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e i the r  b y  E P M A  or b y  r ins ing  r ad ioac t i ve  m a t e r i a l  in 
xy lene  and  consequen t l y  ana lyz ing  t he  so lu t ion  b y  l iquid 
sc in t i l la t ion .  

Sect ions  t r e a t e d  w i t h  xy lene  were found  to p rese rve  
t he  cel lular  details .  Compar i son  be tween  f resh  a n d  t r e a t e d  
sect ions  reveals  t h a t  t he  var ious  cell cons t i t uen t s ,  i.e. 
cell wall,  cy top lasm,  nucleus,  ch lo rop las t s  a n d  vacuole ,  
r e m a i n e d  in w h a t  seems to be t he i r  n a t u r a l  form.  Thus,  
t he  qua l i t y  of the  sect ions  o b t a i n e d  p e r m i t t e d  the  dis t inc-  
t i on  of those  sub-cel lu lar  c o n s t i t u e n t s  a n d  local iza t ion  of 
soluble  ions in t h e m  w i t h o u t  the  need  for e labora te ,  long 
and  unre l i ab le  procedure .  

E x a m i n a t i o n  of t he  release of va r ious  ions f rom pre-  
soaked i i l te r  p a p e r  segments  t r e a t e d  b y  t he  xy lene  techni~ 
que was made.  P a p e r  segments  were soaked in r ad ioac t ive  
so lu t ion  (22NaC1 or Na36C1), dr ied and  t h e n  e i the r  r insed  
in w a t e r  or xylene.  S imi la r  pieces of p a p e r  were deeply  
frozen af te r  t he  f i rs t  soak, and  t h e n  r insed  in cold ( - -20 ~ 
xylene.  The  wa te r  and  xy lene  were t h e n  ana lyzed  for 
r a d i o a c t i v i t y  b y  l iquid  sc int i l la t ion.  Ions  were r e t a ined  
in t he  f i l ter  p a p e r  when  sub jec ted  to  xylene,  b u t  were 
leached w h e n  immersed  in water .  E x a m i n a t i o n  b y  E P M A  
of the  release of p o t a s s i u m  ions f rom pre loaded  t issues 
w h i c h  were t r e a t e d  b y  the  xy lene  t echn ique ,  p r o v e d  the  
same.  

I t  is t h u s  sugges ted  t h a t  t h e  new t e c h n i q u e  p e r m i t s  t he  
r e t e n t i o n  of ions  a t  t h e i r  or ig inal  sites, e l imina te s  t he  
p r o b l e m s  r ega rd ing  m o v e m e n t  of soluble  ions d u r i n g  t h e  
d e h y d r a t i o n  p rocedure  of f reeze-subs t i tu t ion ,  an d  pre-  
v e n t s  t h e  d i s to r t i on  usua l ly  caused b y  f reeze-dry ing  11. 

Summary. A new t e c h n i q u e  for p r e p a r a t i o n  of p l a n t  
m a t e r i a l  for e lec t ron  p robe  mic roana lys i s  a n d  micro-  
a u t o r a d i o g r a p h y  is descr ibed.  F rozen  sect ions  are t r e a t e d  
w i t h  cold ( - -20~  xy lene  drops  a n d  f rozen-dr ied  a t  t h e  
same t e m p e r a t u r e .  Such  t r e a t m e n t  p reserves  t h e  cel lular  
de ta i l s  of t h e  sect ions,  a n d  avo ids  t h e  d i s to r t ions  usua l ly  
caused  b y  fa s t  f reeze-drying.  This  p rocedure  p e r m i t s  t he  
precise loca l iza t ion  of t h e  e l ement s  w i t h i n  d i f fe ren t  sub- 
cel lular  c o m p a r t m e n t s  of p l a n t  mater ia l .  
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A S i m p l e  M e t h o d  for Col lec t ion  and Pur i f i ca t ion  

I t  is usua l ly  diff icul t  to  o b t a i n  ch icken  pe r i tonea l  
m a c r o p h a g e s  b y  t he  t e c h n i q u e s  c o m m o n l y  used 1,2. I n  
th i s  sho r t  no te  we descr ibe  a new s imple  m e t h o d  for the  
r ecove ry  of these  cells w i t h o u t  us ing  chemica l  or i r r i t a t i n g  
agents .  

Po lys t i r ene  discs, 2.4 cm in d iamete r ,  were ob t a ined  
f rom disposable  pe t r i  dishes and  i m p l a n t e d  in to  t h e  
pe r i tonea l  c a v i t y  of 15-day-old ch ickens  u n d e r  l ight  
anes thes ia .  Chickens  were sacr i f iced on day  4 a f te r  
i m p l a t a t i o n  and  the  discs were t r an s f e r r ed  to pe t r i  
dishes,  con t a in ing  Eag le ' s  m i n i m u m  essent ia l  m e d i u m  
(MEM), care be ing  t a k e n  to wash  o u t  b lood clots.  Discs 
appea red  coa ted  b y  a t h i n  layer  of cells cons is t ing  of 80% 
macrophages .  

of Ch icken  P e r i t o n e a l  M a c r o p h a ~ e s  

The  cell l ayer  was  t o r n  o u t  f rom the  s u b s t r a t e  a n d  
t r e a t e d  w i t h  t r y p s i n  0 .25% in P u c k ' s  sal ine so lu t ion ,  p H  
7.2, for 10 to  15 mi n  a n d  t h e  r e su l t i ng  cell suspens ion  
cen t r i fuged  a t  800 • g for 5 min.  Cell v i a b i l i t y  was  con-  
t ro l led  b y  t h e  exclusion dye t e s t  3 an d  co n s i s t en t l y  found  
to be more  t h a n  96%.  

Cells were suspended  a t  4 •  cells/ml,  in M E M  
add i t i oned  w i t h  8% fe ta l  calf  serum,  s t r e p t o m y c i n ,  100 
/zg/ml, Penici l l in ,  100 I U / m l .  Cells were seeded in glass 
D e m e t e r  f lasks (14 ml/ f lask)  an d  i n c u b a t e d  in an  a t m o -  
sphere  of air  an d  CO 2 (5%) a t  37~ 

Af te r  a 20 h i ncuba t ion ,  t h e  cu l tu re  p r e s e n t e d  r o u n d  
an d  spindle  large cells (Figure).  A t  th i s  t i m e  t h e  m e d i u m  
was d iscarded,  cells were w a s h e d  twice  w i t h  g r o w t h  
m e d i u m  a n d  d e t a c h e d  f rom t h e  f lask w i t h  a r u b b e r  
po l iceman.  

W e  classified these  large cells as m a c r o p h a g e s  because  
of t he i r  morpho logy ,  adhe rence  to glass a n d  c a p a c i t y  to  
p h ag o cy t i z e  i nd i an  ink  part ic les .  I n  th i s  w a y  we o b t a i n  
3 to  4 mil l ions  pur i f ied  m a c r o p h a g e s  pe r  ch icken.  

Summary. The  a u t h o r s  descr ibe  a s imple  m e t h o d  for 
col lect ion a n d  cu l tu re  of ch icken  pe r i tonea l  mac ro p h ages .  
Tile m a c r o p h a g e s  are col lected f rom p e r i t o n e u m  w i t h  
polys t i ro l  disks on  the  surface of wh ich  t h e y  are sub-  
s e q u e n t l y  cu l t u r ed  in v i t ro .  
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Chicken peritoneal macrophages after 20 h incubation in MEM + 
fetal calf serum 8%. • 250. 
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