Analysis of an Antigen Highly Associated with
Human Gastric Adenocarcinoma by Xenoantisera
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BEERAREWE L LTUAEYT 5 2 o aE¥ Lo T ELMETH 2, £ P EBOWRCsY
TEBOHENROZENTET 29, BECBENSZ WIIEECHET 2HER a0 ENT
L, FFIEREOTENEE T A F Y 3 - BETTE(L L, TELEE5E (solubilized protein,
SP) #t77u—2 4B T AL, DT Blue Sepharose CL-6B TIRETF L7 3 v 2BEL b D
ERERE LTELE Y FICHERETINEEES €7, BHOBVLHILE «SC5 #:BU, t b LB TR
WL? DHBERBEREREFRE (enzyme-linked immunosorbent assay, ELISA) ®&E 7o v 5 4

DB TOERBUZHR L 7o, BEE & B IEBIKEEN MKN-28 0 SP 2 7 V7' 3 Ve %Kik, &E
Withks o= 2% 74— (high performance liquid chromatography, HPLC) & «SC5 i & 2 ELISA
THMAL, TATE CEHEMIOERICERO -2 (P2) OB E#ED ., ERRARE BAE, K
VIBDE SPIid P2 RANL 72, BRWED P2 AHE7 v 0 — R 7 VEKIKEI T SikBIEE %R L 7248,
EFRRAX VBRSO P2 EBORME T L7 2 o~ kBIE £ R L, BEEL MKN-280 8, {10
BMZOWT T 2RI > 70y T 4 2 7 %70, HEEIEREEBbs 50K Oy F 2B, BRED
BRBOVEHE £ HUR & L T humoral leukocyte adherence inhibition (H-LAI) SRERE1T3 &, SIS
BHEMESBERICERL, SRMEEERIGE L /-,

Key words gastric cancer, tumor antigen

E MEI B B EEERE (tumor-specific  anti- BIRIE SP 2 HUR & U ¢ B BEERE O MBS B (-
gen, TSA) OFEIZODLTERERGLH TR, (leukocyte adherence inhibition, LAI) 3B % 17\>,

ZOHAERRET S 7 — 8 b E7:4 <k, BT BEORMERD 2 V3 M I B RS R W
TId TSA % 3R & 72 1960 £ X Al 4 o0 5 BX A 72 T HBZERRLTWS, LHLENSDFELHFED
RVPDOD B, MFEWCHEIH»AITbh T &7 MERCHERII OB T AR Eho7, 2
MBS (DG BEUR, (208 LR PR, (Q8ERE TEEIIBERB S UEREFRE (enzyme-linked
BY——OLWTIUNIZET IHREMOLTLLE immunosorbent assay, ELISA) ##IE% & L TER
ugumm%mLf hE->Twa, BiEDE /7 BRALELNIVFEOM L 2 0B >L TR
o — RIS TJLJFM)TU%.U’\F}%* [LERATES AEIT- 1.
KB 3t %Mm FORT OIS EEERE )

URO (7 2RI L A2t 5, HURO T 14 HHELUDE
TuLwn, HEOREEREOTIHELEN (solubi- 1. # ¥}
lized protein, SP) Zxf3 2 BEME £ AL TH B KR USIRE U BtE, T3S, FWSREiF

BRR L ELR2FUROFEES RL, DOTIFIR WRIZAF L, ERRARS ©RBE, BESE, LS

Abbreviations: CEA, carcinoembryonic antigen; ELISA, enzyme-linked immunosorbent
assay ; HPLC, high performance liquid chromatography; H-LAI, humoral leukocyte
adherence inhibition ; LAI, leukocyte adherence inhibition ; NCA, nonspecific cross-reacting
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DEMEETER, RS, BREERBIcAT
Lz, BRESRI-Fhb 6 » AREOLDTH S,
BAEBE P RE B ERA L AR E T-30°Cit iR
FLi.

BRO AR MKN-28 (FrigA, SiRFIM
B L vEES) v iERME 10%00 RPMI-1640
TEELCEALL, Migids/ s— RV A7k
&L, 0.01M Y B EE RE K (phosphate-
buffered saline of pH 7.4, PBS) T 3 H¥kE®E, &l
wEE UCHEARE T-200CItREL .

1. AIB{LZEB (SP) o1EBY

FEREIA Y BifR%, Kurata, Okada 52022 J7 ik
KRS TTEHEASE 2 MM L, BEb, Bl
0.16 MEHY T4, 0.0ITM 7 VBT MY T 4,
0.001M & 3 — FERBSEWR ZIMA TV -V > 77V
YY—TKREYR—FEESL, RiZH—¥1, 2, 4,
S TR IR L, B¥E%E 10000 G 30 4@ 075,
®Wre 1l MEEAY L, 0.034M 7 VBT MY Y
L, 0.001M €./ 33— FEEE (EB%NZ T pH4.7
WHEIE) HEETRESY 74 XL, 10000 G 30 43507
2BEELUBTIEBRT. BREBCHNIEED
0.2%F A Fva—NEBF M) VAEEMEZTEHEEY
F—FEED, DT 4°CA8 OB 2T o 72,
10000 G 30 HwaElE L0k, LE2bT, WEIEZEV
FEEMEI 0.2%F A F L a—VEEF L ) T LAY RN
ZTHREYZ— M 2{ED 4°C48 BRI L 72, 2 EID
BEOLERELETCWNHEERORT £ Py ZMA—
20°CIZ 1B W, EUMEEELCLDED, &
EDOPBSicem L, 7 7a—A4B (Pharmacia
Fine Chemicals, Sweden) ®#% Z L1 &#H L, PBS
PEHEE LT AVREETY, BHHIRO ER 280 nm
BT AEEERHE L, BE pass FEOE—7 &
ESFOE—DOE— B8RO 6NEH, BREOE—7
HEEREDHTLELT 7 F a—TRAN, BETHEE
BehTTBELL. BEEX S 0T A« TolA
Fw } (Bio-Rad Laboratories, USA) 12 & % a%&#E
SEICEDHEIEL, ZDSEEUERAELES (SP)
LR BRUE10g (BE) H72h ONEITER 6~
SmgEHTH-7. COSEIZEMBEEB L X7V
7 YORENSVRY, UTOT7T VT I VRERE
7ot SPRLu 7 rrFa—TIANBERBIC
BHTTHEEL 0.IMELA Y VLEEL0.06M MY
ZEEEE, pH7.0 X R L CWETERY 5. FE

& T E#{k L 72 Blue Sepharose CL-6B (Pharma-
cia) #K 58 SGEPOBEALZTAXTTNAT I L
TLRSWETE28) £NZ, LEHE CERIEMEYE
T3, BH, WEE2HILIBL, YLVEROIER
Pk o EEREEE TSR L 7. i Centriflo CF
25 (Amicon, USA) % L T 800G T LEHET 5.
BAERTIZ0.1M ) v EREETR, pH 7.0 2IFML T
EL BT S DEL, BEEERT S L L HIIRK
BNC 2mg BE/ml OWER % ERT 5,

. EREHMEOER BRI

B 5510 SP % Freund 58 &7 ¥ 23> » TH
L, ZRZAEEHN00gDELE Y N DOEFBHHIC
1[E 650 pg BALA EESERES L2, 1~ 2 BRHE
TA~5EREHZ < VIRL, BEEHBRT~I0HEK
DB L D &MU, MEESEL CHERAKS
T—200CIRFEL 72, RBICIER E o SP T b s
EERIL 72, %8, 3L, WE, MEREO&FMmE
FRENAOSP £ 1E 1~5 mg&EH, 1~2:8HE
T4~5[E, EHLTFERL:,

PLMLEIE TR T 100 £l H72 D & b 20ml 20
Z, 37°C 1 BefEgER,, 0.1%ZE - by vz,
EE#R K A3 T 1 REREER L /2. 10000 G 30 4+
FLLTEEE LD, RPIME L LT LCICREFEL
7o, B SRPSBEICELC Z ORINFIIE 100 w1 12 B BRE
S 0EBD SP (2.7—8.5mg HH/ml) % 100~300
ul Nz, EERBROBRIERIT - BRI bIFR L
7z,

V. 3rH%

1. ELISA

96 RO E=—LEEZL — b+ (Coster, USA) D%
well IHFEHE % 50 ] 0002, 37°Ci2 T 1 B
B, 0.05% Tween-20 #& ¢ PBS (LLF PBS-T &
)T 3EMEMEL Tz, DV T 058 Y Y IMET VT3 >~
EH PBS & well H7:D 200 41Nz T 37°C 1 Rl &
Wiz B, PBS-T T 3 E¥EME L -, BRINPLmE % well
W2 50wl o0, 37°C 1 KiffE#ER, PBS-T T 3[E
LT, N—F F oS- CIEEELE Y b 1gG Y
FFHME (DAKO, Denmark) % 0.5% 7 v I1E7
W78 vE&F PBS T 1000 fFic MR, RIEDE il
EEINZ, 3TC1EMBVW LD % well H72D 50 ul
% %, TCLERHBWVLTH S PBS-T T 6 EBEHEL 2.
& 51T, Mcllvaine DY » 7 = ERIEEWE, pH 4.8
T 2 @Y L 72, Mcllvaine OfEEK 10ml, O-7 = =

antigen ; PBS, 0.01M phosphate-buffered saline of pH7.4; SDS-PAGE, sodium dodecyl
sulfate-polyacrylamide gel electrophoresis; SP, solubilized protein; TSA, tumor-specific

antigen.
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VY7 3r 10mg, 30%iBE(LKE 5 ul OBE(H
REHTEY) % well 720 100 4l 02, BE305%BIC
EIA-Reader Model 307 (Bio-Tek Instruments, Inc.,
USA) 2 & D R 490 nm OBEEEZREL 2. &8,
Lt b nonspecific cross-reacting antigen (NCA) #i
g (BEEAE L DEES), Hie s 707 3 U HmE
(MBL, %), #iit b carcinoembryonic antigen
(CEA) #im# (DAKO), #it b ai-antitrypsin B Of
Pi & b a-acidglycoprotein #i Il #& (LA b Behring-
werke AG., Hoechst, Germany) #% 1¥HiIE & L
7 ELISA O%B&I2id, 22 e 0.5% Y v ME7 L
73 v &FPBS-T TH500 EMIRL CHERL:. &
72 2RI 18— 7 £ 3 5 — GBI 7 + F 1gG
©Y SHMmE (Cappel, USA) D 0.5% ™7 L7 L
7IvHEEPBSIZL B 000 ERRKICAZOE
MEEMZ, 37T°CLEHEBV DR MER L.

2. Bk e~ 7574 — (high perform-
ance liquid chromatography, HPLC)

BEEAE IO bS5 S AFAELTRY S,
ETFTN302; RAAMI v IES 2— b, BTN 802,
UV 74 7 7% —, &7 111(LALE, Gilson, France) ;
LV a—%—, %7 1202(Linear Instruments Corpo-
ration, USA) 2#H L, TSK#—F 5 4 SW kUt
TSK gel G3000 SW # 54 (LAE, HpEE) 22
BL, 500l 1mg BAUT)DT7 L7 S »fE SP
ZHEF L7z, WE 0.5 ml/4, Refill 9, Compensation
5THEHL, 2ml FO4MLYL. By — v REE
280 nm, Range 0.2, Chart speed 15cm/BF CE8E L 72,

3. TAHu—RSNVEIIKE

Sea Kem® HE (FMC Corporation, Marine
colloids Div., USA) % 0.025 M R u F — V{EEHK,
pH8.6(4=0.025), T1%&EWEL, 8 X12cm DA
AR LCEZ 2mm DS NVEEEST, TOFLE
12 4 X40 mm D FFE M £ D < » HPLC O ¥ Hi 57

(Centriflo TH##E L THE 280 nm OB % —F I
L7zb D) =Mz, FIBEWEEERL T2.5mA/cm
OBFHEFBL T2, WKEFEIIRICKE S € 7oA
T2/ =N TN —BEBAAN3S5cmBHT 22T

(9 1.5 M) & Lo, WEMETH, EbHEED
PRl & BB~ B 5 mm R 2 4 cm Q@MY
N 10A, BB 6 REYID L, ZAZn 2/
BEIZ A, 500 u] OFESEAEIMZ THIIL, 4°Cic
IEBOTH S, E¥ES0 4l 220w T ELISA #7175
oo B, EESv— b ETRE MOE S EECKE
&8, oA EE-T, Hik b RMBHIME

(MBL) #i0z, ZWEROERZF-> T, #RARD
WENEDEHEL Lz,

4 . Sodium dodecyl] sulfate-polyacrylamide gel
electrophoresis (SDS-PAGE) £ VA ¥ > 7 oy
T4

SDS-PAGE i Laemmli®D FFikiz & - 72, B
P TNy T =R MATI00CI PEYE, =
A5 77 4 A7 BLIUKEIEER (SJ- 1060 MSD, Atto,
RE)2HW, 0% 7 LE2EMRL, 2.2mA/cm DEE
WTHITS S3kB 2T o e, A FED~—H— 1225 +
JUO—ALARDDFE—H—BH AV y g
), 7L OHMIZIE Bio-Rad Silver Stain® % {#F
L7z,

VxAY T avyT 4> 713 Burnette? D 5 1T
#1 7, $EME 213 Durapore filter (Milipore Corp.,
USA) %#RL, $EE 7v/cm OB T 3~ 5 B
177z, Bt PBS-T, D\WT PBS THAOBEEE, 3%
TYMETNTIEEPBSTIR 7oy A%
7w, RZI 274 ABCOENLEY » IgG F v b

(Vector Laboratories, Inc., USA) 1Z & 3 i
BFote, LRMUMEICE, EAEy P RHOE 100
ul®70 & M 20ml 22 TERD & 5 IcRIX
2{T-7bO@AED PBS-T 22 CERL, KiS
P IR 8 ~12 M & U7z, ¥z 3~ T PBS-
T 2 LI SO BREIRF v bDIERCHK o7,

5 . Humoral leukocyte adherence inhibition (H-
LAI) 3B

Sanner 5*DOHFEIC/NREEMATHEHALL.(1)0
BEgEA XD Lymphoprep® (Nyegaard & Co.,
Norway) AL TAMMREFHEL, 0.02% b Y 7>
> (Type I, Sigma Chemicals Co.,USA) #% RIEANZ
TER 4 HMREL, 199 it (BB &y 3E
Bed ik, MAEHKL.2X10/mlE Lk b D, (2)LAI
index BB D B IR B = B M o 3 I B & i i

(R ambt, ZIFRRELEL VHES) 22 hE
199 T T 1 RITHRL A b0, QBRED 2 Wi
Fifls@ o HPLC £ 74 o — R ERKENIC & 2 R4
& 199 B C—EBERHERLI- b0, %{ERIL,
FAAR—F TNV I AF v 7 RBRE (V7
Fa—7 M, ZHHEE) (12)N3)% 50 wl W 199 Rz
50l #NZ 72 H D&, (L2 199 5531 100 2] %02
TrbDrEEoR. SHBORBEMEMZ o5
IrCiz 30 sy &, TATAIHER (BEEHEBT)
HEALTHRTT 774 %— (Luzex 401, Nihon
Regulator Co., LTD.) iz & b BHinsk# AL /2.
BTEB Y KEIEL Y r— 1 WITAERELIE B &,
37°C60 S EE R, PBS FIZAFz LD Thv—2
FAETROETHE, DO THEESPBEEMIZLT
B3| R, A= F 2 b T TREE B Bk
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EHHIU 72, LAI index OEFE I3 Sanner 522 % L <,
index 10 L #2E5tE L L 72'®,

B #*®

1. HPLC

B D SP @ HPLC i & 3B o E R/
LOIEL ADWL ThH 5, BINEREHLILE 2
LT ELISA %175 &, KM 20~24 53 pass 5
HICEEOPREHVE—2 (BI#, PlLERSR) &
36~40 B —7 (LR, P2 LFEER) MBI,
Pl BRI CEATMBORICHE LD L b EA
TWwa, BAE D W THIEEBHMEI & 5 ELISA
2T &, RREVPIBEDLENEZDAT, P2IEIK
MLz, LyL, HERTAHBEREHMEC LD EE
DEESBESDL DT, UBOERIZIZRLBVEE
R TRINGUME «SCS (P73 v lrEEZTHE
B SP650ug 2EMEBCAEMELELEY ML
My, b rOBECRR) oaAEERALL. &8, P24
BERHF 7V 7 2 >, i CEA, HfiNCA, ¥l a-anti-
trypsin, £ a-acidglycoprotein &HiIL{E & i ELISA
TEERRIEERE ko,

EMNC X 5 BREHETCIR, BHROREL:Z 10g
DIED 46050 SP Iz HPLC @i B 3 P2 DOFF
EERDEH, BEIg UTORES, LVKRELT
HYBEHEOELLZLLIEICIE P2 28D 2 2 bt
H#ETho72,. ERFLEETIZ 2 gL D» S
B7-SPzonwTh P2 2@BoBadof, Ll, B

BRFERE B R MKN-28 T3 18 it 350 mg O Mg 5 D
SP T4 P2OTEEMSED SN, kE, ZOHBESP
% pH65 AT OB 3 5 & HPLC 5 D P2 A3
kU, B0 59K FFiE PLIcHIRL 72, ZhidEg
L AHESFOBREICLD LD LBREENS,

BRAEREBEOMBEREED 5 idHE» SFHRL
SP O HPLC £ B2 1% «SC5 H 3 W IiZMIEE B
#i2& % ELISA TP2 DR R s 2o/ (K1
B). BRIRB oW Ty P2k en®d, ERICKE
B, KA/, Kig, B, B, B Bicb P2 I3EE
Liadot, MEOBEEEEICOWTIE, KEE (F
BEZE) 12 P2 BEER T (®1 C), g, 8,
JHESE, TRBHIETIZ HPLC T 40 LA O ST E I
BTSN E— 7 FHB LA, BEE P2 ICHEY T
B —2ERbISnmote, 270, BEE (R
B) LB P2ERCERELISIBORED
INE— 7 HIHERL .

2. THO—RFVERIKE

HPLCAELEP2DH 2 H D, Pl Fizid 40~48 5
DE—7 DTN PLEBICRATOT, P EbEKE
490 nm OB DOE b DR P EELEROF IO
WT T AT RS NVBERKE RITV, SV ETTOHL,
ZDWEHEIIZ DOV T aSCh I & 5 ELISA 21T -7,
20 L3 KEBREBETE SLEBICHRLESEE -7
MED >Nt RAOKE, I, BT afl, RAH,
eI o fl, FRRIBIE an-Bfi, BRABE T L7 3
RITVEMEY — 2 ZR L7248, GHEBICdEEE R

Absorbance (490nm)
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Fig. 1. Protein elution profiles (O. D. 280nm) after high performance liquid chromatography
(HPLC) of the solubilized proteins of a gastric adenocarcinoma [A] , a normal gastric
mucosa [B] , and a colon carcinoma [C] , and enzyme-linked immunosorbent assay
(ELISA) results (O. D. 490nm) with an anti-gastric adenocarcinoma antiserum «SC5 (@
—®) and an anti-normal gastric mucosa antiserum (O-—O) against eluates. Instrument,
Gilson HPLC system ; Column, TSK gel G3000SW with guard column (Toyo-Soda);
Eluant, 0.1M phosphate buffer of pH7.0 ; Flow rate, 0.5ml/min.
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motz, i, KNEE RFEBR) 13 ofil, BEE B
R, FRE e, EER o el t—7 25
Uiz, I — 27 ma oz, —75, BE, fi
g, e (FEBR) (K2), FEHERER 7L
Erhrndalio—7 Lk bz gfiic/hai
E— 7 DFEERLE, 205 5FEHRBEIZDONT
i, aSCO R FRHABEOSP THBRINR L L DT
ELISA %175 & BIUDEMSHEEL 7228, BRED
LUOEERERBRELL. LAL, 20 & 5 R RINEERT
IR, RS, LB oL TBERRRESELN
o,

3. vxRFvTaviF4 v

FMc LV BLERE»SOSP LY TALT IV %
BEL, 20 ImgEHICDWT HPLC 217w, 20
P2 53HE % & W7 H u— AL VERKKENIOT, S
BMEYIDH L CEEL, 8% SDS-PAGE 21774 >
7z. Durapore filter BB %, «SCHIZ & 2 RE T
Wy T4 7 BITo e ER, 51K, 59K, 66K D/ N
2T 1z(H 3). EEROBY FIMBE, VS, il
FIEHIME LR L TR 7235 & 59K O3 Rk
donxhol, EIHBRE, BE, HLEHMEicD &
FREORIERIToE% oSCs THRET 3 LT
WHSIK D v R B L & ole, BEMEK
MEKN-28 Cid HPLC : 7 # u—A ¥ LV EKIKE i<
& - THIH L7 % SDS-PAGE o iF % &, BT
HOBEILLDLLTIEL ALK O/ F D&

o
IS
T

Absorbance (490nm)

] T 1 T l T T - T T

50 40 30 20 10 O -10-20-30
Migration Distance (mm)

Fig. 2. Analysis by agarose gel electrophoresis of
P2 fractions on HPLC from various carcinomas
using an anti- gastric adenocarcinoma antiserum
aSC5. The agarose gels, after electrophoresis,
were cut into 0.5-cm slices and then prepared for
ELISA. (®—e), gastric adenocarcinoma; (A
---A), pancreatic carcinoma; (0—0), breast
carcinoma; (O---0),lung carcinoma.

P S ¥

Fig..3 Western blot analysis of components of £,-
mobilities from a gastric adenocarcinoma (lane 1,
3, 4, 5) and a gastric adenocarcinoma cell line
(lane 2) using antisera and a Vectastain® ABC
kit. Lane 1 and 2, stained with an anti-gastric
adenocarcinoma antiserum «SC5; lane 3,
stained with an anti-pancreatic carcinoma anti-
serum ; lane 4, stained with an anti-breast
carcinoma antiserum ; lane 5, stained with an
anti-lung carcinoma antiserum.

[e]

LA index

.

0.5 1.0
Antigen conc. (ug protein/tube)

Fig. 4. Effect of concentration of eluates at the £.-
region on agarose gel electrophoresis of solubiliz-
ed proteins from a gastric adenocarcinoma (@)
and a lung carcinoma (O) on a humoral leuko-
cyte adherence inhibition test of sera from a
patient with gastric adenocarcinoma (——) and
from a control person (--+- ).
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silver stain THs I S 1L, G5B AET Oy 7 4 2 7
EITD &, Fooxs Foiffax e,

4. H-LAI

LAT index #3BER10> B B 88 3 1fn i B U R BB 2 1fn
HIZOOVT, BREOT7 ¥ o— 2 X VBRIKENZ L 3
LR DM 2 #H L T H-LAIRE 2 1T- 12

(B4). BEEHEH 550 ng & & /tube ML EOBE
1z LAI mdex EBE(E (index 10 BAE) ZRL 7225,
IR TR TR LI Ao & 3[R M 13 R4 8 %
gL fz, A ¥, LAlindex BETED SR E M LB R
FEHURIIZ 200 & T 2R L 72

% =

b MERSO TEMSEE T4 ¥ v a0 — VT
AL L 2B REOBOWHEOEET 2 Z by
SRR AFEEE IR B W THEL DBz DWW THR
FEALZERTIC & DR SN T E H2220~30 Fjgm - -
WTHBICEBYSZEO LD LHHEOEERERBRL T
3,

EEZFHAES 50 IS EMER2ERL T, BF
BOWELEHSEIZ DLW T HPLC O ¥ L@ % 1T
WV F D 36~40 A ERERBEICREEL 2V
WHE—7 (P2) 2RWIELE, Z0&I2RE—271F
L IERR AR CREEB @Ry sy, BRI
FED P2 3l 7 o — ABRIKEI T BIKEIEDIE
MDY —7 2R/TH, CHREZHBOE— 72, o
MEdh 2V IFE DIBBEICY — 7 2R3 2 L EXBHT
HbH, BREOKUOE—7 3% L TH
LAl #1795 &, BHRYEREME LB index 2R ¢

2, FiRREOFSFEICEEEER sk w, 7ho—

ABFWRE Y 2RI T ay T 4 v 2k D EEE
D BALD 4TI 1L 59K DHIH D FDIEEMN R S LTz
2, fOBIZIEZDORTFIEEEADL> TR, U
h@%%ﬂ%,%%%uuﬁﬁum%tfmam%ﬁ
FOGFET S L ~I0HERTE D, ZOHBERZFDO0M
25 BT HEEA O BmBEENF- L 3BT B
N, 7, ZoOPUEL»PL CEA Filni, Hi NCA fim
ERMIGE T, BALOWKENE %R 2 Lo 5 CEA,
NCA,a- 7= N 7054 e BEZZELWSHTH
3,

UL, REOEMEO TR RY 2o—FLrDi
EHRME2ERL CTESMEZLDTHH T, ZOHIE
SFNAECERBRRTIE TS, i, ¥OLD
G TFRE R B DR S ICT B 203 SR
/70— ATUEOIERSLEDOREC L B, B
PUEDH S IZe b e, FRAENTZE/  Z70—F0
PiEOERIIZ > KEie &t Cldn <, 208BNIIE

TR 25

WD SILT 0 S,

& B

N EIREO A EESE AT 4 Ry 20— VERIETH]
BELizDb, £ 770—R4 BASLTY LVIRGY
ToTESFE—2 (SP) #& D, BETET AT
YEBRELL DO ERETE L L T REFIME £ FR
L7, COfimEEERLL ELISA 2 ERELT
RIEEN A 2T > TATOREHRE 272,

1. BRYE (FMibrED) RUEBREEER (MKN-
28) ® SP Iz DWW T HPLC X L A ¥ Vil 21T, 1T
BBEESIM & «SC5 12 & ) ELISA #4175 & 36~40
FOBEHBICENEE -2 (P2) BEH oI, P2IRIE
BBz OMOMANERER® 6 » ARBROEBIZIZE
HHNLHolens, BT FFERE) PRIECO
TR/hER L DBRLNT,

2. THO—-ASVERKENIC L 2 L BIRED P2
SYEE RIKEIEEER L, EERARUVIRERKEO P2
BOBERIE T RTT VT S ~FIRENE, G
aEINED C—7 2R L, HilieE, BE I8, PR
WPE SIKENED /N — 7 2R L 72, FIEEAER
TR & D BIE & OFERENT,

3. SDS-PAGEB LUV xRS >»Tuwiqsv?
EIT5 &L BRIED S KEINL DA 5318 W2 1B MRIE BT
miE «SC5 7oy b &5 51K, 59K, 66K, DR
SFNBRDL sz, UL LihEE (e, BE,
) BHMEIC L > TR 9K OAF7ay b hn
oz,

4. BRYE RNOBHSEIZE REREMB I X
% H-LAI BRI B TBE index 2R L7z,

# F5d

MeRbCHD, #HEY, @Mz EE LEER
REDAFRAFEEE B, SHE R CICEHEE L
HBVE & 8o 1IN F B R, HRELEL, Rl
WA, 2 BREBIUHEFOHRCEIELEL
EFET, LBRABELMHEHIET L 2L ERKZEER
BRI, B BIREE, TR, SRR
N HEEE L BT,

X [

1) Itakura, K.: Studies on human cancer anti-
gens by gel diffusion method. Gann, 54, 93-104
(1963).

2) Il B BREOREENRN, Bllcs i) 3
BRHEOOE{LIZO>WT, TE£EEEE, 70, 354-364
(1964).

3) FHEBWL, BT, hFE— FREB, K #
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Abstract

Identification of the tumor-specific antigen as an entity will be a major problem in tumor
immunology. In studies concerning human gastric carcinoma, a number of antigens have been
detected, but antigens specific to or highly associated with tumors have not yet been found. The
insoluble fraction of gastric adenocarcinoma was solubilized by the aid of deoxycholate. Then
the solubilized protein (SP) was passed through a column of Sepharose 4B. The contaminated
serum albumin was removed with Blue Sepharose CL-6B by batch procedure. This fraction was
used to raise hyperimmune antisera in Guinea pigs. A potent antiserum aSC5 was selected. Then
aSC5 was absorbed extensively with human whole serum, The absorbed aSC5 was used throug-
hout the experiments for ELISA and immune blotting. The SPs from gastric adenocarcinomas
and a gastric adenocarcinoma cell line MKN-28 treated with Blue Sepharose CL-6B by batch
procedure were analyzed on HPLC and ELISA with aSC5, showing an active peak (P2) eluting
close at the albumin position’s tail. The SPs from normal adult organs, a fetal stomach, and a
fetal gut showed no P2 activity. Agarose gel electrophoresis showed that the P2 components
from gastric adenocarcinomas and MKN-28 have $,-mobilities while the components at the P2
region of normal adult and fetal organs have only albumin~8,-mobilities. Western blotting of
the f,-components from gastric adenocarcinomas and MKN-28 showed a putatively tumor-
specific 59K band. When examined by a H-LAI test using the eluate from the B,-region of a
gastric adenocarcinoma, positive responses of a serum from a patient with gastric adenocarcinoma

and negative responses of a control serum were observed.



