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Table 1 Strains and plasmids

B R R # LIS
Strains and Descritior
plasmids escription

E.coli Ass  jtrpEs5, recAss
E.coli Cgoo  jthr,len,thi supF46,lacY,tonA F-

E,coli MCio000[F-,araDiapA(araAB(-leuye7e,
galV,galKK A(lac)X74rpsLl, thi

E.coli HB1o1 lhsdR- hde-,recAls,supEu lacY,
leu ,proA; ,thi-1,Smk

pPA 2 pRK7s3 2+ HindY] (A+B+C)
pPA 4 pRK733,2+ Hind ] (A+B)
pPA 5 pPK733,2 +Hind § (A+C)
pPAs pPK733,2+ Hindf-A

3. RNARE. FAE B Aibaf: 2
MRNACTY, KRB HE B F730—36hfT, 4
CHLWEREE, HEKZT 0.02mol/L
BB 2 rh ik (pH5.5, & 0.5% SDS K&
1 mmol/L EDTA) HEnE&HERART
BB ER, T 65°C/KERRE kiR
10min, &4 HE LER, HREREIE.
LB T0,02mol/L BEER B WP W S K By
-FRGEREY, SAREERE, L
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FATIRID, BRI Rigby LRI %
T, |

5,DNA-RNA S #2:% :DNA-RNAK
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Ik 1omin SR, HEEEZL 6 xSSCHE
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gk sE fRIE12—18h, JEERT 2 x SSCE& M
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Table 2 the effect of the hosts on the

expression of pac gene

331123 BEWE &

kB#HE Activity of| AXBHE ~ Activity of
E.coly B07a% E,coli gk
{u/100ml) (z/100ml)

HBio1(pPAz) 49,7
HB1o1¢(pPA4) 32,8
HB1o1(pPAs) 8.2
| HB1o1(pPAs) 12,6
MCicoo¢pPA2) 57,0
Ceoo(pPA4) 65,8 MCiooo(pPA4) 60,5
CeaotpPAs) 13,6 MCioo00¢pPAs) 11,7
Csoo(pPAs) 21,4 | MCrooo(pPAs) 17.4

fEd, EEIH Hindl-B FrERAIE ki
pPA2$ﬂpPA4&7F%B)#E&E<Jﬁ KIpPASHI

R RPTEATI B S REEER http ournals

Ass(pPAz2) 138,8
Ase(pPAs)  118,7
Asg(pPAs) 14,5
Ase(pPAe) 29,0
Ceoo(pPAz) 6.8
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Table 3 The effect of the temperature in dii-
ferent hosts on the expression of pac

gene
T EF AL E G (u/100ml)
KT Activity of penicillin acylase
E.coli 227 ! 24 [ 287
Ags(pPAD) 163,0 107,90 ‘ 18,0
Cgoo(pP A2y 61,4 44,0 1 27,0
HBi1o1(pPA2) 49,0 35,8 i0,7
MCiooa(pFPA2) 59,2 42,9 26,0
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Figi, Dot hybridization of penicillin G acylase
mRNA of four host strains
1. E,cali,Ase(pPAz) 2, E,coli Ceno(pPAz)
3, E.coli HBio1¢pPA2y 4, E,coli MCiroo

(pPAD
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CLONING AND EXPRESSION OF THE PENICILLIN
ACYLASE GENE

¥, EFFECT OF HOSTS ON THE EXPRESSION OF PAC GENE

Jiang Zhenlian He Jiansen Zhang Jibe Yang Lijuan Yang Shengli Wu Ruping
(Shanghal Instituie of Materiz medica, Chinese Academy of Sciences, Shanghai}

Four different plasmids with the Hindli -A fragment of penicillin G acy-
lase gene or HindII-A and adjaéent HindI -B,C fragments were transformed
into four E,coli host strains A56, C800, MC1000,HB101 respectively and six-
teen transformants were obtained,

The expression levels of penicillin G acylase gene in different host strains
harbouring same plasmid wete different, among them, the highest expression
was achieved in A58, the IOwest in HB101 and moderate expression levels
were observed in C600 and MC1000,

The expression of penicillin G acylase gene of four host strains were all
dependent on temperature , moreover , the HindlI-B fragment enhanced the
expression levels in these four strains to similar extent,

The amount of messengef RNA were determined using DNA-RNA hybri-
dization, It was observed that the guantitative differences in cellular pac m-
RNA were in correspondence with activities of the penicillin G acylase in four
Strains.' '

From above resulis, It was demonstrated :timt the host straing affected the
expression of penicillin G acylase gene at the transcriptionai level,
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