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TEF HAN T H FRE

CREHERNEMFRFTRBSRIAAPEHTEEESE X 100080

MO ERENTRAMPEETARESINMMLOED, £, ABAREPERELAER
FEXEZPRIANHEORDHN PD, ANEERSTHRXAEONSEHIHR Y FEHRERE
B ESMAPRPLA, 3 PN EEBEII M A+ 4R . — AN BBy 1k R 00 B 1 TR B3 RR R 7
A AVEaRBREY SHEAMMEIRIEES, REMWHY PLE A I8 5 m B i Bk
REHRENEARMNER, AT H%H B ™, Hilder H“1f Johnson SV ES BB M TLEAKE
RN ANNIEEANITHMN AR P A PII RERANE, & R FERITHEERM (He-
liothis virescens) MR X, (Mandura sexta) HHE{RMMB ERAER. BHHMN A0 3sk e mas
FORMERIRE A R B R A HENE D ERT, Masoud B EHKBEREAREARD
BN E A TR KNSR B TRB T RS, FAORAE QMM BN ER & n
RERSHFTHTTRAEADER TR A A I REEATAHARNAEE TENTR. FX
AR A PCR EAI KB RAMEARMBNER (OC-1) IR EMHREN OC-1 HEER
HAREEEEKBRETRFAMNAE mRNA AP LR EARUSAREE.

1 #HEFH

1.1 HPEE
TREANKBIE-RHEE .

1.2 WEhTom

SRR 4 Stratagene 24 5] 9 pBluescript SK*, 57 H ¥ #4X H3T W DHSa,
1.3 &{4EN

34 R0 IR 4 W M B Boehringer 3 Promege 22 8 cDNA & R X5 £ 3% Boehringer A8 P28 1 Tag
DNA XA MM H Perkin Elmer 228 4 «-"P-dCTP Mg} NEN £ #] s DNA P34 #7 % | Pharmacia £ )
B T7 DNA Seguencing Kit; PCR 3[R ARZ &R,

1.4 RNA B3R ER
FAMMETRIUKE S RNA,
1.5 cDNA&R

BAZBAAB B P IREA B RNASpg, MU Oligo dT N 5[4 8% 1 B ik & % ss-cDNA,
1.6 OC-1¥EH) PCR 5 :

B Abe HPARKH OC-1 EEAFRH TR TSIH#TPCRY M. 5 W3IYN 5 AGGATC-
CAACAATGTCGAGCGACGGA; ¥ 3&84% 5' ACTCGAGCCTTAGGCATTTGC, B 4pl & LHY ss-
cDNA 44, 7£ 50ul PCR R &R WA L L5 & S0pmol; dNTP B& % B 5 200pmol/L; Taq
DNA 4S8 Su: PCR R A R 4A M, B9 1L 94 CAME: Smin, RIE L 94°C, Imin, 58°C, 1min,

ERAHRGER “863” HUFEHHBREREEEF.L (ICSC) HAREE (ML, BH] OBSPH.
AT 199442 0 H 13 B A,
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R 2 B R T R R A R
13 WRIH: T 5 mRNA 707K 5 b 4 A 7 32 5 &

72°C, lmin, #4730 MEF . WA MBI Spd BITREEE,
1.7 OC-1 ZEERMME

Bt PCR &t /B IithiR, ZMRERERT 20 TEFAS, B 7pl ££ 150 EERFEED
5 50ng EcoRV B1/5 ) pBluescript SKT15 CEEM K. K iR S 3825 DHs MM 51,
R i SR B B KG ET 4 T SR S0 (90 AT
1.8 DNA R34

HT7 8 T35l #IR58AaF T,

1.9 Northern ElE4> #F

BARRREENEN RNARL 20ug, X EBH) FEAY Agarose B ER ™, Rk EWERE
10x88C 1187 20min, 0. 5xTBE § 10min, 857 0. 5xTBE $ RNA % B] Zeta-Probe i I, &
8O'CHER 1h )5 B o347 4038 . WALT 10%Dextran sulfate, 1%SDS, 1mol/L NaCl, 50ug/ml 26tk 84
DNA 65 CHZY3E zh, S/E BN «-2P-dCTP #i2#) OC-1 DNA H T 65CRA M. T
9] R MBI A R,

2 BREG®
2.1 ZEEBRBBREQBOMNM OCc-1 ZREAMNER

RECERY OC-1 £HEFACRFTH A2 OC-1t HFH s'F
WA SKRFEARRNEETRSIY. I TUERRGYERATEE
MRk, EYVRIPOCILERNBRERERGT ATCHENMET
BamHI iR F 5 R WEE LB RFH Kozak F7|, 3H3 083K 1L
EWNFEEINET Xhol IRFIEFER. XBMHXFASIHT HEM OC1H
ERB AN S 329bp. MR ABEPIERE RNA, MR EE, &
BT ss-cDNA., Bl ss<DNA HBiRiEIT PCR 5, R FEHa ik mi# N
E %%Eﬂﬂ}ﬁHﬂ%ﬁ%#’ﬁﬁiﬂéﬂﬁﬁ%ﬂub\ﬂ;?&ﬂ]ﬁa
RNA | cDNA $ 18 H FilI A /M OC-1 ZE F B (4 330bp), KB4
BT mRNA ¥R,

FFLERE L E PCR 437k B pBluescript SK* ) EcoRV fiL
BEETILIEIBANERE, &8 BamH 1 -Xho I WEYLEBEHEANER
X/ PCR P /NMER (PERiie) . BB MR BB DNA M8 5
TERRETTEANBRYFINN, SREVUFTEIMLER NKET
EMEREAWHMNEETE, HFARH 102 M EEHRS Abe FUH
EMEE—H FRISERER..

2.2 7KES RNA ) Northern EliEE 5 #7

— AN BURNHNAEEFTERERNFPRAMBRE >, B 1 PCRIE™HE
B EEAER AR T # 51BE F R B mRNA 34T cDNA &R ES . 40 BB IR X P
MEnTHRE) RNA TRIER T OC-1 BEMARK N ZHEEKEHHEH  WKE L 123bp DNA Ladder,
RPAEMERE. ITHE—STROC-1 BHEAR PRENSS, B KEZPCRIM™0
KEBARR Z G5 AR RNA RERBAREE (4, 8. 2208 8 RNA # T Northern 44
FESHT. VB EmME 2 BiR, EREVRARNERAFY. HREXTREBEERT RN G
3, 1081 9, OC-1 ZEEHM. 48R, Hry). 8. MEEmENdt PHAR SR
(GrBIRHGE 4, 5, 6. 7. 2F0 1), RABWAEY, NETHHTFREEGHENREEE 10E. £F
BAE P (ki & MRIKE R TR K FEM. OC-1 mRNA #142FBZ % 700nt €, 5 Abe &©
HEREMKBHT RNA #1748 Northern AR —F . XKW T RNA FH - HHER 38
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EMERE, BRROKHEIETFHIMRNA, FURBSHFRHRIEKPHTHE, BUAU LS
RARIE N OC-1 XAEKBPHER TR BRI AARRAERETEGE mRNA KF L2
—RAREEE, AHBETIRABHEREFTFRKBSRAENHEERAFHBRITRE -0
%, MAEMENEEREKTE ERHFS—SWIE.

kb

- 3.49
~7.46
~4.40

. —237
. —1.35

- e e
— 024

2 X% RNA ) Northern ED:QMH??
B 17 40 kK A R, R, B G I~2 A RLRERNED . FOBLL SRR, TR BRI
F# RNA; Hil 8~10 4900 R A, HHBA RNA, FEMBEEKEA RNA S FETHE.
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Cloning of Rice Cysteine Proteinase Inhibitor Gene and
Constitutive Expression of Its mRNA in Rice Plants

E Chaosu Tian Yingchuan Wang Qun Mang Keqiang
{Institute of Microbivlogy, Plant Biotechnology
Laboratory, Academia Sinica, Beijing 100080)

Abstract To study the physiological functions of plant proteinase inhibitors and its po-
tential application in genetic modification of plants for pathogen-or insect-resistance, a
gene coding for rice cysteine proteinase inhibitor (Oryzacystatinl, OC-1) was amplified
from rice cDNAs using PCR technique and cloned in E. coli. Its nucleotide sequence was
determined. The preliminary results of Northern blot analysis of rice RNA, using the
cloned OC-1 gene as a probe suggested a constitutive expression pattern for OC-1 in rice
plants.
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