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their analogues X V I - X X I I I )  are completely devoid of 
antimicrobial activity. Further increase in ring size causes 
a fall in biological activity of the depsipeptide molecule. 
Thus, the cyclooctadepsipeptide (XII) built up similarly 
to enniatin B (I ) ,  has a narrower antimicrobial spectrum 
than the latter. The act ivi ty  is completely lost when the 
L-N-methylvaline residues of this compound are replaced 
by L-valine residues (compound XIV) or when their con- 
Iiguration is changed. One of the closest cyclopolymer 
homologues of compound (XII),  namely cyclododeca- 
depsipeptide (XV) is also without antimicrobial activity. 

I t  is noteworthy tha t  all linear depsipeptides corres- 
ponding to the cyclodepsipeptides ( I ) - (XXII I )  are en- 
tirely inactive. 

We have thus found that  of the depsipeptide cyclo- 
polymer homologues we have studied, the highest act ivi ty 
is manifested by cyclohexadepsipeptides with regularly 
alternating hydroxy and amino acid residues. This is ap- 
parently due to the fact tha t  such cyclohexadepsipeptides 
possess the most appropriate conformation, sterically corn- 

plementary to the active centre of the corresponding en- 
zymes. 

Zusammenfassung. Die Beziehungen zwischen Struktur 
und antimikrobieller Aktivi tgt  in der Reihe der Depsi- 
peptide wurden untersucht. Cyclotetradepsipeptide sind 
praktisch inaktiv. Die gr6sste AktivitXt besitzen die 
Cyclohexadepsipeptide mit  regulS.rer Oxy- und Amino- 
s~iurensequenz. Eine weitere Vergr6sserung des Depsi- 
peptidringes fiihrt zu einem Abfall der biologischen Akti- 
vitAt. Cyclohexadepsipeptide mit irregul~Lrer Oxy- und 
AminosAurensequenz sind vSllig inaktiv. 
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In f luence  of  D i ~ l y c y l - ~ l y c i n e  o n  the  R a d i a t i o n  
S e n s i t i v i t y  of  Cata la se  

Recently we have shown ~ that  glycerol added to cata- 
lase solution prior to irradiation provides excellent protec- 
tion to the enzyme. A maximum protective effect was 
obtained with very small amounts of glycerol (0.0004 vol 
%). The protective factor was about 13 as compared with 
controls containing no glycerol, and at  higher glycerol 
concentrations the protective effect was found to decrease 
slightly. In order to explain this protective effect, we 
proposed a chelating mechanism by which glycerol forms 
a complex with the metal-ions present in the catalase 
molecule. These comptexed metal-ions consequently inhi- 
bit the decomposition of radiation produced H20 ~ into 
reactive radicals. Metal-ions, such as Cu ~+ or Fe3+, catalyse 
this destruction as is well known*. 

There is also additional radiation damage produced by 
radicals which originate from the decomposition of radia- 
tion produced H20 ~ in solution. Because of their short life- 
time, they will, preferably, undergo competit ive reactions 
such as radical combinations and reactions with H202 
rather than reactions with the enzyme molecules. This 
depends, however, on the degree of dilution s. 

If  this mechanism is correct, a modification of the 
radiation response should be expected when other organic 
substances, acting as a radical scavenger, are added to the 
catalase solution. 

In our investigations we used diglycyl-glycine as a 
radical scavenging agent .  Diglycyl-glycine (Nutritional 
Biochemicals Corp., Cleveland, Ohio) was dissolved in the 
enzyme solution before irradiation. Concentrations which 
were used are mentioned in Figure I and are expressed in 
mg/ml. Catalase solution (8 × 10-SM) was prepared by 
dissolving 2 mg of lyophilized beef liver catalase (Wor- 
thington Biochemical Corp., Freehold, New Jersey) in 
100 ml of a 0.05M phosphate buffer, pH  7.0. Hydrogen 
peroxide (5 × 10-3iV/) was prepared by diluting 0.15 ml 
of a 30% H~O, solution (Superoxol, Merck & Co., Rail- 
way, New Jersey) with 25 ml of 0.05M phosphate buffer, 
pH 7.0. 

The catalase act ivi ty was determined spectrophoto- 
metrically using the decrease in optical density (of H~O~) 
at  240 m~x as function of t ime after mixing enzyme and 
substrate (method of BEERS and SIZ~R4). A Cary 14 

Spectrophotometer (Applied Physics Corp., Monrovia, 
California) was used for the determination. 1 ml of H~O, 
was rapidly injected into 2 ml of catalase solution. All 
measurements and irradiations were done at room tem- 
perature. 2 ml samples of catalase solution were irradiated 
in Lucite containers with different doses (0 to 2.7 × 10 ~ r). 
The irradiations were done with a beryllium-window X- 
ray tube (100 kV, 12 mA, HVL 0.064 mm A1; Philips 
Electronics Inc., Mount Vernon, New York). The dose 
rate was about 9 × 104 r/min. The X-ray tube was cali- 
brated with an air-wall ionization chamber. 

The modification of the radiation effect on catalase by 
diglycyl-glycine is shown in Figure 1. As can be seen, di- 
glycyl-glycine protects catalase very well. The 50%- 
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Pig. l. The influence of different concentrations of dlglycyl-glycine 
(mglml) on the radiation sensitivity of catalase. 
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values  p l o t t e d  in F igure  2 (values  f rom F i g u r e  1 were 
used) show t h a t  t h e  p r o t e c t i o n  is a b o u t  5 t imes  g r ea t e r  
for s amples  c o n t a i n i n g  5 m g / m l  of t he  pep t ide .  T h e  in-  
crease in  p r o t e c t i o n  is, however ,  n o t  so g r e a t  as in  t h e  
case of g lycero lL  Moreover ,  n o  m a x i m u m  in  p r o t e c t i o n  
c a n  be  o b s e r v e d ;  t h e  5 0 % - v a l u e  cu rve  was  o b s e r v e d  to  
c o n t i n u e  inc reas ing  a t  t h e  h i g h e s t  c o n c e n t r a t i o n  (5 mg/ml )  
used.  F r o m  t h i s  r e su l t  i t  c an  b e  conc luded  t h a t  t he  di -  
g lycyl-glycine  effect  c a n  be  e x p l a i n e d  b y  a r a d i c a l  s c a r -  
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Fig. 2. 50%-dose values as function of the diglycyl-glycine concen- 
tration (values from Figure 1 ; note the interruption in the concen- 

tration scale). Glycerol values for comparison. 

eng ing  m e c h a n i s m  which,  in  turn, modif ies  the  r a d i a t i o n  
effect.  F o r  compar i son ,  t he  glycerol  va lues ,  p u b l i s h e d  pre-  
v ious ly  x, were inc luded  in  F igure  2. Glycerol ,  as a che la t -  
ing subs t ance ,  p ro tec t s ,  a t  t h e  s ame  c o n c e n t r a t i o n ,  m u c h  
m o r e  t h a n  diglycyl-glycine,  a r ad ica l  scavenger .  

F r o m  th i s  i t  c a n  be  conc luded  t h a t  t h e  g r e a t e s t  r ad ia -  
t i o n  p r o t e c t i v e  effect  will be  o b t a i n e d  if t h e  me ta l - i ons  in  
t h e  biological  s y s t e m  are  c o m p l e x e d  b y  some c h e l a t i n g  
agen ts .  Thus ,  t he  n u m b e r  of  h i g h l y  r eac t i ve  rad ica l s  b e i n g  
de r i ved  f rom t h e  d e c o m p o s i t i o n  of h y d r o g e n  pe rox ide  is 
r educed .  

Zusammen/assung. Die Ver~inderung d e r  S t r a h l e n -  
e m p f i n d l i c h k e i t  yon  K a t a l a s e  d u t c h  Dig lycyl -g lyc in  
wurde  s p e k t r a l p h o t o m e t r i s c h  u n t e r s u c h t .  Die B e s t r a h -  
lungsdosen  v a r i i e r t e n  zwischen 0 - 2 , 7  × 106 r. Der  Schu t z -  
ef fekt  1Rsst s ich d u r c h  e inen  t i a d i k a l - a b f a n g e n d e n  Mecha -  
n i smus  erkll iren.  S t r ah lenb io log i sche  Fo lge rungen  werden  
d i sku t i e r t .  
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H i s t o c h e m i s t r y  o f  3 f l - H y d r o x y s t e r o i d  

D e h y d r o g e n a s e  i n  M o n k e y  A d r e n a l  C o r t e x  

E n z y m c  h i s t o c h c m i c a l  s tud ies  on  a d r e n a l  co r t ex  of m a n  
a n d  m a m m a l s  h a v e  focused the  a t t e n t i o n  on  a p a r t i c u l a r  
e n z y m e  ac t iv i ty ,  t h e  3 f l -hydroxys te ro id  dehyd rogenase ,  
wh ich  c o n v e r t s  C19 a n d  C~x s te ro ids  w i t h  Aa-3f l -hydroxyl  
s t r u c t u r e  to  those  w i t h  t h e  A4-3 k e t o n e  g roup ing  cha rac -  
t e r i s t i c  of m o s t  of t he  ac t ive  s te ro id  h o r m o n e s l - a .  Thus ,  
th i s  e n z y m e  a c t i v i t y  a p p e a r s  to  be  i nd i spensab le  for t h e  
b io syn the s i s  of all  t h e  cor t ica l  h o r m o n e s  2,5. I n  p r ev ious  
h i s t o c h e m i c a l  r esea rches  t h e  b e h a v i o u r  of t h i s  e n z y m a t i c  
s y s t e m  in  t h e  a d r e n a l  co r t ex  of m a m m a l s  a n d  m a n ,  b o t h  
u n d e r  n o r m a l  a n d  pa tho log i ca l  cond i t ions ,  h a s  b e e n  in-  
ve s t i ga t ede -9 ;  t h e  p r e s e n t  p a p e r  deals  w i t h  t he  3fl- 
h y d r o x y s t e r o i d  d e h y d r o g e n a s e  of t he  a d r e n a l  co r t ex  of 
R h e s u s  m o n k e y  whose  ac t i v i t y ,  d i s t r i b u t i o n  a n d  reac-  
t i v i t y  a p p a r e n t l y  show a b e h a v i o u r  v e r y  s imi la r  to  t h e  
ones  of t h e  h u m a n  a d r e n a l  cor tex .  

T w e l v e  a d u l t  ma le  m o n k e y s  (Macacus rhesus) weigh ing  
1.8-2.1 k g  were  used.  T h r e e  u n t r e a t e d  a n i m a l s  were  
t a k e n  as  cont ro ls ,  t h e  r e m a i n i n g  d i v i ded  i n to  g roups  of 
t h r e e  a n i m a l s  a n d  t r e a t e d  w i t h  t h e  fol lowing h o r m o n e s  a t  
t he  i n d i c a t e d  da i ly  doses :  a l dos t e r one  a c e t a t e  100 ~g /kg  
for  15 days ,  cor t i so l  a c e t a t e  20 m g / k g  for  15 d a y s  a n d  
A C T H  50 I .U . ]kg  f o r  3 days .  One  a n i m a l  of  e a c h  g roup  
was i n j e c t e d  s u b c u t a n e o u s l y  w i t h  colchic ine  (1.5 mg/kg)  
9 h before  sacrifice.  

Af t e r  sacrif ice t h e  g l ands  were r emoved ,  we ighed  a n d  
r a p i d l y  chi l led  w i t h  d r y  ice to  - 7  ° C. 5 ~z c r y o s t a t  sec- 
t ions  were  used  for  t he  d e m o n s t r a t i o n  of t h e  3f l -hydroxy-  
s te ro id  d e h y d r o g e n a s e  acco rd ing  to  t h e  m e t h o d  of XVat- 
t e n b e r g  (1958) a n d  a d j a c e n t  sec t ions  were  f ixed a n d  
s t a i n e d  w i t h  t h e  u sua l  m e t h o d s .  I n  s t a i n e d  sec t ions  cor- 
r e s p o n d i n g  to  t h e  m a j o r  axis  of t he  g l and  t h e  w i d t h  of t he  
co r t ex  was  m e a s u r e d  w i t h  a g r a d u a t e d  eyepiece;  t he  

va lues  r e p o r t e d  in  t h e  T a b l e  are t he  m e a n s  of  t e n  m e a s u r e -  
m e n t s .  I n  co l ch i c ine - t r ea t ed  a n i m a l s  t h e  mi toses  c o u n t  
was  ca r r ied  o u t  on  t e n  5 l~ sec t ions  c o r r e s p o n d i n g  to  t he  
m a j o r  axis  of t h e  g l and  a n d  s t a i n e d  w i t h  h e m a t o x y l i n  a n d  
eosin.  

The  m e a n  a d r e n a l  we igh t s  a n d  t he  m e a n  va lues  of t he  
w i d t h  of t he  a d r e n a l  co r t ex  a re  r e p o r t e d  in the  Table .  

F r o m  the  Tab le  i t  a p p e a r s  t h a t  a ldos t e rone  t r e a t m e n t  
d id  n o t  c h a n g e  c o n s i s t e n t l y  b o t h  t he  g l and  w e i g h t  a n d  t h e  

Groups of animals Weight of glands Cortical width 
mg/100 g body weight mm 

Control 34.3 0.960 
Aldosteronc 32.5 0.890 
Cortisol 19 0.525 
ACTH 68 2.115 
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