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Sudy on Detection Method of L ow density Gene Chip of Transgenic Soybeans
ZHOU Fngping, YOU Yuarrha , WU Yongning, ZHANG Jian-zhong
(Nationa Ingitute for Nutrition and Food Sfety , Chinese CDC, Beijing 100050 , China)

Abgract . Objective To develop the detection method of low-densty gene chip to detect exogerous genes in transgenic
ybeans smutaneoudy. Method  Three exogenous DNA fragment , including camv35s pronoter, nos termination and cp4
epsps gene, and endogenous gene lectin were selected as target genes, the primers and probes of which were desgned and
syntheszed, then the probes were imnohilized on the chip. Multiplex PCR was used to anplify the target sequences from the
Dybean sarple meanwhile the Cy5- dUTP was adulterated into anplicons, which were hybridized with DNA microarray to eva uate
the sengtivity. Results  The results showed that the DNA chip for identifying various RRS Certified Reference Materids was
highly gecific and repeatable and the detection levd of the exogerous genes in RRS was 0.45%. Condusion  The DNA
microarray procedure might help to develop a method with high thoroughput and senstivity in detecting transgenic soybean.
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1.1 Primer 5.0 ,
1.1.1 Roundup Ready Sybean 40 - 3- 2 camv35s nos cpd epsps
( RRS) lectin ,
(Monsarto) RRS 5% 2% PCR
1% 0.45% 0.1% IRMM  qvC ,
cnC , PCR
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100 mnol L Tris - (pH 8.0) ,20 ol /L BDTA dNTP,
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40 mnol /L Tag ,dNTP,
K (20 mg/m) (55 60 ) (3) 150 450 bp
(DMS0) Tris PCR , 4
(76.2 mm x 1,
25.6 mm) 2
DNA , Promega (TaKaRa)
(10 x Rockdart bufer ) 1500 mmol /L Tris 1
160 mmol/L (NH.). S0, 1% 20 50 mnol /L 5 - 3) o
H; PO, , pH=8.8 canvdss- 1 CCGACA GTGGTCOCAAA GATGGAC 162
1.1.3 Gene TACIM G3 camvass - 2 ATATA GA GGAA GGGTCTTGCGAA GG
) Perkin ros- 1 GATTGAATCCTGITGOCGGT 213
Hmer ,Little Genius TC- 25 - H ros- 2 GTAACATAGATGACACCECG
HAN GZHOU DAHE Therno-Magentics ; depps- 1 GGAGTTCTTCCAGACCGITCAT 204
,CL - 1000 Ultraviolet  ;EAG.E EYETM Il plepps- 2 TTGCGROCCTACTTGIT
) Sratagene lectin- 1 TGCCGAA GCAACCAAACATGATCCT 414
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e TE(pH 8.0) ,DNA 260 nm
2 ( )
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camva5s CCGACA GTGGTCOCAAA GATGGACCCOCACCCACGA GGA GCATCGTGGAAAAA GAA GACGTTCC 162
AACCACGTCTTCAAA GCAA GTGGATTGATGTGATATCTCCACTGACGTAA GGGATGACGCACAAT
CCCACTATCC TTCGCAA GACCCTTCCTCTATAT
nos GTAACATA GATGACACCGCGCGCGA TAATTTATCCTA GTTTGCGCGCTATATTTTGITTTCTATCGC 213
GTATTAAATGTATAATTGCGGGACTCTAATCATAAAAACCCATCTCATAAATAACGTCATGCATTA
CATGTTAATTATTACATGCTTAACGTAATTCAACA GAAATTATATGATAATCATCGCAA GACCGGC
AACAGGATTCAATC
cphass GGA GTTCTTCCA GACCGTTCA TCACGGTCGEOCCCTTCCGCGAA GACGACGRACGACA GCGA GAATCG 204
GATATTCGTCGATCATCGAA GECGCGCGGTCTTCCGRCACCGT GACGOCCTTCA GCGTGGA GRA GC
GAACCCGCA GGTCCAUCACGTCTTCACCGOCGACAA GACGCGGGTTGATGACTTCGATGTCGACAC
CCATTTCCTGCA GCGTCA GGATGA GAOCGGT GCGGGT GGGGTTCATCA GCACGTTGA GGATGGTGA
i CGTCGGA GOCCGGAACAA GCA GGROCGCAA »

TGCCCGAA GCAACCAAACATGATCCTCCAA GGA GACGCTATTGT GACCTCCTCGGGAAA GTTACAAC
TCAATAA GGTTGACGAAAACGGCACCCCAAAACCCTCGICTCTTGGTCGCGCCCTCTACTCCACCCC
CATCCACATTTGGGACAAA GAAACCGGTA GCGITGCCA GCTTCGCCACTTCCTTCAACTTCACCTTC

TATGCCCCTGACACAAAAA GECTTGCA GATGGGCTTGCCTTCTTTICTCGCACCAATTGACACTAACRC
CACAAACACATGCAGGITATCTTGGICTTTTCAACGAAAACGA GTCTGGTGATCAA GTCGTCCCTGT
TGAGITTGACACTTTCCGGAACTCTTGGGATCCACCAAATCCACACATCGGAATTAACGICAATTCT

ATCAGATCCATCA
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