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Abstract: The antigenicity of nonspecific immunostimulator BARODON®, a newly developed drug, was
investigated by tests for passive cutaneous anaphylaxis (PCA) and active systemic anaphylaxis (ASA) in
mice and guinea pigs. In ASA test using guinea pigs, there were no significant clinical symptoms in all
individuals of low(0.3%) and high(3%) dose of both groups treated with only BARODON" and cotreated
with BARODON® and adjuvant group. In PCA test, blue spots of Evan’s were observed from 2° to 2 in
homologous group and from 2°~2° dilution rate in heterologous group of BSA treated positive control group.
However, intradermal sensitization with antiserum obtained from low (0.3%) and high (3%) dose of
BARODON"™ only treatment group and treated-with-adjuvant group, followed by intravenous injection of
respective antigen and Evan’s blue mixture (1:1) showed no blue spot observed.

In conclusion, BARODON®, as showed in ASA and PCA test, did not cause anaphylatic shock when
treated 3 and 10 times higher than clinically intended dose, nor induce IgE, so that might not have
antigenic properties in mice and guinea pigs.

Key words: passive cutaneous anaphylaxis (PCA), active systemic anaphylaxis (ASA), guinea pig,
C57BL/6 mouse, BARODON"
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2. Passive Cutaneous Anaphylaxis (PCA)
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Table 1. Active systemic anaphylaxis symptoms of each groups of male guinea pigs after first challenge with BARODON®
Group 1 2 3 4 5 6
Sensitization Saline BSA ' BARODON®(L) BARODON'(H) BARODON (L) BARODON"(E)
Adjuvant + Adjuvant + Adjuvant
Challenge Saline BSA BARODON®(H) BARODON®(H) BARODON®(H) BARODON®(H)
No. of Animals 5 5 5 5 5 5
No. of Challenge Treatment 2 2 2 1 2 2 1 2
Symptoms + o+ =+ =+ x4 N
Restlessness 0 0 0 5 0 0 0 0 0 0 0 0
Piloerection 0 0 0 0 0 0 0 0 0 0 0 0
Tremor 0 0 0 5 0 0 0 0 0 0 0 0
Rubbing or licking nose 0 0 0 5 0 0 0 0 0 0 0 0
Sneezing 0 0 0 5 0 0 0 0 0 0 0 0
Coughing 0 0 0 4 0 0 0 0 0 0 0 0
Hyperpnea 0 0 1 2 0 0 0 0 0 0 0 0
Urination 0 0 0 0 0 0 0 0 0 0 0 0
Evacuation 0 0 0 0 0 0 0 0 0 0 0 0
Lacrimation 0 0 0 0 0 0 0 0 0 0 0 0
Dyspnea 0 0 0 0 0 0 0 0 0 0 0 0
Rhonchus 0 0 0 0 0 0 0 0 0 0 0 0
Cyanosis 0 0 1 2 0 0 0 0 0 0 0 0
Staggering gait 0 0 0 0 0 0 0 0 0 0 0 0
Jumping 0 0 0 0 0 0 0 0 0 0 0 0
Gasping and writhing 0 0 0 0 0 0 0 0 0 0 0 0
Convulsion 0 0 2 2 0 0 0 0 0 0 0 0
Side position 0 0 1 3 0 0 0 0 0 0 0 0
Cheyne-Stokes respiration 0 0 0 0 0 0 0 0 0 0 0 0
Death 0 0 0 0 0 0 0 0 0 0 0 0
Evaluation of the intensity - ++ - - - -
L, low dose treatment (0.3% BARODON®); H, high dose treatment (3% BARODON®);
"No. of reacted animals; BSA, Bovine Serum Albumin (12 mg/0.1 ml/animal);
Adjuvant, Complete Freund’s Adjuvant or Incomplete Freund’s Adjuvant;

—, normal; T, mild; +, moderate; + +, severe; + + -+, death.
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Table 2. Active systemic anaphylaxis symptorms of each groups of male guinea pigs after second challenge with BARODON®

Group 1 2 3 4 5 6

BSA BARODON®(L) BARODON®(H) BARODON®(L) BARODON"(H)
+ Adjuvant + Adjuvant + Adjuvant + Adjuvant + Adjuvant

Sensitization Saline

Challenge Saline BSA BARODON"(H) BARODON “(H) BARODON*(H) BARODON*(H)

No. of Animals 5 5 5 5 5 5
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L, low dose treatment (0.3% BARODON®™); H, high dose treatment (3% BARODON®)
"No. of reacted animals; BSA, Bovine Serum Albumin (12 mg/0.1 ml/animal)
Adjuvant, Complete Freund’s Adjuvant or Incomplete Freund’s Adjuvant

—, normal; *, mild; +, moderate; ++, severe; +-++, death.
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Table 3. Passive cutaneous anaphyaxis test of BARODON® in guinea pigs with sera of sensitized guinea pigs

Sensitized antiserum  Challenged Antigen Maranimk a(l)f Dilution of antisera in sensitized mice
. 1ml, id' 1ml, iv”
(0.1ml, 1d)) (Iml, iv™) Guinea pig 50 2! 2 2 7 5 6 97 28 2 510
Guinea pig 03% MC ; - - - - - - - - T T
Anti-MC Evans blue 3 - - - = = = === ==
Guinea, o BSA 4 R s s S
e * 5 T T S S
Evans blue 6 + + + + + + + + - = -
R _ _ - _ _ " _ . _ _ .
Guinea pig Anti- BARODPN ® ;
(R — - - - - - - - - - -
BARODON (L) Evans blue 9 - - - - - = == ===
Gy . _ _ — _ _ — —
Guinea pig Anti-  DARODON'(ED o
A -
BARODON"(H) Evans blue 12 e
Guinea pig Anti-  BARODON"(H) 13 - - - - - - - - - = =
BARODON®(L)+ + 14 - - - - - = = = = = -
adjuvant Evans blue 15 — — - - - — - - - — —
Guinea pig Anti-  BARODON"(H) 16 - - - - - - - = - = -
BARODON®(H)+ + 17 - - - - - - - - - = =
adjuvant Evans blue 18 = - - = - = — — — — —

[—] less than Smm of PCA titer, [*]: approximately equal 5 mm of PCA fiter, [+]; more 5 mm of PCA titer

L, low dose treatment (0.3% BARODONgg H, high dose treatment (3% BARODON™); "id, intradermal injection; “iv,
intravenous injection; BSA, Bovine Serum Albumin (120 mg/1 ml/animal), EB, Evan’s blue (Smg/animal); Adjuvant,
Complete Freund’s Adjuvant or Incomplete Freund’s Adjuvant.

Table 4. Passive cutaneous anaphyaxis test of BARODO! ® in rats with sera of sensitized mice

Sensitized antilserum Challenged Antigen Mﬁma?f Dilution of antisera in sensitized mice
. 2 2)

0.1ml, id") (1ml, iv?) Gincapig 2 2 2 2 2 2 ¥ 7 2 2 2°
05% MC 1 - - - — - - _ _
Mouse Anti-MC + 2 - — - — — — — _ - — _
Evans blue 3 - — - — — — — — — — _
BSA 4 + 4+ o+ o+ o+ o+ o+ + o+ 1
Mouse Anti- BSA + 5 + + + — — — _ _ _ _ _
Evans blue 6 + + + + + + + + — — —_
® _ _ — _ _ _ _ . — _

Mouse Ant)1 BAROD+ON (H) Z
5 _ - - - - - - = _
BARODON™(L) Evans blue 9 - — - - - - - - -
®) o — _ _

Mouse Anti- BAROD+ON H) 1;)
®, - - - - - - = - - - -
BARODON"(H) Evans blue 12 - - - - - - - - - -
Mouse Anti- BARODON"(H) 13 - - - - - - - - - = -
BARODON“(Ly+ * 10 - - - - - - - - - - =
adjuvant Evans blue 15 — — - — — — — — — - —
Mouse Anti- BARODON®(H) 16 - - - - - - - - -
BARODON"(H)+ + 12 - - - - - - - - - = -
adjuvant Evans blue 18 — - — — — — — - — -

[—]: less than 5 mm of PCA titer, [=]: approximately equal 5 mm of PCA titer, [+]: more 5 mm of PCA titer

1, low dose treatment (0.3% BARODON®); H, high dose treatment (3% BARODON®); "id, intradermal injection; iv,
intravenous injection; BSA, Bovine Serum Albumin (120 mg/l ml/animal); EB, Evan’s blue (5 mg/animal); Adjuvant,
Complete Freund’s Adjuvant or Incomplete Freund’s Adjuvant.
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