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COllSiderevolmente p ig  e l eva t i  che net  control l i ,  m e n t r e  i 
l ivell i  ce rebra l i  di  s e ro ton ina  (5-HT) sono p r a t i c a m e n t e  
immodi f ica t i .  L a  sommin i s t r a z ione  di G H  r iduce  i l ivell i  
di  T P  e 5 - H I A A  e non  mod i f i e s  i l ivel l i  di  5 -HT sia nel  

topo  n a n o  che nel  r a t t o  ipof i sec tomizza to .  Ques t i  r i su l t a t i  
d i m o s t r a n o  che la ca renza  di  G H  g u n  I a t t o r e  i m p o r t a n t e  
nel  d e t e r m i n a r e  le a l t e raz ion i  del m e t a b o l i s m o  della 5 -HT 
p re sen t i  in  e n t r a m b i  i mode l l i  spe r imenta l i .  
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P R O  L A B O R A T O R I O  

An I n s t r u m e n t  for Mechanical  Dis soc ia t ion  of T i s s u e s  

Mechanica l  d issoc ia t ion  of t i ssues  in to  single ceils I l l  order  to  ove rcome  these  diff icul t ies ,  special  combs  
resu l t s  to  some e x t e n t  in  phys ica l  d a m a g e  to ceils. Tile were devised  for  m e c h a n i c a l  d i ssoc ia t ion  of t issues.  A 
a im  of m e c h a n i c a l  segrega t ion  is to  o b t a i n  single ceils pa i r  of these  combs  were used  s i m u l t a n e o u s l y  in  t h e  pro- 
w i t h o u t  effects of chemica l  d issoc ia t ing  agen t s  on cel lular  " cess. T h e  d issoc ia t ion  was  pe r fo rmed  b y  m o v e m e n t  of 
a c t i v i t y ;  in  a d d i t i o n  i t  serves to  free ce r t a in  t i ssue  
e l ement s  p r io r  to  f u r t h e r  t r e a t m e n t s .  An  a p p r o p r i a t e  
d i ssoc ia t ion  t e c h n i q u e  is expec t ed  to yield qu ick ly  and  
c o n v e n i e n t l y  large q u a n t i t i e s  of cells, mos t  of wh ich  are 
u n d a m a g e d  a n d  viable .  Techn iques  c o m m o n l y  used  f o r  
these  purposes  do no t  comple t e ly  mee t  all  of these  
r equ i r emen t s .  Tissue minc ing  w i t h  scissors or razor  
blade,  or squash ing  t i ssue  f r a g m e n t s  t h r o u g h  a net ,  
resul t s  on ly  in a low r a t e  of u n d a m a g e d  cells; d i ssoc ia t ion  
of t i ssues  w i t h  d issec t ing  needles  does no t  yield suff ic ient  
q u a n t i t i e s  of i so la ted  cells w i t h i n  all a d e q u a t e l y  shor t  
per iod  of t ime.  

The  d i f f icul ty  is even  more  severe  conce rn ing  sepa ra t i on  
of t h e  cover ing  layer  of villi ,  as is t he  case w i t h  p l acen t a l  
v i l lous  s y n c y t i o t r o p h o b l a s t .  There ,  t he  syncy t i a l  n a t u r e  
of t h e  layer,  i ts  size a n d  s t r u c t u r e  m a k e s  t h e  t a s k  of 
o b t a i n i n g  cons iderab le  a m o u n t  of whole  u n d a m a g e d  cells 
v e r y  dif i icul t .  

one c o m b  aga ins t  t h e  o the r  w i t h  t e e t h  in te r lock ing ,  w i t h  
t h e  f r a g m e n t s  of t i ssue  ly ing  b e t w e e n  t h e  two rows of 
t e e t h  (Figure  1). T h e  m o v e m e n t  of t h e  combs  resu l ted  ill 
d i s soc ia t ion  of t h e  t i ssue  pieces in to  i n d i v i d u a l  cells or 
in to  v e r y  smal l  t i s sue  f r agments ,  accord ing  to  t h e  t y p e  of 
t issue.  

Fig. 1. The combs as used in the process of tissue dissociation. Fig. 2. A comb for tissue dissociation. A, needles; B, head; C, handle. 
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The  c o m b  is bu i l t  of s teel  needles,  set  in to  a copper  
h e a d  on a long h a n d l e  (Figure  2). M e a s u r e m e n t s  of t he  
needles  a re :  l e n g t h  25 m m ,  d i a m e t e r  0.5 ram,  t ip  d i a m e t e r  
50-150 Fm (according to  t h e  n a t u r e  of t r e a t e d  t issue).  
The  head  is 26 m m  wide, 4 m m  th ick .  The  h a n d l e  is a b o u t  
120 m m  long. A space of 0.5 m m  was lef t  be t w een  each  
two successive needles.  The  whole  i n s t r u m e n t  is ch rome-  
nickel  p l a t ed  a n d  can  be  d ry -a i r  s teri l ized.  

The  combs  were used successful ly to  free t e r m i n a l  vi l l i  
a n d  peel ing  s y n c y t i o t r o p h o b l a s t i c  cover ings  f rom h u m a n  
t e r m  p lacen tas ,  as t he  f i rs t  s tep  in a p rocedure  deve loped  
in our  l a b o r a t o r y  for  i so la t ion  of s y n c y t i o t r o p h o b l a s t  ~. 
R e c e n t l y  the  combs  were used successful ly  to  segregate  
l y m p h a t i c  t i ssue  f rom l y m p h a t i c  o rgans  in  order  to  free 

i n d i v i d u a l  l y m p h o i d  cells. S imi la r ly  conceived ins t ru -  
m e n t  was  a l r eady  used for t eas ing  l y m p h o c y t e s  f rom 
l y m p h  nodes  s; however ,  t h i s  was bu i l t  b y  2 a n d  3 needles  
on ly  and  i ts  eff ic iency was l imi ted .  

I t  seems t h a t  t h e  descr ibed  c o m b s  m a y  be  of he lp  in 
d i ssoc ia t ing  procedures ,  where  a qu ick  s e p a r a t i o n  of a 
la rger  a m o u n t  of i n d i v i d u a l  cells f rom f lexible  t i ssues  is 
necessary.  

Rdsumd. Des peignes  sp6ciaux form6s d ' u n e  rang6e  
d 'a igui l les  ins6r6es dans  une  poign6e on t  servi  & dissocier  
des t issus.  Ces pe ignes  uti l is6s p a r  pa i re  on  lib6r6 rapi -  
d e m e n t  de n o m b r e u s e s  cellules p l acen ta i r e s  et  l y m p h a -  
t iques  in tac tes .  
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PRO E X P E R I M E N T I S  

Factors Influencing the Serum Activity in Mice after Intravenous and Intraperitoneal Injection 
of ~4C Orotic Acid 

I 

I n t r a v e n o u s  i n j ec t i on  is easy  to pe r f o r m  in t he  r a t  and  
gives re l iable  results .  I n  smal le r  an i m a l s  i.p. i n j ec t ion  is 
of ten  preferred,  b u t  a t e c h n i q u e  for i.v. i n j ec t ion  in to  t he  
ta i ls  of mice  has  been  descr ibed  ~. D u r i n g  a s t u d y  of orot ie  
acid i n c o r p o r a t i o n  in to  mouse  l iver  nuc leo t ides  a n d  RNA,  
we found  cons ide rab le  a m o u n t s  of the  i so tope  left  in  t h e  
ta i ls  a f te r  i n j ec t ion  in to  t he  ta i l  ve in  2. W e  also found  i t  
d i f f icul t  to  judge  t he  success of ta i l  ve in  in jec t ions  and  
w a n t e d  a more  re l iable  c r i t e r i um t h a n  v i sua l  e x a m i n a t i o n .  
F u r t h e r m o r e ,  we f o u n d  a 3-5-fold  dif ference in s e rum 
a c t i v i t y  be tween  i.p. a n d  i.v. i n j ec ted  mice.  Due  to  t h e  
i n s t a b i l i t y  of t he  nuc leo t ides  d u r i n g  anoxia ,  b lood h a d  to  
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Cpm in total serum after injection of (6-t4C) orotic acid. Only the 
successfully injected animals (+  + +)  from series o were considered. 
Semilogarithmie scale. 

be s ampled  in the  pe r i t onea l  c a v i t y  a f t e r  l iver  excision.  
Blood sampled  in t he  pe r i t onea l  c a v i t y  seemed to  be 
c o n t a m i n a t e d  b y  t he  i.p. a d m i n i s t e r e d  i so tope  up  to 
60 m i n  a f t e r  in jec t ion .  I n  order  f u r t h e r  to  eva lua t e  the  
in f luence  of i n j ec t ion  t e c h n i q u e  and  b lood s ampl ing  
t e c h n i q u e  on s e rum a c t i v i t y  in  mice, we h a v e  ana lyzed  
se rum f rom blood sampled  in t h e  pe r i t onea l  c a v i t y  or 
f rom the  b r ach i a l  vessels 2 to  60 m i n  a f t e r  i .p. or i.v. 
a d m i n i s t r a t i o n  of (6-1aC) orot ic  acid. 

Materials and methods. Animals .  Male N M R I  mice  
(from Ant i c imex ,  Uppsa la ,  Sweden)  weigh ing  28-30 g 
were used. T h e y  were k e p t  u n d e r  c o n s t a n t  cond i t ions  
r ega rd ing  l igh t  a n d  t e m p e r a t u r e  and  were g iven  s t a n d a r d  
food and  w a t e r  ad  l ib i tum.  

Assay  procedures .  The  isotope (6-14C) oro tm acid, spec. 
a c t i v i t y  61 m C i / m M  (Amersham)  was a d m i n i s t e r e d  in  
75 tzl 0 .9% NaC1 (1.75 tzCi) as a s ingle 15 sec i.v. or i.p. 
in jec t ion .  The  in j ec t ion  of a n  exac t  v o l u m e  of 75 [zl was  
assured  b y  use of a r e p e a t i n g  d i spenser  ( H a m i l t o n  Comp.).  
The  a n i m a l s  were  sacr i f iced a t  2, 5, 10, 20 or 60 ra in  a f t e r  
t he  in jec t ion .  A n  o x y g e n - e t h e r  a t m o s p h e r e  was used to 
reduce  t i s sue  anoxia .  Blood was col lected e i the r  in  t he  
p e r i t o n e u m  a f t e r  l iver  excis ion or f rom the  b r ach i a l  
vessels before  l iver  excision.  The  b lood was coagu la ted  and  
t he  r a d i o a c t i v i t y  in t he  acid soluble  f r ac t ion  of t he  se rum 
was d e t e r m i n e d  in  a P a c k a r d  sc in t i l l a to r  for 20 min.  
3 a l t e r n a t i v e  series were c o m p a r e d :  a) i.p. in jec t ion  
c o m b i n e d  w i t h  b lood  s a m p l i n g  f rom the  b rach ia l  vessels;  
b) i.p. i n j ec t ion  c o m b i n e d  w i t h  b lood s a m p l i n g  f rom the  
pe r i t onea l  c a v i t y  a f t e r  l iver  excis ion;  c) i.v. i n j ec t ion  in t h e  
ta i l  c o m b i n e d  w i t h  blood s a m p l i n g  f rom t h e  pe r i tonea l  
c a v i t y  a f t e r  l iver  excision. 

The  ta i l s  were hyd ro lyzed  in 3 M KOH,  a n d  t he  rad io-  
a c t i v i t y  in  each  acidi f ied h y d r o l y s a t e  was de t e rmined .  
Tails  f rom ta i l  ve in  in jec ted  an ima l s  were gen t ly  washed  
in w a t e r  a f t e r  b lood coagu la t ion  a t  t he  s i te  of punc tu re .  

1 S. BERGSTROM, Lab. Anim. Sci. 21, 600 (1971). 
L. LEWAN, I. PETERSEN and T. YNGNER, Hoppe Seyler's Z. physiol. 
Chem., in press (1975). 


