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ABSTRACT

The present investigation was undertaken to unveil the
mechanism of osmoregulation in a cyanobacterium. The halophilic
cyanobacterium that we used was Aphanothece halophytica which
possesses advantageous characteristics of being able to grow in a wide
range of salinity ranging from 0.25 M to 3 M NaCl. One aspect of the
osmoregulation process in a variety of living organisms involves the
synthesis and accumulation of a certain class of compound commonly
known as a compatible or an osmoprotectant solute.

In order to study the. osmoregulation concerning the
biosynthesis of a compatible solute, glycinebetaine in a systematic
manner, we divided the project into 3 portions :

l. The conditions in which A.  halophytica could
accumulate glycinebetaine. The results indicated that the presence of
high external salinity as well as an osmoticum namely sorbitol stimulated
glycinebetaine accumulation. Chemical factor such as the presence of
MaNOQ, in the growth medium or physical factor such as light could
facilitate the increase of glycinebetaine only in salt-stressed cells.

2. The biosynthetic pathway of glycinebetaine. The results
of radiotracer experiments showed the likely pathway to be choline =
betaine aldehyde = glycinebetaine. The operation of this pathway was
supported by the finding that the enzyme activitics responsible for these
2 steps; choline and betaine aldehyde dehydrogenases were detected in
membrane and cytoplasmic fractions respectively. Increased external
salinity could enhance the activities of these 2 enzymes. As in the case
of glycinebetaine accumulation, increased external salinity also increased
the rate of glycinebetaine synthesis of the cells. The evidence was also
provided showing that glycinebetaine could be synthesized from either
ethanolamine or glycine. These 2 synthetic routes were also stimulated
by high external salinity.

3. The purification and characterization of the enzyme
responsible for the last step of glycinebetaine synthesis namely betaine
aldehyde dehydrogenase. The results showed that the purified enzyme,
after ammonium sulfate fractionation, DEAE-cellulose and
hydroxyapatite chromatography was a tetramer of 30 kDa subunits. Both
NAD" and NADP* could serve as coenzyme. Sulfhydryl reactive agents
could modify enzyme activity. The presence of K' and Na® at or lower
than (.1 M enhanced enzyme activity. At higher than 0.1 M the



—

magnitude of activation was decreased for K* and inhibition was
observed for Na’. Elevation of external salinity caused an increase in

enzyme activity,



UnfnLe

Jmﬁﬁmfﬂwﬂf:ﬂqﬁﬁul?uuiﬁanu'ln'ulum:ﬂwqmw srueed Tuinlu
T TunvniGowsiinveunoudy soiiTuii a1Taflim Jelnadmmeiiuse Towi
unsimsudiosnniuemnsonie 1 lusmouidad 025 8 3 Tumd  veunde
Twidounaelsn nalndunilaidsd®iamme q Yssn 1§l swusealudn 1
msafiunsrzaumdsznoui hidhidunodesed Fusidonmsszneusiiaidunoy
wrniiidin nieonaluhlsmaunu Tagn -

|'|‘-|iui11=1ha1u3iufuﬁ1ﬁlﬂu;=uu Valdmiagduuuveanisfnuins
dunsizinemmniidalvgnitidod Tnoduiimy sendh 3 daudei

1. anzimlfadez o lnaduiing samsmanes wu ATANE 4
nieldemsfiiuus sdumovenmnd Wy woiinen sevsonsziulifinans semy Inadui
muthannnolusad 'uunrlnﬁ’ﬂ'n'ltﬂmﬁuu"Immnm'lurmnmu wieudnazvanma 1
umniavazfdadvasod fesiWandfidosmoldanen AT sRYBanfomniufie:
dmsozmlnaSuimdiuiy

2. Famsdansnzdlnaduiion minmsneasslaeds sRlemswe? wuh
Fnsdunseiiesiudd; Tndu > Toudorsed > Tnafuiion foyaruAu
mfuayumsinuvesiimidansisuil 18 nnmanmanesfiuraaiamsinmes
wulmfilifeaderluduneudl | wnzd 2 narfe sunsons ey ueaRIAveusy lxii ind
unnzmudodewd & lalatun A ludnveaduusuuazdvyes e Tndmeasiuédu
uazfanudnd aafumousniigaiuesiiiow i 2 & fedniuondinduty 3
noAndBafumAT AR INTIR BT B IR BB RIa G waonizquliaddans ey
Inaduiions 16adu uennniifeyariiosmaiet i biduaus Inmumniuraansonsoul
i Tnaduiliny madmmsoitee s nomiumde Inadulumadans e Inosuil
muldde  unsuderfunrudunouenididususoRunsdans e Inaduiim
Taoldfm 270 14

3. miilfeulwiimud of sod @ TaTasRmaus gniunzmsmn
queyiAvensulinl  wudr  mwnsod uowlad 13 qai Tnonsnamzneud o
uowTuidivndodn  awdwlasnInnswifllae  Adiebuns lensendozmInd awdiwy
iwulmnfi lAiszneudan 4 mizodeufivuamisetesas 30 Aloaiodu woulafawsald

. J L] el ) L LI i
4 o unziowed My lmenlnlld mabzanivinl§iionmmigadlsaia auiso



Wanunlnwenasavouey 1y Thmm@sun: TnAndeeufinudududug o1 Tuard
aununszguuendin  uatnududugand o Tumd WUTWU RTINS nTzdu Ian

1 Fd L4
K' weamnd luwasfivziianduiivewendialae Na' misdoasadniol®anudume
wonga Mldwadluenditveaon ludimuiy




