Purification and Characterization of a
Tumor-Specific Surface Antigen in Murine Ascites
Hepatoma AH7974
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WK AH 7974 O RREHTEOREL L FEkIz o\ T

SIS AR ARAEATE (4T © A [ BR)
(HEFI614E12H13H 1)

7y MRS AHT974 SO TESNE 2 7 4 % > 10 — LERE T LDEBLL, BohiABR{E
Bl (SP)SETELEY b RELTHEY 2 O—FASTME R ER U, 1 B 2R A T 5 Y
EROZ, 70 PNiLEE, NI SR B s, ELISA 2 & - T AH7974 RS HREEREOSE %
%bt.AHmM@SPﬁ@meﬁﬁWW7mvb7974—m;a15%ﬁﬁwaﬁﬁaﬁﬁﬁﬁ&é
tm;:@ﬁﬁﬁ?ﬁn~zfw%ﬁ%%?&ﬁ@ﬁ%ﬁbﬁDSﬁu77Uw?iP?»%ﬁ&ﬁ?ﬁ

958,000 D57t ER L, FEMEEET (EGF) RIS T 2825 - 12,
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M RHUR (tumor specific antigen, TSA) @
BFgRIE, CETERANC & 2 Bh 12 o e ket
&L TRVZ &7 tumor specific rejection antigen
(TSRA)IZERE 592, Dtg, ZD % > wbiE% & g
B R & 12 BB O RIS, B L > BHR%
BELCHRERS NS X510 h o, BBOBRN, &
LW « HRIZIE TSA OLELSBHERF - 2 3 005
TH3, LhL, TSADEEE DT EFNERTRT 3
T— 2B v, ¥ PRENZENSE ST,
BVDIE, TSA ZBELTHFLRADH L0 EEE
FLRLTHETE 2 EORMBSICLH2THE S,

FEHOBTOHETIHE MED TSA 5k 7>
OEERNL SN, FOEHRBE % 2 HBEORE - 4
BESTHON D D5 50399, B (L2508) 120w
TOWRIBEZITOR TR, 2 THEBZ YA F
VT2 TVRERBRED T v AT M
Be L GRAR, BBAROBHKEEDEBL ST
BABRZD LS HMNCEBEOMELE 22 Th
5. BARIEOS S & Qg E Tl e T n
AHT7974 %32V, fihod fE KIS % g & LT, TSA &
BONEFREOREE L 2 DRI DV T OHE#1T-
AN

WEE I UHR

I.#® #

NEKATHE AHT974 MESDH 3 X 1058 % 4 T8 Ak
ImiCEEL, T~8BEDF> Y 2w v b DNk
PICHERE L 7o, BEREM% 7 ~10 HEH OB A 258U, 4
& SRR T 3 EERL, BROMEE S Es
UCHERBEE T-200C TR Lz, 28, Sl &
SHREBOBERTA D & 5 W EBRKTIF £ T2, 308K
BEZVav5y bR L 2. BoKITREgRask
W RTELRGIER, £ MEssn, HEsR
WA DTHS, BIEREEMO 0, ERFy
VavZy bOSBBRS L UTE 15 0 Halk Ols+
EERAL 7,

II. AB{LEE (solubilized proteins, SP) o) #Ef

RN % B, Kurata 57, Okada 5%, B9 0
FECTE> TSP 2EM L 2, BEMIRLE 7 7 o > &
EYF 4V —IZLD 0. 16M LAY 7 L, 0.017M
JXCBF MDY L, 0.001M £/ 3 — FEEEE T
KB TIERES F— | 2DK( H, 10,000xg 30 433.Lx
T5, MEAEE LR TRES A — bz, BLT 5,
DWT, IMEMLAV YA, 0.034 M JIUERFNY

Abbreviations: ABC, avidin-biotin-peroxidase complex ; BSA, bovine serum albumin ;
DSS, disuccinimidyl suberate ; EGF, epidermal growth factor; ELISA, enzyme-linked
immunosorbent assay ; HPLC, high performance liquid chromatography ; LCM], living cell
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w4, 0.00lM &/ 3— FEEEH (REETpH4.7
CRIE) THEEREYA— ML, BLTEREE
QA< DET. S ICH S HEAED 0.2%7 4 %
va— AT MY U AREMZ, 4°C T48 R
%, ELT 5. ECEHERBRORELMNL, 2EO
R ShE TH 10 EEROKT £ b > Tz, -
20°C Iz 175 <. £UIREED CNEOEFAKIC
r# L, £7 70—2X 4B (Pharmacia Fine Chemi-
cals, Uppsala, Sweden) O7% 7 HZARIL, R K
F 1) vEREEE L AEK (phosphate-buffered
saline pH 7.4, PBS) THHT 5, HRERICHEITS
N —7 GEIE) 13T, BATHEAT #—-&E&
AFe—7hED 5, 4°C TOREC L > TEHICHR
L, Lowry 520K TR EORES Y b (Bio-
Rad Laboratories, Richmond, U.S.A.) & & % Taki
SERRAVL, vy y o7 v EEECLTEEREY
HIEL, —20°C WRFT 5. ZONE% ‘SPEEER,
SHEOEAITECEREE» > b SP 2FR L2,
BEOBETHBEIORER P F— b 2A—-¥1, 2,
4, SHTIERBEAIWBL DL, »FORALE
bz,

SP It RMEER LT VT 2 Y ORESDP Y
%40 T, #7110 mg BE O SP # ¥ % Blue Sepharose
CL-6B® (Pharmacia) ®# 7 4 (1.5X10cm) &
L7 ATy 2BREL, £ O%MFIE Pharmacia
DR, JOFEELE SPbsy LHEE.
AH7974 TIIBEK 5 g OMIILES 579 50 mg EH
O SP»ESN, SPbs & LTH 20 mgEENF N
TWwa3,

. KUY 2 a—F kot

AH7974 ® SP0.5ml Gmg EH) #FEDEEY
o4y 7 Yasxy b THRALL, FER00g DTNV
£y FOBERBETHECHFER L. 7, 14, 21, 35
AECEEOES2EML, 42 BB 0RMET-
7o, & 5 g NE T Db —20°C IARTE
L, sEiEmiEho < DR LR 2. R[N 3RO Y
oy P RAEL, RLBEMO 1HAMELES, 2K
BRICER L7z,

2OLREEEGE S, B AHTI74 FULE 1ml H7: 0
B, &, B AH108, AH127 D% SP 10 mg BEA®MZ,
=R 1 BEmER, 4°C T 1 REEERS ¥, BLL
Ha Iml B L TERLL.

EIEENERIC BT O & 5 RBIEST - o, EEE,

w R, N, D, BATFO 25% (W/VIEMAEART
Ua— bR ImlZmE4ml 22 TH—BREY
#— %5 D, Ternynck >~ T, ¥ =N
FALFE Fizk D pH 5 TRBMb L7z, B F(L - I8
Waery ) LT IVIZEBT Oy Fy S EET
<5, P AH7974 HLIME 1 ml 12 ., € 1 iEHEE
4°C 1 EOERBEEE 1T - o, Bl L% & D EERD
WIVERIE % & 512 2 BT -7z, A8, MR
LRI E X 52 B EA L, RRRINUnE
100 ] (MR TEHE 100 w] 2 A0 %, 37°C 1 KER ORI
T 72

Enzyme-linked immunosorbent assay (ELISA)
B X UaEs R, 1 AHTI74 HllniE 20 ul H7:
b, [ 12ml, FFREY2—1 15ml, B, %, i)
REVA—F&4ml, BEFFES A—F10ml &M
2, BB 1EEKRE>VLT4°C 1HEEEEL 7. 10,000
G304E L LT EWEE L D, 0.2MEREH®T
pH5.0 #Z &M, 4°C 1EFHRERL 7. 10,000 G 20
AL EEERET TSy A /3R LTk
e b, PBS10mlicenl, PBSIHL T1#4°C
TEFL oo EEE—FICHEL, BElF Y74
% 0.05% 2Nz 4°ClREL L BINAREY 2 -1
BZDBELTRT25B% (W/V) TH2.

V. ¥FHFE

1. & VNILEGE

FAA B, B8 1.5~2.0mm DT A
O—2ABEE3Imm, ME 4 mm 07 = LEH,
HiE3 SP 3 mg BH/ml, BILFILE R HRE I M
BL7. BERET4°Cel s LEMBRL, 48,
EE S kit 7 ¥ o— A HE (FMC Corpora-
tion, Marine Colloids Inc., Rockland, USA) 7
%, SP % 20 mA T 2 BSEskEls, TP &
Ris&s 7.

2. SUEENEE

Living cell membrane immunofluorescence
(LCMI) #% RStk ©FT - 72, ME/kiike % PBS T 3 [k
WL, #72.5x10@% & & 50 ] WWRINBLIME (PBS
kB 6 FERSIR) 100 11 2 I0A, 0°C T 1HRIIS S
w7, PBS T 3 @ik, e Ty b 1gG 7 ¥
i (MBL Co. Ltd., &dERE) o 3 fFHHE 100 ul
204 0°C30 FEm %, WKk )Y »-PBST
#f AL, Olympus %hH55¢8EM e BH-RFL-B THER
L7z, #d, BErHiEoEE% 0 ~4°Cfk2 &9

membrane immunofluorescence ; PAGE, polyacrylamide gel electrophoresis ; PBS, phos-
phate-buffered saline ; SDS, sodium dodecyl sulfate ; SP, solubilized proteins ; TSA, tumor
specific antigen; TSRA, tumor specific rejection antigen.
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ZHEL.
3. ELISA

96D =—L#lE 7L —1+ (Costar,
Cambridge, U.S.A)) #F, BESROMROHE - 72,
FURMBHE Y VB0 50 £7203 100 11 & L, BIR
P& g o 500 (SRR EE 7,

4. BEWE 7o~ + 75 74— (High per-
formance liquid chromatography, HPLC)

R 7EEFN302, /AP ) w72 EY a— NI
EFTN802, T4 T 75 —i3EFT NI (BUE, Gilson,
France), L 2—%"—i2i3%& 71 1202 (Linea Instru-
ments Corporation, US.A.) R L7, TSK #—
K474 SWHBIUTSK gel® G3000 SW (KL L,
REEEE, BN £{TE L, SPbs # 300 1 (600 ug &
BUT) 28 L7, 0.05M Y @K pH 7.8 %
Hv, PWE 1.0ml/43THEHL Iml JOo8WL7:. &
Ho8g — v 3R 280nm, V> ¥ 0.05, Fv—F A
E— N 30 cm/BFCRIER L 7. BB 100 gl DWW T
ELISA %#17o7:,

5. SefEThRER

Brown!* M A&z & o7z, AH7974 © HPLCiZ & %
FE RT3 18 500 gl (15 g EEH) 12 12INa 50 ul
(500 £iCi, Amersham International plc,
Buckinghamshire, England) & 0.25%27 o5& T
W10l 2MIZTEER 20WB &, 0.25% 0 HHRE S
MY Y ALl 0.5%BSA-PBS435ul %Mz Tk
7774V 7 AG25 AT A (PD-10, Pharmacia) %
BL, HREFROFEBVRESEE SBEL 2. Z05E
100 1 i2BRANHL AHTI74 1gG (R B D 500 {5125
fR)400 wl ZMZ T 4°CI0 BB E, DERHELEY
b 1gG ¥ ¥¥i#E (Cappel Laboratories, U.S.A.)
160 ] 22T A°CBBVI, BLWERED,
100 p1 D ELREFIFEE W & Protein  A-Sepharose
beads (pharmacia) @ 50% (W/V) & 50 xl %
INZT4°CI0HBLL, BLEER LD, +o5ikE
2T, SDSBY 727 U7 2 RSN BREKE
(SDS-polyacrylamide gel electrophoresis, SDS-
PAGE)# X VA 7t T8/ —ANTEFE FIZiTv, 47— b
IOKTST 4 —%EMHL .

6. SDS-PAGE, #—F 2 V%7 5 74—,
Western blotting

SDS-PBGE i& Laemmli'"D HFEW X -7, Bz
ANAT LY =N EELY Y IVEERENZ,
100°C 5 3 mehtg, T =R 5 7F 4 X 7 BRkE %
Tofe, SBESNVZ BRI 772 UNLT I RALE
L, 2.2mA/cm OEEBRT 75 3kBI 21T> 7%, F b
7u— RO TRY-I-BEH (FV =y LB

B, ®F) 2EEHCKEILL. REZZaY—FbH
%\ >3 Silver stain® (Bio-Rad) #{#f L 7.

BB Y LT E M L, intensifying screens (X-
Omatic Regular, Eastman Kodak Co., New York,
US.A) & Kodak XAR-2 7 4 L A%, —70°C T
3~5HEDEHEIT- 7.

Western blotting i3 Burnette'? D Ak - 72, 48
E [ 12 1 Durapore filter ® (Milipore Corp.,
Bedford, U.S.A) % Fi\vy, Hefs 2RIV AH7974 Him
% % A © & avidin-biotin-peroxidase complex
(ABC) ¥ETITo729,

7. V—vEBEKikE (Zone electrophoresis)

7Aa—A HE (FMC) %>, AH7974 ® SPhs
100ug BHZBD Z L < kB, $IH L, HH,
ELISA 21T 7=,

8. voFrFNnzam ST T74—

voFrsyneFy b1 (E-Y Laboratories Inc.,
San Mateo, US.A)#ERAL, &% 74 (1.5X1.5¢cm)
W AHT7974 © SP 1ml (7100 g BH) ®2ARL .
0.01M PBS pH7.4 71k 0.15 M 31k F Y 7 A
0.02M bV R-BREEIR pH 7.4, 10 ml THEHE, |
BERCZLZNOHEE 0.05~0.2M 2N £ 72 % 10
ml THH L, BHEE 1ml 28R L, HREES
ELISA THIEL 7=,

9. B EHER

AH7974 O HPLC ¥ #1 5 E % ELISA B 7 v — b
DEY = M2 50 ul (100 ug FTA) X, 37°C 1HFH
Bz 2% SE¥ERL, 10 ug/ml OBEFEEE 50 xl
ZINZ, 37°C 2RMB W THEEL, ELISA 2{To7k.
Aul-BReEmEiz() ) 7y (Type III, Sigma
Chemical Co., St. Louis, US.A.), 0.05M bt U 235
B pH 7.5, 70+ —¥E (BHHLE, =
), 0.05M bV ASERIEEE pH 7.5, QT ¥
(1 : 10,000 Bacto, Difco Laboratories, Detroit, U.
SA), 0.2MERELD Y ¥ LA BEKpH 1.9, 4)
7+ A7 4 Vs8—¥D (Type lI,Sigma), 0.05M
M B E ®pH 7.4, (5 Snake venom
(Agkistrodon halys, BHEBISRFEAL D EHES),
0.05M Y > EIEEFER pH 7.4, 6)/ 1573 =5 —+
(Type V, Sigma), 0.1M 7 = V-V »EREEER
pH5.3, TH %. MBIZ0.05MVY > BIERHEE
pH 7.4 ZINA Tz,

10. | F#RRaREA 7 (Epidermal growth factor,
EGF) Z&4mENE

AH7974 D SPYE# 100 ¢l 5mgEH) & & b
EGF (BABEE, KBR) 1 ug DTEET 723 THET, 12
I-EGF 10 g1 (0.5 £Ci, Amersham) %0, 24°C30



74 14

AEE, BbY s FVEEREM T 100°C 540
# T SDS-PAGE %17\, Hefh i@t —+ 72
ATST7 4 —%{Tol. AHBEEERTEHEEICH,

PBS Tt L - MiarkE (1.5%10° @) 2 Dv> TRlER
2 L.EGF #1102z, 37°C60 538w TH» 5 PBS T3 H
e L, 10410 0.1M disuccinimidyl suberate
(DSS)-¥ AFAYNT +F¥ FIEINZ T 37°C 30 5>

BE, MBoAEERBCTo ..

B #

1. #IL i

AH7974 8 X CSHBEREID SP & BRI AHT974 1
Mg = TREc S VAT EBEE T (A D L,
AH7974 @ SP i IEREEBCMOBEAFED Z i
HELZW 1 HEESE T (M), Ly LEBCIHE
RN B R HRL, BREEBROAEZED
3 EORHmE RS2 IS 5 RINEGEMETT 5
DEIRE NS, kB, EEFRLERREESK
BT S EIED T — 2 Liso THE L.

1I. LCMI

RN AH7974 Bz X 2 LCMI T, $XTD
AH7974 $BERY Y > SIREREEE L (B2 ,2
). TV Y RYEEEERE 3TC I 2 tE LI
SNy FRRERIL (M2,b). 1EMEzMz
DEMSLVI—F Y E¥—va rPRTFER (M2,
o) AT THIRASR eIz, Z ORI H B o Tk,
RO AH13 ("2 ,d), AH4le, AH44 (E2 ,e)
AH66, AH127, AH130 (12 ,f) @ F~_TRMETH-
fz. PLE ORI ST+ 72855817 AHL3 MREH
BHREEFRT I Lo b o0, ZOHEEHMmE
% AH13 Ml CE sl T % L &5« AHI3 Mz
R L, AHTO4MlEORERES ko7, &
B, ¥ AHI3 8 X U5 AH127 JUE i3 EFRIRE,
AHTITA il 2 & e o Tz,

. ELISA

AH7974 8 & USTEE @ AN AL EHER O
SPbs iz 2T @ ELISA T & 3 ¥ & — Rz % &
32T, AHT7974 @ SPbs X B DI D TR
& (490 nm) OWVIZEY ERLIOWHL, DB
KFEREEEBOFNRIELACEATEHRBET
BHote. 72T, LBOVIFAIERX ELISA TT5 2 &
E L, Sy ABC Bt b ELISA RN 21T -
fo B AHT974 SIS 2 EA L7z,

IV. R

AH7974 @ SPbs iz 2T HPLC %217\, K4 D&
Highig 2187, 36 SEOWHKEE £ v, BEHPLCK
BFBE, FUYIOEVWY »—TRE—C -7

Bent, ZOE—713SDS-PAGE 217> THRER
gl oy —FREEPILE—NFETL,
Western blotting %Fv>, WU AH7974 HLlLE (K
MO 500 fEHF) £ L kFAKE L L TABCRAZTT
3y, EESHIE Y R BEREERLT.

V. FURO{LZaER

AH7974 @ HPLC 2 & 3 i3l % 1 T 7 NV
L, WAL AHT974 fLlniEic & 3 Btk 1T - T
#%E, SDSSPAGE LA —+5 947774 —TH
F858,000 B8Kd) o/ F@Eo s (B5,
A)., HuziE IR ERT Sy PR L2207,

AH7974 D SPhs # 7 A0 —AF NI L BV~ VB
Kk pdF, S L TR L, ELISA 2172
TEEE, M6 D& d%/y—vEBl, f-RkEIERIC
BLEWHEREY— 78RO nD, ThRREER
WEIORE I b —&T 5.

VO FUFENCEBT 74T 47 av M T
74—, B v+ ATV EDREEE
"L, AFlaD=r/ET /vy RIckDIEREL
(6 ,A), UEA-1 ¥ i id#&e 3 (K6 ,B),DAB,
WGA, RCAIDEA NI B EHBERIZLOREERE
Tipoiz,

BRFEOBREMEER 2T (A5 L, BEODE
BERCIOHEBESMMETLL Y 7Tl
989, 27y &7 uF—CHE TR 60%DIEMHE
genBohi, BEE, 7+ A7+ V—¥D, /472
= - CHMETIHEEETREI > 2 o7,

HE D Western blotting T4 U7 58 Kd /N> F
i, ko k3 BRI AH7974 FuiE i< & % ABC

Fig.1. Examples of immunodiffusion patterns of
absorbed antiserum to the solubilized protein
(SP) fraction of ascites hepatoma AH7974 cells
(anti-AH7974 antiserum) in the center well agaist
SP fractions from various control materials in
the peripheral wells. 1, AH7974; 2, AHI108; 3,
kidney ; 4, spleen; 5, liver; 6, AH127.
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ROTHMEICHEE 50, EEEE EGFER (10 ug/
mDZ3TC3 DA v Fa—bLThoHRBmTE L,
[l S FORENHEES NI, 42 2) VEHE (10
ug/ml) WA F 2N~ b LTH DL S RREEE
BEISAhot, TOZLIEK /Ny FiZ EGF

EEERD B LE2BRT 20T, UTOERET-
72, AH7974 0 SP % "SL.EGF & A > % a~— b L1z
#, SDS-PAGE & A —+ 5974757 4 — %171,
FERIE, 64 Kd DEOBEMENY FOAERED (”
8 ,A). KiBF DM EGF OFA T T ¥I-EGF %

Fig.2. Living cell membrane immunofluorescence with absorbed anti-AH7974 antiserum. A,
AH7974 cells, uniform staining (smooth ring); B, AH7974 cells, patchy pattern; C, AH7974 cells,
capping and internalization ; D, AH13 cells, negative ; E, AH44 cells, negative; F, AH130 cells,
negative.
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Fig.3. Dose-response curves of SP fractions from
AH7974 and control materials obtained by
enzyme-linked immunosorbent assay (ELISA)
with absorbed anti-AH7974 antiserum. 1,
AHT7974; 2, liver; 3, AHI13; 4, kidney; 5,
AH127; 6, spleen ; 7, testis, 8, thymus.

1 1 | I
30 40
Minutes
Fig.4. Protein elution profiles (O. D. 280 nm)after
high performance liquid chromatography with a
TSK gel G3000 SW column of the SP fraction of
AHT7974 cells.

RIE2EBE T Iy FRIFLASCHBRLZYL
(X 8 .B). HiE & '1.EGF L ORI, ZEH & E/
K THHERIBIFLAEES R, 64KdD/N Y F i
58 Kd OFESF & EGF (6 Kd) »fFEHEEEE
Lz rickdeEzonsds, 58Kd OFUESTH
LB T L D KE RS TFOMRIC & > TEUTTEE
MRS, 72T, AH7974 O &M% SI-EGF &K
Eaw. ZOBE, RIHBICEEHIEERL T 64Kd
DAY FOREEB LR RHEL (B8 ,0).

# =

5w F OREAITE AHT974 O RNEEESE» S 1E
B 7- SP SYE I3, ERSE L Bbh s HlEETR
OFET B M, KY 7u—FAbilEeERL R
ERHAEBETRENS, ZORELwHh® 5 TSRA
EOBRIZTEHT S 30, OBAKTHECED Sk
Vs b, LS BT B B RMEERTURIC K
T3 ThAS. HEE - EkEBEERL, SFEEH

C 58,000, IVAFNNAELOEEE,»S TS

J— AR T — A EERIC L OESTFERBEL T
PEELEEzONS, Ll, BERSMEERLET
FEEENES bS5, HFEBFRERIURD
ERHMNCHBETHDD, ECERENI L, &
DK DEEN I EGF BRRAEFENH B I L TH
3. BLEGF (SFEH6KD Ay Fax—bT2
RN LESEEIL T 64K DHFEECE. B

A B

58K=

Fig.5. Autoradiograph of an SDS-gel (10%) of
immunoprecipitates from the 125] |abelled SP
fraction of AH7974 cells. A, the '*I-labelled SP
fraction -+ absorbed anti-AH7974 antiserum; B,
molecular weight standards.
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HDFFEK 170 Kd O EGF ZAKIDIEE L [
BRiZ, SDS-PAGE TEGF #4ML 5m s, kS
BICLPEEFEALEITS LI, T0 X4 58Kd
D EGF ZEGEAN L VBT 2 WO SHEEY T
HBEAREMENEETER DT, LM L 3 125
L.EGF #&EBRZITV, R0 64 Kd DAFOHET
52 xFAWdIz, TSA & EGF ZEKRER £, —3
RSN ATEEEIC DV T 2 RRSCE IR T
mes, Bolf, BEOMMES 2t - BHIIE I 68 Kd,
Vo4 L L ARERSZ 58 Kd D TSA OEFE £, ki
BOTFhic b EGFRAEMHLEE Y v BB 5
SILERBHTVD CRER). LVLINSNELITA
W, ERF SN T 2 B RMED % EGF 2245k
ERBNT, X 0{ES TR R Y EGF 28 s
N X UBYIER L T A AlREM S E E R D,
NS RBUREEAECHET AERIREVTHS
I, ZOLD R FOMBNEECRE TSR O
DEQEELFETHS .
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Fig. 6. Affinity chromatography of the SP
fraction of AH7974 cells on lectin-gels. A, Con
A-sepharose ; B, UEA-I-sepharose.
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Fig. 7. Analysis by zone elctrophoresis in agarose
gel of the SP fraction from AH7974 cells. The
gel was cut off at intervals of 5mm, and the
antigenic activity of the extract from each slice
was assayed by ELISA with absorbed anti-
AH7974 antiserum.

A B C

64 K=

Fig.8. SDS-polyacrylamide gel electrophoresis
and autoradiography of the SP fraction of
AH7974 cells incubated with *.EGF in the
absence (A) or presence (B) of excess unlabelled
EGF. Column C represents the analysis of living
AH7974 cells that were affinity-labelled with 25]-
EGF and treated with crosslinker.
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= o

v b JEAKFERE AHT974 SRR, & TE S E % fH
L, FAFyva—ABMELBIC XD EELLL
solubilized proteins (SP) 2&&ERE LTH) 70—
FOLHIME R fERL 7z, FmE 2R, BHLRIRE
MAteDs, 7 LRI, RERLE, ELISA 2L
Wk R HIEA e RO BR AT o7,

1. #VAZEIESIET AHTIT4 SP iR itE
RO ERF BT, ERFIE R HERT AHTI74 M
oM REORE L R /b8, RO
i xERRERED sk o7z, ELISATY
AHT974SP (7 A7 3 VRER) SECREELED
Tehs, WERAES - MfaDZ NIEEETRLU .

2. AH7974 BELFUE % SP 48 » & 7 ViEE
@ HPLC o X h #8472, FEBLSEE SDS-PAGE ®
S IGE TR TS D, 5 F & 58,000 DE—RITO
HBrEEFRLL.

3. BRI B kEIEERL, avAFNUYAL
BEEMOHLBEEBRTH LY, K7 o—Fhids
e+ A YIEIEE R EARMC D o 7,

4. FUEZ: EGF 25WEENH >/, WLEGF &
HARS2EL, 64Kd OAFRE UK, AHTITE DE
k% vz SLEGF O SEBTH 64 Kd DT
DERHPBD BT,

i B

B0, FEEE L AR R R A G, AR
R R BV - MHEBERZCO» S B LET. &,
Atk 2 ST & o o EX AB, R BtE
WL SR TR T,

X [
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Abstract

The insoluble extract of rat ascites hepatoma AH7974 cells was solubilized by the aid of
deoxycholate and the solubilized proteins (SP) were used to raise polyclonal antisera in guinea
pigs. A selected antiserum, after suitable absorptions, was proved to detect a surface antigen
specific to AH7974 by immunodiffusion, living cell membrane immunofluorecence and enzyme-
linked immunosorbent assay. A tumor-specific glycoprotein antigen was purified from the SP of
AH7974 by high performance liquid chromatography. The antigen was shown to have Bo-
mobilities in zone electrophoresis in agarose gel and an apparent mol.wt. of 58,000 D in SDS-
polyacrylamide gel electrophoresis, and was able to bind specifically epidermal growth factor.



