Enzymati c Assay of PENI Cl LLI NASE
(EC 3.5.2.6)
Cephal ori di ne as Substrate
PRI NCI PLE
Cephal ori di ne + H,0Q Bentetllinases iy qro| yzed Cephal ori di ne
CONDITIONS: T = 25°C, pH = 7.0, Assshm Light path = 1 cm
METHOD: Continuous Spectrophotonetric Rate Determ nation

REAGENTS:

A. 100 mM Pot assi um Phosphate Buffer, pH 7.0 at 25°C
(Prepare 100 m in deionized water using Potassium
Phosphat e, Monobasi c, Anhydrous, Sigma Prod. No. P-

5379. Adjust to pH 7.0 at 25°C with 1 M KOH.)

B. 1 nmM Cephal oridi ne Sol ution (Ceph)
(Prepare 10 ml in Reagent A using Cephal oridi ne,
Sigma Prod. No. C-3519.)

C. Penicillinase Enzyme Sol ution
(I mmedi ately before use, prepare a solution containing
5 - 10 Cephaloridine units/m of Penicillinase in cold
Reagent A.)

PROCEDURE
Pipette (in milliliters) the foll owi ng reagents into
suitabl e quartz cuvettes:
Test Bl ank

Reagent A (Buffer) 2.70 2.71
Reagent B ( Ceph) 0. 30 0. 30

M x by inversion and equilibrate to 25°C. Monitor the
Aossnm Until constant, using a suitably thernostatted
spectrophot oneter. Then add:
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Enzymati c Assay of PENI Cl LLI NASE
(EC 3.5.2.6)
Cephal ori di ne as Substrate
PROCEDURE: (conti nued)
Test Bl ank
Reagent C (Enzyne Sol ution) 0.0  ------
I mmedi ately m x by inversion and record the decrease in
Aossnm fOr approximately 5 mnutes. Obtain the r Agsshd M nute
using the maxinmum linear rate for both the Test and Bl ank.

CALCULATI ONS:
(r Agsspd M n Test - ¥ Agssnd M n Bl ank) (3. 01) (df)

Units/m enzynme =

(8)(0.01)
3.01 = Volunme (in mlliliters) of assay
df = Dilution factor
8 = Change in the mlIlinolar extinction coefficient

bet ween cephal ori di ne and the hydrolyzed R-lactamring
of cephal ori di ne
0.01 = Volunme (in mlliliter) of enzynme used

units/m enzyne
Units/mg solid =

nmg solid/m enzyne

units/m enzyne

Units/mg protein =
nmg protein/m enzyne

UNI T DEFI NI TI ON:

One unit will hydrolyze 1.0 pnole of cephal ori di ne per
mnute at pH 7.0 at 25°C

FI NAL ASSAY CONCENTRATI ON:
In a 3.01 mM reaction mx, the final concentrations are
100 mM pot assi um phosphate, 0.1 nmM cephal ori di ne and
0.05 - 0.1 cephaloridine unit of penicillinase.

REFERENCES:

Ross, G W, and O Callighan, C. H (1975) Methods in
Enzynol ogy 43: 80-81
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Enzymati c Assay of PENI Cl LLI NASE
(EC 3.5.2.6)
Cephal ori di ne as Substrate
NOTES:

1. Al product and stock nunbers, unless otherw se
i ndi cated, are Sigma product and stock numbers.

This procedure is for informational purposes. For a current copy of Sigma’s quality control
procedure contact our Technical Service Department.
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