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WE R ALt Ra3-3 &% X R, XA L AR & E5(McAb E5) 0 R AA
F R B, RH9FFH 86kD ¥& G K (p86) o ¢ /i c-Ha-ras & R Fl #1L & M jo L
HEBRZHmERE, HAXMAENES LB LA FEK, XAZS R A X
c-Ha-ras £ JRAXHF 8L As-[[ 452 Rat3-3a )8, et K L W (44.2%), , W
P8BET AL TR IE1K(30.1%) 0 PSCLAEFAR B A PHHERHRE, A RAN
BAABLL P RHERIES2.6%, PO A— Y c-Ha-ras LR G XSG, ®
BA K AL R

XA FAERE HBAXTa RXEREER FARXRR

MR ARE—ANERNENE, BERPHBLRRX-HHRERE E X b ERRENE
AW, Ymigskieht, KEETREFSEERE Y, BABLAREES FHE 5 M
RAEXBURMHRR, MARMBUEREGER, HRZCEAURLRE, AMEHETILERE

BERL, FCRHA McAb Es¥ a2 T p86, p86 BERHELHRXER, RNMLZIAbBE BH
BT

¥R 5 &
—. #H

LI B % 4n i & BGC82314 & DNA #43j Rat] 4qfugef8 o — 4Lk 40 Rat3-3F1 R H
Rat3-3fy & H MR A [96.6kb c-Ha-ras 2 PI#L i NIH3TIZNME, ZK1FMFILLNMRZESR R AHER
TR B B4k, W HIEFE AR GCM3T3 IAF AL EFERY W . NHHM R & BGC-
823. MGC-803. MKN45 #1 MKN28. A®#EHBMMAPACME2, AL jinR4ni #B—80
FUNRRE LM & NIH3TS, SBEIALKERAEHBARER. WARKEEE. BE
LD, AERERREH B ORER . BRI P G M¥EE Cornell X% Fisher
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KRB EMBAR Rat] K RA AR ARIR0S3E f1 /MR B AR gk 8 McAb(Mark]), 4
B B3 3% E BR A B T 4Bt Weinberg#itfn Hs i B Louvain X% Bazin # i # W, Avidin A
Biotin-HRP Bt ABC ik ] &, Vectorj* [, c-Ha-ras R U R BEHR (AS-1) Bt k&M &R
AR, HFFH K 5 TTCCGTCATCGCTC-C3’ . #i p21 &3 McAb i FITC-GaRatlgG 43 B 24
Cetus 1 Miles 5 .;3—10H i LOU/ck R H ER Bzt b .. #FIABASRER BF
B, ERBRMBUKRERIF, HERBSHNBHAALREITK,

=. 5&

1. KR McAb fyfil%. LA Rat3-34n Kl ik &t 4o LOU/c K, 3x10°40Ma/ %k, #
MK, AR=A. ZRBEUBEMRHBKREESEA%E, = XFRBARS
IR983f 4Hf (5~10:1) #Z PEG{EAI T4 . @A MKEM TI6ILIEFKR +, B HAT &&
B, M ERLLELISA fik.

2. ELISA: 96 LR INA 0.001% B R B &M, HIL50sL, 37T°CHRE 1h HHRER K.
In¥e4nAg Bk 10°/mL, £, 504L,2 000r/min B.01045y B, IN4°C T4 #90.05 % IR 8% -PBS [
E104r8h, PBS ¥k, 21%BSA-0.1%TritonX-100-0. 1mol/L {4 KE-PBS K i& & F 305y 5h
Ja, MFEREESS0L/FL, |ERFL 1h, PBS Pk. MN1:200471 % IE % /DRI iE # Bio-Mark]
(&t fEMark]13#%1:2004> -tk 55 Biotin 3Bk () ) g 71,501 L, S8R R FZ30min,PBS ¥, MA1:500
Avidin}§; Biotin-HRP {B&#y, 4IL50uL, SWBRFI155> Bh, PBS ¥k, im & H.0, & OPDfYy
B YR P, L 2006], ITRPL 30458, LA12.5% BEER % 1k )R BL. LA ELISA Reader
(BioRad) 5z OD4920m, SErEIE, B,

3. RUIRBBMEER, ABC Rfidtek AIB %R TN Yufa L3RR -,

4. AS-II3F p86& LRI R, HRat3-34MRELBILIHMMA 24 IE KK, 37°C
BB KB IMA AS- T 5 5% % BE h8umol /L, 3 BRI NG B2 H k. S&EIEH 24/
FiEAGBMEREETHELALFARSE. BAXRAFILAMEALILAM, LAES x10*
G496 LR, LA ELISA RSB AFMM BAAHSHERAB L p8oy&EAKF.

5 % 5 i #

—. McAbES5#Y =4 B JE X} Kz 10 IR hY 1 /R

SRR IROS3T 4NN A F A 7 M2 ELISA 5%, A 8 LAY LiE 5 Rat3
-3EMETS Rat1 2BMMRAER M. Ko ESSRKRERRL, HReihs ¥ k. ¥
Pufa B RH AR B4R 5 TRO83T 4R u B YAy nfil . B Bk 4§ ESTLARARAY £ h 24 RMARIBES,
R BN XM WPk [gM, Rat3-341fREHiRIRHSARLHEE THAS
FREIRE (Tablel), McABESHyR} R HU IR £y, Wik, BXEARMN H L & &
o, BmHERATEIHEAM, Western Blotting /R4y % 86kD X 4 (Fig. 1) &
ESHUIRAr 4% p86, MBHAEEERG RN, p86 B THRPEFHEMRE L (Fig.2) ,
Rat] B PitE# Y,
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Table 1 Physical and Chemical Properties of E5 Antigen

Es Antigenicity

Nontreatment +++
Treatment
Heat(100°C,20") ++ +
Sodium periodate(img/mL,60”) + 4+ +
Trypsin(smg/mL,60/) -

Pronase(0.6mg/mL,60’) -

Fig.1 Western Bloting Analysis of Es Antigen Fig.2 Indirect Immunofiuorescence
A.B. Reaction of Normal Rat Serum(1:1000) Staining on Ratg-3 Cells(x 400)
with Rat-1 and Rat3-3 Antigens, '
C.D. Reaction of Es Supernatant with Rat-1
and Rat3-3 Antigens,
E.F. Reaction of P21 McAb with Rat-1 and
Rat3-3 Antigens

=. p86R—~F#5 c-Ha-ras H{LAXMHER

1. McAbE5 5R{LMRENEEARE: ELISAMER R, PSANEH AB AR R
BGC823 £ DNA #%3uiy ¥ (b Z0fR Rat3-3rh F Rl iy %, i HAEHI & /R 7% iy c-Ha-ras
(6.6kb) ¥ {Lf) GCM3T3ZBIR P IR A R AR, MEIRS/LA 1 Ratl & NIH3TSH A& &
H M (Fig.3) McADES SERAMRAXFEARMEHABHANREKBX R HF—ERN 1:2 B
fyMcADbE5 | 1% 55 Rat3-3, GCM3T3, Rat] 5 NIH3T34BMa, & 45 x 10%,5 X 10%,5 x 10%81 5 x 10°
Mg A %k B STCIRE 1 /bif, 4°CREL 1 /hET, BL.LJEH EFLLELISA R SEAM /Y
HEARBL, #R#W McAbES 5 Rat3-3/h 45 & R BL vl #E34{L 4R AR AR e 9 B Y, G Ratlfn
NIH3T3fy R B m, B p865 McADES & & B R A & ik R i,

P86 & c-Ha-ras LM E Y, BRI FERS>HHABFRTF p21. p86 WA & A
B #4i BGC823h &k 5 c-Ha-ras i@ L B fE M E R 4y, HHFEAL6.6kb c-Ha-
ras ¥ Yuf) GCMIT3E P IR 2R &K ik, p86 BRKIB VI AER c-Ha-ras {HILBTS I AYAE IR #% 1L
PR E KA, p86 &5 Yagihashi % 4t & M LBAEAARRRA—2F, f§ EfEras i
EEfLy W4k Wisdeh RA R & &, (HEH{LA NIH3T3ZRPHBHAERE ),
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2. AS-II ¥p86Rismyimidkri: © Birm,
LA c-Ha-ras MR U ERBH® AS-T 4L Rat
3-340M8, WA RMBIFIMGA, R Bt c-Ha-ras
RIPd p21R AT B R AWM 0, F X & 1.6
REBR, HLLAS-T 4bERat 3-340Ma, {7

1
=3

IS, T EL AT 6 p86 B3k (Table2) , £ 7
HAilRsy Jihdd.2% R%39.1%, AABEH § o3
E57 (P<0.001). FKRIEH p86 ) Fik5 c-
Ho-res R LI EDARK, 2 pLASHAS 04
-1 PRI B 32 B AR, pB6MYRAtll B . _
REfiE, B p86 yFIAH 7 BB 2 c-Ha-ras j§ 4 1t1 1:4 1:16 1:64 1:256
{‘h.& p21 # ﬁﬂﬁiﬁﬁo _hﬁ%*iWL p86 A Es Supernatant
He-Ha-ras $#{LiEHHXHEA. Fig.3 Binding Reaction of McAb £5
with Transformed Cells
@® Rata-3
O GCM3T3
A Rati
O NIH3T3

Table 2 Inhibitory Effect of Antisense Oligodeoxynucleotide on the Expression
of E5 Antigen

X +8D
Cells(x10%) Es Antigen (OD492nM)
AS-I Treatment 1.85+0.06 0.723+0.05
Nontreatment 3.50+0.21 1.181+0.07
Inhibition Ratio (%) 44.2 39.1
P Value <0.001 <0.001

=, P MMMEXT R

1. PSGFEW MNP AYFIK: ELISA £H, p86 Z£HFARMARAPHHM HHE,
FekF 55 McADES 2 30| R K i 5% R (Fig. 4) , i E A G5 I M40 7 B-80 R AR A ik EL A fia b A
KAk, McABESL Rat3-340HRAYES A R B vl B FL A B M4 R e i, {EL5% ip M40 g B-80
HR B AR W

2. pB6ZEW MR EFRA M P RRIL: ABC LRt R, p86 EABBALTENHE
AU K ERE (Fig. 5) , FEA6 B IR R H B R e BB 4k P H: 33582, 6 % (Tabled) , 7E16 BYIEH A
KR, SPIAGEENASARISHNERUMMEASPANZARRE, X— 80 PERE
B, p86H W MM XL
_ —ETHERY, N c-Haras Fif RRERT W EIETEIL BT 2B p21 RixMR KA

mE AR, B, HmSIRREMURGZE", fipss HXEREK P Z —. HT p86
BER c-Ha-ras iHRefb HIRE R, XERBMHARHIR, REEKFSHBMBALRER p21
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Fig.4 Binding Reaction between McAb Es Fig.5 Immunohistochemical Staining of
and Qastric Cancer Cell Lines McAb Es in Lower Differentiated Gastric

Cancer (x100)

Table 3 Immunohistochemical Staining of McAb Es5 in Tumour Tissue Sections

Number Reactivities
of Cases Positive Negative
Human Gastric Cancer 46 38 8
Poor-differentiated Carcinoma 17 14 3
Well-differentiated Carcinoma 9 8 1
Mucous Cancer 17 14 3
Metastasis in Lymphonodus 3 2 1
Other Malignance 15 0 15
Cardiac Cancer 2 0 2
Thyriod Cancer 1 0 1
Esophageal Cancer 2 0 2
Pancreatic Cancer 1 0 1
Ovary Fibro-sarcoma 1 0 1
Lung Cancer 3 0 8
Billary Cancer 1 0 1
Rectal Cancer 3 0 3
Sigmoid Colon Cancer 1 0 1

Wil MRFATAHNSADDOARENHRR, KAR. 28, VBEAERSARRL BN,
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Identification of the Transformation-Related Protein p8p

Zhao,Xiao-hang*  Dong, Zhi-wei Deng, Guo-ren E, Zheng Dai, Shou-zhix
(Depariment of Biochemistry,Beijing Institute for Cancer Research,Beijing 100034, )
(» Departmesnt of Immunology, Ningzia Medical College, Yinchuan)

Abstract Rat3-3 is a secondary transformant of immortalized rat fibroblast cell line
Rat] that has been transfected with total DNAs from a human gastric cancer cell
line BGC823. After immunization of LOU/c rat with Rat3-3 cells, the monoclonal
antibody E5 that recognized a heat resistent protein with a molecular weight of 86 000
daltons (p86) was produced, This antigen was highly expressed on two transformed
cell lines which were transfected with activated c-Ha-ras oncogene, but almost unde-
tected on the parental cells, When treated with antisense oligodeoxynucleotide AS-J|
the growth of Rat3-3 and expression of p86 were suppressed by 44.2% (p<<0.001)

and 39.1% (p<<0.001) . p86 was also expressedin five human gastric cancer cell
lines, Out of 46 cases of gastric cancer tissues 38 of them showed positive reaction
with McAb E5 (82.6%) . Therefore p86 is not only a transformation-related protein

of c-Ha-ras oncogene but also a gastric cancer-associated antigen,

Key words; Monoclonal antibody; Transformation-related protein; Antisense oligod-

eoxynucleotide; Gastric cancer—associated antigen

188



