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AXEFEERERAWERN (RT-PCR) T M 1IN EREER. FrgHily
FEERZEE, 3/¥01 EFREFFIH1566— 1586, SIF26 F1437—1458, S EEmE
BhAIRSEHRENR, CREIHNEHRFETE. EE~HXH150bp, A& —MHiod [ &
I, MYEHIbpIMIbPFE B, HMAREMN —ERRWENEF EETHR, T
WA Z=STCID, MBI HERNA, HARERN T IS HESBEASERXSBITEEINIRN
EELMANLEFMUHECN IR T ERAE A AERES EEENA M. EHRE®K
BREARETHRES B

ilﬁ:}_ﬂﬁﬁﬁ# i’ﬁﬁj EERERE

B B¥E{RMERAR TRFLHERERERZ OB RNES, BXARER T hE
RIS, #REANREARES. B, RASEZEEFMAAREREENTER
AARBEE. HESHERENIE, BAMKLATERIESBUMATRRE. Hit, R
MERBLHFEERBRNAY SR S ONAES#TREGRMNOAEEM L, H 108
EREEARELFEHTT RN, F5RF5 B, ENREESREEME, THT i
i R B fTR S R PR B 2 .

MR 5 7 &%

1, EBENR ZE FEFE IR (Hawaii) ., TH (New Guinea) , I  (H87)
MR (H—20) RZERES B LCIOGEREEE, ARFSE ST M sEEaE, 9
ETCID,,, —20C{FH. OFRHEESELEAUEI9884E B A BEMRMTHR A, k2487,
BEEZW 6 FARN. HP OGN ESRESEMESEEXSPEXTATHE Y RELL. 146
MR ES AN, I. VEE AAOAELA 1990—1991 £ M BE ZEH KA. OHEET

—20CEAT & M.
2. A RNasio, AMV¥# 38, ANTP DNAG 7 #Marker, Hiod [ 3R HEELF,

BEWKHMerck i 7] L. TaqDNARE MM B 2R L. W-D51Ha9%21bp R22bp,

AFi1eeefE T BUUA® B, 12H10H &M,
"R TR ERRE R,
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- P,

Thnd 1
P, 5'GGTAGGTCTAGGAACCATIGT 3/

P, 5' GAGTYCCATCACAGAAGCAGAA 1

B 1. PRSIt E. FRmEETIAA

Fig 1, The locations and sequences of primers used and

the site of Hind J

3. EMANAmMEE') Wk sRmiE 100010 ASDS., FBEMKESCH LI, MAT®E
ZEEEAR. SHBRIK, EEELSKZEER BRA P —20°C JTE 12b, 100007 /m Z.530

win, EJHEEEHT, MIOFLRFEKER.
4, cDNAZR RAUB&sW&RNASHL, 0, 5mmol/LANTPsul, RNasingQu, AMV¥&: 78

10w, 3i¥1{P;)500mg, 5= buiferiphl, MAFEAKERHEFSOHL, 42°CEM1L,5h,

5, cDNAF'H REESWHEERE #1001 &eDNA)Y, 0 ,5mmol/L dNTP3R1, P,
100ng, Py ( 5|# 2 ) 5000, 5xbufferiOMl, MREAES0ML, 95°Ciomin, jr Tag EaE
2u, FE55C imin, T2°C 458ec, 92¢ 158tc{BIR30ik., REEMIET2ZC 10min,

6, WYl PCR™ ST Hk. MR BHE. #FE, Hind KEHL1b3E7C).

T. =85 WNPCRFYRBOREFHIOFIESHEEZEN 2 3 s dhak, DNAS
FRiFE EMarker, FEENITTHE, BH

7 R

1, S4pigit FRHHENRF, FASEIRNY, BEIRM4HH0Y, BED
RO, FHRyRM, JRRED, #HREHED, Murrey Valley[Ri 5%, BERKH
#F. REANARFE 2 MRAEETERFAY. B0 IRFNA, B 1R/EHKUEFHE
BFE{EASIH, PSR ETRRNA ELREI HEis566— 1586 F P Eib, AT AR
B R HeDNAY 1, Py TERES’ #1437—1458, F F<DNAF 1, FE4 F|#CCx
BE, AN RS, FHipHR150bp, WA—EHE:AYEHicd DAL, %
tIIEH111bpRI3gbp A B, HTEEF MR AT HTER &,

2, ¥R ZETHAEFBEENFAHEBRMESRS. “O2BYEIRT L4
£9111bpfy 435, H— R EBEERBIEXR P TN 238, £R 528 %. AgERE 1,
M, WA, C6/364M, JINMMBIEFHEAGERT, VA, ZREH, ARFRLRE
FEXTRR IR C 5 I A E E i i), WK NHESW . REKT2,



http://www.cqvip.com

£ OO0 http://www.cqvip.com|

140 B B OB = o= A

B ARRRENEED SN NAWRE 3. R HEMETCD,MKHE
Table 1, Compurison of the sensitivity of i‘%ﬁmﬁlﬁfgﬁﬁlﬁﬁ Flo%, HEZE2.5

RT-PCR with 1hat of viral isclation xlD-'aﬂ-D}'ﬁ]’Hﬂﬂﬁ Eﬁ% u ¢ PTLJE B
WY R SRgRERT-PcR) T14), REART-PCRFEWTHIH > ZST

+ - CIDy Ry S i Bk, RMTEAT104 T & B

T O ERESEMHENE, WEDH I REE

RESE + 10 a
Viral iselation — 10 4 ﬁﬁﬁg&m%ﬁk%m;}ﬁ, %Fﬁmgﬁii&ﬁ
- .7 RT-PCREEN, SEP R ELSBHE
P<0.01 %, RT-PCRILINPHYE:, Filifham BH 3

BMiEEF106 A RT-PCREE WM, 408 . Lil. gaEdEF ik, P<

0,01, MfFHEABEXER.
4, HEEW NGS5 ABIMENE, E8—XRT-PCR, Fri3g&R#HA.

2 MEENEATFRC-PRMORR(BES)

Fig 2, Amplificalior products and digest~d fragments of eunltyrs
gupernatants, RNA from dengoe I {lane 1), dengue 3 ( lune
2), desgue 4(Yane 3) . Japumese cncsphalitis {lane 73,
6/36 cell [ lane §) werc oot amplifisd, Marker of DNA size
(baoe 5), Amplified prodacts of dengue 2 virus [ lane g) |
Fragments from digestion of HindJ[ (laue 4)

B3 RT-FCRRNERIDORAHBAE

Fig 3, Specificity of RT-PCR on detection of dengae 2 serum, Ma-
rker of DNA aiae {lanc 1), Amplified prodect of dengue 2
gerum { lane 2) , Dengus ], Deogus 4 snd Jaspanese cnceph-
alitis seram, respectively {lane 3—5),

i THARERITNME RNA SH W

Amplification of rviral BNA from differan) tirste of dengue
2 virua, Marker of DNA size (lane 1) Awmplified products
of dengue 2 culture sapernetauts diluted by 1 (lance 2),
161 (teoe ), 162 (Jaae 43, 100 (lane 5), 10t (lsne g},
165 (Inue 7), 4x178 (lane 8 ), respectivety,

Fig 4,

it it

BEWESERNOLEEEEEMNFARESENEIETR, BHETRES BREEL
XiHitkwFEE, BE~-EHRMBE. B, XEH HITHE B, FETHRHAENES
¥, AERFARART-PCREFEFERBHAAC ', BAENRLEATERERKREK
FARRMRE, ROERLHEZRRM E, wxf24p i FHATRNU, SHESEN
HR—BLEEREAARTE, AUHKFES AR ENLESR, F10HRT-PCREIH,

AEIINBEFHEEES I ARRATRERA, BTRIRTERNEZER, R
g mP hEE 1, TREE, P,UEFRAER, 1. [ RE#> thaH J240bpfn
150bp, FiBARWHLIKEN AT KBl TRIEW, ikt R BWRT-PCRK ¥R EMEB
B, AEWSEARREEES, HHELRA.

PIERNAL I RS 5B S ABIT, SEhER™RE & MR
fedh, FOTEUHMREFERERE, EHNEMRNAN SRR ERBRABNNSE
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Ay FIREGR LB

HATHRT-PCRAZ IR 2 10K E MK E MM, RAMAM, FHREIEHR
wRERN, RT-PCREZER TRMEZHEMRANE. LR AL &Ll
LT/Wbre BN MEFRR 1988 8 H BEFRWMATMHA, BTRERT, 45
vl st SRR RNA, Bk ik vl it i 5 I B i 1A 2,

RT-PCRAQX HEHEHHER SN ESRME, WHE 2 RNTHESR, HERE, i
SRl HRSHRMA TR F LR T — AN T B.
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Detection of Dengue Virus 2 Genome by Reverse

Transcription—Polymerase Chain Reaction

Wang Fel Li Gang Guo Ribo Ke Weimin
Luo Huyirong* Liao Yuhunang®
{ Department of Infectious Diseases, Sun Yal-sen Universily of
Medicg! Sciences. Guangahou 510530 )

Reverse transcription-polymerase chain reaction (RT-PCR) was de-
veloped for the detection of dengue virus 2 genome, Two primers specific
for dengue virus 2 and conservative between geographical variants bracke-
ted a 150 nucleotide hase in the E gene, corresponding to bases 1437—
1586 in the dengue 2 genomic RNA sequence, After digested with Hind T,
the products of the reaction was divided inte two fragments, 111bp and
39bp, respeetively The amplified products and digested f{ragments were
shown in the ethidium bromide stained 29¢; agrose gel, RT-PCR can detect
dengue viral RNA from at least 5 TCID;, virus, It is more sensitive and
rapid than viral culture, which was justified by 24 sera,
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