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ABSTRACT 

A health Supplement composition is disclosed. The health 
Supplement composition contains a Solid health Supplement 
material that is separated from a Soy molasses material. The 
Solid health Supplement material contains at least least two 
isoflavones. 
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RECOVERY OF SOFLAVONES FROM SOY 
MOLASSES 

0001. This application is a divisional of patent applica 
tion Ser. No. 10/016,461 filed on Oct. 19, 2001 which is a 
divisonal application of patent application Ser. No. 09/204, 
808 filed on Dec. 3. 1998, now U.S. Pat. No. 6,323,018, 
which is a continuation of patent application Ser. No. 
09/086,658 filed on May 29, 1998, now U.S Pat. No. 
5,919,921, which is a continuation-in-part of patent appli 
cation Ser. No. 08/661,845 filed on Jun. 11, 1996, now U.S. 
Pat. No. 5,821,361. 

FIELD OF THE INVENTION 

0002 The present invention relates to a health Supple 
ment containing at least two isoflavones that is derived from 
a Soy molasses material. 

BACKGROUND OF THE INVENTION 

0003) Isoflavones occur in a variety of leguminous plants, 
including vegetable protein materials. Such as Soybeans. 
These compounds include daidzin, 6"-OAc daidzin, 
6"-OMal daidzin, daidZein, genistin, 6"-OAc genistin, 
6"-OMal genistin, genistein, glycitin, 6"-OAc-glycitin, 
6"-OMal glycitin, glycitein, biochanin A, formononentin, 
and coumeStrol. Typically these compounds are associated 
with the inherent, bitter flavor of soybeans. 
0004. The isoflavones in soybean materials include 
isoflavone glucosides (glucones), isoflavone conjugates and 
aglucone isoflavones. Isoflavone glucosides have a glucose 
molecule attached to an isoflavone moiety. Isoflavone con 
jugates have additional moieties attached to the glucose 
molecule of an isoflavone glucoside, for example, 6"-OAc 
genistin contains an acetate group attached to the Six posi 
tion of the glucose molecule of genistin. Aglucone isofla 
vones consist Solely of an isoflavone moiety. 
0005 Soy contains three “families” of isoflavone com 
pounds having corresponding glucoside, conjugate, and 
aglucone members: the genistein family, the daidzein family, 
and the glycitein family. The genistein family includes the 
glucoside genistin; the conjugates 6"-OMal genistin (6"- 
malonate ester of genistin) and 6"-OAc genistin (6'-acetate 
ester of genistin); and the aglucone genistein. The daidzein 
family includes the glucoside daidzin, the conjugates 
6"-OMal daidzin and 6"-OAc daidzin; and the aglucone 
daidzein. The glycitein family includes the glucoside gly 
citin; the conjugate 6"-OMal glycitin; and the aglucone 
glycitein. 
0006. In the production of commercial products, such as 
vegetable protein concentrates, the focus has been to remove 
these materials. For example, in a conventional process for 
the production of a Soy protein concentrate in which Soy 
flakes are extracted with an aqueous acid or an aqueous 
alcohol to remove water soluble materials from the Soy 
flakes, much of the isoflavones are Solubilized in the extract. 
The extract of water Soluble materials, including the isofla 
vones, is Soy molasses. The Soy molasses is a byproduct 
material in the production of Soy protein concentrate which 
is typically discarded. Soy molasses, therefore, is an inex 
pensive and desirable Source of isoflavones, provided that 
the isoflavones can be separated from the Soy molasses. 
0007. It has recently been recognized that the isoflavones 
contained in vegetable protein materials. Such as Soybeans 
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have medicinal value. The aglucone isoflavones are of 
particular interest. Genistein and daidzein may significantly 
reduce cardiovascular risk factors. “Plant and Mammalian 
Estrogen Effects on Plasma Lipids of Female Monkeys”, 
Circulation, vol. 90, p. 1259 (October 1994). Genistein and 
daidzein are also thought to reduce the Symptoms of con 
ditions caused by reduced or altered levels of endogenous 
estrogen in Women, Such as menopause or premenstrual 
Syndrome. Further, it has recently been recognized that 
aglucone isoflavones may inhibit the growth of human 
cancer cells, Such as breast cancer cells and prostate cancer 
cells, as described in the following articles: “Genistein 
Inhibition of the Growth of Human Breast Cancer Cells, 
Independence from Estrogen Receptors and the Multi-Drug 
Resistance Gene' by Peterson and Barnes, Biochemical and 
Biophysical Research, Communications, Vol. 179, No. 1, pp. 
661-667, Aug. 30, 1991; “Genistein and Biochanin A Inhibit 
the Growth of Human Prostrate Cancer Cells but not Epi 
dermal Growth Factor Receptor Tyrosine Autophosphoryla 
tion” by Peterson and Barnes, The ProState, Vol. 22, pp. 
335-345 (1993); and “Soybeans Inhibit Mammary Tumors 
in Models of Breast Cancer” by Barnes, et al., Mutagens and 
Carcinogens in the Diet, pp. 239-253 (1990). 
0008. The aglucone isoflavones have the following gen 
eral formula: 

R4 

0009 wherein, R, R, R and R may be selected 
from the group consisting of H, OH and OCH. 

0010 Genistein has the formula above where R=OH, 
R=H, R=OH, and R=OH, daidzein has the formula 
above where R=OH, R=H, R=H, and R=OH, and 
glycitein has the formula above where R=OH, R=OCH, 
R=H, and R=OH. 
0011. It is therefore to the isoflavones and to the recovery 
of an isoflavone enriched material from Soy molasses to 
which the present invention is directed. The present inven 
tion is further directed to isoflavone glucosides and aglucone 
isoflavones-to the conversion of isoflavones of Soy molas 
SeS to isoflavone glucosides and aglucone isoflavones, and to 
the recovery of an isoflavone glucoside enriched material 
and an aglucone isoflavone enriched material from Soy 
molasses. 

0012. A general process for converting vegetable protein 
isoflavone conjugates to aglucone isoflavones is known, and 
is provided in the currently pending application U.S. Ser. 
No. 08/477,102 filed Jun. 7, 1995 owned by the assignee of 
the present application. 

0013. Other processes are known in the art for converting 
isoflavone glucosides to aglucone isoflavones, Such as 
described in Japanese Patent Application 258,669 to Obata, 
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et al. Such processes do not provide for the recovery of an 
isoflavone enriched material from Soy molasses. Such pro 
ceSSes also do not provide for the conversion of isoflavone 
conjugates to isoflavone glucosides or to aglucone isofla 
vones. Furthermore, these processes achieve only a moder 
ate extent of conversion of isoflavone glucosides to aglucone 
isoflavones, and require a Substantial period of time to effect 
this moderate extent conversion. 

0.014. It is therefore an object of the present invention to 
provide an isoflavone enriched material and a process for 
producing the same from Soy molasses. 
0.015. It is a further object of the present invention to 
provide an isoflavone glucoside enriched material and a 
proceSS for producing the same from Soy molasses. 

0016. It is still a further object of the present invention to 
provide an aglucone isoflavone enriched material and a 
proceSS for producing the same from Soy molasses. 

SUMMARY OF THE INVENTION 

0.017. The present invention is an isoflavone enriched 
material and a process for recovering the Same from a Soy 
molasses material containing isoflavones. The method com 
prises providing a Soy molasses material containing isofla 
vones, and Separating a cake from the Soy molasses material 
at a pH and a temperature Sufficient to cause a majority of 
the isoflavones to be contained in the cake. Preferably the 
pH is about 3.0 to about 6.5 and the temperature is about 0. 
C. to about 35 C. during the separation. The cake is an 
isoflavone enriched material. 

0.018. In one embodiment, a glucoside enriched isofla 
vone material is formed from the cake of isoflavone enriched 
material. An acqueous Slurry is formed of the isoflavone 
enriched material. The slurry is treated at a temperature of 
about 2 C. to about 120° C. and a pH of about 6 to about 
13.5 for a time Sufficient to convert isoflavone conjugates in 
the isoflavone enriched material to isoflavone glucosides. A 
cake of isoflavone glucoside enriched material may then be 
Separated from the Slurry. 

0019. In another embodiment, an aglucone isoflavone 
enriched material is formed from the cake of isoflavone 
enriched material. An aqueous Slurry is formed of the 
isoflavone enriched material. The Slurry is treated at a 
temperature of about 2 C. to about 120° C. and a pH of 
about 6 to about 13.5 for a time Sufficient to convert 
isoflavone conjugates in the isoflavone enriched material to 
isoflavone glucosides. An enzyme capable of cleaving 1,4- 
glucoside bonds is contacted with the isoflavone glucosides 
in the slurry at a temperature of about 5 C. to about 75 C. 
and a pH of about 3 to about 9 for a time sufficient to convert 
the isoflavone glucosides to aglucone isoflavones. A cake of 
aglucone isoflavone enriched material may be separated 
from the slurry. 

0020. In another aspect, the present invention is an isofla 
vone glucoside enriched material and a process for recov 
ering the same from Soy molasses. The Soy molasses is 
treated at a temperature of from about 2 C. to about 120 
C. and at a pH value of between about 6 to about 13.5 for 
a time period Sufficient to convert isoflavone conjugates 
contained in the Soy molasses to isoflavone glucosides. A 
cake of isoflavone glucoside enriched material is separated 
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from the Soy molasses material at a pH and a temperature 
Sufficient to cause a majority of the isoflavone glucosides to 
be contained in the cake. 

0021. In another aspect, the present invention is an aglu 
cone isoflavone enriched material, and a proceSS for recov 
ering the same from Soy molasses. The Soy molasses is 
treated at a temperature of from about 2 C. to about 120 
C. and at a pH value of between about 6 to about 13.5 for 
a time period Sufficient to convert isoflavone conjugates 
contained in the Soy molasses to isoflavone glucosides. An 
enzyme capable of cleaving 1,4-glucoside bonds is con 
tacted with the isoflavone glucosides in the Soy molasses 
material at a temperature of about 5 C. to about 75 C. and 
a pH of about 3 to about 9 for a time period sufficient to 
convert the isoflavone glucosides to aglucone isoflavones. A 
cake of aglucone isoflavone enriched material is separated 
from the Soy molasses material at a pH and a temperature 
Sufficient to cause a majority of the aglucone isoflavones to 
be contained in the cake. 

DETAILED DESCRIPTION OF PREFERRED 
EMBODIMENTS 

0022. The starting material of a process of the present 
invention may be Soy molasses. Soy molasses is generally 
considered to be the soy solubles removed from soy 
insolubles by Washing with alcohol or aqueous acid. Soy 
Solubles included in the Soy molasses are primarily carbo 
hydrates, highly Soluble protein, and isoflavones. Soy 
insolubles not included in the Soy molasses include Veg 
etable fiber materials, insoluble Soy protein, cellulose, and 
insoluble hemicellulose. Soy molasses is a by-product of 
many commercial processes involving Soybeans or Soybean 
derivatives, Such as processes for producing protein concen 
trate products. Accordingly, Soy molasses is produced in 
large quantities to Such an extent that Soy molasses is a 
relatively inexpensive commercially available commodity. 
0023 Alternatively, the starting material for a process of 
the present invention may be a Soy material which contains 
isoflavones and carbohydrates from which a Soy molasses 
may be formed. Such Soy materials include, but are not 
limited to, Soy meal, Soy flour, Soy grits, Soy flakes, and 
mixtures thereof, which preferably have been chemically or 
mechanically defatted. 
0024. The starting soy material is extracted or washed 
with an extractant effective to remove Substantial amounts of 
the isoflavones and carbohydrates present in the Soy mate 
rial. After the extraction or wash, the resulting extract is 
Separated from the insoluble residual Soy materials to form 
a Soy molasses. The extractant preferably is Selected from an 
aqueous low molecular weight alcohol Solution, or an aque 
ous Solution having a pH at about the isoelectric point of Soy 
protein. For example, preferred acqueous alcohols include 
aqueous methanol, aqueous ethanol, aqueous isopropyl alco 
hol, and aqueous propanol, where the alcohol to water ratio 
of the solution is preferably at least 40:60, and more 
preferably is at least 60:40, and most preferably falls within 
a range of from 65:35 to 90:10. A preferred aqueous solution 
having a pH at about the isoelectric point of Soy protein is 
water adjusted with a Suitable acid, preferably a mineral acid 
Such as hydrocholoric acid or Sulfuric acid, to a pH of from 
about 3.5 to about 5.5, more preferably to a pH of from about 
4 to about 5, and most preferably to a pH of from about 4.4 
to about 4.6. 
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0.025 In a preferred embodiment, the Soy molasses is 
produced from defatted Soy flakes from which oil has been 
removed by Solvent extraction in a conventional manner. 
The defatted soy flakes are extracted with water which has 
been adjusted to an acidic pH, preferably about pH 4 to 
about pH 5, by the addition of one or more suitable acids 
Such as acetic acid, Sulfuric acid, phosphoric acid, hydro 
chloric acid or any other suitable reagent. Preferably the 
ratio of the acidic extractant to soy flakes is about 10:1 to 
about 20:1 by weight, and more preferably from about 12:1 
to about 16:1. To improve the efficacy of the extraction, the 
temperature of the extractant may be elevated above room 
temperature, preferably between about 32° C. and about 55 
C. After the extraction, the Soy molasses is removed from the 
Soy insolubles. 

0026. In another embodiment, defatted Soy flakes are 
extracted with aqueous alcohol to produce the Soy molasses. 
Preferably, the flakes are extracted with about 80% aqueous 
ethanol at a ratio of about 10:1 to about 20:1 by weight of 
extractant to Soy flakes, and more preferably from about 
12:1 to about 16:1 by weight of extractant to soy flakes. The 
temperature of the alcohol eXtractant may be elevated above 
room temperature, preferably from about 32° C. to about 55 
C., to improve the efficacy of the extraction. The Soy 
molasses is then removed from the Soy insolubles 

0027. The Soy molasses is then condensed. The Soy 
molasses may be condensed by conventional methods for 
removing a liquid, including, but not limited to, evaporation, 
preferably under reduced pressure, Steam Stripping, or dis 
tillation. The condensed Soy molasses may contain at least 
10% solids, by weight, and preferably contains from about 
25% to about 60% solids, by weight, and more preferably 
contains from about 30% to about 50% solids, by weight. 
For example, condensed Soy molasses is typically an aque 
ous mixture containing about 50% or more solids that 
comprise about 6% (based on the total weight of the soy 
molasses) protein, about 3% ash, about 5% fat, and about 
36% carbohydrates. “Soy molasses material” as that term is 
used herein refers to a composition containing Soy molasses, 
a condensed Soy molasses, and/or derivatives of Soy molas 
SeS Such as an isoflavone glucoside enriched Soy molasses 
material and an aglucone isoflavone enriched Soy molasses 
material. Accordingly, these terms are used interchangeably 
herein. 

0028. An isoflavone enriched material may be recovered 
from the condensed Soy molasses material. The condensed 
Soy molasses material may be diluted with water to a Solids 
content of from about 6% to about 13%, with 13% being 
most preferred. Dilution of the condensed Soy molasses 
material is not a requirement for the process, however, 
diluting the relatively thick condensed Soy molasses material 
facilitates processing the material. 

0029. The condensed soy molasses material, preferably 
diluted, is treated at a pH and a temperature at which a 
majority of the isoflavones will Separate from the liquid 
fraction of the condensed Soy molasses upon performing a 
Separation procedure. In a preferred embodiment, the con 
densed Soy molasses material is treated at a pH of about 3.0 
to about 6.5 and a temperature of about 0° C. to about 35 
C. to maximize the insolubility of the isoflavones in the 
liquid fraction of the condensed Soy molasses. Isoflavones 
may be separated from the liquid fraction of the condensed 
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Soy molasses at pH values outside the preferred range and at 
temperatures above 35 C., however, these conditions are 
leSS preferred since leSS isoflavones are Separated in the 
Separation procedure. The pH of the condensed Soy molasses 
may be adjusted with a Suitable conventional acidic or basic 
reagent, if necessary. It is most preferred that the pH of the 
condensed Soy molasses be adjusted to about 4.5. It is also 
preferred to chill or cool the condensed Soy molasses to a 
temperature of about 0° C. to about 10 C., and most 
preferably to a temperature of about 4 C. to about 7 C. 
0030 The condensed soy molasses material is then Sub 
jected to a separation procedure to Separate a cake of 
isoflavone enriched material from the liquid fraction of the 
condensed Soy molasses material. The Separation is per 
formed while the Soy molasses material is maintained under 
the previously described pH and temperature conditions. 
0031. In one embodiment, the cake of isoflavone 
enriched material is separated by centrifuging the Soy molas 
SeS material and decanting the Supernatant from the cake. 
Centrifugation is preferably performed at about 3,000 to 
about 10,000 rpm for approximately 30 minutes at about 0. 
C. to about 10° C. 

0032. In another embodiment, the isoflavone enriched 
cake may be separated from the Soy molasses material by 
filtration. Preferably the filtration is done at the previously 
described pH and temperature conditions, most preferably at 
a pH of about 4.5 and a temperature of about 0°C. to about 
10° C. 

0033. The separated cake of isoflavone enriched material 
contains a significant amount of isoflavones therein. Pref 
erably the cake of isoflavone enriched material contains at 
least 20 mg of isoflavones per gram of cake material, on a 
dry basis (at least about 2% isoflavones by weight) and more 
preferably contains from about 20 mg to about 50 mg of 
isoflavones per gram of cake material (from about 2% to 
about 5% isoflavones, by weight). 
0034. In another aspect of the present invention, a cake of 
isoflavone glucoside enriched material may be recovered 
from Soy molasses. A Soy molasses material is obtained as 
described above. Although not a requirement, it is preferred 
that the Soy molasses material be a condensed Soy molasses 
material diluted to a solids content of from about 6% to 
about 13%, and most preferably about 13%, to facilitate 
processing the material. 
0035 A conversion operation is then performed on the 
Soy molasses material to convert isoflavone conjugates in 
the Soy molasses material to isoflavone glucosides. A Sub 
Stantial portion of the isoflavones in the Soy molasses 
material are isoflavone conjugates, therefore the conversion 
Substantially increases the amount of isoflavone glucosides 
in the Soy molasses material. The conversion has been found 
to be dependent on the pH and the temperature of the Soy 
molasses material. 

0036) The pH range for conversion of the isoflavone 
conjugates to isoflavone glucosides in a Soy molasses mate 
rial is from about 6 to about 13.5. The pH of the Soy 
molasses should be adjusted to the desired pH, if necessary, 
with a Suitable base, caustic agent, or basic reagent if the pH 
is to be raised, or, if the pH is to be lowered, with a suitable 
acid or acid reagent. The conversion of isoflavone conju 
gates to isoflavone glucosides has been found to be base 
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catalyzed, and So it is most preferred to utilize a high pH to 
achieve rapid conversion. The most preferred pH for con 
version of the isoflavone conjugates to isoflavone glucosides 
is a pH of about 9 to about 11. 
0037. The temperature range for conversion of the isofla 
vone conjugates to isoflavone glucosides in Soy molasses is 
from about 2 C. to about 120° C. The temperature range at 
which the conversion readily occurs depends on the pH of 
the Soy molasses material. The inventors have found that the 
conversion occurs easily at lower temperatures when the pH 
is relatively high. For example, at a pH of about 11 the 
conversion occurs rapidly and efficiently at a temperature 
range of about 5° C. to about 50° C. At a pH of about 9 
conversion occurs efficiently within a temperature range of 
about 45° C. to about 75° C. When the pH of the soy 
molasses material is relatively low, the conversion occurs at 
higher temperatures. For example, at a pH of about 6, the 
conversion occurs within a temperature range of about 80 
C. to about 120° C. In a preferred embodiment, the conver 
sion is effected at about 35 C. and a pH of about 11. In 
another preferred embodiment, the conversion is effected at 
a temperature of about 73° C. and a pH of about 9. 
0.038. The time period required for conversion of isofla 
vone conjugates to isoflavone glucosides depends primarily 
upon the pH and temperature range utilized in the Soy 
molasses material. Such conversion times typically range 
from about 15 minutes up to Several hours or longer. 
Conversion occurs more rapidly at a higher pH and at a 
higher temperature. At a pH of about 9, conversion is 
substantially complete in about 4 hours to about 6 hours at 
73° C. In a most preferred embodiment, the isoflavone 
conjugates are converted to isoflavone glucosides in about 
30 minutes to about 1 hour, preferably about 45 minutes, at 
a pH of about 11 and at a temperature of about 35 C. 
0.039 The conversion of the isoflavone conjugates to 
isoflavone glucosides is remarkably efficient, converting at 
least a majority, and preferably Substantially all of the 
isoflavone conjugates present to isoflavone glucosides. The 
term a “majority refers to an extent of conversion of at least 
about 50%. The term “substantially all” refers to an extent 
of conversion of at least about 80%, and most preferably at 
least about 90%. 

0040. Following the conversion of the isoflavone conju 
gates to isoflavone glucosides, a cake of isoflavone gluco 
Side enriched material may be separated from the Soy 
molasses material. The Soy molasses is condensed by con 
ventional means, if the Soy molasses material is not already 
condensed. The condensed Soy molasses material is treated 
at a pH and a temperature at which a majority of the 
isoflavone glucosides will Separate from the liquid fraction 
of the condensed Soy molasses material in a separation 
procedure. In a preferred embodiment the condensed Soy 
molasses material is maintained at a pH of about 3 to about 
6.5, most preferably about 4.5, and at a temperature of about 
0° C. to about 35° C., preferably about 0°C. to about 10°C., 
and most preferably about 4 C. to about 7 C., during the 
Separation process. The pH of the condensed Soy molasses 
material may be adjusted with a Suitable conventional acidic 
or basic reagent, if necessary. 
0041. The separation may be effected by conventional 
means for Separating Solids from a liquid. The isoflavone 
glucoside enriched cake is preferably Separated by centrifu 
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gation or filtration as described above with respect to 
Separating an isoflavone enriched cake from the liquid 
fraction of a condensed Soy molasses material. 
0042. The separated cake of isoflavone glucoside 
enriched material contains a significant amount of isoflavone 
glucosides therein. Preferably the cake of isoflavone gluco 
Side enriched material contains at least 20 mg of isoflavone 
glucosides per gram of cake material, on a dry basis (at least 
about 2% isoflavone glucosides by weight) and more pref 
erably contains from about 20 mg to about 50 mg of 
isoflavone glucosides per gram of cake material (from about 
2% to about 5% isoflavone glucosides, by weight). 
0043. In yet another aspect of the invention, a cake of 
aglucone isoflavone enriched material may be recovered 
from Soy molasses. A Soy molasses material is obtained as 
described above, preferably a condensed Soy molasses mate 
rial diluted with water to a solids content of about 6% to 
about 13%. The Soy molasses material is treated to convert 
the isoflavone conjugates to isoflavone glucosides as 
described above. 

0044 An enzymatic conversion operation is then per 
formed on the isoflavone glucoside enriched Soy molasses 
material by contacting a Suitable enzyme with isoflavone 
glucosides in the Soy molasses material at a Suitable pH and 
temperature to convert the isoflavone glucosides to aglucone 
isoflavones. The two-step conversion process effectively 
converts Substantially all of the isoflavone conjugates and 
isoflavone glucosides in the Soy molasses material to aglu 
cone isoflavones, Substantially increasing the amount of 
aglucone isoflavones in the Soy molasses material. 
004.5 The conversion of isoflavone glucosides to aglu 
cone isoflavones has been found to be dependent on a variety 
of factors including the type of enzymes present in the Soy 
molasses material, distribution of enzyme concentrations, 
activities of the enzymes, and the pH and temperature of the 
Soy molasses material during the conversion. The enzymes 
required to effect the conversion are enzymes capable of 
cleaving the glucosidic linkage between the isoflavone moi 
ety and the glucose molecule of the isoflavone glucosides. In 
a preferred embodiment, the enzymes are Saccharidase or 
gluco-amylase enzymes capable of cleaving 1,4-glucoside 
bonds. The enzymes may be inherently present in the Soy 
molasses material, or may be commercially available 
enzymes which are added to the Soy molasses material. 
Inherently present enzymes are referred to herein as 
“residual' enzymes, and enzymes that are added to the Soy 
molasses material are referred to herein as “Supplemental” 
enzymes. 

0046 Sufficient enzyme should be present in the Soy 
molasses material to convert at least a majority, and pref 
erably Substantially all, of the isoflavone glucosides to 
aglucone isoflavones. Generally, if the residual enzymes in 
the Soy molasses material are insufficient to effect the 
conversion, Supplemental enzymes should be added to the 
Soy molasses material. In a preferred embodiment, Supple 
mental enzymes are added to the Soy molasses material 
regardless of whether Sufficient residual enzymes are present 
in the Soy molasses material Since addition of Supplemental 
enzymes dramatically decreases the time necessary to effect 
Substantially complete conversion of the glucosides to aglu 
cones. If Supplemental enzymes are added, the Supplemental 
enzymes should be added So that the total concentration of 
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enzyme present is about 0.1% to about 10% by weight of the 
Solids in the Soy molasses material on a dry basis. 

0047 Supplemental enzymes are selected based on opti 
mum activity at Selected pH and temperature conditions, and 
cost effectiveness. The Supplemental enzymes are enzymes 
capable of cleaving the bond between the isoflavone moiety 
and the glucose molecule of the isoflavone glucosides, Such 
as Saccharidase and gluco-amylase enzymes capable of 
cleaving 1,4-glucoside bonds. Preferred Supplemental 
enzymes are commercially available alpha-and beta-glucosi 
dase enzymes, beta-galactosidase enzymes, gluco-amylase 
enzymes, and pectinase enzymes. Particularly preferred are 
enzymes such as Biopectinase 100L (which is preferably 
utilized at a pH range of from about 3 to about 6), Biopec 
tinase 300L (optimum pH range from about 3 to about 6), 
Biopectinase OK 70L (optimum pH range from about 3 to 
about 6), Biolactase 30,000 (optimum pH range from about 
3 to about 6) Neutral Lactase (optimum pH range from about 
6 to about 8), all of which are available from Quest Inter 
national, 1833 57th Street, Post Office Box 3917, Sarasota, 
Fla. 34243. Also especially preferred are Lactase F (which 
is preferably utilized at a pH range of from about 4 to about 
6), and Lactase 50,000 (optimum pH range from about 4 to 
about 6), both available from Amano International Enzyme 
Co., Inc., Post Office Box 1000, Troy, Va. 22974. Other 
particularly preferred Supplemental enzymes include 
G-Zyme G990 (optimum pH from about 4 to about 6) and 
Enzeco Fungal Lactase Concentrate (optimum pH from 
about 4 to about 6) available from Enzyme Development 
Corporation, 2 Penn Plaza, Suite 2439, New York, N.Y. 
10121; Lactozyme 3000L (which preferably is utilized at a 
pH range from about 6 to about 8), and Alpha-Gal 600L 
(which preferably is utilized at a pH range of from about 4 
to about 6.5), available from Novo Nordisk Bioindustrials, 
Inc., 33 Turner Road, Danbury, Conn. 06813; Maxilact 
L2000 (which is preferably utilized at a pH range of from 
about 4 to about 6), available from Gist Brocades Food 
Ingredients, Inc., King of Prussia, Pa., 19406; and Neutral 
Lactase (which is preferably utilized at a pH range of from 
about 6 to about 8), available from Pfizer Food Science 
Group, 205 East 42nd Street, New York, N.Y. 10017. 

0.048. The pH range for conversion of the isoflavone 
glucosides to aglucone isoflavones is from about 3 to about 
9. The pH that is utilized depends primarily upon the type of 
enzyme used, and should be Selected accordingly. The 
residual enzyme is active within a pH range of about 7 to 
about 9, although it is believed that the pH of the Soy 
molasses material is lowered during the course of the 
conversion. The Supplemental enzymes are active within an 
optimum pH range Specified by the manufacturer of the 
enzyme, as shown above for Several Specific enzymes. 
Typically the Supplemental enzymes are active either in a 
neutral pH range from about 6 to about 8, or in an acidic pH 
range from about 3 to about 6. 

0049. The pH of the Soy molasses material may be 
adjusted to a desired value for conducting the conversion of 
isoflavone glucosides to aglucone isoflavones. In most 
instances the pH is reduced from the relatively high or basic 
pH required to convert the isoflavone conjugates to isofla 
vone glucosides by the addition of one or more Suitable acids 
Such as acetic acid, Sulfuric acid, phosphoric acid, hydro 
chloric acid, or any other Suitable reagent. 
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0050. The temperature range of the Soy molasses material 
for the conversion of glucosides to aglucones is from about 
5 C. to about 75 C. The temperature significantly affects 
the activity of the enzymes, and therefore, the rate of 
conversion. The Supplemental enzymes may be active above 
70° C., for example Alpha-Gal 600L is active at 75° C., 
however, it is preferred to conduct the conversion at lower 
temperatures to avoid enzyme deactivation. In a preferred 
embodiment, the conversion is effected between about 35 
C. and about 45° C. 

0051. The time required for conversion of the glucosides 
to aglucones depends upon enzyme-related factors, particu 
larly concentration, and the temperature and pH of the 
System. In most instances it is possible to achieve Substan 
tially complete conversion within 24 hours, however, it is 
preferred that Supplemental enzyme be added to dramati 
cally increase the rate of the reaction. The Selected Supple 
mental enzyme, enzyme concentration, pH and temperature 
preferably cause Substantially complete conversion within 
about 2 hours, and most preferably within about 1 hour. 
0052 The conversion of the isoflavone glucosides to 
aglucone isoflavones is remarkably efficient, converting at 
least a majority, and preferably Substantially all of the 
glucosides present to aglucones. The term “a majority' 
refers to an extent of conversion of at least about 50%. The 
term “substantially all” refers to an extent of conversion of 
at least about 80%, and most preferably at least about 90%. 
0053. Following the conversion of the isoflavone gluco 
Sides to aglucone isoflavones the Soy molasses material is 
condensed as described above, if the Soy molasses material 
has not already been condensed. A cake of aglucone isofla 
vone enriched material may be separated from the liquid 
fraction of the condensed Soy molasses material. The Soy 
molasses material is treated at a pH and a temperature at 
which a majority of the aglucone isoflavones will Separate 
from the liquid fraction of the condensed Soy molasses 
material in a separation procedure. Preferably, the con 
densed Soy molasses material is maintained at a pH of about 
3 to about 6.5, most preferably about 4.5, and at a tempera 
ture of about 0° C. to about 35° C., preferably about 0° C. 
to about 10 C., and most preferably about 4 C. to about 7 
C., during the Separation proceSS. The pH of the condensed 
Soy molasses material may be adjusted with a Suitable 
conventional acidic or basic reagent, if necessary. 
0054 The separation may be effected by conventional 
means for Separating Solids from a liquid. The aglucone 
isoflavone enriched cake is preferably Separated by centrifu 
gation or filtration as described above with respect to 
Separating an isoflavone enriched cake from the liquid 
fraction of a condensed Soy molasses material. 
0055. The separated cake of aglucone isoflavone 
enriched material contains a significant amount of aglucone 
isoflavones therein. Preferably the cake of aglucone isofla 
vone enriched material contains at least 20 mg of aglucone 
isoflavones per gram of cake material, on a dry basis (at least 
about 2% aglucone isoflavones by weight) and more pref 
erably contains from about 20 mg to about 50 mg of 
aglucone isoflavones per gram of cake material (from about 
2% to about 5% aglucone isoflavones, by weight). 
0056 Anaglucone isoflavone enriched material may also 
be produced from an isoflavone enriched material recovered 
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from Soy molasses, where the process for recovering an 
isoflavone enriched material from Soy molasses is described 
above. Water is added to the recovered cake of isoflavone 
enriched material to form a slurry of the isoflavone enriched 
material. Preferably the slurry is diluted to about 6% to 
about 13%. Solids, although a higher Solids content may be 
used. Isoflavone conjugates in the slurry are then converted 
to isoflavone glucosides by treating the slurry under the 
Same conditions described above with respect to converting 
isoflavone conjugates to isoflavone glucosides in Soy molas 
SeS. In particular, the Slurry is treated at a pH of about 6 to 
about 13.5, preferably about pH 9 to about pH 11, and a 
temperature of about 2 C. to about 120° C. for a period of 
about 15 minutes to several hours. Most preferably the slurry 
is treated at a pH of about 11 and a temperature of about 5 
C. to about 50° C., preferably about 35° C., for a period of 
about 30 minutes to about 1 hour; or at a pH of about 9 and 
a temperature of about 45 C. to about 75 C., preferably 
about 73 C., for a period of about 4 hours to about 6 hours. 
If desired, an isoflavone glucoside enriched material may be 
Separated from the slurry in a manner Similar to the Sepa 
ration of an isoflavone enriched material from Soy molasses 
described above. 

0057) Isoflavone glucosides in the slurry are then con 
verted to aglucone isoflavones under the same conditions 
described above with respect to converting isoflavone glu 
cosides to aglucone isoflavones in a Soy molasses material. 
In particular, the isoflavone glucosides in the Slurry are 
contacted with an enzyme capable of cleaving the glucosidic 
linkage between the isoflavone moiety and the glucose 
molecule of the isoflavone glucosides under Suitable pH and 
temperature conditions for a period of time Sufficient to 
convert the isoflavone glucosides to aglucone isoflavones. 
Preferred enzymes, pH conditions, temperatures, and time 
periods are described above. An aglucone isoflavone 
enriched material may be separated from the Slurry in a 
manner Similar to the Separation of an isoflavone enriched 
material from Soy molasses described above. 
0.058 Anaglucone isoflavone enriched material may also 
be produced from an isoflavone glucoside enriched material 
recovered from a Soy molasses material, where the proceSS 
for recovering an isoflavone glucoside enriched material 
from a soy molasses material is described above. Water is 
added to the recovered cake of isoflavone glucoside enriched 
material to form a slurry of the isoflavone glucoside 
enriched material. Preferably the slurry is diluted to about 
6% to about 13% solids, although a higher solids content 
may be used. The isoflavone glucosides in the Slurry are 
converted to aglucone isoflavones in the same manner 
described above with respect to the isoflavone glucoside 
enriched slurry formed from an isoflavone enriched slurry. 
An aglucone isoflavone enriched material may be separated 
from the Slurry after the conversion in a manner Similar to 
the Separation of an isoflavone enriched material from Soy 
molasses described above. 

Experimental 
0059. The present invention is illustrated in more detail 
by the following examples. The examples are intended to be 
illustrative, and should not be interpreted as limiting or 
otherwise restricting the Scope of the invention in any way. 
0060. As noted above, soy materials, including soy 
molasses, include the genistein, daidZein, and glycitein 

Jun. 26, 2003 

“families of isoflavones having corresponding glucoside, 
conjugate, and aglucone members, where the genistein fam 
ily contains the conjugates 6"-OMal genistin, 6"-OAc genis 
tin, the glucoside genistin, and the aglucone genistein; the 
daidzein family contains the conjugates 6"-OMal daidzin, 
6"-OAc daidzin, the glucoside daidzin, and the aglucone 
daidzein, and the glycitein family includes the conjugate 
6"-OMal glycitin, the glucoside glycitin, and the aglucone 
glycitein. In the following examples the relative concentra 
tions of isoflavones are measured either as a total concen 
tration of an isoflavone family, or as individual percentages 
of each isoflavone in a family of isoflavones. For example, 
the total concentration of the genistein family of isoflavones 
is the sum of the concentrations of 6"-OMal genistin, 
6"-OAc genistin, genistin, and genistein, and the percentage 
of each of the isoflavones in the genistein family is deter 
mined relative to the other genistein family isoflavones: % 
genistin+% 6" OMal genistin--% 6"OAc genistin-i-% 
genistein=100%. 

EXAMPLE 1. 

0061. In a first experiment, the recovery of an isoflavone 
enriched material from Soy molasses is examined at various 
concentrations of Soy molasses. The total concentration of 
each isoflavone family is measured in a Soy molasses Sample 
having a Selected concentration, in a cake Separated from the 
Soy molasses Sample according to the method of the inven 
tion, and in the liquid whey from which the cake is removed 
by the Separation procedure. 

0062 Soy molasses is analyzed for the total concentra 
tion of all forms of isoflavones present. Samples of the Soy 
molasses are diluted with water to a Solids content of 28% 
(1:2 dilution), 13.7% (1:4 dilution), and 6.6% (1:8 dilution). 
All Samples are pH adjusted to 4.5. The treated Samples are 
then centrifiged at a rate of between 3000 rpm for 30 minutes 
to Separate and produce liquid whey and cake portions from 
the Samples. One Set of Samples is centrifuged at a tempera 
ture of 0.6°C. Samples having 28% and 13.7% Soy molasses 
solids are centrifuged at a temperature of 60° C. for com 
parison with Samples having the same concentration of Soy 
molasses Solids that are separated at 0.6 C. The resulting 
liquid and cake portions of the Samples are analyzed for the 
total concentration of all forms of isoflavones present. 
0063 Table 1 sets forth the concentrations of isoflavones 
in the various cake and liquid fractions obtained from the 
previously described testing. The indicated totals are the 
totals of all forms of the particular isoflavone including 
conjugates, glucoside, and aglucone forms expressed in mg 
of isoflavone per gram of cake or liquid fraction Solids. 

TABLE 1. 

Total Total Total 
Genistein Daidzein Glycitein 
(family) (family) (family) 

Sample mg/g mg/g mg/g 

Soy Molasses 6.1 4.8 1.O 
Starting Material 
Not separated 
1:2 Dilution (28% solids) 2.8 3.0 O.6 
Whey separated at 0.6° C. 
1:2 Dilution 16.9 10.9 1.9 
Cake separated at 0.6 C. 
1:2 Dilution 3.8 4.0 O.8 
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TABLE 1-continued 

Total Total Total 
Genistein Daidzein Glycitein 
(family) (family) (family) 

Sample mg/g mg/g mg/g 

Whey separated at 60° C. 
1:2 Dilution 14.1 8.2 1.5 
Cake separated at 60° C. 
1:4 Dilution (13.7% solids) 3.0 3.4 O.7 
Whey separated at 0.6° C. 
1:4 Dilution 18.3 11.0 2.0 

Cake separated at 0.6 C. 
1:4 Dilution 4.4 4.3 O.8 
Whey separated at 60° C. 
1:4 Dilution 13.4 7.2 1.5 
Cake separated at 60° C. 
1:8 Dilution (6.6% solids) 4.3 4.5 O.9 
Whey separated at 0.6° C. 
1:8 Dilution 20.1 10.2 2.1 
Cake separated at 0.6 C. 

0064. In all separated samples, the concentration of 
isoflavones is significantly higher in the cake than in Soy 
molasses Starting material and much higher than the con 
centration of isoflavones in the liquid whey fraction Solids. 
The samples separated at 0.6 C. contained a higher con 
centration of isoflavones in the cake than corresponding 

6"- 6"- 
OMAL- OAC 

Sample Genistin Genistin Genistin Genis 

Soy Molasses 
ppm 4678 1329 O 88 
% isoflavone 77 22 O 
1:4DilutionWhey 
ppm 2221 17 O 3O 

% isoflavone 98 1. O 
1:4DilutionCake 
ppm 28621 68 O 26 
% isoflavone 99 O O 
1:8DilutionWhey 
ppm 2852 24 O 36 
% isoflavone 98 1. O 
1:8DilutionCake 
ppm 27517 101 O 272 
% isoflavone 99 O O 

Samples separated at 60° C., which had higher concentra 
tions of isoflavones in the whey fraction solids. 

EXAMPLE 2 

0065. In another experiment, the recovery of an isofla 
vone glucoside enriched material from Soy molasses is 
examined. Isoflavone conjugates in the Soy molasses are 
converted to isoflavone glucosides, and an isoflavone glu 
coside enriched cake is Separated from the Soy molasses 
material. The extent of conversion is determined by the 
quantitative decrease of the percentage and concentration of 
malonate and acetate esters of an isoflavone family coupled 

ein Daidzin Daidzin Daidzin 
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with a corresponding quantitative increase of the percentage 
of the glucoside of the same isoflavone family. 

0066 Soy molasses starting material is analyzed for 
concentration of individual isoflavone compounds. Two 
Samples of the Soy molasses material are made by diluting 
the soy molasses with water in the following ratios: 1:4(100 
g of molasses+300 g water); and 1:8(50 g of molasses+350 
g water). The pH of the samples is adjusted to 11, and the 
temperature of the samples is held at 35 C. for 30 minutes. 
The pH of the samples is then adjusted to 4.5 and the 
temperature is adjusted to 4 C. The samples are centrifuged 
at 10,000 rpm at 4 C. to separate the molasses samples into 
a cake and a liquid whey. The whey and the cake are 
analyzed for concentration of individual isoflavone com 
pounds. 

0067 Table 2 illustrates the change in the proportions 
between the various forms of isoflavones resulting from the 
conversion of isoflavone conjugates to isoflavone glucosides 
as compared to the Soy molasses Starting material. Isofla 
vone concentrations are indicated as parts per million(ppm) 
within the Sample, and as percentages of the total amount of 
the particular isoflavone (the total of the conjugate, gluco 
Side, and aglucone forms) within the liquid or cake portion. 

TABLE 2 

6"- 
OMAL 

6"- 
OMAL 

Daidzein Glycitin Glycitin Glycitein 

3533 928 210 84 5OO 105 360 
74 2O 4 2 52 11 37 

2652 179 29 21 341 28 O 
92 6 1. 1. 92 8 O 

16133 192 O 232 1442 O 66 
97 1. O 1. 96 O 4 

3356 187 O 27 4O6 28 O 
94 5 O 1. 94 6 O 

12617 138 O 245 1146 O O 
97 1. O 2 1OO O O 

0068. In all samples subjected to conditions for conver 
Sion of isoflavone conjugates to isoflavone glucosides the 
percentage of isoflavone glucosides in both cake and liquid 
portions is Significantly higher than in the corresponding 
unconverted Soy molasses Sample, and the percentage of 
corresponding isoflavone conjugates in the Samples is Sig 
nificantly lower, demonstrating that a large portion of isofla 
vone conjugates are converted to their glucoside form. 
Furthermore, upon Separation a large proportion of the 
glucoside isoflavones are separated in the cake to form an 
isoflavone glucoside enriched material, as can be seen from 
the relative concentrations of the Soy molasses Starting 
material and the whey and cake portions of each Sample. 
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EXAMPLE 3 

0069. In another experiment, the conversion of isofla 
vones to aglucone isoflavones in Soy molasses is examined. 
Isoflavone conjugates in the Soy molasses are converted to 
isoflavone glucosides, and the isoflavone glucosides are then 
converted to aglucone isoflavones. The extent of conversion 
of the isoflavone glucosides to aglucone isoflavones is 
determined by the quantitative decrease of the concentration 
of the glucoside of an isoflavone family coupled with a 
corresponding quantitative increase of the percentage of the 
aglucone of the same isoflavone family. 
0070 Soy molasses starting material is diluted 1:4 with 
water and is analyzed for concentration of individual isofla 
vone compounds. The pH of the molasses is then adjusted to 
11. The Soy molasses is held at room temperature for 1 hour 
to produce a glucoside enriched Soy molasses material. The 
glucoside enriched Soy molasses material is analyzed for 
concentration of individual isoflavone compounds. Four 
Samples are prepared from the glucoside enriched Soy 
molasses material after the pH of the material is adjusted to 
4.5. Each Sample is inoculated with an enzyme, where the 
following enzymes are added to the Samples, respectively, at 
10% by weight of the molasses solids in each sample: 
G-Zyme 990, Biopectinase 100L, Lactase 50,000, and 
Alpha-Gal 600L. The samples are then treated at 50° C. for 
6 hours to form an aglucone isoflavone enriched Soy molas 
SeS material. The aglucone isoflavone enriched Soy molasses 
is then analyzed for isoflavone content. 
0071 Table 3 illustrates the distribution between the 
various forms of isoflavones resulting from the previously 
described testing. Isoflavone concentrations are indicated as 
parts per million(ppm) within the sample, and as percent 
ages of the total amount of the particular isoflavone (the total 
of the conjugate, glucoside, and aglucone forms). 

TABLE 3 

6"- 
OMAL 

6"- 
OAC 

Sample 

SoyMolasses 

% isof 
Glucosiderich 

4678 
77 

1329 O 88 
22 O 1. 

3533 
aWOle 74 

SOWOLaSSCS 

6,763 O O 104 
98 O O 2 

4377 
99 % isof 

G-Zyme990.10% 

% isof 
Biopectinase 
1OOL10% 

aWOle 

3903 O O 
66 O O 

1993 
44 

840 
aWOle 27 

2865 O O 
50 O O 

2919 
50 

541 
% isoflavone 16 
LactaseS0,000 

10%. 
O O O 

% isof 
Alpha 

10%. 

46O1 O 

1OO O aWOle O O O 

Gal60OL Allaua IOUUL. 

28 O O 

aWOle 1. O O 

4566 O 
99 O % isof 

OMAL 
Genistin Genistin Genistin Genistein Daidzin Daidzin Daidzin 

928 
2O 
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0072 The aglucone isoflavone content of the enzymati 
cally treated Samples is significantly higher than the Soy 
molasses and the glucoside enriched Soy molasses material, 
indicating that the enzymatic treatment converted Substan 
tial amounts of glucoside isoflavones to aglucone isofla 
vones. Selection of the proper enzyme, enzyme concentra 
tion, pH and temperature for the conversion permits 
conversion of Substantially all of the isoflavone glucosides 
to aglucone isoflavones, as demonstrated by the isoflavone 
distribution in the Lactase 50,000 and Alpha-Gal 600L 
Samples. 

EXAMPLE 4 

0073. In a final experiment, the isoflavone content of an 
isoflavone enriched material, an isoflavone glucoside 
enriched material, and an aglucone isoflavone enriched 
material is examined and the distribution of the isoflavones 
in the materials is compared. Soy molasses is diluted to a 1:4 
ratio with water. A Sample of the diluted Soy molasses is 
adjusted to a pH of 4.5, is chilled to a temperature of 0.6 C. 
in an ice bath for 30 minutes, and is centrifuged at a rate of 
3000 rpm for 30 minutes to separate a cake of isoflavone 
enriched material. The remaining diluted Soy molasses is 
then adjusted to a pH of 11 with sodium hydroxide and is 
treated at 50 C. for 1 hour to convert isoflavone conjugates 
in the molasses to isoflavone glucosides. A Sample of the 
glucoside enriched molasses is adjusted to a pH of 4.5, is 
chilled to a temperature of 0.6° C. in an icebath for 30 
minutes, and is centrifuged at a rate of 3000 rpm for 30 
minutes to separate a cake of isoflavone glucoside enriched 
material. The remaining isoflavone glucoside enriched Soy 
molasses material is adjusted to pH 4.5, and the enzyme 
G-Zyme 990 is added to the material at a concentration of 
2.6 g enzyme/100g of molasses material. The enzyme and 
the isoflavone glucoside enriched Soy molasses material are 

6"- 
OMAL 

Daidzein Glycitin Glycitin Glycitein 

210 84 500 105 360 
4 2 52 11 37 

O 43 433 O O 
O 1. 1OO O O 

82 2331 346 O 114 
2 71 75 O 25 

94 27O1 195 O 237 
3 81 45 O 55 

92 2875 O O 366 

3 97 O O 1OO 

89 2882 O O 356 

3 97 O O 1OO 
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then treated at 50° C. for 18 to 20 hours to convert the 
isoflavone glucosides to aglucone isoflavones. A Sample of 
the aglucone isoflavone enriched Soy molasses material is 
chilled to a temperature of 0.6° C. in an icebath for 30 
minutes, and is centrifuged at a rate of 3000 rpm for 30 
minutes to Separate a cake of aglucone isoflavone enriched 
material. The recovered cakes of isoflavone enriched mate 
rial, isoflavone glucoside enriched material, and aglucone 
isoflavone enriched material are then analyzed for isoflavone 
COntent. 

0074 Table 4 below shows the distribution of the isofla 
vones in the cakes of isoflavone enriched material, isofla 
vone glucoside enriched material, and aglucone isoflavone 
enriched material. Isoflavone distribution is indicated as 
percentages of the total amount of the particular isoflavone 
(the total of the conjugate, glucoside, and aglucone forms). 
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glacial acetic acid. At a flow rate of 0.4 ml/min, all the 
isoflavones-genistin, 6"-O-acetylgenistin, 6"-O-malonyl 
genistin, genistein, daidzin, 6"-O-acetyldaidzin, 6"-O-malo 
nyldaidzin, daidzin, glycitin and its derivatives and gly 
citein-are clearly resolved. Peak detection is by UV 
absorbence at 260 mm. Identification of the peaks was 
performed by HPLC-mass spectrometer. 
0078 Quantification is achieved by using pure standards 
(genistin, genistein, daidzin and daidzein) obtained from 
Indofine Chemical Company, Sommerville, N.J. Response 
factors (integrated area/concentration) are calculated for 
each of the above compounds and are used to quantitate 
unknown Samples. For the conjugated forms for which no 
pure Standards are available, response factors are assumed to 
be that of the parent molecule but corrected for molecular 
weight difference. The response factor for glycitin is 

TABLE 4 

6"- 6"- 6"- 6"- 6"- 
OMAL- OAC- OMAL- OAC- OMAL 

Sample Genistin Genistin Genistin Genistein Daidzin Daidzin Daidzin Daidzein Glycitin Glycitin Glycitein 

Isoflavonerich 
material 
% isoflavone 83 16 O 1. 81 12 5 1. 40 8 52 
Glucosiderich 
material 
% isoflavone 99 O O 1. 99 O O 1. 95 O 5 
Agluconerich 
material 
% isoflavone 3 O O 97 O O O 1OO 54 18 28 

0075. The effectiveness of the conversion steps can be 
seen in the isoflavone distribution of the materials. The 
isoflavone glucoside enriched material contains significantly 
higher amounts of isoflavone glucosides than the isoflavone 
enriched material and the aglucone isoflavone material, 
having an isoflavone content which is comprised of almost 
entirely isoflavone glucosides. The aglucone isoflavone 
enriched material contains significantly higher amounts of 
aglucone isoflavones than the isoflavone glucoside enriched 
material and the isoflavone enriched material, having an 
isoflavone content which is comprised of almost entirely 
aglucone isoflavones. 
0.076. In the above examples, all percentages indicated 
for 6"-OMal-genistin, 6"-OAc-genistin, 6"-OMal-daidzin, 
6"-OAc-daidzin, glycitin, 6"-OMal-glycitin, and glycitein 
are calculated values. The following is a description of a 
method for quantifying isoflavones in Soy products. The 
isoflavones are extracted from soy products by mixing 0.75 
gram of Sample (spray dried or finely ground powder) with 
50 ml of 80/20 methanol/water Solvent. The mixture is 
Shaken for 2 hours at room temperature with an orbital 
Shaker. After 2 hours, the remaining undissolved materials 
are removed by filtration through Whatman No. 42 filter 
paper. Five ml of the filtrate are diluted with 4 ml of water 
and 1 ml of methanol. 

0077. The extracted isoflavones are separated by HPLC 
(High Performance Liquid Chromatography)using a Hewlett 
Packard C18 Hypersil reverse phase column. The isofla 
vones are injected onto the column and eluted with a Solvent 
gradient starting with 88% methanol, 10% water, and 2% 
glacial acetic acid and ending with 98% methanol and 2% 

assumed to be that for genistin corrected for molecular 
weight difference. This method provides the quantities of 
each individual isoflavone. For convenience, total genistein, 
total daidzein and total glycitein can be calculated, and 
represent the aggregate weight of these compounds if all the 
conjugated forms are converted to their respective uncon 
jugated forms. These totals can also be measured directly by 
a method using acid hydrolysis to convert the conjugated 
forms. 

0079 The foregoing are merely preferred embodiments 
of the invention. Various changes and alterations can be 
made without departing from the Spirit and broader aspects 
thereof as Set forth in the appended claims, which are to be 
interpreted in accordance with the principals of patent law 
including the Doctrine of Equivalents. 
What is claimed is: 

1. A health Supplement comprising a Solid material 
derived from a Soy molasses material, wherein Said Solid 
material contains at least two isoflavones. 

2. The health Supplement of claim 1 wherein at least one 
of Said isoflavones is an aglucone isoflavone. 

3. The health Supplement of claim 2 wherein Said aglu 
cone isoflavone is genistein. 

4. The health Supplement of claim 2 wherein Said aglu 
cone isoflavone is daidzein. 

5. The health Supplement of claim 2 wherein said aglu 
cone isoflavone is glycitein. 

6. The health supplement of claim 2 wherein at least two 
of Said isoflavones are aglucone isoflavones. 

7. The health Supplement of claim 6 wherein said aglu 
cone isoflavones are genistein and daidZein. 
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8. The health Supplement of claim 6 wherein said aglu 
cone isoflavones are genistein and glycitein. 

9. The health Supplement of claim 6 wherein said aglu 
cone isoflavones are daidzein and glycitein. 

10. The health Supplement of claim 2 containing 
genistein, daidZein, and glycitein. 

11. The health Supplement of claim 1 wherein at least one 
of Said isoflavones is an isoflavone glucoside. 

12. The health Supplement of claim 11 wherein said 
isoflavone glucoside is genistin. 

13. The health Supplement of claim 11 wherein said 
isoflavone glucoside is daidzin. 

14. The health Supplement of claim 11 wherein said 
isoflavone glucoside is glycitin. 

15. The health supplement of claim 11 wherein at least 
two of Said isoflavones are isoflavone glucosides. 

16. The health supplement of claim 15 wherein said 
isoflavone glucosides are genistin and daidzin. 

17. The health supplement of claim 16 wherein said 
isoflavone glucosides are genistin and glycitin. 

18. The health supplement of claim 16 wherein said 
isoflavone glucosides are daidzin and glycitin. 

19. The health Supplement of claim 16 containing genis 
tin, daidzin, and glycitin. 

20. The health supplement of claim 1 wherein at least one 
of Said isoflavones is an isoflavone glucoside conjugate. 

21. The health supplement of claim 20 wherein said 
isoflavone glucoside conjugate is 6"-O-acetyl genistin. 

22. The health supplement of claim 20 wherein said 
isoflavone glucoside conjugate is 6"-O-malonyl genistin. 

23. The health supplement of claim 20 wherein said 
isoflavone glucoside conjugate is 6"-O-acetyl daidzin. 

24. The health supplement of claim 20 wherein said 
isoflavone glucoside conjugate is 6"-O-malonyl daidzin. 

25. The health supplement of claim 20 wherein said 
isoflavone glucoside conjugate is 6"-O-malonyl glycitin. 

26. The health supplement of claim 1 wherein at least one 
of Said isoflavones is an aglucone isoflavone and at least one 
of Said isoflavones is an isoflavone glucoside. 

27. The health supplement of claim 26 wherein said 
aglucone isoflavone is genistein. 

28. The health supplement of claim 27 wherein said 
isoflavone glucoside is genistin. 

29. The health supplement of claim 27 wherein said 
isoflavone glucoside is daidzin. 

30. The health supplement of claim 27 wherein said 
isoflavone glucoside is glycitin. 

31. The health supplement of claim 27 containing at least 
two isoflavone glucosides. 

32. The health supplement of claim 31 wherein said 
isoflavone glucosides are genistin and daidzin. 

33. The health supplement of claim 31 wherein said 
isoflavone glucosides are genistin and glycitin. 

34. The health supplement of claim 31 wherein said 
isoflavone glucosides are daidzin and glycitin. 

35. The health Supplement of claim 31 containing genis 
tin, daidzin, and glycitin. 

36. The health supplement of claim 26 wherein said 
aglucone isoflavone is daidZein. 

37. The health supplement of claim 36 wherein said 
isoflavone glucoside is genistin. 

38. The health supplement of claim 36 wherein said 
isoflavone glucoside is daidzin. 
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39. The health supplement of claim 36 wherein said 
isoflavone glucoside is glycitin. 

40. The health supplement of claim 36 containing at least 
two isoflavone glucosides. 

41. The health supplement of claim 40 wherein said 
isoflavone glucosides are genistin and daidzin. 

42. The health supplement of claim 40 wherein said 
isoflavone glucosides are genistin and glycitin. 

43. The health supplement of claim 40 wherein said 
isoflavone glucosides are daidzin and glycitin. 

44. The health Supplement of claim 40 containing genis 
tin, daidzin, and glycitin. 

45. The health supplement of claim 26 wherein said 
aglucone isoflavone is glycitein. 

46. The health supplement of claim 46 wherein said 
isoflavone glucoside is genistin. 

47. The health supplement of claim 46 wherein said 
isoflavone glucoside is daidzin. 

48. The health supplement of claim 46 wherein said 
isoflavone glucoside is glycitin. 

49. The health supplement of claim 46 containing at least 
two isoflavone glucosides. 

50. The health supplement of claim 49 wherein said 
isoflavone glucosides are genistin and daidzin. 

51. The health supplement of claim 49 wherein said 
isoflavone glucosides are genistin and glycitin. 

52. The health supplement of claim 49 wherein said 
isoflavone glucosides are daidzin and glycitin. 

53. The health supplement of claim 49 containing genis 
tin, daidzin, and glycitin. 

54. The health supplement of claim 26 containing at least 
two aglucone isoflavones 

55. The health supplement of claim 54 wherein said 
aglucone isoflavones are genistein and daidZein. 

56. The health supplement of claim 55 wherein said 
isoflavone glucoside is genistin. 

57. The health supplement of claim 55 wherein said 
isoflavone glucoside is daidzin. 

58. The health supplement of claim 55 wherein said 
isoflavone glucoside is glycitin. 

59. The health supplement of claim 55 containing at least 
two isoflavone glucosides. 

60. The health supplement of claim 59 wherein said 
isoflavone glucosides are genistin and daidzin. 

61. The health supplement of claim 59 wherein said 
isoflavone glucosides are genistin and glycitin. 

62. The health supplement of claim 59 wherein said 
isoflavone glucosides are daidzin and glycitin. 

63. The health supplement of claim 59 containing genis 
tin, daidzin, and glycitin. 

64. The health supplement of claim 54 wherein said 
aglucone isoflavones are genistein and glycitein. 

65. The health supplement of claim 64 wherein said 
isoflavone glucoside is genistin. 

66. The health supplement of claim 64 wherein said 
isoflavone glucoside is daidzin. 

67. The health supplement of claim 64 wherein said 
isoflavone glucoside is glycitin. 

68. The health supplement of claim 64 containing at least 
two isoflavone glucosides. 

69. The health supplement of claim 68 wherein said 
isoflavone glucosides are genistin and daidzin. 

70. The health supplement of claim 68 wherein said 
isoflavone glucosides are genistin and glycitin. 
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71. The health supplement of claim 68 wherein said 
isoflavone glucosides are daidzin and glycitin. 

72. The health Supplement of claim 68 containing genis 
tin, daidzin, and glycitin. 

73. The health supplement of claim 54 wherein said 
aglucone isoflavones are daidZein and glycitein. 

74. The health supplement of claim 73 wherein said 
isoflavone glucoside is genistin. 

75. The health supplement of claim 73 wherein said 
isoflavone glucoside is daidzin. 

76. The health supplement of claim 73 wherein said 
isoflavone glucoside is glycitin. 

77. The health supplement of claim 73 containing at least 
two isoflavone glucosides. 
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78. The health supplement of claim 77 wherein said 
isoflavone glucosides are genistin and daidzin. 

79. The health supplement of claim 77 wherein said 
isoflavone glucosides are genistin and glycitin. 

80. The health supplement of claim 77 wherein said 
isoflavone glucosides are daidzin and glycitin. 

81. The health supplement of claim 77 containing genis 
tin, daidzin, and glycitin. 

82. The health Supplement of claim 1 containing 
genistein, daidZein, glycitein, genistin, daidzin, and glycitin. 


