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Construction and identification of genomic cDNA subclones of dengue 2 virus NGC strain
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Abstract:

construction of full-length infectious viral cDNA clone.
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Southern Medical University,

Objective To construct the cDNA subclones spanning the entire genome of dengue 2 virus NGC strain for further

Methods Two pairs of primers were designed according to the

restriction endonuclease sites in the viral genome of dengue 2 virus NGC strain. After viral RNA extraction from the brain of

infected new-born mice,

two parts of full-length viral cDNA were amplified by long RT-PCR and cloned into the vector

pCR-XL-TOPO. The partial sequence of the recombinant plasmid was determined. Results and Conclusion Sequence

analysis and digestion with restriction enzymes demonstrated that the two cDNA subclones were specific for dengue 2 virus

NGC strain, suggesting the successful construction of the two cDNA subclones of dengue 2 virus NGC strain.
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Tab.1 Primers used for amplification

Fragment name

Pl

P2

Primer Position Length of Sequence( 5'—3")
PCR product
1(+) 1-30 5563 b ATTTAGGTGACACTATAGAGI TGI TAGTCTACGTGGACOGACAAAGAC
1(-) 5544-5519 P AAQGTTCAGEGATTTCTCTTTCTTCATCCA
2(+) 5544-5572 186 AAQGTTOGTGGAGI TCTGGACATGAGTG35
2(-) 10724-10695 P AGAACCTGT TGATTCAACAGCACCATTACA

The underlined part in the primer 1( + ) is SP6 promoter, the underlined part in the primer 1(-)and 2 (+)is Acl | .

RNeasy Mini Kit RNA -70C
14 DV2 cDNA
RNA 15 pl 10 pwmol/L 1
pl 95 C 3 min 1 min 5% 1 P1 P2 PCR
5wl DTT1 pl RNA 1 wl SuperScript
i 2 wl 10 mmol/L dNTPs 1 pl Fig-1 Results of PCR
amplification of the
DEPC 30 pl 55°C 3h fragments P1 and P2
70°C 15 min M: DNA Marker DL2000;
1 pl RNase H 37 C 20 min cDNA Lane 1: P1; Lane 2: P2
RNA
1.5 PCR
La Taq PCR 30 wl
DNA (250 ng/pl) 1 pl  10x PCR

Mg* 25 mmol/L) 3 pl dNTP(50 mmol/L) 8 wl

Taq (SU/ul) 0.5 pl

La 2 PCR

I wl(10 pmol/L)

155wl 94°C2min 94 °C15s 60 °C 1 min
72 °C 5 min 30 72 C 10 min
PCR 0.7% (0.5 mg/L EB)
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1.6
PCR pCR-XL-
TOPO Topl0
50 pgml LB 37°C
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Fig.2 Identification of the recombinant plasmids P1 and P2
2.1 DV2NGC cDNA M: DNA Marker DL15000 Lane 1: P1 recombinant plasmids
2 NGC Lane 2: P2 recombinant plasmids Lane 3: Xba I digestion
product of P1 recombinant plasmid Lane 4: Xba I digestion
2 P1 P2 product of P2 recombinant plasmid Lane 5: Identification of P1
5568 bp 5186 bp 1 0.7% by PCR Lane 6: Identification of P2 by PCR
2.2 DV2NGC M13 DV2
DV2 cDNA DV2 NGC pCR-XL-TOPO
P1 P2 pCR-XL-TOPO DV2 NGC
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