
RUTT1~R AND HANSEN 1 have demons t ra ted  the presence ot 
azymic techniques,  while an enzymic compar ison of the UDP 
of ra t  and chicken liver showed little difference in the U D P  
~d wi th  the  format ion  of galactose and tissues which were nc 
In  the present  communicat ion,  the au thors  have made a p 

?onents of guinea pig m a m m a r y  gland by  ion exchange and 
~eded in isolating greater  am oun t s  of U D P G  from m a m m a r y  I 
aeans from the liver of the corresponding animal. A prelimi: 
Le nucleotide components  of the m a m m a r y  gland. 
The excised m a m m a r y  glands from a 14 day lactat ing guinea 
r to  remove as much  milk as possible, and subjected to an 
extracts  were neutral ised to p H  7 wi th  KOH, KCIO 4 removed 
sted to p H  9 wi th  NH4OH and applied to a Dowex I CI' col 
wa te r  and successively eluted wi th  o.oo 5 N He1, and o.oi  

o.i N NaC1 respectively. Each  fraction was  collected in bulk, 
mcleotides, and the adsorbed nucleotides re-eluted from the ch 
.ce of ammonia .  Careful checks were carried out  to ensure tha t  
Le nucleotides was  obtained.  
The e thanol  ext rac ts  were subsequent ly  evapora ted  to a srr 
al iquots  analysed by  paper  ch roma tog raphy  in the neutra l  
ALADINI AND LI~LOIR $. The nucleotide components  of each 

o.oo 5 N HCl eluate: AMP and UMP were found in this fra 
hic compar ison ~ wi th  authent ic  samples and by chromatogr  

o.oi N HCl]o.oI N NaCt eluate: Separat ion of the nucleoti 
~r ch roma tog raphy  ~ indicated the presence of ADP. This 
'mically by  the  method  of BERG AND JOKLIK ~, and by  hydrol: 
hy  in isopropanol-HC13. Two phosphorus  containing compoi 

a nucmorlaes re-emrea i rom rne charcoal wlrn .50 Yo ethanol  conta~I 
t ha t  complete adsorpt ion and re-elw 

small volume in a cur rent  of cold 
e thano l -ammonium acetate  solx 
fraction were identified and fo 

fraction, and identified by  chrom~ 
graphy  in isopropanol-HC1 (WYA 

nucleotide components  of this fraction 
component  was fur ther  identi 

ysis to the free base wi th  chrom 
phosl  c g components  were also obtained which 

Lbsequent ch roma tog raphy  a were shown to be cytosine and gual 
pt ion m a x i m a  at  275 mN and 25o m/~ respectively. I n  the neu 
lvent  2, these compounds  were chromatographica l ly  identical 

U D P G  was found in this  fraction and was identified enzymicallN 
aper eluate in accordance wi th  the reaction of MU~CH-PETERS 
. By this  spect rophotometr ic  assay, the eluate was  shown to con 
probable t ha t  the remaining 3 ° % unaccounted  for by  enzyme m, 
matographical ly  identical with U D P G  in this  solvent.  
: A nucleotide component  was  obtained in this solvent  which, 
absequent  ch roma tography  3, was shown to be a guanine compo 
m u m  at  250 m#.  Insufficient mater ia l  was  present  to conduct  a e 
ographic location of this  compound  in the neutra l  e thano l -ammon 

ons are used t h roughou t :  U D P G  = uridine d iphosphate  gluc 
te galaetose, UMP = uridine 5 ' -monophosphate ,  AMP = adeno 
osine diphosphate ,  ATP = adenosine t r iphosphate ,  CMP = cyti~ 
osine monophospha te .  
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to be dis t r ibuted as follows. 

graphic 
af ter  hydrolysis  in i N HCI for i hour.  

paper  
enzymicall 
g raphy  ~pro F 
hydrolysis  wi th  N HC1 and subse¢ 
compounds  wi th  typical  absor  F 
e thano l - ammonium acetate  solvent 2 
au thent ic  CMP and GMP. 

o.oi N HCl]o.o 3 N NaCl: 
pyrophosphory la t ion  of the pap 
KALCKAR, CUTOLO AND SMITH 5. 
70 % UDPG.  I t  is considered 
may  be UDPGal  which is chromate  

o.o~ N HCl/o.o5 N NaCl: 
hydrolysis  wi th  N I-tC1 and subset 
with a typical  absorp t ion  m a x i m u m  
plete analysis, b u t  the chromato  
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Ne have  presented evidence recently for the presence of a spq 
spleen 1. Though  we were able to separate  the enzyme from F 
:, the  final p repara t ion  was  slightly active against  glyceroph. 
hoprote in  phospha t a se  from ra t  spleen has been found in th~ 
/' free f rom phosphomonoes te rase  activity.  The action of the q 
subs t ra tes ,  including ~-casein which has recently been foum 

7he p repa ra t ion  of the enzyme from ra t  spleen was  effected ac 

)ecific phosphopro te in  phosphata  
phosphomonoes terases  to a certa 

against  glycerophosphate.  A purified prepara t ion  
the  present  invest igation to be col 

enzyme has been tested on seve~ 
found by  PERLMANI~ ~'~ to be resista 

Sl: according to the method  previom, 
~ne fract ionat ion step was  however  omit ted.  The specific activit  
e order  of 15o uni ts  and represented a 4o-fold purification of t 

me act iv i ty  o.2 ml of the purified prepara t ion  was mixed wi th  i 
o.oi M thioglycollic acid (activator),  i ml of p H  5.8 acetate buff 
ml. After  incubat ion at  37 ° C for 3 hours,  the reaction was  s topp 
trichloracetic acid and the  inorganic phosphorus  est imated in t 

h the several subs t ra tes  are summarised  in Table I. 
all the phosphopro te ins  tested are dephosphoryla ted  by  this enzylI 

s place wi th  glyeerophosphate.  Fur ther ,  no act ivi ty  could be demc 
by  either a change of p H  or by  the addition of Mg +a. Dephosphoi  
s very  low in the  absence of the act ivator.  In  this respect  the enzyr 
mspha tase  from ox spleen 1. 
Lt the  enzyme a t tacks  all the three casein fractions employed wi 
:urves  for tile three subs t ra tes  are also quite similar, m a x i m r  
ase at  p H  5.8. Fur ther ,  the MICHAELIS cons tan ts  for their  hydro ly  
i m M  of protein  P) proving thereby  t h a t  they  have the same affini 
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We  h 
in ox s 
e x t e n t  
phosphop ro t e in  
pletely 
o ther  
to the  act ion of phosphomonoes te rases .  

The p re [  
described by  us 1. The final acetone 
of such  p repa ra t ions  were of the 
enzyme.  

Fo r  the  es t imat ion  of enzyme 
of s u b s t r a t e  solution, o.4 ml  of o.oi  
and wa te r  to  a final vo lume of 4 
by  the  addi t ion  of 2 ml of 2o ~o 
filtrate. The resul ts  obta ined  wi th  

I t  will be evident  t h a t  while 
no l ibera t ion  of phosphorus  takes  
s t r a t ed  wi th  the  la t te r  subs t ra te  b" 
lation of the  phosphopro te ins  was  ve r  
resembles  the  phosphopro te in  phosp 

I t  is of in teres t  to  note  t h a t  
equal  vigour.  The pH-ac t iv i ty  curves 
ac t iv i ty  being obta ined in each case 
are the  same (average value, o.55 
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point of elution from the Dowex e l '  c 

e component  of this fraction was ATP 
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onents  were located in O.Ol N HC1/o. 
bject  of a future detailed communicat i  
lated from m a m m a r y  gland is of the ( 
liver of the guinea pig under  identica 
ligher concentrat ion of U D P G  in the 111 
synthesis  where it p robab ly  acts as co 

ed from m a m m a r y  gland does not  py  
(based on U.V. absorption) also sugg 

lbject  of fur ther  s tudy.  
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