PROTEI N DETERM NATI ON
Modi fi ed Lowy Met hod

PRI NCI PLE:

Copper + Protein —fXalnepd 5 copper-protein conpl ex (Bl ue col or)

phenol reagent

CONDI TIONS: T = 25°C, Assonm Light path = 1 cm
METHOD: Col orimetric
REAGENTS:

A. 0.85% Sodi um Chl ori de Sol ution (NaCl)
(Use Sodium Chl oride Solution, 0.85% Sigm Stock
No. 430AG 4, or prepare 100 ml in deionized water
usi ng Sodi um Chl oride, Sigma Prod. No. S-9625.)

B. 0.01% Lowy Protein Standard (WPS)
(Prepare 10 m in Reagent A using WPS prepared per
Sigma "Working Protein Standard Procedure.” See
attached procedure.)

C. Modified Lowy Reagent (LOW
(Prepare by reconstituting in deionized water per
| abel instructions a vial of Lowy Reagent, Modifi ed,
Sigma Prod. No. L-1013.)*

D. Protein Sanmple Sol ution (Sanple)
(Prepare a solution containing 10 - 100 pg protein/m
of sanple in Reagent A.)

E. 330 mM Folin and Ciocalteu' s Phenol Reagent (F & C)
(Prepare by diluting an appropriate volunme of Folin
and Ciocalteu's Phenol Reagent, Sigma Prod. No. F-9252
i n deionized water and m x thoroughly. Prepare fresh
i mmedi ately prior to use.)
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PROTEI N DETERM NATI ON
Modi fi ed Lowy Met hod

PROCEDURE:

Pipette (in milliliters) the foll owi ng reagents into
sui tabl e cont ai ners:

Test Std1 Std?2 Std3 sStd4 Std 5 Blank

Reagent A (NadCl) ---- 0.90 0.70 0.50 0. 30 ---- 1.00
Reagent B (WPS) ---- 0.10 0. 30 0.50 0.70 1.00 ----
Reagent D ( Sanpl e) 1.00 .- - ---- ---- .- .-
Reagent C (Low) 1.00 1.00 1.00 1.00 1.00 1.00 1.00

M x thoroughly by swirling and i ncubate for 10 m nutes at
25°C. % Then add:

Reagent E (F & Q) 0. 50 0.50 0. 50 0.50 0. 50 0. 50 0.50

M x thoroughly by vortexing and incubate for 30 m nutes at
25°C.°® Transfer the solutions to suitable cuvettes and
record the Assom fOr Test, Standards, and Bl ank using a

sui tabl e spectrophot oneter.

CALCULATI ONS:
r As;sonm St andard = Azsonm St d - A750nm Bl ank

Prepare a standard curve by plotting the r Asoum Of the
St andards vs pg of protein.

Sanpl e Determ nation
rA750nm Test = A750nm Test - A750nm Bl ank
Determ ne the pg protein fromthe Standard curve.

pug Protein = (pug of protein fromthe Standard curve) (df)
df = Dilution factor

(png Protein) (100)

% Protein =
(Mg solid/ mM Reagent D)

100 = Conversion to percentage
For Products that are |iquid:

(Mg Protein)
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pug Protein/m = ————
(mM sanple/n Reagent D)
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PROTEI N DETERM NATI ON
Modi fi ed Lowy Met hod

REFERENCES:

Lowy, O H, Rosebrough, N.J., Farr, A L. and Randall
R.J. (1951) J. Biol. Chem 193, 265-275.

Peterson, G L. (1979) Analytical Biochem stry, 100, 201-
220

NOTES:

1. This solution can be stored for approximately one
nmonth or until the solution beconmes cl oudy.

2. Incubation tinme nmust be at least 10 mnutes to all ow
for the copper solution to react with peptide bonds.
This time can be as long as 24 hours if needed.

3. Incubation tinme nmust be at | east 30 m nutes but no
| onger than 60 m nutes, because col or devel opnment w ||
continue after 30 mnutes. All standards, sanples,
and bl ank absorbances nust be read on
spectrophotoneter within a short time of each other.

4. This assay is based on the cited references.

5. Where Sigma Product or Stock nunmbers are specified,
equi val ent reagents may be substituted.

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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