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1st trial: AS activity of synthesized
OASAZ2 mutant proteins
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The first round of mutation analysis was done for 40 various
mutations. An ammonium-dependent AS assay was performed with
each single AS a-subunit enzyme with three different concentrations
of Trp (0 pM, 10 pM and 100 pM), independently. This mutation-scan
revealed several mutation points that affected the enzymatic activity
or the Trp-feedback inhibition of the enzyme.

2nd trial: Combination effects of
mutations on the enzymatic functions
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The single-mutation analysis identified four feedback-insensitive
mutations. However, except for A369L, they reduced enzyme catalytic
activities. Aiming to confer higher catalytic activity to those feedback-

insensitive enzymes, we next attempted to add another mutation,
which might improve the catalytic activity, to those mutant enzymes.

L530DEREZWATEZZETTrp7 + —RINy VEBZEEH#
FLUDDASEESNM LU,

\

Y367TARBERLDFERRBEZHTrp7 «—v FICy VBRI

3 I AFEMIR TARK L7Z OASA2 28 AR OB NI MR E
(#£)0OASA2 @ Trp FEAEIKD T X/ FEFR IR U TN T 2/ R A8 B % 38N USRHT L 7= 4%
@374w%ﬂ/7#@%¢fi% IR AR A U S A B R A MEANEA LA R

Analysis of the tryptophan feedback-
inhibition of OASA2 derivatives

Kinetic parameters of glutamine-dependent
AS activity of the wild type and mutants of
OASA2, reconstituted with OASB1.
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AS activities of the wild type and mutant OASAZ2 proteins were
analyzed in the presence of several different concentrations of
Trp.
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Concentration of the free tryptophan in transformed yeast cells
expressing OASA derivatives
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In order to confirm and characterize in vivo functions of the =
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