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B OZER - RPEERE - PR
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Hx )0y AFiEH leroxacinDFEM L ELE » b, YHFRUVIRAETAWVTRE L,

1) ENEy M, fleroxacinB1EFDF3[E, Freund's complete adjuvant(FCA) & £IZHEE
TRUOBGAIRS LTEEL. SROELE Y MIDOWTREINESMET F 71 7% 2 —FREA
BEURBHENTF 71 5% —BRRBETo7205, 7F747F -2 a7 25D ERE
Riod 5V IEERRKGIZBE S iab o7 $7:, TLE vy b OMaximization test b 1T o 7275, pa
HTho7,

2) HHFIZ, fleroxacind A V> idfleroxacin-bovine 7 -globulinik &4 (fleroxacin-BGG) % A 1[E ¢
S3ta[El, FCAL HICHBEMRVBHRIKS LTBIELZ, TRSDMFICDOVTERS VAL
BRE, MERMBREERGRUEVEy b 4h PCARIE%1T o 7277, fleroxacinlZ3d ¥ 2 Hifk I
Bahihrors,

3) = RIZ, fleroxacind A\ idfleroxacin-BGG % L[], 2[Bl& %\ i34[a], AL(OH)s# v & 3LIZHR
BRICES LCBIE L7 THODMEIZDOWTERS VAKERE, <7 X 1h PCARIGKRY T »
b 4h PCARIG % 4T - 7=4%, fleroxacintl i3 Akt s h - 72,

T, fleroxacinld AEBEHTTEENE Y b, VHFRITTZOVTHIIN L THIREY

ERE %D o7
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6,8-Difluoro-1- (2-fluoroethyl) -1,4-dihydro-7- (4- me-
thyl-1-piperazinyl) -4-oxo-3-quinolinecarboxylic acid (flero-
xacin) ¥, BHRREHRRSH TRESNIH LW AR
AT, 77 BHUERVY T ABMEEICHE LTERL
HEHELHLMEARY PVERTIEDNRDOLNT
[AV-5N

A, TIL, fleroxacinDEEHFMO—RE LT, £
VEY N, PHFROTIATRANVT, Z0OHEHOEH
BIZOWTRE TS 7DT, TNOOREHRET 5o

I. BHRUKGE

HEBEPHEL LT, BRBEERXSIHTER I N Ale
roxacin(Lot No.830825) % fEH L 7. Fstxt BB E K
{H{k&EH & L Ti, 2.4-dinitrochlorobenzene (DNCB, Il
FAEZE), penicillin G (PCG, BHIARE), ATV T3
v (0A, #1LE#T¥), © PMET V7 I v (HSA,
Miles Lab.), RO > y-2a7") »(BGG, Miles Lab.)
%, ZOBiZ, Freund's complete adjuvant(FCA, Difco
Lab.) R OMEERAFIL( B AEHE LY ¥ — ) EHW7,

2. EHSYRUEREE LT

BAEEBIY & L TidStd : Hartley R ENVE » b (HEM ;
KE333~448g, 563K, ML /KE403~475g, 7

SBKS, BESERBYWRERFAMAS), —2-TV-T 7

FART A MEYHF (Y KE2.76~3.38kg, 17~18
BEs, TIE), Crj: C3H/Heh~ v A (MM ; AE20.6
~278g, 118#, BAFxr— L Z-)nN=), Crj:
BALB/cH < X (Mth ; A E21.8~27.2¢, 11:8#5, H
AF v =R )N—), RUCrj: CD-1%~77 X (%
R E27.0~349g, 118E, BEF Y-V YN —)
HEAL,

37, SHEMTF 74 7F L —KE(PCARIL)D L
ST MBI E LTIE, Std HartleyZENLVE 5 b
(HEME : K E359~534g, 5~6:8#s, FMEREREWR
¥ EMAE), Crj:CD-15%< > A (HEtE ; AE229~
38.6g, 10~14:8#, BEAFr—LZX-)n—), RO
Crj:CD% 7 » b (Hth ; 1K%E379.0~530.7g, 13~15:8
B, BEAFr—NLZ-YN—)EHV,

NS08, RE21~24°C, BEE35~T75% 2
BHanzns7 - A7 LOREEANT, ARER(E
WEy FCG-3, ZHF:ICR3 Fvb-wTR:
CE-2, HAZ L 7)) k¥ HHISERNIETHAF L,

3. EYOEARAWILGEBHEEMORAR

Fleroxacin & EHDRAWIE, UWTOHETHREL,
Fleroxacin¥ Vi DA AYE/K &, IN-NaOHTHEREL,

* T329-01 MHARETEEBEFARMHFK2399-1



242 CHEMOTHERAPY

NOV. 1990

FIEBE CpHZHICHE L, I Dfleroxacini& i,
HH(BGCXIIHSA) DABARKBEHRrERZILE LT
fleroxacin : EHE=3 . LIX% 5 L )M TRA L,
WAL, 37CT24BEM A v FaN— L7, &
Dfleroxacink EHDREME BN THI LR, £D
¥ 7 fleroxacin-BGG  7: i3 fleroxacin-HSA & L TfEA L
2o B, AEYOBREIBODOBETELL,

PCG L EE DAL, Levines DFHEVIGE > THR
L 7:o Penamaldatei®E" 12 & W R&D/Z1FFOEHICKES
L 7:PCG¥, PCG-BGG# & ¥ (PCG-BGG) T11~17,
PCG-HSA# A (PCG-HSA)TITH - 72,

4. ENVEY FEHOIIUESRAR

(1) Bfehik

bﬁjJE’J U7+ 714 7% - FRAK(ASAKE)

VHREBIMRE 7 7 1 5% 2 —KER(ACAKER) ICH
w%%W%vbu,umeﬁuﬁWLtomﬁ%»%
2 M2, 10%fleroxacinE B A KB ERICEETERZED
FCA¥MA I =LY a ilLzb 0%, RS2 )1ml
(50mg/body )32, LAMIZ1EIOHA TEH3mE, HEE
TROEBPIIIES L, $7:, BHMEBLELTOAR
10mg/body 9 & CTfleroxacin & [d k% HiE TREIEL 72,

(2) ASARER

FleroxacinBAEFE Tid120C, OARAERETIZ6ILDE IV
Eoy bEHW, RREMEIBMKIZ, fleroxacinBE{E
#12130.5 % fleroxacin 4 F £ 35 /K %2 & 3 130.2 % flero-
xacin-HSAB R %, OABAERFIZIZ0.5%0AE W%, 1ml
TOMRAKSG LT, 8% T+ 71 7F 0 —RIckiE

BLT. FRBIEICDID L 3 v 7EKEBELT,

UTFIORTBEHRSOFENIGECEHE L, #2720, &
FEDOHEILAR24BMFE T TL LT,

Grade Bl S B EK

0 fil SIERD RO LN VLD

1 AERKELXREL, O% L COMEHER
H%x2 24285 E, BOEERME
EFRTLD

Il WREDS DR VI FT /) —ERE
TAHN, BILIZIRESL LWL D

m SO RVEAE L, Wn L, 592
FLbo

I\ MR R HED 7= DFETT B H D

(3) ACA#MER

1BIZOX6EDENLE » P ERAWVI, REEMEIE
ik, & 52 Lok 5E L fleroxacinBEEEN
£ M, 0.5%fleroxacinE B EIEKBE, 0.2%fe-
roxacin-HSABR R EBAEKE, T, BB
LT, OABVEMICOS%O0ABMBE UERAEKE
0.05mIFOEAKT L THRE L

HE I, EFRES, 24RU48RHRICITY, BW%
BEOMHDHEIIOVTEHE L, AXMrHIE, 20
BEECERYIE L TESEE RS, ARBICELOL
Wi O % Graded, 5mmIAT % I, 10mmILTF %,
15mmiAF 2, 15mmE Y KEVWBDEN L LTED
L7

LT D& Dt iE Macnusson &5 DFENIHE - THT o 12,

110 OMEELE Y FEHVT, ZOFHELE,
FCA @ &, K E M & (1% fleroxacin, X X 0.125%
DNCB) A FE A K& W, KR EEHRIEKEEN
+FCADK0.05ml %, ZNENIEAH2EHT$DRABRE
5 L7, WOEE6H BIZE—&HIIZ10% T 7 ) VE
Ber by LIE ZO24BMBICRBRYE (5%
fleroxacin, X 132.5%DNCB)&ERHET £ » %057
DAY, 48RFHEE AT L, BT R14RBIC
HPEEE S E L, 20BOBMEL R UHET, &
BRIl & 24R I BAA M L THER L

FRASHMBEROT2EMKICARBULBAEL, A
HRAGIZZEAE D W b D % Grade 0, BEEIT FIESHRH
HABESN-bD% ], PRECARY 1, MENL
HREEERT E LTERDb L,

5. 7HFEHVIHUEERER

(1) B{EHE

1BE6UCO 7 H F 12, 10 % fleroxacin A F & 35 K B
& B\ i32%fleroxacin-BGGAEFR A KEW, 72, B
PExFER & L C10%PCGAERARKBE RS 5\ 1d2%
PCG-BGGAEFRIE KB, HHFRBAFCAEMA LY
VY a L b 0%, L7 Iml(10%H - 50
mg/body, 2% : 10mg/body) ¥ 2> LAMIZIEOHE
Tat4lE, 0.5mIT 2B AR OBHAIZTEIRS L
BEL 72,

BRBETH %L 148 %ICESREL ViIRML, il
HEEH

(2) #FERZIIVRILIEIUE (Ouchterlony® )

1.2% R FAE A, SR & HUME % iRk T488H
BN TG S €, TREOFEFBRE L, HRR
B 14 fleroxacin X 13 PCGT120.01%, 0.1%, 1% &L,
fleroxacin-HSA X 13 PCG-HSAT120.01%, 0.1% & L7
7:, HMERER~ 16EFROFEEE AV,
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(3) MIEARILEREESESUE (HARIE)

HEREME ) FRMIEKETHEL, 5HODOHEHE
LT, FVINTILTFE F-9 = v BB ERILERIC
HiE (fleroxacin-HSA, PCG-HSA, X iZHSA) % BfE L
72

BRERIGE, w4705 45 —FETTV, GEOFE
BB L, BEETLCHBRMEORAKFRERE
HARUAMM & L7z

(4) EWEY MIBITAH 4h PCARIE

HIMmiE8130.05ml, FREFEEIZBAELY, flero-
xacin, PCG Ti35mg, fleroxacin-HSA, PCG-HSA Tid
2mgé L, MizOvaryD B EIZHE > TER L 7z, 20LD
LYK bOELLIZOEESmmLl EOF BB
REhBaEREE L, BEYRLATMEEEICRE
AR L TERYITY, BERCEY RTRRKHFIELY
PCAUMMEI & L 70

6. <Y A¥HOVIEMHER

(1) BMERE

1EI0ED = AU, HEBRMESH H\VIIHBME T,
kY720 2.5mgDAL(OHpA IV (Alum) IZWRE S, B
RIS L TEEL 72 %513, fleroxacinTiZ, 1@
KE7-01 g, 10 4g, 100 ug%, OATIIBALB/cH M
*CD-1%~ ™ A2, BGGTIZC3H/He %k R UFCD-1%~
7 AN, EES-010 g T 0%, LEAMICIEIOEAT
gt4 [, % 7, fleroxacin-BGG & UF PCG-BGG T &
C3H/He®~ 7 RITMERYL 7201 g, 10 g, 100 pg%,
1E 3 %\ 3B OBIFRE % & X 2[]4T - 72,

BHED, BREEIZBBIIRMLL, HMELE,

(2)  Ouchterlony#

THEFE G TEERBR L A FETIT 7, i
BB, fleroxacin X I3PCGT130.01%, 0.1%, 1%
& L, fleroxacin-HSA, PCG-HSA, OAX ZBGGTIii,
0.01%, 0.1% & L7zo HLLiF i3 FEHE ~ 64 %O HiH

g LAVAN

(3) =% RIZB1FA 1h PCAKIE

LI i 4 120.05ml, 5 FPUB & idfleroxacin, PCG,
OAK U'BGGDIGE, f8E%7:1 2mg, fleroxacin-HSAK
UPCG-HSADG A EA S -9 0.5mge L, fBIdIEHS
DHENFEOT I AR HWTER L7z, HIEIXELE

v b 4h PCARUG & RBE 2 B TIT 5 720

(4) 7 v MIBITAH 4h PCARIG

HimEE120.1ml, FREIMEEL, fleroxacin, PCG,
OARUBGGDIGA, fEIAL7: Y 5mg, fleroxacin-HSAK
UPCG-HSADBA, MAEL7-)2mge L, fidMora® 5
DFEIFENT »y PEBOWTERLZ, HIEEELVE Y

4h PCARIC & [A#k % FTEETIT o 720
I. &% &

1. ENEY b EHOIHUEMERER

(1) ASAER

Fleroxacind A W IIOATEKIEL/ZENE » MiZDW
TASARKER% 1T - 7245 K % Table 11I/R L 72,

FleroxacinTE I E » b % BAfE L 7:1%, fleroxacind b
Viidfleroxacin-HSATHE LB 4, &6IICBWTT +
74 5%y —ERIECBESIN D572, BHEFEO
OA# 5812, OATHRET 5 L &FIIH L VIZERIESD
Abh, WL, HREBENZFERI~6HTRCLL
(Grade V), BEBIZHK LA LI A, WTROMEEKIZ
b M OB i R O B ASRED b7z,

ILE E IV E v b I fleroxacin & A \» id fleroxacin-
HSAZ$5 L TL&BIcT +7 1 7% 2 —ERIBES
nieh o7,

(2) ACAGKER

Fleroxacin® A WV ZOATEIEL/AZENLE Y MIZDW
TACAKERE AT - 745 R % Table 2127R L 72,

FleroxacinEEHE D E IV E v b A fleroxacin &K
& A\ idfleroxacin-HSAB R A FEIXG L TH, ¥XT

Table 1. Active systemic anaphylaxis test of fleroxacin and ovalbumin(OA) in guinea pigs

Immmogen Dose Adiuvant Eliciting N“’;‘fber Grade
8 (mg/body) J antigen aninls 0 I I m 1w
) fleroxacin 6 6 0 0 0 0
Fleroxacin 50 FCA fleroxacin — HSA 6 6 0 0 0 0
fleroxacin 6 6 0 0 0 0
Non treated fleroxacin — HSA 6 6 0 0 0 0
0A 10 FCA 0A 6 00 0 0 6

At three weeks after the last sensitization, the eliciting antigen was injected intravenously to the animals.

FCA: Freund's complete adjuvant
HSA: human serum albumin
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DEREYHE %8 L THREARCIIRETH -2 —F,
OARMEREDENE» PEMICOABHEHRIXG L1
&, 3MMZICEFICAENR LN, 209 baflizit
MBES Pr2 CTEE S N7 (Grade [ ~ 1), EAE24B5F
B TIX2BAHE & BMBEATED S5 M (Grade T~1V),
485 [ 1% TIX &P FLBE K UERIE A 324 & 172 (Grade
).

HAWLE TV E v b % fleroxacin & 5 \ 13 fleroxacin-
HSATHRE L TH R LFIRETH -7,

(3) Maximization test

Maximization testDB#&K % Table 3I1Z7R L 72,

BEHEAEEEICE, SFRERRSIED Shkh 57,
FleroxaciniZl & 53R Ti, fleroxacin{EEE K& IERRIE

BOWTIIZ S HBERIRIE L & OB RIS 1EE80 5,

FEtETH - 72 DNCBREIEBETIZ, £FIFFR48BEH K
U725 B 12 1258 DALBE R 17 RE DS EIEE X 17> (Grade

M), £7:, FEMEBICBWVT, DNCBIZX BHRTH
SENI— KRB & ABEEOMBEAERD b N7 (Grade
I

2. vHFrHVIHRMERR

(1) Ouchterlonyi

Fleroxacin, fleroxacin-BGG, PCG& % \»iZPCG-BGG
TEAELZ7HF LRI L 2MiFIZDOVT, Ouchter-
lonyik % £ L 745K % Table 427K L7,

BT B KR O14 B %8RI L 7= Hifleroxacin/fl
iH & 5\ i3 Hifleroxacin-BGG M {& (X, >3 1L b flero-
xacin ¥ 7= i3 fleroxacin-HSA & DB IZIEBER 2R L %
#5720 HIPCGILIE TId, PCG-HSA & DRI, Bk
E7H % ToBIF4Bl, 14BETEFIPLIFIZILBREREIZ
O bz, PLPCG-BGGIMIF X, VTN OB IZHRM L
726 DT, PCG-HSA & DI EBILBER %K L1,
LA»L, WTFNDIPCGINTEH 5\ idHiPCG-BGG L&

Table 2. Active cutaneous anaphylaxis test of fleroxacin and ovalbumin (OA) in guinea pigs

' D Eliciti Number Grade
Immunogen ( /(;SZ ) Adjuvant i g of 3h 24 h 48 h
mg/body antigen animals | O T NIIV OTIMINIV 01 NIV
saline 6 6000 0 6000 0 6000 0
Fleroxacin 50 FCA fleroxacin 6 6000 0 6000 0 6000 O
fleroxacin — HSA 6 60000 6000 0 60000
saline 6 6000 0 6000 0 60000
Non treated fleroxacin 6 6000 0 6000 0 60000
fleroxacin — HSA 6 6000 0 6000 0 6000 0
saline 4 40000 40000 4000 C
OA 10 FCA | oa 4 00130 00013 0004 0
Non treated saline 6 6000 0 6000 0 6000 0
© 0A 6 60000 60000 6000 9
At three weeks after the last sensitization, the eliciting antigen was injected intradermally to the animals.
The skin reaction was observed 3, 24 and 48 h after the challenge.
Erythema, 0: normal, I: =5 mm, II: =10 mm, III: =15 mm, IV: >15 mm.
Table 3. Maximization test of fleroxacin and 2,4-dinitrochlorobenzene (DNCB) in guinea pigs
Immunization Elicitation Number Grade
Group intradermal topical of 48 h 72 h
induction induction challenge animals 0 I I I 0 I I
Control 0 0 10 10 0 0 O 10 00 O
Fleroxacin 1% fleroxacin 5% fleroxacin 5% fleroxacin 10 10 0 0 O 10 00 O
Non treated 5% fleroxacin 10 10 0 0 O 10 00 O
DNCB 0.125% DNCB 2.5% DNCB 2.5% DNCB 10 0 0 0 10 0 0 0 10
Non treated 2.5% DNCB 10 010 0 o 010 0 O

The skin reaction was observed at 48 and 72 h after the challenge.
0: normal, I: scattered mild erythema, II: moderate and diffuse erythema, III: intense erythema and edema.
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b, PCGE DRI, IEBERETBR L 2h -7,

(2) HARG

Fleroxacin, fleroxacin-BGG, PCG& % \»{3PCG-BGG
TRELZTHF L DERPML M IZowT, HARIG
R ER L7 R % Table 51278 L7

BRBEETB %R V14 B & ICHRI L 7 $ifleroxacin Il
& B\ i3 Fifleroxacin-BGGILiE X, £FIRMTH - 720
HiPCGIMLiE & 5 W IZHLPCG-BGGILIE X, VT M DOERY
KROLLbDTY, 2FBE%ETHY, ThEhe4tE
Pk, s12f5LA Eofufkfiz R L7

(3) ENEyY MIBITH4h PCARIE

Fleroxacin, fleroxacin-BGG, PCG& % \»{¥PCG-BGG
TEAELZ-7HF L VIR L2MFIZONT, ELVEY
b 4h PCARUG % SEHE L 7245 R % Table 61278 L 72,

BAREAET H % K% 014 B %1248 1 L 72 Htfleroxacin Ifil
& & B\ i fiifleroxacin-BGG ML iE i¥, 4h PCAIIGIZ ¥
W, fleroxacin X & fleroxacin-HSA T DFEHEIZ L D,
MoFEEREEFERL kD -7, BRERBEME7THZRU148
%2R L 72 HLPCGIMLiE & 5 \» 134PCG-BGG L i i3,
PCG-HSAT#%T A L 2fIBHETH Y, £hEN256
5L, 512f5LL Eosifkfiz R L7, LA L, PCGT
FRLIEE, 20BEETH -7

3. T AR AWIHEMRER

(1) Ouchterlonyi%

Fleroxacin, fleroxacin-BGG, OA, BGG& 54\ iZPCG-
BGGTEAEL 727 A & DIRE L 7-1iE (22T, Ouch-
terlonyi& % Effi L 7245 R % Table 71278 L 72,

Fleroxacin TBALB/c, C3H/HeX I3CD-1%~< 7 X %

Table 4. Titration of antibodies against fleroxacin and penicillin G(PCG) in rabbit sera by Ouchterlony test

Dos Elicitin Positive/Total
Immunogen ( /bii ) Adjuvant i g after the last sensitization
me/body antigen 7 days 14 days
. fleroxacin 0/6 0/6
Fleroxacin 50 FCA fleroxacin — HSA 0/6 0/6
. fleroxacin 0/6 0/6
Fleroxacin - BGG 10 FCA fleroxacin — HSA 0/6 0/6
PCG 0/6 0/6
PCG 50 FCA PCG —HSA 4/6 ()Y 1/6 (1)
PCG 0/6 0/6
PCG-BGG 10 FCA . PCG-HSA 6/6 (1-4) 6/6 (1-2)

At 7 and 14 days after the last sensitization, sera were collected.

When precipitum was identified, it was regarded as positive.

Dantibody titer
BGG: bovine gamma-globulin

Table 5. Titration of antibodies against fleroxacin and penicillin G(PCG) in rabbit sera by passive hemagglutination test

Dose Eliciting antigen Positive/Total
Immunogen (mg/body) Adjuvant SRBC sensitized after the last sensitization
g/body. with 7 days 14 days
Fleroxacin 50 FCA fleroxacin — HSA 0/6 0/6
. fleroxacin — HSA 0/6 0/6
Fleroxacin - BGG 10 FCA HSA 0/6 0/6
PCG 50 FCA PCG-HSA 6/6 (64-2048)" 6/6 (64-512)
_ PCG-HSA 6/6 (512-2048) 6/6 (512-2048)
PCG-BGG 10 FCA HSA 0/6 0/6

At 7 and 14 days after the last sensitization, sera were collected.

Dantibody titer

SRBC: sheep red blood cells
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BAELTHB-MmiEE, Vihdb, fleroxacind b\ id

fleroxacin-HSA & DREIZIEBER AR L e v o7 T 77,

fleroxacin-BGG TC3H/He %7 7 R % B L TR7-MiF
b, 1EIEE, 2EEfEICA2b 5T, fleroxacind 5\
{2 fleroxacin-HSA & DRIZIERERETR L 2 o0 —
., BHMIETHH0ATRIEL /27T ZADHMFE T,
SHBEHETH 570 ML, HMBGGMETIE, C3H/He
ZTIZEH, CD-1AZTI10BI6eBHBHEERL,
¥ 72, PCG-BGGTREME L7277 2DHMiEN, PCGE
72 iAPCG-HSA & DRI IL R & TR L 22 7 o 72,

(2) =9 RIZBITAH 1h PCARIE

Fleroxacin, fleroxacin-BGG, OA, BGG& %\ {3PCG-
BGGTREAEL /vy A L DRI LiFiZ oWV, <7
Z 1h PCARUG % M L 745 % % Table 81Z/R L7z,

3RFEDT I AH 5186 hizHifleroxacinMiEF T 7 A
DM % BAEL, fleroxacind 5 V> idfleroxacin-HSA T
FRLILEE, PCARGIIEFIRYETH - 72, flero-
xacin-BGG TEEIE L 7-C3H/He R~ XA L h B o5/
WTH, 1EEE 2BREICL DS, fleroxacind
A\ i3 fleroxacin-HSANFR T, PR TH 7. &
HAER & L COHMOAME R UHIBGGILIE T3 & Bk
Thh, FhZEn2560fELl L, 80f5LL L& Vi) PCAR
#5ffi% 7~ L7z PCG-BGGLEIBEAEIZ & 018 6 M/ MiFIZ
S\, PCG-HSARBWVTHERTH &, 108191 pgtk
5T26, 10 ugft 5B T8I, 100 negfk 58 T5HIAS,
F72, 2EBMEICL DB NAMETIE, 108191 Lk
58T, 10 xgk U100 ugix 58 TEHFIAS, PCAR
TRt % 7R L7 (PCAHUIKMES#E LI L) LA L, PCGT
FRLIBEI, &PRETH -7,

(3) J v MIBIFTH 4h PCARIE

Fleroxacin, fleroxacin-BGG, OA, BGG& 5% \»i3PCG-

BGGTRAE L7277 A & DIRBLL AMEFIIOWT, 7y
} 4h PCARUG % EfE L 7455 % Table 917N L7

3HFEDTIANLE & N7z HifleroxacinfiETS v |
DOREE % EMEL, fleroxacind 5 V> idfleroxacin-HSAT
%% L7354, PCARIGIXEFIBMETS 5720 Flero
xacin-BGG TEEAE L7:C3H/Het= 7 A L W B H iz
ETY, 1EBME 2BBEC,I2DOTY, fleroxacind
A\ idfleroxacin-HSADH R T, EFIBRMETH S, B
MR L LT OHOAMF I EPIBHETH Y 160850
DOPCAFLEMi %= L, HBGGHEIX, C3H/HekR<2
4B (PCAPUAM 404500 ), F7/:CD-1R< I AT
108 8FIs, BAERIE %R L7 (PCATUAMEISHE L),
PCG-BGG 1EIBAEIZ X h B o hzmFIZOWVT,
PCG-HSA¥* FIWVTHRT A &, 108191 pgix 5H T4
B, 10 ugix5-BET26, 100 ugix5HTIHAD, 7,
2EBAEIC & DB SN MiETIX, 108191 pgix SR T
3B, 10 pg#% 5B TEHB, 100 negfX 55 TSHIHPCAR
EMtE %R L7 (PCAFARMSFE A L) L AL, PCGT
FRLIBER, 2R TH- T

m. % ®

Fleroxacin DMEHDEEEZHAL,IIT B0, TV
Ey b, vHF, v AFHCTHESERRET-
EMIBUAEYRTLVF—REOEHLEETHL,
EEstE, BIMERICBVTOLEPFEMTRSTS
ZENEE LW, B, BSTFEwE, &EARED
ESFIEELETENICES L2VERD, ThASTR
REMYRERLZVEZEZISLNRTWVAY, ZITERR
IBWTiE, REFEE LT, fleroxacinbh4Hic, £BH
ICIEWEGTEN E BHADE AL RET 57D flero-
xacin & BGG % 37C T24BEM 1 » ¥ 2 ~X— P LTHAKL
7=fleroxacin & BGGDR AW b A L7z RELELHE

Table 6. Titration of antibodies against fleroxacin and penicillin G(PCG) in rabbit sera by 4 h guinea pig PCA test

Dose Eliciting Positive/Total
Immunogen (mg/body) Adjuvant antigen after the last sensitization
g 7 days 14 days
. fleroxacin 0/6 0/6
Fl
eroxacin 50 FCA fleroxacin — HSA 0/6 0/6
. fleroxacin 0/6 0/6
Fl -BGG
eroxacin 10 FCA fleroxacin — HSA 0/6 0/6
PCG 0/6 0/6
PCG 50 FCA
PCG-HSA 6/6 (1024 =)V 6/6 (256-1024)
PCG 0/6 0/6
PCG-BGG 10 F
CA PCG-HSA 6/6 (1024) 6/6 (5125)

At 7 and 14 days after the last sensitization, sera were collected.

Dantibody titer
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Table 7. Titration of antibodies against fleroxacin, ovalbumin (OA), bovine gamma-globulin (BGG)
and penicilin G (PCG) in mouse sera by Ouchterlony test

I 0 Strain Dose Adiuvant Eliciting Immunization
mmunoge (ug/body) ! antigen once twice four times
fleroxacin 0/10Y
BALB/c fleroxacin — HSA 0/10
fleroxacin 0/10
C3H/He 1 fleroxacin — HSA 0/10
fleroxacin 0/10
CD-1 fleroxacin — HSA 0/10
fleroxacin 0/10
BALB/c fleroxacin - HSA 0/10
. fleroxacin 0/10
Fleroxacin C3H/He 10 Alum fleroxacin — HSA 0/10
fleroxacin 0/10
CD-1 fleroxacin — HSA 0110
fleroxacin 0/10
BALB/c fleroxacin — HSA 0/10
fleroxacin 0/10
C3H/He 100 fleroxacin — HSA 0/10
fleroxacin 0/10
CD-1 fleroxacin — HSA 0/10
_29)2)
0A BALB/c 10 Alum 0A 10/10 8~32)
CD-1 10/10 (16 ~32)
BGG C3H/He 10 Alum BGG 10/10 2~8)
CD-1 6/10 (1~4)
1 fleroxacin 0/10 0/10
fleroxacin — HSA 0/10 0/10
. fleroxacin 0/10 | 0/10
Fleroxacin — BGG C3H/He 10 Alum fleroxacin — HSA 0/10 0/10
100 fleroxacin 0/10 0/10
fleroxacin — HSA 0/10 0/10
1 PCG 0/10 0/10
PCG-HSA 0/10 0/10
PCG 0/10 0/10
PCG -
CG-BGG C3H/He 10 Alum PCG — HSA 0/10 010
100 PCG 0/10 0/10
PCG-HSA 0/10 0/10

Dpositive/total
Dantibody titer
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Table 8. Titration of antibodies against fleroxacin, ovalbumin (OA), bovine gamma-globulin (BGG)
and penicillin G (PCG) in mouse sera by 1 h mouse PCA test

I Strai Dose Adiuvant Eliciting Immunization
mmunogen rain (ug/body) ljuvan antigen once twice four times
fleroxacin 0/10%
BALB/c fleroxacin — HSA 0710
fleroxacin 0/10
C3H/He 1 fleroxacin — HSA 0/10
fleroxacin 0/10
€D-1 fleroxacin — HSA 0/10
fleroxacin 0/10
BALB/c fleroxacin — HSA 0710
. fleroxacin 0/10
Fleroxacin C3H/He 10 Alum fleroxacin — HSA 0/10
fleroxacin 0/10
CD-1 fleroxacin — HSA 0110
fleroxacin 0/10
BALB/c fleroxacin — HSA 010
fleroxacin 0/10
C3H/He | 100 fleroxacin — HSA 0/10
fleroxacin 0/10
CD-1 fleroxacin — HSA 0/10
<=\3
OA BALB/c 10 Alum 0A 10/10 (2560=)
CD-1 10/10 (51205)
BGG C3H/He 10 Alum BGG 10/10 (640 ~ 2560)
CD-1 10/10 (80 ~640)
1 fleroxacin 0/10 0/10
fleroxacin — HSA 0/10 0/10
. fleroxacin 0/10 0/10
Fleroxacin— BGG | C3H/He 10 Alum fleroxacin — HSA 0/10 0/10
100 fleroxacin 0/10 0/10
fleroxacin — HSA 0/10 0/10
1 PCG 0/10 0/10
PCG-HSA 2/10(5) [ 9/10(5~20)
PCG 0/10 0/10
PCG-BGG C3H/He 10 Alum | peG _HsA 8/10(5) | 10/10(80 ~160)
100 PCG 0/10 0/10
PCG-HSA 5/10(5) | 10/108(160)

DPCA titer is negative at 1/5 dilution of serum
Dpositive/total
3antibody titer
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Table 9. Titration of antibodies against fleroxacin, ovalbumin (OA), bovine gamma-globulin (BGG)
and penicillin G (PCG) in mouse sera by 4 h rat PCA test

I n Strain Dose Adiuvant Eliciting Immunization
mmunoge (ug/body) ! antigen once twice four times
fleroxacin 0v/10?
BALB/c fleroxacin — HSA 0110
fleroxacin 0/10
C3H/He ! fleroxacin — HSA 0110
fleroxacin 0/10
CD-1 fleroxacin — HSA 0/10
fleroxacin 0/10
BALB/c fleroxacin — HSA 0/10
. fleroxacin 0/10
Fleroxacin C3H/He 10 Alum fleroxacin — HSA 0/10
fleroxacin 0/10
CD-1 fleroxacin — HSA 0/10
fleroxacin 0/10
BALBJc fleroxacin — HSA 0/10
fleroxacin 0/10
C3H/He 100 fleroxacin — HSA 0/10
fleroxacin 0/10
CD-1 fleroxacin — HSA 0/10
- 3)
OA BALB/c 10 Alum | OA 10/10 (160 ~ 1280)
CD-1 10/10 (640 ~1280)
BGG C3H/He 10 Alum | BGG 10/10 (40 ~160)
CD-1 8/10 (5~40)
1 fleroxacin 0/10 0/10
fleroxacin — HSA 0/10 0/10
. fleroxacin 0/10 0/10
Fleroxacin— BGG | C3H/He 10 Alum fleroxacin — HSA 0/10 0/10
100 fleroxacin 0/10 0/10
fleroxacin — HSA 0/10 0/10
1 PCG 0/10 0/10
PCG-HSA 4/10(5~10) | 3/10(5)
PCG 0/10 0/10
PCG-BGG C3H/He | 10 | Aum | peg_psa | 2/1065~10) [10/10(10~ 160)
100 PCG 0/10 0/10
PCG-HSA 3/10(5) 5/10(5)

DPCA titer is negative at 1/5 dilution of serum
Dpositive/total
Iantibody titer
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ANTIGENICITY STUDY OF FLEROXACIN

SaBuro Hara, Noriniko Nakanisii and Yasuo ABE
Central Research Laboratories, Kyorin Pharmaceutical Co., Ltd.
2399-1 Mitarai, Nogi-machi, Shimotsuga-gun, Tochigi 329-01, Japan

Using various methods, we investigated the antigenicity of fleroxacin in guinea pigs, rabbits and mice.

1. For sensitization, fleroxacin was injected subcutaneously and intramuscularly with Freund’s complete adjuvant (FCA)
to guinea pigs once a week for three weeks. The sensitized guinea pigs showed neither active systemic nor active cutaneous
anaphylaxis. The results of the guinea pig maximization test of fleroxacin were also negative.

2. Rabbits were sensitized intradermally and intramuscularly with fleroxacin + FCA or a fleroxacin-bovine y -globulin
(BGG) mixture + FCA once weekly for four weeks. Anti-fleroxacin antibodies were not detected by Ouchterlony's test,
passive hemagglutination test or 4 h guinea pig passive cutaneous anaphylaxis (PCA) test.

3. In mice, fleroxacin or fleroxacin-BGG mixture was injected intraperitoneally with AI(OH)3 gel once, twice or four times.
Anti-fleroxacin antibodies were not detected by Ouchterlony’s test, 1 h mouse PCA or 4 h rat PCA test.

These results suggest that fleroxacin has no antigenicity in guinea pigs, rabbits or mice under the experimental conditions

used.



