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Purification of polyphenol oxidase from cuttlefish ink

ZHENG Xiao-xian, QI Xiao-yu, ZHOU Peigmen, JIANG Jin-jin
{ College of Foodd Science . SKU L Shanghai 200000, Clina )

Abstract : Polyphenol oxidase (PPO) was extracted rom the cattlefish ink with pll 7.2 sadium phosphate extraction
buffer. The erude enzyme extract was fractionated with solid ammonium sutlans of 309% — 80%: saturation. After
dialysis, the enzyme solution wus purificd by DEAE-Sepharose CL-6B column chromatography and Sephadex (5-150
column chromatography respectively. A 10.78 fold punfication of PPO was oblained. The result rons polyacrylamide
gel electrophoresis of purified cnzytne indicated that only one band was found using silver stain and PPO activity
stain, respectively.
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1.2 PPO MR R 4ifb
1.2.1 PPO MIRR

PPO BUIREL B2 Chen %109 H ik, FEEIEMMN . IR G %8} 30g, N %% &0 150mL 0.05
mol/L,pH 7.2 B LR BCE P ik (A1 NaCl & R 1. 0mol/L # 0.2% Brij35). £ 4C TR BB F R
Th. SRR AGE T 20 000 g .0 30min, B E W iRAF A #EEH
1.2.2 WERAR

A G 5 AR A BB, A A AT A $) 30% , 8 & 30min )7, f 20 008 g %L+ 30min, HL
LW, SR TS TN ACLE] (B AR SR A LB RS A 5 80% , £ & 30min i, T 20 008 g %50 30min, Wi
UUTR . HP¥FJLOR BY 46 0 b R BLY 0.05 mol/L,pH 7.2 A% MR ENLE ph RS , LA BB vh il BB ¢ i, B #r 1)
BLCHMES 3RAEHE.
1.2.3 DEAE-Sepharose CL6B ¥ B #f

#2 B A (88 X H DEAE-Sepharose Cl. - 6R #2761, LH S, A M 500ml. & 0~ 1.0 mol/L

NaCl 89 0.05 mol/L, pH 7.2 A% 1% AR5 48 nh & 8 iJF 75 48 KL VLR MFFFJ 3 1.0 mol/1. NaCl 1 0.05 mol/L.,
pH 7.2 (B AR SALE vh i R VEAS, i 4 0.3mb/min, B 6. &ml 4 & 4%, 14 0.05 mol/L.,pH 7.2 AY BE AR
BN bl ROt BR TS 2800m AL N AE & T TR M (IR OV IEE L. LA A280 A YAABAR, TEMG AT S R AR
R, R CURTEAR d 2% LA BT PPO IE PR A5 DR IKAT Y B AR b A PPO MBI ER . i)
¥4 A = PPO IR PR BV & BT A iR Y ik T
1.2.4 Sephadex G - 150 s B #f

F 3 & A7 1 B B i M Sephadex G = 150 A% k&AL, B 0.05 mol/L., pH 7.2 (V) 8% A% 1 28 b i jit
FTUE M, #iE A 0. 18mL/min, & Sml $iC 4 A7, 4& B ik 20 il s 41 CT0 R peo TR, DL I
PPO 2 EC R S AL L BRIYTE 4 C T k7.
1.2 PPO #i By ik %5

£ AY JeT NG VB 4 T PR R P et PR I L WK (PAGE) A7 5 %55, RERSHC D 7% WAL hP il 4 0.05
mol/L,pH 7.2 AY 6% ARANLE MR i, ETILALD SmA, FERESN L EE MBS, I K B 43 30mA L 1Lk 9 ~ 10h..
53 91 R HIAR e (616 1F0 PPO 35 #1 e (o By 5o 0 2B 1 LR A
1.4 PPOIH A REREME

A 0.05 mol/L, pll 6.5 BT 0¥ 2% M7 i i, S mmol/1 (1 2 BLI LS. 1 2. 98ml. I By 77 Wy
30CARE 3min f5, HGEMA 0.02mb, M, 1t 5T, £ rHL K 475mm 4E MR S 1 H o0 B R (L. DR
FE T, M S RE FAU TR 5 B 1 0. 001 BT RF 42 IRy AN G 1y g T

H RS W A A 3% Haree 34790 ’m\r{LJTI.I pIMEIRTE Jﬁu. (BSA).,
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ik 126.59% , to1E A HHAIMIRIEE T 2.57 45 . (1L IR X PP@ it %*Lﬁ%(ﬁ@%%ﬂ%m.
B RER G REGT P LT -4 PPO I B BT R 4o

1 ZHRE rre SR
Tab.1 Purification af the cuttlefish ink PPO

-3 L] HEHTE i AT k4

aifk 4 4R i b Hs 2k
(mL) (U/mL) {og/ml} (U/eg) (%)
1o 97 31467 1.25 2518, 97 100 e
30% ~ 80% R R Rg K UL B 14 276000 4.27 6470.06 126.59 2.57
DEAE — Sepharvse CL — 613 21 125446 0.76 16506. 02 86.31 6.55
Sephadex G - 150 26 70627 0.26 27164.35 60.16 10.78
2 AR ER I S5 ) PPO K FH DEAE-Sepharvse CL - 6B #F 2 4Tt — £ &b, 3 3% AOCE DR AR & 4 1 9%

FE 37 1% PPO TR IE BEHR , NaCl 6935 4 0 ~ 1.0mol/L.. AR 2 nf LAF #2545 810
FOBSAR 80 T A3 BN 5088 AR TR [ 2, 5 X R +¥—4‘7M;&w%rmﬁ 29 ~ 31 BikB i e &
HRKRKE R 6.30ng/ml.. P A KIS PPO IS A, AN PR D TRBVEAY S 43 ~ 45 AW RIR RS #, &
HAEIRIE A 0. 76mg/ml., W15 134 12 5446 U/mL, tLidi /1 4 16 5606.02 U/wyg, I (1) NaCl % T N2 K
0.6mol/L., 2ttt alifb 0 9%, R 69 1L 78 h LA A &1 1 6.55 1%,
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EHRT 2800 Sephadex G — 150 #1458k &€ B #1: )2 47 ik
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BISS 7 ~ R AFRMR W T, IR X W 0. 26mg/
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