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The aim of tthh st to-o.tﬁia.sh the enhancement of

penicillin acylase bios s/ fire \QQOf Escherichia coli K12
69

harboring the plasmid

in any strain of E.coli wh:Lch 'ﬁb
: _"_,.ral_..“'ah.-"f', ‘-"it '\i‘ -

was found in a strain

screened from transférmants onetructed plasmid DNA,

Cg% was 5.5 Kb. However,

it gave low m uz}q Eijﬂ jich may be due to
the loss of the@m ication property. ecurrent o the amplification
oS PR

tailored firom pCR with the large fragment of DNA prepared from pSY343

b RE—
called pCR28 The aJrage molecular size of p

in which, the Kanamycin resistance gene was previously cut. This new
constructed plasmid was named p(ZR29 which later was identified as a
11.5 Kb plasmid DNA. Transformation of pCR,q into E.coli BD817 rendered
a group of new transformants, from which one strain so-called W21 was
selected to study the role of pCR29 plasmid DNA towards the production

of the penicillin acylase. The W21 strain gave a maximal activity of



penicillin acylase of 500 nmol sr min. per mg. protein. This
value was 21 folds higher than that obtained from the original strain

ATCC 11105 when compared under an identical condition.

Due to the presence of the run away replication resided in
pCR29 plasmid DNA, it, therefore, offered an advantage to a screening
method designed based on the\‘ nei yo a sibling selection for a
strain of higher copy pla N J"‘f two successive sibling
selections, strains so ca .254ﬁndmene isolated and identi-

fied as strains havin id but of different levels

of penicillin G resi ¢ e 1 : rities of penicillin

the two-fold increasﬂ in 1 ! icﬁlin acylase, Further-

more, when the cells were starved r an appropiate condition for

) it o ﬂhug @% 'm WU AV seiivan 2o
A0 890 AN NEIAL .

acylase was established that concentrating cell turbidity after
amplification to a total of 400 KU prior to shifting temperature from
37°c. to 30°C. provided a maximal turbidity of 600 KU whereas the
maximal activity of the enzyme was detected in cells grown under that

heavy turbidity was still maintained at a high value.
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ml‘

mM

= 6-Aminopenicillanic acigd

= American Type Culture Collection
L

= Adenosine - 5 - triphosphate

on cle aci

\; ) c acid
nt lease

sulfoxide

_’ etraacetic acid

gl

- Hydrochloric asid

Aut IneiEneDa. ..
= QMANISAIIANEAE

= minute

= megadalton (106 dalton)

microgram (1078 gram)
= microlitre_(io-s litre)
- millilitre (10™° litre)

millimolar (10-3 molar)

n
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