Fl uoronetric Assay of RIBOFLAVIN BI NDI NG PROTEI N, Apo Form
PRI NCI PLE:

RBP + Ri boflavin (Fluorescent) > RBP- Ri bof | avi n Conpl ex (Quenched)

Abbrevi ati ons used:
RBP = Ri bofl avin Binding Protein

CONDI TI ONS:

Excitation = 450 nm Em ssion = 530 nm Light path = 1 cm
T = 25°C, pH = 5.5

VETHOD: Fluorimetric Determ nation
REAGENTS:

A. 40 ug/mM Riboflavin Stock Sol ution
(Prepare 500 Ml in deionized water containing 1 m of
concentrated HCl using Riboflavin, Prod. No. R-4500.)

B. 1.0 ug/m Riboflavin Solution
(Prepare 40 m in deionized water using Reagent A.
PREPARE FRESH. )

C. 50 mM Sodi um Acetate Buffer pH 5.5 at 25°C
(Prepare 50 ml in deionized water using Acetic Acid,
G acial, Prod. No. A-0808 and adjust pHto 5.5
with NaCH.)

D. Riboflavin-Binding Protein Solution
(Prepare a solution containing 1 ng/m in cold
dei oni zed water.)

E. 1% (w/v) Bovine Serum Al bum n (BSA Sol uti on)

(Prepare 100 m in deionized water using Al bum n,
Bovi ne, Prod. No. A-4503.)
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Fl uoronmetric Assay of RIBOFLAVIN Bl NDI NG PROTEIN, Apo form

PROCEDURE:

Pipette (in milliliters) the foll owi ng reagents into
sui tabl e tubes.

Bl ank Cont r ol Sanpl e
Reagent E (BSA Sol uti on) 1.00 1.00 1.00
Reagent D (RBP) ------  a-o--- 0. 050
Reagent B (Riboflavin Solution) ------ 1.00 1.00
Dei oni zed Wat er 1.00  ------ a-----
Reagent C (Sodium Acetate Buffer)10. 00 10. 00 10. 00

Transfer solutions into suitable cuvettes. Zero the
fluorimeter on the Bl ank cuvette. Read the excitation of
the Control and Sanpl e.

CALCULATI ONS:

Fy
F2

Fl uorescence readi ng of Sanpl e
Fl uorescence readi ng of Control

I f Fi/ F, <0.1, sanple nust be dil uted.
pug Ri boflavin/my Protein = [ 1 - (FiJ/Fy)] / (nmg Protein/RM

RM = Reaction m x
Bl NDI NG CAPACI TY:
Expressed as pg riboflavin bound per ng protein.
FI NAL ASSAY CONCENTRATI ONS:
In a 12.0 m reaction mx the final concentrations are
0. 083% Bovi ne Serum Al bum n, 4.2 pg/m Ri boflavin Binding
Protein, 0.083 pg/m Riboflavin, and 42 mM Sodi um Acet at e.
REFERENCES:
Farrell et. al., (1969) BBA, 194, 432-442.
NOTES:

1. All products and stock numbers, unless otherw se
i ndi cated, are Sigma product and stock nunbers.

This procedure is for informational purposes. For a current copy of Sigma’s quality control
procedure contact our Technical Service Department.
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