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Cefotetan (YMO09330) DM FEIE BELIC & 2 AR PR B RIE &
ANEIE AT % R - L AE B - REFH—ER
L2 PRI bR 2 o R ST

3 B

HFlLwt7 724> ZHEWE TH 5 Cefotetan (CTT, YM09330) DR NI ERIE % & IS
KR COREM % BT L 72, Cefotetan DML, KRB L URAITHBEL, E. coli NIH] #RER &
L, #IZEEEHI2 13 Sensitivity test agar (68F) #4668 L, Trypticase soy broth (BBL) {2 T37C—# %
FLEE 1 %L 2B A SR BIEHE S L Nz, WET 4 A 78I & 5 Cefotetan DMIER
13 0.1M phosphate buffer T 0.2ug/ml, t 1%, Consera, Moni-trol I T0.78xg/ml TH ~ 72,
%7:t b Mm%, Consera 35 & *Moni-trol I T#R L 724 & # (3 phosphate buffer RO EMR & 1)
FEAA/NEd oz, UL FildEz B 72354 & Consera 2/ L 2B AN0RERITR ( —HK
L, Cefotetan »t b MmifFHIBERENEEICIZ Consera 2 RAT 2L L TE B LE 2 L, Cefo-
tetan % %5 L 72 EB8WH 5B 5 N2 R, BIHEEHT DV T bioassay 8B & UBHEHK 7 a= | 7
57 4 —ETREL IR —3K L, WEE T VAEBR 1S 5 L7z, Cefotetan (3 & P D3 & U
RAPIZE T —20CHEBRET, P EL0BMBEETH-72, 7 MEITHRTIZ 4 CRETT

H BICHEHERT A& b1, —20CHRERF TR, 7THRBEETH- 72,

&

Cefotetan(CTT, YMO09330) (Fig. D)i3#H L VEHHN
774 RERT, A~ F—=EtE Proteus, Citro-
bacter, Enterobacter, Serratia 7 7 LFEPEIHIZ A L T
WHIEN AL, Lh L EHMEA LT 5 B-lactamase |2
HLCELHTEETH S, CTT DU, Heilks & AN
DI ERET BI2Hr2 ), KENBENEE L S ik
TOEERIZ DV TR L 2D TENHERZHET S,

Fig. 1 Chemical structure of cefotetan (CTT, YM09330)
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1. EREA

CTT I3 LHBARREAIC B TEREHLH S NIz Lot
No. L1F 2R L 72,

2. & & B

E. coli NIH], B. subtilis ATCC 6633 +5 & ¥ M. luteus
ATCC9341 Z 272,

3. REMEH

7T+ )7 L8 (Mycin assay agar+1% 7
T &+ } )7 4), Nutrient agar (NA, %5f), Sensiti-
vity test agar (STA, #f), Antibiotic medium 1(AM-
1, Difco), Heart infusion agar (HIA, Difco), Trypti-
case soy agar (TSA, BBL) % i\ 7z,

4. H &

E. coli NIHJ 12 TSAIZ T37TC—HEEL - %
Trypticase soy broth(9ml)iz — B & H #%#& L
37CI8~208f s L 2 LD 2 WM & L RER SIS
1%8FE 72, B. subtilis ATCC 6633 (& H#idk, —HgR
BREEDICHE L CAAB L 7218 F % 640nm iC BT 55E:BFH*
7 %% NI T I & TR LR ERSERIC 1 %iRiEL
720 M. luteus ATCC 9341 13 BHUE, —ARBREEICHEL
FAML WL REREHIC 1 oML 72,

5. B HE

) e 7k

REWSBEL CREMAEH 8ml 2 BEER Icm N7 7
2F 7 e—VIZHEL, KFELETELRE,
ERXFHR _LIccup dropper Gk H#4L) % H > Tstainless
cup(NEXNEXE E=6 X 8 X10mm) % 4 AL T,
4 CTITRRERFL DL, FEFREE cup NICE
AL, TFleiLaRgszEL 72,
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2) WRhT 4 273k

FERPBULERE 7 o 7 HE TN HiETHERL
4 CIOFFREMTF L 72, R—r3x—T 4 2 7 (Eil# K.
K. thick 8mm) (2 —%E BN FEUERIRI % Y208 £ 272
%, TNENORBIHFIC LB L5121 »—1Lizo
E AR RRTIR AR ) 1Y, Tncisrssel 72,

3) Agar well 3

BEIMDTI2AF 27+ L x—VLIZ%EE 19ml %5
EL, 2D HICKRER % HfE L 7-FERg5t 4 5ml EG L
KEE FTEILE W72, 2 DERKEWRICERETM (W
EmTEK K)ZHWT 4D well BT, 4°CT30
PRRERTEL 205 well WIZ 100p] DIEEFHR K # iE
AL T s L 72,

6. REMKR
FLAEM DB E % IEMEICEHEI L 2 0 FE £ K, Hits
7°7 7 iz plot LB & L7z, ABOBEIZ - Dk
Bh LA E - 12,

1. FEBES L UFRRE

B# &2 CTT % 0.1M phosphate buffer (pH 7.0)
IZVERL T 1,000ug/ml G % A5 L 722, EEARIE
& buffer, f#fE A7 — L4, Moni-trol I (Dada),
Consera (H/K#ZE K. K.), #@FBEARE AT 2 AR
AT - 12, 2RI E L RER B O FMEIH & HE5
RDINZE E DB AVCEEAR L OEER
R % E8LL 72,

8. BX#&MFBIA~v+IT7714—(HPLOC)E

UTO%MET TRIEL 72,
Nucleosil 5C,s (150mm X 4mm)
40~45C
0.1IM NaH,PO, : CH,CN=92: 8

Column
Column temp.
Mobile phase

Flow rate 1.0~1.4ml/min
Pressure 1600~2000 p. s. i.
Detector UV (280nm)

9. R+ UREFBENRE

CTT #8IkMEE L TRLNLR(=TIZ, 7 b,
UHE, AR, YU BEURET(Ty b 7HX, 4 X)
% bioassay (G T 4 & 7#) % & ri2 HPLC assay I2
EVEEL 72,

10. M4, R+ & CEHRTOREMS

BERAD LEBL N2 T— LM, RBEEUT y ME
o 9542 CTT 9 10,000¢g/ml~100xg/ml O FR # &
W1EEINZ, m¥ETid 100ug/ml 5 & U 10pg/ml, R
B L UPEH T3 1,000ug/ml B & OF 100xg/ml DiEH %
B 12, THUS # test tube 12Vt L TE &M T TR
FL7. BEEEILEBLUCRFTIZ4CTT HHE,
—20CT30HME L, BHF T4 CTBLU—20CE bIC

Fig. 2 Comparison of standard curves of CTT on various

test organisms by cylinder plate method

Test organism Medium
—O- E. coli NIHJ
—O- B. subtilis ATCC 6633

-0~ M. luteus ATCC 9341

Sensitivity test agar
Sodium citrate agar
Antibiotic medium 1
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Fig. 3 Comparison of standard curves of CTT on various
test organisms by agar well method
Diluent: Human plasma
Test organism Medium
35F —O— E. coli NIHJ Sensitivity test agar
—0— B. subtilis ATCC 6633 Sodium citrate agar
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Fig. 4 Comparison of standard curves of CTT on various
test medium by disc plate method
35F ) . 4
Test organism : E. coli NIHJ
Diluent : 0.1 M Phosphate buffer (pH 7.0)
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1. BREHEMBR

E. coli NIHJ, B. subtilis ATCC 6633 5 & U M.
luteus ATCC 9341 12443 % CTT st % HIA #51
ZHEV. AR L) BE L 2R,
MIC 12 # L2 4 0.1ug/ml, 3.13ug/ml, 3.13xg/ml & %
D, SHHOBTIZ E. coli NIH] B L 222 F T
72 TNLHEHKIZOWT, Wy 7TEEFACTIIM
phosphate buffer (pH 7.0) TS L 72 B AR (0.78
ZIZ E. coli NIH] 7K THY, DT B subtilis
ATCC 6633, M. luteus ATCC 9341 DI & % V), HFiz
M. luteus ATCC 9341 DMIERKE(Z 12.5ug/ml TH )
BL%H-> Tz, OB T3 0.78ug/ml T L ME A
Th o712, #ZTE. coli NIH] & U B. subtilis ATCC
6633122 T, b b TR L 22 EEARE0.78
~200ug/ml) # agar well 31 &k ") L 2 RER %
Fig. 312/RL 2%, ZomiEx A4 TL CTT O
BERIT E coli NIH] pi&Es » 72, LA LBIERETY
E. coli NIH] T3 0.78ug/ml TH B DIt L, B. subti-
lis ATCC 6633 T3 3.13ug/ml & 7 ) M 5E K 13 &
hotz, UEn#ERY S CTT OKEHNIBERNEIC BT
ARER T, WERENE E. coli NIH] 54 & Z 2
INEERTEZI &L,

2. BRERNEFHFORET

1) HEEHOER

E. coli NIH] ##Ed & LHEFT « 2 73FI2&D,
phosphate buffer #Z#A8ik (0.78 ~200xg/ml) % >,
NA, STA, AM-1, HIA & & U TSA 5O REHR % It
gL Fig. 4i2RL7:, SEtoIEMARIISRERT
STA $Eh IR b K& (, MO TIIEL Lh -T2,
KBS T2 STA, NA, HIA 8 & 0F TSA 21 Tl
EIZFED LN h - 725, AM-1EHOM E I3/ &
(L2 blEREL 1.56pg/ml &gtz thde L % -
Tz, BRIEMDFACKIEIZ STA 5iitA 5 b 88 T
WT NASEE &), ZOMOEEHII B 2 BRIE T
bot, LA > TCTT DREMENSESE, E. coli
NIH] #BE#H & L7z & & ORREA RS TEIE M o) &89
UL VICRERNIMEE HF v STA S BEY & F 2
EE L 72, STA #5#o pH # pH6.0, 7.0 5L F 8.0 & &
272 ED/EMRIC BT T %8 % phosphate buffer 13
HEHRH(0.78~200ug/ml) 2 AAVWER T ¢ R 78I &
0 It 72458 % Fig. 5127k L 729¢, BIEA@ENKE S
IEBREBTETNEH S L pH 8.0, 7.0, 6.0 DIEICFE

Fig.5 Effect of medium pH on standard curves of CTT by
disc plate method

L Test organism : E. coli NIHJ
30 Medium : Sensitivity test agar
—o— pH 6.0
—4A— pH 7.0
£ 25¢
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Fig. 6 Comparison of standard curves of CTT on various
inoculum sizes using E. coli NIHJ
(Disc plate method)
35 Test organism : E. coli NIHJ
Medium : Sensitivity test agar
30t Inoculum size

- 0.5%
—o— 1.0%
—o— 2.0%
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Fig. 7 Comparison of standard curves of CTT on various
prediffusion time at 4°C by disc plate method
Test organism : E. coli NIHJ
20 Medium : Sensitivity test agar
Prediffusion time
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AR NS 572, U LIRS T3 % pH Iz
EERITLALEDT, STA 51 pH OBRIEMIC i+
HBIEI LUK TE, BFARERGEE Y (pH
THT->TLELIZ BV EHFZ LN,

2)  PEAETH o) Ro

E. coli NIH] o STA ¥z B:Fi§ 2 W %0.5%,
1% L 2% L7 & %o phosphate buffer 1 #475
R (0.195~200ug/mD) 27 4 2 712 & D) B #
Ekedre, 246 % ML T Fig 6 1oR L 72, BLEME
DEKIZOSUBFEETAHALNDONT 1%, 2 %HEHONEIZ
W& otz Thb bR A % W FERRIE P31
KL 7o, MFEREEIZDNTIZ0OS%HEEIZ W T
0.195ug/ml ¥ THRIB XN 1%L & F2%HMHE T
0.39ug/ml &%), BEREE RN (- T RHERRE H°
EFET LA WT L IBENECIZ+oERL ) 5%
ETh - 72, HIEFEDFZBUKIEIZ DV TZ0. 5% T3
colony A BRE % ) XX B L 572, 1%B LU 2%
BRETIRERLEEM RN Eh s, E coli
NIH] m#HEIE 1 ~ 2 %rlih s Ez snr,

3)  TlEiLE O FE

T 4 2 7 E0H4A12 -5 T phosphate buffer 12
HEFHRAL (0.39~200ug/ml) % F V> FHHERC % 0,18 & U
2R L A 2 o & EORERE Fig. 710”7z, Bk
FENKE &I 2BELENOGEHRAT, 2V T 1B,
0 BERHLE ORI /NS (T o 12, T b b TilrarsE
DIERIC & D EEARIIEALZ, L LEREIZD
W T T B O B RIS BAR 72 < 0.39ug/ml & EAT
Moty TDI EIFTFMILEOERMIC L D RERNEE
HE B ERERL, Lob FMIEEL % wHaic
WU Flis L 228 an s, MitMoOSRE &2
b b FRIBOEMLGEE L2 bl

4) Phosphate buffer » pH 7528

Phosphate buffer » pH % pH 6.0, 7.0, 8.0 D =fEff &
L, SNA2&ARWE L TR RBEAOZEERRE0.78
~200ug/ml) 2T 4 A 7EE AW THEL Fig. 812
RL72. BIEAEAOBEIIEREB TIIITL A LEN
AT, KBREBTAETIZ VA pH 8.0,7.0,60 D
NELZ BELIE PRI/ & g 72, FRIE O FZEARIEIC DT
I3&pHRECEIZ X (, wThopH TLEHALHEIEN
22 b NARMED pH ORBARICH 2 2 BHEII DL
UM 72, L7245 T CTT DBEHENHAENFR
oo pH 12D i pH 123V pH 7.0 238A 72,

5) Mm#ENF

t b o 77—/ 4, Moni-trol I, Conserad & U
phosphate buffer THR L 72 Z#HRE %, FET 4 X
ZJHICEIVREREL KD Z NS % HIEL Fig. 910w L

Fig. 8 Effect of diluents on standard curves of CTT by
disc plate method

Test organism : E. coli NIHJ
Medium : Sensitivity test agar

—O0— 0.1 M Phosphate buffer (pH 6.0)
—4&A— (0.1 M Phosphate buffer (pH 7.0)
30 _g— 0.1 M Phosphate buffer (pH 8.0)

Inhibition zone (mm)
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Fig. 9 Effect of diluents on standard curves of CTT by
disc plate method

,Test organism : E. coli NIHJ

Medium : Sensitivity test agar
30t
—e— 0.1 M Phosphate buffer (pH 7.0)
—O— Human plasma
E 25} —®— Consera
E —0O— Moni-trol 1
2
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Fig. 10  Effect of diluents on standard curves of CTT by
disc plate method
Test organism : E. coli NIHJ
Medium : Sensitivity test agar
35}
—o— 0.1 M phosphate buffer (pH 7.0)
—0— Human urine
30 —&— Diluted human urine
G (X 10, diluted by 0.1 M
E phosphate buffer)
2 25F
Q
(=]
2
g 20
15
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039 078 1.56 3.3 625 125 25 50 100 200
Concentration of CTT (ug/ml)
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72, b FI3EZE AWz 8540 M IEMHZEIS phosphate buf-
fer DFB LB LASC, RA—MHIEM%2 512132
~ 4 {EDBEHULEE Y 572, £} M3 L Moni-trol I
& Consera 2> T H#k$ 5 &, t b MiE s Con-
sera DA RMRITITIT—HL T 255, MENREMRIZ
Moni-trol [ DEH I NV I3EFEDE w72, LED
R 5 P ETRENERORERIZIE, EF7—
NI E AV BENHMFE LA Consera TLRATE
bEEZ LN,

6) Kb LUEITHFE

EFORE & CRITEACTERL 2 EERRE
phosphate buffer ZH#FHNBOREREZE-FT 4 2712
&N & L Fig. 10, 11127/ L 72, BRB L RBET % A
Wiz g4 o Bl iE {213 phosphate buffer D35 &2 L
HEFNEL e otz, L L, —fUciRE L ORI HIRE
BEDHEIZIZBREIFEDTHRUET 2B %
vy, Fig. 10, 1127 RL 722 & <, ZOJR# % phosphate
buffer T10&E#HR L 72 B AR O EHR I phosphate
buffer NFE L I1TIF—F L 72, ZDHZEHLE FDRB
TURBHFRBEORZEICEL T, Fiz10EL AR
LTRIETDZ EIod » CRIERBEI DL KB LN L
Ezoniz,

7)) BIEF LN I

WRT 4 A7k, WREA v 7B LU agar well 0
ZHHENERFEICEL T, CTT o phosphate buffer 1Z
EFRBEOREM % Fig. 121K L 72, SREBIZBT
BRI AR agar well IEASRAKTOWTHRE S ~ 7,
WHT 4 R7EDIEE %Y, KBERTIIHEE 7 » 7'k
HEAR T agar well kB £ BB 7T 4 2 7HRIIEIRRE &
oty REBERMEEIIZMENHEN ) b agar well
EARLED -2, MEREICOWTUIHERF A » 7
0.098ug/ml TH -7z DIZftL, agar well B & O /E
T4 A Z7ETIX 0.195ug/ml L bFHICEL 572, W
TNOHEEHCTL MICIGEVBES TREE N,
HEEABELRET B2 T LREIZ LN,

3. Bioassay % & HPLC & bt

CTT # EREMICHIRNIES L T2 b NRBE U
fRHHsE S, A% TRETL 72 bioassay #: (BT ¢
RA7ENCE > THEL L, b % HPLC assay
Hi2 &> TllzE L 72 CTT & tautomer # & L 72 total
D& & e Ll OB % #E L7z, RPBEIC
BY L Ti3 bioassay i3 & f HPLC assay #0 R Ti3 A
PR % r=009834, BI/FEMA SN Y=0.9981X+13.81
Az b, mAEOMICEVEREMELEH LNz, B
T IC BT U AEBMR S r=0.9953, EIFERHER
Y=1013X+6.849 £ % V), R4 bCBitH L I

Fig. 11  Effect of diluents on standard curves of CTT by

disc plate method

Test organism : E. coli NIHJ
Medium : Sensitivity test agar

35] _o— 0.1 M Phosphate buffer (pH 7.0)

—0— Human bile
—4— Diluted human bile

(X 10, diluted by 0.1 M
phosphate buffer)

30r

25

201

Inhibition zone (mm)

15t

10p

039 078 1.56 3.13 6.25 125 25 50
Concentration of CTT (ug/ml)

100 200

Fig. 12 Comparison of standard curves of CTT on various

assay method

Test organism : E. coli NIHJ
Medium : Sensitivity test agar

w
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Fig. 13  Stability of CTT in human plasma

Test organism : E. coli NIHJ
Method : Disc plate method
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bioassay i & HPLC assay i1z & % HIZEEOMIZ (27
WHEBIRELR AT 2 5 1 bioassay D T U EATEIL X T2,

4. FHEPTOREM

CTTot ¥t & URP THORELELERT 1 A
7@k ) ME L Fig. 13, 1412k L 72, Mg Tl
10ug/ml 3 & OF 100ug/ml ¥ b 1= 4 CHisERTET T
HE & O —20CHAERTETI08 M TRETL 22K H
MO TIXRBH SN h - 72, RT3 100ug/ml £ &
U 1,000ug/ml & L1124 CTT7HEB LW¥—20CT30H
FCRE LT L DB TR SN e h o2, —
B, 7 BRIz BT 5REN® Fig. 1512072
L 9 4CHRF T 7 H HIZ100ug/ml T 1383%,
1,0002g/ml Ti386% & B fF N li nAETF DIET A28 5
2. La L, —20CIcRIFL 723541213 7 B 3 TRGY
L, 100gg/ml 5 & 1F 1,000¢g/ml DT HOBEIZ B
TL IO TIZERD SN h - 72,

EEL & UEH

CTT DKM NI RIERNORERITRERENE W
E. coli NIH] %#3#A 77, EMEM & L TR EMH8
B TREZNME &5 NE V> Sensitivity test agar (STA) &
BRLRESRGEREL 72,

STA £zttio) pH 0228 % pH 6.0, 7.0, 8.0 THaTL £
NLORBMAEIET 5 & pHBIIZ LA EEA LW
ZEh s, WIREEH(pH 7.4) #5ET 5 2 & (EAL
SBLDEEZ b, BEEEL0.5%, 1%B LU
2%ED 2T EDERBITREREH0.5%>1%>
2 %DEFEIEIZ B - 7255, 0.5%4FE T colony A¥BR &
b Ar BB o7z, LA -2T1~2%
BHEOEY &L LNz, TRILERE0, 13 LU 2 R
E R EOEBIIMERED ERICIIHE SO0 L
Hofzhs, 1~ 2 BEOFRILEROE”C &) iR
EEBR R HR L RLE RO U E S & & - 20 FRED
pH »&:8 % pH 6.0, 7.0 5 & 1r 8.0 0.1M phosphate
buffer THEH L 22 ZHERRAEIC DV TRET L RR, &
PHREIZIZ L A EED LT & o S 8 pHIZEWT.0
FBIRL 72, WIEHENE WIS & 2 8 EE % phos-
phate buffer ¥ 72 B#EAEFRBCHBEL 225, &
&% v 7ENBEREH R D B < RIETHE X RAKRE L
0.098ug/ml T, D\ T agar well B L UVHEET 4 27
®ED 0.19%ug/ml &% -7z, LI2h™- TwWINOREHR
ErHVTL MICHHE : TRIETRETH ), £ERIAM
NBEREICIICTNL HERATREEL LN,

t boomsgEhiBERNEICKEL, BEARBEL T b
M3 # %\ i3 phosphate buffer # V> % 22 & 0 #l%E
fHICEWYET L2 EHTFREEING, £ b7 — Lk

Residual percent (%)
(=3
(=)

Fig. 14

Test organism : E. coli NIHJ
Method : Disc plate method

§;9><g>v—<6=76

—o— 100 pg/ml
—2—1,000 pg/ml

Stability of CTT in human urine

2=

—
[=3
=3

=3
(=]

—o— 100 pg/ml
—— 1,000 pg/ml

4°0) (-20°C)
40
20
0
01 3 7 013 7 14 21 30
Days Days
Fig. 15  Stability of CTT in rat bile

Test organism : E. coli NIHJ
Method: Disc plate method

100 R~ g2

~ 80
R
E —o0— 100 gg/ml —O— 100 ug/ml
§ 6o} —2— 1,000 pg/mi —4&— 1,000 pg/ml
73
a o o
.g 4°C) (-20°C)
9 40
3
-7
20
0 e " 4
0 1 3 7 01 3 7
Days Days

& phosphate buffer E#FRBMOREREFET 1 2
7EEACTHRELLZEZ A, £ MEFHCTZEED
HE#12 phosphate buffer DR ERICH L ARlIcKE

(BB L MAENHELIRH LN, ZNHEL D
RE 1k A3 5% phosphate buffer D &4 & {]— N 1LH %
RTICE 2~ 4 EOBEHILEE kT, JHIFER
CTToMEEGAHELESHINR) FH I EICERL
TWwa LD EEZ LN, £72, & b L4 & Moni-trol 1

B & U Consera ¥ NREARLE TIZE + @3 & Con-
sera DIREAZIZR ( —3L, Moni-trol [ DHREHRITZ
oL NEFEDTH-2, CTT O iR EER
ERNEERFRNOERIZ L F fsEHLE LY, Con-
sera LRATE B &E 2 5072, KRB L URITTHERL
712 E#EFER BN EHR % phosphate buffer Dz 1L & b
L7225 KRB & CRETOKRERIE phosphate buf-
fer £ D BEFIED &%), RE L BRIt % phosphate
buffer T10f&AM] L /2 = # 13 phosphate buffer & B
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C—% L7172, CTTORE L UCHEITHOBERNEIZ BV
< phosphate buffer T10f& LA AR U Bl E B2
Yl b tEZ LN,
CTT #EBEMM %S L Tz ok LRIt %
FWRT 4 2 7B L OCHPLCHIC & ) MIE L e L 72,
CTTIdpH LUK O Mg A A FICEVELER
HE4K (tautomer) % 4 U, RELL 72JR 3B & RIS L
5%% HPLC ikiz & W i & T 3%, F 72, tauto-
mer OHHMIE CTT DZNLIZELALLRFETHEZ &
LHBEENTWBEY, Lha->THPLCEIcB W T
CTT & tautomer A" EREN I ENLE AL
BeERV2, —F, BET 4 2 7HEICBIT 20EEIR
CTT & %o tautomer DI EME N & L TEHA &
N, CTTOYFEE L TEBEND, MllERICBI 5%
BEIZ, RTIZEBR%Er=0.98348 & IR Tldr=
0.9953% % 1, bioassayik ¥ HPLC assayik o TR
T ARREME A RERR S LTz,
CTTot bty L URF THOREEE A CHRHE
R & IS —20C DEBERFTRETL 2. & b I3
BXURPELIZ4CTT HE, —20CT308 [Ei3 1l
DIET U RETH 72, —H, 7 MRITHTIZAT
RETT BBICERENMIZS3~86% LIKT LA, T
@)1 Cefmetazole”? t + fBiHH ToFER & [ U1gIH &
Ezonrz, LHAL-20CRETIZI7THB X TI3REN
HOETIREBDH SNLD -T2, ZNLDZELLT L
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MICROBIOLOGICAL ASSAY METHODS OF CEFOTETAN (YMO09330)
CONCENTRATIONS IN BODY FLUIDS

MasAayuki KoMiya, YASUHIRO KikucHI, AKIO TACHIBANA and KUNIICHIRO YANO

Central Research Laboratories, Yamanouchi Pharmaceutical Co., Ltd.

The microbiological assay methods for antibiotic concentration in body fluids after treatment of cefotetan
(CTT, YM09330), a new semisynthetic cephamycin antibiotic, were discribed.

The suitable conditions for the assay of the concentration resulted from using of E. coli NIHJ as the test
organism and sensitivity test agar as the medium, in which 1% of over-night precultured Trypticase soy broth
inoculated with the test organism was added. For the determination of the antibiotic concentration in biologi-
cal specimens, three assay methods, thin-layer cup, thin-layer disc and agar well method, gave the suitable
long-range standard curves and revealed good sensitivity. Cefotetan standard curve was not markedly influenc-
ed by pH of the medium and of the diluent buffer solution. By the thin-layer disc method, the detectable
concentrations of cefotetan were, at the lowest, 0.2 ug/ml for 1/10M phosphate buffer pH 7.0, and 0.78 ug/ml
for human plasma, Consera and Moni-trol I when used as the diluent for the standard solution. The inhibition
zone sizes of cefotetan dissolved in human plasma, Consera and Moni-trol I were smaller than those in phos-
phate buffer solution at pH 7.0. However, the standard curves of cefotetan using human plasma and Consera as
the diluent showed almost the same figure. The concentrations of cefotetan in urine and bile detected by the
bioassay method were in good agreement with those obtained by HPLC method.

Cefotetan was stable in phosphate buffer solution at pH 7.0, human plasma and human urine at —20°C over
a period of 30 days. In rat bile, cefotetan was unstable somewhat at 4°C but was stable during 7 days storage
at —20°C.



