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PR #1& Ncol \Hind I J T,DNA £1Z8 1Y
B Promega /\ &) ; Taq & .dNTP,IPTG [ 5 4
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233-ansB B ¥ PCR " B 3 # AnsB & H
DNA H] Ncol #i Hind ¥ 1L 5, EMIE A
PKK 233-2 9 ZE WREM ST BB M EHAR
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71/18 SupEthiA (lac-proAB) MR E X F IR F P IT
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2.1 PCR ¥ 3% AnsB £ H|
HOAR ) 1 2% . FEE R R BEEL CPU 210009

BHEAF. ERBHK (1Y% TritonX- 100, 2
mmol/L Tris-HCI pH 8. 5, 2 mmol/L EDTA)1
ml FIRE, 95 C N 4b 7 10 min, T EL 4L
WS uw AT PCR,

5|4y . E1.5-GGCCATGGAGTTTTTCAAAAAGACGGCACTTGC-3'
E2.5'-GGAAGCTTGAGAATGCCGTGATAC-3'
11:5-GGCCATGGAGTTTTTCAAAAAGACGGCACTTGC-3'
12.5'-GGAAGCTTAGACTGATTGAAGATCTGCTGG- 3

PR B4CEH | min; 60CH ¥ 2
min; 72 C¥Ef 1 min; TE3F 28 IX.
2.2 #4fi$ pKK 233-ansB 948

PCR ¥ 3 J5 ) DNA J5 Bt Bt J& L pKK
233-2 [A] Bt 43 7 B BB # B Ncol #) Hind B {§
k3% P B A 8 5 FBC R 0K 43 S A BB BRORL K By
Bt 45 L5 DNA J B e ik (BT A SR L
KBt T.DNA ZERER . BTN 2
HE b8 & e o8 0Kk B AL J5 ¥51E HB 101,71/18,
ATCC 9637.JM107 .CPU 210009, &3 848
&y FRAERELT .
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HEMESETHEEENW LB PR EA
KEMREE AT EEN AT IBH Fef
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WAOBEEE.BATEME 0.1 mol/L THERL
Zrh i (pH 8. 4)50 Wl WIEBIRIR IR L9, 1%
BESBHE.SIL&MA 0. 04 ma/L K|T&
PR JHE RS 40 46 M 50 w1, 37 C 4R 18 15 min, N %
PR 50 ul, 2HERABILAX N AR E
RO Ky R YEFAL T
2.4 L-RINNASIEEENAL

B2 0. 04 mol/L L-F[T&BHE 1 ml, 0.1
mol/L pH8. 4 TEE- I BR A E vh i 1 mlL 40 A0
BB 0.2 m FiIRED, T 37 CKBR
10 min, ) I5%=FH 2K 0.5 m A ILK
.2 4000 r/min B.0, N EiFW 1 ml, In&
FCil A 2 ml MZEIHK 7 ml JBE 15 min J§F
500 nm P b E £ AR B LR RS
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2.5 ER6GRIpespipt!
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Wl B L f5 H B R B Rk B OB pKK
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18, iR BF~HENESRARARERH L
T 35K IR IS P R TORL . SRR ME &R
BRIk RN K/ ERER=HEN®
MR TIrEE N R BREEA TR, A
B AR AT i KAy
JR AL DNA {E R BIM. A — X1 R 4% ansB £ H
WA PRSI L L, #E1T PCR 34,
HZERERED.FHEHASHELTHE
Ty DNA {EBIHR AT BRI 2 1. 08 kb |
ansB A FBGTI=HENKE. FEBE
ansB ZE[F DNA,
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High Expression of the Asparaginase I Gene of
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Abstract The coding sequence of the L-asparaginase 1 gene was amplified from £. coli CPU 210009
by PCR. The produced 1. 2 kb fragment was cloned in pKK 233-2 under the tac promotor, and the re-
sulting plasmid was transformed into 5 strains of K. coli. The results showed that the expression level
of the transformant, which was obtained by transforming the new construct into &. coli CPU 210009,
was higher than that of the other four. The fermentation experiment of this genetic engineered strain
showed that the asparaginase activity of the broth culture was 400 1U/ml at the top of the expression.
The specific activity of the cells was 48 IU/mg. The amount of the recombinant asparaginase was 48.
3 percent of total bacterial proteins. The molecular weight of the recombinant asparaginase purified in-
to homogeneous was 140 kD, and was the same as native asparaginase.
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