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H e a t i n g  of t he  c o n t e n t s  of t h e  a m p o u l e  ha s  to  be  avo ided .  
Af te r  30 m i n  of exposure  to  t h e  c o m b i n e d  f reezing m e d i a  
a t  r o o m  t e m p e r a t u r e ,  t he  a m p o u l e  is i n se r t ed  in to  a 
'b iological  f reezer  '7 a n d  cooled a t  a r a t e  of l ~  
3 h l a t e r  t h e  a m p o u l e  is t r a n s f e r r e d  b r ie f ly  in to  a d r y  ice- 
ace tone  b a t h  a n d  the re  a t t a c h e d  to  a n  a l u m i n u m  ho lde r  
wh ich  has  been  cooled in advance ,  in o rder  to  avo id  
w a r m i n g  up  of t h e  ampoule .  F ina l ly  t he  a l u m i n u m  ho lde r  
is t r a n s f e r r e d  in to  a l iquid  n i t r ogen  t a n k  for s torage.  

For  t hawing ,  t h e  a m p o u l e  ho lder  is p u t  d i r ec t ly  in to  a 
37 ~ w a t e r  ba th .  I t  is r e c o m m e n d e d  to use a face m a s k  for  
th i s  purpose ,  since ampou le s  w h i c h  h a v e  no t  been  sealed 
p rope r ly  can  explode.  I m m e d i a t e l y  a f t e r  t hawing ,  the  
a m p o u l e  is opened  a n d  t he  c o n t e n t s  is pou red  in to  a 1 ml  
glass depress ion  slide. Usual ly ,  a t  leas t  10 of t he  ovar ies  
are r ecovered  a n d  in jec ted  d i r ec t ly  in to  gene t i ca l ly  
m a r k e d  (e mwh)8 female  hos t  l a rvae  of t he  midd le  t h i r d  
i n s t a r  (80 h a f t e r  egg deposi t ion ,  a t  25~ There  is no  
need to  was h t he  ovar ies  pr ior  to  in j ec t ion  since t he  f reezing 
m e d i u m  is no t  toxic.  Af te r  m e t a m o r p h o s i s  t he  hos t  f ly 
can  be  e x a m i n e d  for t h e  presence  of t he  donor  ovary .  A n  
a d d i t i o n a l  o v a r y  of n o r m a l  size is f ound  in 60% of t he  hos t  
females,  in  20% t h e  a d d i t i o n a l  o v a r y  is r educed  in size, 
a n d  in a n o t h e r  20% i t  is absen t .  

B y  m a t i n g  t he  hos t  females  to  gene t ica l ly  m a r k e d  (e 
mwh) males,  i t  can  be  shown  t h a t  t he  donor  o v a r y  
es tab l i shes  c o n t a c t  w i t h  a hos t  ov i duc t  in  s l igh t ly  fewer 
t h a n  ~/a of t he  cases, wh ich  would  be  expec ted  if t he  donor  
ovar ies  were to a t t a c h  a t  r a n d o m .  The  donor  o v a r y  
p roduces  on  t he  ave rage  on ly  20% offspr ing  as c o m p a r e d  
to t he  hos t  ovary ,  b u t  t h e  donor  of fspr ing  is v iab le  and  
ferti le.  I n  t he  Tab le  t h e  d a t a  for a series of t yp i ca l  exper i -  
m e n t s  are  l isted.  The  reduced  n u m b e r  of offspr ing is also 

obse rved  w h e n  con t ro l  ovaries ,  wh ich  h a v e  no t  been  fro- 
zen, are t r a n s p l a n t e d ,  i n d i c a t i n g  t h a t  i t  is t h e  t r a n s p l a n -  
t a t i o n  r a t h e r  t h a n  t he  f reezing t e c h n i q u e  wh ich  reduces  
t he  n u m b e r  of offspring.  I t  m a y  be  a d v a n t a g e o u s  to use 
m u t a n t s  lack ing  ovar ies  as hos t s  in  order  to  reduce  com- 
pe t i t i on  be tween  t h e  i m p l a n t e d  a n d  t he  hos t  ovaries.  

The  p r o d u c t i o n  of v iab le  a n d  fer t i le  of fspr ing  b y  t he  
o v a r y  wh ich  has  been  frozen,  t h a w e d  a n d  t r a n s p l a n t e d  
al lows us to  use th i s  m e t h o d  for s to r ing  m u t a n t  stocks.  
How long t he  ovar ies  can  be  s tored  in l iqu id  n i t r ogen  
w i t h o u t  damage ,  r e m a i n s  to  be seen. A de ta i l ed  r epo r t  of 
th i s  work  and  i ts  possible  app l i c a t i on  to  t he  f reezing of 
testis will be, published later ~. 

Zusammen/assun~. Eine  Methode  z u m  Gefr ie ren  leben-  
der  Ova r i en  von  Drosophila melanogaster-Larven wird  
beschr ieben .  Diese Ge f r i e rkonse rv i e rung  is t  geeignet ,  
M u t a n t e n s t ~ i m m e  au fzubewahren .  
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A Simplified Silver Impregnation Method 

The  m e t h o d s  of NAUrA a n d  GYGAX 1 and  FINK and.  
HEIMER e for t he  s i lver  i m p r e g n a t i o n  of a n t e r o g r a d e  
degene ra t i on  h a v e  been  a g rea t  a d v a n c e  in  t he  research  
of t h e  cen t r a l  ne rvous  sys tem.  The  t e chn i ca l  processes 
i nvo lved  in these  me thods ,  however ,  requi re  a lot  of t ime.  
Besides,  we h a v e  p r o v e d  t h a t  a t  t i m e s  t h e y  do no t  give 
good resul t s  in  b r a i n s  wh ich  h a v e  been  k e p t  in  formal-  
d e h y d e  for a long t ime.  

Si lver  i m p r e g n a t i o n  m e t h o d s  in genera l  give va r i ab l e  
r e s u l t s a  Th i s  is due  tO t h e  large  n u m b e r  of phys ica l  a n d  
chemica l  fac tors  i nvo lved  4. However ,  some d a t a  m u s t  be  
t a k e n  in to  cons ide ra t i on :  a) Accord ing  to  JACOBSON s, 
s ens i t i v i t y  to  t he  i m p r e g n a t i o n  increases  if p o t a s s i u m  
p e r m a n g a n a t e  is lef t  ou t  in  t he  p r e t r e a t m e n t ,  b) Au to -  
o x i d a t i o n  p h e n o m e n a  are p roduced  in t i ssues  w h i c h  h a v e  
been  k e p t  a long t i m e  in fo rma ldehyde ,  a n d  hence  i t  
is innecessa ry  to  use p o t a s s i u m  p e r m a n g a n a t e  G, 7. c) The  
s i lver  i m p r e g n a t i o n  m e t h o d s  can  be f u r t h e r  s impl i f ied  b y  
o m i t t i n g  t he  in i t ia l  r eac t ion  of t h e  t i ssues  w i t h  aqueous  
s i lve r  s 

Bea r ing  in m i n d  these  da ta ,  a n d  h o p i n g  to f ind  a 
s impl i f ied  m e t h o d  w h i c h  can  also be  used for b ra ins  k e p t  
for a long  t i m e  in fo rma ldehyde ,  we car r ied  ou t  severa l  
tests ,  a n d  a r r ived  a t  t h e  fol lowing m e t h o d :  

1. Dis t i l led  water .  2. 2 ' 5% u r a n y l  n i t r a t e ,  5 rain.  3. 
Dis t i l led  water .  4. A m m o n i a c a l  s i lver :  30 ml  of 2 .5% 
s i lver  n i t r a t e ,  1-1.5 m l  of c o n c e n t r a t e d  a m m o n i u m  
hydrox ide ,  1.8 ml  of 2 .5% sod ium hydrox ide ,  15-20 rain.  
5. Reduce r :  800 ml  of d is t i l led  water ,  90 ml  o f  100% 
e thy l  alcohol,  27 m l  of 1% ci tr ic  acid, 27 ml  of 10% 
formal in ,  br ief ly.  6 .  R educe r  i t h e  same  reducer ,  briefly.  

7. Dis t i l led  water .  8. 1% sod ium th iosu l fa te ,  2 r a in  
9. Dis t i l led  water .  

B y  us ing  0.025% p o t a s s i u m  p e r m a n g a n a t e  and  1% 
h y d r o q u i n o n e ,  e i the r  i n d e p e n d e n t l y  or b o t h  a t  t he  same  
t ime,  t he  p r e t r e a t m e n t  has  been  shor tened .  W e  h a v e  
observed, in accordance with NAU'rA and GYGAX I, that 
suppresion is produced when potassium permanganate is 
used (Figure i). When used on its own, hydroquinone- 
oxalic acid seems to increase both the number of fibres 
impregnated and the intensity of the impregnation. 
Since hydroquinone-oxalic acid produces reduction, it is 
sufficient to use it alone in the pretreatment when the 
auto-oxidation phenomena are prolonged. In such cases, 
leaving out permangante and hydroquinone-oxalic acid 
gives a good result (Figure 2). Otherwise, it is necessary 
to use either potassium permanganate and hydroquinone- 
oxalic acid together in adequate proportions, or potassium 
permanganate alone. 

As suggested by EAGER s, we obtained better results 
by using uranyl nitrate in the pretreatment. It also seems 
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Fig. 1. Cat G-560.10 months fixation; Cortical lesion. Pretreatment: 
0.025% potassium permanganate, 5 rain; 2.5% uranyl nitrate, 5 min; 
no hydroquinone-oxalic acid. 

Fig. 2. The same animal as in Figure 1. Pretreatment: 2.5% uranyl 
nitrate, 5 min; no permanganate, no hydroquinone-oxalie acid. 

that, in agreement with the same author s, the deposition 
of silver does not depend on an initial reaction of the 
tissues with aqueous silver. The results improve when 
alcohol is eliminated from the composition of ammoniacal 
silver. 

acci6n del permanganato y la hidroquinona-ox~lico como 
tratamiento previo. Se omite reacci6n con plata acuosa y 
se elimina el alcohol de la plata amoniacal. 

J. L. VELAYOS and M. F. LIZARRAGA 

Resumen. M6todo sencillo de impregnacidn arg6ntica Departamento de Anatomia, Facultad de Medicina, 
para degeneraci6n walleriana. Buenos resultados en Universidadde Navarra, Apartado 777, 
cerebros guardados mucho tiempo en formol. Se discute la Pamplona (Spain), 7 June 1972. 

CONGRESSUS 

Switzerland 
8th EUCHEM Conference on Stereochemistry 
at Bi~rgenstock, near Lucerne, 29 April-5 May 1973. 

Inquiries and applications (no special forms are required) 
should be addressed before January 15, 1973 to the Chair- 
man: Prof. R. H. Martin, D6partement de Chimie Orga- 
nique, Universit6 Libre de Bruxelles, 50, Avenue F. D. 
Roosevelt, ]3-1050 Bruxelles (Belgique). 

Israel 
1st International Congress for Bacteriology 
in Jerusalem, 2-7 September 1973. 

This will be the first international congress of the newly 
formed Bacteriology Section of the International Associa- 
tion of Microbiological Societies. 
Further information about the congress may be obtained 
from the Congress Secretariat, P.O. Box 16271, Tel Aviv, 
Israel. 

ACTUALITAS 

International Cell Research Organization (ICRO) 

1. Training Courses. One of the main activities of IC1RO 
is the organization of training courses on topics of high 
novelty and on modern techniques ill cellular and molecu- 
lar biology : Principles and techniques of tissue and organ 
culture; Genetics and Physiology of Bacterial viruses; 
Energy transducing systems on the sub-cellular level; 
Methods in mammalian cytogenetics; Membrane Bio- 
physics; DNA-1RNA Hybridization; Biogenesis of Mito- 
chondria; Embryology and Epigenetics; Interaction be- 
tween Animal Viruses and host cells, application of 
computers to experimental work in biology and chemistry; 
Methods in molecular biology, etc. The courses generally 
last 3-5 weeks, and include 16-20 young participants 
(sometimes more). The ICRO courses are fully inter- 

national, both the teaching staff and the participants 
coming from the largest possible number of countries. 

2. The Problem o[ Developing Countries. Most of the 
past ICRO courses have been organizing in European 
countries - east and west - but  the demand from devel- 
oping countries is increasing steadily. ICRO activities in 
developing countries may tend to give preference to topics 
of potential economic usefulness, such as applied micro- 
biology, microbial protein production, fermentation in- 
dustries, soil microbiology, plant genetics, etc. 

Inquiries for more information should be addressed to: 
Dr. Adam Kepes, International Cell Research Organiza- 
tion, c/o Unesco - AVS, Place de Fontenoy, 75 Paris 7e, 
France. 


