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Amount of NaOH Added (meauiv./ml)

Titration curve of TSKgel SP-5PW.
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Chromatogram of a mixture of ovalbumin(first peak) and trypsin inhibitor
(second peak) obtained on DEAE-SPW with 40 min linear gradient elution from
0.02 M tris-HC1 buffer of pH 8.0 to 0.02 M tris-HCl buffer of pH 8.0
containing 0.5 M NaCl at a flow rate of 1 ml/min.
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Titration curve of DEAE-SPW

Sample loading dependence of resolution between ovalbumin
and trypsin inhibitor on DEAE-5PW.
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| : Protein Adsorption capacity(mg/ml)
o y-Globulin 4o
Hemoglobin 43
_ﬁ\ ’ Lysozyme 54
1 _/\__/'—‘\_d___j\x k\_}
. " in 0.02 M phaosphate buffer(pH 6.0)
Elutipn Timg(min)

Chromatogram of a mixture of ribonuclease A{first peak) and a-chymotrypsinogen
(second peak) obtained on SP-5PW with 40 min linear gradient elution from 0.02 M
phosphate buffer of pH 7.0 to 0.02 M phosphate buffer of pH 7.0 containing

0.5 M NaCl at a flow rate of 1 ml/min.

RERN, CT) = 20Vgp = V) /(Wr + Way) -3

RECOVERY OF PROTEINS FROM TSKgel DEAE-S5PW

Protein Recovery (%) .
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. _ Thyroglobulin 98
0 E o ! ] . Ferritin 99
- . y-Globulin 100
c | ] Bovine serum albumin 102
= T T - Hemoglobin 96
= K Ovalbumin 104
i | g-Lactoglobul in 103
Tl L L bl o Trypsin inhibitor 104
0.1 " 1 Myoglobin 103

Each protein of 0.4 mg was applied to DEAE-5PW
column(75 x 7.5 mm I.D.) in 0.02 M tristﬂCI
Sample loading dependence of resolution between buffer(pH 8.5) and the adsorbed protein “was

ribonuclease A and a-chymotrypsinogen A on SP-5PW. desorbed in 0.02 M tris-HCl buffer(pH 8.5)
containing 0.5 M NaCl.

Sample Loading(mg}
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RECOVERY OF PROTEINS FROM TSKgel SP-5PW

Protein Recovery (%)
. y-Globulin 98
&1 ’ Hemoglobin 96
Trypsinogen 101
PROTEIN ADSORPTION CAPACITY OF TSKgel DEAE-5PW a-Chymotryps inogen A o8
o-Chymotrypsin 104
Protein Adsorption capacity(va/ml) Myoglobin 88
LysoZyme 95
Thyroglobulin 35 Ribonuclease A 100
103
Ferritin 32 Cytochrome C
Each protein of 0.4 mg was applied to SP-5PW
Bovine serum albumin 43 column(75 x 7.5 mm I.D.) in 0.02 M phosphate

buffer(pH 6.0) and the adsorbed protein was
desorbed in 0.02 M phosphate buffer(pH 6.0)

in 0.05 M Tris-HC1 buffer(pH 8.3) containing 0.5 M NaCl.




*&— 5

RECOVERY OF ENZYMATIC ACTIVITY
FROM TSKgel DEAE-5PW

Enzyme Recovery (%)
Catalase 80
Lipoxidase 95
w-Chymotrypsin 93
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RECOVERY OF ENZYMATIC ACTIVITY
FROM TSKgel SP-5PW

Enzyme Recovery(%)
Lipoxidase 84
a-Chymotrypsin 97
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Change in lon-Exchonge Capacity of DEAE-SPW ond SP-5PW during
the Exposure in Alkaline or Acid Soluticn for 10 Days at 25°C.

fon-exchanger Solutjon Ton-exchange capacity(meg/ml)
Before exposure After exposure
DEAE-5PW 0.5 N NaOH 0.09 0.09
DEAE-5PW 0.5 N HC1 D.09 0.09
DEAE-5PW 20 % CH;COOH 10.09 0.08
SP-5PW 0.5 N NaOH 0.13 0.13
SP-5PW 0.5 N HCI 0.13 0.13
SP-5PW 20 % CH;COOH 0.13 0.13
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Separation of commercial lipoxidase by high-performance ion-exchange chromatography

Column: DEAE-SPW Sample loading: 1 mg in 0.1 m}

Elution: 60 min linear gradient from 0.02 M ethanolamine-HC1 buffer of pH 9.0
to 0.02 M ethanolamine-HCl buffer of pH 9.0 containing 0.5 M NaCl

Flow rate: 1 ml/min Temperature: 25°C Detection: UV absorbance at 280 nm

Recovery of enzymatic activity was 95 &.
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Separation of commercial lopoxidase by high-perf ion-.

Column: SP-SPW Sample loading: 1 mg in 0.1 ml
Elution: 60 min linear gradient from 0.02 M acetate buffer of pH 4.5
to 0.02 M acetate buffer of pH 4.5 containing 0.5 M N22504
Flow rate: 1 mi/min Temperature: 25°C Detection: UV absorbance at 280 nm

Recovery of enzymatic activity was 84 %.
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Separation of commercial trypsinogen.by high-performance ion-exchange chromatography

Column: DEAE-SPW Sample loading: 0.3 mg in 0.1 ml

Elution: 60 min linear gradient from 0.02 M 1,3-diaminopropane-HCl buffer of pH 9.8
to 0.02 M 1,3-diaminopropane-HC1 buffer of pH 9.8 containing 0.5 M NaCl

Flow rate: I ml/min Temperature: 25°C Detection: UV absorbance at 280 nm
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Separation of trypsinogen by high-performance ion-exchange chromatography

Column: SP-5PW Sample loading: 0.2 mg

Elution: 90 min linear gradient from 0.02 M phosphate buffer (pH 7.0)
to 0.02 M phosphate buffer containing 0.5 M NaCl(pH 7.0)

Flow rate: 1 ml/min Temperature: 25°C

Detection: UV absorbance at 280 nm
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Separation of commercial a-chymotrypsin by high-performance ion-exchange chromatography

Column: DEAE-SPW Sample loading: 0.2 wg in 0.1 ml

Elution: 60 min linear gradient from 0.02 M 1,3-diaminopropane-HC1 buffer of pH 9.8
to 0.02 M 1,3-diaminopropane-HCl buffer of pH 9.8 containing 3.5 M NaCl

Flow rate: 1 ml/min Temperature: 25°C Detection: UV absorbance at 280 nm

Recovery of enzymatic activity was 93 %.

<&
o

C. .
7 H
I e "EIht'IOT Time (min)

Separation of commercial urease by high-performance ion-exchange chromatography

Column: DEAE-SPW Sample loading: 1 mg in 0.1 mi
Elution: 60 min linear gradient from 0.02 M tris-HCl buffer of pH 8.0
to 0.02 M tris-HC1 buffer of pH 8.0 containing 0.5 M NaCl
Flow rate: 1 ml/min Temperature: 25°C Detection: W absorbance at 280 nm
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Separation of commercial catalase by high-performance ion-exchange chromatography

Column: DEAE-SPW Sample loading: 1 mg in 0.1 ml
Elution: 60 min linear gradient from 0.02 M ethanolamine-HC1 buffer of pH 9.0
to 0.02 M ethanclamine-KC1 buffer of pH 9.0 containing 0.5 M NaCl
Flow rate: 1 ml/min Temperature: 25°C Detection: UV absorbance at 280 nm

Recovery of enzymatic activity was 80 %.



