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2. Htk
1) [**IJHP o temk (Fig. 1)

Green Wood ol #E:zE~72. 50l 0.5M
Na-phosphate buffer, pH 7.5z Imci Na-
125T (Amersham IMS 30), Img HP, 30.] 0.1
% (W/V) chloramine T #JE:xHD 2 60%) K it
2. Foig, 0.24% (W/V) sodium met-
abisulfite 5041 #M2 RE#FEL, 51
5041 0.8%(W/V) KI, 0.5ml 5% BSA (SIG-



466 £ K

[ at room temperature in 0.05 M Na-phosphate buffer (PH 7.5) ]

in a clean tube

add 10 ul of 1 mCi Na-125T in 0.1 N NaOH
add 50 ul of 0.5 M Na-phosphate buffer (PH 7.5)

add 1 mg of HP in 50 ul of PBS (PH 7.4)

add 30 ul of 0.1 Z (W/V) chloramine T

shake for 60 sec

add 50 ul of 0.24 % (W/V) sodium metabisulfite

shake for 60 min
add 50 ul of 0.8 % (W/V) KI
shake for 60 sec

add 0.5 ml of 5 % BSA

affinity chromatography on Agarose-Aminocaproyl

Galactosamine (1.5 ml) washed with PBS

collect the radioactive peak eluted with 0.1 M D-GalNAc

in PBS

dialyze against PBS for 48 hrs at 4°C

Fig. 1. Preparation of '?*I-labelled HP.

MA, RIA grade) £imz 7-. ["**IJHP o
i3 Agarose-Aminocaproyl-D-Galactosami-
ne (P.L biochemicals inc.) affinity chroma-
tography #HWTh % -7, EHCHEE

7272 b1z Agarose-Aminocaproyl-D-Galact-
osamine # 3 4 (1.5ml) iz, PBS i2C

free » 1 #+HEHEe%, 0.1M D-

GalNAc ¢[**°*IJHP ##dH L7z, #F# HP o
watiEE o peak # PBS (o3 L CEFL 2214,
EiZ# ) HP % standard & L C phenol & T
EpgrER L C['IHP nEzREL 2.

[**°IHP #7132 100p] 325 L —25C THEH#F
REFL .

2) F#EmY > -8k [***IJHP binding assay

(Fig. 2)

b FRAgm ) > o sEk 5 8id Ficoll-Hypa-
que (Pharmacia Fine Chemicals) # @7
HERETBI k-7, FHELY »r8kE
4Cc ) 2t Hank £8 &8k, pH7.4
(HBSS) <1 m##&L, ki NH,Cl buffer
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[ -

EDTA, pH 7.4) T1 RI¥%#
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0.02% NaN, # &1+ HBSS
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D) v oBRiFER0.5ml s
[***IJHPO0.4pg #10 2, 25C
T904r-ik#, incubate L 7.
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HRE L, 2000rpm C155 flE
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&M % y-counter THlzE L
7z. 7 3 assay i duplicate
TiT» 72,
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dase ¥ Y > <5k T cell tse

1) > »<gk subpopulation (3 [***I]JHP bind-
ing assay (2R L 72 U iRk & F VTG 529
7} > »<¥k subpopulation EERRMEETEZ
7t - 72. ¥ 72 neuraminidase AE)) > FRD
—# % L, R J & tneuraminidase &
B/ >oogkoy T cell eERZ2BIEL 2.
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neuraminidase AE ) > - ER5E (1X10°)
o HP #4&  neuraminidase MLE 1) > » <3k
DT cell b & N kK2 T108EN T cell » 7z
DoHP#H&E+*HEL:.
T cell » HP #&& (ng/1X10° T cells)
_ >opamo HP #4% (ng/ 1 X10°lymphocytes)

)o@ T cell (%)

S ES

1) RKigm) > -<xkon T cell ez (Fig. 3)
Ky ) > <5k Teell Hem=idf@® A (81.9
+8.1%, M=2SD) * BMEEFERBAE (80.3%
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heparinized peripheral blood (15 ml)

add equal volume of Tris buffered HBSS (PH 7.4)

lymphocytes isolation on a Ficoll-Hypaque gradient

(400 XG for 30 min)
wash with Tris buffered HBSS
hemolysis with NH,Cl buffer

wash with Tris buffered HBSS (X3)

resuspend (4 X 105/ml) in Tris buffered HBSS

incubate with neuraminidase (0.05 U/ml of suspension)

at 37°C for 45 min

wash with Tris buffered HBSS (X2)

resuspend (2 X10%/ml) in Tris buffered HBSS containing

0.2 % BSA and 0.02 % NaN3 (PH 7.4)

0.5 ml of the lymphocyte suspension (1 X108)

add 0.4 pg of 1251-labelled HP

incubate at 25°C for 90 min

transfer 0.4 ml of the assay mixture into 2 ml of Tris

buffered HBSS
centrifuge at 2000 rpm for 15 min at 4°C

count the pellet radioactivity

Fig. 2. Assay methods of '**I-labelled HP binding to neura-
minidase treated peripheral lymphocytes.
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Fig. 3. Ratio of peripheral T cells to total
lymphocytes in malignancies, benign
liver diseases and normal subjects. N;
number, (M£SD)

6.3%) LOMICHEEII o7,
EL R B TR EE AL L
Wt AR TERH Y, 73.4%
11.6% LETHOERERL I2HH
BOEITI LTz,
2) kg > sEkn HP 542
(Fig. 4) )
kg ) > - <sko [PIJHP #
S B HE A TI253.918.2ng/1
x 10°lymphocytes(M = SD) ¢ &
S, RENKBBBIIBEAL
L HP 4 Bn@m ER I
& 5 A 54,7+12.8ng/1x10°
lymphocytes *f&#& A & DRI
HFEOE I -2, BEEER
ETIEIRHRABOBVEMN» %,
S5 62.1113.7ng/1X10%lymp-
hocytes * g A, RIEEFREESR
Ficiw L HP A& & Em %
RLEYEEDE I L. &
BRUEFRBEE % HELE L2
HIFRICTT TRHABEREI L
A%, BFEEZSSES0.116.4ng/1X10°
lymphocytes, €44 % 57.8 =
15.3ng/1 X 10°lymphocytes & 1&
BRI BCERERLIZPEE
NER LD -T2 FLEREBERELIFELX
DN BEIEE I S50 TRETL 7245, FFE60.7
+14.3ng/ 1 X10¢lymphncytes, Z Nt EM
JE# 63.6+13.6ng/ 1 X10°lymphocytes & #
37z,
3) %4 T cell » HP ¥&%& (Fig. 5)
M5, Tk~ d, HKigmTcell » HP
HABYREELRETL. BE ADTHI371.2
+8.4ng/1 x10° T cells (M£SD) ©H - 7-.
BUEFERBRE TR —TaEEZ R TENGH -
72578.9%+19.4ng/ 1 X10° T cells & ## Al
HLAEOEI G -1, BEEEEE T,
99.0+32.6ng/1 x10° T cells & &fE%2~L,
#E A (P<0.01), RUEFRESRSE (P<0.05)
COBICEENELRED. BEREEREL
g & F DO BEEEE ST ComE TlE,
#101.8+£38.1ng/ 1 X10°Tcells, ZnfhnE
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Fig. 4. **I-labelled HP binding to neuramini-
dase treated peripheral lymphocytes in
malignancies, benign liver diseases and
normal subjects. N; number, (M +SD)
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Fig. 5. '*sI-labelled HP binding to nearamini-
dase treated peripheral T cells in mal-
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Fig. 6. Changes of '**I-labelled HP binding to
neuraminidase treated peripheral T
cells in 6 malignant patients.

MERESE96.3127.8ng/ 1 X10° T cells & H&EN
Bk o7z, SLICRMEFER L FEEE L
BN RIC 2T TRETL 724, FFEEZELETS.5+
18.9ng/1 X10° T cells, M4 479.1+20.9
ng/1 Xx10° T cells ¢ FENEIZ Lh 572,
4) HP #£4 B ikrkayzEit (Fig. 6)

HILBEBE LB, TN BESIEERE 2
Flngt 6 Bl & g kil T cell » HP #&4
BOBRNEILZAERET L. 66l b§
BHICHEmMERLZL DL 3H, BERT LR
L7zboh 26, BD o1 FlZEHMICZmEL
BET%2RLA. L Enind #40 » A OEBERARK
BT ARABNEICIR—EDNER L2 D L
Nihr -7z,
5) HP ¥4 8 & & 751

BEEfass HPE4MEB LY 6 » ALL
TEFLLBELE r AR E L 2B Ics
¥, K#§m T cell » HP #£A4 B+ R 722,
6 AU LEFEL 2BoRMM T cell =
(76.417.7%, M=SD), F#gm T cell #
(1010 420/mm?3, M£SD) izkl, 6 » BLL
WICFEC L 728 Tl: T cell e (69.3+11.4
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Fig. 7. Correlation between '?*I-labelled HP
binding to neuraminidase treated peri-
pheral T cells and T cell percentage
in malignancies.

%), T cell # (660+370/mm?®) L WE & bz
ETHEmExRLZ. La L&KM T cell » HP
HAEEIZ6 y AU EEEL 728 (95.8130.8ng
/1X10° T cells, M£SD) & 6 » ALLAIZFE
T L 728 (100.9+38.1ng/ 1 x10° T cells) &
DRI EEEZRI ko7,

6) HP #aE rk#m T cell =, FRigm

T cell # * »#8Rg (Fig. 7)

EHEEBE LRI, K0T cell » HP
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FiEm T cell # & DREIc LHEBIE L -7z B
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# X
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¥R 7% surface marker n—o &z Lk
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B2 SEoRE T ERBM T cell Ry &
TLTw. LA L Tcell ®mon HP 12349
% receptor FEIZL LA LERBL T, 2o
Z LM REREENEND T cell iR
BICEEL TV o WHEERZREL T35, 2
HP receptor %* T cell #eRBNENH 2 5E
DERER D receptor & L THE)WTv B TTHE
HERETIE, EESORRIEBRBECLY
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BEAEREMHESREE CRBERERES,
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Helix pomatia A hemagglutinin binding activity to peripheral
T-lymphocytes in malignant digestive tract diseases
Part 2: Clinical studies
Takashi YASUHARA
The First Department of Internal Medicine, Okayama University Medical School

(Director: Prof. H. Nagashima)

Helix pomatia A hemagglutinin (HP) binding activity, a surface marker of peripheral T
cells, to neuraminidase-treated peripheral T cells was studied in patients with digestive tract
cancer or benign liver disease and in normal subjects. The HP binding activity (ng/10° T cells)
to T cell subpopulations in peripheral lymphocytes was calculated as:

Amount of bound HP to total peripheral lymphocytes (ng/10° cells)

Ratio of T cells to totall) peripheralylyll;phoycyte(s (E%/,) X 100. The caleulated HP
binding activity to T cells was significantly higher in digestive tract cancer patients than in
benign liver disease patients (p <0.05) and normal subjects (p<0.01). These results suggest that
either the subsets of peripheral T cells with high HP binding activity may be significantly in-
creased or HP receptors of all peripheral T cells may be increased to the same degree in dige-
stive tract cancer patients. This activity may be a useful index of cellular immunity in digest-
ive tract cancer patients, although it seems to have no relevance to the progression of cancer.




