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PLRV - Ch) ¥FE & 1 (Coat protein, CPYEEME K . EEMLFA T, hExTFREET
TG, A EPROA R TR L LIRS E ., 85 PLRV -~ Ch CP ZEH R H —4"GUC i &,
Wit G TERT M ELRTEM., FELET PLRV CP EARFZFYAKIE, A 8%
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1.2 GREETREFBOS

BN REEETRA2 I I EERE TR HRAE DNA 8 L(ABI391) & 1.
1.3 ¥

B &t 441 BamH [ .Hindll .Bgl [ .EcoR | .DNA B 5% I X N B (Klenow) & T, DNA R H &%
YT RAFT @, T, ZH T B MY Promega 257 &, th 555 7L M & Sps/ Ty Transcription Kit B H
Boehringer Mannheim £ &), [a-?PldATP. [« 2PIUTP ANt R EBFEVWEF LRAFR =&,

HE R Y E =5 e,
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2.1 HNMYRSESE

BALSEMEEERES TR SR eERE, B T, FHITRHNRRL, SHARSES, ik
Z 65T 10 min, RFRMWIBE K E 4T, pSPTI9 K A BamH [ /Hind [l B 5], k&L EL2H  EHE, 2
B .. SRESHRE 43 HEAS R BREMEISTHEE20M E. 65T Smin, ZRERE
16 T, 1 5 v Klenow 8§, 15 T {73 60 min. ¥ 6 uT,DNA FEEN, HET 16 CTHRE 2h. HHEERNYE
it E. coli IM109 SR EH,

ESREAFHEESRESE AT ERT. HP Al PlATP IR [ S, EWéHid
FH:R 10 pL K&, B8 T 96 ng, 100 mmol/L Z R 23 f(pH5. 8), 1 mmol/[. CoCl,, 0. 1 mmol/L. DTT,
10 u K BBE(TAT), 40 pCi{ =-*P]dA TP, 37 T 18 60 min, 70 T RE 10 min. I 0.2 L R WIEE R H
YEREE, PR &N 10°CPM/ mL.

BE A RAME R, MR R SR R Y pSPRi, AR £ PY L) #¥ BamH 1 \Hind Il & Bgl [ T
MOEE RNBRARBREK LM H. 3é ABI 370 A B DNA [FR S # (LT EM M E.

2.2 plCP, MEETEE

¥ pLCP, ") CP cDNA £ EéoR | Hind [l T B¥ Y145 & [ %M B pSPT18 ] EcoR [ /Hind Il 7,54 E R
B0 ik R S ok b B 0 U0 AT, PCR B A7 R4 BB 1R WS RS S (1992) S My k817,
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Fil EcoR I i pSPCP B¥ 414 L . F) Hind [ fif pSPRi 22¥E 4L, P R v 0 sl o ksl L IE 4 0 B 4
EEE Y, S8 EAME CBIRE . FETAPER. k5571 Boehringer Mannheim 2 5] 8 8t #9iX¥ &
#H. BREEN 40 mmol/L Tris(pH8.0},0.5 mmol/L 4 x eNTP, 6§ mmol/L MgCly, 2 mmol/L Spermudine, 5
mmol/ L. NaCl, 10 mmol/L DTT, B4 DNA, 10 uSP6 B M. 37 T (8l 60 min. ¥R pSPTCP i, BIA 10 xCi
[o”P]UTP #{TiFiC. KAV SYEH . BHME, ZBAEE. THR.EFETAP. B 5% ERHREER
(Tmol/L RRI)T 8 V/emEX 6 h, X A HHA BB LENER .

2.4 ks ’

W51 WARSENSE®D T, T 50 mmol/L Trs— HCI(pH8.0), 25 mmol/L. MgCL £ FF 41T
Rl 60 min, A SEPKEEY BT R % 10 8 o FE (98% FIRERE, 10 mmol/I. EDTA, 0. 1% KRB E.0.1% _FXH
B 20 CHE 05, SN BABMEEE7 mol/LEE)FSV/em B 6 h, X EHHHEBE 24h EW
B8R,

% R
1 WRTM PLRV By Ea -
#3¢ PLRV CP %0 S %2 % 6 M CUC L&, HE“HEL R T P, H 5m

RNA R A (GUC) M E M A B HF B AT (EMK 11 no. G WK 9 ne) 5 DI B
RF UL EHDMRR(LE 1), FSREBAKRSHFE, 8B EFEFNE
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A —4 Bel 1 BEUIGr 5., SEERELE R 3 %3 Erh ™% DNA B8 [ (5'GAT CCG
GCC TCG CTC TGA TGA AAG CCT GTA CGG 3" )# I (5'AGC TTG GTA CCT TCA GTT
CGT TTC AAG CCG TAC AGG 3 )8, .1 & 5 %4 51 vt A P B 2 88 10 07 5 K %
{BamH I .Hind M ){ .1 2a).

R, § *=N. . . CUUACUUCAGUUCGUC | AGOGAGGOCCUCUUC. . . N-3*
27-N. . . AUGGAAGUCAAGCA  UCGCUCCGG. . .N-5'
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Ribozyme, PAG A

UA U

cG

GC

GC

c U
A G
L
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(HEBE Y L B0 IR A T 58 358 tiEr TRk At B W FROR)
Figure 1 Ribozyme for cleavage of PLRV - Ch CP gene
Ribozyme cleavage site is indicated by the arrow
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EHEMIHESEIY L. I&GRESBRLELITS S ML AEEDHEE
pSPT19 ) BammH [ /Hind [ B§ U144 % |, 425 7 DNA B &8 1 X R B (Klenow) 733 52 11 HE
FESEENFS IH. SR T RENEETE BHAN RN BRER T S R#ETE
F(E 2b).

3 BEEAWEE pSPRi & pSPCP M1 SEE .

TEREEFRRLEERN E. coli B R, BVLEE T 85 R, B W A3,
M52 A RAERERRE., ARG T HERER(#57), MR TSR, ERNT
7f BamH | .Hindl & Bel I Y15, FRMRERAERE, SRFEPISHZHTFI R —XK, ik
HA i 72 B R BP pSPRi.

pSPCP E X EHHL LT M E®. 28IET. 2LR IEEK S —1 pSPCP MR #1T
BB E Y.

4 HIER

pSPRi/Hind Il .pSPCP/EcoR 1 8IS, 72 1% B HEEE AL e ik 4 W, 70 Fh Bi0r Ay ey ok B 3
MR R FHBIAHL TS, BARREYSR AHRE ZBTE. EBEESS
BHEERENEER (7 mo/L RE)F R, WA TS PLRV CPEHKX/NIM. 627 nt 1)
pSPCP %4 (H 3),
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Figure 2  a. The synthesized oligonucleotides I and 1 as templares of ribozyme.
b. Construction of the recombmant plasmid for chening of ribozyme cDNA.
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Fig 3 Analysis of the products of ribezyme cleavage reac-

tion by polyacrylamide gel electrophoresis (5%, 7 mol/T.

urea) .

527:11*—-: ‘ - - Lane | ; Target sequence transcript as a control; lane 2 and
N 3 A-DNA/Hmd I Matker; lane 4; Substrate incubated
with rbozyme.
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MTEREASEWER, WMSE RNA B#HFA (M PRE )R ER 4 RE,
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MRS 10 512, Lamb ZB kM8 PLRV-CP 2 E BT, ¥R S LTt H 10/9
nt, BAG T 8T B BE ;7 1992 4F Peter Steinecke %! e ik iy 1% npr HE RS, BriZit#
BEEIA IR N 12/10 e, BB TR HBBEHER. ETRSXHER WEE AR
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HAHEEE. TRIEM, S S AR AR S R R, i EEd s e X
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H SP,/ T, F =l & SNEFR G KB B85 T, 4 DNase [ (RNase free) 4b 3 DNA £
e, EHEERT: Z/ EMBERAR, EFEHEBAREY F S8 . 0 miRdim
HEBFOSEEN, ZRANFIH =Y, | ERREEEN, B 41 CRHRAN, ZEME
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Study on the Cleavage of Potato Leafroll Virus
Coat Protein Gene in vitro by Ribozyme

Guo Xudong Hasi Agula Zhang Heling

{ Department of Biology, Inner Mongolia University, Hukhor 010021)

A hammerhead structure ribozyme was designed and synthesized to potato leafroll virus Chi-
nese isolate (PLRV ~ Ch) genome within 356 to 358 nt "GUC” in coat protein (CP) gene. DNA
sequence encoding the ribozyme was inserted into the position downstream from SP, promoter of
m 'r.:itro transcription vector pSPTl_Q. The target PLRV CP gene cDNA was subcloned in vector
pSPT18. Thq RNA molecules of ribozyme and target sequence were generated by transcription
with 5P, RNA polymerase in vitro. After cleavage reaction at 41 T, two_ expected short RNA
fragments were observed.

Key words Ribozyme, Potato leafroll virus, Coat protein gene, Transcription in vitro, Cleavage

reaction tn vitro
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