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% :48 BUBMMEFESNE ML , &5 267bp BURERME LMP1 EE KW, FAMEZES 100% . 40 FlIE S REESMNE M, 38 B 18
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Analysis of Epstein—-Barr virus LMP1 gene Xhol-site mutation in plasma

of patients with nasopharyngeal carcinoma in Chongging of China
YANG Yucheng,et al
(Department of Otolaryngology,the First Affiliated Hospital,Chongging Medical University)

[ Abstract JObjective : To detect and analyze the Epstein-Barr virus LMP1 gene Xhol-site mutation in plasma of patients with
nasopharyngeal carcinoma(NPC) in Chongqging of China. Methods:DNA extraction and PCR amplification was used in plasma of
48 NPC patients and 40 control non-NPC cases from Chongging of China. All the PCR production was digested by enzyme
Xhol, then segregated in 8% PAGE. Xhol-site mutation was analyzed by sequencing and comparing with B95-8 cell. Results:
The LMP1 was amplified and digested successfully from 48 of 48 NPC cases (100% ) and from 38 of 40 non—NPC cases
(95%),but none of LMP1 Xhol-site mutation was found. Sequencing was performed on 4 LMP1 genes from NPC cases and 5
LMP1 genes from non-NPC cases,they showed the presence of the Xhol-site. Conclusions:Xhol-site in EBV LMP1 gene N
terminus has no mutation in plasma of NPC or non-NPC cases in Chongging of China. The precise relationship of Xhol-site
mutation and NPC pathogenesis need further investigation.
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£ MH 7 (Nasopharyngeal carcinoma,NPC) &
EHE LY+ XEEMEL—, HARkSaER
E FHERA XS, B — RIIBFFED BBV
(Epstein-Barr Virus, EBV) 7EEMHFER &4 % & H
EEZEEAN, EBV RA SR, SN ARE

EEBENR: BEAO974- ), 5,#L,
EZHRAF G FRBRLHFBEABEER,
EE&TH: BROKAFELTAA(30672311); EAT LS
€5 XA (2003); AT A L8 8 (07-247),

AIRGR A HIR e AR , 3878 EBV MU X 27
XA 5] B 5 BRI &R A %9, BRT EBV
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EREARMREEFIIZR, KBEHEN R
Xhol B§UI{ S B R K C %5 30bp HIHRE . LMP1
N %% Xhol BEUM SAIERFRERE FBHERMIXE
NERYEE R 2 B SRR 2 — 0, SR T , X F 3 KX — SRR
R R XA AR EBV-LMP1 ZEFE#EW RATRENR
HARNRGE . A EERRERMX BREMIES
N 8 95 A I YR AT 9 EBV -LMP1 2B A TR 80 B
N 3G Xhol B UI B S M RE M, Hit —H KW
LMP1 N ¥%i Xhol BEYIL S AR 7 5 B WHIE &KW B
AR PSR IAKTE .

1 #REH*

1.1 AR5 H
LLURFI ERAE S B4R Bos-8 I h il K2
BT BT R s 48 B R AR AN 40 Bl RMEERERAE
RERREM RS — BB A EGRH12 R SHRA, 28
HRERERE. HPBEH 53 6, otk 35 B, 4% 18~68
& EHER(46£14) % BB R E A RARIRIZHER
B BER XH WHRERERBRELE, AEBER
Wk EB WHWEE . SHBIEARELM 2-3ml, B
1000r/minx3min, UM 3K 0.5~1.0ml, 1.5m1EP &, -40°CHTFo
1.1.2 FEH®A Ex Taq B . FRHEHEAIEE Xhol .DL2,000
DNA Marker .DNA R EIGRA &3 B TAKARA (KiE)A
7] o FURRBURI & . Cycle—pure kit I H OMEGA /A7 .DNA
WiREAEW LR ARRAR, B/AMW AL RIE
EYBARAR, SIPERB LEEREYTRAFTRZRK,
DNA WfF i ERKER KR BRPME R S T A M EFWE
MERENFREH.
113 FENHE EBEEHERMN(PCR)Y #{(PE-Cetus 2
Al ,3€E),Gel Docl100 B BRI (BIO-RAD A7), %£H),
PRSI T (BIO-RAD A7), £EH ), HBEMFX 3100
BI(ABI ~d] ,€H),
1.2 FBH%
1.2.1 4HARIESRE X DNA #1382  B95-8 4IRS 109/ 1%
B RMPI 1640 ¥EFREIESE, BT 37°C.5%CO0, BIHEMKK =
RULBRIEFM . 72h FURAELIMT, 258 DNA fHiZiAN &M
IR DNA. S0EMIES R A5 i 565 B
¥ 0.5ml, 2R TS — . =MUBB/Z M55 DNA.
122 51t R PCR ¥ 1 {K#E EB 553 Bo5-8 BERAF
5 (GenBank BS54 NC001345 B V01555), Ff Primers %X
R LTS 1T .

P1:5” -CATCAGTAGGAGTATACAAAG -3’ (169208nt ~
169228nt);

P2:5’~ ATGGAACACGACCTTG-3’(169474nt~16945%nt ) »

RRAEHY ¥ IMP1 EE N 5502 F A B8 Xhol YL

SR, 51 BN 267bp. PCR MK R &84 DNA
0.5~5ul, 10xPCR 48 & 2.5p1, MgCl,(25mmol/L)2pl,d NTP
(% 2.5mmol/L)2pl, 10pmol B E T #5474 1.0pl,Ex Taq
BF(SU/0.15ul, MK B2k Z 251, R SRR : 94°CTIAE
¥ Smin,94°CAEHE 50s,55°CiR K 30s,72°CHEMH 30s, KAV 35
AMERR, T2CHEIEH 8min. XTTFHIREKY 44 47 AR MR
7, AT SR R E S PCR §73% 2-3 K. PCR F¥I7E 1%
HAEEHEE R Rk B A . FRMERT B A B95-8 4Hffd DNA, BH
X I8 I C B 25 B F K AU AR

1.2.3 PCR ¥"3 5 Bt Xhol EHYIZIT ¥4 S r@iEMNE B R
# LMPl X PCR ¥ #47/=#) & B95-8 MY W=¥& 5~
10pl A Xhol B¥Y), BEYI KR K : 10xbuffer H 2pul, Xhol
lul, ANKEAKZE 200, 37°CKIEEFY] 2h, IDABER L#
buffer X1t . ESYIF=¥1 A 8% PAGE RRELIK B %E
1.2.4 FFHIMERSHT 5 BB S AR B e B0 g X
FH(H X Xhol U SEREH 2~3 #1)PCR itk =17
LMPI DU S22 1R B 55 1910 PL. WIF45 35 B9S-8
4B R IR 49 R A LMP1 ¥ 51 F§ DNAMANS.2 34 A1 DNAs-
sist1.02 BAFBEFTXT L AHT, T % LMP1 N %H X Xhol E§H
AR, BHMEXTHE S B95-8 4HAEHY PCR 31 1 B,

1.2.5 SitZEaH  REEMIERWERARA LMPI £EH
BIBRRAS RAF B 2 HATRIE 7.

2 # R

2.1 IMP1 ABE& PCR Iy ¥4ER

LA B95-8 AN BHEXT AR, £ PCR ¥ 34453
267pb K/PHJ DNA & . 48 B B IREAR A b 238
PR PR, B R 100% . 40 BIE SR EEAR
A, 38 iy B B SR, FHYEERN 95% . Bt
EEE MUK G R AE 1,
2.2 LMP1 & H N 3% Xhol B4 R

48 1] 5 W ¥ A K F0 38 BHE B XY R E
LMP! N ¥ PCR P=#J3#4T Xhol B8VI/E 24 8%PAGE
JEZ e Uk A B E K AN 2, 45 R A Gene Tool k{491
434, 5 B95-8 AMIPHME &R L, AFLE
267bp WIS, HIREBE Xhol BEYD, AR/
220bp 1 47bp BIZT , KA FFELE Xhol BYINL
FLARR Xhol BEYINL SRR AT R
23 BMERRFINSIER

XU AL L2 P 45 3R 5 B9S-8 RMUSE IR &Y
J& & LMP1 J¥ 5| /1 DNAMANS.2 3 {4 #1 DNAs-
sist1.02 BRAFFEAT XY LA Hu R L 4 B BRI F 5 B
EBMWEER PCR V= WF LR MNE 3, 8/
LMPl EH N 33T Xhol YIS ERTR,
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I 7EEEA MCS FIZL B F1 EGFP RB4T 5 Rt Rk,
mrEEEf & B, WA TS 3 EEHI6E
HIFRiEE, RIEFEBHE T RO EAE T
E BRHEBRIFREL . H50 7 EGFP BEM T
1E SV EERBHRINERF 58 FXIUM K F mRNA3’
SREI T, BBA RS B MEEBFRIA,

LA FARERERER AR R T S mAls
RN EH S HGF W H % 3 15 i b pIRES2 -
EGFP/HGF, AEFIFHIRRAE AL AMIEE
B/KVRIG R TR, IE HGF AR A B Ik
LY, AT g R AR 4EAL S 5w O BE BRVE T T B AH C B 5T
BEE T REFH LI EA

(si: BMEFEFHFRERMERLRBE peD-
NA3.0-HGF fi#:, F & R L BAF vURA T Ro )
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WANo RPFR A, I EE KM X B RS E KR
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