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BRSIMPCR A BEERT 28

cDNA R EBANAEERE

Mk DEE NKF AHE A
HEE KRE EE:

CPEPAEREBFREE, 771 S0 Q2 37)”.53

HHEERARSMSEY (RT/PCR) FREEKRE 2 MhEEE 98 % ( DEN,
HN9g ) M5 B EH(E)EE, PCR =i aniE A pUCI8FH . REREAM A pDET
305, ApUC/MI3®ifx A6 A5, PCRFIEX MpDE 13051 39 -y WDEN, E cDNA Sft,
Wi — B A S —M DEN, E ¥ Ry 2, 5198 E DNA @ R, ®ET
PPE D305 eDNA HBImIE AT A, B RS FEAST—R, RXH REHEE ASHEPORY
BRI, IBRERXPRHEARTAT pUC/MI3 RERBEAFEN T BRAT R EE .

) L
%N, PCR @MDY BHEFE cDNA ﬁ:ﬁﬁ L J
”?ﬁ%%ﬁt‘ )’@WW,

PCR BRI Hbod, S0f, MERNFHESEYE, RESRIEGHLAELST
HEFNIFLEEFIN, PCR SRAFBAEREB#TE 2P, SHInAn. 3
RE I HERBIEIY, EEERA PCR BAMIA B EAEWEM, HEEF PCR A
SR EAR - ER Y, HEEHMHIR5M, X7 PCR SR I AR, F
H, AT ELE G S ERSER S e . ' .

A TR A, pUC/MI3 fiikR &K% wEMY ZAFMN FHRD MRT
M, RENMHEFEERFBREEHMLERFAERY (ER. KA. AEHR
T pUC/M13 itk (3EA FEUNF 3kd ), RLRTLIRIA B 51 B (e 5 55 B 1
AFE, ZHESBEMABRFFERALT N pUC/ML3 5, Bl FRESE, RS

AXF1o8248 2 F13H ik E), 4 AHBE

AN AERR, AHUET LANARLELNRG, EWBRRAMBLTHE (19027 5 LT BER
%A

1. FUEHAERLERE

2. MSRFRBEERRE HEBTE

PRI TR LR, TEEPESARFRGI LRSS TREATNE, R, RVA HSB
BHS TR BREMEFES. K, Len RS T HENES S8 BECHEHAFLMTE FRETRIY: PE
ATPCREFUET T H MM RBA AR
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¥4 Wk HASIHPCRY EEEH® 2 B DNARRE N Fak:E 409
AHEMNEES, REE £SR3 WETTLIE e «DNA B # pUC/M13 g A TH

Flo AL EHABERHE DNAFR YEA, T ERBTTEREEN HHER
5, Et—FHHER 511 PCR BERS WA R R T T 2ak,

ZE = S s B S

—~. BEGHN2E NGk . B, RNAMRBER: SFH#1 ),

—. DEN, HNg8 RNA phiikg B PCR: 23 k(4 ],

S. PPETZ05 MM WME MYl 5+ 47: PCR =4 ( £305 bp DEN,; E ¢DNA G jnik 100°C 5 4
$, ®iE Teq DNA ZRAEG, IMASLIEEH10pmol/L MgCl, IA1U Klenow g ( Bothringer )
SR fE 204y B TRkl o), L s R A ERE R T aE, [Ekaos bp F B, B R g
Small 42 {k pUCIS R fER 4. 5305 bp DNA SrE disndst Bk B coli JM83 B #& { Boeh-
ringer ) pe WLBA-Xgal T LIRS & AE, HMRBFH4DNA S F EcoRI | BamHl X1 B 4
Flol o rmEEEN, BHSE M7SME FARE AR, WE 4FYE #4% pDEX
305,

H. §ASie PCR .

1, = 2iFEE~: Hling pDE 1305 DNA {eidz, &50ng pUC/M13:E 55|45 ( Forwardfy
Reverse, Promega),fniA 200#4mol;/L dNTPs, {X PCR @ik, WA CHEMES HHB, MU
Tad DNA £%f ( LS BERASEHER LR &4 ), BERS0AL, M504l @Eikhll, EFR-300
I DNA -3 (¥ ( F% 8 HANMPAREA R ), %92C40%8, 55C408, 70°CB0H, MIZ%HHE
25 RE, SAl I FLse HISEER, EBhe, wikNKE, £EEAN Fan, RA—WNE
FHE|%¥ ( Forward g Reverss ), 0 50vg DEN,; E¥s 524y ( Upstream g§ Downslream ), Kf

HS RTINS B4, '

2, REFHER: RREEEF 2541, FREERSHAERRE, KREFRE, SHKHFR
-300 ¥ DRA 33 R REE®TNABERE, ERENFAYT HML92C 308, 62T 608
ARBEFEN2C 60F62°C 1205, EXSHL HLik4rHT,

E., BRIEE: FHEWNMEEFNSE, €75 pUC sequencing Kit { Boehringer ) flla-8 P
-dCTP { Gt EEBEHLAE ) ERNAFEEFERESCHHME.

& RF

—, pDE 1305 REMHE S &

DV, HNgg #84> E #:5§ (305bp KB MWW EULHE 1. HAR @2 R HiEE
EcoRI J BamHI WAGLD S, MIKATEF- N~ DNA BB, KB B (£2,7kb) % pUC18 g
4, MAEEE(#50,3kb) @iE DV, E 3L 305bp <DNA 7 pUC18 fiThidh % SR
A EcoRI = BamHI {y[¥%| ( 16bp) . S FHET S AETEHBRLRE, BHAERRE
MR G B AREA KR, Mo TEmRid, HA R ETE 404—309bp 2 [,

—. &} 3|}y PCR

1, WAMsgFEF A pUC/M13 i are,. WE 2. RiEmSIYH 5/ mERFS
5 S EE RS Sy 114bp, P& T4 E Small ( EAFEBRAAAR L) WEFHE BEo5)
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410 b OB % = % B
& 3
UCLE \ DEN, E. 305
Small PCR =3

blunt' ligation

2R pE

pDE IT 205

R miga

1, FiniEs/EeeR]/Bamill
2, ERiE*/EcoRI/BamHI
M pBR;322/Mapl
BFl1 pDELs05 ¥ fHERE EcoRI/BamHI BG4 4K
Fig. 1 Constroction of pDEY 305 and its Ecop 1/BamB 1 digested

profile

24395175bp, R A ( Reverse) , F 4IEf ( Forward ) 5],

R; 57 TCACAGGAAACAGCTATGAC 3/ 22mer
F, 5/ CGCCAGGGTTTTCCCAGTCACGAC 3’ 24mer
E B

PUC;"M13: R....--Sghp ...... SmalI--....75Pb......F
Mulptiple Cloning Sites
B2 ERSItMEFIREUC/MLI G RLERBRE

Fig, 2 The sequences of universal primers (K& ) and defined length in
pUC/M13

2, PCR P ik W £, 35 PCR ipieam e Rk B ik, EB Hvé, 44T
Fmaess ., M, % pBRa22/MSPI Rgd B By 77 R B 543 %l Jg 622, 527, 404, 309bp
WEfZ ), M,y pBR322/Bstl Bg))y Bt ( 1857, 1060, 929, 383bp), Fp{EHTEAR
e, M3 ACE3IFf)Y)., B, CC1, 3)A—XERASIHIISIMER, TN 400
bp KB S5 GERS 4R E KR 114bp fIniE A 4 EL 305bp 3 419bp ) #FF. A(2)
RIEF@AS 4E DEN, E R34, TRy MR EMNT—3EH S ST #Hm
B, MIBERSHE Smal I HT5bd, WTHEY B0 380bp (305+75) , 5HER
™, ACL) IRAERM S 8 PEN,; E Tt #5354, & Wh B 344bp (305 +
39), 5LmEHR—E.
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=qi Biok Bee. JEJ5)HPCRE BB ¥ 2 MeDNA R HIF A M4 411

€3 FF3 |4 PCRY M pDE I 305 cDNA REEHIEA i
A, 1/RD, 2/FU, 3/FR, 4/RUFHePET 305, 5/FR TN pUbIs,
B, WEJEH, » 250l AV, anl G, (CEFIF@(1), KEEFEc2),
C. FEEAMESR,. 1/FR, 3, EHEK(I), L3804}, FRGTEFS b,
UD Jg DENEfFR5 | #.
Fig, 3 The resuits of amplificetion of pPDEY 305 ¢DNA and its orientlation by

universk]l primer directed PCR
. Fanel A, lene 1/RD, 2/FU, 3/FR, 4/RU, iane 5/FR end pUCIg
in replace of pDEN 305, <«
Panel B, two temperature cYeling hy the empiifier (lane 1 }end water
beth ( lans 2 ),
Panel C, lens 1 /FR, lewe 3 /FR, 305 bp cDNA revorsely inaerted,
iane 2 fno templete, 4 fno primer,
F and R mean pUC/M13 segqueneiog primers farwerd and reverse respetively,
U end D mean DENZ? E specific primere upstream and dowmstresm reapectively,

M1, pBR3az/Msp 1; M2, pBR322/Bst I,

e

RICRE R FEE S, oy pUC/M13 ZEREARSgR cDNA FR, &
HEEFEREEFFHQED PCR ik, DNA S#95E (hdt Rk DNA 530 7,
dES IR E Ay Db DNA 55, Ak, BRI SIHATHT pUC/M13 EHEED «DNA
FE i, fTEAgET pUC/M13 £ 5 {r ¢ ( Mutiple Cloning site ) T ],
FIE 5145 KT RfE R ES & 114bp, L, ATITER BAMRE N cDNA K 114bp,
T2 My E L E «DNA ( 305bp ) (W B4 % [E pDE 1 305 5 Bi#R, T
F =5 419bp, HIP i =Y B 3% cDNA BB i@ A e 4 ( Smal 1) 32 1740, i
Ay B R BT R T S bR H, WIER RIS B R R e R 4 e BT DA B B L ik
TPlety, 4, Had cDNA KT 3kb, @A T pUC/M13 ZKéidh gy HE cDNA, 571

b i m e Wl ML EE Cmea t aeree e P
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412 TR s B 4 BT

FRARFEHTY N oHE, ERFHERMN DNA R, M, FERK, E4HHEE.

EFrES, FEEHBEEATED cDNA MIEA TR . ~BTREABDIF
Pl SEBEAGNBATR. E3 THAREANN B DNA, 4R AES
AT RSB, MFEHISITRA. SRR, DR#E%, pDEQ
305t cDNA iR SHsRIE N pUCISHY, MW MBI 543 E <DNA G A M. &RAT
FHRA—MERSIHES —UMK R S4diT PCR KA, SR #EHANEE TeDNA
HWAFm. E3XpRENE, pPEI305 7ES¥EH DEN, E ¢DNA #iF A F Bl 2
E Z 5% LA pUC18 EcoR Bgi)n, TS BamHIBEY) &5, 5 SHEH cDNA
MEANTRAENR. HXFA DEN, E %551 EMERAS oy ¥7 S2Ed
cDNA KB, PCR =¥ 380bp (IE[WE i S| ZE M A\ A Smal fF 5|4k 75bp, FHA
305bp) , ATHSGARSIHEREMAS T I M 344bp KB (KBRS EEAK
AEEr BEFF ). BHERMERFE: (LR R E ER3IW, XTiH
HARSIEEMERS Y ) BB HEAFR RIEER 3 DY FY R HEE pUC/M13
hRNE (B2 ) 5FRATSHEEHR cDNAEOCHIER, 5 BRENRM. LHRER
#H— L HFEPIGFEEE. BERE2EES E REAMTER FRMEHE B3xhii
#Ho MFEXH DEN, hiE B SENSFHREE £RETR, SRM NCC %L,
TESMA B (305nt ) iy 7 NRRIERIE, RFEMEHOT, 7%,

MPCREAMFRET A, BRASIHPCREEMAE Yy, AHT pUC/MI13 EHE
BErp eDNA FrEIEIY MR, BAF MBS ERRESRE, ALATEEN&HIZN
¥Wet, HRZBEFEE BSIH PCR K Rth, WMAMEF¥HE-11-dUTP ( Dicoxigenin-11-
dUTP ), Ik Dig-#3iC B ¥5R#E 2 B DNA 1Y, RBRMOESTAEES,
MEFEEEE. BMEEHHERERBMERBFRZBNLE B SIHPCREN R A
H.
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Amplification and Orientation of Dengue 2 Virus Partial
E Gene Insert in pUC18 by Universal Primer
Directed PCR"

Chen Huo-sheng, Guo Hui-yu, Lin Chong-xn et al

{ Depariment of Microkiology, Sun Yatsen
University of Medical Sciences, Guangsghou 510089 )

LY

;A portion of dengue 2 virus strain Hains 98 ( DEN2 HN98 ) envelope ( E1
-305 nt ) geme has been iselsted by reverse tramscription and polymerase
chain reaction { RT-PCR ) , The plasmid pDE [ 305 was construeted hy hlunt
ligation of the PCR products of 305 bp fragment with Smaly digested
pUC18, The DEN2Z E305 insert were isolated and smplified from pDE [ 305 hy
universal primer directed PCR, The pUC/M13 sequencing primers (forward
and reverse, Promega)and DEN2 E specific primers (forward and reverse,
Promege ) snd DEN2 E specific primers were used in order to isolate “and
orientate the ¢DNA insert in pUC18, The results were confirmed by sequenc-
ing analysis,

Seven nuoleotides mutation were found among the partial Egene seque-
nced hetween DEN2 HNGQ8 and strain New Gunies C ( NGC ),
Key words, PCR Universal Primer Dengu: Virus ocDNA
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