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INEAERE (WRSV) HE L cDNA EESCERHE -

hmE RIS 5@2‘ qf{

(HEHER M EMESHERT, LR 200031)

A B E HXEIFH Poly(AMESE, EHAN I FARFERNEAENAS RNAY SN SRR
TR, LUtk RNA fEBIE, 12 - 13 EEGIFNZTFRESIY, &% NDA 5, A HARBAENTN
Pst [ #1 EcoR [ % i% cDNA B, BB P4+ BUA) Pet | B MERT Sma ] 55 EcoR 1 SUMEX pUC ik W
U, 5458 SLESTSAR BGRIMUEES, X893 0 #HTAXIMEEA TR, KX AZ
M 14 kb, A EADTAER 47 . CHNEAEHIBWEH Soc I U S REARF
PN Sac I 3 10 A RBT ARG R, NEL b MEARBREH Sacl i, FH &
#1545 WRSVN N ZH mRNAY SR FHE B3| S wR e M E e, E3H WRSVNE
H.GEAMEAMBS LEAXE. ¥ 47 P EARRITHENERS, A DNA BMF Tt
HESHEILHRENEXEAN 3813 (leader) Fl 518 B (trailer) RNA T ILRB R AR, ™ +
ERNTRANETAENNINIR SHENRRTERRE BRT - MELKBN I EARRE
{ WRSV)eDNA i,

XBiA | FAERE, HTRREE, TRRTREL, DNA Kﬁﬂﬂﬁﬁ%@ ‘ﬂﬁ
-_— -

fl~fbkﬁﬁﬁ(WRSV)E—WFEf’Eﬁ?’ﬁEd\iEFMﬁ%‘s’#ﬂtﬁﬁa Otk diokat )
FARITHMRRA. ChAESAR, PAEE L.EEA G EEA N.EEHWERDQ Ns#
BEAMU, HPLEAERNABEAME N EOSEHEM RNA BHE S, ERRNA S
AR, ER AR AT, LEASIL RNANSREENsEHNS S, HEXXK
MEEEANEN SN EAFBREZANEARBE SRAEARBE  EHE 3 K%L
ESRAmEAWM M AHEE. Xl WRSVIESKREFNEXENNENESE, XEHR
FTWL LEXEEE.

R SR iWaR-S

1 A% DEMEFE(WRSVIFERHINE SR RERE W, Rt SRArE ANKEE, 5
IR FErR S, U 200 ¢ —REET - 20 T,

2 i#lfM PEG 6000.PEGI2000.DEPCOERE _ZB) BEN g REZ MY [ Fluka 2 7] : L S A
B ATP MF RPN RSB E Promega 8] Superscript ™! ] cDNA & R & \ T,DNA EEMH X
BT E Poly A ¥ MW H GILBCO BRI A 7] X - gal # [PTC W B L EEE TR AR ; R H K . Sar-
cosyl F1E B RER E  Serva A7) T, ¥ AWM F LA &M H Pharmacia 2 & ;2 *S dCTP B3 Amer-

HH B8 1996~ 09 - 09, 5 B 17,1996 - 10 - 21
* A THEFPEAERATESANEH XS
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sham 2 5] ; B BB SERIIE B Boehringer £ 7l : HAr el fl¥ AE =,

3 BEHASE pUCIY/pUCIZSMA LEERE R A KEFE DH S« Hkm PEH 6 LEwYy
2oLl il N A ] -

4 5|4 F14 1 (GCATTCTGGCTTGAGGTTGA) l F F # 4+ ¥, 24 % B 5 ¥ [F 5145 ( AGCGGATAA-
CAATTTCACACAGGA)Y# H Promega £48] o

S PEASRBIWRSVIBEERHHENAE HETRZEFEHEY. SEnB RSB RN DS
PAGE ik ¥ EG G AT 2K EMA RNA BB AW E.

6 WRBLRARERD RNA HbRFMNE 2% e, R ERMbR KT, A PEG 12000 K&
FE/MER(H 2 ml )5, MA LR Solution D{E 4 mol/l. FHEEMIL.0. 5% Sarcosy] 1 25 mmol/L
BRME pH?. 0) A D 1% P REZH 6 SHREAKEHRA /2 (EMEH/ RINM(24:1), £RY
B BRARSEIS E 4 CHBEP. 20min FF 4T .14, 000 7/ min 84 20 min, B & LB KH, 23 EE KR
B/ R/ RS 24 DHER. BERELC. NLEERH . FES HEHREARGELEEAR. MA 1/10
PR 3 mol/ L. NaAC{pHS .2} 0.6 ERBM AMHMRAN. BI9RHE - 20T E 4l L A5 F 4T,
14,000 o/min &L EAER. A 70% JBE &S T8, HIE RNA BWRE 200 4. 8 DEPC B EHKE
Ker, EiR#] RNAS | % {5 AHIREERE v/ em EETHK I b A, BRI E RH. %65 TIFES
min G, MASFEENKRORHESEC, RESKHE, 40 90 SEENAE S8/ 805/ RILB(25:24:
UREG/ RIEEQ24: 1) EME G, 1 1/10 AT 3 mol/L. NaAC(pHS. 2080 2.5 {5 M TN MR
WOH-20CHE KEBOCIEEREH 70% 28k, T8RS BT % DEPC &My % 8 & # kb, K
RNA 2 | 5 EEEERB R EESGATEFERTR L.

7 ARLRBAREEAA RN ENSRRERE 25l REASENEESCAGEESA RVA
256 g K FEMA T IS 10 mmol/L ATP 1.25 41,5 % PolyA B S EFE W 10 pL{(& 250 mmol/L
Tris - HCl pH7.9.1.25 mol/1. NaCl,50 mmol/1. MgCl, 1 12.5 mmol/L MnClL ) #1 X B2 I B PolyA Polymerase
(1.6 U/l )0.5pl  MEFAS DEPCHBH EENEEKHEEEHEB RSO BASTFI7CHBABHHE
30 imn, KRS SRR KRR 8/ R RS 24 ARG R DHESES, R L,
1M 1/10 FRERE 3 mol/ 1 NaAC(pHS, 2)0 2.5 BN T K BT - 20 CHREE . WHEOTRERE H
0% LR R TRISEMT 6 ul % DEPC LB M A R E KT T DNA I &3, .
B 4K DNARSK #R GILBCO BRL 4 5] Superscript™ [ «DNA SHISFEM S HBEATR, £ L
HHEEE 35T Poly A IGH RNA FTIIAER T\ ;- 102 pl., BIEE 70 T 4L 10 min I WA 4 THK

B 2min b, BLEEECE, KKMASHH XM, S8 DONARNE A &, BEMA TONAES

MEE DNA B KB 2 3 T3k,

9 cDNA.pUCI9 HEMIMHEALIES Pst ] BB E Sma ]l /EcoR [ MERTINHE . DHS. EB MR

WE HAORE ML TRETE. BUGEHE DNA B THERSESE DHS: S, 56 %
REMNRBETEHFEFBEE X - gl IPTGH LB EH E,37 CHEEEE 16~ 18h 5, PO € 8% /MUE
BEEEER TR E.

10 DNABFERA AR EHERES M RER A7 UENT. SHAMI 6 kb EE A3 Y1

BE, P ESHPEBERI TR A NN E; EFR R H Promega TR K H 24 B34
WE, MFE R Pharmacia T, ESMAERMERT.

R

1 £H&EFESA RNA 9L DNA IS8 #HE & ReY 38 25 2 1L A ] 5 6 7 B A
RAE RNA F7HE, RINBEE T WRSY 2K BEH M RNA, #/H i RNA 4 B8 cDNA
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TCHIRE % D E A B (WRSV I £ 1 DNA BH SUE 157

MR TEL IR EEPHTHECES WRSY R #H RNA JLFEHR, LE 1.

i
M:x DNA/Hind [ 4+ F ® marker;
2: F M 21 DNA.

Fig. 1
near full — length cDNA

M:i DNA/Himd 11 marker;

1 : The full - length genomec ssRNA

2:The synthesized near full — length cDNA

EHEEEAHERMA RNA Z 5B 21K cDNA
L FEL I EEEE RNA;

The full — length ssRNA and synthesized

B RE cDNA 2 Pst ] BT, S8 EGEE TN DHS WG, BB SRR 28IEE
JFIERE] 10 F A RRIMSEA R B, TR HRKHE 6 kb, /M2 0.5kb, FiFARFBH L

3 14 kb, WE 2,

M2 RPN W Ps L3 10 Bk TR
HARBEHEE

MI:% DNA/Hmd [ % T B marker,

M2:) DNA/Hind [ + EcoR [ 4 F 8 marker
P-pUCI9/Pst | 1-10: 10 HFRhQEGEA NS
Fig.2 Tdentificaton of 10 knds of

mserts in different size by restriction

enzyme Pst |

M1 ;A TINA/Hind I marker,

M2.x DNA/Hind [ + EcoR | marker,
P.pUCI9/Pst |

L~ 10 10 kinds of inserts i different

size cut by restriction enzyme Pst |

H3 BHEATIN S 3 NEH DNA T8
6 kb HA K BB M E

M: X DNA/Hind [l 5+-f & marker 1:pUCI9 B
2:pUC 19/Sac ] 3.8 N EH DNA B Hise
4: % H NEH DNA §9JFEH /Sac [
S:EHM o kb AN BRI
6:EHM 6 khFA K BARR/Sac [
Fig.3 Identification of Skb insert and plasmid containing
eDINA of N protemn by Sac [
M: i DNA/Hind Ml marker 1:pUC 19 plasmid
2:pUC 19/Sac [ 3:plasmid containing ¢<DNA of N protein
4 :plasmid cotaming cDNA of N protemn cut by Sac [
5 :plasmid mserted about Skh
6 ; plasmid inserted about 6kh cut by Sac [
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2 NEAEAGRYET LSHAxRM, £ NEGEH DNARRHARETH Sac ]l MK
VKB REER), RITH Sac] METEEFIMN DNA TRHITENEE. ERAEFL 6 kb
FIREFR &8 Sacl AP, W 3, VIMFEHETCEE NEGEEMN -DNA, AREN
EH mRNAY BT RFA &R 54 1| 3T e ke BUBL#E AT A2 7 M E , 5 7 E B ik ST R
FIEHE N EGEEP DNA, WH 4,

GCATTCTGGCTTGAGGTTGAAGGTAATTCCATGACCGACCAACAGGCTCCAAGCAAGCT
4 kbEEANBRHRESHS NRA DNA HFEFIRE
Fig.4 The same sequence both in 6 kb insett and n mRNA of N protein

3 cDNA kM F Pst ] BET% DNA #17 SR A R, R iNFE 4 51 EcoR 1 im
Sma I M1 F 5, % cDNA FIPE M3 R BRHETT T E B SR, BT R 1T 3k K S 4 4
3'E S, WA FTIME. HitEIL%Sd MFER 47 A E m S RE BB 331 53 (leader)
5, 5" H# B (trailer) X cDNA REW TR, RREW T ERRRES I SHERRRBEN 37
(leader) ® S"HEFE (trailer) ) B R<FNE -6 R WtE, WA S,
W o®

PIEAERBE(WRSVIEREE -+ AANHEDRRSE. RBENEEAN &N
HEEY RNAWR, R M BEEYEAYHPBERAETER H—BRBYE 11~-18kb &
/. WRSV # RNA ERA KNS % 14~16 kb Z AU, KRS WA DNA BT H3
ERNEBRASEBEP TN Pst | YIS, K5 10 M REAFBEA TR, HX/DERBE
14 kb Z2 47, B F] LA, #INEREL K ER A RNAY KR H#T £ B R ERR{LE B#T
cDNA &5, TURBHEEENHER, BRE2KS DNA BB E, X—FESdEF
B EAE AR P AR E mRNA, § 88 cDNA G, ERRILHS B RNA &
R R A 3 45 0 I A0 2 1T MY R R A i e b E e 13 R TR &t/ T AL R B B 3K
BEFHEARBENRBEAGE. 4R —-FENTRELFARSHEERANLKER
;[

At B UL A Sequence Analysis Version 3.00, 3 EMEM 47 M ER ZEHA R BENF
N, ME AR RELERERHRE(SYNV) HERER{LBEONYVIHU RSN
PR B KN D WRFEE(VSV)H 3 8IS RNA(leader) Il 5" B (1railer) f9 3 H 4l RNA 7
SHTHRE XAV ER S EH RS NRRLM 355 (leader) /I 5" B railer) 9785
RFXERIEYE, AL ILE S, HEEAEMB T DNA §RAEE dT\,- o519, FTHEER
BT DNAESBRE_HNBREEHTARKS RLKMOE M6, A« T,DNA B SHHE
I 57 R R, BB HE AT 3K B cDNAS /I 5 TS IF s A BA MBI HER,

it 26 TECUER] WRSV 8 F 5 mBESHE A, B L(140 kD) .G(67 kD) ,N(46
kD), Ns(42 kD)R M(19 kD)4 151 FbRE WRSY EF EARMARF R EHHES, &
BRTUAKREDEREBE(VSV)IAZMNRMRBEE T4, 5 WRSVF S VSVHERS
SHHEE AL, B 3% VETS RNA, RERKERNEEWESEE N.Ns.M.G.L f1 5'%#
B, WH 6,
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2 TLINE % . N M BRI (WRSVIBTIE 216 cDNA BH X i 159
5' 46 R (trailer)
VIV(ND ¥ L AUUAACAUUAUUACCAAAAAAACAGAAGCA-S
VEV(IND) Y. MUMAAMUAGACCMA;NC:;A:GMGCA-S'
LNYV ki O UGAAAAACUAAAAUAATTAGCAGGCA-S
STNY kS CUAACWAA:;ACUCGAMACAGAGA-S'
WRSY ¥ UUAAGCGAGUALICAACAAAAAGAGGGUGAUAGAD

AACAUAGUGUGUCAAAUACUGUCCAAACAGUAUADAGGAT

CCAGCCUICAGGUGTUUCGACAUCGG-5°
31N B (leader)

YSV(ND Y UGCUUCUGUUUUULGGUAAGAAUGUUAALL. .. UUGL.. .5

AR ANSNA

VSW(IND) FUGCUUCUGUUUGULUGGUAAUAAUAGUAAD. . UUGL. .5

AAAN A A
LNYV F-AAUGCCUGUUAUUAUCUUICIRRJURNIA. . . CUDU, ., &'
SYNV ~UCUCUGUCTUUGAGUCUUUTALGUUAGUGG. JUUUGGUUGU.. . -5

AAAAAADAMS

WRSY FUAAGUAACUCGCAACGAUUCUUAUAAGGCOCUGAACUUTUCOGACAACG

AAALGUUICUU . .. UUUUGGHUACACCGG. .. .5

s WRSVEESERNASHRA VHNEFASETRRKE R
Fig.5 Comparison of the 5° trailer and 3'leader of the genomic RNA of WRSY
with the same region of other rhabdaviruses
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160 d B % E ®12%

leader N Ns M G L trailer

Ho6 WRSV %L vSv MEEASH
Fig.& The possible genomic organization of WRSV similar e VSV

WEEANEFEOMFADEEH Sac (BUNA(ERBER), HUTHbMEARR

MR SALBREI NEAEAN DNAEZEEF GHRLE G RES LEABHED,
{EARIE s AR AWEAST TEEYHZRC/D A Y 9 b A G WEAHTHERN
BHVEISASHERE RNA D RZRRBBEX KEN S ARG 1 kb,  WRSY i ERA
RNA7E 14~ 16 kb 245, At WRSV RUJERHHE MM L siMYHRFE 8. F&F
EEAEAEAMNSEE, 2SR ENNERET LG A -AHEYRRS R EERERLE
B(LNYV)—f{CTF M # Ns 2 [a], B S E.

PMEABRENE2SKERNCEMNBRE, MFE- WA TREERAN SR RS

WEOZRAFHEFEREREEMER, LREMYEHEAZERNERALKERANE
LR e e, A EENE L

10
1
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Construction of a Near Full — length ¢cDNA Library of
Wheat Rosette Stunt Virus( WRSV)

Shen Jiali Gong Zuxun

( Skanghai Institute of Biochemistry, Academiz Simwca, Shanghai 200031)

A near full - length ¢DNA library of Wheat Rosette Stunt Virus { WRSV) was constructed.
Purified viral RNA was polvadenylated by E. colr poly(A) polymerase. The poly (A) — tailed
RNA was used as a template complementary to oligo dT(12 — 18) primer for cDNA synthesis.
The ¢DNA was separately digested with restriction enzymes Pst | and EcoR 1/Sma I. The pUC19
plasmid was digested with the same enzymes to poduce the both cohesive — ends, or one blunt and
the other cohesive — ends respectively. Ten inserts with different sizes were obtained and the total
size of them reached approximately 14 kb. One insert of near 6 kb length was identified as the in-
sert containing the N protein gene and covering the Ns, M, G, genes as well as a part of L gene.
The cDNA inserts with orientated — direction were sequenced and the sequence was compared to
5 and 3’ ends of the genomic RNAs of two other plant rhabdoviruses, SYNV and LNYV using
computer assisted searching method with the Software Sequence Analysis Version 3.00.

Key words Wheat Rosette Stunt Virus, Plant Rhabdoviridae, Polyadenylation, Construction of
cDNA library


http://www.cqvip.com

