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ABSTRACT—Kuchijirosho (snout ulcer disease) is an
infectious disease of tiger puffer Takifugu rubripes, but
little is known about detailed characteristics of its caus-
ative agent. Homogenate of brain from naturally dis-
eased fish containing the kuchijirosho agent was treated
with 0.3% formalin for 7 days. Injection of the homoge-
nate induced 79% mortality in tiger puffer rearing at 25°C,
indicating that the kuchijirosho agent was not inactivated
by the formalin treatment. However, no mortality was
observed in fish injected with the formalin-treated homo-
genate rearing at 18—20°C. A challenge test at 25°C
with the untreated homogenate showed that the formalin-
treated homogenate did not induce protection against
kuchijirosho in the survivors.
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Fig. 1. Cumulative mortalities of tiger puffer by injection of
kuchijirosho agent with 0.3% formalin treatment. ~ After
treated with 0.3% formalin for 12 h or 7 days, the
inoculums containing the causative agent (10%7 LDsy/
0.1 mL/fish) were injected into muscle of tiger puffer for
pathogenicity test.  [: formalin treatment at 4°C for 12
h (water temperature for fish rearing: 25°C), O: for-
malin treatment at 4°C for 7 days (rearing temperature:
25°C), @:formalin treatment at 4°C for 7 days (rear-
ing temperature: 18-20°C), M:HBSS injection (nega-
tive controls, rearing temperature: 25°C or 18-20°C).
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Fig.2. Cumulative mortality of survived tiger puffer in a re-chal-
lenge test with kuchijirosho agent. The survived fish
was injected with formalin-treated kuchijirosho agent
(1037 LDso/0.1 mL/fish) and reared at 18-20°C in Fig. 1.

After 14 days from injection of formalin-treated inocu-
lum, the survived fish were re-challenged with two dif-
ferent doses (10 and 10° LDsy/0.1 mlL/fish) of
kuchijirosho agent by intramuscular injection. O, &
and L: survived fish groups, @, A and B: HBSS-injected
groups, O and ®: re-challenged with the agent of 10°
LDso/0.1 mL/ffish, & and A: with 10%° LDsy/0.1 mL/fish,
], m: with HBSS (control).
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