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Fig.b

mulberry tea

' ' each 0.4 g (10 ml of hot water
present invention treated mulberry tea to 0.1 g of leaves)

= added with 40 ml of hot water, stirred and allowed to stand for 30 minutes

— centrifuged (3000 rpm, 30 minutes, room temperature; KUBOTA KS-5000)

supernatant

residue
(HWS) (HWIS)

L 120 ml of EtOH is added to 30 ml of HWS, stirred and allowed to

stand for 30 minutes
— centrifuged (8000 rpm, 20 minutes, 4°C: HITACHI CR21)

alcohol-soluble alcohol-insoluble
(AS)

(AIS)
concentrated to dryness under reduced pressure
dissolved in H20

alcohol-soluble distilled water lysate

(AWS)
’— SepPakC18 treatment

adsorbed
(AA)

not adsorbed
polyphenol fraction

concentrated to dryness under reduced pressure

dissolved in 0.02N HCI, filtered through a 0.22 pum filter
to amino acid analysis (HITACHI AAA L-8900)
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Fig.6

Sep—Pak C18 Plus (360mg)

— A 10ml . A : EtOH
preparation o

— B 10ml -washing B : 0.1%TFA

— A:B=7:3 10ml

«—— alcohol-soluble distilled water lysate 2ml
(AWS)

> collected (not adsorbed)

— A:B=7:3 1ml

— A:B=7:3 1ml
v . . .
samples for amino acid analysis

Fig.7
raw mulberry leaves  about 8g

— added with 4 volumes of EtOH + 50 ml of 80% EtOH, ground and stirred
— centrifuged (3000 rpm, 30 min, room temperature: KUBOTA KS-5000)

alcohol-soluble residue

(AS) (AIS)

diluted to about 5% of ethanol concentration (AS:DW=1:15)
Sep-pak C18 treatment

4/8



Fig.8
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Fig.9

450 [ leucine Leu

B isoleucine Ile
O valine Val
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Fig.10
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Fig.1l1
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