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Binding of acid mucepolysaccharides of
stichopus japanicus to washed human

plsteiets'

HU Jun-Bin, SHEN Di (Institute of Hemato-
logy, Tongji Medicel University,Hankou 430022,
China)

ABSTRACT Ths binding of acid mucopoly-
saccharides of Stichopus japonicus Selenka(Sjamp)
to washed human plateiets was studied using
[*H)Sijamp., The Dbinding was rapid, reversible
and with a saturable tendency. The Dbinding
reached to equilibrium at about 0 min, and
50% of [YH]Sjamp bound to the platelats at
equilibtium within the first minute. When ex-
cess unlabeled Sjamp was added to the [*HJ
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Sjamp binding =suspension, [3H1Sjamp dissociated
from the platelets rapidly and rather completely.
Scatchard analysis revealed a class of binding
sites with K¢=2.3+0.7 pg/ml and B,,; =4,5+
1.2 18/ 107 platelets. Separate experiments showed
that the monocional antibody (McAb)y §Z~-21, a
McAb to platzlet membrane glycoprotein (GP}
II1,, weakened the binding, while McAb SZ-32
and SZ-22 (to GP I, and GP II, respectively}
were ineffective. We also observed that heparin
inhibited [*H]Sjamp binding to the platelets.
These results indicated that the binding sites on
platelets might be the Sjamp receptors. We con-
cluds that receptor-Sjamp binding is 'an impor-
tant process in platelet aggregation induced by
Sjamp.

KEY WORDS Stichopus japonicus, mucopoly-
saccharides; binding sites; blood plateiets; radio-
ligand assay; monocloral antibodies; heparin
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MW HmaFiE B H SR (CHISlamp) i3 Bt 4%
FIA MRS T8, S ShmpEE&T M 4
b BEEH TAM N (1) 1 min gEERE,
10 min X BEH (2 HEIEANE,  (3) Scat-
chard 433 B b & &AM Ke=2,3+SD 0,7 ng/mlcn =
4), Bpuxr=4.5+1.2p8/10° gL 413 ¢4 McAb SZ-
21 GP IIL) BB Sjamp MBS &, EHSHERTT
FAapdl, ASGAAMANR ERTE Siamp ZiE,

RMW HE; MEE SRS, MG DUE
CoEEME BYERELH T )

il % (Srichopus japonicus Selenka) B kg
4% (acid mucopolysaccharide, Sjamp)E M
E RS BB B 8K B A SO,
Sjamp ER &M 1 15 & M /> =258 4w fE
R<®, K Semp {E il BB EF], W EILF
AnNBEIE B T gERL BRIE. A 3CRICHD
Sjamp &5 H S LR 16 SRR A b Rt
Fa%Gi 45 &3k, FILH]ISjamp 45 &3 471
AR BT AR, ¥ B A B B
Sjamp (£,
K

MATERIALS AND METHODS

Sjamp (10 mg/ml) IR EH TR
#it, [HISjamp JyrhEE T RETVIIT BERAL#
WESTATRRAE, ECHCattED; 24 MBa/ms, By 5t
WeAESy 29 MBq/ml, JF# (12500 1U/ml, F
WEMELZHE ). BREHEMAD)SZ-
2, SZ-21, SZ-22 ¥y SN BE 2B 1k i 5 i B
MR ER S, LR 0 B A A B KR
®.

Peikmn R TG RN BR BRID 30-
50ml FHELMAEF 1/0mFE 1% EDTA &
B, RERST,150 %8 3. 10 min,
HC ;i (PRP)E L 1400 X 8 #.0» 12 min, 3
L, ASHFBEBHKRR 2. BETH
AL» 1400 x g, 10 min 5 J; E§F,- HRE--EFH
30 R 0 2 B KRR N, R

35 Slamp S A WEE T

EREITS, R B /MR ¥ 272 20 5 /mm®,

[*H Sjamp 5 i /p i BG E2 &

1 #4FoaE 796 ILRD A AN
IRERUHISjamp fIA B &K & 25 wl, Fin
AR B 200 wl, HRIEEE HES, =R(H
Z2OTERMENHEE, A@ABEEES
{Titertek cell harvester, USAJ$EE J vt~
R B BB AE ALy 0,45 wm i) BEFE AT 44 JE I
K. ZEEAKEEE IR, MR 10, 3TCHT,
Mt &R 5 ml [y 55 ¥k (0.6%PPO, 0,05%
POPOP 59— B 3w ) po Wbt 47 B 51 ¢ 3
&, WA EEE (T, ZHRE A 100 22
EF[*HISjamp 3k E AYIEFRE Sjamp 25l £{
# b mibk, FR4ARAERR ES
(NSB), TB jF;: NSB Hi\,# 7 #4565 (SB),
SLeaik 3 EATHE.

2 Scatchard £ # 1% ¥ % {& Clark
R, B Scatchard $£°) fEIH R il R
Sjamp 55 HAY Ka 71 Baw.

8 % % itk CHISjamp 3¢ 4 4 %
FEIRAL g 250 pg/ml [#7 McAb SZ-2, McAb
5Z-22 A Bk IEE) McAb SZ-21 25 ul 5
/B 200 pl RE(STT) 8 min fFiNA
22,5 ug/ml #[*H1Sjemp 25 ul {5, =R TF
PR 20 min, HEERITERE, WAME -
eCPHISjamp £55 . WWELTE.

4 F F£ 2 ["HlSjamp £ & &) % s &
200 i ) /DR B R ARk A
[*HSjamp (22.5pg/ml) & 25 pl,fEf 20 min
AR EL, m/NME g, Kb
REFTHE.

RESULTS

[*HISjamp iz L& B MMM @R
Fig 1 A i, fE&% 1 min §i,[*H]Sjamp &

mEg Rk, AEEGHEREHIE =
1omin 5, BEERETE, SS55REB#EM

A%, GERARBFH. 2 TFRR AR
B R IEFRC Sjamp, KA A G [CH]
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Fig 1. Binding (A) and dissociatdon (B) of

mucopolysaccharides of Stichopus japoniciis Selenka
([*HIS{amp)>2,25 pg/ml to platelets. A) n=4,
{ ¢ ) nonspecliic binding, (e} apecific binding,
B) Data from one representative experiment ~are
shown, Arrow indicetes aedding of unlabeled
Siamp(400 ng/mly,

Shamp ¥EY, HEHN SRR, B EERER
#OEE(Fig 1B),
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Fig 7. Binding of [*H]Sjemp to platelets and

Scatchard analysls (inset), Platelets were Incu-
bated with increasing concentrations of [*H]Sjamp
(0,84-9,00 ug/ml) for 20 min, n=4,
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i)
% g9 A I /b 4% Shmp 45 & R Ka=2.3%
0.7pg/ml, Bp..=4.5+1,208/10° /iR,
Han M EWEE 58 X Hik SR
[*H]Sjemp 4§ & MW McAb SZ-2 F1McAb
SZ-22 [ "H]1Sjemp S /A& & (SB) TH
B Em, McAb 52-21 g ViZEE. HER
Fiws [*HISjamp i & (Fig 3), #ERER
A<, McAb SZ-21 ER S S0 AR,
R REES 62.5 IU/mlL By, A SB iyl &ET
B, EBE, MEEE X TS Fig 4.
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Fig 3, Effects of monocional antlbody (SZ-2,

§Z-21, SZ-22) 25 pg/ml and heparin 52,5 IU/ml
on binding of [*HISjamp (2,25 pg/ml) to plate—

" lets, n=8§, 218D, *P>0.05, ""P<L0.05, ***P<L

0.01 vs comirol,
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Fig 4, Inhibition of specific [H]Sjamp (2,25
pg/ml} binding to pletelets by McAb $7-21 and
beparin, n=5,
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