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Introd.uctloa
ry

Many gran negatlve bacterle anrl a few gran positlve

baeterla are knowa to possse ensynss on thei.r surfaee whlah

catalyse the hyilrolyste of ougar nuclesHdegr fhees Gnsynr

protelns are consLd.ered to be loosely atteched to the celL

surfaoe (rard "td Glasarp 1958, 1969, between the cell waLl

ancl ceLL lcmbrane. Fron yorst Glaser g! gt. (1967) hare
' reported the prlfieatloa aadl p:opertles of UDP-glucosc

\rd,roLase, whtch llberates ur:ldlne' tuorgmlc phoslbate ani

gLueose-1 -phoophate fron the llIP-eug&rf,r UDP-sugar bydmLase

has been lcroryn to Barttclpate !.n tbe regulatlon of lrD?-sugar

pooL tn $, gglg (Gl-aser Sg gl., 1967 and tryarct and GJ.aser,

1968). the enz;me rthlch can lrydrolsse ADP-glucose to 5t*.EffP

and a1pha,'.D-glucoee-l-lhosphate hau al,so been raporteit lu

E. coll (Glaser anci lvlauck, 1972r. BagllLus spbtllls T.'r-21 ls

homr to contaln mroleotlde itlpbosphatc rugar hydrolase

sinllar to E. c,oll enz3rue, but wtth a nuch broad.er eubstrate

epecfflcity, when grom r:ndl,er cond.ltlons of phoeph.ate lUnl"te-

tlon (Uar:ct and. Glaaerl l9?0).

$or:nino g! g&' {tggg, 1966 aJ bave relnrterl the presenoo

of GD?-glueose r glucolydkolase uilteh bydrolasee ODF-BLusogt

tnto GDP srd gluooec. llhls l'; thc only llcport m tlre

cxLstence of an enzJrme invoLved ln the dl:sat release of eugar
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fro* ttrc sugar nucleotl.cle (Clp-gtuoose) tn nlcroorganlsm

hrrlftoatlon and properti.cs of 6pp*glucose I gluuobyilrolasr

have been reported. (CaUtU g!.9t. r 1972),

It hae been mentLoned in Chapter II tbat l"n the courss

of 'studlLer on the synthesle of glyoogen frsn l$re' l3P*g1u6m* t

gLucohyd.rola.se actlvlty han been observed. tn the crude oelL-

free extracts of &tycobacterlum smeg.na.tls, $. g!!g! ard

E. tuberouLoelp Hr?tr, In ordler ts rmderetand tb sxaot rols

and. regulatlon of thls new enzyrnen 1t ls neoeesary to etu{y

tbc propertiss of the purlfledl snsyma andl hence the prcsont

wor{c on purlftcatton has been unilertaken.
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Experlment al

Brrlflcatlon _of A}P-eluooso t gluoofsrdrrlase .

Slnae the aettvlty of thte Enuyue l.e htg}ter ln $. phlel

than Ln other strnctee of nycobaoterta studledl AD?glucor t

ghicohytlrolase hae been prrrtfleil frono M. pblel . $. phlet

ccLls were gro*! as desa:rtbed tn ahapter lff eA fitc{ fcnr

the purlftcatton, ALL the steps of, purlflcatlon are carrletl

out at 0-5'C unlees othesrylee mentloaed.

henagtion of eeIl-free extraetr

For the Inepsatlon of ceLl-frcc cttract, 10 per cent

(w/v) suspend.on of cel1s rlt lde 1a 0.05 &1 ft'ls-ECl buffer

(pg ?.f ) and eubJeetc{ to atodlon r OeEsr{bed ln tbo

prevLous chapter. |Ib ronlaated extract was centrlfuged at

201000 = g for 2O d.mrtes ln a refrt-gerateil oentrtftrge. lhe

preltnlnary erperlrente showed. that the enslrrre !,r present ln

the supernetant fraetlon. lllreref,or€' e0r0O0 x g supernatant

of thc aonlcated ertraot ras further epun at 105 1000 x g for

t hr 1n a Beakuan uLtracentrlfuge lvlod.el Ire 658.

The sugnrnatsrt obtatned l.n the above step was uaed' for

the pslflcatlon of the Gncyae t
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Prell.utnary enlerdnents guggested that the enslrlae waa

preotp!.tated between 50-90 p* Eant setrpetlon w!.& awaiun

eulphate.

fo 110 nl of 10tr000:c g supernatant fract!.on equaL anornt

of eoldl ratrnatcd aqmon!.um sulphato mlnttcr prertouely

neutraltsed. to pE 7.5 ras adtlerl elovrly 1n ernail- vol-umee wtth

oontlnuous sttrrlag udng a -^gnettc sttrrer, .A.fter 15 ntnutee

the solutton was eentr{.fug.a ln tbe cold at 101000 r g for iS

ntnutes. Ihe preclpltate St"alned ras dt*arated. lfo the

nrpmtatant 57 g ol flne\y politerrrd anrnonlur mlphate ras

addetl ln smal1 clounts nrvr the olutlcn tar conttnouel"y etlrred,

rhiLe aildlng eolldl enonfin aulphate. After 15 ntnutesr the

solutlon was eentrlfuged and the supernatant was ,illeoatded.

fhe preoipltate ras rlissolvad ln a nlnlnun mount of 0.05 X

frls*H0tr buffer (lfl t.l) ad dlalyzed ov€flrl.gbt agatad thr

sane buffer wtth eeveral charges, 1111 the last traces of

annonlun sulphate were remsyedl. llhe acttvtty of the €nsyn6

ras iletErrolned ln tha Broteln fraottsn thus obtalnedl. At thts

step lt ras found that the plrrtfioatton vras only about 2 folcl,

b*t'/'-F-15 _Feph,adex .[ 50 ehromatog:ap]w,

5,
DBIS "lcphadex A-50 chrsnatogrep$ wae trtedl fsr lhrthcr, a ,

purlfleatlon of the enzJm€. llhe nEAg iaephadex lon exchanger
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was sugBend,ed ln 0.05 M frte-H0l buffer (rH 7 r5l oontalnlng ./
/,t4 ---rr' I0.05 M XClr andl naehedl several tlree wlth tre sa$e bufferpfft' /

thr fE af tha uaehlngs raa the 6tse as that sf the buff,er [ger[.

A suspenslon was nad.e anl paoked tnto ln a coLunn (+f t, Z.a

ous) and equlllbrated wtth the Bam bmffer ove:rrtght . Btrr;rre

protel.n from step 2 waa Loadled onto the Drar-eephadex ooLunn*

lhe engJrme protein was e lutetl usl.ng a ltnear eoncentratlon

grailtent of Botaseluu eblorldr frsn 0.05 U to 1,0 tfi' tJn 0.CI9 l{

frls-H0l buffer (pH 7.5) by adJustlng the fl-ow rate at 16 ulo/hr.,

glght n1 fmstlone w6re eol,Leoted ard protetn anil enayme

aetlvlty were deterntned ln Faoh freotlon* llhe ensyue acttvlty

appearecl as a slng1e Beak as atrowr ln Flg. 1. Ihe fractims

eont al rdng tbe enqyn aotlvtt y were pooled . For Eonc entmtlng

the enzyu the conblned fraatlon was preclpltatetl by the

addlltlon of e'nnonlu! nrlphate (90 per cent raturatlon). fhe

preelpltatc tbus obtaJned, was dlegolvs6 la a\ntnlnun nolune

of 0.05 M Trls-HCI (pH ?.5) and rllalyzecl onem.tght wlth

eavsral obanges or trm/iffF*". fhere $as a oongl0erable

lnoreaso ln the epecifte aottvlty of tlm ans;nne and the 
,

prrtfloatlon was forrnd to be fT'AoIa over the sr"r,rdle €nz;l'-fier ,/

$spladtex eel 8!.11 rat {St4,

Further purlflcatloa wet attenpted by sepheiler S-300

gel fLltratlon. SnelJ-lng CIf tb segbadex G-200 gelwas
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fhe elutlon was carrted out usl"ng '09 nl of O'09 H

. rrte-Hol ;;r;l l (pn-r:fl-;rrt"1$*,0'05 M Kcl' ln c
llne* g""iii"t ii rcr- iron 0'05 {tg 1 '0 M' the
fLorrr rate i"i--ig-nr p""-Lour ann g ul fractlons were

coLlected .
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carlc{l out ln 0.05 M lrls-fiel buffe.r (nn ?.5} as dsaorlbed

1n obapter ffl� Tbe gel thus prepared was packed lnto e

osluur (+l t. 1.5 cna) a,ndt cqutLtbrateit overrrtght nl.th the 6eut

buffer, Yold voLume rae dleternlned, ae d,eeoribed tn thc

Fr.evtoue chapter by etlJusttng the flow rate at 6 m/hour.

![he fraEtton obtalned, fron the DEi$-sap]eitex aohm rss

then leyered on the eephad,ex G-200 column sn$ eluted $f,tth 0.05 g ?
an/- uerL- ;

Srts-I{Cl buffer (pH ?.5). fhe bed height ,s{tne flop rata irrul,a-- '

sa& er u,g6d for dletsmLnilng:,tlrs vol{ volume. 5'O u]' fraattong

were collecteel and protein coneentratlon and ensyne aotlvlty

itatErt{.ned l,n eaoh fractlon. ft waa obesrred that the €nryms

fractton was not "flt"a ln tUd-voLil voJ-um lndtcattng that

the enuyr@ proteln ie of, lsw noleculr wetgfit' !..€. belory

200r000n l[hs frestisns 6ontalntne &a cnzyre actlvlty were -/
f \ /./

pooledQ€@ and used for stuclylng the propertlee. The L/

purlficatlon obtal.aed was about lfolA over the snrdlu cnr;me.

Bunary Of, tbe purifloatlon proced,ura used Ls glven ln table 1.

She esttmstlon of actlvtty of ADP-gLucose glueohyd'rolasc

was oanLedl out accordltng to the ,ttlaY A glven ln chaptcr 11

unlesc otherrrlsc mentioned' Proteln was deterd.necl accordlng

to the sethod of uq,fti.*\I.q' nn& Chsllri-Qvr (t941).
tsf
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Results and Dtscusslon

?ro pe rt te s. gf 4D?:s1uc o sS. r. sJ.uc ohv dr ola s q .

fdertlft.cattop o{ thg prrducts of reactlon.

Slth the parttally 3nrrlfledt onsyne fepration, the

prodtrcts of the reaotlon were ldentffe{ ae A}P and glueoee

by ustng two d.lfferent net bds of s,ssff r rn assay A cleserlbe{t

1n chapter II, the actlvlty was dletergtne{ by oonverttng ADP

f o r m e d ' f r o n A D I t l 1 n t o A I P 1 n p r e s e n c e o f a s p e c 1 f 1 c e n z J r f � �

p5rmvatc kLnasc adl phorpbocnol ry:nrate. lfhls cstabltsbcs

th* onl of tb lroducte foil.d 1s ADp.

tor tbc ttlentlflcation o, gtr.."*e as the other pr.oduet

of rc*tton, elrry B dcse?lbett ln ehapter II wac ueedl. In

thle proced.ure ADP-(glucose-14C) was used ae the subetrate.
140-g1lr"ose fo:necl was tdentlfledt after separatlon W paper

ohronatogaptry.

Dffeot of pII.

l lwo d.lfferent buffers w6te eurployed to\-,the tteterntnatlon

of opttrnrn pfl for the GntrJryne actlvLty. She results shortil 1n

FLg. 5 r.eveal thet optlnrlm pll for the aatlvlty of thte enzJrne

1s around 10.CI. It rnay be polnted out here that there are

enuynes 1n itreobacterla extri.bitlng htgb al"kaltnu pfi optlnun.
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sFYScS OS PS ON tl{s

GIUCOItrSRC&AS}, r. -

AcTWIrr 0r .AI3-'G!UC0S3 |

lhe aasry nlxture I'n f -ig* volume of -0'5 
nl corrtalned'

10 u motes of 
'il;":il"t-t#?u"-(t-_t) 

-o" 
glvclne-ira0H

buffer (q--*-o)r 0'?b-1t toi! 'oi-mp-glicoeel 2to lt  noLes

or Lrecre,. I .0 ;',il"!"^;ripr'JJqr'""";l rB:H3l;: t!#tot

lnfi:;[, tx":['.r t'?&=:]lst!# -?*fi [ " ;; ;'v n' erv e n tn
rha sectlon ojTir.:t*"i"r" ,fo-ln"{noae'tn chapter II' +:

i
l
I
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FICITRE 1.

!FT'EC[ OF IRCNEI$ CONCEMNATTOS

She reastLon nl,xture :ln a ftnal volune of 0'5 ilL
contalned, fO [-mofe" of efycln* Na0g_-buffq"--(*t 10.0)l
O.75 p mol-e o! ADP-glucoie-; 2.0 lr moles of Ug0lei 1'0

rr-ti,-"f'- oi-rgt; tg-FE of pyrwate klnase en d varytng. .
a;,*i "-or-6*v** Fo bri: other expe,rlraental oondllttou
19ere as descri[ed ln Chapter 11 for the enzyup &88Sre
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fabLe 2.

slrsstRArn $m0rsrcrrY 03 Anmrucos$ r Gtuc0r{fffiortsE.

Reaotlon ral.rtwe cmststed of 10 F aoles glyctne-Fa0H brrffer
(qn 10.0); 2:5 l ,  noles MgCl2i 1.0 p uole f frbspfroenol pynrvatet
10 ug pyrgvate klnase; enzyfre prot'ein B ug and.0.?5 u-mole of
sugar nucleotlde. Other experLmer*al eondttions were as
descrlbed tn Chapber f I .

Sugar nucleotide
adiled

Specitle .acttvlty
unlt e/Y:.a.lu,g, lnoteln

AD?-glucosa
GDP-g1ucole
CDP-glucoer
UDP-glucosc

ADP-nannose r'

.AnP-rlboee

6 7 . 1 5
g.go

o
o
o
o
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$i&1g-2.
' DFrEg! OF SULHYDRYI RSASUN$$ OS {}p*GLUOffiS I SLUCOIIIDR0I0.8S

NCTTVITT. *
fhe reastlon nlxturc eond.steil of, glyc!.ne-Na0fi buffer (!H
10.0) tO p nolea; ADP-GLucose-14C) r O.75 p molet enzyln€
pr_oteln,_b^pg ancl sulp$dryl reagente (5 it noLee) in a ftnal
volume of 0'.5 nl. 

, 
'

Sulpbr(tr1Yl rcagent' added
14c- elwosc fo::atd
apn x 1O-1/W proteln

Sone 299

10 n![ DnI 220
217t 0 u![ GSH ( retlueed )

10 EM eyetefuu 129

10 loX beta-mercaptoethenol 621
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The fatty aeidt synthetaee of g. 50? (pa:rrtn Khan and venklta-

subraluan1mr 1964) I aopd,rssLr:"ase ln $. tubereuLog$s H'?nr andl

$. -t"uberc.ul-oFlB. HrrRa (Jayaraman g! g&.r 196S) and .il,33$ pytfo- ,
So rhe- r/

phoephorylase of $. ,emefrratle (lrapp and ELbelnl 1972) are J.cltr-

. exa,mples of ensym€s wtth hlsh alkallns !II.

$ulstrate geeclflgjltf .

Several sugar nucleotldee were exarnlnedt ae .. substrates

f,or the aetlvtty of tire enuyme. From tho rq$ul'te prscrnted

1n TabLe 2t lt ie evLdent that AIPG 1e the eubetrate for the

enuyne. Wltfi GDPG as a eubstfete the aotlvlty was lnslgll-

floa.ut aa cmlnred, to that wltb tDRl, rvbereas otber sugar

nueLeotliles enployecl ln tbc etudles reere rnsble to serre I

substfatee. tbeae flndtrgc elcarly shor tbt ADPC le tho

natwal substrate for the acttvlty of thls ensJrneo

Effeet of sulphvdlnrl- reagents. 
'

fhe effeot of certatn sulptqydrVl reagente wers cxentnodl

on ths aetlvtty of tbc cnsJnno. fhe rezuLb (fable 3) Lnclloatr

that DTlr red,uced GSH and cystel-ne dLd not stlmrlate thc

onsJrno acttvtty. Cystelne ahoweil sone lnhlbitton, Our tbc

other hanrl; beta-ueraaptoethanol ettmulatetl the actlvity of

the enzlrme to a consJ.dLerable extent.



t r . r l

, llabLe 4..
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the activlty was cleterql.nedl accord.lng to rr,Ltay 3 cleecrlbed
ln"Materd-alb ancl nethmei: fhe assay nlxture in a flnal volum
of 0.5 n1 conslsted. of 10 p r.ngles glyclne-I{ao}I buffer (p!I 10.0)t
O. '15 ;r  mole of AnP-(Glucoee-14c); enzyne proteln I  Ag and
metal '1ons ln concentrat l-ons as ehff in tn the table below.

Metal lon A--^---^--^r 4n-*1,-ou" forgect
added 0onoentratton' "pil-i^ ft=77^i" iiotern

trorc
MgC1,

MeCla
MnCl z

CoC3.n
3aC1,

CaCl., 5 nU

1 n f

5 n X
5 n I

5 n M
5 n U

,2'
,74

1080
' 1 0 5 9

759
55
5 5
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gabl-g -lt

SFfECt 0F I'IUCIEOTIDES GS [IiE ACTTVItr oF A]?-GLUOOSE r 6LUCO-

I{TDROI,AIJE.

the follovrtng assay procedure was used 'for 
the deternlnatlon

of the activtty. The reactlon mlxbure 1n a flnal volume
of 0.5 consistecl of 10 p moles of gllrslng-lfa0H buffer (pI{
10 .0)  r  O.75  p  moles  o f  ' l , l p - (g lucose-140) ;  B  pg  o f  enzyme
proteln and hucleottdes 1n concentratlons ne'ntioned. belorv.
14C-Glucose formecl was estimated as descrlbid ln Tabl-e 7,

Nucleotld.ee
added Conoentration

14c-glrr"ose. formed,
epm x 1O-)/ng proteln

I{one

5f -lBlP

5 r-$m

A}P
A}P
AlP

ATP

1 ;

5 n U
I mI[

5 m M
1 NIfi

5 n M

,57
748
415
517
211

552
147

0.2 pr0t of AI?-(Glucose-1aC) r,vag used.
I



FIGURE 5.

I,firET[t.ss3R-BlIRg gL08 0F tm nEIIJ|JTIONSI{I? SErWSEF ADP-

GI,UCOSE r SI,UCOTXTDNOI.'AST ACIIWff AIqD ADP'&IUCOSE

CONC}:NTNAI ION.

the assay was cagl-ed. out ac'cordlj.ng to the proeedrue
(assay B) descrlbed ln chapter II for the en&lms'

The reactLon nLxture ln a flnaL volume of o.? mI
contur"ea 10 lfi;i;; ;f e.t?t4-Ila0H-buf fer (pH l0:0) I
0.2 uct or al i -(Glueose-T4b), I  ;rg of enzyme-pmteln
ffi {;;t:yite- *o"nte of cold" aryJglgry-se ' s ts expressedl
sf, u mole of A3P-glueose per- *f ina V a,s l4g-glucose

f ome cl ( opn x 10-4 I -g P\o tei-) .
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.  Ef fect  of  metaL Lon.

Sha resrlts presenteil ln tsab1e 4 show that conslderabl-e

stlml-latton !,n the curlme aetlvlty sag obaarre{t by !&**, ffin++

alrd ca++ at a ooncentratLon of 5 mtrf ln the essqy mlxture. llhe

etLnmlatton by tr[g** and I&++ are al-nnoet the ssme but wlth ca+*

tt ls less than the other aetal 1ons3 Co++ and 3a++

eignlfl cantly lnhlbltett the enzJrne actlv lty.

Effeot of sl$strate eoneentratlon.

lhe effeet of aubstrato "conc*niratLon on tbc aottvlty of \

?
the ensyn€ was stud.Lealr. [he'Kn fm lDP*glucoeer f,ron

lLneweaver-Burk plot was forrnil to be 0.89 x 10-IU (trlg. 5).

After studyl.ng the oofactsr requlr€nents ancl ths opttual oEndl-

tloneo for aosaylng the enuyne aotlvtty tbe effeet of sone

offipfisr{le rhi.eh are 1Lkcly to aoclLf} the enEryrae aotlvlty

' wa,s etudled.

Effect of Bucleotides.
'

She effect of certaLn nuclcotldes were examLned on the

actlvlty of thc ensyne (fatte 5). tbe rezulta tnill.oate theil

5f -"AMP, at Low concentratlonE (1 nU) stl.rmrlated the acttvlty

of the enuyne whereas hlgh eoncentratLons of .[DP ardl "UlP

tnhiblted, the ens1nne actlvlty. $onntno g[ g!, ( tggg) have
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Bable ,  $.
. EFFECI 0F SO],{A }$TASOITITXS 0N T}IE ACIIVITY OF AII{I t

GI,llO0IlfDR 6l.ASA .

fhe assay systen ln a fl-nel- volrne.of 0.5 nrl ooneLetetl of
10 B nol-es bf etyctne-Na0lH buffer (pH 10.0) '  0.7 p noles of
ADP:(Glucose-taC) (0.2 pcl)r B IrB oi enzJrne proteln ancl.  1.0
p nole of netabollte as' nnentionbd ln the table.

Metaboltte
added

14c-n1.r.oae formed
cpm i rc-1/ury protel:o

I{one

GLucose-l-?
Fructose-1 -P

Fnrcto se-1 r 5 -dL pho sphate

$rrwate
Succlnate
Funarate

,ra
326
724
775
720
725
299
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observed tnhlbltlon of GDP-glucose r gtuoolryd.rolaea by GDP end

.A,ltPt andl tbese autbors have attrlbuterl the S3? J.nlxlbitlon ag

oonpetattye* Ilencer dcerrasedl aettvtty obeervecl ta presenoe of

In? nay be clue to conpetative tnhlbltlon. fhe lnhtbltlon of,

lSP0 gluooltydlro:Lese by htgh consentratlons sf AEP provldee an

explanatlon for the aocumulatlon of g\reogen ln S. ph.let end

other nnyeobacteria gronrn tn nLtrogen deflclmt med.la. In

norna.l oeLls rok of SDIII gluaotydrolam nay be to bydrclyse

ADSO and thua prevent lte accuunrLatlon. Howevorr J.n nltrogea

deflolenoy tt le knoru thet tbere te exceeelYa eoeumrLatton

of A[3 rn&ich ls ehosrn Ln the Jresent etudlee to lnhlblt A]FG

g}uco[ydtolase. fhle results ln aeoumrlatlon of A]36 whteb

te l.llroly to bt utLllaed for glycqgen ryntheelc' fhua tntrar

oeLlul-ar Ievele of .ilIP nay regulate tbe aettvtty ctr thls

eng]me.

Sffcot of oertaln netabolitee.

Ih order to ftnd out dretber any of the lnterrnedtstsf

of g}ycolytlo pathway and. the trtcarboryllc acld ayole uodlf$

tha aotLvlty of ltm r gluoohydlmlelrl tha cff,est of som of

of these netaboLLtes hc been studled. ft te evldent fron the

results presented !n table 6, the* theso metaboli.tes rito not

havo ary effect on the actlvlty of th* €nuyme.
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l labLe. ?.

EFgEff! OF SUT,SIIIDRYL IITRISIT0RS 01{ nHI A0ffVIfY gf A!?-OnU0ffiS t

GIUC GIT}ROT,ASE .

fhe essay ryetcn eontalned. 1O n noleg a!.gluotno-I$a0H buffer
( p H  1 0 . 0 ) ;  O . 7 5  p  m o l e  o f  A D P - ( C f u e o s e - 1 4 C )  ( 0 . 2  F C t ) ; 8  p g  o f
enzJme proteln ahd 1.0 F mol-e of lnhtbltor 1n a fLnal volume
of 0.5 nI. After lnact' lvation 140-glucose forned. was separatedl
and cowrt ed .

Inhlbltore
t 4c-olrr"ose forxned
oBm i lO-3/w proteln

Sone
PCMB
S-etlqtrl-nalelnidc
Iod,oacetate

315
2W
19'

, o ' �
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f 4ble. I '

gfHESf OF ISI0$S OIs nm .ICSMIY 0r .A]P-.GI'UCOSE r GIUCOfifDROIi-Sg'

llhe rreactlon mlxture ln a flnal vol.rme of 0.5 nL oontalnod thc
follovulng: Glyclne-IrlaOll buf,fer (pH 10.0), 10 F mol,eei AnP-

-  ( c lucose-14c )  (0 .2  Fc l ) ,0 .75  p  mo le ;  enzyme p ro te in  B  ug  anc l
anlons at a concentbatlon of 2'.0 rn&I, '

itnlon
addeel

1Ac-oL,rooee forned
cprn I rc-3/ng proteln

tronc
Pho epbats
Sulphate

Sorats
Sltrate

E}8A

,r5
ua
,05
310
,25

106?
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Effect of eulnhydr"yl lnhlbltore.

. t

!h€ studti.ee on tht effeet of several sulphyd:yL

l.nb!.b'Lto"t on ths aottv{ty of the cng}rne show (table ?} tbat

tod.oacetate 1s a strong tnhlbttor of the enzyuc thus corl-

flm!-ng the rcqnlrement of, -.$H groups

tnhtblt lon oaueed by N-ethyt]na"Le1nldlc

3CMB.

Fffcct of Fone qrllons.

for the. aetlvtty. The

EffrEt of sone sfon

actlvlty of the enzlme,4he results tndlaate that pnosphato

at concenf,ratlon employeel l.n the peeent etudles sbowetl soBG

tnhlbltloar wlpreat othes antona failed, to produeo any ef,feet

on the enuyme aottvtty. ED|!], caused. nearly 5 fold lncreaeg

ln acttvlty.

fhus tho ebovs etudles wlth the partleXly purtfteil A}!e

gLucohydroLase show that tte optlmuu pH Ls arcmnd. t0 and ls

stlmdaterl by &xvatent netal Lone (lfhs qg*+ and ftr++) ana

beta-meroaptoethanol. Ita aottvlty eppears to be reguS'atetl

by lntmcellular leve].e of A[P.

t /


