Measurement of Isoflavones .
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Gradient program **

1 Daidzin] ] Time(min)  A(%)  B(%) Time(min) A(%)  B(%)
2 Ge_mstl_n[ 1 0.0 70 30 400 30 70
3 Dalqzelh[ 1 50 70 30 401 70 30
4 Genistein[ ] 350 30 70 55.0 70 30
10 p L of std. soln. (10 mg/L each) *
Hitachi-Inertsil ODS-3 (5u m) 37

4.6 mm L.D. x 150 mm

Partition Adsorption

Gradient **

(A) H,0 / CH,COOH = 100 / 1
(B) CH,CN / H,0 / CH;COOH =50 / 50 / 1

DAD 254 nm

L- 21302Pump) L-2200(Autosampler),

! L-2300(Column Oven 2455(Diode Array Detector
1.0 mL/min EZChrom Ellte(Chrom)ato Integ(rator) Y )
* : EtOH
: 70 % EtOH
HPLC
DAD Biology and Natural Organic Chemistry Health Isoflavone Flavonoid No. |LC060110-01
Daidzin Genistin Daidzein Genistein L-2000 Partition Adsorption




Calibration Curves of Isoflavones .
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DAD Biology and Natural Organic Chemistry Health Isoflavone Flavonoid
Daidzin Genistin Daidzein Genistein L-2000 Partition Adsorption
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Absorption Spectra of Isoflavones .
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DAD Biology and Natural Organic Chemistry Health Isoflavone Flavonoid No. |C060110-03
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Structural Formula of Isoflavones .

Daidzin[ ] CyHy0q = 416.38 Daidzein[ ] C15H100, = 254.24

HOH,C o o
e HO

OH

HO
HO o) (0]
OH OH

Genistin[ ] C,1Hy004 = 432.38 Genistein[ ] Ci5H1005 = 270.24

HOH,C

o o]
o 0 HO
OH
HO
HO OH o) OH (0]
OH OH

HPLC

DAD Biology and Natural Organic Chemistry Health Isoflavone Flavonoid No. |LC060110-04
Daidzin Genistin Daidzein Genistein L-2000 Partition Adsorption




(A)

Measurement of Isoflavone in Soy bean Drink (A) .
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Gradient program **

1 Daidzin[ ] Time(min)  A(%) B(%)  Time(min)  A(%) B(%)

2 Genistin[ ] 0.0 70 30 40.0 30 70

3 Daidzein[ ] 5.0 70 30 401 70 30

4 Genistein[ 1 350 30 70 55.0 70 30

10 p L of sample soln. *
Hitachi-Inertsil ODS-3 (5u m) 37
46 mm ID. x 150 mm Partition Adsorption
Gradient ** DAD 254 nm
(A) H,O / CH;COOH =100/ 1
(B) CH,CN / H,0 / CH,COOH =50 /50 /1 L-2130(Pump), L-2200(Autosampler),
1.0 mL/min L-23002Co|umn Oven), L-2455(Diode Array Detector),
: EZChrom Elite(Chromato-Integrator)
* LC060111-06
HPLC

DAD Biology and Natural Organic Chemistry Health Food Soy bean Drink
Isoflavone %avon.oid Daidzin’ Genistin Daidvein Genistein L3000 No. LC060110-05
Partition Adsorption




(A)

Pretreatment for Measurement of Isoflavone in Soy bean Drink (A) and The Spectrum Obtained .

Sample Preparation :

(A) 5 mL
l<_ 70 % 10 mL
Sample spin. *
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DAD Biology and Natural Organic Chemistry Health Food Soy bean Drink
Isoflavone Flavonoid Daidzin Genistin Daid)éein Genistein L-2000 No. |.C060110-06
Partition Adsorption




(B)

Measurement of Isoflavone in Soy bean Drink (B) .
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Gradient program **
1 Daidzin[ ] Time(min)  A(%) B(%)  Time(min)  A(%) B(%)
2 Genistin[ ] 0.0 70 30 40.0 30 70
3 Daidzein[ ] 50 70 30 40.1 70 30
4 Genistein[ 1 350 30 70 55.0 70 30
10 p L of sample soln. *
Hitachi-Inertsil ODS-3 (5u m) 37
46 mm ID. x 150 mm Partition Adsorption
Gradient ** DAD 254 nm
(A) H,O / CH;COOH =100/ 1
(B) CH,CN / H,0 / CH,COOH =50 /50 /1 L-2130(Pump), L-2200(Autosampler),
1.0 mL/min L-23002COIumn Oven), L-2455(Diode Array Detector),
: EZChrom Elite(Chromato-Integrator)
* LC060111-08

HPLC
DAD Biology and Natural Organic Chemistry Health Food Soy bean Drink
Isoflavone Flavonoid Daidzin® Genistin Daidzein Genistein L-3000 No. LC060110-07
Partition Adsorption




(B)

Pretreatment for Measurement of Isoflavone in Soy bean Drink (B) and The Spectrum Obtained .

Sample Preparation :
(B) 1 mL
| ~ 70% 10 mL
MW 100000, 10000 rpm, 30 min, 10

Sample spin. *
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DAD Biology and Natural Organic Chemistry Health Food Soy bean Drink
Isoflavone Flavonoid Daidzin Genistin Daid)éein Genistein L-2000 No. |.C060110-08
Partition Adsorption
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Measurement of Isoflavone in Soy bean Drink (C) .
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Gradient program **
1 Daidzin[ ] Time(min)  A(%) B(%) Time(min)  A(%) B(%)
2 Genistin[ ] 0.0 70 30 40.0 30 70
3 Daidzein[ ] 50 70 30 401 70 30
4 Genistein[ 1 350 30 70 55.0 70 30
10 p L of sample soln. *
Hitachi-Inertsil ODS-3 (5u m) 37
46 mm ID. x 150 mm Partition Adsorption
Gradient ** DAD 254 nm
(A) H,0 / CH,COOH =100 / 1
(B) CH,CN / H,0 / CH,COOH =50 /50 /1 L-2130(Pump), L-2200(Autosampler),
1.0 mL/mi L-23002COIumn Oven), L-2455(Diode Array Detector),
A mL/min EZChrom Elite(Chromato-Integrator)
* LC060111-10
HPLC
DAD Biology and Natural Organic Chemistry Health Food Soy bean Drink
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Pretreatment for Measurement of Isoflavone in Soy bean Drink (C) and The Spectrum Obtained .

Sample Preparation :
C)1mL
| ~ 70% 10 mL
MW 100000, 10000 rpm, 30 min, 10

Sample spin. *
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DAD Biology and Natural Organic Chemistry Health Food Soy bean Drink
Isoflavone Flavonoid Daidzin Genistin Daid)éein Genistein L-2000 No. LC060110-10
Partition Adsorption




Measurement of Isoflavone in Black Bean Tea .
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Gradient program **
1 Daidzin[ ] Time(min)  A(%) B(%)  Time(min)  A(%) B(%)
2 Genistin[ ] 0.0 70 30 40.0 30 70
3 Daidzein[ ] 50 70 30 40.1 70 30
4 Genistein[ 1 350 30 70 55.0 70 30
10 p L of sample soln. *
Hitachi-Inertsil ODS-3 (5u m) 37
46 mm ID. x 150 mm Partition Adsorption
Gradient ** DAD 254 nm
(A) H,O / CH;COOH =100/ 1
(B) CH,CN / H,0 / CH,COOH =50 /50 /1 L-2130(Pump), L-2200(Autosampler),
1.0 mL/mi L- 23002Co|umn Oven), L-2455(Di ode Array Detector),
A mL/min EZChrom Elite(Chromato-Integrator)
* LC060111-12

HPLC

DAD Biology and Natural Organic Chemistry Health Food Black Bean Tea
Isoflavone Flavonoid Daidzin Genistin Daidzein Genistein L-2000 No. LC060110-11
Partition Adsorption




Pretreatment for Measurement of Isoflavone in Black Bean Tea and The Spectrum Obtained .

Sample Preparation :

1lg —— 2
| <~ 70% 25 mL ( 30min) |
3000 rpm, 10 min, 10 100mL 70 %
Sample soln. *
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DAD Biology and Natural Organic Chemistry Health Food Black Bean Tea
Isoflavone Flavonoid Daidzin Genistin Daidzein Genistein L-2000 No. |.C060110-12
Partition Adsorption




