
observed voltages at long times. The parameters Ro, RI are obtained from measure-
ment of standard samples and then applied as corrections to unknowns.
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Relaxation spectroscopy, a technique which measures the relaxation of a system back
to equilibrium after a small perturbation, has found useful application in the kinetic
analysis of hemoglobin function. One type of relaxation method, the light jump, has
been employed in the present study as a means of investigating the extreme pH de-
pendence of ligand binding by the hemoglobin of a marine teleost, Leiostomus
xanthurus, commonly known as the spot. The light-jump method is in principle similar
to the more familiar technique of temperature-jump spectroscopy, except that light of
sufficient intensity to partially dissociate CO from hemoglobin is used to perturb the
equilibrium between free and bound ligand. The measurements consequently involve
analysis of the approach to a steady state in the light and the decay to the dark equilib-
rium when the photodissociating light is turned off. Variable parameters include the
intensity and duration of the photodissociating beam. A comparison between the
ligand affinity of the protein under photodissociating conditions and that measured in
the absence of photodissociating illumination provides information on the net rate of
light-induced ligand dissociation and thereby permits calculation of the quantum yield
for photodissociation characteristic of the protein under investigation. Light-jump
perturbations have also been used to investigate the contributions of the "on" and
"off" kinetic rate constants to the homotropic and heterotropic interactions of the
Root effect hemoglobin of the spot. The method is illustrated by presentation of re-
sults from simple heme proteins and various fish hemoglobins where more complex
kinetics are observed. The pH sensitivity of Root effect fish hemoglobins makes these
molecules particularly interesting cases to investigate by the lightjump method.
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