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Quantitatively Study of Oncogene ras P?' Ex-
pression in Carcinomas and Non-cancer Lesion
of the Stomach. Zuo Lianfu, Hu Junlan, Liu
Jianghui, Guo Jianwen, Gao Guodong (Hebei
Provincial Tumor Hospital, Shijiazhuang
050011, China); Qi Fengying (Hebei Medical
College. Shijiazhuang 050017, China).

Abstract

cer lesion and carcinomas of the stomach was

The ras P? expression in non-can-

quantitativaly studied by flow cytometry, and
relation of ras P*' expression to DNA ploid and
cellular proliferation index were inquired. The
results showed that ras P?* expression was
higher in carcinomas than in non-cancer lesion
one’s of the stomach. In non-cancer lesions.

ras P¥

higher than in chronic atrophic gastritis, and

expression in precancer lesion was

the raiser of fluorescence index in ras P? ex-
pression was found with raiser of histological
grade. DNA ploid was associated with ras P*
expression.

stomach, carcinoma and precan-

ras P?,
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RO WHA. 8. o FHEMHEERENFRHEERNFNN 73%H 13%; b. #EFEBETFAH
DNA 4} #7, PCR i5iERA — FL/hRA LMP EH ¥ 7, Southern # X2 /R PCR HERE /R RS
LMP %55, X LMP EECE S FREFS., B4 X N 8Y%. FRILE, WEKY LMP XK

HIFEN PRI .
X7

WEFZFAAEBRBHRERD (latent
membrane protein, LMP) 5 A\ 8B K EH
FUIEK R, IR Mo FRTH PR
. EBREBEREZED LMP) #£HE EB K
FHBER". HET LMP EENER
BTEDN, AIRAXHBRTEERMERE
& -1 (Metallothionein-1, MT-1) iH# X R
REAXEWREEEMT-LMP), #FLUEHE
AEEEHETHER/IR, ¥4 EHITEB
mEBUE YRR AR EF M S AR

1 HEF0H %

1.1 #¥

LY. BHMAIER, ZARTREHY
L REE. BB pCMVa-LMP 4 B 2 7 B
A4t pBR322-MT gt kAW R A. iR
M. NUIEE, BEBEEREE CIP, TADNA # £
Bi, RNAaseA, EHE K, Taq DNA £ B E,
dNTP RFEHEEVL IR &3 H Promega
27, PCR 5|9 PRIBE LA &M, o
“P-dCTP M H b ER AW LR A H].
1.2 pBR322-MT-LMP [t #s
1.22.1 LMP B2EM 4B BamH I f Yl
PCMVea-LMP (9. 14kb), B ik4 B, A &3
Je¥s E e 3. 2kb W& LMP BE KB, ZH B
4 TATA Box, BiEfnEES & LMP EH
3.
1.2.2 pBR322-MT kKA B#LE MT X
HH s FREBRMELEERLT 5 W
300bp, HRAHHEZEEK, XEVIREYS
WER, FERTEEBg 1 (T MT £H
+64bp) #1 BamH 1 &§4]] 8. 16kb pBR322-MT
JkL, Bk, KA S BEASHE kB 5. 8kb
# pBR322-MT KR B, A B & MT ZH¥

HERMR, SRBECER, BRBEECEE, EBRE, HWE

RIS X 3. 986kb & pBR322.
1.2.3 CIP tBME R BEREE HCIP &
H pBR322-MT KK EBJG, B5H T4 DNA %8
B K LMP 5 5% K f Bl o # 1 K o i 3%
(15C, 16h), s EH pBR-MT-LMP i .
1.2.4 HHAFRNMHELMEE N Cohen
(972 ) W EHBEHARNFELKBTE
TG #k, BRXKEFIE, VLB 10 5
RE D3 5 PR fh 4R B DNA, A BamH 1
Sma | B§YIEIKHT, BH Sal | BYIEEH
M, ZER\BINCAHEEHARN, 84
pBR322-MT-LMP.
1.3 MT-LMP #XEHp R4t

Fi BstE I 1 BamH 1 % 8§ ¥] pBR322-
MT-LMP, B{fE¥5 ik 4+ 5 3.5kb BstE I -
BamH I B, % BEE& MT 2 H =X M
LMP 2, R /5 A d % R By 4ife MT-
LMP {E A% EH.
1.4 BIEERESESRER MT-LMP) &
A S MEp4BRR

A TE (0.2mmol/LL EDTA, 8mmol/L

Tris-HCI, pH7.4) ¥ MT-LMP #EH 5 #,
WEKEZ 1. 85ng/pl, A BMES G HE
ABRBR/NRZEIR R, EARAIE
ANEB 1—2pL, BT 6 AR ER2SREN
HFd, BNEREERS—24 A RAKR, R
KEEET.

1.5 FEREES DNA HF|EFIh
1.5.1 #& 4SFrRKZE2HARE, UK
27 0.5—1cm, E# 0.1—0.2g R B, 8
®, 7£ 2ml STE (1%SDS, 1mmol/L EDTA,
10mmol /L Tris-HCl, pHS8.0) K& E513¥K,
F 600mg/L & AEE K f1 50mg/L. RNAase A
TCHASRK AR, B —K, B&/H 5/
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R (25 24« DR 23K, AHBER
—W, ToKZEE (2.5 1) TLIE, 75% 283 i%
K, ZR T4 1h, HF TE (Ammol/L EDTA,
10mmol/L Tris-HCIl, pH7.6) &, H DNA ¥

X 0.5—1g/L.
1.6 BREYLY DNA b LMP XHE) PCR ¥
b

1.6.1 PCR 5|##i%it+ 3SI¥iRi+5 8 EB
S5 # Bess#k LMP EFFH], P54 51 f 20
M 21bp AR, (C+G) S BN 65%, ZHZHE
EREFF, REAEX, 518 3" WA K
“ZRIEK”, 51 NTEAR _—REM, KE®
&, ¥R, PLA P2 5140554 518 -

P1 GTGACTGGACTGGAGGAGCC

p2 GAGGGAGTCATCGTGGTGGTG

Pl (i F LMP ZHEHE BT, P2 LT
LMP 2HE _ME=A/HBFEREX, E]
Fir X4 2 6 EBV R 4 7 B 40 5] K 169341—
169322 F1 168721—168701, ¥ #l & E X
600bp.

1.6.2 LMP EH# PCR 7 0.5m! Eppen-
dorf B MMA 50pl XK, E+ & 50mol/L
KCl, 1.5mol/L MgCl;, 10mol/L Tris-HCI,
pHS8. 3, 4 f dNTPs £& % 200mol/L, B|#%&
4 30pmol, B E H 0.5—1.0pg, IBEF
hn 50ul A EE, 95 CAEYE 10min, 1 2. 5UTaq
B, 7€ PCR X L, 94°C, 50s; 55C, 50s;
72°C, 1min; 35 MG ELA.

1.7 Southern #:37

1.7.1 DNA 4@ # & f Xho I B
pCMVa-LMP Rk, 55458 & ik 4> 25 1. 9kb
LMP ZEH B, s UERLE BIWOZ i BE AR
.

1.7-2 HEHRiE B «%P-dCTP AHric#,
EREY S WiRic &K AR IC 4. PRid DNA
B S0ng, HEFHAMEEHEKTF 1X10"%cpm/
gDNA.

1.7.3 Southern 3% H 150U Xho I ¥4k
10pg B4 4 DNA, L A DNA/Hind § 3%
SFRIRER, 7F 0. 9% IS SR - ikt 1k

(1XTAE, 30V), kB &g ey4l i g nd
) DNA #BZ R kB L. R FEUT. 2
T RRTEZAE KRB, 6 XSSC H312ifd 10min,
1E6 XSSC, 5 X Denhart’s, 0. 5%SDS,100mg /L
SSDNA, 10mmol/L Tris-HCl, pHS8.0
68 C %235 6h. F AW, 0 b F AR
b AL RARiC IR ET 68 C R E®. A 2X
SSC, 0.1%SDS, 37C, % B % K, & &
10min; A 0.1XSSC, 0.1%SDS, 62C, &
FE K, 8K 10min. BARFERN—70CE®K -
B X ERRBR, EXHUEER.

2 & R

2.1 ¥EEFRE pBR322-MT-LMP i
FHEFR KA RGN ALRFFREZTEEHF
BReEH, HELMPEFEGERL, KIE

BamH 1

Bgl 1

BamH I +Bgl I BamH 1

(NN
3. 2kb LMP gene

BR322-MTH B
(5. 8kb)

T4 DNA ligase

B 1 pBR322-MT-LMP FH ¥

LMP Z£H 5% 33+ MT EH ## X%,
WEE MT-LMP M EFEMNEHAF . E4
b & ELE R K 9. 0kb, Smal (LMP EFEpy#
—E Y] &) §E¥ pBR322-MT-LMP DNA £
#4t, B A Sal I 418 1. okb 1 8. 0kb — 4
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HE XWBRIBAT LMP El S MT
¥ X ARE R EA )RR, & %4 pBR322-MT-
LMP ([H1, 2. 3).

B2 Sma)#§t]). 8 %447 pBR322-MT-LMP
) ¢:0
1: ADNA Hind I Marker; 2. 3; Smal B§¥]3% =
4 pBR322-MT-LMP R ER¥E{ . K/ 9. 0kb:
4. pBR322-MT-L.LMP JK# DNA.

B3 Sal WK RE
pBR322-MT-LMP B4 %
g LMP FENE, &

HalA
l; ® X174 DNA Hae 1
Marker; 2: Sal 1 ¥

pBR322-MT-LMP 4] &
ZARB, KM HH
2.7 M 6. 3kb, ;5 LMP %
B b E A 3: Sal l
¥ pBR322-MT-LMP 1]
WA RB. Kok
1.0 #1 8. 0kb, 75z LMP %
B IE # [ 4 A

2.2 HERRNHE

A LIS 460 H KON, 335 R4
EFRIGHE, FIEE 73% (335/460), ¥ H+
g 261 HZHM2AHEA 10 RERFRBT
o, 3F 34 REifFd 4, OfFd 4% 13%,
Hd 9o D@ BRBRE, 7§25 K.

2.3 HERNBESI
25 D{FREFE4 DNA £ LMP g PCR ¥
M., Hd 6 541 10 SRAESERY 0. 6kb LMP

1 2 3 4 5 6 ” 8

B4 FREEE DNA PCR =¥ ikt
1. pPCMVa-LMP [k . F 0. 6kb LMP X FE i 4.
2.4: 10 5/ 6 S5/ "B DNA, # 0. 6kb LMP 2H "
WMHF. 3.5.6.7: KKK 7,5, 4 3T/ M DNA,
XY M. 8: ®X174DNA Hae I Marker.

1. kb~

0. 8kb—

BSs FRXESA DNA Southern X

1, 4: 10 5§16 S/ M DNA., =% LMP

EEZH. 2.3, 5.6 KKK 7,5,.4 K3
S/ WM DNA, L&XFAS.
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HEY 4, ZEH DNA Southern 223 #—
$ExR: 6 5/ 10 5RHHIA=% LMP EH
XH, LR R 6 5 10 SRA MT-
LMP EF S, B5E K 8% (2/25). (A 4,
5).
33 ®

¥ SMEEE S AN BERG FE FEEE N
RER, ERAEREDLAE . AL EH
REHEFEEEMAR BRI TEDEH
R, EIRAEWMALBEERFRE, EE G
7, MAEXSTFILERT, RIUE. BEEZFAE
M RBHET — N Ea™. £ ER
Mgz —BRERXEERE, LHEERE
HAFRERE, MAKEWFFITER, BEERE
FRFMAAEFHEZERBEEX (B33

WE) #iH, XEERERRZXS. KX
EH MT EFEEXAR T RN, XFEEE

FUTFL A EaRE, HEMT ZEERERSE

ARAENNEINT, EERBHLEEAK, L
HENBESMEHRAESHERRES, £=
ZEMT ZHBEEXZES BB RENREE, £
EMNAERATHZERY. MERBRETER
MR ELZEFEER, HRTRFZFHEESEENX
EBBHEEREZ —, HEEMNBELY LMP X
FEEEE DR, £MT EHET, LMP fJgg%
B, ETERRETLAEESER, 5L
SLEGIE S,

T AER, HTHARIE. WAL
AEILERENITIEBESEFERWELAKRE,
7 W B S S IR B R 5 N /) BUBR A B B F
A, KBBANE: ATZBHEN S, 3R
BEHEENFHERFAL, B THR (ES
Cells) S+ M EEFAEMEFILEL £
XA B ME S 58 MT-LMP #H 3 A/
BZMEINGE, SPFEER, (FREERREE
EEESRIKKHN73%, 13% M 8%, XU EART
B B ST R R T T Y.

ZA 3 Southern %35 f1 PCR ¥JE 3 8 %1+
BUA LMP ¥4&. #m DNA BEHEEKZ,

FEFH DNA 4k, DNA 458, DNA fBER
A4 pH {E, BEA DNA &, AL
A A& 5 B, DNA 28 % B 5 4 1k,
DNA¥ E #~1. 85ng/pul, W K 0. 2mmol /L.
EDTA, 8mmol Tris-HCl, pH7.4, ¥ A 3|52
WO R b &0 1—2pL, WEBESE N X
g, LRAZGREGEN, XASEHEHFER
BIgET —EL8. KAEEEES -KH
Southern Z¥ 2%, It HF At B PCR & &
M. PCR FikfifE. P&, Bri DNA &
B, Xt DNA 4 fF 2K ARE. Southern Z¢38 fif
% DNA &% | 4, B[R, HREE 28U
2 BaF, B Southern %X F LAARE, HE
TR 2 PCR XA H, South-
ern %X MUBEIRFN B LFEEE S, mHEE
BRHENRTTERS., BEEWHEIHAE
SRS FHENER. S5 TERE, {12
W, PCR Fika[{E A Ma i 5% B H B & B0 7
P, XIF PCR (HH# EHE K., B Southern
RS, XERERS BN TR, XA
EH—BEE(FE. A3 Southern X H =
%, XA RERMT-LMP £FH £ 4. £# N
¥arE.

B R, EB RS A K5 05 % VA
XUV, LMP 2 LR EB R EAEER,
AXRIHHWET LMP #EZEH/E, YAE
AR EBREEREESOBRER L
PIEEME TRFVPEE, TAREEFA
25 B VR R B ST B 44 T S AL
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Production of Transgenic Mice from Eggs Mi -
croinjected With MT - BNLF 1 Fusion Gene .
Xiao Zhigiang, Yao Kaitai (Cancer Research
Institute, Hunan Medical University, Chang-
sha 410078, China): Liu Wei, Lu Guangxiu
(Reproductive Engineering Laboratory, Hu-
nan Medical University, Changsha 410078,
China).

Abstract In order to study the oncogenic ef-

AN

Al

fects of EB virus latent membrane protein, the
putative oncogene product encoded by EB
virus BNLF1 gene. The MT-BNLF1 gene
containing the promoter of the mouse metal-
lothionein-1 gene fused the structural gene of
EBV BNLF1 gene was constructed. This gene
was microinjected into the pronuclei of fertil-
ized mouse eggs to bulid up a transgenic
mouse line. The results were as follow (1).
The zygote's survial rate and birth rate were
73% and 13%. After

analysing the mice that developed from the mi-

respectively. (2)

croinjected eggs by southern hybridization and

PCR., 8% mice carry MT-BNLF1 fusion
gene., This approach was a preliminary at-

tempt to study the onset mechanism of the na-
sopharyngeal carcinoma.

Key words transgenic mice, metallothionein-
1. BNLF1, epstein-barr virus, nasopharyn-

geal carcinoma
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