




By incorporation ofED from eq 2 intoKd and rearrange-
ment of this equation as a quadratic below:

This equation possesses only one possible solution (EM g
0):

By incorporation of eq 4 into eq 3

eq 5 was used for fitting the results withMM, MD, andKd as
variables using the Grafit program (26). We assumed that
MOBS corresponds to the apparent molar mass (MAPP)
determined by the calibrated gel filtration column. We also
assumed that theMAPP of the dimer deduced from eq 5 should
not be obviously twice the one of the monomer, so both
molar masses were considered as separate variables. The
percentage of dimer was calculated as follows from eq 6:

Calorimetry.The enzyme for differential scanning calo-
rimetry (DSC) was dialyzed against the appropriate buffer
and filtered through a 0.2µm pore filter. All sample and
reference solutions were degassed for 15 min under vacuum
prior to loading. The thermal unfolding was performed using
a VP-DSC microcalorimeter (MicroCal, Inc., Northampton,
MA). The scanning rate was 1°C/min from 18 to 100°C
with equilibration for 20 min at 18°C. The unfolding
parameters were characterized using the program Origin
supplied by MicroCal.Tm was defined as the temperature
with the maximum heat capacity change.

Isothermal titration calorimetry (ITC) was performed with
a MCS titration calorimeter (MicroCal) at 25°C. The enzyme
was first dialyzed overnight, against 500 times its volume
of 0.1 M Tris-H2SO4 (pH 7.0) and 0.1 M K2SO4 with 2 mM
EDTA. The enzyme was then dialyzed extensively against
0.1 M Tris-H2SO4 (pH 7.0) and 0.1 M K2SO4 (four changes
against 500 times the enzyme volume) to eliminate the
EDTA. The sample was filtered (0.2µm pore filter) and
degassed for 15 min prior to starting the experiment. During
the titration experiment, the enzyme was stirred at 400 rpm
in a 1.4 mL cell at 25°C, and an injection series (1� 2 µ














