
15. 2. 1971 Specialia 213 

Position of the Methionine Residue in Bovine Neurophysin I I  ~ 

I n  1942 VAN DYKE et  al. ~ descr ibed a p ro te in  f r ac t ion  
f r o m  bovine  pos te r io r  p i t u i t a r y  lobes which  exh ib i t ed  
oxytocic ,  p ressor  and  an t id iu re t i c  act ivi t ies .  Subse-  
quen t ly ,  s tud ies  ~ h a v e  shown t h a t  t h i s  'VAN DYKE 
p r o t e i n '  consis ts  of n e u r o h y p o p h y s e a l  h o r m o n e s  asso- 
c i a t ed  in non -cova l en t  l inkage w i t h  several  c losely 
r e l a t ed  pro te ins ,  w h i c h  CHAUVET et  at. 4 des igna ted  as 
neurophys in .  E v i d e n c e  has  a c c u m u l a t e d  wh ich  sugges ts  
t h a t  u n d e r  a v a r i e t y  of cond i t ions  neu rophys ins  revers ib ly  
fo rm aggregates .  Fo r  bov ine  neu rophys in s  a m o n o m e r i c  
molecular  we igh t  of a p p r o x i m a t e l y  10,000 has  been  
r e p o r t e d L  One of t he  ma jo r  c o m p o n e n t s  of t h e  neuro-  
p h y s i n  fract ion,  neu rophys in  II ,  has  been  descr ibed  by  
HOLLENBERG and  HOPE6; a conspicuous  fea ture  of th is  
p ro t e in  is i ts  single me th ion ine  residue.  The  successful  
scission of t he  amide  cha in  a t  t he  ca rboxy l  si te of a 
m e t h i o n i n e  residue by  the  n o n - e n z y m a t i c  c leaving 
r eagen t  cyanogen  b r o m ide  ~ has  been  d e m o n s t r a t e d  wi th  
m a n y  p e p t i d y l  subs t r a t e s  s. I t  was  hoped  t h a t  the  
c leavage of n e u r o p h y s i n  I I  a t  t h e  me th ion ine  pos i t ion  
would  resul t  in 2 f r agmen t s  of su i table  size for a va r i e ty  
of fu r the r  s tudies .  

W i t h  th i s  as b a c k g r o u n d  neu rophys in  I I  was pur i f ied  
by  a modi f i ca t ion  of the  p rocedure  of HOLLENBERG and  
HoPE s, and  checked  for t he  absence  of n e u r o h y p o p h y s e a l  
h o r m o n e s  by  av i an  vasodepressor  s and  ra t  pressor  assay  10 
a n d  b y  the  lack of p rec ip i t a t i on  w i t h  specific an t ibod ies  
to  o x y t o c i n l l ;  neu rophys in  I I  was  t e s t ed  for  h o m o -  
gene i ty  by  disc e lec t rophores is  19", isoelectric focusing 13 
a n d  amino  acid ana lys isZ!  This  ma te r i a l  (10 nag), dis-  
so lved  in  6 mt  of 0 . 1 N  HC1, was  al lowed to  r eac t  w i t h  
60 m g  of  cyanogen  bromide .  The  mix ture ,  s t i r red  un t i l  
a homogenous  so lu t ion  resu l ted  and  al lowed to  s t a n d  a t  
r o o m  t e m p e r a t u r e  for 16 h, was  d i lu ted  w i t h  12 ml  of 
glass dis t i l led w a t e r  and  lyophi l ized.  This  p o w d e r  was  
t h e n  t a k e n  up  in a m i n ima l  a m o u n t  of N formic  acid 
and  sub jec ted  to  gel f i l t ra t ion  on  a S e p h a d e x  G-75 
column.  E lu t ion  w i t h  N formic  acid resul ted  in two  
U V - a b s o r b i n g  peaks  (254 nm) ;  t he  f i rs t  (CNBr-1) emerged  
a b o u t  m i d w a y  b e t w e e n  the  void-  and  bed -vo lume  and  
t h e  second (CNBr-2) a t  the  bed-vo lume.  The N - t e r m i n a l  
of CNBr-1 was  found  to  be serine. Amino  acid analys is  
a f t e r  acid hydro lys i s  w i th  6 N  HC1 a t  l l 0 ~ C  for 22 h 
showed t h a t  CNBr-2 con ta ined  2 n inhyd r in - ac t i ve  com-  
ponen t s ,  a lanine  and  homoser ine  lactone,  t he  l a t t e r  
resu l t ing  f rom me th ion ine  dur ing  the  cyanogen  b romide  
react ion.  These  resul ts  conf i rm t h a t  a lanine is t he  
N- t e rmina l  residue of bovine  neu rophys in  I I sa  and  show 
t h a t  m e t h i o n i n e  occupies t h e  p e n u l t i m a t e  N - t e r m i n a l  
posi t ion,  and  serine the  t h i r d  posi t ion,  in th is  prote in .  

Zusammenlassung. D u r c h  Spa l tung  m i t  CNBr  wurde  
gezeigt,  dass  N e u r o p h y s i n  I I  aus 1Rinderhypophyse nu r  
eine M e t h i o n i n - E i n h e i t  enth~tlt und dass  die N- t e rmina l e  
Sequenz  Ala-Met  ist .  
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Identification of Teleost  Gonadotrope Cells Using Methallibure ( I . C . I .  3 3 , 8 2 8 )  and Thiourea 

I n  r ecen t  years  increas ing  a t t e n t i o n  has  been  p a i d  to  
t he  e x p e r i m e n t a l  iden t i f i ca t ion  of func t iona l  cell t y p e s  
in the  te leos t  p i t u i t a r y  (see review b y  VAN OORDT1). 
Associa ted  wi th  th is  has  been  the  rea l iza t ion  t h a t  em-  
pir ical  s ta in ing  t echn iques  have,  by  themselves ,  only  a 
morphologica l  value,  a fac t  emphas i zed  in te leos ts  by  
the  general  failure of t inc tor ia l  m e t h o d s  to  d is t inguish  
be tween  t h y r o t r o p e  and  gonado t rope  ceils in the  p rox ima l  
pars  distal is  (PPD)  of t h e  p i t u i t a r y  g land s. 

In  a t t e m p t s  to  iden t i fy  these  cell t y p e s  the  m o s t  
c o m m o n  approach  has been  to  look for paral lel  changes  

in t h e  p i t u i t a ry  following expe r imen ta l l y - i nduced  changes  
in  i ts  t a rge t  organs.  In  t h i s  way  t h e  iden t i f i ca t ion  of 
t h y r o t r o p e  cells has  been  successful ly accompl i shed  in 
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