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PC-904 o fk ¥ P9 M BE B € ¥

AR - ARFET - ALRT - [LHWTF - RERK - o % - R
EREFTRERAHERFRDIRMT €~ 2 —

= XK

X

RS REELBE 1 ABHERE

77 ARERE teRBECAHEBEEYRTR
WEAM~=>) v PC-904 i3, mMMEEKAIRIZHE W
N EOREARBERLO TR TRNCH D, T2 K
Hizfio &< D -7 7 2 ARPIEYERMAE RS 3
ETePH R0 &HBR I TRTELORSHRL Y
D, RROEEHNBMBEERE T Y > CTRIBRGOEC
IOREMEICEZRTYEL D - EAYRTFR T h DY,
IAF,PC-904 © bioassay IBE L TO ¥Rt DOHKERY
BNL, RENEAAOGEABRERNTEEYRE LD
T TORMEBRET 5,
I. REEORR
(1) ERHHEHE

Staphylococcus aureus 209 P JC-1, Micrococcus
luteus ATCC 9341, Streptococcus pyogenes Cook,
Bacillus subtilis ATCC 6633, Escherichia coli NIH
JC-2, E. coli 0111, Proteus vulgaris HX 19, Pseu-
domonas aeruginosa NCTC 10490 o 8 B#kic o\ T
BARLERE S AEAERT X b B/ RHE 1L B (MIC)
FHELIYY, I, S. pyogenes Cook DiFHEIL FE
RABRELT 5% KROABWA -+ A7 2—Pav
EREM (pH 7.2) AV,

(2) ZBREER

PC-904 nf/NRERE LR (MIC) 1%, Tablel /R
TEED T, 108/ml HREOBRES, MIC HDO/JEX\

Table 1 Antibacterial activities (MIC) of
PC-904 tested by various organisms

(ug/ml)
Inoculum size

\\\\\\‘\\\@ﬂﬂff 100 100
Test organism
S. aureus 209P JC-1 0.39 0.78
M. luteus ATCC 9341 0. 025 0.05
S.pyogenes Cook 0.1 0.1
B. subtilis ATCC 6633 0.2 1.56
E.coli NIH JC-2 0.39 0.39
E.coli 0111 . 0.78 0.78
Ploslgaris HX19 0.006 | 25
P.aeruginosa NCTC 10490 0.2 0.39

Medium : HIA (pH 7.2)

506 P. vulgaris HX19, M. luteus ATCC 9341,
S. pyogenes Cook, B subtilis ATCC 6633, P.aeru-
ginosa NCTC 10490, S. aureus 209 P JC-1, E. coli NIH
JC-2, E.coli O 111 DIETH 70 ‘

Ll ED#EERMNE, MIC [EHB/0EkE LT P.ooul-
garis HX19 #, %\+C MIC {HO/IEV0E LT
M. luteus ATCC 9341 %, Xtic MIC fHIZ AL &
BTV, RTFEERE LT, —RICKRERCH
\Wwhihb B. subtilis ATCC 6633 % b L, LIToD
PC-904 JUEHERE DI-bDEERNICA VI,

II. REHEOME

1 by 7H

(1) EBRHBEFHE

i) BREHEK

WEOEBERN S, P.vulgaris HX19, M. luteus
ATCC 9341 3s X U* B.subtilis ATCC 6633 o 3 Eifk%
REFHERE DD ORNAREEK L Lo

ii) BEEWR IVCHRFREROAR

P.vulgaris HX19 35 X0 M. luteus ATCC 9341. %
BEBELLTHEATAHEIR, AEELLTIY ALY
—¥FLav (=y A1) REHL LTHL,37°C18~24
BSREEEE L, M P.vulgaris DB AL 5% 10%/ml,
M. luteus DBFHITL 3x108/ml OEK LR B, “hi
FARKLE L THV .

B. subtilis ATCC 6633 »BEEE LTHEHATIES
1%, AAMEYEERESEEO—BRAREKCELT,
TRERORY ATV, Bohic 108/ml REORTFR
BRYEERRKE LTHWS,

iii) JUE A

— R E LT, N~ b VT a—Y g vER
(=9 A4) (LIF HIA L887), PV S+ Y —-vEX
(=9 24) (LT TSA t#ET), LEER (=9 A1)
(LAF NA BET), $.7—ev P vER (=9 A41)
(LAF MHA ¢BE3), ¥OBMBRAR LR ML £
# (FVRTrv 0.6%, BR=FR 0.3%, H=F2A
0.15%, 7 F Uk 0.1%, XK 1.5%, pH6.3) &
}ﬁ Lo ’



160

CHEMOTHERAPY

APR. 1978

iv)  JUaE )5k

BOE A & URKS 10ml %1% 90mm OS5 2
Fy 7 vy —VREHL, K& LTREIES R, W
B2 RSB IR T B e il R R b ¥ 2ok i R
ROWEI % THRLUI.

R Lich » 7% &, 37°C T 18~20 I5MHILE &
thE CAlHIEPoBELRE L, HRER Lo,

(2) RBKHER

i) BUE Ao 8K

HIA, TSA, NA, MHA & XU ML e £ Ehm
Eil§ M. luteus ATCC 9341 0 3x10°/m! D W% 5%
WEELLB X L, 37°C T 18~20 ML, 18
HRICPRIEF R L% & & X b IEAsE o RNk
ﬁ'of:o

HRZFig. 1 RT3 T, ML BB gD
BAIFT, kT HIA, TSA, NA &8t i3L A LH
BROFEERL, MHA B RED M TIIRb % -T
Wico WThOEMoOBES 0.2~50 ug/ml O RAEH
B TEMBMENRIL LI,

ML EuiBiERsste U TR BBETH - 1oh,
TORERERALIDOTL, " oRJICANTILE
NBHBHT L, MHASEMIHR IR TS5, BbHRE
NEhofcledd, Z02MOEEHIILIT ORI G
L1

HIA, TSA, NA O &EMTHOWTIE, WThiFRE
BEDRLEE & EFwB7ch, NA OB LR OLH KB
BLART, HIEFAMRAOBREDOA TS > Tl %
7o, HIA k TSA T3, HIA D35 p BRI
PERLI,

BT, AFHBEHTHY, FHILMEIBHIET, MoK
EDOETHBRIF/AREME LT HIA #RIEREM L LT

Fig.1 Standard curves of PC-904 on various

assay media using M. luteus ATCC 9341
(cup method)

O
4 Test organism : A'g l.uleus ATCC 9341

| Inoculum snze
Medlum

—O0— ML —a—NA
—e— HIA —o--TSA
—o— MHA

w
=
T

o
(=
—T T T

Length of inhibition (mm)

—
o
T

0.1 50 100

0.51.0°
Concentration of PC-904 (ug/ml)

5.0 10

BN, LIFomahi: HIA sk AV TiT 5T,

i) M T U M R OB

WA HIA sgspic, P. vulgaris HX19, M. luteus
ATCC 9341 35 X U° B.subtilis ATCC 6633 0 3 EH
%, ThEhoEANLE L Tz, 37°C 18~20 B
ML, Sl oUCIEAoERCH LiZTHE
2] 72 12,1 ;408

#RixFig2, Figd s XU FigdiimT L8 THS,

(a) P.vulgaris HX19 34 f) HIA $spic 00
W (5x10%ml) % 0.1, 0.3, 0.5 XUV 1% BEL Y
2rhmxt-daomimi Fig.2 iKRTERHT,
0.1% HwMOWEL, L ERTEFT, MIEFADOHKE
DR TH T ¥121% HMOBAEE, SRR

Fig.2 Standard curves of PC-904 on various

inoculum sizes using P. vulgaris HX19
(cup method)

wFT"t orgamsm . P. vulgaris HX-19
Medium IA(pH 7.2)
- _Inoculum size I
E | —o—0.1%" o
E gl —_—0.3%
e | —e—0.5%
2 L —o—1.0%
= |}
« 20}
© L
= |
to
5 3
o T &
10+

0.1 5.0 10 S0 100

1.0
Concentration of PC-904 (ug/ml)

* Subculture (5%10%/ml) was added to HIA
by 0.1, 0.3, 0.5 and 1%.

Fig.3 Standard curves of PC-904 on various
inoculum sizes using M. luteus ATCC 9341
(cup method)

40

t Test organism : M.[uteus ATCC 9341

|t Medium HIA(pH 7.2)

| Inoculum size :

—O— 1”0‘

-’— 37)"

—y— 500

-

-

w
(=]
T

oo
(=1
T

Length of inhibition (mm)

—

(=)

T
(o]

N N PEEES BUET 5y
DS S I 50 100
Concentration of PC- 904 (pg/ml)

* Subculture (3x10%/ml) was added to HIA
by 1, 3 and 5%.
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Fig.4 Standard curves of PC-904 on various
inoculum sizes using B. subtilis ATCC 6633
(cup method)

40r
Test organism ' B. subtilis ATCC 6633
Medium :HIA(pH 7.2)
E_ Inoculum size :
g 30 . o == 0.019,*
~ } —— 0.03°,
S_ —— (.12
;‘é L
...E L
£ 20+
-t
= |
= |
g }
~ 100
ad il A I ey § PR 1 " 1 1
N 0.1 0.51.0 5.0 10 50 100

Concentration of PC-904 (ug/ml)

¥ Spore suspension (10®/ml) was added to
HIA by 0.01, 0.03 and 0.1%.

PAEL, BIEMEROHKARY OEBIK TH - 120
0.3% B XV 0.5% HmoBEx, SEMIEASRELS
b, AFREBIBRL—ELTHH, HELRT
Molie ¥, ThEhOEBHEOV-ThoBE LK
HERRL, 0.1ug/ml & & o I EBHEDO AT, 0.1
pg/ml his 1,56~3.13ug/ml Off], b TNC 1. 56~
3.13ug/ml 226 100ug/ml ¥ TOMTEBHIIMRIIL
fohs, 1.56~3. 13ug/ml THREED BHEAZH LI,

(b) M.luteus ATCC 9341 JsE FA HIA g2 g2
BHE® (3x10° /ml) %, 1, 3K X U'SH WRELLD X
Semxi-BEomERIL Fig.3 WRTEEH T, 1%
HNOHEE, WEEI/ NS IHIEMAMPALTHE T,
HAMDBENRKEM 570 3% LUV 5% HMOBE
1%, HIEAOXE JFE Lo hd, 5% Ko
BORSBEOEFREB,Y—E L, HIEFAMAREREEKRT
Ecﬁ:o

i, ThPhoEBEREOWTHhOBEL, KRIER
F42 0.1~0.24g/ml T, 0.2~0.39ug/ml H 5 100ug/
ml ¥ TEBMEARIL Lo

(c¢) B.subtilis ATCC 6633 s fJ HIA s
IRFBE® (10%/ml) %, 0.01, 0.03 XV 0.1% &
EBEibXoemxicBaomBR, Figd wrRii
YT 0.01% XV 0.03% HMOBEIEFTEI /D
kY, BIEAMAALRTE, RBRE Lo, 0.1%5
MOBA I IEFFRL BB THARD RTh - 1o

¥, FhEhOBEHEREOVL-ThoBELREBR
1% 1.56ug/ml TH b, 1.56 H 6 100 ug/ml ORECH
R L 1o

UEnLssh, Pooulgaris HX19 (24 & L B

T8¢y MUHREE D ST M B o ois, MEIROTTHR
PLIC IR -t

M. luteus ATCC 9341 |, H:fiEBcMFREL, M
NN & G <, BURMROTEL MR b RIch Tt X,
BWOLBWRBO—ET5 2 &, BRI IR R 2
BWhaZ L8Nt 5% SNoBarRRLELLRT,

B. subtilis ATCC 6633 |3, £l MicBithic { HMR
PdfRich Tt BMIBREEIREL, 0.1% R0
PRI FAARAOBEMRE oA TER TV

iii) ¥ub pH 0%

Mz Arsue HIA 2 By, BEEC P.vulgaris HX
19 # iV fe A 5X108/ml OEH Y 0.3% M &
B X5, M. luteus ATCC 9341 ni &1ty 3X 108/
ml OEWY 5% MELILB X5, ¥ic B subilis
ATCC 6633 nigAici 108/ml oEH > 0.1% REL
B X5, ThXhinz, BER HIA o pH %
6.0, 7.2 $XUV 8.0 LEXT PC-904 0BT X
ETEm pH OB R LI

#E8ix Fig. 5,6 wwRTLH T, P.oulgaris HX19
DF AL pH o BY RT3, pH6.0 otk
RTRENED Z LTI, M, luteus ATCC 9341 35
X O B.subtilis ATCC 6633 4, pH7.2 L 8.0
TIRREBTEIZL, pH 6.0 OBEATIILLAK
ENRRR LR T HEAYRED I

LA EDRERD S, M. luteus ATCC 9341 35 X U8 B. sub-
tilis ATCC 6633 04, pH #BEAN Liciz 5 A
Bz ERTEN, LORERLTNTHBOT, L
Mo pH #ETH L FRLEBL D LE
xbhice

Fig.5 Standard curves of PC-904 on various

medium pH using P. vulgaris HX19 (cup

method)
40 L. .
| Test organism :P. vulgaris HX 19
| Medium ‘HIA (pH 7.2)
| Inoculum size :0.39,*
T Medium pH :
E 301
-t
8
:E
:_-é- L
- 20...
- L
=
0
=
’3 -
10+
|

0 5.3 507100
Concentration of PC- 904 (pg/m])

* Subculture (56x10%/ml) was added to HIA
by 5%.
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Fig.6 Standard curves of PC-904 on various
medium pH using M. luteus ATCC 9341
(cup method)

L3
O

Test organism : M. hm'us ATCC 9341
L Medium H 7.2)
L Inoculum size :
- Medium pH
30+

U‘:I:
e
+ t.;

Length of inhibition (mm)

10

TT 0310 F 0100
Concentration of PC-904 (ug/ml)

. * Subculture (3x10%/ml) was added to HIA
by 5%.

Fig.7 Standard curves of PC-804 on various
medium pH using B. subtilis ATCC 6633
(cup method)

|40.-
t Test organism . B. subtilis ATCC 6633
| Medium HIA(pH 7.2)

- Inoculum size :0.1%*

£ | Medium pH

E 301 -0 6.0

= | -e-17.2

S —c— 8.0

3

= 1

=

- 20

° |

S

)
-

3t

10
st L a1l l l 1 Laaaal
0 1 0.5 1.0 50 100

Concentration of PC- 904 (yg/ml)

* Spore suspension (10%/ml) was added to
HIA by 0.1%.

iv) PC-904 FRyOKE

(2) FFR#opH  JEA HIA B0 pHi37.2
L—FI L, BEE M. luteus ATCC 9341 o 3x10°%/ml
OEWY 5% BMEWCX, PC-904 2 FHRT5 M/15Y
vEEEWD pH % 6.0, 7.0, 7.5 XV 8.0 Mk,
BERC s JiFT PC-904 FHRED pH OB ¥ R
Lo

fERx Fig.8 WiRT L0 T, M/15 ) vy BREHRD
pH #1 7.0, 7.5, 8.0 DHHIIRERTEXBD b -
foh%, pH 6.0 DFEAL 2.0ug/ml Ll EoRE CRIEM
EEIIA LB, 0.39ug/ml Tikh x - THIEMERE
WhEL e, REROB#MHEDL I

(b) e +MiNRIVY BEEH AWHIA—-%
kT, PC-804 DHRI L LT & M (REHADH
k) A LIBA b i Moni-Trol I %A
Li@aomEkmy, M/15 ) MES5HE (PH7.0) %
WA LICHEOREM L LKRM LT

f4RiL Figd KiRT L8 b T, Fte r NOBEIL
M/15 v v Raidi (pH 7.0) @ L, BRIEAMN
&L, E—AiEMEEY T PC-904 D ME X, M/15
) v (PHT7.0) OBAKCKL, b FaifOBE
3~4 i THh T, ¥, FiMte POINFERICHELT

Fig.8 Standard curves of PC-904 on various

pH of M/15 phosphate buffer as diluent of
PC-904 (cup method)

40t
| Test organism : M. luteus ATCC 9341
7.2)

| Medium :HIA (pH
| Inoculum size ©57/¢¢
M/15 Phosphate buffer pH*:

w

(=]
o
O

[353
(=2
T

Length of inhibition (mm)

—
(=
T

i PR | aad

0 1 0 51 0 5.0 10 50 100

Concentration of PC-904 (ug/ml) -

* PC-904 was dissolved and diluted in M/15
phosphate buffer at various pH.

** Subculture (3x10%°/ml) was added to HIA
by 5%.

Fig.9 Standard curves of PC-904 using M/15
phosphate buffer, fresh human serum and
Moni-Trol 1 as diluent of PC-904 (cup
method)

40[ Test organism : M. luteus ATCC 9341
‘H

| Medium IA(pH 7.2)
Inoculum size 159;*
[ Diluent

w
<

—o— M/15 PB(pH 7.0)
—&— Human serum
—<4— Moni-Trol I

n
=]

T T T

Length of inhibition (mm)

[
(=3
1

L T | oo toanl
0.1 0.51.0 50 100

l il
16
Concentration of PC- 904 (,ug/ml)

* Subculture (3x10%/ml) was added to HIA
by 5%.
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Length of inhibition (mm)

Fig.10 Standard curves of PC-904 on prediffu-
sion times at 4°C (cup method)

40 Test organism - M. luteus ATCC 9341
Medium ‘HIA(pH 7.2)
Inoculum size :5%°*

'E { Prediffusion time:

E3p =O=— 4 hr
e -e— Ohr
2

i

<

—. 20

(<]

=

&L

s

-

—
-]

Addd. a bl -“ i A
o1 05170 5610 50
Concentration of PC-904 (ug/ml)

* Subculture (3%10%/ml) was added to HIA
by 5%.
Fig.11 Standard curves of PC-904 on various
incubation temperatures (cup method)
401

w
=1
T

“Test organism : M. luteus ATCC9341

Length of inhibition(mm)
2

Medium :HIA(pH 7.2)
Inoculum size :5%"°
Incubation temperature
' v b
—.—
1 Lical L e 25C,
0.5 1.0 5.0

10 50
Concentration of PC-904(ug/ml)

* Subculture (3x10%/ml) was added to HIA
by 5%.

Fig.12 Comparison of standard curves of PC-
904 between cup method and disc method

40
Prest' organism @ M. luteus ATCC 9341
| Medium *HIA(pH 7.2)
| Inoculum size :@59*
L Method
30+
s ~eo— Cup method
H —o— Disc method
20f
sl Ltaaasl Lol R Laaaal
0.1 0.51.0 5.0 10 50 100

Concentration of PC-904 (ug/ml)

* Subculture (3x10%/ml) was added to HIA
. by 5%. ‘

Moni-Trol I i THRL =AIL, o2 fl ik HHs/)
e B AR D,

V) FMRILE, ERIARE I X DU BRI D MR

(a) Fifik®  WEA HIA (pH7.2) #itic, M
EW M. luteus ATCC 9341 o 3x10%/ml DM % 5%
WELILBL5EME, % v 7ic PC-904 MUy A
®F WK HETOIEEL SR L BEE, 4C T
AT NIRRT - WA LB L, TRiLKET>
SERXBIAIEADHART X, WHMECOWTRN
L7

R Fig.10 IwRT L b C, 4°C T4 BMF ML
BTazlickh, PC-904 MBS fobIChEN,
PEAEMERN TGS L EXTHAT I EHA 2 AD
7oAy, 0.2ug/ml DKHBBETATILEOMEIZEA
Eiﬂbfib") oo

Lictis TFE#% 5> o itk b, RIFMERY
WMAIRDHZ LIZTHETH A, RERELEDL - &
ERTETH - o

(b) #BREE  NEMAELMC HIA (pH 7.2) ¥ 8
\», M.luteus ATCC 9341 o 3%x10%/ml O EW» 5%
WELLD X 5Nz ic4fET, 25°C, 30°C 35 X 1* 37°C
OERBET 20 BEERUCEIEAYEEL, BEQ
CRIETHEEREOMEYRE LI,

R Fig. 11 @RT L% b T, 25C, 30°C s LoX
37°C OWThOBETERLABE L, RERcE
Adleholco

LchiaT, —IERA IS 37°C DERBE TH
BRETETD 50

(c) #e%msfd e HIA (pH 7.2)f0c, &
E# M. luteus ATCC 9341 0 3x10%/ml Bk % 5%
BELIB X5, 37°C OREREET, 18,20, 24,
28 3 X UF 40 BRf] & FSRISMILER L, BERIFMOME
&&?‘J’Lﬁ:o

BRI, FEEEMY 22~40 BRILEETAZ LY
b, BIEPERINEL B EACD 525, EIEMANE
DR 2 BE X BDI T, BEEEND I\
BECHOLENAES CHIEFAARATRHR B4
i3, ESRERFfEY 18~20 R 6 24~28 BER, ¥ 74k
0 BHEERTAZERC XD, FRIEEFAEROFERRD
REZHC LB

2. F 4R &

(1) BEEHE

BRD % » 7HETRF LR HELZAG, F 1 A7ER
X% PC-904 BEREDTREM LR L,

T4 A7 XREREKHEBD thick, ER8mm 0 {0
RV, T4 A7 2EHAFRE, I R3BERRCBLE
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Fig.13 Relationship of assay values of PC-904
between cup method and disc method

~a— Serum (Determined with

PB standard)
25F =—e—Serum (Determined with
—o=Urine P¢TUM standard)

Disc method(ug/ml)
2

910 098 15 6% 2%
Cup method (ug/ml)

Test organism : M. luteus ATCC 9341

Test medium : HIA (pH 7.2)

Inoculum size : subculture (3x10%/ml) was
added to HIA by 5%.

%, EREELECAROKREERE, HbHCERSIC
5L, 37°C T 18~20 BRI R4 U fRIEMEREY
' Lo

(2) EBRER

F 4 AECTHLRICRERL Fig 12 KiTiE
)¢, KHEEL0.2~0.394g/ml L3 » TEOHED
0.1~0.2ug/ml L, # 1/2 ©ETF LA, 0.78~
100ug/ml D REDTHE TIX, ERMEVBIILL .

¥7-, PC-904 HEHCBONIT » MR LTS
v FROB—BREYRWT, Do THEET 4 AIERX
DREMEY B LR Fig 13CRTERDT, @
EORIEMBITIRL —FK LT

3. #EBE®%

(1) ERHBETE®
- JUEREEM L LT Heart infusion broth (Difco) i

0.7% @ Bactoagar (Difco) % ¥ L7-#5t (pH 7.2)
AV, BEEE LT B. subtilis ATCC 6633 o 10°/
ml faFRERY 0.5% iz, WE 4mm ONRBRE
4k, PC-904 © y v ER#EM#E (PH 7.0) % X U Moni-
Trol | H#RAEXEEL, TWILE#H 21T 5 & k<,
37°C 18 SRS HERHFELEHRYAE L, BREMR %
EBLL oo
(2) EBR#ER

o PC-904 nEEETOEMMMBL Fig. 14 winTik
nC, Y vEREREROBAE, HIEH R R ERE
12 0.2ug/ml TH5H, 0.2ug/ml TORIEFHZIRRR
AT,  ERELIS S JE ATHEREL 0.39~1004g/

Fig.14 Standard curves of PC-904 in: super-
position method

~ [ Test organism : B tubtzlu ATCC 6633
= Medium B+0.7% Bactoagar
=10 Inoculum size 0 5%
g *'| Diluent .
= —o~ pH 7.0 phosphate buffer
2 —O=Moni-Trol 1
£
< |
£ .
l 1 L Q.1 . 1
0 1

0.51.0 5.0
Concentration of PC-904 (p‘/ﬂl”

* Spore suspension (10%/ml) was added to
medium by 0.5%.

ml &% % & hiz, Moni-Trol I %R PC-904 D43,
M {ERR - % i BIMAEIT 3.13 ug/ml THHH, 6.254g/
ml LIFCIE#ATREATH b, METERHIL
12.5~100ug/ml TH 1o
1HI. 0ok

1. KREECXHAEHEDEDKRT

SD %55 » hic PC-904, 50mg/kg ¥ #HELTHESL
hicmiFs, 3 X OR+PD PC-904 MEY, M. luteus
ATCC 9341 35 X 0* B.subtilis ATCC 6633 #BRTH L
TH5F 4 A7ETREL, RERDOXEKC X hMEfKE
EEUREVLLEL RN LI,

P2 Table2 R TERDTC, 7 v FMEPRIT

Table 2 Assay values of PC-904 in rat serum
and rat urine using M. luteus ATCC 9341
and B. subtilis ATCC 6633 (disc method)

Concentration

(nglml)
Serum
standard

Sample
No. Test

(dilu- | organism
tion) standard

M. luteus |15.7+0.3%38.810.6
B. subtilis |12.84+0.1 |31.610

1

M. luteus [15.5+0.1 |38.510.3

Rat serum 2 iys
B. subtilis [16.11+0.2 {39.310.4

3 M. luteus | 6.4+0.2 [18.240.5
B.subtilis| 6.1+£0 |16.010 :
Rat uri 1 | M. luteus | 155+1 -
at urine ..
(X10) | B. subtilis| 153+2 -
SD rats(3), 50mg/kg, i.m., * Mean+ SE (3 discs)
Medium : HIA (pH7.2)

Inoculum size : M. luteus ; subculture (3x 10%/ml)
was added to HIA by 5%
B. subtilis; spore suspension (10°/
ml) was added to HIA by 0.1%.
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Table 3 Assay values of PC-904 in different
. research institutes with the same samples

. Osaka City
Sample Sumltomo! University
P Cup s
Disc method* | SUPEI"
No. * position
method Conc. hod**
(ug/ml) metho ~
1 17.9 13.5 17.5
2 14.1 14.0 13.0
Rat serum 3 18.6 14.0 12.0
(ug/ml) | 4 24.9 27.0 30.0
5 3.7 3.3 3.4
6 3.5 2.7 2.6
Rt urin 1 184.6 171 125
urine
z/zg/ml) 2 17.6 11.7 9.6
3 4.7 4.7 —

Concentration assayed with PB standard (ug/ml)
. Test organism : * M. luteus ATCC 9341
** B.subtilis ATCC 6633
: HIA (pH 7.2)
: M. luteus ; subculture (3x10%/ml)
was added to HIA by 5%.
B. subtilis ; spore suspension(108/
ml) was added to HIA by0.1%.

Medium
Inoculum size

REBECE T, M. luteus ¥ERE LIBE L,
B.subtilis *REEE LIBEVThoBE L AEHEC
KEXBDILD 10

2. DR O RE EO BB D BE

SD%5 5 » b iz PC-904, 50mg/kg # L THBL
hilmEs XCROR—KRE% 2 IHOHRBHRT, £
RENRMAK M. luteus ATCC 9341 #*REE LT 5
WED » 7, T34 A28, I XU B subtilis
ATCC 6633 ¥REWL THEBETAEL, #Ailic PC-
904 BB D EEE R Lo

#E2 Table3 WiRTLHH T, 2HEFEOMT, ¥/
HEHEOM T h EhAEHEICAEYBDIeh - 1o
3. PC-904 0V vEEEK (PH7.0) &, MmiE+is
IUCRFCORERDORE

(1) v vBEEK (pPH7.0) FToRENS

PC-904 % 50 ug/ml WES T M/15 ) v B RN H
(PH 7.0) % 4°C 3 X O¢ —20°C iRFL, 7 HEcH
te o THEDBIE 2T\, PC-904 » M/15 ) v FiEH
¥ (pH7.0) hCcoREMZHEI Lico PC-904 o i
OREL, M. luteus ATCC 9341 #BREHE TH D »
7&1'1‘?') o

BERIX Fig. 15 RTLkh T, 4°C LU —20Cc
RELLBE, WTFhd 7AHREETH >0
H(2) MR XVCRPTOREN

Fig.16 Stabilities of PC-904 in M/15 phosphate
buffer (pH 7.0)
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Table 4 Stabilities of PC-904 in the rat serum
stocked at —20°C (disc method)

a) Concentration assayed with PB standard

(ug/ ml)

Sample | Test Days stocked
No. | organism 0 1 3

Concentration of PC-904 (ug/ml)

M. luteus |17.2+0.4%16.8+0.4|15.7+0.3
B.subtilis |16.6+0.5 |17.5+0.6|12.8+0.1

2 M. luteus |16.2+0.4 |17.3+0.4)15.5+0.1
B. subtilis |15.6+0.6 |14.7+0.9|16.1+0.2

3' M. luteus | 6.2+0.2 | 6.1+0.1| 6.4+0.2
B. subtilis| 6.0+0.1 | 5.8+0.1| 6.1+0

b) Concentration assayed with serum standard
(ug/ml)

Sample Test Days stocked
No. organism 0 1 3

| M. luteus |40.6+0.7% 41.7+0.6|38.8+0.6
B.subtilis  41.3+0.8 |40.2+1.5(41.6+0

34.3+0.8 |32.3+0.7/38.5+0.3

2 M. luteus
B. subtilis |36.2+0.5 [{34.7+0.6[39.3+0. 4
3 M. luteus |16.7+0.6 |13.5+0.4|18.2+0.5

B. subtilis |17.1+0.5 |15.8+0.3|16.0+0

Rat 50mg/kg, i.m., * Mean+SE (3 discs)
Medium and inoculum size : the same as in
Table 2

5 & MiZ 50 mg/kg © PC-904 * L, 30 HHEC
i, BbcmEr oML, SrhiFicow TRIRE S
&, —20°C T1H¥ XU'3 BRHRFAE L& PC-904
NEOHE R, 7 v FERTD PC-90M4 O&FE
Mea Bt Lico PC-904 REE12, M. luteus ATCC 9341
3 X O° B.subtilis ATCC 6633 X REB LT3, 54 A
7ETHE LT o

fERIx Table4 WWRT L&D T, PCI4DS » b iy
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Table 5 Stabilities of PC-904 in the human
serum and urine stocked at —20°C
(disc method)

s,mplei Days stocked
No. 0 2 10

1 12.3 12.0 11.7

Human serum* 2 41.2 43. 4 38.7
(ug/ml) 3 141 | 18.7 | 14.7

4 17.8 17.6 14.3

1 5.4 5.6 5.5

Human urine** 2 4.9 4.5 4.8
(ug/ml) 3 2.8 2.9 2.1

4 3.4 3.4 3.4

* Concentration assayed with serum standard
** Concentration assayed with PB standard
Test organism : M. luteus ATCC 9341

EhiREX, RREKIEOBEL —20C C1HAKX
U3 HMRFHRAUELA-BET, WThikELRHE
Maoto

¥7:, REBRAK PC-904 % 1g A/EHIEL, 30 5~
1 Rtk m, EbicmiFy 2L, ¥ 8~24 K
BERLTHELe tOFS XUe b REDOWT, BIE
#E —20°C T2 B XU 10 HMBREL - 4&HT, PC-
904 O HEH E & 1T\, & bmiBERXOe FRBT
D PC-904 BB Lo PC-904 JREEIX, M.
luteus ATCC 9341 ¥MEWLTHT 4+ A7 ETHEL
o

#&Fx, Table5 iwiRTLkhT PC-O90M DL M
s XU b RPRE, BIESRUEOHE &, —20°C
T2HF I 10 BEREHKAELBE L, WTho
BEIKRKEIEERRRDOR L 5700

EROKRHERCESE, EEOLIX PC-904D&KA
BENEEE LTUTCRETELER L

PC-904 (kxPRERESE (R)

1. fE

By TEENRT 4 A7 ENEHOEBEHTECH
LT\wabo

B. subtilis ATCC 6633 ¥ ARE L L-ERFEC X -
TLHETETH 5 2, BRECAZRCIIFAELTDH
bo (E1)

2. RAREK

M. luteus ATCC 9341 (=Sarcina lutea PCI-1001)
G 2)

3. HEREH

Ne b A VT =D 2 vEREM, pH 7.210.1

4 BEERSIVEMEER

PV Y =P m T 37°C 18~24 FEMER
WHAT 4 278, hy 7LD 2~5% KRB LI
e Al 5o (B 3)

5. JuwEmssmk

By 7k, Fa AL LME Omm OYy -k
A% %4 sheeded agar 10ml L%, (1MWE&ED
»E)

6. MM KRK

(1) pHT7.0 » M/15 Y v BREH

(2) v bhmiWEiiz Moni-Trol I (3 4)

7. PC-904 IMBDOIFR, RHF

PC-904 DHMMH 1,000 ug/ml HHAIFRL, L
IEARECT 100 ug/ml X b 2 ERABXRET 50
(& 5)

8. MkonR

mMEED ¥ XFECHL, Ric X PC-904 MEDK
WEBHE M/15 ) N (pH 7.0) XAV THERY
TWAETS. (F 6)

9. BERBEK, B

37°C, 18~20 B&Rl, (E 7)

(¥ 1) B.subtilis ATCC 6633 *MEME LI-EM
meix, BRENETREES, )V REEEERT0.3
upg/ml, mMWFERCT 12.5ug/ml CH 5,

(X 2) P.vulgaris HX19 03 5 52 PC-904 i
SEZHEARVA, HRECMB®S D, NHERZNK
LSO TRERE LTRAALLELHLRS,

(X 3) M. luteus ATCC 9341 o vV /' + v —% 7
1 2 v 37°C 18~24 BRMISRIC X ) BH ODgsy=0.3
~0.5 ¥77TH, BREOBVWBAC T LIERHMY
KERT%,

BAHEYREXRSERC K SE, ODyso=1.0 O ER
B AC5BER, 1.0% 8T 5,

(FE 4 VMK pH6.0~8.0 oM cit, Hik
AERCKERZRBD Lhixv, mE¥ AT PC-
904 *ERLABE, YV vRESRSFRc LTHER
EHRENEHERET 5,

Fi#e b ki X Moni-Trol I % v 7= Eeghi
OMTIX, b¥rhdioEXELS0T, mMHPRER
ECY ) BEBREOBFRCAVLLUROEE L HRTHE
ENBELV,

(f 5) PC-904 DEMFWIERO DL ANTS
ERBELVLA, —200C DTeRERET L IEIRET
BRI, NEOETEBH RV ¥ LEFRIIBME,
FREXT RS TR DNV,

(T 6) mik, RixXoORFIRMETEELTED
PRBETAENBELV A, —20°C DLITiromligR
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THE BIOASSAY METHOD OF PC-904 IN BODY FLUIDS

Tosuiaki Komatsu, Yoko Kisaki, Keny Irie, Yasuko Epa,

Takao Okupa, Hiroshi Nocucur and Axio Izawa
Research and Development Center, Pharmaceuticals Division,

Sumitomo Chemical Co., Ltd.

Fumio Miki
First Department of Internal Medicine, Osaka City University Medical School

Studies on the bioassay method of PC-904 concentration in body fluids were performed and the fo-
llowing results using Micrococcus luteus ATCC 9341 as an assay organism in heart infusion agar (pH

7.2) were obtained.

1) Detectable sensitivity limit of this method for PC-904 was 0.1~0.2 ug/ml by thin layer cup

method or 0.2~0.39 ug/ml by paper disc method.

2) Standard curve of PC-904 using M/15 phosphate buffer (pH 7.0) as diluent of PC-904 as
slightly different from that of fresh human serum or Moni-Trol L



