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TSKgel Phenyl-5PW for Use in Hydrophobic Interac-

tion Chromatography of Proteins
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Typical Eluting Condition

Gradient elution of (NH,),SO, concentration
from 1 - 2 M to 0 in common buffer solution
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Change In Phenyl Group Content of TSKgel
Phenyl-5PW during the Exposure in Alkalline or
Acid Solutlion for 10 Days at 25°C.

Solution Phenyl group content (mmol/mi)
Before exposure After exposure

0.5 N NaOH 0.105 0.104

20 % CH,COOH 0.105 0.106
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. Cytochrome~C

. Myoglobin
Ribonuclease A
Lysozyme

Ovalbumin
a-Chymotrypsia
a-Chymotrypsinogea
v-Globulin

. Thyroglobulia

. Ferritinm
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Phenyl-5PW Ln 0.1 M phosphate

ein adsorbed on TSKgel
e roun 7.0 con trations of ammonium sulfate.

buffer(pH 7.0) containing various concen
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.Ammonium Sulfate Concentration in Initial Buffer (M)

Dependence of elution volume on ammonium sulfate concentration in
initial buffer in high-performance hydrophobic interaction
chromatography on TSKgel Pheny]-SPW.

Prote;ns were separated with 60 min linear gradient of decreasing
ammonium sulfate concentration from 1 - 3 M to 0 in 0.1
phosphate buffer(pH 7.0) at a flow rate of 1 ml/min.
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Recovery of Enzymatic Activity from TSKgel Phenyl-5PW
Enzyme Recovery (%)
a-Chymotrypsin (0.4 mg) 92
Lipoxidase (1.0 mg) 89
Ferredoxin NADP reductose (3.0 mg) 100
s8-Amylase (1.3 mg) 80
Lysozyme (0.2 mg) 30
Lysozyme (0.05 mg) 90
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Sample Loading (mg)

Dependence of peak width on somple loading in high-performance hydrophobic

interaction chromatography on TSKgel Phenyl-SPW.

Proteins were separated with 60 min linear gradient of decreasing ammonium
sulfate concentration from 1.5 M to 0 in 0.1 M Phosphate‘bufler(pﬂ 7.0) at
a flow rate of 0.5 ml/min.
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Elution Time (min)

Separation of o protein mixture by high-performance
hydrophobic interaction chromatography on TSKgel Phenyl-SPW.

Column size: 75 x 7.5 mm 1.0D.

Sampic: ). Myoglobin(0.1 or 0.8 mg), 2. Ribonuclease(0.2 mg),
3. Ovalbumin(0.2 mg), 4. o-Chymotrypsin(0.1 or 0.8 mg)

Elution: 60 min linear gradient of decreasing ammonium sulfate concentration
from 1.5 M to O in 0.1 M phosphate buffer(pH 7.0)

Flow rate: 0.5 ml/min  Temperature: 25°C Detection: UV absorbance at 2380 nm
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Elution Time (min)

Separation of o protein mixture by high-performance
hydrophobic interaction chromaotography on TSKgel Phenyl-5PW

Coiumn size: 75 x 7.5 mm 1.D.

Sample: 1. Cytochrome C, 2. Myoglobin, 3. Ribonuclease, 4. Lysozyme,
$. a-Chymotrypsinogen, 6. a-Chymotrypsin

Elution: 60 min linear gradient of (NH.)250s concentration
from 1.7 M to 0 in 0.1 M phosphate buffer(pH 7.0)

Flow rate: 1 ml/min Temperature: 25°C

Detection: UV absorbance at 280 nm
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Elution Time (min)

Separation of commercial 8-amylase(barley) by high-performance
hvdroohobic interaction chromatogrophy on TSKqel Phenvl-S5PW.

Cotumn size: 75 x 7.5 mm [.D. Sample loading: 1.3 mg in 0.1 m!

Elution: 60 min linear gradient from 0.1 M phosphate buffer containing 1.5 M
ammonium sulfate(pH 7.0) to 0.1 M phosphate buffer(pH 7.0) containing
5 % Z-propanol

Flow rate: | ml/min Temperature: 25°C  Detection: UV absorbance at 230 nm

Recovery of enzymatic activity was 80 %.
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separation of commercial lipoxidase by high-performance hydrophobic
interoction chromatography on TSKgal Phenyl-5PW.

Column size: 75 x 7.5 mm 1.D. Sample loading: 1 mg in 0.1 wl

Elution: 60 min linear gradient of decreasing ammonium sulfate concentration
from 1.5 M to O in 0.1 M phasphate buffer(pH 7.0)

Elow rate: 0.5 mi/min  Temperature: 25°C .Detecrion: UV absorbance at 280 nm

Recovery of enzymatic activity was 89 s,
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Separation of crude ferredoxin NADP reductase by high-performance
nydrophobic: interaction chromatography on TSKael Phenyi-5PW.

Column size: 75 x 7.5 mm 1.0, Sample loading: 3 mg in 0.1 ml

fiution: 60 min linear gradient of decreasing ammonium sulfate concentration from
1.5 M to 0 in 0.1 M phosphate buffer(pH 7.0)

Flow rate: 0.5 ml/min Temperature: 25°C Detection: UV absorbance at 280 nm

Recovery of enzymatic activity was 100 %.
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Elution Time (min)

Seporation of purified ferredoxin NADP reductase by high-perfo
hydrophobic interagction chromatography on TSKgel Phenyl-5PW.

Column size: 7§ x 7.5 mm [.D. Sample loading: 0.2 ®g in 0.1 m

Elution: 60 min linear gradient of decreasing ammonium sulfate concentral
from 1.5 M to O in 0.1 M phosphate buffer(pH 7.0)

Flow rate: 0.5 ml/min Temperature: 25°C  Detection: WV absorbamce at !
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