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Ikiss, A, 1A  Zsindely, The synt hesi s of myo-inositol-I-phosphatesynthase
_ (MPS, ECS5.5.1.4.) in wld-type Neurospora crassa
2\ Schablik and 2G  Szabo s o=t

trains is alnost conpletely repressed™—py—Tmosi
_ o a concentration of 50 };g/ (Zsindely et al., 1983
Effect of various inhibitors Bochim Biophys. Acta 741:273).
on the production of myo- -

i nositol-I-phosphate syn- V¢ studied whether the enzyne was derepressed
thase in Neurospora crassa after removing inositol from the  medium W1d-type
wild type—strarm Neurospora crassa strain RL-3-8A was grown at 27°°C

for 22 h in Vogel's culture medium containing 50 Hg/m
inositol. Follow ng harvest, the nyceliumwas washed,

_ _ . suspended in Vogel's mnimal medium and growth was
tinued for 22 h during which sanples were taken at various times. Enzyme activity
amount of enzyne proteinwere determned inthe 100,000 g supernatant after diSintegration
of the nycelium (Table If. Ean/ma ‘activity was determned according to Barnett et al.
(1970, j ochem J. 119: 83), as described earlier (Zsindely et a., 1977, Acta Badl.
Aad. i Hing. 287281). ~ e unit of activity is 1 nml P released during 1 h
incubation. . The anourt— of protein reacting wth nonovalent inmune sera  produced agai nst
hi ghly purifiedenzyme was det erm ned by rocket i mmunoel ect rophoresi s according to Laurel. 1
(1966,  Anal. Biochem 15: 45) in a 1% agrose gel containing 1% inmmne serum

. Table I shows that M PS becomes derepressed after renoving inositol fromthe culture
medium Four h later the enzyme activity and the antigen content becone simlar to those
measured in the crude extracts of the wild-type strain cultivated without inositol. No
fugtther t_change in enzyne activity or antigen content was observed up to 22h of
cul tivation.
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TABLE |

Derepression of the effect of inogtal upon
the synthess of MIPS in wild-type N. crassa

Growth* Enzyme  Antigen “ Specific
ainiral activity content  activity’

medium U/mg ug/mg U/ ug
()] protein protein  antigen
0 16.3 8.7 19
0.5 184 71 2.6
10 215 9.2 2.3
2.0 335 128 2.6
4.0 75.5 293 2.6
8.0 77.1 313 25
220 72.4 27.8 2.6

fCultures Of strainRL-3-8A were pre-
grown in Vogel’s medium containing 50
Hg inositol/ml, at 27° C for 22 h.

TABLE 1l

Effect of various inhibitors
upon the synthesis of MIPS

in wild-type Neurogpora crassa

Enzyme  Antigen “Specific
activity content activity”
umg ug/mg Ulug
protein protein antigen
control® 16.3 87 19
aoh
control* 91.5 35.2 2.6
+ cycloheximide*
2.5 pgml 5.0 13.6 04
+ eddn® 235 25.3 09
50 pg/ml

um containin
*: the cultures were

° araéH,RL-S-SA was ar wn at 27°C for 2
medi

urther

0 pg/ml inosit .
grown a 27°C for 5h in

0
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Voge's medium with and without inhibitors, as shown

| ohex
cultured
ture

wer
(Table |

a
in Vogel's mnimal mediumw thout inositol
S e
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W al so exam ned how the M PS derepression was affected by inhibitors of translation.
imde and edein were used as inhibitors of translation. The wild-type strain was
t 2Z°Cfor 22 h with 50 pnh inositol and then the growth was continued for 5 h
| with the addition of the inhibitor.
then harvested and enzyme activity and enzyme protein content were

The cul -
neasur ed

It was found that enzyme production was significantly dimnished in the presence of
cycloheximde and edein. Actinonycin D and proflavin, _ pot
transcription, in concentrations (10, pg/mh) that conpletely inhibited the growh of our
strain did not decrease enzyme synthesis.

as

potenti al

inhibitors of

We conclude that: a> enzyme production is derepressed when inositol is washed from
the cul ture medium and b) MPS production is regulated at the posttranscriptional |evel.
The same type of regulation was observed in MPS production of
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