


1040

3. Materials and methods

3.1. Crystallization

The human enzyme was purified according to Climie et al.
(1994). Samples of enzyme (Smgml '), stored in 25 mM
KH,PO,/K,HPO, pH 6.1, 25mM NaCl and 5mM DTT at
253 K, were dialyzed against 10 mM MOPS, pH 7.0, 0.006%
Na azide and 0.1% 2-mercaptoethanol. Crystallization condi-
tions were screencd in various buffer systems at different pll
and temperatures (Crystal Screen, Hampton Research, USA).
Among precipitation agents tried, 2-propanol and 2-propanol
mixed with PEG were found to be the most favourable.

Crystals were obtained from vapour-diffusion experiments in
sitting drops. EDTA and dUTP were added to the enzyme
solution (final concentrations of 250 uM and 1 mM, respec-
tively). Enzyme solution (4 pl) was mixed with an equal volume
of the reservoir solution, containing 0.1 M Na Hcpes, pHl 7.5,
10% 2-propanol, 20% PEG 4000, 0.006% Na azide, 0.1%
2-mercaptoethanol and 250 uM EDTA. The drops were
equilibrated at 293 K against 1 ml of reservoir solution.
Crystals up to 0.5mm in length and 0.2 mm in the other
dimensions (Fig. 1) appeared after one month of incubation.

3.2. X-rav analvsis

Data were collected from a single crystal on a Rigaku
RU200BEH rotating Cu anode. Diffraction patterns were
collected with a Siemens X1000 area detector system. Cell

parameters and space group were determined with the use of
XDS (Kabsch, 1993).

4. Results and discussion

The crystals belong to the space group P2,2,2; with cell
dimensions ¢ = 67.51, b=68.26, c=91.00 A. A data sct with a
maximum resolution of 3.3 A and 92% completeness for
1> a(I) was collected from a single crystal. The asymmetric unit
of the crystals contains a trimer of identical subunits with a
molecular mass of 3 x 16600 Da. Calculation of V), gives
2.14 A*Da ', a normal value for globular proteins (Matthews,
1968). The solvent content is approximately 43%. The
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existence of a trimer in the asymmetric unit is further validated
by sclf-rotation functions using the program MERLOT
(Fitzgerald, 1988). Large peaks arc seen at k=120 (Fig. 2).
No other peaks originating from non-crystallographic symme-
try are found.
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