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Abstract The binding-site number was calculated by using fluorescence spectroscopic method
with bovine serum albumin(BSA) and Indo-1 as protein and ligand models, respectively. The m
ethod for calculating binding-site number in BSA for Indo-1 was developed based on the relati
onships between the changes of Indo-1 fluorescence intensity and the analytical concentratio
n of BSA. And the interaction of BSA with Indo-1 was investigated comprehensively by using fl
uorescence techniques as well as fluorescence resonance energy transfer, and the thermody
namic parameters were calculated according to the changes of enthalpy on temperature. Thre
e binding sites in BSA for Indo-1 were revealed, and the distances from Trp212 in BSA to the t
hree binding sites were 2.93, 2.57 and 2.40 nm, respectively. It was also proved that Indo-1
embedded into the three hydrophobic cavities of BSA by hydrophobic association. This paper
provided a use for reference on calculating the binding-site number in protein for ligand and s
tudying their interactions by fluorescence spectroscopic methods. In fluorescent quenching ex
periments, fluorescence changes were automatically recorded in real time by combining Microl
ab 500 Series Dispenser and PTI fluorescence apparatus.
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