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NY-198% Bijdic R4EEE 4% 5 L 72838 X U Freund’s complete adjuvant (FCA) & & 12K
HETHRE L:8TiE, NY-198B LU NY-198DT L P73 v L DiEAKR(NY-198-BSA)
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Z 0Pt NY-198%ifkicov» T pipemidic acid, norfloxacin 3 X U ofloxacin »%& HSA &4
EFRURLT 2 4 PCARIDETh»72 L 25, WTFhOFRIARICL > TORIGIZBETH
D, NY-198% Z i &R & DRICIZRIEZHIZERIGHEATED bz,
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A UER 2R S ir 572,

UEogER» 6, NY-198I3ZNBETITELEY B W THEREZ2EILWINDLBbNLS,

NY-198i3 L EEBIEHR R SH CHR I AL
RERT, 77 2BMEBIU 7S ABSEICN L TIE
BWIE AR MVEEBNRLENERT I EHED S
nTw3Y, A% Fig. 1 ITRTILEE B L {LeiEs
R%2FLTHY, nalidixic acid, piromidic acid & % \»
{3 pipemidic acid % ¥ DAL L BAEMICHELL

(£ )-1-ethyl-6.8-difluoro-1.4-dihydro-7-(3-methyl-1-piperazinyl)-
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Fig. 1. Chemical structure and
chemical name of NY-198.
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1. HERESLUREER
NY-198i3EEEBI B AL TAB S L/zLot No.
YA83D 2H L7z, AKIIKICEITISLL, Ly
ethanol, acetone, ether 7c ¥ DHEBIBEEICLIZLA Y
B2 WBEOKRENERTH 5, RIEENZEERR
1243, pipemidic acid (Lot No. NY-261-1-D), nor-
floxacin (Lot No.NY-012-VI<®) 3 kU* ofloxacin
(Lot No. XH960) #, F-REMENHEIEZ —LXRR
DMK L L Tid cephalothin Na #5 (Lot No. GB
2D ERW, TP b LRSS
HENBEINLDEHC, ZOMISTITLT I
~ (BSA, Lot No.M4R9182, Armour #%), £ }7
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W73 > (HSA, Lot No.126373, Chemical Dynamics
Corporation ), Freund’s complete adjuvant(FCA,
Control No. 721916, Difco Laboratories #5{), #E¥
REME (BAf F7 2 PSS BIKHE 7
7)) i (Ortho#8 & U Dade #8Y) #F\272,

2. {ERAEY

Rt L 0 BBA (19854E 5 A 298 : 65T, 6H26H :
20I%, 7H 3 B : 200K, 108 © 12K, 17H : 260K, 24A :
10PE, 31H : 30PC, 198647 A30H : 8 IT) L7-tK&E280
~423g (4 ~ 7 88p) 7 Hartley RiEENLE Y P ZHW
72, BINIIEIB20~24.5C, BEE66~84%ICHERFS N,
FRPARER] 8 ~200FIC B E I NBMIEATLBE 7 —
¥ (#E50cm, #30cm, &HE2lcm) 15 EFoHEF L,
BRI (BLE Y PR CG-3, BAZ L 7HE) BLUr
KEkEBHICEZ 72,

3. ¥MNEBRESHDYEL

NY-1987 BSA 8 & t* HSA L ngamo#Esls,
carbodiimide {ki2 & ) NY-198D ANV R¥ I NEEF

BEDEET 3/ HITEAIE BRI VT >72,
J%bb, NY-198 100mg#0.001N HCl 8 mlichn#a
f2L, 0.INNaOH T pH 4 ~ 62 L7=nb, 200~250
mg/ml M1~ ethyl -3- (3- dimethylaminopropyl) car-
bodiimide HC1 #& (EDC) skiF# 1 mlz iz TEIRTI0
SRR €72, ZORIGHE% 100mg/mlo) BSA 1A% 1
mlCHRIR L b L2 IHIR 72, BB TR S ¢/
DL, RISHEIZOWT Sephadex G-25THAHF L7 1
< b7 4 —%1T%\, void volume fHEICIEH I 1L
% NY-198-BSA &AE S 2 £, RAKEEE L H
WTEBHEL: LD % NY-198-BSA &4k (NY-198-
BSA) & L7z, ZofEAHED BSA 14FH720) NY
-198D&E A T, NY-198D %A 3 RIUAR A ik B
279nm 28115 NY-198-BSA & BSA & DiyepE=
POEET L, 4.2%WL5.43FTH-72, NY-198
L HSA & DREATROFRBL G FIEDBIETT %0\, HSA
13FH720 4.4 FHONY-19855%E4A L7 NY-198-
HSA#& A& (NY-198-HSA) #1872, Pipemidic acid,
norfloxacin & U ofloxacin ? HSA & o & &k
FBUT I 65 DIEYH0.00IN HClIiZxf$ 2 I5RREEH*
F L {fBEV728, pyridine % IF#IEHE L L TR car-
bodiimide ki< & 0 177 > 72, &&EAHD HSA 14F
H72 ) DEMDREASFHIL, pipemidic acid T225
¥, norfloxacin T48%F, ofloxacin T233FTH -
720 %72, EDCRIEL 7> HSA b [AfEIcERsIL 72,
4. EHE
#E311~423g (6:88) DHD Hartley RELE »

M2 1BES ~10RE LT 7EAE L2, B I BB
DEEEENIEL % b &) 7%, BEEICIIERS

ANERB7V— MTEER 2T CTEEEN L, TR
EII#HCIE NY-198%0.5% carboxymethylcellulose
Na #EiFHI2 107\ L 100mg/mIDBEIC % 3 & 5 IS
SR THEBY LK * TRIORT AR A 3 [, 28/
ICh:DEF6 MM BRRS Lz, W» 6 VIEICE
FCA # adjuvant & L THWTK TS L7, 1% 5%k
E LT, WMBHCIIAERALEK (saline) 2, IVEEE VEiC
132N ZF 1 6 mg/ml¥ 60mg/ml?d NY-1987 saline BB
&%, VIBHCI34.81mg&HE/miod NY-198-BSA iFik
%, VIBHZI3 4 mg/mlo) BSA B %2V, WIFNLER
B FCA LiE¥T w/oBlzony s v 2FBIL, Fid
RTRARTEHR 1B, 48RIch72 ) & 4 RIS
Ticik5 L7,

EIR: NY-198 30mg/ke

IR NY-198 300mg/ke

#IIEE . (Saline 0.5ml+ FCA 0.5ml) /kg

BIVEE: (NY-198 3mg+ FCA 0.5ml)/ke

BVE: (NY-198 30mg+ FCA 0.5ml) /kg

BVIEE: (NY-198-BSA 1 mgZEHE+FCA 0.21

ml) /58

BVIRE: (BSA 1mg+ FCA 0.25ml)/3§

5. i

BRES%I4B EBICEHDOELE Y MTOWTHES
BR& Y 2 ~2.5mlod g% $REXL, 2500rpm, 2043 FHEL
L Th#E&He, nFHdRticAvwsET-20CIi
REL

6. @87+ 715%>— (ASA) Rt

BURS5ZITEBCEROELE Y o LTHB
THEENENOTRE R BRAEEL, TF74 5% —
IERDFRERAA . ThbD, [ 5 VEEETICIZ NY
-198 1mg/kgk NY-198-BSA 1mgEHE/iA%, VIR
IZIE NY-198 1mg/kgs NY-198-HSA 1 mgBHE/
BE%, £NFNS5 LI, VIBRCIE BSA 1mg/fE% %
EL7, BERIEICALNAEREZEBEL, T+7
1 7% —EROBE 2 LIT IR RHEIC - 4 BRI
ST THEL,

& 1 (Negative) :fERNDLLTDLNLWHD,

& fE (Mild) :rE, BIEE, {Led, £bZ,
MEIRIREE L ¥ DEERD 5 B, RIRLIGEROEAH 1 ~ 3
DHD,

4 (Moderate) : FEENFERICIMZ THR, B
® RER 7T/ -, W, SHEE, SRR
E EDFERDID Y, EROBA 4~ TDED,

& fE (Severe) : FERICINZ THRNAGE, BHZ
EDFERD MDY, F0OEM8LULEDL D, gy s
v 7R &/ L2 b D,
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1. REEMTF715%>— (PCA) Rt

EREHELEY M LBLALILFICONWT,
OVARY b D HFEICHE L T4 BB L r8 HRE
homologous PCA %477\, IgG, &l L~ IgE Btk
PREELT2, HE280~421g (4 ~ 7 :88) nELEEIL
Ey bELVIED MWL LT, 202 HERRNIC
MEL, EPFEIIIATEANI LWL 6 ¥FIC, &
L UDEBAER L2 BRIEO. Iml 32 %2 KAEST L
72, AREEH B\ i3 8 HEDBIEMIM %2 BT, NY-
198, NY-198-BSA, NY-198-HSA % 3\:{3 BSA o
ZHURIBZHE . 1 % Evans blue 2B A /KA L DER
BRZARD 52 WIIEMRE NIkE L7z, ZREOE
ERRE LTIENY-198Ti3 1 mg/kg, NY-198-BSA
& NY-198-HSA Tli 1 mgEH'E /58, BSA Tid1mg/
FEE Rz, BESOMRICENE y FOKIREREGEITL
TEFEE Lo, KEZHBEL TRRNEICERI N F
BRDOEREE 2 7FTEHRIL, ZDFEHES 5 mll ko
YOEBHEE LT, BERTESERIERE L > T
iR AR

¥ 7:NY-198 & pipemidic acid, norfloxacin, oflo-
xacin 7 ¥ DMOEE & DRIDZERKISHEICOWT D
VIO 100 6 CHENLE v FFEZAWT, ZIHE
7 HSA #4418 L EDC 03 HSA 25BRHEE L
72 4 Befl] PCA %4774 »72. % B, T o DFRIENE
ARV IngEAHE/FRE LT,

8. REFMBEIEK (HA) UG

O HFEHEKLEROFRY

HRDREEIRIFIM#E % 2000rpm, 103 HEL L TES
/A MmER% saline T 4 BISEET4, 0.15M BEEEEE
BAEK (pHT7.2, PBS) IciBE& €72, OGRS
1/58872.5% glutaraldehyde-PBS ix# £ %2 12l
Z, BRTIKERLCEITE -7, BIE S hizdkimekiz
saline T 4 El#ki#f% PBS 125 %ic7% 2 & 5 ISiT# S+
72, NY-1984 B A ERDFBLIL, & D 5 BEIE K MERP
ERSmUZ, H 565 LH300mg/mlo> EDC-PBS iF# 1
ml& 5mg/mio) NY-198-PBS {Fi& 4 ml& #2 THW
RIRAEREHRRIIMZ, R ey o—BRRIEI¥THT
o7z, NY-1984 % #Eki3 30mlo) PBS T 6 ki
%2 5% KRIME-PBS %%k (NRS-PBS) i21.5%i
%5 59 I2iFHERET HA 2BV, BSA #%E KMk
{3 glutaraldehyde [ElE#MEk#% tannic acid TAIEL
THR LN 5 %mERkiTEkICEA R0 BSA i5# (500
pg/ml) 22 TITC, 1IBFFERGI AL, HA
Iz oAkmekz 2% NRS-PBS 2 1%ick 2 &5
FE TR,

@ HADORE

EZHELE Y P2 LOMFIZOWTE6C, 302Nk

BB 21T\, DWW THERFRNEER 2 kLT
b8, %58N 5% glutaraldehyde ElE #M1Ek % hn
ZT3TC, 30MA v Fa~—Y 3 VREBEITL\W,
2000rpm, 109FEIDELBEC & DB EEEHR
mED 2 EHREE LT HA AW,
PAHMDOREIZA 7084 PL— 3 VERICENTT
o712 Tbhh, 0.025ml) 2 v L2.5% NRS-PBS
BBRDA-T2—2 R 2477V —} (VB i
0.025mINPRRMFAEMRL TH L) 22— —2HAWTE
RIEBERRIGE AL 72, ZOMFENERRHIRIC
NY-198% 7213 BSA &R MER % hn 2 T 10 FHHEER
BLznb, BETHMKEL, 7V — b Lodkmiks:
HERPELTVWI0E»2BEL, BELTRTESS
FasEe - THdmi e L7z,
8. BXYINARERT
KB DOREIZ, BEHOELEY POFIZOWT
NY-198-BSA, NY-198-HSA, HSA & 3\:(3 BSA
##UJ8 & L T Ouchterlony iz & W 7% - 7>, Agar-
ose II (FIX#iZs)) % 1 %NDEA T Veronal iBEH%
(pH8.6, £=0.05) IZBZ»L, ¥I7X7v—btLEic%
7%, BR2mNTHu—X7L— | 2{EBIL, FEH
DR % FLNT, nnk L T Z ORI ICHRILER DX % B
172, MBERADRICIZ NY-198-BSA (1.0mgEBEHE/
ml), NY-198-HSA (2.0mg&HE/ml), HSA (2.0mg/
ml) #2\i3 BSA (1.0mg/ml) NEIFEKLIL] 2, %
L THRIMLEFRDRICIZ10~20] D1iEE AN, 4C,
2RI, MBGNFEErBEL,
10. HEREANERES —LZXRUE
MOLTHAN 6D FEY#EF L LTk P& E AWz
ABENEE — L2 ARIGER L2, 420BRERT
(FRp26~32m%) » O Bk 3ml%#RM L, 4 1ml
7 Alsever i5# # in 2 T Alsever If. i % {EBL L 72,
PBS iz L2 DiBED NY-198iF#% (10~0.47
mg/ml) 0.1ml3 72 i3BEAEXTERSK ) cephalothin Na #8iF
# (60~1.9mg/ml) 0.1mliZ Alsever M#&0.17%\>L0.2
ml% Mz T, 37C, WML > F 2=y 3Lz, D»
TEROMEEL T LERRGIRE LM%, &R nzkz
W27 PBS Tk, PBS T2 %KL L7z
C DB FHMERTFHERKO.025ml %/ s—2 R b F LTV
B7L—pMck), 7—22M%0.025ml%2 02 T, 5%
RGBS ERIC 1 KB L, BEOFEZBELL.
HENHIISBRE (M, 4, +, £, ) TERL, +U
ToBERBRELHE L,

I &% %R

1. 2887+ 745% -
BIREHNELE Y MC, BRIE5%17H BICHERI
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Table 1. Active systemic anaphylaxis test in sensitized guinea pigs
Sensitized Provoked Symptom Grade
Group antigen antigen Animal of
(Dose, route) (Dose) No. A CDEFGHTIJKLMN O anaphylaxis
1 - - -+ - = === - = — = — = Mild
s ild
NY-198 3 - —-——-+4+ -4+ -+ -4+ == - = — Moderate
(1 mg/ke) 4 - — — - - - = - — = Mild
. NY-198 5 — — — 4 - =+ - = — — - — - _ Mild
(30mg/kg, i. g.) 6 — —— 4+ - — 4+ - - - — - - — — Mild
NY-198-BSA T = — — === = — - - — — Mild
(1 mg protein/ 8 - —-—-+-—++-===-- - - = Mild
head) 9 —+ — - =+ - === = — Mild
0 — —— 4 —+ 4+ - == —— —— = Mild
L — — — 4+ =+ = = = = — - — — Mild
NY-108 B It C-CZZZZ
(1 mg/kg) h
4 —+ -+ — =+ — = = — — — - — Mild
I NY-108 I s Mild
(300mg ke, i. g.) 6 — — — 4+ -+ - = - - — — — Mild
NY-198-BSA 17 -+ ++ -4+ + - = - = = - — — Moderate
(1 mg protein/ 18 -+ -+t - - - - - - - - — — - Mild
head) 19 — — — 4+ — 4+ — — — — — — — — — Mild
20 @ — — -+ - - - — - - - — — — Mild
Symptom A : Pilo-erection F : Micturition K : Labored breathing
B : Nose scratching G : Defecation L : Ataxia
C : Sneezing H : Dyspnea M : Convulsion & inversion
D : Tremor I : Cyanosis N : Prostration
E : Tachypnea J : Stridor wheeze O : Death

JREEEL, BEINEERE Table 1 & 21R L7,

PRYENEETH 5 BSA #5580 5 it 2 filiz BSA o
FRICLY, BIBE, WR{TE, E, FHURRK, wps,
FT7 /¥, WREHE BE BTARELY OFERE
VEBIL, SHICHUBZERIY, &EL, BiEH%S
20508 L U8 FISBRICENFIFEE L, LD
FER B O—BHICEN A BB L TF 74 5%
=Y ay 78 ERTH 72, D 3FNIFEELAr 723
DD, BIE, HBHVIIPEENTF745%3—L a3y
7RERER LT,

ASACBIT2EHENBTS 5 saline i 53Tl
NY-198% 723 NY-198-BSA D\ O FHRAUE I
$-oTh, L2 LHRL EHHBINE  DEMEKIZE S
n, R, "PRRE, BIREL Y LEGRMICA LN,
INLDERIE, BZ L HIFRABRIEOERE LTE
BEINZDTII %L, AvbBRIUEOBEEER
RR3BET IBROEREICH ) R PLRREETZ DT
H25,

NY-198 30mg/kefR 4% 5-8¢icxt LT NY-198% 72
13 NY-198-BSA 2&FR%EE5T 5L, 18] (No.3) oA
ICHEER, RS, PRIREEES L UF3 5 2 X AA b,
CHUIBRDOBISER > TLORDETRE BIRNICEA L

b Bbid, D IFICOWTIE, FBERITLL,
&5 2B, BESFIc, BERAT4BIC, LT
BIBEV1IBICALNIRBETH 72, S biERIE
saline GHICBWTHADLNTWB I R LT T
747X —EREIBBBED LD L B2, FARRDE
RiZ NY-198 300mg/kefR R S5BEICBWTHAD LN
72, FCA # adjuvant & L THw72 NY-198D 3 &
UF30mg/kel TR 5BETIE, NY-198% % \2i3 NY-198-
BSA D WFNOBRIE 2 AW BATLFECHIIZA
LNT, L3232, HRBIUVEEIZ{DHIC, LT
—EBICHIBED 2V IIRBENA SN, b DEER
b saline F{ERELIZLALEL L L WEBETH -2,

NY-198-BSA KT 58ticx LT NY-198% %%
BE- L35S, 1TLA Y DOMKICIZS 2 2 LHERA AL
Nz, SRR & L TliketExtfRo saline 588
BEAEEDLL -7, NY-198-HSA #BERIE5 L
IR, PRIREE, R, STE, BHRIE, M,
FT 7 —¥, RREEL E OERICERIICER, X5
ISR 2 Ep X, &EIL, 56% 4503109 LIAICHE
Tl RIDIFBEEDNTF 74 5% k%R
L7,
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Table 2. Active systemic anaphylaxis test in sensitized guinea pigs

Sensitized Provoked Symptom Grade
Group antigen antigen Animal of
(Dose, route) (Dose) No. A C EFGHTI J KL MN O anaphylaxis
21 — — — 4 — = = = — - - - -~ Mild
Ny-18 22 - - - - r--o- - - oo M
(1 mg/keg) .
24 -+ -++++-=-=-—- === = Moderate
I Saline+FCA L ———-t-F+--mmmm = Mild
(1 ml/kg, s.c.) 26 - — — 4 — 4 — — — — — — — — — Mild
NY-198-BSA 27T —— -+ - - = - - - = = - = - Mild
(1 mg protein/ 28 — — — — — ++ - === - - - Mild
head) 29 @~ — ==t - - = - - = - = = Mild
0 - — — 4+ 4+ - === = — - — — = Mild
31 — — — 4+ — - — = — = = — = Mild
3 32 @ —+ — - - = = = = — = = — = Mild
Aoy B ———h— ok — - — == - = = = Mild
g/X8 34 - - -+ -+ - = = — = = = — = Mild
N NY-198+FCA ¥ -—--——-F-F-----—-—--- Mild
(3 mg/kg, s.c.) 36 — — —+ -+t - - === — — — Mild
NY-198-BSA 37 e e Mild
(1 mg protein/ 38 — — — + — + — — — — — — — — — Mild
head) 390 — — — 4+ — 4 — — — - — — — — Mild
0 — — —F -+ - — — — — — — — — Mild
44 - - — - = Fm— - - — = = Mild
NY-198 B T T IIZZZZZzZzZzZzz Negate
(1 mg/kg) 44 — e e - - - Mild
V  NY-198+FCA 4 ———-+-t+t---=-m==- Mild
(30 mg/kg, s. c.) 46 — - Mild
NY-198-BSA 47 — — — + — 4+ + — — — — — — — — Mild
(1 mg protein/ 48 -———+++ 4+ -===- == - - Moderate
head) 49 — — — 4 — + 4+ — — — — — — — — Mild
50 @ — — — 4 — 4 — — — — — — — — — Mild
51 — — — 4+ — 4 — — — — — — — — — Mild
NY-18 2 rrEoE T oo T T Mo e
(1 mg/kg) tto-o-o--o-T-ZocC :
B4 — — — 4 — 4+ — — — — — — — — — Mild
VI NY-198-BSA+ $ ——--t-+t---=---==- Mild
(1 m rotFC}A 56 + — —+ ++ —+ + — + — + — + Severe
B Se‘c“) NY-198-HSA 57 — — — — — + — + + 4+ + + + — + Severe
» > */ (1mg protein/ 58 + - —+ 4+ + 4+ + + + + + — + Severe
head) 59 + -+ + -+ + + + + + — + Severe
60 + -4+ -4+ 4+ - =4+ + + + — + — Severe
61 - —=++ —-—=++ 4+ 4+ — + + — Severe
BSA 62 + — - —+ —-—+ — 4+ + + — + — + Severe
VI BSA+FCA (1 mg/head) 63 - - - - — + + + + + + + — — — Moderate
(1 mg/head, s.c.) 64 + + - - — — — + + 4+ 4+ + + — + Severe
65 ++ —-—=—-—+++ + + + + — — — Severe
Symptom A : Pilo-erection F : Micturition K : Labored breathing
B : Nose scratching G : Defecation L : Ataxia
C : Sneezing H : Dyspnea M : Convulsion & inversion
D : Tremor I : Cyanosis N : Prostration
E : Tachypnea J : Stridor wheeze O : Death
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Table 3. Passive cutaneous anaphylaxis test on serum of sensitized guinea pigs

Sensitized =~ Number of PCA titer (Number of animals observed)
Group antigen animals NY-198 NY-198-BSA NY-198-HSA BSA
(Dose, route) tested 4 h 8 days 4 h 8 days 4h 8 days 4h 8 days
I NY-198 10 N.D.(10) N.D.(10) N.D.(10) N.D.(10)
(30 mg/kg, i.g.)
I NY-198 10 N.D.(10) N.D.(10) N.D.(10) N.D.(10)
(300 mg/kg, i.g.)
T Saline+FCA 10 N.D.(10) N.D.(10) N.D.(10) N.D.(10)
(1 ml/kg,s.c.)
IV NY-198+FCA 10 N.D.(10) N.D.(10) N.D.(10) N.D.(10)
(3 mg/kg, s.c.)
V  NY-198+FCA 10 N.D.(10) N.D.(10) N.D.(10) N.D.(10)
(30 mg/kg, s.c.)
VI NY-198-BSA 10 N.D.(10) N.D.(10) 128(1), N.D.(10)
+FCA 256(2),
(1 mg protein/ 512(1),
head, s.c.) 1024(6)
VI BSA+FCA 5 128(2), N.D.(5)
(1 mg/head, s.c.) 1024(1),
2048(2)

N.D. : Not detectable (Minimum dilution ratio of serum=4)

2. REERTF715%>—Rb
ZREHODELEY PP LOMFEFIZOWT 4 FFHE
(IgG,) BXU*8 HM (IgE) ? homologous PCA X
5D R % Table 31T/,

BSA 580 m#E % KARE L72E/LVE Y } T,

4 FE1%IC 81T 5 BSA ofEERIC L ) RNRS5-E(L
ICHURDUE R Ic D < AR B RIR RSN, PCA
B3t TH -7, BSA ixt§ 3 IgG fiiffii3128
Eh 5204815 TH Y, BEENKE, -2, LAL, T
oo 8 B PCA Kinid2piletETh -7z,

NY-198/3045 & UF300mg/keE O % 5B i 7 12>
WT NY-198% 5\ i3 NY-198-BSA #FRHiE & L
22 4BB S U8 B PCA Kn %477 »72h%, Wwih
nmEL M TH -7, 35S U30ng/kgl TIEBE
DMFIZOWTH NY-198H 22 i3 NY-198-BSA
WTNDOBERVIFICE > TH 4B L U8 HE PCA
I3 T _RTEHEETH 72, Lzh>T NY-198%£20
FR3E TG Lz Y FOMED HIZBRUED
b 63, NY-198ICK$ 2HfkiRE I
nolz,

NY-198-BSA 58N MEICOWTH 4 B s &
UF8 Hii?» PCA i3, NY-198%2Z#RHE & L7238
A, WThIEBERINLh -7, NY-198-HSA
PBROUR L LI2EAIII, 405 PCA Riph Ptk e %
D, 2FIc NY-198i2x13 5 IgG i nEEHHER &

iz, 2P 128055 5 1024E T > 72, L L 8
B PCA R Tl 2Bt TH - 72,

3. RERMIPBPRFE

ZE5HENLE Y POMFICOWT HABKIR & 34
44 % Table 4 IZ7R L 72,

NY-198% & tf BSA # % # M5k (3 saline & 58D
4 fERRMEZ TN T LIREROLEELE S 4d
272, BAENEETH 5 BSA %58 MF Ti3, BSA #A
AIMER & DRYICEERISH A b, BSA iIoxT a4k
DTEHITER I N2, £ DHUSMIZ512~ 204815 TH -
2o NY-198M30& 300mg/kekE O 583 L U3 £ 30
ng/kgB TR 5N ME T3, NY-1988 R MEkicatd
BEHERIGII TN TEMET, NY-198icx 29ifkizs

TEL e 72, NY-198-BSA T 5HOM#E T3,

NY-1988 Bk sk & DRINDEHER S 8 FHERMET,
DU 4 ~25605TH > 72, &) D 2B 44EF
RECBWTLBHTH -7,

4. EXFILARZRRG

FHRERENLE Y FOMBEIT OV TIRBEOBRES
Ouchterlony i & D 177\, #D#sE % Table 51
RL7z,

FBAENIRTH 2 BSA #5890 56105 b 3 Floin
#i3 BSA L ORICILIEG 2R L7z, NY-198730L
300mg/kekR 4% 5845 & F 3 & 30mg/kgB Tt 5 BN
FhomEe b, NY-198ic*+ ) P—HBEABE&AL
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Table 4. Passive hemagglutination test on serum of sensitized guinea pigs

Sensitized Number of HA titer (Number of animals observed)
Group antigen animals
(Dose, route) tested NY-198-coated SRBC BSA-coated SRBC
NY-198 10 N.D. (10)
(30 mg/kg, i.g.)
I NY-198 10 N.D. (10)
(300 mg/kg, i.g.)
I Saline+FCA 10 N.D. (10) N.D. (10)
(1 ml/kg, s.c.)
v NY-198+FCA 10 N.D. (10)
(3 mg/kg, s.c.)
A" NY-1984+FCA 10 N.D. (10)
(30 mg/kg, s.c.)
Vi NY-198-BSA +FCA 10 N.D. (2), 4 (3),
(1 mg protein/head, s.c.) 8 (3), 32 (1),
256 (1)
VI BSA+FCA 5 512 (2), 1024 (2).

(1 mg/head, s.c.)

2048 (1)

N.D. : Not detectable (Minimum dilution ratio of serum=4)

SRBC : Sheep red blood cell

Table 5. Ouchterlony test on serum of sensitized guinea pigs

Sensitized Positive/ Total (Number of animals)
Group antigen

(Dose, route) NY-198-BSA NY-198-HSA HSA BSA
I NY-198 0/10 0/10

(30 mg/kg, i. g.)
I NY-198 0/10 0/10

(300 mg/kg, i.g.)
m Saline+FCA 0/10 0/10

(1 ml/kg, s.c.)
v NY-198+FCA 0/10 0/10

(3 mg/kg, s.c.)
A\ NY-198+FCA 0/10 0/10

(30 mg/kg, s.c.)
VI NY-198-BSA+FCA 9/10 0/10

(1 mg protein/head, s.c.)

VI BSA+FCA 3/5

(1mg/head, s.c.)
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72 NY-198-BSA #7213 NY-198-HSA i2xf L TiLks
BEER L 72, L2di-> T, NY-198% B % 7213
FCA L & HITEEL72ENLE v F 2513, NY-1981xf
TAPEIIRE 3 N ~72, —F, NY-198-BSA K&
THEHN10FI0 ) b IFlomiEi: NY-198-HSA &
DRYICBAR L IERER 2 R L 72, b i HSA
R SIBERIED T XTI TH 722 e s, D
TERGIIIT NY -1985itk & NY-198& DRI TH RIS
RipFaZ it EREInzbnLBbhs,

5. fDERIMEE L OREFIIEEMRS

NY-198% pipemidic acid, norfloxacin® X Foflo-
xacin 7% £ ORBERUA BRI L DREZNZEMEIC
DWW 4 B PCA RIS I & D R L72# R % Table
61RL72,

P NY-1985ifk D A AT 6 1172 NY-198-BSA
KT HRERD 105+ 6 Flo i % Av72 PCA Kitid,
pipemidic acid-, norfloxacin-# 5 \» i ofloxacin-
HSA DWFhoFERIC & - T L AR ERIR TR ER
Hoi, 2PNBEEORERERLI:, L2L, Zhboo
FRUR TOHUEMMIL, pipemidic acid-HSA T64~
512f%, norfloxacin-HSA T8 ~256f%, % L T oflox-
acin-HSA T64~256/5TH 0, ¥y NY-198-
HSA T®128~1024fZIC LR TRRPBEWEZRLTEH
D, P NY-1985ifRic K § 3 2 L EY o Ktk iz
NY-198%? b DITHA~R TR L 2FRIZ R L2,
8, EDCAFL7: HSA 2FRMRE L LA
PCA i3 2ple bBMETH -7z,

6. HEREANERES—-LXHERR

4BIDBESFORMBEE AV EE — L R
D}ER% Table 7R L72,

PEEXTER3E T & % cephalothin Na i #{EH /2
FRMmERIY, 7 —AXMEEMZ 5 LEERGEZ R,
CDEHEI — LXK EBEMLT 5 cephalothin Na #5
DBEZ Ortho HBI 7 — A XIMET 5 ~ 10mg/ml, Dade
HBI — L ZMFETL0~20mg/mlT, 77— RUMFDB
BILOBWIT LY 2 ~ 4fEDZEHERDH bz,

NY-198Ti3, BAMUBE L L T0.15~ 5 mg/mlDiBRE
FOE TR L 72 FRIERDEHE 7 — 2 2 i3 255kt
ThHY, 7 —LXBHEUERZRE Lh -7,

m %

NY-198I 3B L2EER & L T ORISR A% 2.
LNT W5, TIEEDEAII—REICERRAR LI E
, LY RBBICHORVIRAT 28805, 20
FREHRIC P LAY —Rip 2 BT 2 ML EZ b
5, BE, NY-198L R E ) ¥ o ARV EERABIT
EAICRL, BEICHIR@ T\ Bnalidixicacid, pipe-

midic acid, norfloxacin 8 & Uf ofloxacin % ¥ i2xf L
T ENTIIH B, BRELLDT VAKX —EREE
BLAFIDEHREINTWE4Y, 22T NY-198icBL
T, e R LTI EEI RN T b bRk
BHNHES L UCREINEMCT VLY —RIb e
CTHETLOEBRENDEE LML BNTELE Y
b & W THUREORE 2177 - 72, [AIREIC, NY-198%
BSA Icfb2ficiEA L72 NY-198-BSA TELE v |
2% LT, hapten ICx¥ 25FRIUET L b B NY-
198FUEMEAE I N B P B, 2 HHETRET L2,

RIESG L LTI, BMERICB VT HEY 2 BT
BETHI LN, £ MIBITAEYT VX —DERER
EDFRMESEE Ly, LA L, B2 FERDB ML
Bz & o THHEEICEE) LRSI L% L, bTy
iZ penicillin®, aspirin”3# & U chloramphenicol®7 ¥
D|EERDITBE L\, £ TARBRTIZI NY-198%
B ME$5 L & Hic, IgG % IgM BiiEnl 5
TERDELHEICHEREAETH FCA L LI
BTG Lz, 5&ik, BO/ETIES Y M bt
FNDEIMBEERBROER "0 HHEEI N L ERE
B30mg/ke2EABL LT, FN10MEEN300me/ke%
EHEE L7, BARDIng/keldHEEREKARD 3 ~
6 EICHLT 2, R TRE Ti330mg/kgL 2N1/10
D 3mg/kg® 2 R E L7,

BSA THREZELZELEY FTIL, 25T+ 745
F L —RIBICBWTHEDNIEIE L 7% BN ) bD T~
9 Db DY B O—BIEICRRB T 5 MR T
747XV —ERVEREIN, LLrOHEZANWE
PCA, HA B X UERT VNS T b B RY
‘/oh, 5HI2Blic BSA ioad HErEEENTW
2T &b, ARBROGEGFTI3, BSA 1KY 2 84E
PRILT B Z AR NI,

NY-198-BSA TH#&ZEL, REMEL I3¥+ ) r—&
BHE%* 2R3 5 NY-198-HSA THR L7284, BSA
BHREL ARIC 3P O—BMEDTF 745X~V s
v ZEERPER I N, 5HIR4FIRFEE L, ShHD
B MiEIc>\wT PCA, HA B L UER7 VNI
Rt ¥ DRISHERIFEEIC L W HiEORB 2 RAAES
2, BREEEIC & D BBERICETFT ORI H 7255, NY-
198-HSA %M IEHTR & L7 4 B PCA T3 1061
SHNHEIFET 3 L OERIB LN, ZOHiil,
Table 6 ?» PCA ThoO#RITRENS LT, BSA L
HSA L DRIcZRERKEEYRD bW Eh b, NY
-198ICE RN L b DL FEZ bhd, NY-198ICKRIN%G
ViR EEEL, LA NY-198-HSA D@FERICL->TT
F7 4 7% —EREE SE TRICH L BENKIL
LTWwBENLEY M NY-19828ELTCLTF 74
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Table 6. Cross-reaction between NY-198 and its structually related antibacterial
agents in 4 h passive cutaneous anaphylactic reaction
Anti-NY-198-BSA serum PCA titer
. Pipemidic Norfloxacin- Ofloxacin- EDC-treated
animal No. NY-198-HSA . {4-HSA HSA HSA HSA
51 1024 256 256 256 N.D.
53 128 64 32 64 N. D.
56 1024 512 128 256 N.D.
57 1024 128 8 64 N.D.
58 256 64 16 64 N.D.
59 512 256 128 256 N.D.
N.D. : Not detectable (Minimum dilution ratio of serum=4)
EDC :1-ethyl-3-(3-dimethylaminopropyl) carbodiimide hydrochloride
Table 7. Direct Coombs’ test of NY-198-treated human blood
. R Final concentration of drugs (mg/ml)
Subject  Coombs NY-198 Cephalothin Na salt
: gen 50 2.5 1.3 0.63 0.31 0.15 20 10 5.0 2.5 1.3 0.63
1. Ortho - - - - - - #Ho H + - - -
Dade — — - — - - ++ — - - - -
2. Ortho - - - - - - #+ + = - - =
Dade — - - - - - + - - - - -
3. Ortho - - - - - - H +H + - - -
Dade - - - - - = +t + - - - -
4. Ortho - - - - - - # o+ o+ - - -
Dade - - - - - - + + - - - -

7XV—IERITZ o1 BEIN L o2, Lt T,
NY-198Z2 N BERICIZ T+ 7 4 7% > —FBREEIZ W
borBbis,

NY-198% BR[Ok 55 2\ 3 FCA L L HICKT
5L, NY-198% #0) BSA AT T+74 7%
—RIBDFRET -T2 h, 252, BIEE, HR,
37 ¥ DEERAMEMEIC & D BRRICA S, L L,
I 6DFERIZBENEBTH % saline I 5HICBWT
LEDLNTEY, 2OERDOEBTHELIZLALED
Lud -7l L bTRETHRIBICE W TERE N
boTII%RL, B26L, AV BRIRDEEE
Hick 2 b0, FHOBOBREIHE) R FLRICES
VDTHA ) eEZ 6, CHZiE, ThbLOED
WIERDOMED L bITEMREIN -2l h b )
BT o b, A0, HidiiciV-72 ki3, NY-198

-BSA THREZEL-#ICE W TN L HEBERIE
ZRLTEYD, NY-198%D b D0HEHEEZRTT 2 9
ZTOPRERE LTREDSTHRBE» %, itk
A I N TV IUTHEER ISR R L N HRER
f?} rEZLNG, LIz T, NY-198F 1L EHKIZIZ
RIEFEHI LW DEBbNS,

EFFEANCE 2T VX —13KAF 213 20
PENTEBEE % L OEEES TR L ETHERRER %
L2 rRE L DV RIBT 5 LoF»EL 60Ty
%, IMERIC A - AN EHE S 2 W IdMFEERE L
DREARIY LTHET B9, FOBAOKREPME, KE
A, AF %4, H5\i3 Vander Waals itk 3
LOT, WHNTHY), HEEERETZ2IZENEAN
BhWEEZLNTWE, TULX—DRAERFICEL
T hapten & L THO#HBELDTREM LI BBL LT B
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sulfal & P MEEE & DREARIRIMERICE B L
64~URTH B L|EINTWBY, NY-198Ti3, R
SMGREIC & B & P IEERDEALARIZBE. 1~100
#g/mliTH5\T18.3~25.9%2 & sulfa BT LN TE
HTH-72, BEABAENHEI LT L PR LBE
TBHDTIILVY, ZDEH»5 S NY-198D4E{LD
M E DO TEWLDEBbN B,

ALFHEE D & P RARI T3 EBBEE 25 28

§ 2 &7 penicillin REHIR sulfa Fl7e ¥ DHIT L < &
LNTWb, 2ZTNY-18LFELYEY Py ALKy B
FABIEANCE L, BEICHIR & 11T\ % pipemidic
acid, norfloxacin 8 X ¢ ofloxacin & NY-198 % /R
DRI ZERE %, YT NY-198§itk% fBva72 4 B
FPCAICLVBRF LA L, HINY-198i#k i
pipemidic acid, norfloxacin ¥ & U* ofloxacin D¢
NDOEBHEE L DRI BWREEI RO Stz
NY-19851R DB TH 5 NY-198D i & DL
BTREMDHRE A 5 & pipemidic acid i3 NY-198
?1/2~1/8, norfloxacin (31/4~1/128, ofloxacin i
1/2~1/16Th Y, 3BOELUIEKD S b Tl pipemidic
acid 795 b ¥ { R § AfmZ2 R L Tz, S DEHFIRG
DRER Y IILERIC AR L7 NY-198-BSA %
hapten carrier B& LTENLE Y MCHRETZ &2
ENBHNIA NY-1985itk % V- TORETH 2, &
MEBWTH NY- 1985tk nEEHh D bl e LT
b, ZOPENZERIGHIRE 07 L OfE h
flid 5 W IPURISH T 2 BREL Y OE»LELE Y |
TOBMEELT LA —HLBERERTINTLWI L
BFEING, LL, ShsnuEKL, #EL7E
ERLLTRELEDT VX —WRIGEET 2 Lot
BEINTHY, LrORERMEEET LAY S
ERT DL, BRICBNTY, HARLOWEAICHN L
TRLHPDTVN¥ - R %RT BEi2id NY-1980
BREEBEICTR ) LEIH S,

Cephalosporin REH TIIRABRE N CREA DKL
HROEREI — ARG EBELTZ2 8%, 2L T2
PAECOBFICBIL Tid, 6 DHANC & 2 F sk
DEMICEET 22 LHREINT VB, s —A
ARt E BEAL S 2 BEIBEIL, BUENBTH 3 ce
phalothin Nali T8 & % 5mg/mlTH -7 DIcH LT,
NY-198Ti3 5 mg/ml COEHE S — & X RJiisi3 &5 ke
W%y, 7—LXBHUERIZRD b e ~72, In
vivo FERIZ B\ TEEHE A & 100~ 200mg % £ 138 5-
LA B MRS NY-19807Kkiz 5t 3 2 i5#R
BEDBRFITIE > 5 mg/mINBEEICET 2 = Li3E 2 i
W, L7ed*>T, NY-198i3 in vivo I2BWTH 2 —A
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ANTIGENICITY TEST ON NY-198

Hiroakt NumaTta, HirosH1 Atal, TosHiHaru Tsupa and Tomojr Yanacita
Preclinical Research Laboratories, Central Institute for Experimental Animals, Kawasaki

The antigenicity of NY-198 was examined in guinea pigs. Sensitization was evaluated by active systemic
anaphylaxis (ASA), allogeneic 4-h and 8-day passive cutaneous anaphylaxis (PCA), passive hemagglutination
test (HA) and double diffusion test. In addition, the effect of NY-198 in producing a direct Coombs’ reaction was
examined using human red blood célls.

In guinea pigs treated with NY-198 alone or NY-198 emulsified with Freund’s complete adjuvant (FCA), ASA
was not elicited by a challange of NY-198 or NY-198-bovine albumin (BSA) conjugate. The sera obtained from
these guinea pigs were shown by the above methods to contain no anti-NY-198 antibodies.

In the guinea pigs treated with NY-198-BSA conjugate emulsified with FCA, ASA was elicited by a challange
with NY-198-human albumin (HSA) conjugate but not by NY-198. Anti-NY-198 antibodies were detected in
the serum of these animals.

The HSA-conjugates of pipemidic acid, norfloxacin and ofloxacin were positive in the 4-h PCA for anti-NY
-198 antibodies, indicating that NY-198 cross-reacted with these structurally-related antibacterial agents.

NY-198 was not capable of producing a positive direct Coombs’ reaction at concentration ranges from 0.15
-5.0mg/ml.

These results suggest that NY-198 alone has no antigenicity in guinea pigs.



