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Abstract: The isolation, purification, and enzymatic properties of naringinase produced by liquid fermentation with Aspergillus niger
FFCC 848 were investigated. The fermentation broth produced. from liquid fermentation by A. niger FFCC 848 was purified by ammonium
sulfate fractional precipitation, dialysis, and DEAE-Sepharose FF anion exchange chromatography to yield highly purified naringinase. Only
one clear band was observed upon sodium dodecyl sulfate‘polyacrylamide gel electrophoresis, with a molecular weight of 65.10 ku. The final,
purified naringinase showed 13.82-fold-purification, with an enzyme activity recovery of 13.30% and specific activity of 6932.54 U/mg, and the
enzyme could effectively hydrolyze naringin.Furthermore, the activity of naringinase was stable at 20-50°C and pH 3.0-6.0; optimum activity
was observed at 50°C and pH 4.5. In a specific concentration range, the enzyme activity was enhanced by K*, Ca?*, and Na*, but was strongly
inhibited by Fe**, SDS, and EDTA-Na,. This study-provides a basis for understanding the purification of naringinase and for further studies of
the related mechanism underlying the bioconversion of bioactive natural products with naringinase.
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Table 1 Related parameters for naringinase purification

AR ARARIML B BEEIU BEaimg  WEEE/(UIMmg)  sviEs mRE %
LB 400.00 54192.10 108.05 501.55 1.00 100.00
FRES LR 50.00 45528.09 60.51 752.41 1.50 84.01
EM 85.00 41190.15 49.30 835.50 1.67 76.01
BF B 1200 7209.84 1.04 6932.54 13.82 13.30
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ol EiiE SR

R 2 TR BB FMLSYIRE X HEEE RIS
Table 2 Effect of different metal ions and compound concentrations on naringinase activity

SRR A EEARR BEE %
1mM 5mM 10 mM 20 mM 50 mM 100 mM
K* 100.1320.95  100.74#3.02  100.25#2.84 103674074 119.31#4.07 130.5642.53
Ca? 96.3547.34  98.0942.63 105654521 107.3443.23  111.91:.29 . 120.4245.65
Na* 100.3144.87 100464542  100.7642.80  100.35+1.09 ~107.8043.10 111.31+40.98
Mg?* 43004455 41054306 38744679 36524931 = 33.644942  31.8942.22
Zn% 31644686 23764530  23.6749.40  20.6449.40 \ -
Fe® 290634304  12.6440.31 - - -
Fe?* 31124263 23834831 1631943 - - -
cu?* 2.4240.79 20124412 16024544 12314309  9.6043.21 -
Ba?* 22654359  19.5342.39 - 12424388  4.91+.98 - -
Mn?* 272648273  21.304321 . 11.7342.86 9.02-4.20 - -
DTT 98314215  87.03#.15° 34454815 - - -
SDS 1.2840.15 \ - - -
EDTA-Na, 38464629 22524257 13624621 - - -
E: HAARTAHTHMEBTREE; R ER,
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