S E M PCR

T VAR I T7 ¥ o

SEHEIA: WIEEAT, SRR PCR; TaqMan MCB #56h; IR, AMHA, fidA

RESES: @78 CHEAFRIRE: A

BEEZER TREARGRE LB, SBREREE
YimF R E RS, BURBEMATHEETHA
BB H, BREFEIEYBENESRIG, TTREH A
FRBEIA B A I R b A B R, R
FAZEFRMKE . A, E ST T AR
LR R B AR I

RPN RE B PCR AR ZFE PCR KR H
JIAKE 5 TagMan MGB 38 A4RIE#K4F, { PCR
VIS RS RN RIR T, FRSERAE SR R Seh
WEEEAS PCR AR, 55 J5 i 33 A v il 48 X o A
AT B 7 ¥k, ABF5E i i ABI PRISM 7000
SERTHERE B PCR AN, X ok M5 rb i 3 IR 140 14
EREHIT T ERMIFII, B TEETHE W%
HEEEERMBAM T E T,

1 #r#FnA*E
1.1 ##

(1) BHERREHRK: %EFKE (Roundup
Ready) HiBREFIK G SRS Fluka 2359 E,
Hp B BRARSER®25E 0%, 1.0% . 2.0%
5. 0% SEHR S

(2) {%#%¢. ABI PRISM 7000 & PCR % (2t
E ABI /A #]); 5415D BB .LHl ({8 E Eppendorf
AF]); DU -530 5066 E T (32 Beckman
ANFD o :

(3) | 5: TaqgManTM Universal PCR Master
Mix for i i 7 & B 22 E ABI /A # ( ABI - Roche

« RS EHE: 2007 -10-19

EETE: JTREPEOTRIEIE (2004A20508001)

SCEYRE: 0529-6579 (2008) 03-0140-03

Molecular Systems Inc. , Branch — burg, NJ, USA);
CTAB g B RAY AR AT ; HEHM KIWE Mer-
ck A,

1.2 Fik .

(1) KEHEFH DNA 8. KTHEHFY DNA
f3RBCR A CTAB #5170, 43R i DNA,

(2) BIYABEERIT: F)F Primer Express 4=
WPt ARHEZE GenBank %L kS ( Roundup
Ready) HySMEEERH 35S 33 FEE P (Gen-
Bank accession No. AJ007626), %1t 5|4 #1 Taq-
Man MGB #41: #5198 5’ —GAGGAGCATC
GTGGAAAAAGAA - 3°, TR Y H 57 —
GGATAT CACATCAATCCACTTGCTT—3’, ¥ 3 K
Bl 68 bp; TagMan MGB #4155’ —FAM -
ACGTTCCAACCACGTCT - MGB—3', HHi 5’ i
FAM #2598 6 2 BIARIE, 3° ARic MGB &, LU
LRGeS R R A R A A

(3) PCR S i{&%: i Beckman %¢4b535
FEVHIE K G HEFE 4 DNA ¥ EH 50 wg/mL, KRG
WHARE P AR, HARIEAR. &Y 1 DNA
WE (N Hy/mL) = [DNA WRE x107°/ (FF¥
HXT - R x FF9H DNA K ) ] x6.02 x
107, BB AR W R G AL H 41 DNA YRR 2. 534
x 10" # 0L 4/mL, JLPTA #E 5 R SR RN
4 x10° £ N $/mL, A PCR 54 Him A 2000
PEIIR 5 DNA, T e 5k R 43 & & 43 3l o 0%

{EBEN: BEKR (1971 F4), B, #1455, BHBEEA: fi/EE; E-mail; lsshjg@ mail. sysu. edu.vcn




%3 BRI TagMan MGB 3H} %% PCR 735 Rk B BAGII i BT 5T 141

1.0% ., 2.0% . 5.0% % 5 1 SR 2L R ¥ 0L %0
BK0, 20, 40, 100, fEN4EXTEBHIFFHER

w2 & PCR Ji@ﬁ:/%jb 12.5 pL Tag-
Man™ Universal PCR Master Mix, 50 pmol/L 5|44
0.75 wL, 25 wmol/L #4f 0.5 L, DNA 445 0.5
pl, KEK10 pL, SRMAEFN 25 pl, BAFE
ABCE 2 NESE . PCR RN kF: 95 C, 10 min;
95 %C, 30s, 60 °C, 1 min, 40 MEIR, 4 CHLHF,
2 HBREWHE

TagMan MGB 3t 3K 4 Bt R gt )
EBTER AL PCR A b, ¥ T —4% TagMan MGB
FATHE . XSRS PCR Wi 5|4 2 18] B30
FIEANEXS, H5° SibRic T — 56 IR & 2 i
(FAM 8 VIC ), 3’ ¥hRic T —~ MGB % 5K
W, BT PCR RBIR, Taq RAMAHLELS —
37 SMIIEETE T ANRE YT OGRS A, 5k
PEREEA NG R TS, S 2 E 5 s 5ok
LA PCR LS HI%H 3 ~ 1S AMEIF I 526 AE N 5e 5k
AIRES, LA 3 -15 MBI BER i & ARn
HIPRHERZE ) 10 BB AT ME, 15553
IR (E I R B (Ce{H) 1 PCR AR+
IR DNA B0 B Z B A P itk 2 R, R
RTINS e R RV FH PR BE AR v Ce L, 71
JEARUERI 2R, P AR U L A FR YIRE S PCR 4% et
WO R, AT AT A2 7 5 o fr e S R
aER,

AL R KRGS 355 Bahv, #t
LUEGIY . TSI RIS, ST Roundup Ready™
REZRIHA 0% . 1% . 2% F 5% (5 4E 5 2t
17 35S SEHOL PCR A, BRI G ih IR 1,

L demaed

b

1o
vy

Bl 1 RREKE 358 B3 F e i L
Fig. 1 Quantitative amplification curve of genetically

modified soybean 35S promotor
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Tab.1 Ct value of different genetically modified soybean amount

BERATHRE 1% 2% 5%
Ct - 32.79 32.58 32.18 32.14 30.48 30.52
Ct SEIME 32.68 32.16 30. 50
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3.053 3 1gX + 36.794 9 r*.0.994 2

B2 OS5 RRSERK TS
Rl aniidiiiEes
Fig.2 TagMan MGB detection standard curve between Ct

value and different genetically modified soybean amount
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Detection of Genetically Modified Soybean by TagMan MGB Real-time PCR

HUANG Dong-dong, WENG Shao-ping, LV Ling, CHANG Di, HE Jian-guo
(' School of Life Sciences,Sun Yat-sen University , Guangzhou 510275, China)

Abstract: According to the PCR primers and TagMan MGB probe of exogenous 35S promotor, the qu‘antitative de-

tection of genetically modified soybean ( Roundup Ready™ ) was established by real-time PCR technology. Accord-

ing to this detection system, the standard curve of Ct vs genetically modified organism quantity was generated and a

linear regression equation was obtained (7*:0.9942). The results demonstrated that this method could be used in

quantificational detection of multiple organism food.

Key words . genetiéally modified soybean; real-time quantitative PCR; TaqMan MGB probe; gene; biotechn-

olgy; food technology






