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Direct UV A280 Absorbance Colorimetric Fluorescence
Sample purity  Samples must be purified No purification necessary. No purification necessary.
s contaminants may
interfere with measurement.
Butfer Buffers with strong Some assays are sensitiveto  Some assays are sensitive to
compatihility UV absorbance may be detergents or reducing reagents,  buffers with primary amines
unsuitable (see next panel).  which can artificially perturb o or detergents, which perturb
enhance color development. fluorescent signal.
Other Knowledge of an £1% value ~ Colorimetric signals vary between  Fluorescent assays typically
considerations  or molecular weight and proteins, therefore standards ~ have a lower detection limit
molar extinction coefficient must be carefully chosen in than colorimetric assays or
are required fo calculate order to minimize differences in  direct UV A280 measurement,
mg/mL concentration. signal between the standard but are limited by the

and sample proteins, maximum measurable protein

concentration (fig. 2).
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Direct UV A280 Absorbance Colorimetric

Preparation None Production of working solutions  Production of working solutions
is required in some assays; is required in most assays;
fresh standards need to be fresh standards need to be
made for a calibration curve. ~ made for a calibration curve.

Incubation None Time required to stabilize  Typical time required to stabilize

fluorescent signal is 10— 30
minutes, depending on the
assay used.

colorimetric signal is betwegn
10and 60 minutes, depending
on the assay used [fig. 5],

Measurement  ~ 5 seconds using a NanoDrop  Colorimetric assays require more  Fluorescent assays require more
time than the direct UV A280  time than the direct UV A280
method as a calibration curve  method as a calibration curve

must be established priorto -~ must be established prior to
unknown sample quantification. - unknown sample quantification.
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