gaot 2/
20034 31

FIIRFEER (ARBER)
ACTA SCIENTIARUM NATURALIUM UNIVERSITATIS SUNYATSENI

Vol.42 No.2
Mar. 2003

o7 FH 34753 2 s 1L
PCR-ELISA £ tR 3 A M 2 IR KBS

F’% %’ ﬂ‘\'ﬂ'\i‘ﬁﬁ’ illiﬁ‘%s *iﬁ*’ﬁi&;ﬁi
(FHBEARARREAHIREZRE, & M 510623)

W E: WABEFARICH PR-ELISA (DigPCR-ELISA) HARBEATHHEEABRMBII, 435 HE KB
WIFEHIERRIEM R (CaMV) 35S R 31T (p35S). MRAGBAA BIAE (NOS) KIEF (Thes), FEEMFICHIBE
BREBMER (b, hph). p-HERHTMMER (quw). AETHRFEMNEE (bor), B Dig-PCR-ELISA B
Wrrek; BEHfTEERRN, SURERK R, Dig-ELISA R W B Wk W o7 8 R SR 34 1 000 4%, T4

FEIK0.1%H GMOBER , 237 24 h HZR.
K& : DigPCR-ELISA; % EH/K#; GMO
FESES: 819 XRIFRIAE: A

LR, BEREREYRI™ R (GMOs)
Mz, FEERBHUE T 43T GMOs HE
g, ARAXEEENE YL, A%
MAEMBWEA. BRI, GMOs BB AR ZE S
TR e AL R R & Y R B 7E B N AME R SUEE i
— AR

AHERPEBABRRREERFSEHI I H
H GMOs MR M E TR, R XUFRFEKREY
Kbtet, FREEESRRR.

B R K RS RO B R o o R & R R B R
AR RS, B MA PCR. BRRAEA.
EEMEEFREEDY BET RN ERERR
CEHEREMER) SH ™Y, RERE—#RL
PO SFMHRNFE, RN ERE SR
it; FEF, GMOs WRRITH#HITE EREZEERRK
W, SRR EER,

#7545 iC B9 PCR-ELISA # & ( Dig-PCR-
ELISA) 3T 4 3k 8 i A F 3 A 90 3 R0 ke ) BF

XM S: 0529-6579 (2003) 02-0078-04

Z9 (AL F GMOs Rl 867 il . A4t
MEERAKBIEEFENERREYRE
(CaMV) 355 Jg 31 F (p355). BEE W & B 8§
(NOS) #&I1bF (Tnos), FREMCHBRBERAEH
B (hpr, hph). B-HESFHRBERE (qus).
METRBRENRENAE (bar), L Dig-PCR-ELISA
B, RECREA,

1 MRS

1.1 HEREKE

SRREFHILKRE Q4 RmFF, BT p3ss,
Tnos, hpt), PEBZEBSREHRR QA ™, 1
& p35S M Thos, 75 L HE hpt), PEBIEER L
WHYEBEBIEPT (SH & F, & p35S, Tnos,
hpt, gus). PEKREHFH (& p35S, bar),
1.2 S|#REHEIFCHER

MR AERFHN, BEFEH AT, &
H g TAREM, PAGE itk (£ 1),

A1 SRR AF
Tab.1 Primers and probes sequence

PCR =¥y

#H nAGELL ) sACEIE ] bp Y RIFICRE

p35S S'gctcctacaaatgeccatca S'gatagtgggattgtgegtca 195 5'biotin-gctttgaagacgtggttggaacgtc
Tnos 5'gaatcctgttgecggtettyg 5'ttattctagtttgegegeta 180 5'biotin-tgtatagcgggactctaatc
hpt 5'agctgegecgatggtttctacaa S'atcgectcgetccagtcaatg 509 5'biotin-cgcaaggaatcggtcaatacac
bar 5'accatcgtvcaaccactacatcg 5'gectgccagaaacccacgttcat 420 S5'bictin-aaggcacgcaacgcctacgactyg

gus 5'ctgcgacygctcacaccgatace

5'tcaccgaagttcatgccagtccag 441

5'biotin-gaatacggcgtggatacgttagec
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Fig.2  Dig-ELISA detection results of the 5 genes
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Tab.2 PCR-ELISA and electrophoresis detection results of
serial diluted dig labeling products

B Aws  PCR-ELISA A Ik
10° 2.858 + 4+ ++ +
100" 0.567 + + -
P35S 107 0.273 + -
107 0.022 + -
10*  0.002 - -
10 2.846 ++ 4+ +
107" 1.793 + 4+ 4+ -
Tnos 1072 0.315 + o+ -
1077 0.042 + -
10°*  0.001 - -
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Fig.3 Dig-ELISA sensitive detection results of p35S,
Tnos gene serial diluted dig-products
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Fig.4 Dig-PCR-ELISA sensitive detection picture
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Fig.5 Absorbance values & histogram of Fig 4
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Rapid and Sensitive Detection of Transgenic Rice Gene
by Digoxigenin Labeled PCR-ELISA

CHEN Ru, LIN Zhi-xiong, LIU Lin-lin, ZHU Dao-zhong, YU Hai-qiong
(The Animal Quarantine Lahoratry, Guangzhou Entry-exit Inspection & Quarantine of
the People’s Republic of China, Guangzhou 510632, China)

Abstract: Digoxigenin labeled PCR-ELISA ( Dig-PCR-ELISA) methods were developed for detection of ** S-promoter
gene ( p35S), NOS-terminator gene ( Tnos ), hygromycin B phosphotransferase gene ( hpt ), Streptomyces
hygroscopicus bar gene (bar), and beta-glucuronidase gene ( gus) that commonly existed in transgenic rice (GMOs
Rice) . Several strains of GMOs Rice were successfully detected. The Dig-labeled PCR products were detected via ELISA
by using specific probe capture hybridization. The methods were about 1 000 times more sensitive than detection of PCR
products by agarose gel electrophoresis. The specificity of the PCR-ELISA were strengthened by applying high GC content
probe sequences thus high hybridization temperature, as well as strict washing condition. Samples containing 0.1%
GMOs products could be detected. The whole procedure could be finished within one day.
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