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Abstract  SMV is one of main diseases of soybean, which could affect yields and quality of soybean seriously. It was effective
to soybean breeding by studying the expression of resistant gene to SMV with molecular technology. In this study, a sovbean
resistance line, DongNong 8143, was used to construct a subtractive cDNA library by SSH from soybean leaves inoculated by
SMV No. 1 at primary stage. ¢cDNA dominantly or specifically expressed in infected leaves was purified using PCR Purification Kit
and cloned into pGEM-T easy vector. Colonies were grown on LB-agar plates containing ampicillin, X-gal and IPTG. A
subtractive plasmid library was constructed by SSH. Then the library was transformed to host bacteria £ . coli DH5a. and the
titer of the library was measured as 2 x 10°. 64 clones were picked up randomly and sequenced. Of them there is 50 clones
which result of sequenced were good. The length of EST fragment varied from 136bp to 691bp. and the average length is 456bp.
Among them, 41 sequences has poly( A). Through ESTs were compared with sequences in unigene database of GeneBank with
BLASTn and BLASTx algorithm, 38 ESTs of them had comparatively clear results and the percent of them in acquired ESTs is
74% . The EST expression profile showed that the resistance-related genes include cell protection, signal transduction. restrict
pathogen growth. system acquired resistance, and house-keeping gene. There are 12 ESTs. which have not comparatively clear

results. that maybe new genes.
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K 5 761 45 B 9% ( Soybean Mosaie Virus) 2 it & #E 5 F |
AW EEME. BACHREERERNINRECEL
60Fh. MEHEGEREATNRECHETL 37 #H. 80 FR
URBERTAHEmMItEL ZBRITAMBCRERK . &L
WANEAEFE TR MARBSERRKE TR EHE. &
N R AR IR B R A (EL -

R AR A R RS A s P B Ay E R
kI . A, WABRAEETRERBEE LR
IERREFEEAINEE. WL LFRA REBHSEE
KB HRERAR FHE HURALFLRNER BFH
WM RAF AR E. B0 biE S 5O R,
AE—EERME. L TERERAFIETRELR &L
RREMRMFHEEE FHiia U HEEENE RN E
HHBEMNFE. EFEX BETTFEYENKE,
DDRT,cDNA-RDA \SSH S ¥ 3 N % 7 Rkt rit v T4
KEMEMHERERERTHEMNNTHE, SSHEHE X
BERMNIIRES RIXEFNEAR LA N IR =%
HBRIPH M PCR, KB T AT " . HAT.RA
SSH 5 H AW RMEY B EEC I MY LY F TR
B —.

ABFE R A SSHHAR I KSR REERIIK
R84 AT  MEBEAE AT HRERLBESREN
cDNA UFE KB EREXEN DNA HEL, HHEREZE
FEAERIA G-

1 HHERF &

1.1 ##

e YNNI RS DS NN Sl Sl DR A R PR
AERR S ERITAMKEETFEE VBRI RITHNL S
R MBEMESEM T EOT AR 143 FE T H I
g BRI ERMRTE,H A LB LR
FEAEET RS G T ER. LB L9 R kg
BIFERH#ITIRY
1.2 HiE
1.2.1 mRNA M EE RGN BAREHE, 8% 24h B,
EERE . BRYEIRT T2 R EANE. k&R
FEAS FI B Fh o RE 2 BRI ) B R TR (7 S 2 P RE A — 5
F IR & RNA 2 EUR A & TRIZOL(GIBCOBRL) AY A ik 42 B B
RNA. % B4 Promega 2\ @l B PolyATtract™ mRNA lsolation iz 7
BN E RNA 1T & Atk mRNA L JF 8854 R T i
il 8 B HE 4L FE mRNA FES AR EFIAEEL . A DEPC b K
BHREGERERS.

1.2.2 4P a0 w22 2 00O e 2 30 AL IR B R B
CLONTECH & #| & PCR-Select™ ¢DNA Subtraction Kit #17.JJ
TEFRIE AR R BT B 22 22 R T8 B (Tester) , L A 35 F
9% B B9 M BHE 3K B A (Driver) -

1.2.3  cDNA UEME ¥ 8P ¥ B Promega 2+ A 19 PCR
PR ST S E S pCEM-T easy
K3 U B cDNA BRI SCHE . R A #8375 10 R 15 1
FEMM DHSe & F & Amp 9 LB/ X-gal/IPTG ¥5 37 % I 7
T PREU S BT RE

1.2.4 FREZESM T FOLBEI 64 > PHME 1S 4 B
fRERE AR MEXH LB ETEM TRAG TR
1.2.5 RT-PCR Bk RAMRIMH I EZ LB RELER
A% 8143, 5 FUTEEF IS 0.12.24 .36.48 .60.72.84 108,132,
156,180,204 ,228 252 h BUHE 2B K Z ot Fr &4 RNA. A %4b
SR 15 T AL F . RNA BE SR R FIakE .
FH DEPC KRB & DRI MM & HM%E. IES s
B ESTFHRIT5I9.# 1T RT-PCRY . R AT
408 BiWE RS R B IR .

1.2.6 JFHI 3 FIEEREEFTIE K TERM EST
F BLAST, %% ff Fl BLAST, 3k {5 GenBank unigene % ¥ 19 Ff 71
AT RHEME He 3T 5347 -
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2.1 & RNA % mRNA {jREB% 7

SESNY S EHR  ER B RNA FI mRNA R E 4,/
Agy > 1.90- 1.0% T RE¥H BE AL IK K 00 . B RNA 0] 35 B L
285,185 F1 58 = k7 . H A 285 RNA fil 185 rRNA 28 2:1
FIEL B s mRNA 7 > 0.5kb FEMTE B H 4K 74
22 HRXERERN

EET YR AR K G % DHSe B2 S K .
S B ESPIHME ST 2000 1, KM NEREES B
R A . FEYLBkE 64 PR W 1T PCR IV 58 . 2 8
PR, FH L 200~ 500 bp £
2.3 FIAELERE

FEYLPEE 64 A PH M T AR EOR R RS M E Bk
M RAG /Y EST 751, 4 4k 18 R 8 5 4 89 EST 7 %1 50
. PSRBT ESTs HFEBFREEMN 136 bp, &K 691
bp.F3 KB 456 bp. H 41 KT FIHEE poly (AR -

2.4 RT-PCR %%

%S MERRIAN EST #41T RT-PCR I 4§ 5, K HL AT ik
BM S T EREXARFEHZHREERS. | RERKHXE
B CYss #£f E R # RT-PCR 45 R, E o[ U F H HH
CY88 WA MBI H R MM Rk P& M B, Rk
FEGIR 720 BlIK R IS RIZE T AR, ML 204h
BB — 4

I 234 56 7 8 9 (01112 1314 15

¥ 1 CY88 RT-PCR " ¥ #% #
Fig.1 RT-PCR result of CY88
M:DL2000; 1: RT-PCR ol non-inoculated samples; 2 ~ 15: RT-PCR
after inoculating 12h,24h 36k .48h .60h .72h ,84h 108k |
132h .156h ., 180k .204h . 228k ,252h.
2.5 RXKESWH
FFT K8 A9 50 2587 EST F¢ 51l £2 32 GenBank A9 dbEST $
W, KB B RS TF: dbEST-ID X 26613115-26613156;
26613925-26613932, %f W [ GenBank-Acen 24 CV997220-
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CV997261 ; CV998030-CV998037 , il ¥ 45 & % GenBank # 17
BLASTn H1 BLASTx b, Hi b 38 4~ th e BEH 11 L RS 45 R
My FRAHRAHXE EST REIEQENRELE T & 21 &
A RENREERAEHHR A SRY 5555 WHRK
FEAEK ZRFKEHEMBEURSEER PRIEH EH
ROREMENFRAEE . HAFE 1, EEESHH
FHEEEA 12 4. KBRS 555 :CV997221.CVI97234
CV997235. CV997238, V997239, V997244, (V997246
CV997252.,CV997253 .CV997256 . CV998031 . CVI98035 -
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Table 1 Identity compare results of differently expressed gene

Catalogue of related genes Number of related genes

Cellular protect 2

Signal transduction 6

(=]

Restrict pathogen growth

System acquired resistance 12
Housekeeping genes 12
Others 4

3 itig

Diatchenko % 857 T — R 7 F§ PCR 7 B B9 Iy W 25 o2 %
. SSHEITHA S E SN BEME BNFEE
BEe AEFMN-BEREM L. A 199 F [ Lk E
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RIRE AT RBH T HE R R .

ABFG IS H 50 4 EST 5|9 38 I~ LLHXT A A
HBMER S RAEHBIH NS FE A X EENE
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GenBank #£ 17 BLASTn Fl BLASTx H %, BT LAE S BE W IA A #F
B FES BRI BEHLEEA S M T
RT-PCR MM .S MM REE B SN EREFIE
FIZ 5% £ RT-PCR RGLH 1E 28 A B T BRI K T 408 4 B8 14
HEGHEFASHEERSAEDS. UEEARERH
Quantity-One X3 B H CYSS B R BFH TR . 2B Y
Hi1mrREyREBE . #-LHEAT CYss AHZEM
WEES, T SUREMHX

GrEAR FASSHERMBEERRAEFXE, F 8
it EST H AR TR AR AHXERNREETRL. M

B EEAEYSURILE C R AT . FUREA
B R RUR I B IRA MR EE B EEE
HHRSRT RIEE N RE U KPR E S 0518 M
BB 4 AN A BY T AT X B HL A 69 IR A AR
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