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Effect of Ingredients of Coomassie Brilliant
Blue Color-developing Reagent on Protein
Assay. Guo Minliang, Jiang Yongming ( Basic
Science Division, Jiangsu Agricultural College,

Yangzhou 225009, China).

Abstract The coomassie brilliant blue (CBB)
protein assay first developed by Bradford became
an alternative for an ever-increasing number of
researchers because of its simplicity, rapidity and
being free from interference by some common
laboratory reagents which have been shown to
affect the lowry assay. Despite all its advan-
tages, many problems have been encountered by
researchers in using this procedure. One of the
main drawbacks of this procedure is the nonlin-
earity which has been noted since Bradford
developed the CBB-protein assay. The effect of
ingredients in color-developing reagent on the
absorbances at 465 nm and 595 nm, of free CBB
and protein-binding CBB mixture was tested
respectively. The results showed that the main
factor which affects the linearity of calibration
curve is H' concentration. A new color-develop-
ing reagent formula which consists of CBB, HCI
and NaCl, may improve the nonlinearity.

Key words coomassie brilliant blue, protein
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Ko EREE. X ERERER, HRER
. BAER, SEFEAMGRE. AN
EEBERRVERESR, 1IE B S A R FE 400 ~
410 nmMYEMER) BT, XFhorEEfig, WK,
BETITEHNEA. BXFHEEH NaOH
KBV, T NaOH B # FHMELE R
AT LB Y 7 T T ek

1 Hﬂ%ﬁ%l

1.1 #¥

X A % B B BR ( p-nitrophenyl phos-
phatel 3 EH Z ¥ ( 2-mercaptoethanol,
MCE). 7 H i# 8t # ( phenylmethane-sulfonyl
fluoride, PMSF), *[E Sigma th #h; W YEBE
PRES (alkaline phosphatase), H Z4< MBL 2\ &]
thdh; HAb b Arais .
1.2 F&
1.2.1 BREEBAWRER. ZEXHK [5] #
7. # 12 g /DEBAFREIIA 60 m] I BRER A2
¥R (M BE10 mmol/L, pH 7.0, 0.5 mmol/L
FE¥E. 5 mmol/L EDTA. 1 mmol/L PMSF),
A% IEE G (10000 g, 4C, 1h), BEEHR
HEL (55000g, 4C, 1.5h). FHEWEK
A A 1 mol/L ZMRiH pH £ 5.2, BKEL
(55 000 g, 4T, 1.5h), E{FE#MA 1 mol/L
K,HPO, il pH £ 7.0, MABBREZ 60% i
FE, #H 30 min, .0 (10 000 g, 4T,
1 h), ULiEHE®H 10 mmol/L BEERENLE vh
(& B 10 mmol/L, pH7.0, & 5 mmol/L
MCE, 5% Hi) ¥, 7R % BIEH R %
MW P 4aC EH AR, ELE (55 000 g,
4T, 1.5h), HEERENEHEEIOR.
1.2.2 BiEREEEYERIIGE . $&oC#R (6] BEMN
BB HIT. RMBAW 1 ml F& 50 mmol/L
TrisHCl (pH 8.0), 20 mmol/L KCl,
30 mmol/L. MgCl,, 0.1% MCE, 5 mmol/L
MHERB PR, DRESEE, E25CTH
# 400 nm ALWRSE{EXT AR B R. BEIE S
LA 4 0 7E 400 nm TRYGE AN 0.010 2 A
—/MEHE S AL

1.2.3 BHRESEHRE: BIE Bradlord 77
3071, WA Bio-Rad A F4EFHEARNZE R
FlMlEERFEER, IWEEHN BSA (4
m¥EBER).
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M 12 g /AE RAFERTBE 15 ml BEHL 4R
W, EAREN 20 ¢g/L, BEE H KN
831.6 U/mg.
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R 10 min 5, 4rHIHBIA 0.2 ml FHI& R
K EW: H,SO,. HCI. NaOH (¥ E 140514
2 mol/L. 1 mol/L. 0.5 mol/L. 0.1 mol/L).
H,PO, (E 55 20%. 10%. 5%). NaF

(100 mmol/L) FIEEBEEE S (100 mmol/L).
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(a) 2 mol/L NaOH-0.2 mol/LL EDTA; (b) 1 mol/L

NaOH-0.2 mol/L. EDTA; (c¢) 0.5 mol/L NaOH-

0.2 mol/LLEDTA; (d)0. 1mol/LNaOH-0.2 mol/L
EDTA; (e) 0.2 mol/L. EDTA.
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A AE ¥ E NaOH &% 0.2 mol/L EDTA B&
WHERW R R ARER. YEBEERY
NaOH #E £ 0.5 mol/L YL L BF, B§K NV RE#
ARHAF L, FRAEE; L NaOH ¥k
FEARFETE 1 mol/L, TR EDTA ¥ (##m
EDTA 454 0.05. 0.1 . 0.2, 0.4 mol/L)
B, 25 %8, 24 EDTA %K E X 0.05 mol/L
Bf, BULREF4, EDTAMELE 0.1 mol/L LA
b8, TUEEE. XELRERNE, BF
MK LR Y, XEMESE, BERFH
NaOH # & W 7£ 0.5 mol/L Uk F, EDTA ¥ B
MWAE 0.1 mol/L UL E.

F AN A 1 mol/L NaOH-0.2 mol/L
EDTAfEN R W2 LK, &St BiiREEx
NAERDHBEEEHTTRE (H2). &
0.2 mol/L EDTA &% F, £RYTE 400 nm
MR EEZARE (B 2a), T 1 mol/L
NaOH-0.2 mol/L EDTA %4 TF, £ RYW*E
400 nm W REEMBBEE, £ E S 3960 min
N, BEEEERRELEL (H 2b).
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B2 BHEHURBEEERPRENNE
(a) 0.2 mol/L EDTA; (b) 1 mol/L NaOH-
0.2 mol/L EDTA.
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R HH Mg®" EBAIER™4ET Mg (OH), I
S

AL RAKXE. H NaOH-EDTA B
B WAE N BEBRBE 15 YL 8 B A4 SR 2% 1k 7] 0 %
AIEE .~ HE, H FEDTAX Mg(OH), #)
BAEKEFETHMEERHMEALBUR
MR, B—FmE, XEELA&IEBEN. KibE
BB SN At RTRE. RERINOER,
BEWH NaOH IR B ZE7E 0.5 mol/L 2A |,
EDTA ¥ EEA 0.1 mol/L W k. RTE)S ¥
B 3LE 9, 481 mol/L NaOH-0.2 mol/L EDTA
YE BB N K IEF, AT UARBYEBBRE A THE
BB E FIE M BEY R ELISA F &
W b, EBA R RN &R E K .
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Improvement of Termination in the Phosphatase
Activity Assay of Crude Liver Extract From
Mice.
Shengyuan ( The Industrial Experimental Cen-

Liang Zhiqun, Li Xiangping, Yang

. tre of Guangxi University, Nanning 530004,

China) .
Abstract

p-nitrophenyl phosphate was used as substrate

A phosphatase activity assay where

was improved by use of the terminating reagent
containing 1 mol/L NaOH-0.2 mol/L EDTA. A
better assay result was obtained.

Key words phosphatase, activity assay, enzy-

matic reaction terminating reagent



