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Construction of co—expression plasmid pBudCE4.1-LMP-1-LMP-3 and its

expression in vitro
TANG Chun-hui,et al

(Department of Orthopaedics ,the First Affiliated Hospital , Chongqing Medical University )
{ Abstract JObjective: To construct the mammalian CO—expression plasmid pBudCE4.1- LMP-1-LMP-3, and to detect the expression of
the plasmid in vitro. Methods:Fragments of LMP-1 gene and
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inserted target genes in plasmid were verified by nucleotide sequencing and enzymes. fragments of LMP—1 gene were constructed firstly
into the plasmid vector pBudCE4.1, fragments of LMP~-3 gene were constructed into the plasmid vector pBudCE4.1-LMP-1 after iden
tification with nucleotide sequencing and enzymes. MSCs cell line was transfected with this Co—expression plasmid using lipofectin
reagent. according to the transfect situation,the MSCs were divided into 5 groups,the non-transfected group (Group A),the group
transfected by empty vector (Group B), the group transfected by LMP-1 (Group C),the group transfected hy LMP-3 (Group D )and the
group transfected both LMP-1 and LMP-3 (Group E ).the expression of LMP-1 and LMP-3 were detected by RT-PCR and Western blot
technique. Results:The plasmids Puc57-LMP-1.Puc57-LMP-3 and pBudCE4.1-LMP-1-LMP-3 were obtained successfully and ‘
verified by nucleotide sequencing and enzymes. After transfection with this mammalian Co—expression plasmid,the LMP-1 and LMP-3
molecules were expressed in MSCs cells. The results of RT-PCR and Western Blot were measured with the grey value. To the expression of
mRNA and protein of LMP~1, the diferences between groups A \B and groups C.D.E were significant (P<<0.05).the diferences between
groups C and E were not significant(P>0.05);To the expression of mRNA and protein of LMP-3, the diferences between groups A \B and
groups C .D.E were significant ( P<<0.001).the diferences between groups D and E were significant ( P<<0.05); the expression of LMP-1

or LMP-3 between groups C and D were not significant (P>0.05).Conclusion: the constructed mammalian Co—expression plasmid

pBudCE4.1-LMP-1-LMP-3 can express LMP-1 and LMP-3 molecules in vitro at the same time.
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P FH0% HRP ARicl TR PR A,
1.2 Fik
1.2.1 KB Puc57-LMP-1 HI PucS7-LMP-3 F ¥y &
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(IR E ) B Ee 400 5 Bk PucS7 AT B I , 375 1L DHSa
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V1% 5E . FIRIRE JT M B PucS7-LMP-3 ki, 48 EcoR |
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~-LMP-1 #E RGBT S LMP-3 1933, B RIRT, @
FE X 20 S IA Uk pBudCE4.1-LMP—-1-LMP-3 #4783
R M58 o
1.2.3 pBudCE4.1-LMP1-LMP3 FE4MRE  HF 2 KAR
2 H R B RS R 8OO & G RERHE R0, BB
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77 5 4 JTRL pBudCE4.1-LMP-1 H 4 A £ K 1 380 bp, 5
GenBank /A7 (9 A LMP-1cDNA J531 58 & HI4F , 16 B BIr 3k
A LMP-1 A (9 R o
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1k DHSa JRSZ AN Y14, BEHLPRBE IR IUTORL AT Xhollkpn
I A% 5E (& 4), A48 pBudCE4.1-LMP-1-LMP-3, il
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pBudCE4.1-LMP-1-LMP-3 7E BH 2§ F i 5 14 i) /v 5 %
MSCs 4ififs, ¥ Ah57% , RN Y ™) 48 100 g/LSDS-PAGE
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M. Marker 1 F12 Hind M/BamH 1 K] M. Marker 1 12 Xhollkpn 1 B
B 3 pBudCE4.1-LMP-1 RAIESIEE B 4 pBudCE4.1-LMP-1-LMP-3 R¥IESLI4E

M A LBt D E

2 000 bp
1 000 bp
750 bp T
500 bp
§ 409 bp
250 bp - 254 bp

100 bp 1

M. DNA Maker A.MSCs ;B. pBudCE4.1;C. pBudCE4.1-LMP-1;
D. pBudCE4.1-LMP-3 ; E. pBudCE4.1-LMP-1-LMP-3
5 RT-PCR ##& LMP-1mRNA RIRi%

M. DNA Maker; A. MSCs B. pBudCE4.1;C. pBudCE4.1-LMP-1;
D. pBudCE4.1-LMP-3; E. pBudCE4.1-LMP-1-LMP-3
B 6 RT-PCR#&# LMP-3mRNA RIRiA

R | Tl ey R Ao Bouie i G sl L

B —actin

LMP-1

LMP-3

B —actin

A. MSCs;B. pBudCE4.1; C. pBudCE4.1-LMP-1;
D. pBudCE4.1-LMP-3; E. pBudCE4.1-LMP-1-LMP-3
E8 LMP-3EAMFE

A. MSCs;B. pBudCE4.1; C. pBudC-E4.1-LMP-1

D. pBudCE4.1-LMP-3; E. pBudCE4.1-LMP~1-LMP-3
7 LMP-1EAMFRIE

F1 LMP-17#1LMP-3 mRNA REHAKRKIL(n=4,x +5)

LMP-1 LMP-3

415 :

LMP-1 mRNA LMP-1 & LMP-3 mRNA LMP-3 & H
A 0.306 + 0.070 0.362 +0.117 0.305 + 0.098 0.384 +0.029
B4 0.423 +0.138 0.419 + 0.030 0.361+0.113 0.523 +0.074
CH 0.926 + 0.180" 0.540 + 0.081" 0.457 £ 0.087 0.611 +0.047
D # 0.729 + 0.221 0.850 + 0.366 0.631 + 0.038" 0.672 + 0.037*
E 4 1.020 + 0.013 0.748 + 0.119 0.962 + 0.148 1.060 + 0.131

5 E4E PE>005,": 5 E 44 P{H<0.05

SET LRGN 2R BREE, AR LMP-1 5 A S5 1 pBudCE4.1 & B WA R 8k, HEH
LMP-3 7EME R Bt , (REHRA S50 R A A PRI, CMV 1 EF-1 o« XUS 3T, ATLASEBIRIAREE B[Rl Rak
TEIE R B AN N TR ST (H AR 2 BTIESE P E TE FFZ BRI MR AT T — 434 LMP-1 1 LMP-3
241 P9 B — R KT B R R R L R4 XU R ) R 2 A% WL 34 OB pBudCE4.1-LMP-1- LMP-3,

Wi B S50E iR I LMP-3 DhAE X B RIA TR, 1 FMEEHIE RN TR I . B SE50 2 BT, 255 i T 2 o
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RSl LUAE S B8 MSCs R RIETRIR . BATHESE BB MSCs,
BB EEE MSCs B Zmar{b ke, RALTREE AN
TN, A B IR] s R, BRI B
8 B ALEE o e 518 £ RIS A s IR
B A MSCs E AR FAIM, E B SHEHA TR N
B TAARENG RS, YSARTRERS KB FHEHT
RE S AT MSCs, HHAME MR FHREA R, LIRS
ZEFHRERBANTE T E AR, XBNEE B .
{EHER AR A S A TR,

ARFFE S LMP B TEB B SFES BT HXEEA,
e BERER  ARERLE -T2 REHE, B AFEKA
(] A 2R AB R TT LA 7= £k 258 1 B RN , B LMP 8¢ H At B 5%
BRFEEETERBT. TREHEMATRITEIIIESE
BRI S A LMP-1 Fl LMP-3 J£H B Bt 5 P/ ok PucS7
HER NG, G R L E FH, R S AEER
FiEFRL pBudCE4.1 £ 5fE N7 S %, LMP-1 F1 LMP-3 4331
EEE CMV B3 T5 EF-la B FZ B WETEEAS . M
BEAL AR pBudCE4.1-LMP-1-LMP-3, ZBUk 2R
SRR RS P TR EE L 4 E & DNA FESIRESE : B B3R LMP-1
F1 LMP-3 3L ; B B3 LMP-1 1 LMP-3 [E#ifa 8T
EHFEIA BB pBudCE4. 1 (45 TEREA &, TR T 41 R
o R AL e B MSCs, 3B 32 RT- PCR & Western blot 13l
LMP-1 FI LMP-3 £k, 455 B /RF e J5 BB B8 MSCs 7T
Fik LMP-1 1 LMP-3, #ik#y LMP-1 F1 LMP-3 B¢k —#1
G E RN L % HRP FRiCHESEAYRE],
pBudCE4.1-LMP-1-LMP-3 %%t MSCs 4ilJfi )5 7T 3255 LMP-1
1 LMP-3 B, LW M mRNA FIZE F/KFE ERNE4H H
MEEMEAMREE, NEELRAEH)S LMP-1 #
HEEYE(C 40 LMP-1 ERAEARIYH TRERA
(A )RS BARH (B ), B EHM CHMREIERTL
Gt X, FIA I LMP-3 R R4 (D A1) B & KFE
FIXT LMP-1, 3 F LMP-3 2FEFIE A Rk S FE L
ZH(E 4)3 LMP-3 ERH# G (D A)EFKFHENE, B
ERHEGIHE L, LMP-1 ERBRA(C 4)BESKTE
KT LMP-3, B3 C 40 D 4H7E LMP-1 & LMP-3 B3k

EHERTSITEE L, MTEK ABAYAHS . LEN
WHREFEEF AN S B MSCs 4 Y2 R EE
ERTLREN B K. BITMBTITRIAK  WEHE R B ER S
T LMP-3 335K, LMP-1 5 LMP-3 2 [AI#41E B 6 561E
FH o LR R it — A B ST A LA DU R s B S R e 5 B
MSCs FEARAS AR B L2 ST T AL,
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