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Table 1 Antigenicity test of AM~715 (by method of skin test,
delayed hypersensitivity type IV)

Allergy response®
Compounds (m]z;’;:y) ?n?m:lt; After first challenge | After second challenge
- + + ++ - + + +
Solvent 0 10 10 0 0 O 10 0 0 0
DNCB 2 108) 0 0 4 6 o o 2 71
AM-1715 2 10 10 0 0 O 10 0 0 0
AM-1715 4 10 10 0 0 O 10 0 0 0

#: Scores were judged from the allergy response 24 hr after challenges.

—: negative, +: thickening, +: pale pink,
+: pink usually very slightly elevated
a): One of them was dead before second challenge.

Table 2 Type I immune responses in guinea pigs against AM—715 and egg albumin

Immunized solution

Active anaphylaxis
(Anaphylactoid reactions)

Positives/tested animals

Passive cutaneous
anaphylaxis (PCA)

Positives/tested animals

Serum
dilution
rate

Saline + FCA
AM-715 S5mg/kg
+ FCA

AM-715 50mg/kg
+ FCA

Egg albumin 5mg/kg
+ FCA

AM-715 50mg/kg

0/10
0/10

0/10

7/7 (Dead)
0/10

0/10
0/10

0/10

3/3
0/10

x10
x10

x10

X 1000
x10

FCA: Freund's Complete Adjuvant
Challenge solutions were 1% of AM—715 and 1% egg albumin in saline.

Table 3 Quantitative precipitation of AM—715-HSA with anti-AM—715-BGG
serum or PCG-HSA with anti-PCG-BGG serum

HSA conjugate
dilution rate

Anti-PCG-BGG serum Anti-AM-715-BGG serum

X1*
X2
x4
X8
X16
X32
X 64
X128
X256
X512

1.44%*
3.97
7.03
8.66
8.94
7.34
6.03
3.12
2.08
1.51

0.52
0.68
0.76
0.53
0.43
0.33
0.52
0.54
0.62
0.57

*: X1=0.4% drug-HSA conjugate
#x: Total precipitate (mg protein/ml serum)
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Fig. 2 Quantitative precipitation of AM—715-HSA  Table 4 Inhibition of precipitation by PCG or AM-715

with anti-AM —715-BGG or PCG-HSA
conjugate with anti-PCG-BGG sera
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Fig. 3 Inhibition of precipitation by PCG or
AM-715 on PCG-HSA with anti-PCG-BGG system
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on PCG-HSA with anti-PCG-BGG system

X1 X2 X4 X8 X16 X32 X64 x128%256 X512
Dilution rate of PCG and AM-715 (X1=20mM)

:ﬁg 7(1”5 anti-PCG-BGG : PCG-HSA system
dilution PCG AM-715
X1% 0.52%* 4.26%*
X2 0.96 4.21
X4 1.06 4.68
X8 1.61 4.31
X16 1.89 4.37
X32 2.60 4.47
X64 2.80 4.78
X128 3.64 4.68
X256 4.68 4.26
X512 4.49 4.39

*: X1=20mM

«+: Total precipitate (mg protein/ml serum)
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Table 5 Agar precipitation of drug-HSA conjugate with anti-serum of rabbits

Rabbit Precipitation reaction
Immunization  “No " —XM_71s-HSA PCG-HSA
1 - -
2 - -
BGG
3 - -
4 - -
1 - -
2 - -
3 - -
AM-715-BGG
4 - -
5 - -
6 - -
1 - +
2 - +
3 - +
PCG-BGG
4 - +
5 - +
6 - +

Table 6 Passive cutaneous anaphylaxis of AM—-715-HSA or PCG-HSA to

anti-AM—-715-BGG or PCG-BGG rabbit serum

Challenge solution

unization Rabbit TV

Immunizat No. dAi?:Ixtigxlusrl:x?g‘: Reaction dﬂfxfi&ﬂffnge Reaction
1 X 10 - X 10 -
2 X 10 - X 10 _

BGG only 3 X 10 - X 10 -
4 X 10 - X 10 -
1 X 10 - X 10 -
2 X 10 - X 10 -
3 X 10 - X 10 -

AM-715-BGG 4 X 10 _ % 10 _
5 X 10 - X 10 -
6 X 10 - X 10 —
1 X 50 - X 1000 +
2 X 50 - X 1000 +
3 X 50 - X 1000 #

PCGBGG 4 X 50 - X 1000 +
5 X 50 - X 1000 +
6 X S0 - X 1000 +
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B L Sh T3, AM-TIS Rz oBoT7 LAY
—¢BERTIEINBETEEF SV EEXLN,

AM-T15 D L 01, PARLEDMHMOAEAK, HDW
REEEO—EAE LT VIR 7 v v ¥— (Type
I18) BELiI{ WwWrExbhX, T, #MEHLHD
NA E2RHEFICOVWTH Y 3 v 7 BEOHERALN
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AM-715 13, ERod X 5iz hapten FEM: & & = ir v
LR E RIS, BEBOH AM-TIS-EHAKR A
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EENEL R TH D0, NA i3480%, CINX i1
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koEESBED bR,

AHFEICHE A L % AM-715-BGG & X (8 AM-715-
HSA iz T, AM-715 0#ESit BGG 1 47 o %t
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., PCG ngatix, BEL?P X3 HSA 1 HF
KR LTHIOEALTH Y, AM-T15S DFESKITE, L
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EXBB3H0TH B 519, AM-715 i3, NA % CINX
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THE ANTIGENICITY TESTS OF AM-715

TsUTOMU IRIKURA

Central Research Laboratories, Kyorin Pharmaceutical Co., Ltd.

Kazumr KANDA, YAsuyukl NoMoto and TsutoMu SUGIMOTO

Technical Center of Development, Kyorin Pharmaceutical Co., Ltd.

Antigenicity of AM-715, a new synthetic antibacterial agent structurally related to nalidixic acid, was examined.

1. AM-T715 elicited no allergy of the delayed hypersensitive type (type IV allergy) on the skin of guinea pigs under
the same experimental conditions as 2, 4-dinitrochlorobenzene (DNCB) clearly elicited this type of allergy.

2. Anaphylactoid reaction to AM-715 was not induced in guinea pigs sensitized with AM-715 alone or with the
emulsion of AM-715 and Freund’s complete adjuvant (FCA). Any serum of guinea pigs sensitized with AM-715
induced no positive PCA reaction to this drug in recipient quinea pigs.

3. Specific antibody against AM-715 was not detected in the rabbit serum hyperimmuned with AM-715-BGG
conjugate and FCA by PCA test, agar-gel and other precipitation tests.

From these results, it was suggested that AM-715 lacks antigenicity and immunogenicity.



