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B2 J8hse s o ve 5 e B 400 e
Fig, 2 Recombinart plaques screened by radiclmmunelogical assay
A, BHME & recombinant phage ngt11-AS-1(6.25x% 10 ?pfu /plate)
B, D, agt1i(s.2 x 10 piu/plate)
C. BHMEH recombinant phage agt11-AS-2 (6.0x 102piu/plate)
B3 AWK ASE Ry L-R1] &2 B

BEEEh
Fig, 3 L-Asparaginase activities of (agt11-
AS) recombinant lysogens
B3, Yi0sn/agti1-AS-3-4 B4, Vipse/agtii-
AS-3-7
Bs, Yios9/gt11-A5-8-5 Be., Y10se/agtii-
AS-3-
Br, Yiogo/agt1]
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PRIMARY CLONING AND EXPRESSION OF THE
VIBRIO SUCCINOGENES L-ASPARAGINASE GENE

Guan Yingqien Chen Jianmin Pong Hueilin He Yunsheng Jiao Ruishen

(Shonghai Institute of Plant Physiology. Academia Sinica, Shanghui)

Huang Engshang

(Cancer Research Center, Univ, of N, Carolina, U.5.A.)

I-Asparaginase gene was cloned from Vibrio succinogenes chromosomal
DNA using the expression vector Agtll, which allowed the insertion of
foreign DNA into the P-galactosidase structural gene lac Z, thus promoted the
synthesis of a hybrid protein, Recombinants were detected by radicimmunolo-
gical assay using purified anti-L-asparaginase IgG, Out of 56128 recombinant
plagues,nine phages were shown to produce L-asparaginase antigen, indicating
these recombinants carried the L-asparaginase gene,

DNA was extrac;ted from 5 of these phages and found to contain the same
5.8kb EcoR1l fraginen_t(AS- 8) by agarose gel electrophoresié. Hence, only one
positive recombinant coding for-L-asparaginase was cloned, Nesseler reaction
analysis performed on the recombinant phages showed"positive color feactio_n
which indicated that the expressed protein possessed L-asparaginase ' activity,
Scuthern hybridization - analysis indicated that sequence homology exisfcd
between the cloned 5.8kb AS-8 DNA fragment and V, succinogenes
chromosomal DNA.,

Key words

Vibrio; L-asparaginase; vector Agtll; geme cloning and expression
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B i &
1, V. succinogcnes;ﬁ.’leA-EiﬂPﬁ;iaaqaétl1-AS_8 DNA i # Southern blotgesz
Southern blot hyh't'idlizafion
between chromosomal DNA of
V. succinogenes and 2P labelled
1gt11-AS-g DNA
A, V,S DNA,EcoR]
B, agt11-AS-3 DNA 4 EcoR]
C, agti1-AS:3 DNA
2, V., succinogenes DNA ZFEcoR | We¥/5a 2 5 M &5 a ik
Electrophoretic pattern of
V. succinogencs DNA digested
with EcoR [
a, V. S DNA
b, V. 5 DNA+EecoR]
¢, V. 5 DNA(4—7kb iragments)
d, A+ Hind} (marker)
3, agtil DNA g Gt pg MM {65 g B0RE 480 1 B 3k
Electrophoretic pattern of
agt1l DNA digested with
restriction endongclease
(a) Agt11 DNA (b agtll DNA+EeoRT (o) agtil DNA+ Pst] (d)rgt1y DNA +Hind])
(¢) ADNA + Hind §
4, BEcoR [ B BB KK Oet1l-AS)DNAw dik 5547
Electrophoretic pattern of EcoR | —cleaved recombinant phages pgt11-AS DNA
a, ;\gtu-A'S-u b, »gti1-AS-g ¢, mgfn d, Agi11+BEcoR [ e, Agti1-AS-g+EcoR ]
f. 2gt11-AS5-124+ BcoR] g, A+Hindf h, Agt1i1-AS-13+EcoR] i, pgti1-AS-14+
EcoRT .j. agt11-AS-3+EcoR |
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Plate T

Guan Yingaien et al, :Primary cloning and expession of the Vibrio

succinogenes L-asparaginase gene
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