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Crystallization of a Photosensitive Nitrile Hydratase from

Rhodococcus sp. N-771
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The

inactivated NHase from  Rhodococcus
sp. N-7T71 was purified using the methods described
by Nagamune ¢f al. (1990b), and the enzyme was
further purified for crystallization by two-column
chromatography. For the first column (Phenyl-
Nepharose ('L-4B. Pharmacia). the enzyme solution
containing 159, (w/v} ammonium sulfate was
loaded onto the column equilibrated with buffer
(20 mm-phosphate. 10 mm-n-butyric acid. 159,
ammonium sulfate (pH 7-5)) and elated with «
linear gradient of 159, to 0%, ammonium sulfate.
The eluted enzyme was loaded onto a second
column (Bio-Gel HTP. Biorad) and eluted with a
linear gradient of 5 mm to 50 mm-phosphate buffer
(pH 6:8). Crystallization trials were carried out at
57" and 20°C within the pH range from 5 to 8 using
the hanging-drop vapor diffusion method with
various conditions of NHase concentration (10 1o

20 mg/ml) and of reagents (buffers. cations of

chloride salt and precipitants) and their concentra-
tions in the drop. The concentration of the precipi-
tant in the reservoir solution was twice that in the
drop. All procedures of protein purification and
crystallization were  performed in the dark to
prevent the photoactivation of inactive NHase,
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