A Modified Humoral Leukocyte Adherence
Inhibition(H-LAI) Assay and Its Evaluation in
Renal Cell Carcinoma
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BHliaiEE 123517 %5 humoral leukocyte adherence
inhibition (H-LAI) assay & % oBapH
BEEICHT 3%

BRRFEEIIMRBEEHEE (SF | AGBDRIE)
A o b4
(HBFN604E11H 8 H2ff)

EifafE (RCC) HRM 2 MBERNBIEORIIE Bie, HHEERGs & EHERMETR 2
HL, Zh%EEHRE T2 microplate %12 £ 2 humoral leukocyte adherence inhibition assay (L4
T H-LAl assay & &) OEEREVE MR MR L, BHEETEAE L DS L - TEdSEE 74 % o
2 —VESECAVE(LL, affinity chromatography 12 & D7 L7 3 S 4L L T HURSE R R L,
TRy MCHUMLE £ FBL 72, EE% E MOEIZ & D+ BRIDE 1T - 2 S # & v, Sephacryl S-200
DT VIGRIZ B 2 FURBEMEEREL, 2TEK 60,000 DE— 27 2187, DuvT, FE— 2 HE 3R
JR& LT H-LAl assay %% L 7z microplate ¥ 0 EHie 4 2 5 L, THE MRS, 5 X 10%cells/ml, &
BWTURSTERE, 50 ug BE/ml, EBEHRMIBBE, 0.25% &S5 BREEL. ZhbDRBIETT
BRI REAE S 50 Bl % &0 126 it L T, H-LAI assay #MifFL 7-. #EI2, adherence index (AD) 1z
Lo TRL . BHERME 50 Bl 817 2 BHRIE, 22/50 41 (44%) T, HWHEIEH R &, stage I,
9/1581 (609%) : 11, 5/9%1 (56%) ; I, 3/124 (25%) ; IV, 5 /14 (36%) THH, low stage
B (stage I, ID WEHWERIZSH D, ALIZBWTY low stage BEiL, high stage B (stage III, IV) »
ORICHERE (p<0.01) 2R L 7. Fifitk 3 7 ALMORIN Tk, M8 LAIBMTS D, MERBFRIKR
BRED SN2 572 0B, WFRLRETH - 7208, MRICERER LD 6 fICIE, 2 Bkt %,
ABlXBEME %R L 72, BLEE D, microplate %2 & 2 H-LAI assay i3, BHfBomEENgKrtE, &5
Ra—FEeEz 5ht-,

Key words humoral leukocyte adherence inhibition assay, microplate, renal
cell carcinoma, tumor-associated antigen

BEHE (RCC) iwxd 2BIcBL T, k5%
LRI AN TE ST, & 7o EHEE I
THORZHELENZ L &0, REONBEEERED B2
BEELLOTTHAI 2 LidH%E AV OHTER
ThHa, CT A%+ » 0BT RL L OEHGBHOLER
1%, BEHIIZEOREF ISR OICEBL Tvw s, L
WL R O R 2B ICEET 2. ZOEME
D, BHIRRE O M E AR IEE c EmE
BEZESOTHB, S2TOL I ABEMICER
LRERR RIS Y —— R s hTuh
L. RIE, SEFNBIEO—D L 8N 2 EMmER{TE

FE1E3U8% (leukocyte adherence inhibition assay, Ll
T LAl assay &Bg) O BHIIE I 3517 2 R, BEY
RE>TRESN T3, Zhid Grosser 520 %
HIZHEL T tube LA assay 12X 3 4 DT, BEQR
FHMERELEE LTV, ZhicL T, Sanner
5NE, BEME % M ¥ 2 humoral leukocyte
adherence inhibition assay (LT H-LAI assay & %)
&, 2, 3OMOMBEEHZEET>Twoa,

BB oL TiREATHLRY, 2208,
MIRRREAEAR & 0 MERERE M DB O HUE 2 L TRER
PR & L, H-LAI#%%&%% L7 microplate 50 &1

Abbreviations : NHS, normal human serum ; PBS, phosphate buffered saline ; RCC, renal
cell carcinoma ; RPMI 1640, Rosewell Park Memorial Institute Tissue Culture Medium 1640.
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RUERRER, TOBEKWERAEERFELLOT, 2
DREERET 3.
MRE L UHE

I.% ®

&, EHFHCEHHEE TR S50
(stage I, 15,11, 9 ;I 121V, 14), BLU*%
OXTEEEE U CEHIRRE S O W R ESFEMER 19
B (FiszhesE, 8 ; BEBGLE, 4 EAEE, 3 BE
B 1 BEE 1 REE 1 SEHEERE 1),
WERHESRRERES 19 B (REFHEH, 7 1 ATIBRIERE,
5 ; BTIZRRE, 4 BIBAK, 2 BEE, 1), BE
BRA 38 BlD&EH 126 HITH 2. BHIkE OIS EIR
Robuson 549D Z LIcfE -7z,

. fiFEOES

FF B o HHEE £, EENS L EEREL
BT, ERTEEL, EFES, FeEBsIUV
BRHA R TEL R FBRELLRICENRZR—40CT
FRERE L, EEINEREERCRBEL,
Okada 5 DAENH->T, TEMEASEEHHL
fo. TORBHFE, SHEEEO 0.2% 74 Fva—w
B2 bV AW (sodium desoxycholate, AT DOC
L) EMATHREY 4 XL, 4°CIZT 48 (R
#%, 10,000 g T 30 D ERLL T EEE/. WE
EHEC0.2%DOC T 48 B, 4°CTHREL, 2 BOH
HEEEEDET, 2R W0 EEREOHT £V 2
ZTC—2CT—HRBEL, £U B2 ERRELTE
B, INEOFEFAE» LT, 3,000 g T 10 2L
L7, #0O Ei#%% Sepharose 4B (Pharmacia Fine
Chemicals, Sweden) D% Z A (1.5X40cm) WKEAW
L, 0.1MPBS (pH7.4) THHL, 0.D.280nm i
LB ESFOE—2 (“pfr 27 LFER) 2HE®H, BE
BT EEERICED 0meg BH/ml A& ICEBEL
7z, 2T, Blue Sepharose CL-6B (Pharmacia) @
A5 AEFERLT, BIAT I UERT7, T2
bbb, gD FNVEREXTEEEY 7 L TRL,
0.1MKCI-0.01M + Y REM /Ny 77—, pHT7.0T
Y5k, 15mg BAOMERARL TRy 7 7—T
YEHL, 0.D.280nm D ¥ —7 28D, Zih% PBS
TENE, BEEBRE 1.0-2.5mg WBMEL T—40CT
BELE, 2B, BEHEER Lowry BN X o7, Z
DB CORFINE L BHREER 10g (BF) Hiz
h2—-5mg T, ZHIFHMHEBRERD0.02—0.05%
WYL, 7, FUEB L) ELEETEESS X
UEIR L D B EEEE BF, M, M) wounTh,
R AE LD, “pfr 27 E{EBIL, EHEBEIE
LLTHERALT,

. HoFEOERS & UIRER

4 EOBMIEERL D, EROFEC L VERL
1B RAE LAY, BEHN00gDENLEY M
Lz ZRREL . FURSE 0.5 ml (BEE 0.5
1.25 mg) X% E D Freund’s complete adjuvant 21
2 THALL, HFEHAy PR SEES L2, 1EME
T4 BlSER, BRAEFELY LBEBCLERICE
ML, 4B 72MEE —40°CTHREL . & M
% #& & L 7z BrCN-activated Sepharose 4B
(Parmacia) D # 7 A2, Boh i FiME AL, 0.1
MEREF M) 7AW/ THEHL, 0.D.280 nm O E—
7EEDTCTOMBREICETERELL, EMOELD
WERIGHS, enzyme-linked immunosorbent assay

(BT ELISA :B8) TN 2RT £ T, BIRFEE2R
LI, BT > T =7 b 33%BIRNC & 0 1gG 44@
258U, PBS TEMk, EHELL.

IV. ELISA

96 well microplate (Nunk Immunoplate I-96F,
Denmark) #{#BEL, 0.05M EREE /Sy 7 7 —, pH
9.6 THEYBE AR L 2HEER 100 xl % well iz
AR, 4°CT—HRIEE S ¥ 7. PBS-Tween #(0.05%
Tween 20, 0.15M NaCl, 0.01 MPBS) T 3 E[¥¥%
L 7%, 150 ul @ blocking buffer (2 %V ¥ IMET IV
73 &% PBS) A4, 37°CT 2HFRBEL 1.
PBS-Tween # T 3 El¥E¥E, RILINE D IgG /HE
£0.5%7 vIMETNT S v % & AT PBS-Tween i
T 500 Iz FER L, 20 100 1 & well 2 AR, 37C
T2HERME L. 3EESE, -4 F VS —¥F
BWIELE Y b IgG RRYUMTE (Cappel Lab. USA)
% PBS-Tween T 2,000 fFicHRL, 2D 100 pl &
well i AN 37°CT 2 FEfER, 6EPEIFL K. o-
TrzVyYT7 I rEMAT I BHERTHER,2.5
M H,SO,, 100 xl #f0%2 3 Z Lic kW RiG® 1D, &
5 492 nm DO WIEEE % Microplate Reader CMR 600
(Dynateck, USA) & THEIZEL 7=,

V. @FBAE

Sepharose 4B # X Uf Blue Sepharose i & 0 #%
R x N HE (BEE 2.5 mg/ml) 10 ml % Amicon
YM 30 filter ickh 4 ml iCi8#E L, Z4L% Sephacryl
S-200 (Parmacia) ®# 5 A& (4 X86cm) WAL,
PBS M L LT/ LR EIT, BHED 0. D.
280 nm DEITE &, TRFUMIE % A\ 7c ELISA K £ 5
PROIEHRIE 21T > 2.

VI. Humoral LAI (H-LAI) i

BB & D~/ %Y o AIRAIN, #7 20 m] % ERERE,
BERBEICBL, 37CT 1 RMEI#EL T, 8l
HoBECashl- EEEHM L. Ih%200gT
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5 3REL L, RECE %S % %0 RPMI 1640 (14
FTAF47LETE)25mlA, Ry MZkhk
ik, U200 g T5 SREEOG L 2 I L TES
Aaml ZAN, 0HEE~y P TROBBRL CRI
BREBELE, 6mlD AT 4 T ARIN%T5 SRE
DU, HEELEMERCHL THEO X F 4 7 A%
252 L&D, 4 — 6 X108cells/ml OHIFTIZ N 5
EBL 7z, THIKEED 0.02% Y 7y (Type I,
Sigma, USA) 2Nz, FiBICT 45 ARHRERIC X
DEMBREREEALB L 2%, 74 7 AT2ERSE
L, MAEH 5 X10°%cells/ml IZFRBE L 72, 4E1Z Sepha-
cryl S-200 2 TERAER L 2 ESE % PBS T
50 ug & F/ml &2 & R L, microplate (No.3034,
Falcon Plastics Co., USA) W~ 7 Y o b8
266G EESHERA VL well 72D —FTOELE L D
WT, 5 X10°cells/ml R L -EMmBkE —H, X5
2, AT 4 VAT 0. T5% W HER L 7 BHREES 5 2
WIS BROMmMBEY > SRk —EiNZ, 37°COA >
Fa~N—F —HIZ 5 %COBET T 90 SFRIREEEL 7o,
TOBR7V - EFRT 045, MREMAEE 2 TICL
THEL, FIEMEEsERsSRLI2T, Z0%
FERPI AL — b EBL, EFRW-< b & 10 B

HaeT, FIBEHROBREET>7, 2L TTL—
b & 1009% A %/ — VT 10 SHEEE L, ¥ AT 20
SEREH, 25— LTI SMEBEELE ET, —
MR IC TR ¥, BB % Automatic Particle
Counter, CP 2000 system (Shiraimatsu, Japan) i &
DEFRIL 72, BRI —BEIZD % 6 —10 well 2
L, ZOWIEES o THEMREKE L, 27, B
ToOH & D adherence index (LT Al LBR) %R,
EMIRESR LR LR L, 2 5w Bk
TEAEG)IC 35 V7 5 BRPRARE & DR 2 RETL 72,

Adherence index (Al) =
(Mean No. cells in wells with antigen—Mean No.
cells in wells without antigen)/Mean No. cells in
wells without antigen

VI #EEHEIREE

ZHO Al OBEEEMEIZ, Studen’s t-test 2k D
Tote.

B it

1. ELISA o Ri#%
RITLITE O 4 Bl BHETR 8 £ UEEERS
Rzt 9 % dose-response curve D—fl 2 1 2 5
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Fig.1. Dose response curves of antiserum to renal cell carcinomas (RCC 1-4) or several
normal tissue extracts by enzyme-linked immunosorbent assay (ELISA). The tissue
extracts from various sources were bound to the wells of a microplate and an antiserum
was added. The amounts of reacted antiserum was measured by peroxidase-conjugated
anti-guinea pig IgG and o-phenylenediamine, and monitored at 492 nm.
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Fig. 2. Sephacryl S-200 chromatographic profile of the antigenic material from renal cell

carcinoma.
indicated by arrows.
fraction volume, 3.6 ml;
nm.

¥. EEt FMEE X 0 RINE T o R RIRGUL
i, EEE, B, O, Bos 0fmEARINLTY,
E A LRERIGERS LD 27205, EEFEIC L
i, EerrAERREERLE, Lal, 4610
EERERATHICRT 2L RERECESR S,
L b Gt L CBBERTHEnE» o .
BAFE—HI—TTFOFv) T v—yvarank
Sephacryl S-200 D Z 212 & D ERSHRERTURFEID
ZUEEEITO LM 2 0 & 3 REHIRSES N,
ESBEOERBEY —EL Lk, BINFULECLY
FEEESHIELREZS, 0.D.280nmDE—7 &
—B L CHEEMD € — 27 b3 shtz, FEREOEN
AFEILHI 60,000 LETE S LT,

II. H-LAI assay O p##

r OEEFEAE % B, microplate RT3
H-LAI assay ¥ Hi{T¥ % 1256305, HEOEHKA2
HemicT 5 ENT, TROTFERREITo .

1. EEEMBREORE

B BRI &, FhE R 2.6X10°% 5 X105,

1 %10, 1.5X10°%ells/ml & LC, well B0 OFHE
SRR U7 (K0 3), well H7: D 500 LA EICZ
BE, SS=F 4 I NH T Y — T & ERRIERED
BEESEHLE R LD, 5 x 105cells/ml #ZEETD

The column was calibrated with proteins of known molecular weight as
sample, 25 mg protein of RCC extract; flow rate, 18 ml/hr;
@ —@  optical density at 280 nm; O—O, optical density at 492
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Fig. 3. Determination of optimal cell concentra-
tions in a well for H-LAI assay. Various con-
centrations of leukocytes were added to micro-
plate wells. After incubation, the adherent cells
were stained and counted.

yElas L L7, i microplate LAI assay &
817 2 Goldrosen 57 D#HE L —F T 2 HilAKTH-
7.

2. BERFEEOWRE

MRS 12.5, 25, 50, 75, 100 ug B E/ml Ot
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BB L T, BHRRES L BERA, TheEni
#lomiE £ Fyvy, H-LAl assay #1772, B4 2R
e, BlEES O ALIZTURBE 50 yug/ml £ T
i3, BEOEMICH > TR LIH, ZhllboBE
T, EFRITLTHo. Thiextl, BERAT
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Fig. 4. Effect of antigen concentrations on H-LAI
response. Mean values = SD were given for
each group. ©, 3 sera from healthy donors; @,
3 sera from RCC patients.
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13 100 pg/ml & Tid, FUREOEIMCBERL < 13124
BOThHo7, UEd ) AEBOHESEEBE % 50
pg/ml & L7=,

3. BRI BE

BIRIMIE % A 74 7 L THERL, well N TORIKE
BEx 0.05-0.75% & U, BAIMEAN L @ERA, 2
NEN 3FID —ACCIRFIE I DWW T

Adherence rate (%) =

Mean No. cells in wells with antigen
Mean No. cells in wells without antigen

X100

BERUAIZHELZ, H5ICRT J L MERED
L&z f#£v> adherence rate BIIFEOERIT b b
RETL, M AL SIMEEE 0.25% £ TRIET
TREAMNR SNz, LaL, 0.25-0.75%D#EE T
i, BEALERRD SNAH DT, KERTIHE,
MFRE LRI FFHRNMERILRS 2 EEL
T, WARMFERE % well NEHBET0.25% & L7,

4. PV Ty

Sanner ¥ D& L, EHEE EMER% 0.02%
) 7¥ > (Type I, Sigma, USA) TEBIZT 45
DRREIERIL 2%, A7 4 v A T2HE%EEL, 5 X
10°cells/mUICFREE L 72, + U 7y VLB EITh it d o
JeBMER e DRI, well iKY 2 BERICED L LT
&R TR, BHKE 3B, EERASHlexL T,

0
x
o -0.1}
hel
£
L]
g -0.2}
-]
£
L
£
b
< -0.3¢
0.4 b . . .
0.1 0.25 0.5 0.75

Serum concentrations (%)

Fig.5. Effect of serum concentrations on leukocyte adherence rate (A) and adherence index
(B). Mean values = SD were given for each group. (A): O, 6 samples from RCC
patients or healthy donors without antigen; A, 3 sera from healthy donors with antigen ;
®, 3 sera from RCC patients with antigen ; (B)A, 3 sera from healthy donors ; @, 3 sera

from RCC patients.
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kU 7y Lo H-LAIL assay T 5 B8 £ RE
L E6 Rt ZeL, P 7y AEBETDE»
rEmERERWSEE, BHIRER  RERICE
pEH s, Alid2T—0.1 LRTHoT. —H,
B UMY > FricounT, Y Iy REET o
BIEREHRw e I3, WEETIE Al RE{LERS
ot BEHBEEIATTRhE—0.2 PUTET
L.

]
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Fig. 6. Effect of mild trypsinization on H-LAI
response. A, untreated leukocytes; B, trypsin
treated leukocytes; O, healthy donors; @, RCC
patients.

Table 1. Summary of results

5. H-LAI assay D R&AE

= 1 CEHREOSRE, BLUNRRO Al R
T, EEEERH O AL, —0.06£0.05 (Meant
SD), %7 BB, WREBEMEHEIETE, £y
12 —0.07+0.06 TH-7. BLEDHERLI Y, Mean—
ISDUT k2 —0. 2 T2BELHELR. BT
g0 Al 2ER LU, BllREOBERE, 22/50
B (44%) T, HESERC RS &, stage I, 9/15
B1(60%) ; 11, 5/9#1(56%) ; I, 3/12%1(25%) :
IV, 5/14%1(36%) ThHotz. —H, RBRIZBEWT
13 76 Bleh 1 e O A EMR R RO 2. RiZ, B8 F
#ie® follow-up study B} 5 Al DB E 2RT. WM
Bz LAIBBETH D, MiBERENED o idro
72 104 (stage I, 6 ; 11, 1 I, 3) B34
%37 AUBOBRE TR, WFhbBETH2 7, —
7, fiECERER 2D 6 FITIE, 2805 %E,
By 4l ERLz. i, Ihe OESIOME
1 BECORETE, TRTEETH- 7.

% £

1972 %€, Halliday ©®i3, hemocytometer %R L
TRAEEB YL & 2 HE 7 A AMROTERER
B (LAI assay) OBEREMEEWMELL. BKOTENE
BETEREOE v tube LAI  assay?*% microplate
LAl assay@#»BER s h, % 0FAMEI»BWBEE
BEORPE OB BLTREEINT RS, LAIOD
BEBEL T, $EB8THLRAND R 20,
Halliday*®, Holt 5, effector cell ix T cell T
Hb, PR L ORIC LY lymphokine HE
ah, FhXEMRONEEZELT AL PHRELT
w3, —7, Marti 5, Russo &%, BEEHR TR
FER N7z Beell & D423 & v/ PUEE IgG Fik, £
12 monocyte @ Fe receptor iZ{i1% L 72 REE TIEHT

Sk o RIS
1 . Healthy donors 38 0 ~0.06£0.05
I1. Benign diseases 19 0 —0.07%0.06
i, Other malignancies 19 1 ~(.07+0.06
V. Renal cell carcinoma 50 22
Stage 1 15 9 —0.24£0.14
Stage 11 9 5 —0.22+0.13
Stage I 12 3 ~0.11+0.18
Stage N 14 5 —0.13£0.18
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Fig.7. Adherence index of H-LAI assay in RCC patients and controls. Mean value + SD
for each group was shown in Table 1.
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Fig.8. Follow-up study of 16 nephrectomy patients by H-LAI assay. The sera from
patients before and more than 3 months after operation were provided for H-LAI assay.
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BErRE#EITIEICED, BIRAERLEREH
HMZIzrLTWwa LWFhic® &, 2N o0 LAl assay
BN . L CIEEEY S 51 i IBERE OIS
MERDOSEESLEEL L TW3, 2k L T Gold-
rosen 5'"%, serum-arming LAI test £ LT, 25%
WEOBEME L ER P BMERE 37°CT 30 £RE
BT kic kY ERAMBRGEETR 278 LS,
microplate i £ % LAl assay BWE[fET®H 5 Z & &R
Liz. DWW, Sanner 5%, Kotlar 5%, bV 7¥
vMERLLERE PEMKREEOHEREE LT,
hemocytometer % fv>7z LAl assay 2 & 2BBED
MEH¥S TR Z L 2HRE L. ZOFERE
D, g, Bz OLTIZENFN83%, B%DE
BUENE S N, 630D LAl assay & I T, BEMY,
BHRIZBOTEL R I LR &N, ZOBFIE,
BEMFETOFEE gGHRUE L bV Py LEs
NEEMBRBEAE L EBRRE E ORGICL 5 £ &
nTw39®, LiL, hemocytometer i, #fELD
FHFIREEMED A T tube assay ® microplate assay
WHARTE SO, EHZ H-LA] assay KA %
fMZ 72 microplate B DHENL % BRI KB % 1T -7z,
Zh F T Wilms' tumor®, HiifE™, BEMENR &I
DLTENZNOERCEE W MET 2 FUROHHS
WESNTH Y, EHZ LAl assay DERMEFD 3
BT, FEREOFER & D BHIREDHUR 538 %
L, H-LAI assay DEERPURE L L7z, KEORRMIC
DOLTHREL TH 2 &, NREET6 B, BEER 16
(1.3%) LIZIRHRTNEHERTHoN. ThETH
MBI D WD LAI assay B89 23EIZIT LA
£, b hREEYSEREDO PBSEY A~ %
IR & L7z tube assay (2 & % 30 BIOMET 2REL T
VAT ER Y, ZOBMERIL 87X%, —F, BB
NHEEEAIFIP 3B (T%) THo. HRMIHETHN
i, FNPOEERORIGOR Z 2 EEERAE LY,
BR:LUBEBESEITIbOLEZ NG, —F,
BRI ODWTRS &, EEORE T, 50 Fl 22
B, (44%) THY, RPSERNCR B &, stage I,
60% ; 11,56%,111,25% ; IV, 36% Td - /2. low stage
B¢ (stage I, II) #%high stage & (stage III, IV)
KHARTEVBMERL2RL, S5 WEEMTALIZD
WTHETL TH 5 L HEZE (p<0.01, Student’s t-test
) BB SN B, 2N 5 Goldrosen 5!, Lopez
52N L —B L ERTH %, Thomson* »EW)
EERE TV THEIL T\ 5 Z & {, highstage BT
FUEB TR BRI M EEERR I X D IHBES N2 H
R, MAC 53R PR SEE L BRIz D it Es
EBFT3hDEEZOND,

EHIRERE 16 Bl 0 FM# D follow-up study X B\
7, LABCTEBROFEL IEBRIC2FEE 25
L7z Z e, BENRFOFESETIAEORL 55013
HWEETRBTLHDTHD, ZhidGrosser HINEF
3 k312, FMEESEOEBTIRSIA I HEREL,
FAROBERRELLBREELOND, S5 IRER
EEIEIT 2 £ XN 5 2 NF YV — LOME L AL H
BA4-THEVELWIHEYD, MIRETLmh
IgG vV~ bid, Z20EEKK 7 -10B2E T2 L Wwig
w2y EETZLERDH B S, 37 AUBORN T, B
FHEIBEDO -7 10FF Ty LAIBYO: T
Holohs, BHRERE 6 IR, 4E08HETHESR
Lizb Db 2fTho—RE LT, WERT
Bz, BRSO DREOHERERD TV LasEL
5N %, Lopez 5@ DAMBD tube LAI assay 2 &3
follow-up study & & #Li, BHHEEE, H20niEEhick
Lo T, 14/15F, 93%= LAl B E2Eo72—H4, B
ENTH SN L b6 T, BT - I2ERIR,
5/34 %, 15% Y, 2035 44, EREBERNT
HoltbkLTwnd, EHEORFTIE, BEMCBLT
LAI &34 9°L & cancer free #RERL L OEER L
noleds, TORELTIE, BRCETLI-T, B3
WRFNERHERICC LTHFHMLETLERS S &
Zzoh3,

22D H-LAI assay 1T & 2485 T, FfEHmkz
R 2HE3RD LAI assay KHANBEOSRTE S &
3720, FENEMEEOR 7Y —=v 7 cHRE:
YOI EMWREBEANS, 227, EETEEL LU CHHE
BMEERGWE Z i, REOEREL L VS ATHE
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Abstract

A soluble fraction which was prepared by extracting the insoluble part of renal cell carcinoma
(RCC) with desoxycholate and then partially purified with an affinity column to remove albumin,
was provided for producing antisera in guinea pigs. Antisera were then extensively absorbed with
normal human serum. A fraction which specially reacted with the antisera was eluted at 60,000
daltons from Sephacryl S-200 column and was utilized for a humoral leukocyte adherence
inhibition assay (H-LAI assay). An optimal assay condition was determined by modifying the
microplate method. The H-LAI assay was then applied to 126 sera including 50 patients with
renal cell carcinoma, 19 patients with other malignancies, 19 patients with benign diseases and 38
healthy donors. Positive responses were detected in 22/50 (44%) with renal cell carcinoma: stage
I, 9/15 (60%); 1, 5/9 (56%); I, 3/12 (25%); IV, 5/14 (36%). A higher positive rate was observed
in low stage groups (stages I&II) than in high stage groups (stages II&IV) with a statistical signifi-
cance of p<0.01 in adherence index. A false-positive response was observed in one of the 19
patients with other malignancies. Samples from the 19 patients with benign diseases as well as
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the 38 healthy donors were negative. In a follow-up study of 16 RCC patients who showed
positive LAI responses before operation, 10 patients who were diagnosed as tumor free after
three months or more of operation turned to negative, and two of 6 patients who had recurrence
and/or metastases, exhibited positive LAI responses. These results suggest that this modified
H-LAI assay is a useful strategy to detect a specific antitumor immunity in sera from patients
with renal cell carcinoma.



