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Abstract

To find active components in Basidiomycetes,
their free amino acid and free amino acid
derivatives were analyzed. After extracting with

hot water, the extracts were filtrated by three

35

steps. So, supernatants below 10,000 Daiton
were obtained. Filtrates were derivatizated with
PITC derivative reagent and PITC amino acid
was obtained. Then, they were analyzed by
RP-HPLC. The

Auricularia auricula and Shizophyllum commune.

basidiocarps used  were

In this study, 23 amino acids were analyzed in

standard aminoacid, 15 amino acids in

Auricularia auricula, 9 amino acids in

Shizophyllum commune.
Key words Basidiomycetes, amino acid,
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Eolu4l Z+ 5g, AuiHA Z 1g ALAME
blender2 ZA%# @ ¥ 80T - 90T mantled)
A A B 44 FEEAG a2 FEHE
¢ A4xng F AAFEFHA oAl 022 pm
millipore membrane filter2 o #& At 2 o3
o2 10,000 dalton cut off¥l& centricon-10
(Amicon, INC, USA)E AH&8t ] 5000 rpmol A 1
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¥ 2 ozjelel ¥4 10000 oldte] AT ¥
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2. A3} (Dervatization)

229 7z} 20 ymE 1 AL L FF FEAA
2] HCIE AAY ¥ 10 um redrying solution&
wol xqch oAl 1 A% B¢ ¥F 2L ¥
20 um coupling solutiong 713 3-4 ¥ vortex
A7ln Aol 208 F¢ wAHIAt #AY
PITC Ak AAS A8 1AL o3 ¥5% F
WA 7 & bufferd] eluent Al &3jAHh

3. Al 2 71

(1) Aok

D ool dt HE 89
Pierce H E& £49

aspartic  acid,

alanine, ammonium

chloride, arginine, cystine,

glutamic acid, glycine, histidine, isoleucine,

leucine, lysine, methionine, phenylalanine,
proline, serine, threonine, tyrosine, valine
Sigma A 2908 ¥F £9 : alanine, ammonium
chloride, arginine, aspartic acid, cystine,
cysteic acid, glutamic acid, glycine, histidine,
isoleucine, leucine, lysine, methionine, norleucine,
phenylalanine, proline, serine, taurine,
threonine, tryptophan, tyrosine, valine
Sigma A 6407 ¥& €9 : L-a-amino-n-
butyric acid, alanine, B-alanine, DL-8-
aminoisobutyric acid, asparagine, aspartic acid,
citrullin, cystathionine, cystine, glutamic acid,
glycine, hydroxy-L-proline, isoleucine, leucine,
methionine, phenylalanine, O-phospho-L-serine,
O-phosphoethanolamine, proline, arcosine, serine,
taurine, threonine, tryptophan, tyrosine, valine,
urea
2) Buffer
Buffer A : 0.14 M sodium acetate trihydrate,
0.05% triethylamine, 1L-Milli Q quality water,
pH 6.4 with phosphoric acid
Buffer B : 60 % acetonitrile (40 % Buffer A)
3) Redrying solution

200 ul, triethylamine 100 ul

: ethanol 200 pl, water
4) Coupling solution : ethanol 140 pl, water 20
pl, triethylamine 20 ul, phenylisothiocyanate
20 nl

2 7171

D 717
water U6K injector auto sampler, water 510
pump 2tH, water 680 gradient -controller,
water 486 absorbance detector, water 746
integrator

2) 3¢
Water Pico Tag column (39 x 300 mm, 4 u
m, P/N 10950)

3) A&7
254 nmol M &3
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FAZHR FToAM Eolv{i AviyA & PITC
Bl o BAsHe W@ v FHe me
M€ fa obuixAte] TR £ F=7 7
%4 o2 A vebsn.

EF ojvlxAbg PITC 2Rl o8 2XNE o
23 F9 obvlxAtel EAHUY. olE Sigma
6407 E& £4& MY Aoz Y& ot
9 FHE

glutamic  acid,

phosphoserine, aspartic acid,

hydroxy-L-proline, amino
adipic  acid, phosphoethanolamine, serine,

glycine, sarcosine, taurine, citrullin, alanine,

threonine, proline, L-a-amino-n-butyric acid,
tyrosine, valine, methionine, cystathionine,
cystine, isoleucine, leucine, phenylalanine©] &lth

(Fig.1, Table D). ZolejAe|X = 15 F 72| ofv]

Table 1. Concentration of PTC standard amino acid
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Fig. 1. UV spectrum of phenylthiocarbamyl-

standard amino acid

xAto]l HEHQUEW 2 FHE aspartic acid,
glutamic acid, hydroxyproline, serine, glycine,
sarcosine, alanine, threonine, proline, L-a~amino-
n-butyric acid, tyrosine, valine, cystathionine,
leucine, phenylalanine®] 1t} (Fig. 2, Table II).

Peak # Retention time(min) Area % Component name
1 4.075 2.11 PSER
2 4.250 474 ASP
3 4.883 3.50 GLU
4 6.083 4.29 HyxPRO
5 6.517 3.28 1-AAA
6 8.167 2.46 PEA
7 8.650 6.15 SER
8 9.567 371 GLY
9 10.750 427 SAR
10 11.183 3.83 TAU
11 11.583 428 CIT
12 12.183 3.99 THR
13 12.650 430 ALA
14 13.033 9.99 PRO
15 15.183 469 1-AnBA
16 16.300 5.25 TYR
17 17.017 3.8 VAL
18 17.667 443 MET
19 17.883 7.63 CYSTA
20 18.700 3.72 CYS2
21 19.050 3.79 ILE
22 19.233 3.84 LEU
23 20.150 3.9 PHE
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Fig. 2. UV spectrum of Auricularia auricula
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Fig. 3. UV spectrum of Schizophllum
commune

Table II. Concerntration of Auricularia auricula

9%+ o :R-22b!

aspartic acid, glutamic acid,
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alanine, valine,

threonine, proline, tyrosine,
leucine, phenylalanine®}%it} (Fig. 3, Table IID).
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Peak # Retention time(min) Area % Component name

1 2.225 24.16

2 2.592 26.14

3 3.425 5.09

4 4.275 2.19 ASP

5 4.900 0.39 GLU

6 6.033 0.15 HyxPRO
7 8.642 3.09 SER

8 9.642 1.04 GLY

9 10.642 1.06 SAR
10 11.458 3.71

11 12.158 11.01 THR
12 12.675 4.10 ALA
13 13.058 1.33 PRO
14 15.275 2.86 1-AnBA
15 15.592 1.23

16 16.325 1.61 TYR
17 17.025 0.69 VAL
18 17.825 0.60 CYSTA
19 19.275 8.31 LEU
20 20.158 1.24 PHE
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Table III. Concentration of Schizophllum commune

Peak # Retention time(min) Area % Component name

1 2117 50.96

2 4267 2.66 ASP
3 4.700 2.27

4 4917 0.86 GLU
5 11.458 1.92

6 12.175 1.18 THR
7 12.700 11.80 ALA
8 13.067 513 PRO
9 16.317 0.60 TYR
10 17.033 0.89 VAL
11 19.283 21.19 LEU
12 20.167 0.53 PHE
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plant analysis, 2™ ed. Champman & Hall,
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