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MAn1TRA Laa L nana transposition inactivation wua1
Audia¥roianled iwuiFaiuiad i a ?euaniﬁaﬂnaﬂnjﬁun?é Bacillus
megaterium uaziﬁgnTnauaéuu plasmid pMLV101 imune UT=ua 2.7
~ 3.1 Kb 1iiann1éa plasmid pMLV1O1 &2aiaul¥dEaswizriie
HpaIl uun1ﬁduy1é 2= 18Tud2u DNA mueils=una 2.8 kb FeliiFadn F1
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w131 F1 us PAC gene AAATY LUANINTT subclone BuaIu F1 uiy

plasmid wIME pACYC184 az & plasmid enﬂdu PBA2, - pBA3, pBA4



uaz pBA32. l:aﬁ1 plasmid enuduﬁtﬁﬁijaungi Escherichia coli
wui1 E. coli nl&Fu plasmid gnuiutniwﬁ dwrTaaTreiau il waii-
FaauiaRiad lun13d@nwa 18a519 Plasaid pHBA33 Fvidavnnarsidauda
Fudu DNA F1 13771 shuttle vector pHV33-2 n#@1m1TaLwuIuanly
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jaun?a E. coli wuaz B. subtilis 1a. uuoﬁnqiaun1a E. coli

uaz B. subtilis nlaFu plasmid pHBA33 3za¥1viaulddiwuidadu
tadiadld.  Taad E. coli aza¥rviauldiuvy  intracellular

] B. subtilis ?zd¥ﬂotau1ﬁﬁunu extracellular LfuLRaa

»
nu B. megaterium. Subclone E. coli nInmua (pBA2, pBA3,

pPBA4, pBA32 uwaz pHBA33) WiFumiaulddl activity lnRisaeiiu
activity m#avy E. coli nju plasmid pMLV101 u® B. subtilis 0
5u plasmid pHBA33 A= lHiwuliBasutaBiad  activity 121

activity n1adi1a B. megaterium UN-1 t%nﬁaa.
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ABSTRACT

Localization of the Bacillus megaterium penicillin
acylase (PAC) gene on plasmid pMLV10l was done by using the
transposition inactivation technique. The PAC gene was
found to be about 2.8 - 3.1 Kb in length. Partial
digestion of pMLV10l with restriction enzyme HpaII produce
a DNA fragment (Fl) of about 2.8 Kb in size. The F1 DNA
was found to contain the PAC gene. Ligation product of F1
and the plasmid vector pACYC184 (pBA2, pBA3, pBA4 and
pBA32) made the Escherichia coli (E. coli) transformants
produced PAC enzyme. The recombinant plasmid of F1 and the

shuttle vector pHV33-2, pHBA33, also conferred both E. coli
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and B. subtilis host cells to produce PAC. All E. coli
subclones (pBA2, pBA3, pBA4, pBA32 and pHBA33) produced
PAC at about the same level of enzyme activity as
E. coli which carried the plasmid pMLV101l. The recombinant
B. subtilis which carried plasmid pHBA33 produced PAC
extracellularly, but, its activity was slightly lower than

that of B. megaterium UN-1.



