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ABSTRACT

Commassie blue G250 produced metachromatic effect with some solvents. The
absorptivity and molar absorptivity of the dye im ethanol were 82.4 and 70.4X10° at
maximum absorption wavelength 610am, respectively. The dye had a red from(in=
465nm) in ethanol-phosphoric acid-water solution and converted to a blue form(in=
590nm) after binding to pretein. Absorbance at 590nm gave linear responses with
respect to protein contents. The dye-binding capacities of proteins varied considerably:
with the content and source of proteins. Under the experimental condition the dye-
binding capacities of bovine serum albumin, cytochrome € and 7-globulin were
110,103, and 88xg commassie blue G250 bound per 100ug protein, respectively.
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Fig. 1. Absorption spectra showing metachro-
matia(color change) of Coomassie blue
G250 in various solvents, A stock sol-
ution of 1.0g/liter Coomassie blue G250
in ethanol was diluted with the final
solvent to give 10mg/liter.
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Fig. 2. Absorption spectra of bovine serum
albumin-Coomassie blue G250 complexes.
3.0ml/ protein reagent was added to
0. 1mi protein solution containing 0(A),
0.5(B), 1.0(C) and 2. omg/mi(D), mixed
and scanped in a Shimadzu MPS 5000
spectrophotometer.
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Fig. 3. Relatlonshlp between protein - content

and absorbance at 590nm. ITo 0.1ml
protein solutlon, 5ml protein reagent
was added, mixed and measured absor-
bance. :
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Fig. 4. Protein-dye complex formation rate and
color stability.
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fig. 5. Dye-binding capacities with respect to
the contents of three proteins.
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Table 1. Summary of dye-binding properties of three proteins

Rangé for

Dye-binding capacities” (ug CBG250 bound to)

) . Asgo/ (10ug/ml)
Protein linear response® 890 .
() at linear range® 20 50 1004g protein
BSA 5~60 0.46 50 88 110
Cytochrome C 5~40 0.57 72 90 103
7-Globulin 5~150 0.25 45 67 88

a) 5.0ml of protein reagent was added to 0.1ml of protein solution and b) 3.0ml of protein:

reagent to 0.1ml of proteim solution.
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