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RXEEHFEENITEOEENTEET

HEXGHEPRIE
NRE wER F F EXE

(FERRFRFEPHAFAULENTEFRRLE, X 100080)

Hi S REEHRE(PCR), RITERT EEFENEEHERERNNFSREAY B
i, #H57MTRAEHFEFSN, ESMV(IERSESFTISMV-N #REFEH. /58
HEENEERFYRFREX3.4%, HEERFIRFESX8.5%, BRERE WRIER
BEFERITE, HRF#EK88,8%, Western blot4- 1745 B A EHE A CDNA BB K HHF

HIMD7THRAXIEREWEIER O

XA AEEHFR HNEREOEE: BERK

K 5 I H % % (Soybean Mosaic
Virus) RDH#{E ¥V RS4HUMEERR 2
—, SMVERH#ARHE—IEH# RNA, k&
10kb, HEFNSXREREEMTEAAN
3ORMGIERBXAK LMY, SMVERE
KERFEFXBREE, HERS R
H20—80%, BREH, ABHERER®E
Ak 100%, MTFREAEFEWRHRE K, B
Emf= g5, FSIEAERHTRHRR,
e AE A . HRFHAZTE H (Coat
protein) EFH S AE PR N AR HEEE
Wi TMV, CMV %8 00 & 1 W
S HERIIERE, X¥TREERERE
P EARNSA FEAES THEER S,
HEF A H OB WA, WEEAERRK
BREERS—CNEg. AXFHER
SMV dtmsr &4 (SMV-BJ) AEFF,
HEt S W EY RN HE, ARABET
SMVSHREAER, RETEESMVE/
WmiEREXREAWIIFTEEEZANER
BEFREERBITERNRELR.

O

(~) ##
1, HERHF EHH bR S50
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REAE 7,

2, cDNA& MR &R Taq DNA
B &% gPromegais w5, T7DNARS
BFFSTRANE. REESELRFE
B Boehringer 245, «-**S-dATP, a-
:P-dATPHNENF= iy PCR B|#g tp
BRI R MR EARE SR,

(=) A%

1, WHeLinmE RNA 5. #
RESEBEMATHE F— S EY EHE,
KENBRHSEHABRENSY%, HEeB
HHE, BRTEHR20%) 23 BN
BB (10%—40%) B0, SBRmia
Y1, #ERNARREMSDS- & 4R
ng{h[‘Jo

2. cDNA#& S MIPCRY MCP £ 1§ .
B 0,1—0,5ug SMV-RNA F#ifH, L
oligo(dT) #3514y, HR#EDNA &k
FISER, e cDNA, RIEESR
R SMV-N % ZEHA I RBEERE
FICU, @& RPCR WE 4S8,
F SMV-CP EHMF ¥,

FXTlee24 5 A &5 B dcH,
ALEREEHERSSEXHHWEMiEE.
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5/ ¥eidy. 5/ C TCC ATG GCA
GCC AAG GAG AAG GAA GGz’

3/ s #., 5’ TTG TCG ACA
ACA AAC ATT GCC GCA C3' . H
TETERESE, ¥ CPERBANTH
#h, DEEFRAMBENSSEHYEANE
%, EPCR 5/ WmII¥RSIANTEHRES
ATGHIJR&/Es Neolfr &, Z#PCR 3/3%3|
YR g polyA RENEAHER—1T
Sallfr &5, HE22.5ul¥igkcDNA, #75PCR
¥, 94°CEHRFEI min, 56°CEHE K
F1 min, 72°CEMKK 2 min, EXF
#1 304, PCR =y &mkitELE, F
4% 3 pBluescript KSH £ EcoRV
AW, EeAXBTFEXL-1 blued .,
EEHIPTGRX-galHEFRER LB
WEBEEEHRE.

3, CP BEF TR WL &
LRI E. £ 4 KR % E BamHI,
Neol, SalifnPstl Br{7E5#5, £ 0.8% &
BIEWEEE R | kAT, LI ECPAERERY
AT B RS . i 3 CP 2L H fyBamHI
FPstIfiz 51, %P 43I 57 % FpBluescript
KSE# +, 2 HKuchuanHsiao FE "

Xt B B R R AN S AT I AT

4, EERSIT. HREET pBlues-
cript KS R AKNCP £ [F#ig EcoRI/
Sall thdy, &N pUCIL8 Xt {5, ¥ 1k
IM107, &S HIPTGREX-gal 0
HEFHEEE, BMTLB EiHke, 29
IPTG # %5, EOWEAHE. B4EH
BT EE #E (0,0625mol/L Tris-HCI
pH6 .8, 2% SDS, 109 s, 5% B-
REZE), 100°C 4 5min LUF, B
Tricine-SDS-PAGE 438, LS =
FHE N A8, pUC18 #E{LEKk B #F
BIMIOTEAEA A, —RERE
H Coomassie Riivts, B F Western
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blot S} F 5 — B B EHRAER
B, Hk#srmE (20mmol/L Tris-
HCl1 pH7.4, 150mmol/L NaCl,1mmol
/L EDTA, (,1% Tween-20, 0,04%
NaN;) +5% BSA, F37°C{i#60min,
HTHEHE, MARLE, 37C &g 60
minfg, AHBEEFEREIK, AR 5
R NIRE PR BB ARIE DT & 8GR
Fe0min, FIHERELE, EALPEMNH
(100mmel/L NaCl, smmol/L MgCl,«
6H,0, 100 mmol/L Tris-HC! pH 9,5)
PR R B, SRYE & (1oml ALP
14 3.3mg NBT, 1,65 mg BCIP, 100
Rl —HEFBREORNBE™’,

g R 5t ®

(=) SMVGREMFERNAZR

758 Ak #¥42 Beckman DU-7 44
BHELSF, BrmBnismBn i,
M3 UMBBmRARLE, FEHETAMNE
FIEE AN SMV WERF. SiLm
SMV-RNAZ 0,8% I ied Ik 4HT, B
TR R, WREEMOLA L), X
BEEIE R Y, ARBFRBREEEER R
E2IREJ: 0

(=) SMV-CP ZEEMR RN

WALFEHEE

B4 cDNAW PCR =%, LBk
&, NEHIkD WE—FER, SHEHERN
—&(WE 2), PCRE=#¥-Li5 A pBlu-
escript KS EcoRV{i 5, Fr{8 EAERE
ar &% PLM (ME 3 ), S/ HRGEN
WAt EH. pLMEFSMV-N#ER CP
2 B AR AL o

it o6 FiRL PLM B T 5 R AT
B4, 3R T SMV-BJ HEHMHEIRE
MEBEEEFS (WE4), ki SMV-
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B 1 SMV-ENAmik@
Fig.1 The elecirophoresis pattern of SMV-RNA
a8, TMV-RNA(control); b, SMV-RNA

(kb) a b

4.0 ——

Bz PCRrEf&EkE

Fig.2 The electrophoresis pattern of PCR
product
a.1kb molecular weight standard
b.The product of PCR

BIfISMV-NER 2B EEB 55
M. AEBHEFNMZEERT FIRERX
93,4%, HRGEENEERE TR EEE
B, hF 98,5%. HANEERK2654
REBRP, L4 ARERMEE, SMV-
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s Neol

a1l Fatl Busdl]

[ P

M s pLMEESHE

Fig.s The structure of plasmid pLM
Arrows indicate the strategy of sequencing

BJ BEFEFhESIT LI FE 8% 5 5
DAG; Ti#ZESMV-Nt, EFAIRTRT
DAD, FfEmifmpifsiE,. GREY &
HABREHRANNZEAZRT—RER
MEFTHHN-IF', B, SMV-BIf
SMV-N#AXZEANERBRERAN 4
RHECH, BN 25726467, B
H o3 MmEERB FEIImNE, KA R4k
88.8%, HHSMV-N HFW 4~ £ 1L &
®, T SMV-BJ (LF—A£ILEH, X
HE IR, SMV-BIfiSMV-N #a5%E.
ZHHEANTEHR.
(Z) SMV-CP Z2RERBHFETRH
Bk
B2 IR ALy DSBS Mk L E L
BB IREREE, SMV AARE R
AFER%N 30kDa(LESA), RiEH &
EOEAFFEEHHNESST B H29.8
kDa, Wi#HE—3, & 30kDa 4 L
A, BINE ST BENF&ETFH, 58
Jp2gkDafn26kDa, 4RI 4 CTHK
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Fig.4 Comparison of the complete nuclectide sequence of SMV-B} and SMV-N coat protein
gener, deduced amino acid sequences and their 3/ untransleted regions
The SMV-BJ nucieotide and derived amino acide sequences are shown only where they
differ from those of SMV-N and deletions are indicated by dots
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B oz #® 9%

BAREFEAHLUE, RIipi2skDaifly
4, F Western-blot 4347, I 28kDa
TR, 30kDatfkz, mMi2skDats &
aRFELE 6), ESRFY RIFHY,
HEREHEMF AL E SRR
%, MHEERBRSWLEEERATE
,_..&Egl o

5 WEAREASDS-PAGEB(E O lnea)

Fig,5 The SDS-PAGE patiern of SMV ceat
protein(stained by Coomassie blue R-
250)

A.a,Molecular weight standard (kDa.
67, 43, 30, 20, 14)
b.The coat protein of purified SMV-
BJ
B;c.Molecular weight standard
94,66,43,30,20,14)
d,Proteins from JM1io7/pUM
e.Proteins from JM107/pUC18

JFikipLM%Z EcoRI/Sall £] 4578
HEE B, EApUCISH AL &, HE|
SMV-CP EH M K I T & F 5 | K
pUM, pUM RREERMFR T AISH
#kpUC18 5E&—% , SMV-CP % [ 7
JMI107H [y 3R k7= Y& it SDS-PAGE 4}
H, BEREEEEFDRREREUE, &
IE: pUM B9 JM107 Ebxt B8 (pUC18) HB
BHERFEANEK, LRSI TEN

(kDa,
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30kDa, SRBIHFEHWE® KAN—
B, B—A%ka T & H16kDa (LH
5B), fWestern-bloti— 5437 %8s
RZFAHEREHSES SMV A EBEHNH
I 7% B R R (L 6 ). A, 30kDa
% K RSMV-CP & HfE JM107 H R IEH
k=Y, TilekDag K gERIEH K&
MR EAERBITER RAEREENE
B, HibRENTEOERIMIEXR
PP NIRRT P R A — R, SXEE
WRARMNHFLENYER SMV 4% E
HEFER A REKEE, TRAEAE
R TM107 /%35 35 V5 5 o

B & Western-blot# #SMV-BJ CP
BRERBHHIMICT g #ik

Fig.6 Western-blot analysis of SMV coat
protein synthesized in E. coli JMio7
a, SMV coat protein (posiiive control) .
b, The products of plasmid pLM in JMie7
¢, The products of plasmid pUCi8 in JM

107 (negative control) .

BRT, &IMB£&4% SMV-CP & Hig
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Cloning and Expression of Coat Protein Gene of
Soybean Mosaic Virus in Escherichia coli

Liu Junjun Peng Xuexian Li Li Mang Kegiang
(Institute of Microbiology, Academia Sinica, Beijing 100080)

The 3/-terminal genomic region of the Beijing isolate of Soybean
Mosaic Virus (SMV-BJ) has been cloned through technique of polymerase
chain reaction (PCR), We have analysized the nucleotide sequence of 3’
regionn of SMV-BJ genome, Comparisons of the nucleotide and deduced
amino acid sequences of SMV-BJ coat protein gene with those of SMV-N
strain show 93.4% and 98,5% identity between them, respectively, Alig-
nments of the 3’ non-coding sequence in pair with that of SMV-N strain
show homology of 88,8%, It has been found that the SMV coat protein
gene is expressed in £, coli by western blot analysis, The coat protein
produced in E, coli has the same electrophoretic mobility as SMV coat
protein,

Key words Soybean mosaic virusy coat protein gene; gene expression
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