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Fig. 3 Standard curves of T-2525 on various
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Fig.4 Standard curves of T-2525 in different
methods

40 Test organism Z‘I‘(.pneumt‘miu ATCC 10031
Diluent :1/15M Phosphate buffer (pH7.0)

30+

20

Zone diameter (mm)

——o—— Paper disc method

—e——Cup method

10

PR 1 ! 1 1 1
0.39 0.78 1.56 3.13 6.25 12.5 25
Concentration of T-2525(ug/ml)

0T 0.2

BIERLEEH & LT, T-2525 WE LFEI-FAZE 0BGk
oW TKRE Lic (Fig. 3), KA St TIXREMROEE
HAEL, BIEFLBIATH -2, HEE T
hiREBROE 2 KA i~ T/h&<, fEIEA
OERI L > T,

3) NELOHK

BEHE & LT K. preumoniae ATCC 10031 % F\», ~
—S=F G AIEL H oy THED KB Y T -1 (Fig.
), BER— =T 4 RAI7EEIVCZE? » 7HEOKR
BT HE, REFOEE, HEARODKEI LIV
BRIEFI OBEBE X 1ok 2 72 B blsh - 1,

LLE, BES, REREHE XORERORFER
b, LBgoRZIBREEE LT K preumoniae ATCC
10031 %, JEHBEH L LCHA TR Lz KA ity
FAOWAHBR——F 4 RI7ETITIL- 1

4) FREOKRF

%% pH 0% :pH6.0, 7.0 5 L1 8.0 » 1/15
M V vREEER CEEREFR L, K pH o
Bh#at Lic, Fig. 5 wiRT X 5 FHFK pH 0BT
LA ERDBRICH - Teo T-2625 1 pH3.0~7.0 T
REICHDZ L HIERERKIZ PH6.0 55X PHT.0
D 1/15M ) vERIEEEE CEMT A ENEE Ly

mEoHE: 77— e b ES ICRALBFELT=
ve—-S¥AWTREREMERL, /I5M ) vRER
i (PH7.0) TER LicHBE#R &t L (Fig.6)o
e b OREIEMAEIE, RA—#ED 1/15M ) vEiER
g (PH7.0) opEIEAR X /&L, A—HEEAEY

Fig.5 Standard curves of T-2525 on various pH
of 1/15M phosphate buffer as diluent

40F
Test organism : K.pneumoniae ATCC 10031
Method : Paper disc method
Diluent :1/15M Phosphate buffer
T 30
£
s
[
g
.8
~
o
S 200
x
= pH6.0
e pH7.0
10k o pH8.0
0.1 0. 0. 0.7 .56 3.1 .25 12.5 25

Concentration of T-2525(ug/ml)
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Table 1 Susceptibility of the test organisms to T-2525

and T-2525A
MICs (ug/ml) at inoculum of 1
Organism loopful of 10° cells/ml
T-2525 T-2525A
Microcaccus luteus
ATCC 9341 0.025 50
Escherichia coli
NIH]J 0.00625 12.5
Klebsiella pneumoniae
ATCC 10031 0.0125 %
Proteus mirabilis
ATCC 21100 i 6.25

MICs were determined by agar dilution method

Fig.7 Effect of T-2525 A on standard curve

of T-2525
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Table 2 Stability of T-2525 in body fluids under various conditions

pH SRR Residual activity (%)
Solution of | Temperature
solution |* D | 2 4 7 14 30 days
1/15M Phosphate buffer | 6.0 99 100 101 98 98 99
1/15M Phosphate buffer | 7.0 99 100 101 99 98 98
Human serum* 7.2 —20°C 98 100 100 98 98 97
Human urine 5.9 98 100 101 99 98 99
100% Rabbit bile 8.7 99 98 98 95 92 92
10% Rabbit bile 6.4 100 99 99 99 97 99
1/15M Phosphate buffer 6.0 99 101 99 99 97 94
1/15M Phosphate buffer 7.0 99 100 100 100 98 96
Human serum* 7.2 5C 98 101 97 94 95 95
Human urine 5.9 100 100 97 95 94 93
100% Rabbit bile 8.7 99 99 96 95 89 53
10% Rabbit bile 6.4 100 9 98 98 96 96
1/15M Phosphate buffer | 6.0 98 95 91 85 76 63
1/15M Phosphate buffer 7.0 98 93 89 85 70 53
Human serum® 7.2 25°C 98 96 94 85 79 53
Human urine 5.9 95 94 93 88 77 67
100% Rabbit bile 8.7 87 75 52 <25 <25 <25
10% Rabbit bile 6.4 98 97 93 87 78 61
Concentration of T-2525 : 125ug/ml  *12.5ug/ml
ZRIEREIC 1 BNZ %, B /\EB : Cefoperazone (T-1551) o {4 ¥% P9 ilk BE
5) BEDOERE B %E B w2\ T, Chemotherapy 28 (S-6) :
MERROFRICILMBES B\ ik = v+~ F AL, 157~-162, 1980
R - BHRMOFRCIE 1/15M Vv BiEEEK (oH 4 MIC Wk EEAe: BN R WH L RE
N (MIC) BIEZEFHKITIC 2\ To Chemotherapy
6.0 52 7.0) #HWB, 29 : 76~79, 1981
6) BREBOFER 5) FN B, BHF K, BHEE, WEKEE, X
BAERY T-2525 %L TR L, mgRKoNEC ;ﬁ *;ﬁ e %Aigéﬁw#ﬁﬁoijﬂfmuﬁl( ;;’;
= " 5 :p-7 F
R7-rmEEliavye—-357T, R¥ XUBEHHRE ®) Pivaloyloxymethyl[GR,7R]—7—[(Z)—2-(2—
DREIZIL 1/15M ) vEREREZE (PH6.0 5\t aminothiazol-4-yl) -2-methoxyiminoacetami-
7.0) TRERYIERT %, do]-3-[(5-methyl-2 H-tetrazol-2-yl) methyl]
7 XL -3-cephem-4-carboxylate (T-2588) oK+
37°C, 18~20 H¥Rl, TOREHRCIH A5 — Vo REMERMS
6) ¥l B, RE &, EOEEE, K B, ny
X L RE, LUBET, RADTF : FlLu=arrsl
D i B, #E B, EUFE BEA%M, N BOR+7 = oK, T-2588 omWEE&ACH
¥, BF=8, UWRFF, RAKEX ABET: T 5H %o, Chemotherapy 34(S-2) : 115~121,
FLLW=ATFAREOR+ 7 - 4 # T-2588 o 1986
BfFAR 2\ To Chemotherapy 34(S-2) : 66~ D FII OB, BF K, EERHETF, SRIULZ, #
84, 1986 BEBL, AR W% :8-57 2 ARHAEHMBEOEYE
2) FI B, RE &, BAFE BHE=K, &K BIWF9E (45 21 #) Pivaloyloxymethyl[6R, 7R]

3

LF, AR B HLOW=A7LAROA+7 =
s %, T-2588 0EREIMIC W1 2 hAEIRK S
\» T, Chemotherapy 34(S-2) : 122~133, 1986
T OB, FE B, BHF R EIFE B

-7-[(Z) - (2-aminothiazol -4-yl)-2-methoxyi-
minoacetamido]-3-[ (5-methyl-2H-tetrazol-2-
yDmethyl]-3-cephem-4-carboxylate (T-2588)
DRFITOWT I, BEHEHRFTES
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MICROBIOLOGICAL ASSAY METHOD FOR T-2588
CONCENTRATION IN BODY FLUIDS

Isamu Saikawa, Taxasui Yasupa, Yasuo WaATaNABE, SHINZABUROU MiNami,
Tosuio Havasui, Katsuniko Kumano and REeiko TAkAHAsHI
Research Laboratory of Toyama Chemical Co., Ltd.

A microbiological assay method for quantitative determination of T-2588 in body fluids was investi-
gated.

T-2588 concentration in the body fluids was determined as the concentration of T-2525, a parent
compound of T-2588. The suitable condition for assay was paper disc method or cylinder method
using Klebsiella pneumoniae ATCC 10031 as the test organism in the originally prepared medium which
consisted of 10 g of polypeptone, 5g of beef extract, 1.5g of glucose, 15g of agar, and 1,000 ml of
distilled water and whose pH was adjusted to 6.5 to 6.6.

For the quantitative determination of T-2525 concentration in human serum, pooled human serum
and consera were suitable for the use as the diluent of the standard solution of T-2525. For the
quantitative determination of T-2525 in urine and bile, 1/15M phosphate buffer (pH6.0 or 7.0) was
suitable.

The concentrations of T-2525 in the serum obtained by the bioassay method were well in agreement
with those obtained by the high pressure liquid chromatography.

T-2525 in body fluids was stable at —20°C for at least 30 days.



