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Fig. 1 Three types of hemocytes of Panulirus japonicus. H, hyaline cell;
SG, semigranular cell; G, granular cell. Bar=10um.

Fig. 2 Hemocyte clot induced by incubation with FITC-labeled
Pseudomonas perolens. (a) is a light-field and (b) is a dark-field photograph
under fluorescent microscope. Bar=100um.
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Fig. 3 The relationship between the degree of clotting:

and bacteria species or polystyrene beads added. The

number of bacteria and beads were adjusted to 108 /mL. Remaining
cell number is inversely related to the strength of the clotting reaction.
All the bacteria species induced clotting, and the cell number
decreased significantly (P<0.001), but the polystyrene beads did not
induce clotting (P>0.5). Ssp, Streptococcus sp.; M, Micrococcus
lysodeikticus; Va, Vibrio anguillarum; As, Aeromonas salmonicida.
Values show the mean % SE of five experiments.
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Fig. 4 Effects of LPS on clotting of unseparated

whole hemocytes. Remaining cell number is inversely
related to the strength of the clotting reaction. Compared
with saline (control) group, the cell number decreased
significantly (P<0.001) when LPS of E. coli (Ec) or LPS
of A. salmonicida (As) was added. LPS of S. abortus equi
(Sae) did not induce clotting (P>0.2). Values show the
mean k SE of five experiments. =



Fig. 5 Phase-contrast micrographs of separated hemocytes (top row, H/SG
cells; bottom row, G cells) after incubation with HSL-CM (medium
conditioned with both H/SG cells and LPS, left column) or GL-CM
(medium conditioned with both G cells and LPS, right column). H/SG cells
were not affected by HSL-CM (a), but clotted after incubation with GL-CM
(b). G cells degranulated but did not clot after incubation with either HSL-
CM (c) or GL-CM (d). Bar=20pm.

: T
Fig. 6 Cytolysis of H/SG cells induced by G cell Iysate. The photographs
represent the same field before (a), 10 sec (b) and 30 sec (c) after addition of
G cell lysate. Cytolysis is seen in (c). Bar=50um.



Fig. 7 Effect of plasma on separated hemocytes of Panulirus japonicus. (a)
and (c), H/SG cells and G cells before addition of plasma, respectively; (b)
and (d), 10 min after addition of homologous plasma. Cytolysis of H/SG
cells is seen in (b). Bar=20um.

Table 1 Transglutaminase (T'Gase) activity in hemocytes and
plasma of Panulirus japonicus. |

TGase activity (unit/0.1mL hemolymph*)

Hemocytes 0.250 + 0.032
Plasma 0.000 + 0.000

*Hemocytes and plasma of each sample were prepared from
0.1 mL of hemolymph.
Values show the mean * SE of eight experiments.

Table 2 - Transglutaminase (TGase) activity in separated
H/SG and G cells of Panulirus japonicus.

TGase activity (unit/107 cells)

H/SG cells 4,04+ 0.73
G cells : 0.95%+0.15

Values show the mean + SE of six experiments.



Fig. 8 Gelation test by mixing hemocytes and plasma or serum. Hemocytes
were mixed with plasma(+Ca+Mg), plasma(+Ca-Mg), plasma(-Ca+Mg),
plasma(-Ca-Mg), or serum(+Ca-Mg) (from left to right). Gelation is seen in
the left two tubes.

Fig. 9 Gelation test by mixing plasma(+Ca:Mg) with unseparated (whole)
or separated hemocytes (H/SG or G cells).



Table 3 Gelation time of untreated and
sonicated hemolymph.

Gelation Time (sec)
untreated hemolymph 1530 + 225
sonicated hemolymph 78 + 15
Values show the mean + SE of five experiments.
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Fig. 10 Schematic cascade of herholymph coagulation system
of Panulirus japonicus.
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