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Enregistrement au Chromosean, 5 partir d ' un  film en n~ga- 
tif, d'un filament de proton6ma: localisation de la ph6nyl- 
alanine triti6 dans la celhfle apicale. 

s ' 6 t a l e n t .  A u  20e j o u r  de  c u l t u r e ,  s o u s  les s p o r e s  e t  s o u s  la  
c e l l o p h a n e ,  0, 02 m l  d ' u n e  s o l u t i o n  de  p h 6 n y l a l a n i n e  t r i t i 6e  
(25 ~xC/ml) e s t  a lo r s  d @ o s 6  h l ' a i d e  d ' u n e  m i c r o s e r i n g u e .  

48 h a p r ~ s  l ' a p p l i c a t i o n  de  l ' a c i d e  a m i n 6  m a r q u 6 ,  les 
d i f f 6 r e n t e s  p a r t i e s  de s  f i l a m e n t s  s o n t  a u t o r a d i o g r a p h i 6 e s  
s e l o n  l a  t e c h n i q u e  a d a p t 6 e  de  KNOPP, HAHN e t  ]~OPP 5. 

L e s  ce l lu l e s  a p i c a l e s  d e s  f i l a m e n t s  s o n t  u n  p e u  p l u s  for-  
t e m e n t  m a r q u 6 e s  q u e  les s o u s - j a c e n t e s  ( F i g u r e ) ;  la  p h 6 -  
n y l a l a n i n e  e s t  i n c o r p o r 6 e  d a n s  les  p ro t~ i r ies  c y t o p l a s -  
m i q n e s .  L e s  a p e x  s e r a i e n t  d o n e  b i e n  d e s  c e n t r e s  d ' a p p e l  
p o u r  les m 6 t a b o l i t e s .  A u c u n  p h 6 n o m 6 n e  de  d i f f u s i o n  n ' e s t  
i n t e r v e n u ,  c a r  le m a r q u a g e  o b s e r v 6  a u  n i v e a u  d e s  f i l a m e n t s  
a 6 r i e n s  e s t  u n i q u e m e n t  i n t r a c e l l u l a i r e .  

E n  a t t e n d a n t  de  p o u v o i r  e x p l i q u e r  le m 6 c a n i s m e  r e s p o n -  
s a b l e  de  c e t t e  o r i e n t a t i o n  g 6 o t r o p i q u e  n 6 g a t i v e  d u  p r o t o -  
n 6 m a  d u  Ceratodon purpureus, il e s t  p o s s i b l e  d ' u t i l i s e r  c e t t e  
p r o p r i 6 t 6  p o u r  e n t r e p r e n d r e  l ' 6 t u d e  de s  t r a n s p o r t s  e t  
6 c h a n g e s  de  d i v e r s  m 6 t a b o l i t e s  a u  s e i n  d u  p r o t o n e m a .  D e s  
e x p 6 r i e n c e s  s o n t  e n  c o u r s  a v e c  d e s  a c i d e s  a m i n 6 s  e t  d u  
g l u c o s e  m a r q u 6 s ,  m 6 t a b o l i t e s  d o n t  o n  c o n n a i t  le r61e d a n s  
la  r a m i f i c a t i o n  d e s  a x e s  p r o t o n 6 m a t i q u e s  en  r e l a t i o n  a v e c  

les h o r m o n e s  de  t y p e  k i n 6 t i n e  e t  a u x i n e ,  q u i  i n t e r v i e n n e n t  
lo rs  de  l a  c a u l o g e n ~ s e .  

L e s  p r e m i e r s  r 6 s u l t a t s  o b t e n u s  d 6 m o n t r e n t  d6 jh  q u e  
c e r t a i n e s  m o l 6 c u l e s  c i r c u l e n t  d a n s  les  d e u x  sells,  d ' a u t r e s  
a u  c o n t r a i r e  s o n t  t r a n s p o r t 6 e s  en  d i r e c t i o n  a c r o p ~ t e .  C e t t e  
t e c h n i q u e  d o i t  d o n e  n o u s  p e r m e t t r e  d ' a p p r o f o n d i r  la  p h y -  
s io log ie  d u  p r o t o n 6 m a ,  m a t 6 r i e l  t r~s  f a v o r a b l e  ~ l ' 6 t u d e  de  
la  m o r p h o g e n ~ s e  s u r  de s  v 6 g 6 t a u x  c h l o r o p h y l l i e n s .  

Summary .  A m e t h o d  of  d e t e c t i n g  t r a n s l o c a t i o n  of  
m e t a b o l i t e s  in  p r o t o n e m a  of  Ceratodon purpureus ( H e d w . )  
h a s  b e e n  i n v e s t i g a t e d .  
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A S i m p l e  Method  for C o n f o r m a t i o n a l  A s s i g n m e n t  

A l t h o u g h  t h e r e  a r e  a n  i n c r e a s i n g  n u m b e r  of  n a t u r a l  
p r o d u c t s  c o n t a i n i n g  a t r i s u b s t i t u t e d  a l ly l i c  a l c o h o l  g r o u p -  
i n g  in  t h e i r  g r o s s  s t r u c t u r e s ,  o n l y  l i m i t e d  m e t h o d s  ~-3 h a v e  
b e e n  p r o p o s e d  for  d e t e r m i n i n g  t h e  s t e r e o c h e m i s t r y  o f  t h e s e  
c o m p o u n d s .  R e c e n t  s t u d y  on  Z - E  c o n f o r m a t i o n a l  iso-  
m e r i s m  of  n e r o l  a n d  g e r a n i o l  4 p r o m p t s  u s  t o  p r e s e n t  o u r  
r e s u l t s .  

O u r  m e t h o d  is  c o m p o s e d  of  a n  a c e t y l a t i o n  of  a n  a l c o h o l  
s a m p l e  a n d  a n  e s t i m a t i o n  of  r e l a t i v e  s h i t t  v a l u e ( s )  (Vr~l) 
o f  a p p r o p r i a t e  p r o t o n  s igna l ( s )5  w i t h  o r  w i t h o u t  a n  a d d i -  
t i o n  of  a N M R  s h i f t  r e a g e n t  E u ( D P M ) 3 .  A s  f a r  a s  a n  
a p p r o x i m a t e  l i n e a r  r e l a t i o n s h i p  is c o n f i r m e d  b e t w e e n  
s h i f t  of  t h e  s i g n a l  a n d  a m o u n t  of  t h e  r e a g e n t ,  t h e  o b s e r v e d  
~rel c a n  b e  e a s i l y  c o r r e l a t e d  t o  a p r o n o u n c e d ,  s t r u c t u r a l  
f e a t u r e  o f  o n e  i s o m e r  a n d  a p u r e  s p e c i m e n  of  t h e  o t h e r  
i s o m e r  is n o t  n e c e s s a r y  for  c o m p a r i s o n .  T h u s ,  t h e  t a b u l a t e d  
r e s u l t  c l e a r l y  i n d i c a t e s  t h a t  t h e  s t e r e o c h e m i s t r y  of  t h e  
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of T r i s u b s t i t u t e d  Al ly l i c  A l c o h o l s  

Relative shift values of tr isubsti tuted allylic alcohols. 

RI~c=c/R3 
R.z / ~ ~ ~ C H 2 O A c  

A: R a = H , R  l o t  R 2 = CH 3 
B: R 3 = CH3, R 1or R 2 = H 

Relative position against v~ex �9 -CH2-O-  Examples 
-CH2OAe group (acetates) b 

C=-CH 8 (B) 27-35 singlet 11, 12, 13, 14, 15 
C fcis-CH~ 
(A and B, R 2 = CHs) 18-21 doublet 1, 3, 5, 6, 7, 8, 13 ~ 
C ftrans-CH 3 
(A and B, R 1 ---- CH3) 8=11 doublet 2, 4, 9, 10, 12 c 

Cc,-H (A) 48-53 doublet 1, 2, 3, 6, 7 
Cfcis-H (B, R 2 = H )  30-35 singlet 11, 12 
Cftrans-H (B, R 1 = H )  17-22 singlet 11, 13, 14, 15 

60 MHz, in CC14. The V~e~ refers to a relative paramagnetic shift 
against acetoxyl group (Vrel = 100.0). b Compounds reported herein 
had correct spectral data. 1. geraniol; 2. nerol; 3. phytol;  4. trans- 
crotyl alcohol; 5. cis-crotyl alcohol; 6. trans-fl-ionylidene-ethanol; 
7. all-trans-vitamin AI; 8. 9-cis-vitamin A1; 9. 13-cis-vitamin A1; 
10. 9; 13-dicis-vitamin A 1 ; 11. fl-methallyl alcohol; 12. tiglyl alcohol; 
13. angelyl alcohol; 14. c~-santalol; 15. fl-santalol, c -CHz- O-: singlet. 
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i somer ic  t r i s u b s t i t u t e d  al lyl ic  a lcohols  ( types  A a n d  13) 
can  be  def in i te ly  ass igned b y  t h i s  me thod .  A wide  appl ica-  
t i on  of t h i s  t e c h n i q u e  is foreseen no t  on ly  for  confo rma-  
t i o n a l  a s s i g n m e n t  of n a t u r a l  p r o d u c t s  r e m a i n i n g  unsolved ,  
b u t  also for  s i m u l t a n e o u s  d e t e r m i n a t a i o n  of cis-trans 
i somers  in  a mix tu re .  

Zusc~mmen/assung. M e t h o d e  zu r  I d e n t i f i z i e r u n g  yon  cis- : 
lrans t r i s u b s t i t u t i e r t e n  Al ly la lkoho len  d u t c h  N M R  m i t  

d e m  Sh i f t -Reagenz  Eu(DPM)3  u n d  gleichzei t ige Gehal t s -  
b e s t i m m u n g  der  I s o m e r e n  in der  Mischung.  
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Mycelial Suspensions Prepared Ultrasonically 

I n  e x p e r i m e n t a l  work  w i t h  d e r m a t o p h y t e s ,  t h e  frag-  
m e n t a t i o n  of t h e  myce l ia l  mass  is st i l l  a p rob lem,  because,  
for m o s t  purposes ,  t he  spore  suspens ions  should  be  avoid-  
ed 1. Me thods  p roposed  for  d i s in teg ra t ion ,  such  as h a n d  
or m e c h a n i c a l  gr inding,  shak ing  w i t h  glass beads~,  h igh  

speed b lendors  8, do n o t  give sa t i s f ac to ry  resul t s  a n d  o f t en  
invo lve  diff icul t ies  w i t h  c o n t a m i n a t i o n  control .  

Ki l led myce l ia l  suspens ions  of Trichophyton mentagro- 
phytes, employed  as vacc ines  4, h a v e  been  p r e p a r e d  b y  ex- 
posure  to  u l t r a son ic  ene rgy  for 2 -6  h.  E lec t ronmic ros -  
copical  s tud ies  on  such  suspens ions  h a v e  d e m o n s t r a t e d  
t h a t  t h e  sound  v i b r a t i o n  does n o t  a l t e r  the  funga l  s t ruc-  
tures .  I t  ac ts  m a i n l y  in a p u r e l y  m e c h a n i c a l  way,  in  a 
m a n n e r  s imi lar  to  t h a t  obse rved  on  h igher  p l a n t s  or a n i m a l  
o rgan i sm 5. 

Fo r  t h e  rou t ine  p r e p a r a t i o n s  of s t a n d a r d  mycel ia l  suspen~ 
sions, u t i l ized as i nocu lum for  m e t a b o l i c  s tud ies  on derma~ 
tophy tes ,  a n  u l t r a son ic  c leaner  (Millipore, mode l  X X -  
6600850) was employed .  

A monospor i ca l ly  selected e s t r a in  of Epidermophyton/loc- 
cosum (Harz)  L a n g e r o n  a n d  Mi lochev i t sch  (1930) was in- 
c u b a t e d  10 days  a t  30~ on  S a b o u r a u d  dex t rose  aga r  
(B109 Difco). T h e  m y c e l i u m  was careful ly  sc raped  f rom 
t h e  surface  of t h e  P e t r i  d ish  (to min imize  i n t r o d u c t i o n  of 
n u t r i e n t  m e d i u m )  a n d  p laced  in a f lask c o n t a i n i n g  10 ml  
of s ter i le  dis t i l led wate r .  T h e  flask,  cIosed w i t h  a glass 

Fig. 2. Septmn assembly: 1. cotton filter, 2. silicone septum, 3. 
perforated screw cap. 

Fig. 1. Filtration system : 1. cotton filter, 2. sintered glass filter, 3. 
sonicated myceliaI fragments, 4. connection to water pump, 5. 
preservable standard mycelial suspension. 
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