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a n y  ef fec t  on  t h e  s p o n t a n e o u s  a c t i v i t y  of mice.  I n  in vitro 
s tud ie s  h y d r o t r i c h l o r o t h i a z i d e  d id  n o t  e x h i b i t  a n y  a n t i -  
h i s t amin i c ,  an t icho l inerg ic ,  or  a n t i s p a s m o d i c  ac t i v i t y .  
H y d r o t r i c h l o r o t h i a z i d e  h a d  one-ha l f  t h e  ca rbon ic  an-  
h y d r a s e  i n h i b i t i n g  a c t i v i t y  of ch lo ro th i az ide  a n d  f ive 
t imes  t h a t  of h y d r o c h l o r o t h i a z i d e  (S~IEPPARD). 
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Zusammen/assung 

I n  de r  Re ihe  de r  D i h y d r o - b e n z o t h i a d i a z i n e  w u r d e  m i t  
Hydrotrichlorthiazid (III) ein neues ,  a u s s e r o r d e n t l i c h  
s t a r k  w i rk sames  D i u r e t i k u m  ge funden .  H e r s t e l l u n g  u n d  
p h a r m a k o l o g i s c h e  E v a l u a t i o n  w e r d e n  k u r z  besch r i eben .  
I m  Vergle ich  zu H y d r o c h l o r t h i a z i d  (I) i s t  I I I  b e i m  H u n d  
per os bis zu 20real  s t / i rker  d iu re t i s ch  wi rksam.  

Effect of methanol and dioxan on the 

Substratc 
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Medium pH 

Water  7.5 
Methanol 7"59'0 7.5 
Methanol 15 % 7-5 
Methanol 30 % 7"5 
Dioxan 30 % 7"5 
Methanol 30 % 7.5 
Methanol 30 % 7'5 
Dioxan 30 % 7.5 
Dioxan 30 % 7,5 
"Water 6"5 
Methanol 30 % 6.5 
Methanol 30 % 6.5 

action of chymotr~psin 

Time. min 

0 I 10 

370 180 50 
370 325 260 
380 365 340 
385 385 375 
375 375 365 
365 20 15 

360*** 120"** 30*** 
365 25 15 

375*** 120"** 30*** 
390 175 50 
420 415 415 
395 160 90 

* L-Phenylalanine methyl ester hydrochloride. 
** Benzoyl-L-phenylalanine methyl ester. 

*** With half the amount of enzyme. 

Effect  of  M e t h a n o l  and  D i o x a n  o n  the  A c t i o n  of  
C h y m o t r y p s i n  on  L - P h e n y l a l a n i n e  M e t h y l  E s t e r  

M a n y  s tud ies  on  t he  k ine t i c s  a n d  speci f ic i ty  of c h y m o -  
t r y p s i n  h a v e  been  ca r r ied  o u t  in  m e t h a n o l - w a t e r  m i x t u r e s  
because  of t he  l imi ted  so lub i l i ty  in  w a t e r  of t h e  s y n t h e t i c  
s u b s t r a t e s  emp loyed  in these  s tud ie s  ~-4. Thus ,  SNOKE 
a n d  NEURATH 4 i n v e s t i g a t e d  t h e  a c t i o n  of c h y m o t r y p s i n  
o n  benzoy l -L-pheny ta l an ine  m e t h y l  e s t e r  in  a s y s t e m  con-  
t a i n i n g  30 vo l .% of m e t h a n o l .  T h e  p r e s e n t  p a p e r  dea ls  
w i t h  t h e  effect  of m e t h a n o l  a n d  d i o x a n  on  t h e  a c t i o n  of 
c h y m o t r y p s i n  on  n o n - b e n z o y l a t e d  L -pheny l a l an ine  m e t h y l  
es ter  which,  like t he  c o r r e s p o n d i n g  e t h y l  e s t e r  5, is r ead i ly  
hyd ro lyzed  b y  c h y m o t r y p s i n  in  aqueous  so lu t ion .  

W o r t h i n g t o n  c rys ta l l ine ,  sa l t - f ree  c h y m o t r y p s i n  was  
used.  I t s  ac t ion  was  fol lowed b y  m e a s u r i n g  t h e  d i s a p p e a r -  
ance  of t h e  ester ,  u s ing  H e s t r i n ' s  h y d r o x a m i c  ac id  me-  
t hod% E a c h  r eac t i on  m i x t u r e  c o n t a i n e d ,  in  5 m l  0.04 M 
p h o s p h a t e  buf fe r :  e h y m o t r y p s i n ,  0.2 m g ;  s u b s t r a t e ,  ap -  
p r o x i m a t e l y  5 0 / , m o l e s  (L-phenyla lan ine  m e t h y l  es ter)  or  
25 / ,moles (benzoy l -L-pheny la l an ine  m e t h y l  ester) .  T h e  
t e m p e r a t u r e  was  30°C. One m l  s amples  were  t e s t e d  b y  
H e s t r i n ' s  m e t h o d  (15 m i n  t r e a t m e n t  w i t h  h y d r o x y l a m i n e  
p r io r  to  t h e  a d d i t i o n  of HC1 a n d  FeCI~). T h e  re su l t s  of t h e  
e x p e r i m e n t s  are  s u m m a r i z e d  in  t h e  Table .  T h e  f igures  in  
t h e  Tab le  r e p r e s e n t  t h e  K I e t t - S u m m e r s o n  co lo r ime t e r  
r ead ings  (Fi l te r  54). B l a n k s  r u n  s i m u l t a n e o u s l y  w i t h o u t  
a d d i t i o n  of enzyme  gave,  a t  t he  end  of t h e  e x p e r i m e n t s ,  
va lues  wh ich  were equa l  or  v e r y  close to  t h e  in i t i a l  va lues .  

As s h o w n  in  t he  Table ,  t h e  ac t ion  of c h y m o t r y p s i n  on  
L-pheny la l an ine  m e t h y l  es te r  was c o m p l e t e l y  i n h i b i t e d  
in  t h e  p resence  of 30 v o l . %  of e i t h e r  m e t h a n o l  or  d ioxan .  
U n d e r  t h e  same  condi t ions ,  b e n z o y t - L - p h e n y l a l a n i n e  
m e t h y l  e s t e r  was  r ead i ly  hydro lyzed .  T h e  T a b l e  also shows 
t h a t  15 vo l .% of m e t h a n o l  v e r y  s t r o n g l y  i n h i b i t e d  t h e  
ac t ion  of c h y m o t r y p s i n  on  L-pheny la l an ine  m e t h y l  es ter ,  
a n d  t h a t  even  7.5 vo l .% caused  a s t rong  inh ib i t i on .  
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T h e  f ind ings  he re  r e p o r t e d  on  t h e  comple t e  inh ib i t ion  
of t h e  a c t i o n  of c h y m o t r y p s i n  on  p h e n y l a l a n i n e  me thy l  
e s t e r  b y  m e t h a n o l  or  d i o x a n  u n d e r  cond i t i ons  whe re  the 
c o r r e s p o n d i n g  benzoy l  d e r i v a t i v e  was  r ead i ly  hydrolyzed,  
m a y  be  of i n t e r e s t  a n d  dese rve  a c loser  i nves t iga t ion .  In 
a p r e v i o u s  c o m m u n i c a t i o n  7 i t  was  sugges ted  t h a t  chymo-  
t r y p s i n  does n o t  h y d r o l y z e  t h e  p h e n y l a l a n i n e  e s t e r  direct- 
ly, b u t  f i rs t  c o n v e r t s  it ,  b y  a t r a n s f e r  r eac t ion ,  to  a di- 
p ep t i d e  e s t e r  (or to  a n  e s t e r  of a h i g h e r  pep t ide ) ,  a n d  t ha t  
t h i s  c o m p o u n d ,  b e a r i n g  a ' s e c o n d a r y  p e p t i d e  b o n d '  is 
t h e n  r a p i d l y  h y d r o l y z e d  b y  t h e  enzyme .  Since me thano l  
or  d i o x a n  d id  no t ,  in  o u r  e x p e r i m e n t s ,  p r e v e n t  t h e  hydro-  
lysis  of t h e  b e n z o y l  d e r i v a t i v e  of t h e  es ter ,  t h i s  assump- 
t ion ,  if cor rec t ,  would  m e a n  t h a t  b o t h  o rgan ic  solvents  
i n h i b i t  t h e  p r i m a r y  t r a n s f e r  r eac t ion .  
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Zusammen[assung 

Die S p a l t u n g  v o n  L - P h e n y l a l a n i n - m e t h y l e s t e r  duTch 
C h y m o t r y p s i n  is t  i n  G e g e n w a r t  v o n  30 V o l . %  Methanol  , 
ode r  D i o x a n  volls t~indig g e h e m m t ,  w~thrend u n t e r  den- 
se lben  B e d i n g u n g e n  B e n z o y l - L - p h e n y l a l a n i n - m e t h y l e s t e r  
i n t e n s i v  h y d r o l i s i e r t  wird.  
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I n c o r p o r a t i o n  of  S~5-MethioniI ie  in the  Micro-  
s o m e s  a n d  S o l u b l e  P r o t e i n s  D u r i n g  the  Early 

D e v e l o p m e n t  of  the  Sea  U r c h i n  E g g  

P r e v i o u s  w o r k  f rom t h i s  L a b o r a t o r y  h a s  s h o w n  tha t  
S35-methionine  g iven  to  un fe r t i l i zed  eggs of Para- 
centrotus tividus is s to red  e n t i r e l y  in  t h e  so-cal led non- 
p r o t e i n  f r a c t i o n  ( f rac t ion  so luble  in  cold 1 0 %  tr ichloro-  
ace t i c  acid) a n d  la rge ly  c o n v e r t e d  i n t o  g l u t a t h i o n e  1,~. 
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