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H OE CARUABRFRTHFALBRA | AEAASEE Ak, B HAEREFS. 8S (DNA-ITS 7|
AR BERETARTREE, WHBHAABARAERRNUERARES 10 KXot , 5% E H X5 203
Uml, ABAERKGEN M DEAEFF R EN F A LE . ZBE A0 FREHH 65 kDa, BAF XK,

A6 CUTAPHIS~5.0 8% &%, £V, Kn 45 # 31.06 mmol/(L + min)ft 152 pmol/L., # #% %

AWAHREKAA P RERR ABANESH A
XEBE HEAWH; AR A0 EFER

BE(EC 1.10.3.2) BAREA B IR P —
M FEE, B T % L4 H LB (blue multicopper oxida-
ses, MCOs) ZIEH —F , EEBEE R SME R R T ZHEN
FMTEAFERLEGYHRDIEARERER. B
R XHAT HAZEBBEM Rhus vernicifera #)8
B BEEILTFHRACHRMARBEET AL
B, ARG ETEM Y BEMBERZHU
BEE /oy T ik B R BLLL BB B/ A R R 48 (LMS) 4
FYLEREABIFR LA, BB EHE R & G400
P EYREREME S ET PR D RG89 RH
g

HACRA T A7 R A% R A= 5 2
WA AR, AHES S RE T O K EE (white-
rot fungi) MM W BB F" . HEFR+ X
B, EBREEAEFESRM LB REERMN
BRSO, FREA T EA TS E—ER
B EFRE TBREER T IZ N A, #l4n, Galhaup %A
F Trametes pubescens | & R M L BRI N 16 ~40 d,
BBETE S1 M 319 ~743 U/mL(JEY) N ABTS) ; Rosales
SR T hirsuta 4 B RS R BER N 23 d, KB
618 12.26 U/mL(JEY A ABTS) , YL KBt

SB—tEH 4, PEUW (4 30E R EH , E-mail: Lisong821123 @
126. com) ,

* EBEARMEFELESRTBTH (1408085QC61 ) ; L 1 2
KEFIHEAA RS 30 £ (2013YQQ003 ) ; B K &1 M 2 51 #
BT H R B (AR5 :SCECS56-2014 )

R B #7:2015 -04 - 30, %[5 B #7.2015 - 05 - 18

RHBEP R ERSIRE T o LAFA A Trametes sp.
T. hirsuta 7 8 d 1) K B2 A A N SE L BR G 19 B 55 R B
&1, 4 81558 65. 13 U/mL" H1 35 U/mL"™ (LU
DMP AJEY) , KIEESRB T ABEE BB LB
B, BrRaEERE T 7ERE LRSI A LR
ME™. A—FE,BrnEECBEEREATHM
MEEMF LT ENEARANZEE S
FXRABUAR B BEXNZNBREA®ST
ARG 1 tRIREE R B L bR, W X AR I R BE
PR S B B R B AT T RIS, AR
R BN EE TEST T HE,

AR
1.1 ##
LL1 sk

SEREACKRSE TIEMIM 0 B 2 E g K
S E SR T AR LR
1.1.2 B#%

PDA 35374 (g/L) : B %0 20, 2 5 (R )
200, 3% RE 4y 15, pH {6 B 98 ; i g6 5% 37 2k . PDA B R 2
WA LIAR (0.04% ) FIFHBE K (20 mg/L) ; /7
BEFR (/L) HEHRE 20, MM S, B 3, pH &
AR RBEEFE (o/L) I 10, BAMS, B &
3, ABRE 10,CuS0, 0.25,NaCl 1,pH (HH AR,
113 :Z&A

PCR =4y [l . AE4E | UKL A $2 BU % DNA #24E1R
e, HREEY TRE(CRE) ARAR AR

015 FE4 BEOWM(EEIIMW)| 45
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BYUAB(L2-FEEER) S, WH EBETAEYT
BEARRE AR ; ABTS [2,2-B & %-%-(3-2
R TR -6-B5 R ) — &(£h ] 1 DMP (45 % — H iR
—HEE) M B Sigma 23 A ; H Al 1 ¥ 4l sf Ak 2 4 AR 4L
AA, e B ERLEARARAA,
1.2 XBFHZE
1.2.1 F4@mAReHid

BREMREAELFEAREPITHEHFBREEL x
107" 1 x 1072/ 1 x 107> % R 5]k BF, 43 5 B 200
pl B AEARS R BRI AT T 4R, 7E 30 C T 1iE
BIEFH 3 ~4 dERBAFLECEB Y EEHT
SrEMAg, ERSMFENEREET , RE—E
B[R] 9 7= A LB A EAL B B K A BRI AT B 2L S8
1.2.2 382 ARG ERBEAER

B R R BB £ E R 30 C T
fEREF 4 dEREKEEIF WAL E b, 725 # 17
HFEB BB AENE R E 2L SRE,
1.2.3 3B ERGS TFADFER

Sy B R G f k DNA ({2 BB DNA /&
il % K DNA WESY) 8 BUES FHRAES R X
BRU AT, Ho, DL CTAB M8 23K 18 10 % B bk e
o ik DNA R #4R, L1 5. 8S DNA-ITS X 35,3 R 51 4
RY 514, 5 PCR J ¥k K15 & B #k 5. 8S tDNA-
ITS FEIFMF. FHAMEZERETEY LRE(LE
WOB M A RA R TR, B it 7R B % Blast/
blastp ( http://www. ncbi. nlm. nih. gov/Blast) % #ll &
B 51347 X 37 Fl MEGA 5.0 343 i Neighbor-
Joining (N BHBERZEKEW
1.2.4 BHRABABEHNE

FAXHEKYET PDA B 4 d H LI
AR FIEFFHR 30 mL/250 mL, 7€ 30 °C 180 r/min
ST 35 48 h 54 10% B4 A R BESE 35 2 50
mL/250 mL 3£ 7 30 °C .180 r/min {4 F 17 K B,
#1843 F 24 h BUEE 1 mL 3£ F 10 000 r/min &.0> 5
min, L FERIFFE AR/ BERAZ M RBRE—ELL
BlEHATRRE T E LT R KB R B
B A BRSNS, BREE 6W €. (1) L1 ABTS
HIEY S 0. 5 mmol/L ABTS JXME R 5
TE L5 B A B R AE 40 CEAT RO, W 5 SR 3 min
PR N A R 7E 420 nm AL IR SR B 2 46 € 3 1 min
MEAL | pmol ABTS FIFEMBE N 1 MEBIE N
B (U);(2) LA DMP A JRY, A SEFN 1.0
mmol/L DMP %5 & F3& X4 % % A9 #L B3 W 40 C J i 3
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WA S RLAG 3 min KR R R TE 420 nm 40 IR 61
AL E L R4 4L 1 pmol DMP Fr R B E Hy 1
NEBIESBA(U); ) UBRAKRB HEY, FH
FARTR 0. 8 mmol/L A B A B ¥ v FNIE 24 7% B 1o AL
BB TE 40 °C )R I 10 min J5 7K I8 4% 1k RO 3 57 B HE
465 nm LW E R G E I X B0 M EAL 1 wmol &
BIAB TR BEREN 1| NEEE R (U) . K,
A 4y B 2 A AR/ R BN R vk (0.1
mol/L,pH4. 0) M # 2% # B 3 LA & ¥ K IE B B AR
Xt ER . AN JCFRBR I, S Bk B A Y O B9 E B A
DMP HJEY)
1.2.5 #8Ea &l

(HHEBBRAH 10 L2A3ERN AR
TLREEFRE M TEFEMABERESERA
BEMIE, i B 10% o o 9 5 % o L I RLE S0
BHBEEHEND EH. BORBESHEAER
PHIELBI0dGER. RBEREEM 4 EY
B ERAKBERPHEZESERBEEY , BB
£ 4 °C .5 000 t/min %44 F 8.0 30 min, Y& L5 B
WS REHER, (2) RN HEEREEM
(NH,),S0, (80% ) £t #7 /5 i A 20 mmol/L Tris-HCl
ZHB(pH7.5) BRUIEFAEBENLRET 4 C.
10 000 r/minS 3 & .0 10 min, B b 7 W - A L
JEMEE(0.22 wm) 1t yE, {#i 7] AKTA prime plus 4ifk &
G Xty 1 W AT 44k, {3 Hitrap" desalting (GE)
PRI AR A B 25 ¥ R T 4R, O FH 8 v BV A B O B A
F Hitrap™ DEAE FF(GE) &, f# F 20 mmol/L Tris-
HCl 223 (0 ~0.5 mol/L NaCl,pH 7.5) #4748 /&
TER , W4 Uk O W O 3 47 B 9 O U =€ A1 SDS-PAGE,
) B % e L B AT R EE R A S e R TR DAt &
Bt & H
1.2.6 ZaRREMIF &

DAmEEANFEEQ M ML, XA
Bradford' ™’ BT iR 77 Bk AT WU AE
1.2.7 SDS-PAGE

BRI ES W™ 7. B, AR
R B IRRE N 12%  WHEKREE R 5% , b
H& R 20 pl,
1.2.8 —&BERAR

FE b AR AR A Y B 8 SR AR T AR A R BE A
pH {H , I & B 15 1 3% 31 5 AR X B 16 LIRS IR #0 pH
SHZ B AL TE S B K B AE AT pH 4.0 WP
BB EAFRE THIER 0.5 h 518 Ak Ak B
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ABSTRACT This study aimed to select high-level laccase-producing fungus strain from natural samples. The lacca-
se producing ability of the selected strain and the properties of produced laccase were further studied. The target strain
was selected and purified by guaiacol-containing selecting medium and the isolated strain was identified as Trametes
sp. by morphology observation and 5. 8S rDNA-ITS sequence analysis method. In shaking flask fermentation, a high
laccase producing level of 20. 3 u/mL was observed in the supernatant on 10' d. The produced laccase protein was
salted out by ammonium sulfate fraction and further purified by DEAE FF chromatographic column. The molecular
mass of the purified laccase was around 65 kDa, and the laccase was stable under 60 °C and pH 3.5 ~5.0. The V_,_
and K_ of the laccase were 31. 06 mmol/(L - min) and 152 pwmol/L, respectively. The isolated fungus strain
Trametes sp. has an ability to produce high-level laccase in a short period, which could make it a good candidate for
breeding and optimization of industrial laccase producing strain.
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