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Abstract: Lipase is one of the most important industrial enzy mes applied widely in food, texile, papermaking and pharmacettical

industries. The alkaline lipase gene from Acinetobacter radioresistens CMC-1was synthesized with its own signal peptide removed followed by

codon optimization, and then cloned into the secreted expression vector pPICZoA . The constructed p lasmid was named as pPICZoA-ARL. The

recombinant plasmid was used to transform into the Pichia pastoris X33. One of the best transformants harboring ARL integrated into the P

pastoris genomic DNA was cultured in shake flask. The maximum activity of the culture supernatant was 65 U/mL. The properties of the

recombinant lipase was partial characterized. The results showed tha the recombinant lipase had an optimal activity at 50 ‘C and pH 9.0 and the

optimum substrate of recombinant ARL-was 4-nitrophenyl caprylate, which seemed a little difference from the wild one.
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caprylate, pNPC). C12 (p-nitrophenyl laurate, pNPL).
C16 (4-Nitrophenyl palmitate, pNPP) AJe#il & B ik
KA 7 AR AN [ BE K SR A e o
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2.1 FPAgs R

CAIl B RS 1 BB, i 8S, UiAE =
R 0T 5 R S R Rl 1, DLSCR R R IA
KA ERASES KR ARL B K&
OptimumGene™ {4k J5 45 43 1. CAI i H 0.68 2
%] 0.83, GC & EIMEAK (40~60%AFH) ,
T 5 ANEAE H JCAF Poly A (AATAAA).

=1 ARL EREMUER
Table 1 Optimization result of ARL

Optimization Parameters  native gene Optimized gene
CAl 0.68 0.83
GC content 44.88% 42.95%
Poly A (AATAAA) 1 0
Destabilizing (ATTTA) 4 0
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Fig:1 Identification of recombinant plasmid
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Fig.2 Screeningof recombinant Pichia pastoris X33/ARL
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Fig.3 ODeno of recombinant Pichia pastoris X33/ARL
(X33/pPICZoA as control)

A X33/pPICZaA-ARL  J. X &
X33/pPICZaA 1E BMMY 15 773 Hr it A K A L i 3.
MELEH, SR X33ARL AKX E, WEE2
(R R NI PR] (Rdd AN RIS TR AR dH. [RI,
WS | E AR R AR (B 4, K EIE s
B BTG i, RS S 120 h k3 K1H 65
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Fig.4 Supernatant activity of recombinant Pichia pastoris
X33/ARL
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Fig:5 Glycosylation analysis of recombinant ARL by
SDS-PAGE
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