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c) Possibility o[ a modi/ication o/the pituitary/unctions.  
The  a d m i n i s t r a t i o n  of oes t radioI  to  i n t a c t  ra ts ,  in  a dose 
of 0.03 ~g/kg da i ly  on  t h e  f i r s t  6 days  of pseudoges ta t ion ,  
d id  no t  i n t e r r u p t  t h e  vag i na l  d ioes t rus  b u t  resu l ted  - as in  
our  fo rmer ly  r epo r t ed  e x p e r i m e n t s  - in  a m a r k e d  inh ib i -  
t i on  of t h e  secre t ion  of p roges t e rone  on  t he  7 th  day  
(3.9 :~ 0.6 as c o m p a r e d  w i t h  15.4 :t: 2.0 ~g/h).  The  
s imu l t aneous  in jec t ion  of p r o l a c t i n  in  a dose of 1 m g / k g  
da i ly  d id  n o t  c o u n t e r a c t  t h i s  i n h i b i t o r y  effect, t h e  secre- 
t i on  of p roges te rone  in  an i m a l s  t h u s  t r e a t e d  l ikewise 
be ing  m a r k e d l y  d i m i n i s h e d  (4.7 ~: 1.7 ~g/h). This  absence  
of ac t ion  of p ro l ac t i n  u n d e r  such  e x p e r i m e n t a l  cond i t ions  
suggests  t h a t  oes t rad io l  does no t  exe r t  i t s  effect  on  t he  
p roges te rone  secre t ion  b y  a r educ t i on  of t h e  p r o l a c t i n  
levels.  I t  m u s t  the re fo re  be  conc luded  t h a t  oes t rad io l  in  a 
low dose in te refers  w i t h  t h e  secre t ion  of a n o t h e r  p i t u i t a r y  
hormone .  I n  t he  r a t s  g iven  L I t  a n t i s e r u m  t o g e t h e r  w i t h  
oestradiol ,  we obse rved  a s ign i f i can t ly  h igher  p roges te rone  
va lue  (15.1 4- 1.7 [xg/h) t h a n  in t he  an ima l s  wh ich  re- 
ceived oes t rad io l  a lone  (3.9 :~ 0.6 vg/h).  Th i s  l as t  observa-  
t i on  shows t h a t  t he  r e d u c t i o n  in o v a r i a n  p roges t e rone  
p r o d u c t i o n  exe r t ed  b y  oes t rad io l  has  to  be  cons idered  as 
a n  effect  of oes t rogen  on  t he  r egu la t ion  of LI-I secret ion.  

Discussion and conclusion. Dif fe ren t  pub l ica t ions ,  a n d  
especial ly  those  of BA~RACLOUG~ a n d  I-tALLER 4, h a v e  
es t ab l i shed  t h a t  t h e  a d m i n i s t r a t i o n  of low doses of 
oes t rad io l  p roduce  an  increase  in  t h e  secre t ion  of LH.  
R e p e a t e d  in jec t ions  of th i s  p i t u i t a r y  h o r m o n e  to  pseudo-  
p r e g n a n t  r a t s  exe r t  a lu teo ly t i c  effect  w h i c h  has  been  
m e a s u r e d  b y  morpholog ica l  (I~oTHCHILD 5) and  func t iona l  

(YosHINAGA, GRIEVES a n d  StlORT ~) cr i ter ia .  The  effect ive  
doses of L H  are, accord ing  to  ROTHCHILD 5, lower t h a n  
those  wh ich  induce  ovu la t ion .  

Consider ing our  obse rva t ions  1 a n d  t h e  d a t a  in  t he  
l i t e ra tu re ,  we can  conc lude  t h a t  t he  d rop  in o v a r i a n  
p roges te rone  secre t ion  p roduced  b y  a d m i n i s t r a t i o n  of low 
doses of oes t rad io l  to  p s e u d o p r e g n a n t  ra ts ,  is t he  resu l t  of 
a s t i m u l a t i o n  of t he  secre t ion  of LH.  This  h y p o p h y s a l  
h o r m o n e  a p p a r e n t l y  exer t s  a lu teo ly t i c  ac t ion ,  u n d e r  our  
e x p e r i m e n t a l  cond i t ions :  i.e. in p seudop regnancy .  

Rdsumd. Ce t r a v a i l  p ropose  u n  m@canisme d ' a c t i o n  p o u r  
l ' e f fe t  l u t6o ly t ique  observ6  chez des r a t s  p seudoges tan t s ,  
trait@s p e n d a n t  6 jours  avec  une  dose tr@s Iaible  d 'oes t ra -  
dioU, cet  effet  l u t6o ly t ique  do i t  ~tre r a p p o r t 6  ~ une  
s6cr@tion accrue  de LH.  
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P R O  E X P E R I M E N T I S  

Simple Method for the Rapid Collection of Murine 

E s t i m a t e d  f igures ind ica te  t h a t  30, 281,783 mice  were 
used for research  purposes  in 19711. T he  reasons  for th i s  
use of mice can  be  found  in t he i r  h i g h  fer t i l i ty ,  easy  
growth ,  and  overa l l  e conom y  as regards  p rocu r ing  and  
m a i n t a i n i n g .  As a resu l t  t h e r e  is a c o n s t a n t  d e m a n d  on 
t he  p a r t  of m a n y  labora to r ies  to  o b t a i n  b lood for severa l  
purposes .  

The  t echn iques  n o r m a l l y  ut i l ized for o b t a i n i n g  b lood 
f rom mice  are b leed ing  f rom 1. The  venous  p lexus  of t he  
orbi t ,  2 2. I n t r a c a r d i a e  punc tu re ,  ~ 3. The  infer ior  v e n a  
cava,~. E a c h  of these  m e t h o d s  suffers f rom t he  incon-  
ven ience  t h a t  loss of an ima l s  is great .  T h e y  pose special  
p rob l ems  in ce r t a in  e x p e r i m e n t s  wh ich  requi re  t h a t  
mul t ip le  b lood samples  be  col lected du r ing  t he  course of 
t r e a t m e n t ,  necess i t a t ing  t he  su rv iva l  of t he  mice. I n  
immunology ,  for example ,  i t  is i m p o r t a n t  to  d r aw  blood 
w i t h o u t  k i l l ing t he  animals ,  so t h a t  t h e y  can  be  b led  
aga in  a t  t he  end  of t he  expe r imen t .  

I t  is t he  purpose  of th i s  r epo r t  to  set  f o r t h  a s imple  and  
rap id  m e t h o d  b y  wh ich  b lood can  be  ob t a ined  over  and  
over  aga in  f rom the  same  mouse.  No special  e q u i p m e n t  is 
r equ i red  a n d  t he  b lood is t a k e n  whi le  t he  a n i m a l  is 
immobi l ized ,  t h u s  e l imina t ing  t h e  use of anes the t i c  a n d  

Blood Avoiding Death of the Animal 

ensur ing  t h a t  the  b lood  will be  anes the t ic - f ree .  Final ly ,  
t he  mice do no t  a p p e a r  to  be  severely  s t ressed b y  t he  
procedure .  

Material and methods. 1. A p lunge r  of a 60 ml  p las t ic  
d isposable  syr inge (A) and  a p las t ic  con t a ine r  (B); 
2. A steri le  p las t ic  t u b e  5 m m  in d i a m e t e r  and  5 cm long 
(C) ; 3. a r u b b e r  s topper  w i t h  a hole 4 m m  in d i a m e t e r  (D) ; 
4. a g r a d u a t e d  steri le t e s t  t u b e  (E) ; 5. a 20 gauge needle  
(G) connec ted  to a v a c u u m  p u m p  (I); 6. a 100 w a t t s  
l amp  (J);  (Figure).  

The  mouse  m u s t  be  immobi l i zed  as shown in  the  Figure.  
The  p lunge r  m a y  be  used to a d j u s t  t he  p las t i c  con t a ine r  
to  t he  size of t he  i nd iv idua l  mouse.  ( I t  m a y  be  more  
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C3H/HeJax mice Weight No. of mice Volume of blood obtained in (ml) Death Sterile on culture 

26-32 g 28 0.81 -t= 0.30 2 17 
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pract ica l  in some cases to  immobi l ize  t he  mouse  by  
tap ing  i ts  feet  and  h a n d s  to  a piece of cork). Then  the  tai l  
m u s t  be washed  wi th  surgical soap, r insed and dr ied 
Nex t  the  t ip  of the  tai l  is cut  w i th  a sterile scalpel and  
t h e n  in t roduced  into t he  steri le tube.  The tube,  the  
s topper  and  the  g radua ted  t e s t  t ube  are assembled  as 
shown in the  Figure.  

A needle  connec ted  to  a vacuum p u m p  is t hen  intro-  
duced into t he  t e s t  tube  t h rough  the  rubbe r  s topper  so 
t h a t  the  suct ion pul l ing down  the  tai l  will effect  a com- 
ple te  closure of t he  tube .  The v a c u u m  thus  c rea ted  will 
p r e v e n t  air f rom pass ing  in to  t he  tes t  t ube  and  enable  t he  
blood to  be sucked in to  it. 

If  b leeding is slow, i t  is helpful  to  app ly  the  hea t  of a 
100 w a t t s  l amp to t he  mouse  f rom a d is tance  of a few 
cm for 2-3 min, p roduc ing  vasodi la ta t ion .  In  th is  way,  
one can usually draw f rom 0.75 to 1 ml of blood f rom each 
mouse weighing app rox ima te ly  26-32 g. I f  the  animal  
appears  weak af ter  bleeding, it  is useful to  adminis te r  
2 ml  of 5% dext rose  in saline i.p. 

Blood cultures. Blood, obta ined wi th  the  m e t h o d  
described,  is t r ans fe r red  immedia te ly  to a tube  of thio-  
glycollate medium,  incuba ted  at  37~ and examined  
t h r o u g h o u t  2 weeks. 

Results. The m e t h o d  descr ibed has been  used m a n y  
t imes  over  a per iod  of 2 years  w i t h o u t  accura te  records 
being kept .  Fo r  the  purpose  of hav ing  an exac t  repor t ,  i t  
was used on 28 C3H/He mice ob ta ined  f rom the  Jackson  
Laborator ies ,  Bar  Harbor ,  Main. The resul ts  are summar -  
ized in the  Table.  

We  conclude t h a t :  1. 1 ml  of blood can safely be t aken  
f rom h ea l t h y  mice, weighing more  t h a n  26 g bu t  no t  
more  t h a n  th is  (for example  1 mouse  weighing 28 g, died 
af ter  1.30 ml  of blood was ob ta ined  f rom it. ano the r  
weighing 27 g died af ter  1.25 ml). 2. W i t h  mice  weighing 
less t h a n  26 g the  safe l imit  is 0.55 • 0.25 ml. 3. Blood 
can be collected by  cu t t ing  abou t  1 m m  of the  t ip  of the  
tai l  a t  in tervals  of 30 days.  4. The t echn ique  resul ts  in 
general ly  "clean' blood samples,  and in the  ma jo r i t y  of 
occasions there  are bacter iological ly  sterile. 

Riassunto. Viene descr i t to  un semplice me todo  che 
p e r m e t t e  il prel ievo di  sangue dai topi  senza che quest i  
vengano  sacrificati .  I1 me todo  ~ r a c c o m a n d a t o  in t u t t i  
quei cast in cut si r ichiede il min imo stress da pa r t e  
de l l ' an imale  ed in quei cast in cut, come in immunologia ,  
si vogliono o t t enere  campioni  di  sangue dallo stesso 
animale  in var ie  riprese. 
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A) Plunger; B) plastic container; C) sterile plastic tube; D) rubber 
stopper; E) graduated sterile test tube; G) 20 Gauge needle; I) 
vacuum; J) 100 Watts lamp. 
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Synthetic Coating: An Improvement in Ultracryotomy 

The pr incipal  advan tages  of using semi- th in  and ultra-  
t h i n  frozen sections,  ins tead  of sect ions  made  of e m b e d d e d  
mater ia l ,  have  been  descr ibed  r epea t ed ly  1-7. W i t h  the  
deve lopmen t  of commerc ia l  e q u i p m e n t  for u l t r a c ry o t o my  
(Sorvall  MT-2B,  F T S  L T G 2 ;  L K B  CryoKi t ;  Re icher t  
OMU3, FC2) and  the  descr ip t ion  of several  me thod ica l  
va r ian t s  s-13, t he  in te res t  in th is  procedure  has  con t inued  
to grow. Since no t  all technical  difficulties involved in 
u l t r a c r y o t o m y  have  been  overcome,  however ,  we a t t e m p t -  
ed to  develop a procedure  which  no t  only  allows be t t e r  
cu t t ing  of t he  frozen t issue bu t  also faci l i ta tes  manipula -  
t ion  of even u l t ra - th in  sect ions and  enables  de t e rmina -  
t ion of sect ion th ickness  based on the  occurrence of inter-  
ference colours. 

Method. By immers ion  in l iquid n i t rogen unf ixed 
k idney  and  liver t issue was frozen onto  a silver (Reichert)  
or else on to  a copper  slide (Sorvall) and then  a t t a c h e d  to  
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