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I. BB EAE

1. fEREH

S-1108 (lot 56, 708.2 u g Sifli/mg) B LU S-
1006 (lot P—79-49, 889.7 u g/ifli/mg) 1Z%# T
BRI NIcbDEER L1,

2. BER

Escherichia coli 7437, E. coli NIHJ JC-2,
Klebsiella pneumontae SR1, Proteus mirabtlis
PR-4, Bacillus subtilis ATCC 6633, & X ¥
Staphylococcus aureus 209P JC-1 % B W7o,

trypto—soy agar
(TSA, KW 3T C—HRITE LI HmEEHERE
KIZHEB L TA =0 30EMEREARLL,
B. subtilis (ZEE - DR [ L TRTH
EHRB LI, S5O EBK (3 X10°CFU/mD %
BEEELT, hEORKEREE,

3. REKH

KD TSA, nutrient agar (NA, H7K), heart
infusion agar (HIA, H7K), sensitivity test agar
(STA, H/K) ¥ XU antibiotic medium No. 2
(AM-2, Difco) %M Liz, #c72 L, WHEHEK
DWTRBELADOL/2EBECHB L THERALRL
BB %, 50°COKBHTIERICHED, THRfEE
BERICREEEEE L/

4. BEAER

RIS~ BFHEEROTRIE Lic, WFhoFER
BT HFHWILBIITHOT, EEIZITCTI8~208H
fT-7 .

1) F5&EPE (band-culture method)

KRARY FIC K B HEICHRBAMZ - 5HED T

*T553 KIRiEEXMM 5-12-4



VOL. 41 S—1

S-1108 O {Akifk A BE I TE 7 145

too HEBERENRIE, TI7AF v oGS (KEX:
214x 155X 8 mm, # : 150X 5 X 5 mm, MR :
20) #FEAL, SBICKREEMOD 3 m] ZABHESS
/£ 3 (perimatic dispenser, Jencons, H[E) %
EoTHiEL, KEREE SE7c. SBEXFO@mRM
S4cm DETAIT, 5X5mmDKEIITEREY)
D, BEIcLDERRZREL TERILAEER T/,
DERILCERERy MEFA LT, RERRDIY
RiD 0. 05ml Z#FEA Lo ERXFD 2 »HDFLIC
BE—OBEAR L1, @ EXWHOD No.2~7
IHERER R %, No. 8 ~19 IR/ L7, MIRD
No. 1 BX U No.20 3R LIaV, RIEKRTHR &
HOE (75 2F v 78D 2@d, TROS v 774
WLTEHLICOBEEL I,

2) BXRILEHFE (agar-well method)

BREETEEL/EHD 20 ml 2, EBEHERE
FALT, A25v+—L GRUD &9 F LKEICE
Fodr, AR 6 mmOABREHZHEH L TERL
KHEYD, 1) ERBBIC U TEBRILEE- 1o, 8
BEBLORBEDODER, EAEXR Y b (0,02 mD
EHWTIT- 7,

3) #E7 v 7i& (cylinder-plate method)

2) THlEXE-BRERIC, R 6mm, AR 8mm
DAT v LR8I w7 (cylinder) @ %, HEHEA
BHELORBED 0.2 ml ZEA LT,

4) R—=_—=F 4 27 (disc plate-method)

2) EEBICUTER LAABRERIC, T4 A7
(Whatman AA disc, @6 mm) 2DHEBFE
Ry bW, BERKRDLTRIED 0.02 ml %
BAIAE R,

5. RER

FEMOERE /2 EHIEFORES %, 0.1mm £T
ERECETAIL T, ZOFEE (Ymm) Kb, RE
Rid, EEFRRATIOLERE (Xrg/ml) O
YORGER/N_FEEIZLD, ZIRK Y=a+blogX+
¢ (logX)* ITEMU S ¥ B HED TIEB L7, Rilid
SHBONIERNE (YY) 2Z0RICKRALTEE
(X) &Rt

6. BERKE X OHRKOTHE

S-1006 HE#ES A 0. 1M Y EsE#E® (pHT) TE
BEL, 1000 g (HE)/ml DEKREFHM LI, 20D
BiRE, BBEEK EARBLOFOFRETHRL
T, KBOBKICS U/ EHEFRRENEF/B LI, &
MOFEE BEALSEBALLOETS—ILLTEAL
1o V5 (RKEIR) 3, MHES DICHBILT

B Lo ig, fWABAHD SRR L 7 — b LT
HEJ Lto

7. TLC-bioautography

g s o2 Y774 — (TLC) (3 20X20ecm D
SUBFINT L= N (60 Fysy, 0.25mm, Merck)
Zlem MICYI L TRV, TN S 2em D&
A, AR ELUORIED 0 0lml 2= /70
Ry FTRRv M, BRTH 10 2WRE L7 R
BREKICIE, n-butanol : ethanol : water=4:1:5
(Top layer) AR W7, BREMMEHEN S 15
em 2B FTRMAL 2, BHEKTER £ 30 2%
B TRz U 72,
E. coli 71437 % 2 X 10°CFU/ml, esterase (Sigma)
% 10U/ml &85 LD IC@MUL7 TSA @ 150ml %
tissue culture plate (245X245X20mm, Nunc) iZ
DELTKPEICEE S¥ 7, ZOFMRIC, kit TLC
TL— bERD IS, 20 SMIZER THEE L — b
EWMOBRE, 37°CT 18~20 B5fElE®E L T/ N1 A 4 —
NroLE Ll

8. Method validation

S-1006 2= & hIM/EICARZL, 0.03, 0.1, 0.3, 1
BLU 3 pg/ml OBPRIREBRRICHAR L., Thi
3 T ABOEEEEEER LIRS EETRE L
linerity, reproducibility ¥ & ¥ accuracy {22 W
THEANI, F/, S-1006 2t PRICIRMLT, 1,
10, 100 B X 1000 1z g/ml OEERIBER K Z/ED,
0. 1M Y UEEREEK (pHT) AROEERK THlE
L CRIRDKRET 2T - 720

9. BfE&KEHDICEIT S S-1006 DLEM

S-1006 % 0. IM Y U BEs#E#Ei®K (pH7), E MM4E
BLUE MRIZIWA, -80°C, —20°C, 0°C Oki4T),
BCHELV ITCITHBIT S S-1006 DEREBE A
bicassay TH#ITE L 7o ARBRBEBEI, E FFRT 100
pg/ml, FDOMIZ10zg/ml & LTz,

0. ¥ &8 & 8

1. RIESFRHOKE

1) BEHDIER

S5-1006 AW EEEEE R L7 6 Bk E coli
7437, E. coli NIHJ JC-2, K. pneumoniae SR 1,
P. mirabilis PR-4, B. subtilis ATCC6633 £ £ Uf
S. aureus 209P JC-1%1#1, TSA L THEEEIC
L HEREREHE L (Fig. 1 ).

CITRETLIC6 kD S B, E. coli T437 3Rk
B, BHIEREOHAES X CARDOETENTE
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D, REWE LTHRE L1,

2) WEHHIDOMES

5 RO RE S > W T BRI & B S-1006
DB LR L 720

Fig. 2439 &2, MHILEROAZ X3, AM-2
>HIA>TSASSTA>NA DIFE 75 » t2o HLIRHIREE
HEE HICRIFT, ROLMEMHLHEIEHREERLL

40+
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w
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T

20

: E.coli 7437

: E.coli NIHJ JC-2
: K.pneumoniae SR-1

: P.mirabilis PR-4

: B.subtilis ATCC 6633
: S.aureus 209P JC-1

omp>»Oe

Fig. 1.

0.16 0.63 2.5 10
S-1006, pg/ml

Medium : Trypto-soy agar
Diluent :0.1M Phosphate buffer, pH 7

Standard curves of S-1006 against dif-
ferent test organisms by the band-cul-
ture method.

50

H
(=]
T

Zone length, mm
w
=)
T

: Trypto-soy agar

: Nutrient agar

: Heart infusion agar

: Sensitivity test agar

: Antibiotic medium No.2

ap>pOoe

20+
- ©
10 0.03 0.13 0.5 20
S-1006, pg/ml
Organism : E. coli 7437, 2 X 10°CFU/ml
Diluent :0.1M Phosphate buffer, pH7
Fig. 2. Standard curves of S-1006 in different

assay media by the band-— culture
method .

——

TSA ZREHHE Lrce 72, TSA D pH %%
D S-1006 DM B % BT 5 &, S-10060
BREIRICEWT, pH AMEWV IR EPRLHE i3 A3
15 B DM E LIS 23757 » foo MBSO pH 118
181 (pHT.3) & L7 (Fig.3 )

50
Medium-pH
- @:6
0:7
40 A :Ordinary(pH7.3)
E A8
5 30
g |
§
20+
10 0.03 013 05 20
$-1006, pg/ml
Organism : E. coli 7437, 2 X10°CFU/ml
Medium : Trypto-soy agar
Diluent : 0.1M Phospate buffer, pH7
Fig. 3. Influence of medium-pH on the standard
curve of S-1006 by the band-culture
method.
50
r ®:6X10* CFU/ml
0:2X105 CFU/ml
401 A :6X10° CFU/ml
g A : 2X108 CFU/ml
E. -
5
E’ 30t
g |
N
20 L
10 0.03 013 05 20
S-1006, pg/ml
Organism : E. coli 7437
Medium : Trypto-soy agar
Diluent  : 0. 1M Phosphate buffer, pH7
Fig. 4. Influence of inoculum size on the stand

ard curve of S—1006 by the band—cul-
ture method.
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3) EEFEROEY

TSA I E. coli 7437 %, 6 X10'~2 X10° CFU/
ml @4 BEICHRML, FEBETERMEREOLEE
HF~rto (Fig. 4o

FHEOEBETICHEVNERE R ER T 50, [HILEE
DOERIREBE S -7, 6 X10°~ 2 X10° CFU/
ml O & ZHBESHEIEFRNE O NI,

2. HIERE

FIIEICE IR O REINACBEBRHEICLD,
JHEOREFEERWIIED 0, IM Y EEREIE (pH
7) FFICX B S-1006 DRBRAE LB L 72 (Fig.
5)

HREBRFRICBT ARDVAEAGERE R, 001 1g/
ml 2R LELBEICBN TV, hoRIEEICET
ABERRER, EEA Y FiETO0 08 g/ml, EXFL
IREBLIR—=/3—=F 4 Z7&ETIR0, 16 ug/ml T
f)') fCo

3. BERICKIIITHFREOLE

1) &g pH OEE

pH6.0, 705K 80D 0. IM Y B2 CHE
BEREAERIL, $ERETHTE pH 0B85~
7o

Fig. 6 ISR T L D12 S-1006 DIEBERICE VT,
BEHEO pH RSV RETHIEHEREIRKE L5 7h%,
pH8 0icBi AFHIEHEDERIE, pH6 0 B LU
T 0 ITHAREBFETH - 7o

@ : Band-culture method

O : Cylinder-plate method
A : Disc-plate method
I A:Agar-well method

a0

Zone length, mm
W
=)

20

0.04 0.16 0.63 2.5 10
S-1006, pg/ml

Organism : E. coli 7437

Medium - Trypto-soy agar

Fig.5. Standard curves of S-1006 by different
assay methods.

2) IMiE DR

B N7 =L s Lo T AN T W A 1
D, 0 IM YU gl (pHT) TIER L 72 e B
SR L2 (Fig. 7)o

4 RN E 102 3 W TN & 78 1l i I T 0D o I
3, —HULtsdotce 2T EMVE ZD MM
B, WFhOKHEICBWT S, & MOEOREBIIE —
Lt b MMiERMBEIC BT B RDINEBTHE R E
13, WA 0. 0l pg/ml, A v 70,04
ng/ml, ERFLEME 0,08 g/ml, R—s3—7F 4
270 16ng/ml THh-71o, MIFEHSE XITH
WA M B E R O RBRIC RIFTHEE B, £
NENBRNR LCRETIMFEICNA /58, Lihb
MEDKRERE - L7 (Fig.8),

3) RO

b MEIRE 0 IM U U EERRETIR (pHT7) TIOfEHR
RLUZCBORRRE Fig. 9I1XR7,

FR®B L ORERORER S, BRILEREZRE
EUTBLDD—F LI -1, 10 (EHFFH L
BEHEORERIE LWIFNORMEFEIIRVLTHEIET—
H L7,

4. TEMERBMOKRE

S-1108 % fig® A2 OS5 (S-1006, 200 mg 77
) L7 R & MEFEREIC> VT, TLC-bioauto
graphy Z{TWEHERH A %FE Lo (Fig.10A, B,

WFNORHBHICEWT D, S-1006 EER&E LU Rf

50
0.1M Phosphate buffer
I ®:pH6
O:pH7
40~ A :pHS8
€
&
S
2 301
2
QL
=
Q
N
201
10 004 016 063 25
S-1006, pg/ml
Organism : E. coli 7437
Medium : Trypto-soy agar

Fig. 6. Influence of diluent—pH on the stand-
ard curve of S—1006 by the band—cul-
ture method.
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40
Band-culure method Agar-well method
E_ 301 o
%
&
§
20+ L
10 T T T T T T
0.01 0.1 1 10 0.01 0.1 1 10
40
Cylinder-plate method Disc-plate method
E 301 | ®: Human plasma
5 O: Consera
§ A : 0.1M Phosphate
o buffer, pH7
N
201 +
10 T T T T T T
0.01 0.1 1 10 0.01 0.1 1 10
$-1006, pg/ml S-1006, ug/ml

Organism : E. colt 7437
Medium : Trypto-soy agar

Fig. 7. Standard curves of S-1006 in human plasma by different assay methods.

EZRTE—DREGNE N, thoiEEZEy b3
ERERCY (RAGIARY ful

5. Method validation

b MMEB LR THR L 72 S-1006 DEEMBETS
R, HEBETHORDELURIE L ER%E Table
1IT/RT,

S-1006 DFEFE M REEFE 0. 03~3. 0 xg/ml IZH
i BEMEDED (% Bias) (2 0~16,7%, R
B3 1.0~1000 2 g/ml DFEETRHRBEIC, 0.4~14.4%
DFBEANICH »1co ZDHED, BB T Table 212
Al 207 BLUBHEAMOREBERI, h
FNEEMULIRT A =5 RR LTz, ZOEDED
30~6.3%%xr L, ZE{RE (% CV) b5 %LIN
Th-7

Zone length, mm

Fig. 8.

50
® : Human serum
O : Heparin, 10U/ml
40F  4: Sodium citrate 3.8mg/ml
A : EDTA disodium |.2mg/ml
0+
20+
10

0015 0.06 025 10
$-1006, pg/mi

Organism : E. coli 7437
Medium : Trypto-soy agar

Influence of anticoagulants on the stan¢
ard curve of S—1006 by the band—cul-
ture method.
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50
Band-culture method Agar-well method
40t
E
g
& a0}
E
§
201
10 T T T T T T
0.01 0.1 1 10 0.01 0l 1 10
50
Cylinder-plate method Disc-plate method
40
g @ : 0.1M Phosphate buffer, pH7
£ ; X
£ O: Human urine
éﬂ 30 - A : Human urine
'é‘ (10-fold dilution)
N
20 -
10 T T T T T T
0.01 0.1 1 10 0.01 0.1 1 10
$-1006, pg/ml §-1006, pg/ml

Organism : E. coli 7437

Medium : Trypto-soy agar

Fig.9. Standard curves of S-1006 in human urine by different assay methods.

6. HiEPRESE .

S-1006 D b bMEEL L VRPRERH T TORE
#% Table 3 ZR7

37°CIT 6 BB R D S-1006 BAEEAE I3, MET
719, FRT 87% & LB ARLZETH » 1oHi, 25CL
TORETHNIL, BB TCOEEICRI O,
S-1006 i3, ThoDkEBLY VEEEHEDICE
WT, —20CUTIRBRETNIIDLEL & H 28 HREE
BETH -7

7. HPLC fIE{E & DHapg

S-1006 BE 3, biocassay EDMIc HPLC & T
HETE %, F—HERRRY L0BShmifEs X
UREKE %, & E S HPLC B CRBHICAIE L,
W& ORIEHEICE T 2 HEBEEIC D WTRE L

Fig. 11 iaRT &5z, MEBLVRARICHOWT

Ak BIFSREENE Shi, |

m % 3

S-1006 DERFEARILEEIC & 5 MEMFHERE
% Table 4 IZ/RL7co REBE LTE. coli 437 %
AW, BRESHI TSA 2E/HT 5,

R, BERILTERE EEH v TEBLUR—
R=F 4 AT EOVWTHORIEEICE VT HEIFS R
BEVSESN, AEREIFEEENRELEL KO
THEEN v Tk, BRILFRE R—r—=F4 X7k
DIEE - #2o

b MOFBEMNEICE T A IEERFRRTIOFEBIL,
E RN F—MEDKDDICI 52 ERALTHEL
FEIHW, 71250, 2v€53, 8oy MIk-T
RABEEEZET 20D bH 570, FRIOREN W
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MUrine

Front—

S-1108—~

$-1006—
Origin— = |
Standard 0~2 2-4
100vg/ml

Origin—

T —

46 6-8 8~10 10~12 h

Time after oral administration

2.5 3 4 5h

Time after oral administration

TLC plate : Silica gel 60 F,;,

Solvent : n-Butanol/Ethanol/Water (4 : 1 :

Test organism : E. coli 7437

Assay plate : Trypto-soy agar contained 10U/ml of Esterase

Dose : 200mg

Fig.10. TLC-Bioautograms of urine and plasma after oral administration of S-1108 to volunteers.

ETH5, ROBEOMEZ, RAKEO0 IMY LB
#Eil (pH7.0) T 10 LOFRETAL, RK
HT L EREBEE~NOEBIIEEIN, REHEDICH
WLI-REHETCAETX S,

TLC-bioautography 2%} 5 RE L O M4F 3B
—DHERER LI, IhoDHERIE S-1006 &
D RfEE—HL, thoEERBHMIBDSHELI-
tzo TOD T &3, bioassay & HPLC DMl EE
IcEi1 5, BiIFSHEBEMICEVWTHIIAINT,

S-1006 DikBHICH T BREREBREFHTT
Bt L7, MiRH XURPD S-1006 IIEER (25°C)
THHBRMEETH B0, noDOREHIEREUE, K

ETEIZBERE (4°C) RICRET S E0EEL
Vo BIENBELMEICI AL, —20°CLITO4GEE
MICRET 5. COEHT T 28 BMIEEICRFLR
5,

GRERIIRS : 19884E 3 A ~19914E10H)

X [

D /MRB%E KB 3k u)iEE, &EEE
FHf0%, HLBHEXR HIEEE S8 L
FHIZTFLEEDL 7 = LF], S-1108 Din
vitro i fEA. Chemotherapy 41 (S-1):
77~93, 1993
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Table 1. Reproducibility of S-1006 determinations in human plasma and urine
by the band-culture method
1) Plasma specimens

Actual concn Plasma Analyzed concentration, £ g/ml ] .
(rzg/ml)  dilution Plate | 2 3 4 5 Mean£SD J Bias % CV
3.0 107! 3.03 2,97 3.07 2.84 3.34 3.05+0.18 1.67 6.03
1.0 107" 0.95 0.95 0.92 0.97 0.97 0.95+0.02 4.8 2.15
0.3 1 0.25 0.25 0.24 0.24 0.27 0.2540.01 16.7 4.90
0.1 1 0.09 0. 09 0.08 0. 09 0.09 0.094+0.00 12.0 0.00
0.03 1 0.08 0.03 0.03 0.03 0.03 0.03+0.00 0.00 0.00
2) Urine specimens
Actual concn Urine Analyzed concentration, u g/ml ; .
(zg/ml)  dilution Plate 6 7 8 9 o Mean=SD % Bias J CV
1000 107¢ 1070 1070 1080 1020 1050 1060+23.9 6.00 2.25
100 1073 100 112 98.0 98.0 101 102+5.85 2.00 5.73
10 3x10°? 11.1 11.4 10. 8 9.90 10.5 10.7%0.58 17.40 5. 37
1072 10.5 10.6 9.80 10.2 10.4 10.3%+0.32 3.00 3.07
3xio! 11.4 11.0 11.2 10.9 12.7 11.4%£0.73 14.40 6.38
1 107" 0. 98 1. 00 1.03 1.01 1.00 1.00%+0.02 0.40 1.81

Standard concentration : 0. 5~0. 016 z g/ml Diluent : 1) Consera, 2) 0. IM phosphate buffer, pH7

Table 2. Regression equation of S—1006 standard curves
by the band—culture method
1) Consera

Standard concentrations, ¢ g/ml Regression equation
Plate Y=a + b logX + c(logX)*
No. 050 0.25 0.125 0.063 0032 0.016 , . RSD
1 0.511 0.241 0.127 0.062 0.032 0.016 33.57 7.40 —2.45 0.13
2 0.501 0.251 0.124 0.063 0.032 0.014 33.37 7.77 —2.09 0.05
3 0.520 0.237 0.124 0.064 0.032 0.015 33.72 7.48 —2.40 0.21
4 0.513 0.242 0.124 0.063 0.032 0.015 33.17 17.30 —2.42 0.14
5 0.483 0.265 0.124 0.061 0.032 0.015 32.19 5.47 -—3.13 0.19
Mean 0.506 0.247 0.125 0.063 0.032 0.015
*+*SD 0.014 0.011 0.001 0.001 0.000 O0.001
% Bias 1.12 1.12 0.32 0.64 0.00 6. 25
% CV 2.84 4.53 1.08 1.82 0.00 4,71
2) 0. 1M phosphate buffer, pH7
Standard concentrations, ¢ g/ml Regression equation
Plate Y=a + b logX + c(logX)?
No. 0.50 0.25 0.125 0.063 0.032 0.016 a b c RSD
6 0.488 0.265 0.120 0.062 0.032 0.015 3534 9.10 —2.09 0.27
7 0.494 0.25 0.123 0.063 0.029 0.016 34.64 7.98 —2.64 0.10
8 0.503 0.249 0.125 0.061 0.032 0.015 3515 9.62 —2.07 0.13
9 0.507 0.246 0.125 0.062 0.032 0.015 34.81 8.25 —2.42 0.10
10 0.500 0.252 0.123 0.062 0.032 0.015 34.32 7.90 —2.63 0.10
Mean 0.498 0.254 0.123 0.062 0.031 0.015
+SD 0.008 0.007 0.002 0.001 0.001 0.000
% Bias 0.32 1.44 1.44 1.59 1.89 5.00
% CV  1.51 2.91 1. 66 1. 14 4. 27 2.94
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Tahle 3. Stability of S-1006 in human plasma
and urine under various conditions
1) Short-term
Specimen S-1006 Temp Remaining activity,’%
(pg/ml) (°¢) 0 1 2 4 6h
37 100 9 90 78 71
Plasma 10 25 100 96 96 96 98
0 100 95 102 98 96
37 100 102 97 87 87
Urine 100 25 100 105 103 98 98
0 100 91 95 95 95
2) Long-term
Specimen S-1006 Temp Remaining activity,’
(pg/ml) (°C) 0 7 14 28 day
Plasma 10 -20 100 94 100 102
-8 100 103 89 97
Urine 100 -20 100 98 106 110
~ 80 100 106 115 105
0. IM phosphate 10 -20 100 95 100 97
buffer, pH7 - 80 100 97 107 103
Plasma concentration Urine concentration
4 400
Y=0.972X + 0.0125 Y=0.989X — 0.0346
r=0.993 r=0.995
n=328 n=252
3+ { 300
E s E ‘-
£ <L g -
@ ..'-a & oy * . :
17 o 100 .
0 T T T 0 T T
0 1 2 3 4 0 100 200 400
HPLC assay, pg/ml HPLC assay, pg/ml
Fig.11. Correlation between S-1006 concentrations obtained by bioassay and HPLC.
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Table 4. Standarization of bioassay of S-1006

25 1 449~450, 1977

in biological specimens 6)  ARKIEAE 1 G05Y- S WL

Test organism E. coli 7437 HRAS A5 0 B (PSR I i v B B
0.3% of cell suspension, Chemotherapy 28 (S-7) @ 178~188, 1980

Tnoculum Agy,=0.3 (3X10* CFU/ml) T NI, BAET, VRIS itk s

Medium trypto-soy agar(Eiken) n2 k7574 =2k B S-1006 45 L MWL

Specimen plasma urine* AW bR d ORI  aE ik,
Standard fresh plasmal0. IM phosphate Chemotherapy 41 (S-1): 154~162, 1993

solution or consera |buffer (pHT7.0) 8) WIEEF RiKMERE, RMEM L, HmOk,

Minimal detectable
concentration (zg/ml)

REHEHE, NGHES, MARF dik, LARVTIE
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Band-culture method 0.01 0.01 B R 5. Chemotherapy 41 (S-1) : 109
Agar-well method 0.08 0.16 ~125. 1993

Cylinder-plate method 0.04 0.08 ’

Disc-plate method 0.16 0.16

Incubation 37°C, 18~20 h

+The urine specimen is diluted more than 10—
fold with phosphate buffer.
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Microbiological assay methods were investigated for quantitative determination of S-1108
in body fluids.

S-1108 concentration in body fluids was determined as the concentration of S-1006, the
bioactive form of S-1108. The concentrations of S-1006 were assayed by the band-culture,
cylinder-plate, agar-well and disc-plate methods using E. coli 7437 as the assay organism
and trypto-soy agar (Eiken) as the assay medium. The minimal detectable concentrations
for these bioassay methods were 0.01, 0.08, 0.16 and 0. 16 g/ml, respectively.

To determine S-1006 levels in human plasma, consera were employed as diluents of the
standard solutions instead of pooled human serum. When the urine specimens were diluted
more than 10-fold, the standard solution was prepared with 0.1 M phosphate buffer (pH
7.0).

The concentrations of S-1006 in human plasma and urine obtained by the band-culture
assay method were in good agreement with those obtained by HPLC analysis.

S-1006 in body fluids was stable at —20°C for at least 28 days.



