41 & 3 ¥ moo% # = i Vol.41 No.3
2001 £ 6 A Acta Micrebiologica Sinica June 2001

BRRAESEN DPPH HHERER T

# MR
(HILKEERBEER M 310012)

B OE.UEFRRAEEESENGPTH DPPH ERAEHEE S ETWR. £@8BREEN.
R AT AR A S B A AR A ES KA L R, RRGHAEE
g5 F M RE 2mp I EW E HBEHEYE 20 T, H P H B-16 BEAT T R ' H-NMR.
P C.NMR.H-"C HMBC (ZL 50 68 % ) il 5 , 8 5 TR0 CoH, O, W EH 5,8 R -F
34" MBEFGTE, 7E 20umol/L B, =4 DPPH B i B WA WA R CHI1.67 15, 4
B EE® 214,

X@E: B, AOARERT, S0

S HE:0949.32 TR A B2 . 0001-6209 (2001) 03-0363-04

B B E ( Xylaria nigripes)%—ﬁ'%mﬁg.K%ﬁ}%’%ﬁ*%%i%o B/BPES
HEEECRY AFSSERN AR S SR RN, BENEY Y RIBRAE
WAL BT T4, S S v ERX TR EEFE B HBRS -y R#
YRR ERANE, SEES M EA R A E R R K R I8 A R
BB T TREFEENE , NTHENRABILETTHLIN TR, X
FE DPPH(1,1- " E 2 EME YV BRAAME P E R MEBRTEST T8t
1 st MmFZE
1.1 ##

1.1.1 EFRAEES . demiE hELRREARAFARME, #5 970902,

1.1.2 ETEFAMNERME . EE R A Kieselgel 60 F,y (Merck) ; MPLC A BPLC-600-FC
( Yamazen) ; HPLC B Chromatocorder 21; NMR i ALPHA400 ( JEOL) ¥ # 3t #% {¥ ; MS A JEOL
TMS-DX-302 FEHE{% ;IR A H 37 270-50 4L SF i, MAL MR W E . FFAALEN A
H oA 2= 4 by et 3 F) , B B3 NMR 38 790 2% o6 i i =077 .

1.2 FHik

1.2.1 HHEBEY ISR . SREITER4], BB A H &b 500g, % A 2000mL = A
M, i A SR BUR (PR - 7K = 80:20)1000mL, 25 CRB1E 7d(B X\ 3 W), 3, K AR
BREBRRER 2K, BX 250 mL, AHER, BREZ L, H 1 mol/L HCL IFF KJZ pH 2
3.0, BB BB ERERS  ERHBE P MAXKRBPIBK EBIERERE L
B, BB A E AR NEIE R .

Y AR Rotary International ¥ Bh
fEEMA: RBE1965 ), B I AHA WITAFERNLRSHE ML, TEAFHREYFFEDHFA,
H58 B ¥A : 2000-04-21, f [E] B 8 :2000-11-13
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1.2.2 [WRAEES P ERERICY 50808 8 5 5 5018 60 ls 7 1 I8 By BRR
(Silica gel 60)XEJZE A7, W s AR TR H 80% C 52/20% £ 88 2. Bl . 60% 2 #5:/40% 7. B 2. 85,
409% CBE/60% L BE B ,20% Chi/80% LB ZBE , LR 5, BB, SR RBMER R
EaAS 8RS A B.C.D.E.F.

1.2,3 A B.CH DPPH B EWEY M S & A5 B.C 5 H o JE %4 & i (MPLC)
FEMHE, BT MPLC MR M S M AR R A E RS, MEN SRS ERHGR
(HPLC)™h 43 25,

1.2.4 PREPMAEHER: CEYMNGERERERBER(TLC) & HPLC 4+ 87 260nm
1.2.5 AmMEREASOEC K BEHHT TLC, WTFIS,0 - DPPH IR, B E %
DPPH MM (B A #EY) . KA I A Gt EEHE 7 lmin WREH + + +
R, TETh NEBET + + £5 E 1d WEBGEH+ 5,

1.2.6 AP BEMETAHEMRETR SHEIHB(S], FE3WART, IH, =B TR
 30min J5 , T 517nm &b 0 % Y6 HF .

2 HRFar

2.1 EEERMERBUNSESE
AR A EE RN IRE 2R O EMHET , H B S R B 11970 5mg. %5 5 AR A
AR IO/ LR BRZST 358 A B.C.D.EF AN KBRS HASERLE 1,
x1 MBRUNBERLIMER

Table 1 The yield and physical characteristics of extracted substances

Fraction Weight/mg Yield/ % Anti-oxidizing Physical characteristics
A 6599.0 55.1 + + Oily liquid
B 433.2 3.6 ++ + Qily liquid
C 687.7 5.7 + o+ o+ Qily liquid with trystal
D 229.8 1.9 + + Crystal
E 351.1 2.9 + Qily iiequid with erystai
F 3436.7 28.7 + 4+ Oily liquid

2.2 B.CHSPEHEBSRBRANSE

Wi BEDN B.CHSBERSRS, B MPLC,HPLC S 5408, ik da
BB H (260nm T HPLC REHE KT 85% ), WMEBH K (KT 2mg) 0 8 ML m e
di 20 o F#F C12-5 F C6-14-3 19 HPLC H &I R IA1 A'H NMR B¢ 58 245 236y 7,4 -
—BREREWMS, 7.4 - ZEEFEA B N RE W EY;Clppt £F S5 T & B4-16
LB S, FTEE R Bd-16 M2 bidy .
2.3 B4-16 EHAMEE

Bd-16 WEH L, B A 198C, % TR NEH, BHE TEG, RITYESH#ET
'"H-NMR.,"” C-NMR.'H-"C HMBC.FAB-MS. IR B9 2 , % B R A 1, £ 2. WEX LN ER
BRI B EMS TN CoH0, , B—F5,8 " BEIHEII-"HFFTE,
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' . =
, p af B2 BA-16 BV E B RIIEE AR
kS Fig.2 The DPPH free-radical scavenging
percentage of B4-16
B 1 B4-16 #'H-"C HMBC & % 1.Ve; 2.V, 3.B4-16.

'"H-"C HMBC of B4-16
R2 Bd-l6 W LA g

Table 2 The several spectrum characteristics of B4-16

Fig.1

Data
194,176,165,152,128,111,97 ,88,68,60
10.61201H,s) ;7. 171(1H,d, J = 8.8Hz) ;6. 754 (1H,d,] = 8.8Hz)14.796(1H, m);3.248

Spectrum
FAB-MS/(m/z)

"H-NMR{&)

(IH,dd,] = 16.8.3.2Hz) ;2. 701(1H,dd,J= 16 .8,12.0Hz};1.54%(3H,d.J =6.4)
3 NMR(5) 170.779.156. 284, 146 . 328,125 .628, 124773, 1 16. 164, 109, 207,76 924, 29. 124,21 . 060
IRCKBr)/nm 3250,2950, 2450, 1660, 1600, 1490, 1300, 1220, 1140, 1060, 830, 520

2.4 Bale LRIt HWIERAMEWIIELR
H B4-16(560g/mL, Fl EOH At ) % W% B o-Toc (Vi ,860g/mL, H1 F1OH BL ] ) 1% K (ASA
(Ve,350pg/mL, B pH5.5 89 0. 1mol/L B ER B PR A HD) WM E TRUWEL ,I0CER R
30min, F 517om W EHE. HREBEI, HENVAmERREERARG IR0 -
B 0D, /318 0D, ) x 1009 48, W) B 45 R W E 2 AR, A F 48 7 B 4R K (20pmol/L) #)
RS, B4-16 B9 DPPH H M R IEBHA N EEEEM LT B HERCH 2.1 15,
%3 B4-16 B BBHEEM

Table 3 The BPPH free-radical scavenging activity of B4-16

0. lmol/L Acetate bufferyfmL  EtOH/mL 0.35mmol/L DFPH/mL Ve/mL Ve/mL Sample /mL 0D,
2.0 2.00 1.0 0.946
1.9 2.00 1.0 0.1 0.13]
2.0 1.00 1.0 0.1 0.325
2.0 1.98 1.0 0.025 0.417
2.0 1.95 1.0 0.050 0.167
2.0 1.90 1.0 0.100 0.133
2.0 1.80 1.0 0.200 0.129
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it /% E PR Rotary 1 41 (Rotary International ) 2 F i & 89 H 2= #8 X {2 % 3 (the 2620"
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A STUDY ON DPPH FREE-RADICAL SCAVENGERS
FROM XYLARIA NIGRIPES

Wu Genlu
{ College of Life Sciences , Zhejiang University , Hangzhou 310012, China)

Abstract: The DPPH free-radical scavengers from the fungal Chinese medicine ‘ Wulingshen’ ( Xy-
laria nigripes) were studied. After separation using silica gel colunm chromatography, MPLC and
HPLC, 20 DPPH free-radical scavengers with purity higher than 85% and yield more than 2 mg were
screened, in which compound B4-16 had relatively higher yield and stronger free radical scavenging
activity . The formula of compound B4-16 was determined to be C,,H,, O, (MW:194)based on its
FAB-MS,'H-NMR, ¥ C-NMR, 'H-" C HMBC, IR spectra, and its structure was elucidated. It was
identical with 5, 8-dihydroxy-3-methyl-3, 4-dihydroisocoumarin . At the concentration of 20 pmol/L,
its DPPH free \ |radical scavenging activity was as 1.67 times as that of vitamin C or 2.10 times as
that of Vitamin E.
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