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i’~•~~ :;~~~s
I i d :  ‘ a ci  k , i  , ~‘;1 . I t

I ’I ie g c i t er a l  o t s~ s c t i V e  of t i l l s  n r o j e c t  was to  p i i i - i  f . t L .. c o t e r o t i x i n
u f  ~•:~; : i ~~’r i ~ i i  t o !  w i t h  t i m ’  a im of study ing its ::~~~‘h ; i n i s n  : : . ‘ L t ~~’; :.

~~ t u : 5 c r s t - z i j  i r l , ~ of  niec ! o o i s m  i t t  a c t i o n  Ct  t h i s  e n t e r o t o x i n  f t /  p r o v i : e
kn o W Icc  cc t o  r I I t t  0 CV C I O o m e l l  0 rat l O f l i and o c t I ye I l i e  10  O c U  I C

r e a s u re s  f o r  d iar r i l e a l  ( l i so r c er s  associated W t t l i  t h i s  to:-: ‘ er ic  a g e n t

‘the p r i m a r y  a i m  of t h e  p r o j e c t  consi sted of dcv ising ce th i ds of

or i f ic a t . ion  of F .  c o i l .  e nt e r o t o x  i n  based  on t he  princ I ~ Ic of  af  f i n i  t v
i i r o : ’ i t o g r a p h y  . As the interactlon o: t h i  S e n t cr o t o x i n  w i t t i  C el l

s t i r f : i , ’e ganL; l ~os i d e s  is cocci lie and non—covalent , it was pro3c.sed to
prepar e various gzt ” ig i  LO S ~de — agarose  a f t  i ni ty a d s ur b ~ n t s .  ‘l’ i :e f o l i o s ’ I
t h r e e  t y p e s  were n r e p ar e d  using bovine brain gLing liocide (t  ,‘~~e Ill , S I., ’ ,,)

1 Cring ! i o s i d c — R S .A — A e a r o s e
Cti:ic ,i Los ide—Pc 1 y — 1 y s — o o  I v — A l a — A : ’ , ar ose

3. ~I ,~i~gl~~ s i d e — d i a r n in o d i pr i .  y lw’ : ine— Aga rose

The subst  i tu t  ion of t he  gan g .l~~os ides  on each a d s o r b e nt  was  ~ct vcen
2 to 5 u m ol e s  i c r  ml of se t t led  g e l .  Ti le t h r e e  a t f  t n it v  t i d n o r b e n t s  were
c a r e f u l ly  t e s t e d  f o r  t h e i r  u s e f u l n e s s  in t i e  p u r i f i c a t io n  of ~~ . c c i i
c n t er o t o x i n .  ‘the c rude  h v o p h i . l i z o J  c u l t u re  f i l t r a t e ’s of t he  : it ho gen  i C

s t r a i n  40 8—3 was the  source of t h i s  t o x i n .  The b a c t e r i a  were g r o w n  i l l
4 l i ter  ba t ches  by t h e  s t anda rd  publ i shed  p r o c e d u r e s .

‘I ’hc o f t  in ’. t y  c l l r o m at o g r a p l i i c  2 x n e r l u : e n t s  wer e  ri rr iec c i t  10 S l I d ] I
I ml b e i  vol  Ufl 1C (‘0 11111105. Ap p r ox i n t a  te  v 10 m g  p r o t o  ns of t he c r u de
c u l t u r e f i l t r a t e  w e r e  a p p I~ Le d to  each of t h e  t h r e e  c o ! ’.i c t i s  c i i i  l i b r , t i ’ d

~ ith 25 i’tM T r i s , o Il 7 . 4 .  A l m o s t  100Z of  t he  t o : . :l g e n iC  a ct  I V I L V  Wa s

ad so r i d  on en c t  of t h e  a f f I n i t y  co lumns  . The co I u ain s  were  t hen w , , r ;  t es l
extensive l y with 25 riM Tris , ~li 7.4 and e lut e d  w i t h  v a r i ou s  b u l l e r s
c o n t a i n i n g  e i t h e r  2— 5 ~l gu an id i ne— HC I. , p!1 2 to  7 , 2—i - ! B urea , various
concentrations of v a r i e t y  of c i n t o t r o p ]  c a g e n t s , 0 .05  >1 a c e t i c  : lc i i  c
0. 05 N ~n i l C f J 3 . No ne  of th e  above men t L O O L G  chi t i rig a l l e n  s \‘‘nrc Soc C cSS fu  I
excep t  the  l a s t  one f o r  e l u t i o n  of  b i o l o g ic a l ly  a ct i v e  t o x i g e ’ n i c  i : i a t e r i , i l
) et e r m i n a t i o n  of s p e c i f i c  act i v i ty  of t he  l : c t ir b o n : i t e  C l u t e , l  L O X  t O

revea l ed v e r y  l i t  t L e f i n a l  p u r i f i c a t i o n  ( ap p r o x .  1 0 — f o l d  p t i r  I f l c : t i o n )
A L l  t h r e e  of t h e  a l i ve m e n t  i o ~~s ’ sI :i l l i n i t v  a~~ss~rhe n t s  we re s l i r i i : ’ r  i n
t h e i r  r e l at i v e  ~ f l i c i ~~n c v i i i  p i r . i f l c t i t i o u  of  t~~’ ’ L .  ~‘ t~~~I (. n I ( r t o x i i .
i\i L l ~~~1s t i t h e  r e c ov e ry  if  t i l t ’ L i x  in was i t p r c ss iv c  ( m e r e  t h a n  ob , ) ,  i i

~ l t he aLt h i L l y  i l s o r he nt s  in c o i i b i ’ c i t i o n  w i t h  t i l e  b r c : i r h n a L e  & ‘ l i t t i & i i i

t e c hn i que  w e r e  not  p r u n h i c  l o g  t o r  ~‘t t O t t . l y e p u n  f i c a t  ion  ‘1 . l ’til f c O t  ( ‘ i i i —

• to x i n .  l ’h i t t i i e r  s t u d y w i t h  g_ i o g l  i co id e — o g a n o s e  i t i s t i r b ej i t s  W ; i a  d i r i r o i t l  i i i u t ’d.

D i r  t e xt  03’)r ’05’h \ . t i S  t o  (‘ x g J( ’r e  L l i ~ u , m  of  an t  i — c l i o l  ‘rn  l i x  i i  h i t  i l i o s T ’ ,’ ,
i’o v a l & n t  l y  i r i t i t o h i  I zt ’d on ;i~’, , i ro se i t  r i  x , u s  t h e  ;i~~t i n  , y ; t d o , r l en t  f o r

t lie N’~ 
I I icti t i o n  i i i  E . ‘e l i  en t ( r i ’L ( ’o  i i i  . S t n r c  I b i t ’) , 1( 1 1 0 k n o w n  t ha

a n t i hod 1 S r .i ~ed a g a i n s t  pu r if i L’d c h o l e ra  t o x i n  S t  t - o i :g  I v c r os s  r ,.‘:t c t w I t

S

-~~~~ _ _ _ _ _ _ _
_ _ _ _ _ _ _ _



I i  ,‘Ht t ’iO i o :—: ‘i . t r ’ ’c i’,llili l l t t c, ’ I ‘ : i r r r : i ; ’ _ , ’ I  ts’ I  ~i i i i — i  i , — ,l ~~~~~

In i , ; ;  . n - n d  ‘ ‘ n -  , i i’  c ’ ’ . ‘ l i ~~’ -~~~: ‘ rti cm i I I i i  - ‘i ~‘ i n :  I i  ‘

,t ,C a t i  l i - a u - ‘ i l i r t  ~ u T  ‘ . : t ’ ’ 1’ s -d p i _ H I t  i n .  ‘I ‘! _ ‘ i t i r  I ! _ i !  i v  T o r i
f i t  I . - :  i,’. ’; ,-

~~~~~ . 3  (1 P r . -t  ‘,‘ . . ‘ ‘d o- ‘ :t  n i - - c  . T I - .’ ‘- - i - ~ I, I ‘ I i i  i Oi l  ( i t

i t t c V on  I t  :~ ‘~~ t i ’ ’ I-. l . ’; , I T - ~~’ i t  P ‘ :~ c’ t ’  , , t ’ ~ I ~ I - ‘ ,‘ - I . I i , , -
. i f l i~~i t ’ ,’ a , T a i :  ~ ‘ : ._ L h e ~ I i -p a r e d  n o r  used iii Liii ,’ t ’ol 1 , - i n : ’ . . ‘:-:

A - ‘ i i  I t  i n  i i ‘ I ’ i ‘is ’ i’ i s _ i! VU  i t  i’ ‘,s’ : t S  t i P ’  c i  t l  I - - a I l l  t I v t ;

5h_ ’S r i ’ & ’el , i l i -v ’ and  t i n  : il  i p i t i c  0 ’ c i ’u d , .’ .1 v og u E  ! I ‘ ‘nd c i i i  ; r e  - !

I t o :  5:) ‘~~ ‘ p r o t  e i t ~~ ; t,’as l o t !i,’r! i t ~~~ i t  t : i ’ n  l w t  ‘n t ’ v t o l i s  I - ’: i i
r H - I  n - l i t  < r e i n — T I i n : ’ , ’ ’ C c c i  h o e  h u l l er .  ‘ ‘ I i ’ t o n  c o l t ’ ‘ . i l s ’ H , i ]  i- , i s

I ‘sin t i n t  1 a t  i ’ ’ ~’ I v i t T  s o r T ’ -  - 1  . I t .  -s ’ . - I c-p ~-r  I i t c h  I t  -c ;  i n  I i . . ’ - a :  :e
t h y  g , n i g l  1S t i l , - — t i n t  1’ ’ r ;s - :i s ! s i ’r - is - f l t  s d s ’:- ~ ’ r i ,c.I  t o y’ .’ , li fe’  i i  t is’ c I  t I  i i i : ’ ,

- 
‘

- - m - t ;  a- ’ r e  r i  i ng  ~‘ x - 5’p t L i i :  1 i c i  n i t  I t t ’ h u l l e r  . T I - c  I ut i in  w i  I l i

- U )  ‘-I ‘P T I C  i
c \,~ . ~ ~~‘r f o r :’ :t ’ - i ,I ’c /e~~ : 3  nes u I t i - i l  i t  U s i ng  I c  c- h it : i t  in k

, ‘ L t I i u i n - ,I a l l  t h e  t :-: i g c ; u i c  , i , ’ t iv i t 1
~~’r ; . )c ’ t , ’ n : ’ i : t , i ’ ~o ‘~ I 1 f f .

1 : e ’ T : v  ( I ’ ,’ o r  5 , 1 ’  “ ‘ : ‘ l ’ i : s -  t ; i ’ ~~’ ’csT l i n i ! I cj t s -d , u t i r i f j - . i t i i - t  t I
, i ’ ; ’ i ’ t~~ i : ’ i , i t t ’ l ’ .’ ~, u )Q _ ’ , i I 3 t i t . ’, ’ ; ‘,s’ I r h n ov ’r: i i I \ ‘ ‘ c’ I d  i f  : i T o t L  ‘ U - I .

I I  V 1 i I ‘I ~~i t i i , ’ H I  l~ I ‘ni,~ - i t i n i t t i , I ; t s O  i 0:: . t ‘ 1 ; :t i h  c c  I. - k ’  a tp’. i’ ; - , I
p - r i ‘ ! t ’ , u t  inn ~~l t h i s  L i t - t i ‘l . ! , i i ’ ( T i ’ l 1 ~_ ’ s ’ i t  i n t ’L  s i t  i i ;  i s  I n  l i lt  ‘‘ - c
L i t  g r s ’ , t  t I ‘ ‘,-. ‘ ; i t ’r a nt  i t  I r - , ’ t t i — p  I I i - t I I i i  et  Ii ‘ 5 t e L  i i  fo r  t I n ,  ‘ “ - i ’.’ I ’ I
110:1 C I 10 P . ‘~ ‘ l l  s ’ f l t e ’n , ) L o X i f l .

t i n he r s’x:’i’r i : ” s ’ n t : I t  f e l l  i n  t Ii i s  I !  I n c r  t eu j u t  - i  I I I 1 , l Ip ’

o u r  h ew l ’ , i  l o u t

•\ ,  ~ ih 1 ,- :t I o n o r  tx t e ’u t o f  t i ;’,’ l i i i h as  r ’ s ’ ’ t u i i  cd  I n . : : lii:;

‘I i i ’ ~~i ’ I i : ’ ‘ t i  I i l i v e ’ S  I I gui t i i  r I ‘ - ‘: rs  i - t i ’  ‘,‘ ‘ ~ 
‘ in A , I ‘. i i  ic  . S . s t  i ;

‘ I ‘~~ 
I 1< - c e ’ , cc i i a ui! 1 5 v  e c Oli c nt C i t — . i n i  i i  “ n I c  t r t o o  ‘ ‘ - ‘ i ,  t cii I I I i  i t

-~~~ c i t

1’ ~~~~~~~~~ 

-
-

~~~ _ ‘\,~~
_ t~~~~~

-
~~~~. a~~~~~ -~~~~~

i n d u  r ’ , i n i k h , ‘ h . P .

I i  r V 3 / , I 9 / ( i

t IN  
— ~or _ 

—

NtiS ~‘e,,,;e Section

DDC Bj !t Section [1
tJNA NNCPNC-LD C
J1!STI I CATIO N

BY
UI S I R IC~T ! ! ~VA~ ~Bl .ITT CQ~ES

- i Sp_~ç~~

I


