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Table 1 Susceptibility of tester strains to CTRX

Diameter of inhibition

Strains zone (mm) at CTRX of:

1 ug/ml 10 pg/ml
B. subtilis ATCC 6633 9.7 18.0
S. aureus ATCC 6538P 8.6 16.0
E. coli ATCC 25922 9.0 16.9
E. coli NIHJ JC-2 20.3 27.0
E. coli K12 133 19.0
E. coli Us 18.5 224
E. coli w3110 14.8 20.8
K. pneumoniae ATCC 27736 9.5 16.3
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Fig. I Comparison of standard curves of CTRX
on E. coli and B.subtilis by cylinder plate

method and disc plate method
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Fig.2 Comparison of standard curves of CTRX on various test
medium by cylinder plate method and disc plate method
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Table 2 Effect of urine on the activity of CTRX

Table 3 Effect of bile on the activity of CTRX

Actual conc. CTRX diluted with
"&g/Tnﬁ;( Undiluted 11-fold diluted
urine urine
85 72 (84) 85 (100)
50 36 (72) 50 (100)
11 8.5 (77) 105 (99
1.65 1.4 (85) 1.55 ( 94)

CTRX diluted with
Actual conc.
of CTRX . . .
Undiluted bile 5-fold diluted
(ug/ml) bile
109.1 70.0 (64.2) 108.9 (99.8)
545 38.1  (69.9) 54.5 (100.0)
992 6.85 (69.1) 9.60 (96.8)
1.04 0.754 (72.5) 0.98 (94.2)
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Fig. 9 Bioautograms of urine after intravenous injection of CTRX in healthy volunteers
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Fig. 10 Comparison of bioassay with HPLC assay
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BIOASSAY METHOD FOR CEFTRIAXONE (Ro 13-9904) CONCENTRATION
IN BODY FLUIDS

JUNKO OsHIMA, YUKO TAKII, MITSUKO ONIZUKA,
MikiO ARISAWA and HIRoMI B. MARUYAMA
Department of Microbiology & Chemotherapy

Nippon Roche Research Center

The concentration of ceftriaxone (CTRX, Ro 13-9904), (Z)-(6R,7R)-7[2-(2-amino-4-thiazolyl)-2-
(methoxyimino) acetamido]-3- {[2.5-dihydro-6-hydroxy-2-methyl-5-oxo-as-triazin-3-yl)thio] methyl } -8-0x0-
5-thia-1-azabicyclo-[4,2,0] oct-2-ene-2-carboxylic acid disodium salt, in the plasma, urine and bile was micro-
biologically determined by a thin layer cup method or a disc method, using E. coli NIHJ JC-2, as a test
organism, and antibiotic medium (Difco), which induced a clear inhibition zone. The detection sensitivity
ranged from 0.1 ug/ml to 100 ug/ml. The standard curves obtained using human serum, Consera and Moni-
trol 1 as the diluent showed a smaller diameter of inhibition zone than that obtained with phosphate buffer
solution. The standard curves with human serum and Consera were highly similar to each other. The CTRX
level in biological specimens was able to be determined when diluted with 0.067M phosphate buffer to 11-
fold or more, according to the standard curves using phosphate buffer solution.

A bioautography using E. coli NIHJ JC-2 as a test organism, following the treatment of the specimens
by a silica thin layer chromatography, detected CTRX in urine.



