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Fig.1 Phagocytes in different reaction media for
regulating and non-regulating yeast cells

1. Isotonic buffer + non-regulating yeast cells; 2. Cell free
coelomic fluid by yeast cell adsorption + non-regulating yeast
cells; 3. Isotonic buffer + regulating yeast cells; 4. Non-cell

coelomic fluid + non-regulating yeast cells
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Fig.2 SDS-PAGE analysis of opsonin-like molecule in

coelomic fluid of S. intermedius
M. Protein marker; a. The ingredient seperated from regulating
yeast cells; b. The ingredient seperated from non-regulating yeast

cells; c. Non-cell coelomic fluid of S. intermedius
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Fig.3 The analysis of Sephadex G-200 column on

the purified opsonin-like molecule

M 1

ku

200.00

116.00
97.20

66.40

44.00

B4 SUmBEEREERAEREST
SDS-PAGE 43 #f
M. il (1 Marker; 1. Zli4k % 9 B 3K AL 4 7 20 L (3
1.50 mg/mL)
Fig.4 SDS-PAGE analysis of purified opsonin-like
molecule in celll-free coelomic fluid of S. intermedius
M. Protein marker; 1. Purified opsonin-like molecule 20 pL

(concentration:1.50 mg/mL)
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22 BE 40 W B Y G 4 B A B P, 5. 0
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[E] R, 0 R 35 o5 3 i R (A B A e 4 i X 1 B
2 B ) A R, S5 R R W — VR R R B R A
A3 0F 5 36 U R IR A 40 Y A
FAH B ENE W, b4 s 0 M
10. 0 pg/mLZH 1 A Wi H8 1 bboxd B2 (1A 6, 1A
7). FBE WP, KN 30 min B,5. 0 Fl
10.0 pg/mLA S5 X A GWE EHEERF(P<
0.01) (Kl 6) . 7¢ 2 Lk 240 W 1 JC 248 Ml 14
JEE W, 3 i B A MR ZH 1 AE 30 min B A
Wit 36 1) de KAH, Bl 5 0 W05 PR T 46 8 R o I b
30 min, Bf 10.0 pg/mL 41 5% B4 B %% 5
(P<0.05) (A7),

FWEER [ %

phagocytic rate

BIR I

medium

5 ARARENBERARREFHEREHESTFT
7 I 20 A X B £ 40 BT ) B IR 1 O
() B Z R (XD 5 (b) B G MIR +1.0 pg/mL 4ifL
BRI T () FB M +5.0 pg/mL g {68 B % A
Gr s (d) AR B Wl + 10,0 pg/mL 26046 9 38 2 4 5 15
(&) 22T I 2 M0 W5 BT oy I 440 D 9 (X ) 5 () 2 e B
8 0% Y B9 1 240 MDA FE 9B + 1. 0 pg/mL 4l 98 B KL 2y 15
() 22 15 B 40 L W% BFF 5% JC 40 0 1R S 0 + 5. 0 wg/mL &t {7 B
FRAEGr T (h) 2R B3 200 1 W2 B 7oy 510 400 S MR 1 9 + 100 g/
mL 21 2R A4 T
Fig.5 Phagocytosis of yeast cells by S. intermedius
phagocytes in different media and
different concentration of opsonin-like molecule

(a)isotonic buffer( control) ; (b)isotonic buffer + 1.0 pg/mL
purified opsonin-like molecule; ( ¢) isotonic buffer + 5.0 pg/
mL purified opsonin-like molecule; ( d) isotonic buffer + 10. 0
wg/mL purified opsonin-like molecule; (e) cell free coelomic
fluid by yeast cell adsorption ( control) ; ( f) cell free coelomic
fluid by yeast cell absorption + 1. 0 pg/mL purified opsonin-
like molecule; ( g) cell free coelomic fluid by yeast cell
adsorption +5. 0 wg/mL purified opsonin-like molecule; (h)
cell free coelomic fluid by yeast cell absorption + 10. 0 pg/mL

purified opsonin-like molecule
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Fig.6 The impact of opsion-like molecule on
S. intermedius phagocytic rate in

isotonic buffer
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Fig.7 The impact of opsion-like molecule on
S. intermedius phagocytic rate in

cell free coelomic fluid by yeast cell absorption
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Study of opsonin-like molecule from coelomic fluid of

Strongylocentrotus intermedius

ZHANG Ying, LI Dantong* , CHANG Yagqing, SONG Jian, YE Shigen
(Laboratory of North Mariculture ,Ministry of Agriculbure ,Dalian Ocean University ,Dalian 116023, China)

Abstract; In order to study the immune mechanism of coelomic fluid of Strongylocentrotus intermedius ,we
researched the phagocytosis activity in different media and different treatments of yeast cell. Then we
analysed the non-cell coelomic fluid and ingredient which was isolated from regulating yeast cells and non-
regulating yeast cells with SDS-PAGE, and the non-cell coelomic fluid was dialysed, SephadexG-200 gel
chromatography,and SDS-PAGE;In isotonic buffer and cell-free coelomic fluid by yeast cell adsorption, we
determined the phagocytosis effected by opsonin-like molecule of different concentration and different time.
The result showed that isotonic buffer, cell-free coelomic fluid by yeast cell adsorption and non-cell coelomic
fluid all can regulate phagocytosis, and the ratio was 1. 00: 1. 11: 1. 94, and the phagocytosis rate of
regulating yeast cells was 1. 61 times of non-regulating yeast cells in isotonic buffer; There was a new
opsonin-like molecular band from ingredient which was isolated from regulating yeast cells, and the
molecular weight is 250. 62 ku. We also found the molecular weight is 250. 62 ku after dialysis, SephadexG-
200 gel chromatography ;In tested concentration range, the greater the opsonin-like concentration, the higher
the phagocytosis and 5.0 and 10. 0 wg/mL groups were higher than control group in each test time. In
isotonic buffer,10.0 and 5.0 pg/mL groups had very significant difference( P <0.01 ) compared to control
group in 30 min after reaction. In cell-free coelomic fluid by yeast cell adsorption,10.0 pwg/mL group had
significant difference compared to control group (P <0.05) in 30 min after reaction. These results indicate
that there is a kind of new opsonin-like molecule in coelomic fluid of S. intermedius and the molecular
weight is 250. 62 ku which can promote phagocytosis.
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