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from the  or ig inal  po in t  of a t t a c k  of D F P  on the protein.  Yur ther  work  is under  way  to e luc ida te  
the  sequence of the  amino  acids in the  isolated pept ide,  the local isa t ion of the D I P  group and the 
chemica l  compos i t ion  and proper t ies  of the pep t ide  resu l t ing  from the a lka l ine  t r ea tn l en t .  
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* Cotazym Organon  Oss (Holhmd).  

Purif ication of cholinesterase f rom ox red cells 

In  a prev ious  c o m m u n i c a t i o n  I a n le thod  was repor ted  for the  p r e p a r a t i o n  of soluble  cholin- 
es terase  from ox red cells p resen t ing  a 25o 4oo fold purif icat ion.  These p repa ra t ions  sti l l  suflered 
from var ious  d i s a d v a n t a g e s ;  t h e y  were still  of l imi ted  p u r i t y  and  had  a t endency  to  lose so lub i l i ty  
p a r t i c u l a r l y  af ter  freeze drying.  

A new method  will  be descr ibed which yields  p repa ra t ions  approx.  IO t imes  as pure as t h a t  ot 
the  prev ious  ones which can  be sa t i s fac to r i ly  freeze dried w i t h o u t  loss of solubi l i ty .  

Analytical methods. As descr ibed p rev ious ly  1. 
Procedure. St roma  was p repared  as beforO. In s t ead  of being freeze dr ied i t  was now added  

to one 1 of p h o s p h a t e  buffer o.o2 M pH 8.o con ta in ing  2o g NaCI and 2 ml co tazy ln  (a pancrea t i c  
e x t r a c t  purchased  from N.V. Organon,  Oss; 3 t ab l e t s  are dissolved in 22 nil of d is t i l led  wa te r  and  
cen t r i fuged  to remove  insoluble  mater ia l ) .  This  m i x t u r e  is ad jus t ed  to pH 8.o wi th  NH4OH 25 % 
and  af ter  v igorous  sha k ing  i n c u b a t e d  for ~6 hours  a t  37 ° C. After  incuba t ion  the pH is r ead jus ted  
to 8.o and  the  m i x t u r e  cen t r i fuged  in the Serval l  v a c u u m  centr i fuge  SS2 (approx.  14,ooo rpm). 
The s u p e r n a t a n t  is s a t u r a t e d  to o. 7 wi th  a m m o n i u m  su lpha te  and  al lowed to s t and  a t  5 ° C for 1 hour. 
Af ter  cen t r i fuga t ion  in the  ServalI  cent r i fuge  the p rec ip i t a t e  is dissolved in dis t i l led  water .  This 
so lu t ion  is d ia lysed  ove rn igh t  aga ins t  three  different  lots  of d is t i l led  wa te r  a t  pH 7.o. The d ia lysa te  
is cen t r i fuged  and  the  s u p e r n a t a n t  ad jus t ed  to pH 6.2. Alcohol is added  to a concen t r a t ion  of 9 % v/v 
a t  2 ° C. The p rec ip i t a t e  is d i scarded  by cen t r i fuga t ion  a t  2,ooo rpm a t  ---2 ~ C. The alcohol  concen- 
t r a t i on  of the  s u p e r n a t a n t  is increased to 32.8 % v/v at  5 • C. The p rec ip i t a t e  is d issolved in lOO ml 
phospha t e  buffer pH  7 (o.oi M). 

To samples  of one ml of the  so lu t ion  ca lc ium phospha t e  gel 2 is added  unt i l  the  s u p e r n a t a n t  
on cen t r i fuga t ion  is op t ima l  as regards  enzyme  concen t ra t ion  and pur i ty .  Usua l ly  two volunles  of 
the gel have  to  be added  in two stages.  The pH should  be k e p t  a t  7.o. The bu lk  is t hen  t r ea ted  wi th  
ca lc ium phospha t e  gel accord ing  to the resul t s  ob t a ined  on the  sample.  The gel is s epa ra t ed  by cen- 
t r i fuga t ion  and  the  s u p e r n a t a n t  s a t u r a t e d  to o.8 wi th  a m m o n i u m  su lpha t e  a t  p H  6. 5. Af ter  s t and ing  
ove rn igh t  a t  5 ° C the  p rec ip i t a t e  is spin1 down and dissolved in O.Ol M phospha t e  buffer (pH 7.o), 
d ia lysed  and freeze dried. 

P r epa ra t i ons  wi th  an average  a c t i v i t y  of ioo,ooo-35o,ooo uni t s  per nag N were obta ined.  
To our knowledge  the  m a m m a l i a n  chol ines terase  prepared  in th is  way  is cons ide rab ly  purer  

t h a n  any  repor ted  in the  l i t e ra tu re  or commerc ia l ly  avai lable .  
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