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Abstract
A simple and rapid method for preparation of fluorescein-labeled antibody solution was
examined by using rabbit anti-rat gamma globulin sera and its clinical application was

made for a practical purpose.

Whole antiserum 1 ml
Saline 0.15M 0.8ml
Carbonate-bicarbonate buffer 0.5M, pH9.0
0.2ml
Fluorescein isothiocyanate 1/80mg of Whole serum proteins
Final protein concentration 3.8%

Reaction mixture was stirred for 1 hour at 20°C and then the mixture was adjusted
to pH7.0 and salted out with 2/3 volume of saturated ammonium sulfate. Resultant pr-
ecipitate was dissolved with a saline to original volume and applied to column of Sephadex
G-50 with phosphate buffered saline (PBS), 0.01M, pH7.2. Fractions of first protein peak
with 2.0 to 3.0x10 * of F/P ratio were absorbed with mouse liver powder or diluted
appropriately with PBS for the purpose of elimination of nospecific fluorescence, if needed.

When gamma globulins were isolated from sera before coupling with fluorescein isot-
hiocyanate (FITC) followed by gel filtration with Sephadex G-50, lesser homogeneous co-
njugate was obtaind than that of the above-mentioned procedure. It was also found that
when sera was conjugated with-FITC and then column of Sephadex G-200 was applied
without precipitation of gamma globulin with ammonium sulfate, resultant eluate showed
marked nospecific fluorescence because of the presence of conjugated albumin in it.

Direct conjugation of sera with FITC, isolation of gamma globulin from the conjugate
and then gel filtration of the globulin produced the best result among many simple and

rapid procedures tested.




