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2 AFE Glhcine max (L) Merr.2| HIZAFAE =585t callus AIZE X 22k dAMEES]
isoflavone-ol &3} daidzein®] LS SHAZ & v HHE Zed vk wMiYH callusE T
gt Sl E AMEStY FEE A, FEES AA A2vtEIYIE EA S daidzein ] Ao)lE EQlst

ATy, wF A FHEAN O 50% o T FEE U] daidzeino] FHHO AL FHaAT,

1. A& estrogen-receptorel A 3}e] estrogenic activity &
Zk=1H2].

A EHEZ T o 23 AALE AL 9 Phytoestrogen®. & &S 3}& isoflavoned
oFE, AF HMA, FHEE T FEEHAS HAA AolA AABE FASste RSt o
o7 AT & e AAA, #EAD o] o ol &35 vetditks Bauv low kst =4
A7F s JAEL v AEAEE AESA 24 A& A7 g 3]
v 3 ST wWEr 294 7|54 Aoks W B ApoME Glreine max (L) Merr. A H-ol A
A ga o AGHERE W st &Ao] gl WA 7L BE= K9 = phytoplacenta Z 4 oA callus
S Rk ool 1914 A 4ol JhestEE o & frestel wdstalar, o eiE fE e 2ol
ArRAE Ed HA 2dAdA 54 23 diAME A A Hel x=HA 98-S sk isoflavones$!
o] S FXAIZ F ATl daidzeino] HES HASFATE 183 daidzeing
22 PARAHE S A EAE e P omREY W FEste R g 21 it
o uf AAH AEAD =S Fv ZHIFE
24 25 AE7lsS 7Y AEAE uj kel 9 2. s By
3 AAE = 23 YAMEE R alkaloids, flavonoid,
terpenes, anthocyanins, anthraquinones©]™ o] 7 & 2.1 A5 2L Ak
AZde] SHEAY AxefF2 e Hdr). B oAFod AVEH AEE Glycine max (L.)Merr

2 Ao marginal placenta ((HAEIFH)Z2A S
ARAE AHEste] F= callus Al 3EolH

Glycine max (L.) Merr.(th5)E flavonoid A ol

3} isoflavones X3, ©]# phytochemicals<

L }Ol' rr USL' Ip

fatar gt FHA B EA%E  isoflavoned HPLC standard® A}-83F daidzein(7,4'-Dihydrox-
& Fo] A ¥ daidzein, genistein o] ™ oA yisoflavone)(Sigma-Aldrich Korea Ltd., Prod. No:
229 estrogen® TFERAOE FALAA FEAFES 16587)2 A} eko] 254.240]t}.
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2.2 W

2.2.1 A% A5 2 Wz

5o HMAEAE-HE 15ml tubedll ¥l 70%0l &
82 Fx AASA 1A Amea HiaR 33 Al
2atAtk. A 4% sodium hypochlrorite(NaOCl)-&
Aol 10E3F A, xH Ay & FEWMX| A dyt
T2 33 At "AH filter paper® 7|15 A
Agtth, A7 55mm FEE tHel xdete] 373
v F e L 1]

712 R = Sigmarlte] MS(Murashige and Skoog,
1962) 81 X & A}-g3i 1 30g/L sucrose, 2g/L gel-
rite , 0.5¢/L MES Monohydrate (2-(N-morpholino)
ethanesulfonic acid)® Indole-3-acetic acid 2mg/L,
Benzyladenine 2 mg/LE #7}sla pHE 582 =&
AT 2L 71l A 121°C 1670 o= 1
o Hid § Ffeld A4 55mm #HEZ v+
of 25ml¥ EFate] AAMIAIE A F ARE

oGRS 21£1CollA 16413 #2398
o =

2.2.2 Isoflavone F&

57FA1 AES FHlste] oA

4744 AEE o5 Zol FH

o &g, 50% wWEHE, 100% &
1

Zglazo] BEFd T oAgs 10g(AF
]

oAl FHlE 574 AEe] AFds ZHddE

2.2.3 HPLC 4

Gemini 5u C18 110A column (Phenomenex, 250%
4.6mm, bmicron), 234mm UV #x7} Z==H
HPLC(waters 1525pn Binary HPLC pump, Waters)
7171914 injection volume2 20ul, Oven Tempe-
rature 30°C, Flow rate 1.0ml/min®. & AA3c} o
g &= F 7HAE AREskdth Water (0.1 %
TFA (Trifluoro acetic acid) $F), Acetonitrile (0.1

% TFA (Trifluoro acetic acid) ). isoflavones

HEE 98 AHgE S 71evlE e 2ox
1]. &Hl| 5744 A&} daidzein standard Al °F&

HPLC® &3k},

[ 1] Isoflavone w25 98] A8-¥ &0)j7]&7].

Time(min) Solvent(% v/v)
Water+1ml TFA Water+1ml TFA
Q 100 0
35 30 70
40 30 70
41 100 0
46 100 0

2.2.4 A7 SEEFH 4

—Nuclear Magnetic Resonance analysis
2.2.41 NMR £45 913 A8 &H]
EtOH FEE(150 mL, 50% Aq) = Round Flask
(500 mL) o°f Y3 Rotary Evaporatorol A &=3k
% EtOH7} o= A& Folit Fol= Round Flask(
500mL)Hel & ZFo] @A ®oh o]% Round flask
(500 mL)°l Acetonitriles %

e}
AZx3 AEE 40 ml vialE2 WE&E

AZ dh. 22 volumed DMSOZE ¥Wo] Az
TFE AEE 5A(FE Hd 50mg/mL G%).

2.2.4.2 NMR Spectrometer apparatus

Nuclear Magnetic Resonance Spectrometer(Varian
INOVA 300)H= ta3 Zol FAH Stk
Magnet(Super conducting Oxford magnet 5lmm
bore or more, Field strength: 7.05T or more)¥}
Spectrometer(1>Observer channel frequancy gen-
eration;Offset range/resolution: 299.5 to 300.5MHz
0.1 Hz steps, Phase shifts : 900 and 0.250 steps,
200nsec shift time. 2>Decoupler channel frequency
generation; Offset range/resolution : 1H-50 KHz
0.1 Hz steps, Phase shifts : 900 and 0.250 steps,
200nsec shift time. 3>1H/19F observe decoupler
power; Pulse:100 watt or more, CW: 15 watt or
more. 4>Broadband (6-220 MHz) observe power;
Pulse:300 watt or more, CW:30 watt or more.
5>AD converter; Spectralwidth: 300 KHz or
more.) 9t &% A JFA(-150TC to +200TC) Lg]aL
standard tube(size: @ 5 mm)Z ©]F o] A it}
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Azl A o] JFE F+ isoflavones
A& AL AQ A4} shikimatic acid pat-
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-, 2] E isoflavones= Fol ket o
el 3 K R B B B Al L
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o T 5]
oAl FEHIL
1 glucose conjugates® B¢ GenistinZ} Daidzin,
aglycone HE9] Genistein®} Daidzein©] Tt x4 <l
Uz]o]l:]. B oﬂ?-o]]}q _J.X‘]UZ]E }\L_L 3}1\1—‘__ Daid-
zein> Wo|A Ao g Lo AFF

24 x=Q13 oA =t o =
= A7 FrFe T3k giks gkel ¥
A% g AFHdA Y] B8R HE Ath[1,5]
AFELS dAazvEaYgsz 243 A7
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560 1000 1500 2000 2500 3000 3500 1000
Minutes:

3] Glycine max (L.) Merr. phytoplacenta callus %% 5

7}A] 9} Daidzein(7,4'—Dihydroxyisoflavone) 22
dAAZvtEDYY B A3}, a) Glycine max (L.)
Merr. phytoplacenta Callus Extract in DW(20T), b)
Glycine max (L.) Merr. phytoplacenta Callus Extract
in 50% EtOH, c¢) Glycine max (L.) Merr.
phytoplacenta Callus Extract in 50% MeOH, d)
Glycine max (L.) Merr. phytoplacenta Callus Extract
in 100% MeOH, e) Glycine max (L.) Merr.
phytoplacenta Callus Extract in hot—water, f)
Daidzein(7,4'—Dihydroxyisoflavone) ¥ +%4.
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(Nuclear Magnetic Resonance analysis)<S 2 A&} th

'H spectrume E3) +49 £F9 Fo] g A

2 Fa7t EAcke FRARE ®

spectrum= 3] ©Y peak® UE Y= €©Hio &

5 2AT F ddedl, o714 50% dEs FEEol
A

daidzeine] ¥Ffr¥ol A& AJAT

4].

28
q 1 I
4 l l .
14 DD n
§ 3 8
+ \ ) 3V ol
35 3 (4C.3) = Cg) EDe o=
32 & 6 g —=(ac.gl MR = (100.8)
7.0 (1oc,6) e
7.2
2.5 7.4 = =
(4C.2) (C;3)
7.65
9 (7,5
5] sod = —— (9C.5)
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8.2 3
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(2% 4] 50% °IEre&*ZES NMR E43 Az 'H-'"C
multiple bond correlation(HMBC: expanded and
assigned), daidzein®] *+Z.
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