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Abstract: To develope the microarray probes for detection of the 4 serotypes of dengue virus by RT-PCR. The
genomes were and sequence alignment was done by using BLAST biosoftware and data from Genebank to find
the specific sequences. According to the specific sequences, 18 pairs of primers were designed with the Oli-
g06. 4 program to amplify the specific fragments of dengue virus. The amplified fragments were cloned and
sequenced. The method of preparing microarray probes by RT-PCR was effective, quick and simple.
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Table 1 Oligonucleotide primers used to amplify specific fragments of dengue virus
519 B J$31(5'—3") RT-PCR 724
Primer Location Sequence(5'—3') Products/ bp

DV-1 Pl 1348-1365 AGTGATAGTCACCGTACA

P2 1500-1517 CATTAAAGTCTAGCCCTG 170

P3 3696-3715 ACCTAGCTTTGATGGCCACT

P4 3845-3862 TCATGATGCCCATTGCAA 177

P5 4122-4140 GAAGGAAAAGCTGGCCTCT

P6 4283-4300 AGCCGCTTTCTCCAGTGA 179

P9 4812-4832 TTGCTGTTGAACCGGGGAAGA

P10 4905-4925 CAGAGTTGCCGGGTTTAAAGT 114
DV-2 P11 1321-1340 ATTGTGCAGCCAGAAAACCT

P12 1464-1483 TCGTAACAGTGCCATAGCCT 163

P13 3582-3601 AGTCGCAGTTTCTTTCGTAA

P14 3791-3810 GAGAAGAACGATTCCTATGG 229

P15 6360-6380 AAGAAAGTCCCTAACCCTGAA

P16 6521-6540 CAGCAAAAGCAATGTCTCCA 181

P17 2317-2337 GTTATCATCACATGGATAGGA

P18 2452.2472 ACTGCCACATTTTTAGTTCTTT 156

P19 3841-3861 GAACTGACCGATGCGTTAGCT

P20 3990-4010 GAAACAGACACCACTGCCAAT 170
DV-3 P21 1025-1044 GTGACTACCATGGCTAAGAA

P22 1132-1151 TTGAGTCGGTTGTTATGTTG 127

P23 3771-3790 ATTTATTGCTGGGAGTTGGG

P24 3906-3925 TAGGGAAACTAATGCCGTCC 155

P25 6417-6436 ACTTAGCCCACAGAACGAGA

P26 6530-6551 TCAGTCCCAGGAGTAAGAGTGT 135

P27 4754-4773 GGAGGATGGAGATTGAGTGC

P28 4871-4890 ATTGCTCCTATTTCCCCTGT 137
Dv-4 P29 1299-1318 TGTTCGGGGAAGATAACAGG

P30 1465-1485 GTGTTAGTTCTCCATAGTCCG 187

P31 1901-1923 GGTGAAAGTCAAGTATGAAGGTG

P32 2003-2022 TGGTATTCTCAGCCAAAGGG 122

P33 3140-3121 CCAGATGCTCATTCCAAAAT

P34 3286-3307 CCTCTATGGTCACAATCCTCCT 168

P35 4347-4365 CCAATCGTAGAAGTGAAGC

P36 4474-4492 AAGGTCATTGTGACTGGAA 146

P37 6362-6382 TGCCAGTGGAAGGAAGAGTAT

P38 6473-6493 CTCCCTCCTCTTTCTGTTGTG 137
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(a): Lane M: DL2000: Lane | ~9: %3] % 314 PIP2, P3IP4, P5SP6, POPIO. PLIPI2, PI3PL4, PISPL6, P17P18. P19P20 4
RT-PCR & 47: (b): Lane M: DE200O: Lane 1 ~9: 53] 4 5] 4% P2IP22, P23P24, P25P26, P27P28, P29P30, P31P32, P33P34
P35P36.P37P38 45 RT-PCR =45 .

Fig.1  2.0% agarose gel electrophoresis of RT-PCR products of dengue virus

(a): Lane M: D12000: Lane | ~9: RT-PCR products with primer P1P2. P3P4. PSP6, POPI0OL P1IPI2, PI3P14, P15P16, PI7P18.
PI9P20. respectively: (hi: Lane M: DI2000; Lane | x9: RT-PCR products with primer P21P22, P23P24, P25P26. P27P28.
P29P30. P31P32. P33P34, P35P36. P37P38. respectively.
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Fig. 2 Sequence analysis of the clone RT-PCR amplified by primer P21P22
3 it PERFFIRT 5P A Td 1 . WA . WAL

B R AR, 3R EERERES
AMMIEE R . PR LR BB, B0
1 JABTE A R 25 R. IS AE Rt 2 ey B
8 . MUIEF 2 W BT 12 0938 U I T 3% T
P IR RAEZHFBRAY RT-PCR AR 1 5! B
i CPLE. {H PCR G4 & SRR BB | A
25, TUHEEW THRERMASK ST . R
Fr PR B S U8 S R S R T R B o i
FEHKGM, ATABGIIR PCRIEMAE, & —Ffh
R IR ZEH 2 A

TEREE R rpt sl P, HEFAH & _ &
Kt REEN - . NBEARAETE, W 0H &
HLZMITE: EAEYER¥E MR BRI TF
B, BT XPRERAEIT 9 IR T B AL T BRI ST A
SRS 903 4T PCR(EL RT-PCR) #1474
FHREEE | LR M s, il
R tE R SRR RS A . THES

AR RICHE o BERIREN AR R R A
FAERRAS, RS AESE AARARIE . TEAHF
FH, NERRE AR, AT SR YIS
BAFEF (BLAST (28 X 4 BB Bk 3 50
TR FF X, Pkl & RS e Y E
BRI S RS, SRIE B X RIS R

MBT5EE RE, FIA RT-PCR KUUEHE 2 —F
PRI TR ) 25 FE LG R R A RO 0

£ % 3L #K (References):

(11 B4R, S, BV . SERENENASHBHE
R (1] . PERBESERE (XIAO Wei-wei, MA

Wen-li, ZHENG Wen-ling. The genome structure of dengue
virus and its gene detection[J]. Chin ] Lab Med), 2003, 26
(3):188-189.

[2]  KAUTNER I, ROBISIN M J, KUBNLE U. Dengue virus infec-
tion: Epidemiology, pathogenosis clinical presentation, diagno-
sis, and prevention[J]. ] Pediarr, 1997, 131(4): 516-524.

[3] SCHWARTZ E, MILEGUIR F, GROSSMAN Z, et al. Evaluation
of ELISA-based sero-diagnusis of dengue fever in travelers
[J1.J Clin Virol. 2000, 19(3): 169-173.

[4] HARRIS E, SANDOVAL E, XET-MULL A M. et al. Rapid
subityping of dengue viruses by restriction site-specific(RSS)
-PCR[]]. Virology, 1999,253(1): 86-95.

[51 DROSTEN C. GOTTIG 3, SCHILLING 8, et al. Rapid detection
and quantification of RNA of Ebola and Marburg Viruses,
Lassa Virus. Crimeun-Congo Hemorrhagic Fever Virus, Rifi
Valley Fever Virus. Dengue Virus and Yellow Fever Virus by
Real-Time Reverse Transcription-PCR[J]. J Clin Microbiol,
2002.40(7): 2323-2330.

[6] CUZIN M. DNA chips: a new tool for genetic analysis and di-
agnostics[J]. Transfus Clin Biol, 2001, 8(3): 291-296.



