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Abstracts: The crude extract of Pyridoxamine (Pyridoxine)-5’-phosphate Oxidase (PNPO) extracted from fresh tea
leaves which were grinded by liquid nitrogen with Tris-HCL+ KPO buffer (pH8.5) and fractionated with solid
ammonium sulfate, the enzymatic properties were investigated with phenyl hydrazine method. Results showed that
when Pyridoxamine phosphate (PMP) as the substrate, the best time for the PNPO oxidation was 30 min, and the
optimum pH was 6.5, and the optimum temperature was 50°C. When the value of pH was from 6.0 to 9.0 and
temperature was from 10°C to 40°C, the enzyme was stable. The Km,, of the reactive substrate PMP was 2.34 mmol/L
under the optimum measure condition.
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1.2.1 #n PNPO HH RS IR B R #1844k

BV A 0.2 mol/L pH8.5Tris-HCI+KPO,
ZHEB: NE 50%HM; PMSF 50 mg/L;
EDTA. Na 1.5 mol/L.

REER e, MA%SE PVPP AP
HERR ARG, REZEE®E 1:2.5 WA
BER DI 1 min, 4°C 8 000 r/min B0
20 min, _biEBEILHEH.
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1.2.2 W EH PNPO HIWE 7

et PNPO 35 /1l € & B
(M8, BAESEh. RMAERD 3mL, ©
0.2 mol/L pH6.5 MR Z M ¥ 2.35 mL. H
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0.5 mL #1E &MY, B5.0 B E 75 . BER N 0.2 mL
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FM PNPO HEAMME S HUTRNE
FRBEHIE NN 0.719 nmol/(min'mg) , 4
WA 4 (R D,

2.2 #B PNPO R AR ¥4 /R

FH PNPO R SMiE 4L 5 B f B (8] i & 4n
1 iR, 7 30min RELHXR. REMEE
pH &% 6.5 (B 2-A). 7 pH6.0~9.0 IFET
x5 5E (E 2-B). MBS R N () BLE R 4 50C
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Z4% PNPO ) Km & 2.34 mmol/L. (& 4).
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&1 FREH PNPO HMU TS HUHR
Tablel Primary purification PNPO crude enzyme from tea leaf

13:] 8] EaRARKRE BEARR #®Ah BE&Eh H. & 77 (nmol/(min-mg) ]
Treatment (mL) (mg/mL) (mg) [nmol/ (min-mL)] (nmol/min)  Specific activity
Volume _ Protein concentration Total protein _Activity Total activity
M Crude extract 110 1.65 181.5 0.318 3497 0.193
$LEE Deposition 5 7.82 39.25 5.643 28.217 0.719
#: RIERM UEX: 37CTF, SEREASI LR PLP MABR/RK. BEKKRERMA Bradford ZPNE, U4FhHE
BfeniRE.

Note: A unit of activity is defined as the nmol of PLP formed per minute per mg of protein at 37°C. Protein concentrations were
determined by the method of Bradford using bovine serum albumin as standard.
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