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Immobilization of Egg White and Egg Yolk
Flavoproteins on Agarose-gel Beads (Sepharose 4B)

MakoTto KawasaTa, Kozo OrTtsuki and Kuniko TAGUcHI

Immobilization of Egg White and Egg Yolk Flavoproteins on Agarose-gel Beads
(Sepharose 4B) was tried by the CNBr activation method. The immobilized egg white
flavoprotein had 63% of riboflavin-binding capacity of that of native flavoprotein, and
the immobilized egg yolk flavoprotein had 74%. Both of the immobilized flavoproteins
were resistant against a denaturing reagent, 2 M or 6 M urea.

These immobilized apoproteins are useful as column packing materials for the determi-
nation of free and bound riboflavins in various materials and may be used for various
purposes in laboratory or industrially owing to their stability.
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.0 flavoprotein &4 KL a4 FEHSD A ERE
K, FEEETIONZ L%BES. DFIC05ME
BEZ2at 0.00M ErEEEE K, pH3.6 THEH UBIE L
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NaCl 24> 0.1 M EeEefEE %, pH 4.0 TIHHEL,
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0.05 M 0 AEEE N pH 6.0 25 LEET 717 25D
BN K7 7 EVOBHERSI L3 EXTH
5. NI I Y IAHEESRE A S]-1031A31A
TIH~7-. apoprotein IZHA LAY X7 7 VT pH
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Table I

(1) Quantlty of protein |
J (mg of apoprotein /

Features of Immobilized Egg White and Egg Yolk Flavoproteins

_ Riboflavin | bmdmg capac1ty (mole “of riboflavin /7 mole
‘of apoprotein) in 0.05 M phosphate ‘buffer, pH 6.0.

ml of Sepharose) (2) © (3) +2M Urea | (4) +6M Urea
Immobilized egg whlte ‘ : ;
| 1.7 0.63 | 0.29 | 0.25
flavoprotein | | ;
- : |
Immobilized e otk J *
88y : 1.2 0.74 ; 0.35 0.33
| :
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M4 KPR apoprotein-Sepharose 71 7 AITHNA 72

BHoruz b7 st ThB)s LU0OIKRT.

IhhSHLIMEES IcHThoEAd, flavorotzin
ICRALTOY E7 7 e vt pH6.0 OB FICH
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Fig. 1. Chromatography of egg flavo-
proteins on Sepharose column (A)
; on egg white apoprotein-Sepha-
rose column (B), (D); on egg yolk
apoprotein-Sepharose column (C),
.E). All the columns (1.8 x6cm)
were equilibrated with 0.05M pho-
sphate buffer, pH 6.0. Egg yolk
flavoprotein, 3 mg/2 ml of the
phosphate buffer, was applied on
each column (A), (B) or (C),
and the elution was carried out
with 0.05 M phosphate buffer, pH
6.0. Egg white flavoprotein, 3 mg/
2 ml of the phosphate buffer, was
applied on each column (D) or
(E), and the elution was carried
out with 0.05 M phosphate buffer,
pH 6.0. Egg white flavoprotein was
also applied on the column (A),
and the similar chromatographic
pattern to that of (A) was obtai-
ned. Chromatographic patterns of
(B), (C), (D) and (E) represent
that riboflavin was absorbed on
each column and only apoprotein
of egg white or egg yolk was
eluted.

Za&sm=t s nizehshDs
FUVEDESICE T, PRI DHES
b flavoprotein IZES LTV Y K7 5
' Z[EEL apoprotein D HICE - 7-.
Y R7 7 v E&FE apoprotein & D28
HEE DR 5258 apoprotein D
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