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EBR=EARIRED 1| BEEX b5 4% 5E K 550w -

REF FEFRT EER® ERH
CER K ARUEEER CERKFE BTN N S10120)

W OB ATHFREBREHRREES 1(LMPL)EE N L 5 40 H Y B a8 W, %8 LMPI
FELEMEMBEEETFENER. #IMPI BEEERAFES N ARKS LEHN, &
TR AR LMPL B30k, WA TE KB E Py B BB RLEE 7 MTT R Wil &
PCNA W13 18R . SR BR, 8 LMPL B 88 v iy 8 M £ € IERR, BRSSP B IR E 4
£, MTT IRWCRE ) 19R, PCNA IR IZK FHE. BILAN LMP1 EE S BT L g4
METER Ty, (A AT e ML, (R0 b R AR R I A A e s
fiE o

x@is] EBSE, BEEA 1, DA,

S#S  Q939.4 NEFERIRE A XERS  0001-6209(1999}03-0205-08

EB % # (Epstein-Barr Virus, EBV) GBS & R (R BRI ALK e R K& B#E M,
EZ QAT FIF L. EBV A9 IR S 2 fp A B REA 3%, BSERMAIEM ILE
EHRM B PR HXMRNE, FRENE S BWE UM, HETRME EBV 55
BERR EVAR A LB SF L MIRE A ek AU Y, EHRRSH, ELE 1 HER
Fik, K EBV A BEE H 1(Latent membrane protein 1, LMP1) £ 45 B 5 (b A b 53 it
PEERE A EED, B LMPL ZE THOAAA BB R - FEREE, 3 LMPL 2H 4
ME IR HRCR AN ENREREEHRERAE, R% EBV-LMPL % B B #H
HRERHE AR 2B (BT LMP1 4 b & 40 M0 89 8 WA 2 % . 437 )k EBV
JEAR B9S-8 ARME Y M H EBV-LMP1 2 EFH (RS B - ERFT) &2 T
LMP1 &N T B RIE TR RS ARE b F A, WE LMP1 3 F 34 fr 4§ g
HMR I, BEFEHER LMPL £ b 5 MM Rb % & & b i e

1 #xfAn

1.1 EBV-LMP1 EEA KX MK pcDNA3-LMP1 ,
HAZEG . M Gene Bank A EBV EEH F51°), #| B National Biosciences N

H] 4 ] B9 Oligo 314745387 3K 1 s BN S HY iR i+ — %4 514, A& B B DNA PCR ¥ H i 7] &

(Expand™ High Fidelity PCR System, Boehringer Mannheim %2} & 7= 5 ) M. B95-8 41 B (2<

EIRTFIDNA Fy M LMP1 &8 EH, K E % 3426bp, #124 F EBV BHA LW BN

166608nt—170033nt, BHF LMP1 ZE & L HEEF . LMP1 HBIFENH =498 F.

* R REEEEPEESES SN0 90-529), KL ¥ M &S Tk
W HE H #H:1998-03-18, 18 E H BY : 1998-10-20
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PITAETFRTHE polyA 557, W5 BGERE T pUCIS #15H) Bam HI 5, B
RE 1] AL 57 M F AL B R IE B peDNA3,
1.2 RABMRRE RN 293 Ml

203 M AA S ARE EEAR BB EFRZREEYERTER,. T 25
SURHE SRR P 5 10° DB, BT 1640 5SS MR FE 24h, MY R 30% ~50% T A,
B TR RSB MM 2 B, F Lipofectin reagent( Gibeco 2y 7] P & V4% &
B DNA #3203 4058, 518 T & 200pg/mL G418 B YEFIE # M P (B A S99 293 4
RO TRFETTRY G418 i B 1 o 1o 6 e 40 B &0 OFF B MR 18 ), B B U4 4 W o B 92 L
PRECHR A TR, Rl B FR My S 7.
1.3 SEALEBRIEEAET LMPL EGHNFE

TEEE ML % EDTA AL M2k, BL 3R FE 2 1 X 10°/mL 9 40 B B, B 0. LmL
TELEZEBH L, EF 240 5ER/KRT, B ERE S, A EBV.LMPL 2 EH Ik (CS1~
4 R EIBE R K MR BT FE AT Bk AR Z B2 ), 3% LSAB 7 & (Dako 24 B = #h Y ii
BIPREE, BREH 2% FESFE Imin,
1.4 REEHREERKRE

TEARFLABEEFERT, BALM 0.5% 89 TEYE 3mL(1.5mL 1% MERLHNE
45CEER. 5 1.5mL 37T HIAM 2 X 1640 IERWRS), B EEBEGE, DA 0.33% M4
5x 10 A4 M A TRZEENE 2mL/FL, EF ARSI M ETL, BB &, 37C.CO, AR R
W% 14d,
1.5 MTTRE

AFIH 10/ mL R R R RE 293 MRB M. #HT 96 FLAME R, Tl
100uL EE 10 FL, $53% 48h F&FL I 20 MTT(5mg/mL 3-[4, 5-Dimethylthiazol-2-y1]-
2, S-diphenyltetrazolium bromide, Sigma 23 F] P25 ), SEEIEFF 4h, WMFIFFH, 10 100.L
DMSO, IR 15 37 B fE A iR X - 1 F 570nm.630nm M OD B, REEHAK
10 MEALHFY oD H, 2HEFE.
1.6 HEALREEMNIEREREDT PCNA

B LSAB R 57 & (Dako 2 5= i) LB B11E, BEH 2% ¥ EFFE 1min.

2 4K
2.1 EERNEE 293 MBS

EH BB pcDNA3-LMP1 &5 A #4& pcDNA3 453 A 293 M1, & G418
F5,10d IFOf WA MRS MU T e s B (IR 1 -1), A R e i I, S 3 f5 B 293 AIRR S B &
%55 LMP1-293 K VLM-293 i,
2.2 ¥R LMP1 BEEMRE

GG E R, LMP1-293 S MR, LMPl 29 % TR LEE(E
KR I-2), T V-293 4R R R 55 5% 293 4B AIATE.
2.3 REGERFEAGED

s 7d A BIAT I LMP1-293 BIRJER £ 87, £ 14d T EEH B, #EH
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AL (EMRL-3), M V-293 B ARFEH: 293 AR UE LA HI8 N EE, EE?E@IEN%E
ERK,

0.8
2.4 MTTiZ i
HE 18 R, LMP1-293 MK MTT 44 T
W E A BRT V-293 RAH i 293 4R, [ L
2.5 MM PONA B S0l . .
o = ol D e G T 2 R 43 BT 0L X, - T -
BRI TE BB T REAL AR 10 P8 o2
BT, DA AR PONA I [
PEAARE (R 1, BIAR 1 -4a,4b). O M1 293 cells V293 cells 293 cells
) F1 MTTEE
%1 ARERH PONA HANRE 1 MIT e
Table 1 Detection of PCNA expressed in cultured cells
53] may o AR GiTEs AR
Groups Totol cell number lll postlive Positive rates / % X2 test
cell number
LLMP1-293 cells 3775 3021 80.0 p<0.01
V-293 cells 4213 2574 61.1
203 cells 3691 2301 ) 62.3

* LMPE-293 435I 5 V293 B 293cells fEEF K I
X2 test between LMP1-293 and V-293, LMP1-293 and 293cells

3 g

BN EB R s A B R 5 AR R S5 UIAH 58, EBV iy B Sl (R A AL 1A 7= 4
IS S RS {L, EBV-LMPL ££# EBV MM @+ REM Saiaiib & X0
ERPIEESE), %k LMPL WHARE TR &N LRI RRKY g, ¥
HOKEBR T LMPL X B i B AR SR E A, (B bR M FE MR i . 3
BRIRIE, £ B B, B %5 E R ME YA LMP1 g9 &Y, BITANEAHE
LMP1 3t b B 4069 VE FM ERE S T3 LMPL 5 b e Al iRy g o2 &, Bk @ v T
LMP1 B X &) B AZ 40 =k BOkE, P 3 AL E b R i i 8 3 R P30k

FRMTEH, LMP1 EE A L Ml B A K UL, K LHMING , 5K 508 FEE
MEREZ T M EE. MTT 5% RERW LMPL £ F 5 3 5 /7 40 Bt 78 70 sk 98,
PCNA fR 45 R, LMPL £ F 57§ 408 ¢ PCNA FHYEZ (80.0% )M B = = 8K
S B FERAR (R 61.1%F1 62.3%), B EHKI p<0.01, PCNA A—Ffri#Z R
SRR, EMHIEE SHREEE X, BEBAA S DNA & RHE—8%1, 4k,
PCNA &) 58 4 84k 2 7 ik B R Al Bt il TR SR A B A AR 6

JUMdeHi 47 & 300, LMPL £ F A5 4 fE0R B LR 4 ey £ 24T 4, (R k40 Ma iy
ER B, R L AR N MR EREFE, RITEA LMPL-293 i
BEREIEER T, AMERBY TPA Mh AR A T eR 4R BRI U8, B 0 R 5
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o5 B R, B AR R TR S R R A R TE 1 5 LMPL =R IEK G R R FERE 57 30
), E4RRT EBV-LMPL £ L AKEE R P RE —EER.
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INFLUENCE OF EBV LATENT MEMBRANE PROTEIN 1
GENE ON THE PROLIFERATION OF EPITHELJAL CELLS

Chen Yifang Guo Huiyu Wang Huimin Li Mangzhi
{ Sun Yat-sen Memorial Hospital, Sun Yat-sen University of Medical Sciences,
Guangzhou 510120}

Abstract In order to study the influence of EBV latent membrane protein { LMP1) gene on the
prolifiration of epithelial cells and the role of LMP1 creating to epithelial cell carcinomas, EBV
LMP1 gene eukaryotic expression plasmid was transfected into human embryo kidney epithelial cells.
The expression of LMP1 protein in transfected cells was detected. Observing the formation of
colonies in soft agar, the value of MTT absorbed and the expression of PCNA, the results showed
that the transfected cells grew vigorously and formed more colonies in soft agar, the MTT uptake
and PCNA expression were apparently increased. The conclusion was that LMP1 gene could alter
the biological behaviours of epithelial cells, promote cell growth, proliferation and transformation
and endowed the transfected cells with growth characteristics like tumnor cells.

Key words Epstein-Barr virus, Latent membrane protein 1, Epithelial cell, Proliferation

i iH BH
Explanation of plate

1 LMP1293 S MR EE (5 % 10); 2. LMP1-293 4 ja %% LMP1 B#E(S < 20);3. LMP1-293 # 8 ¢ %
B M ST (55 4); 4. PCNA TEHS fR 4R B & 3K (a. LMP1-293 S b. v-293 M) (5% 10),

1. Resistant LMP1-293 cell colony; 2. LMP1-293 cells shawing |.MP1 positive; 3. Colony formation of LMP1-
293 cells on soft agar; 4. Expression of PCNA in cultured cells {a. LMP1-293 cells; b. V-293 cells) .
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