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Prokaryotic expression plasmid construction of EBV-LMP1 carboxy region

YANG Yu-cheng, WANG Yi-qin, QIAN Di, HE Yun, HUANG Jiang-ju, HONG Su-ling ( Department of Otolaryngology,
The First Affiliated Hospital, Chongqing Medical University, Chongging 400016, China)

Abstract; Objective To amplify EBV-LMP1 carboxy region and express it in recombinant prokaryotic
plasmid pET-32a-LMPl¢. Methods EBV-LMPI exon ¢ gene was amplified from the B95-8 cell genomic DNA

by nest PCR and cloned into plasmid pET-32a. The recombinant plasmid was then transformed into E. coli.

Bl21. The EBV-LMP1 C was expressed as a recombinant fusion protein and detected by Western blotting. Re-
sults The size of amplified LMPlexon ¢ DNA was 801 bp, which was the same as the published EBV-LMP1

carboxy region sequence. The recombinant prokaryotic expression plasmid pET-32a-LMPle was constructed and

48 x 10" fusion protein was expressed in E. coli. BI21. The expressed protein was detected with the anti-LMP1

monoclonal antibody by Western blotting. Conclusion

Recombinant prokaryotic expression plasmid was con-

structed successfully. The expressed recombinant fusion protein provided the basic material to produce our own

anti-LMP1 monoclonal antibody and study the oncogenic role of LMP1.
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T, DNA JEIERG R A VI EcoR T 1 Xho | | Ex Tag
fitf \A-Eco T14 1 digest frifE . DI2000 $rHE pMDIS-T #5{A  DNA
JBe [T R £ 2 ) TaKaRa (K% ) 48 @) SRS HU ) £ .
Cyele-pure kit 4 [ Omega 2% 6. 5 N L6 AC-B-D 2 L (T
(IPTG) W B A6 75 [RIE A W4 R A R 22 ). Hi Trap Chelating
HP 5 ml I [ Amersham Biosciences 4> ] , 85 [ i fii 4 Ladder Iy
H Fermentas 2], BT A LMP1 8 og BEHTIA M [ DAKO 4],
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A, £ B8 DNA il i 77 6 100 ] 412 5440 i BE (L £ DNA
1.5 # X PCR # 3% 4 s EBV-LMPlexon ¢ 2 F K B

HEHE 5700 Bk BOS-8 il (1) K [H 17 51 ( GenBank NC 001345)
JI Premier 5.0 {473 PCR 514, %51 4 PCR L) B95-8 4}y
JERIZ] DNA R, 48840 & LMPL L 4 K751 (168 036 ~
169 713 nt). 1 5 E#Eg|#: 5 -CGCTTTTCTAACACAAACA-
CACGCT -3'(169 713 ~ 169 689 nt);2 2 Filfa| 4. 5'-CGA-
CAGACAGTGTGGCTAAGGGAGTG =37 (168 036 ~ 168 061 nt)
P4 1 678 bp, AT AR (TA v [ ) #) 28 § 41 4% K
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Ik ( SDS-PAGE) 43 Bt
1.8 F21% & ) Western blot 7 ik %%

] Hi Trap Chelating HP 5 ml 4li{f, LMP1 G e A= Wi
Fif /5 %34T SDS-PAGE )5 , 8 (1 B I #1) PVDF JiE, 55— 5t ( i
LA LMPL JUgE, DL 5% IR 121 000 Fik) SLIE 77 2 h, iRk
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HA A pET-32a-LMPLe J7 41 Y 8 111 53 431 it 900 4 {4
ExPASy ( Expert Protein Analysis System) ( http://www. expasy.
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B C % 267 LR, s S i, £k
W AL R EAL LMPL 88 (o) LA i m v 4 &
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MITTAT B F 3 LMPL C S B RE R 20 F B B 4% 30 5
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