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W | #skd pBIl21 KK CaMV35S [ 3hF iy Br#AF pBII21 f# CaMV35S 3 F 5

 GUS £ 2 [, @ T S8k CaMV35S 3 31 F# ik pLB38. Bt = % 3A , ¥ pBI121 & pLB38
SR B IS pGV3s50 HRHF B, R AE S EF RAITERE. Lot B AR IPRE
EfAMEE, BT 2 M EEREYK. £ DNA 4 FZ NPT I 247 .GUS X e RE i
SYHT  UE B SIS R O % 4 00 B R TR 40 367K /8 223K, pLB38 iy GUS ik R % pBI121 # 3~4
& XERY BN FHENARSEBYMEEHBEHRAKTE.

XiF  CaMV35S FEIT B, FRMR, RIFEE L HERER EERE
f%ES Q8L

EERMRZMAEREYERNIERARTN T LORAEZ — B EREBHTHH
RERA - FHEYBEN TR FERIFHRERFHEELCHRBE N H
EOC.EHGEFHBRENMBIEEREREEEAKRTHREBRC AR FTER
B BR %% % B (Neomycin Phosphatetransferrase, NPT 1 )Z: [ 1 8 - % 48 ¥ BE &8 (B - glu-
curonidase, GUS)#:H # NHE , i I BF R 7E BERAY XS 31 F42 4 T8y GUS ZEEEHEE
WE PR RBYR.
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1.1 & #®
HiA A HAERERE & R SRI, B X E Cornell K% BTI B 5 i fit;
A - &R pBII21 (RARE EHLIE  Km®, 438 1 LA 1R KB AT B 81 7 An
BEKES FHARAEYFHRMEKEELRME KRBT HE HBL01 (BRI,
SmR) . & 1 By JR K (helper plasmid) f5 pGJI23 (Km®; U EHE. T KB EH. &
pGV 3850 (B FFMGLTE » Ap®) Ay AR ARAT B B LU BT Gent K2E R 4.
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1.2} &
1.2.1 HHRE T AZSKRGHE BRI TN DNA®S, B UM EH DNAYY, R H
CaCly JLIEIE T H L. FRIFL AP FF#AT FRER. U RFERLT,
RGBT RIEFUR pBLI21 4 FRK/D, RAERAT, FIEEATH Xoal 811,
HHERIRFHEATF. #T=FRXRY, BUREFNRKBETFEREEEZBR RIS
.,
L2.2 it BAHESKECHRA GHGERENMS B EFENBEER. A
6—BAl. 0 mg/L 1 NAA 0.1 mg/L. ¥4 Km100 mg/L, Cef 500 mg/L §J3EFHE FK HE
A B AE R
1,23 #4ufiseiE X DNA TR BBMAHEY S DNAYY B YIS #1T DNA ¥
BOO B EWECC FHATHTRE R LUHM E BE. FA LT T DNA/DNA ) S 5%
3z

NPT I sUR R . REGHR ML R LA NPT 1 BRiE4ECS.

GUS {EHEM G IE e € B E. 2 8 Jefferson U7 ik B, B M T R &1L
LKA GUS REM EE . EBRE.
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Fig. 1 The structure of plasmid pBI121 and constructed plasmid pLB38,pLB39
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22 BUHAKAETBEY-£4 GUS xS

Tab. 2 The relative activity of GUS in various stages of transformed plants

Bt (6] (min)

"R 0 15 30 45 60
CK #% 0. 002 0. 020 0.031 0. 047 0. 058
H pBI121 Bk 0. 002 0. 050 0. 073 0.103 0. 131
piiy pLB38 Bk 0. 003 0.150 0.203 0. 348 0. 408
f CK & 0. 040 0. 051 0. 064 0. 070
g pBI121 ¥k 0.283 0. 352 0. 487 0. 502
# pLB38 Bk 1. 040 1. 409 1. 882 2. 099
CK ¥ 0. 045 0. 057 0. 069 0. 076
* pBI121 #k 0. 300 0. 363 0. 499 0. 535
pLB38 1. 193 1. 446 1. 807 2.103
CK 0. 043 0. 060 0.072 0. 079
I3 pBI121 ¥k 0. 0388 0. 370 0. 587 0. 541
PLB38 ¥k 1. 220 1. 460 1. 943 2.138
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3.1 HYERTRERYGHAR

ZBEkEREHENEHFHEATFE, A Xoal BYIRIEB ST FRBA L E. NE
1 FERMBESR T LUER, B G 3) FRIM R M) BT, 2 4 Xoa I i K& [E /8 IE
HFR—ABIFRER, TR FAAEER, U SAHEJLABREST, B A Xoa 1 Y E 2 5118
F] 2 A F B (~12kb, 0. 8kb) Fl — AN K F Bt (~128kb). B3k J5 N & 2E, B FHF, B 1E
B, RAE—&W BRE HHUMBT SE/MPERE pLB38. EL =R XA, WE
TRTFEYHLGRE REMNT. . SEXRE . 28 RIEME BE FER BRI, E
B pBI121 Al pLB38 2 A3 AN T & Ti KL pGV3850 BIRBRIFEF, FFTUERPRE
HWES REFFOOR SRR T EAB A EY A TRE;2). 7 pBlI21 1
pBL38 kL b, FR AL R SR K #97E T—DNA P, T pGV3850 LM & HF#ALFr b &
B Vie ZE, H T-DNA NRFERER, XHE AERUNTHENLREES HARE
MEET RITUBIEEEE B ES R Rk k;3). pB1121,pLB38 EAYSMNEE
A F I FSFRELFER BMFTTUEEDEAESHERMRE 0. BER
B0 FREERIINEER =Y EEE S T HEREER FHEYHE L.
3.2 HYRLREZRET

BAMEN&ITLES 100mg/L B9 Km 3F57 2 EARSK T, KR, HE KRR/
Wk, RAR Km PFitERA. TREMHHRIVA B A Km Bk, ERBIEHRE LR
HWZEFET:. tN 3~5 ] DNA/DNA g 7238 K Southern 2 A5 R RFASMNEREFMENE
BEEREYMERHAT. #5752 E 5 #Y Southern 7235 1, 5% 2 K # ¥k & DNA @) Hind 1 1
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EcoRI E§ 414 & & 5# ¢+ (pBI121 #) Hind I I EcoRI B§ Y] i Bt ., & CaMV35S B 3Ffn
GUS BEFDMFE 4 FRAFIEF B EREFEHYA S DNA . 5ERERTWEL TR
4y 40kb B, X PRI AE B AH IR T TTHREHMIEA THEERELE
EHEYNERAD.

3.3 JNREREHEFREYPIIRE

A LH A NPT T # m{ J% 38 KO HR N C 30 8 YR AL B 58 B 70 A7 7 SR AT NPT T 2
FERAERERTRRE. AR 1 ME 6 TTLIF H . dy pBI121 71 pBL38 Fr % (LA bR E A
B NPT 1 BBRIE W H B A BEMR AL FHEMNMEHHALMNENREFPUER
Z . ZREFENWERREHFHREARN, DM REK-HHLERS.

B A, Xt 53— SR B E —GUS R MBEHWE T SHEME BT B 7 MR 2 1
HRFW SRR GUS EREHEREKPBE T RE I H, WG 3 FEHK GUS
BEHHBEITFEHE GUS B Rt 3~ 4 &, AR THRRESEREERIN
7K. 1987 4 Kag R HF R T T A UMER.

REEX TERRESREN TH, BN E3TREREREFREH KT, THE
FEA 1). CaMV35S |53 F& CAAT & RR F E# GTGG fl CCAC F3“*, iX & ff 31 7]
WMIMBEFRRERKTE, B3 FR BB NI T LTI E N BMHES —<E/Y
WERIER2). BEIFRNEBA S MRREAE T X&)RE FHEL R EAEER
BE—-FNAEERD. BATEBRE M- BN TFIRERERTHIER.

54 TE GUS BEMRB Yot t 3, [ —Fre & AR SR B B RA =
MEFHETRE BEHXF) XA RERE A RLAH B SMEK D SNEEE B 3K
2R mRNA S5 R R A a8 7= 9 5 B 4 D08 il
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Directed Duplication of CaMV 35S Promoter Influerues

the Expression of the Foreign Genes in Transgenic Plants
Yan Xiaolan Qi Guohua Li Baojian *

Abstract The mediated vector pLB38 was constructed by insertion the 800 bp fragment of
CaMV 35S promoter from the plasmid pBI121 into the BamH 1 site between the CaMV35S pro-
moter and GUS gene of the pBI121 and screening the recombinants containing the directed dupli-
cate of CaMV 35S promoter with Xba I digest. The plasmid pBI121 and VpLB38 were introduced
into the Agrobacterum tumefaciens containing Ti plasmid pGV3850 by triparental — mating tech-
nique with the aid of helper plasmid pGJ23.

The foreign genes in pLB38 and pBI121 were transferred into the tobcco plants using the leaf
—disk co—-cultivated method and two kinds transgenic plants were obtained.

DNA/DNA dot blot and Southern blot with o.— 32P labelled probe containing 3kb fragment
of CaMV35S—GUS comfirmed that foreign genes were transferred and integrated into the trans-
genic tobacco plant genome. The identification of the product of NPT II gene with NPT II dot as-
say, GUS gene with GUS fluorescent assay proved that the foreign NPT II and GUS gene were
expressed in transgenic plants. And the GUS activity in pLB38 — transformed plants in which the
GUS gene was controlled by two directed CaMV35S promoters was three—to four —fold higher
than that in the pB1121 — transformed plants in which the GUS gene is controlled by single
CaMV 35S promoter. These results suggested that the promoter number has effect on the expres-
sion level of genes controlledy by these promoters.

Keywords directed duplication of CaMV 35S promoter, plasmid construction, A. tumefaciens —

mediated transformation, transgenic tobacco, gene expression
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