
5. VI I. 1965 Brevi eomunieazioni - Brief Reports 419 

p - n i t r o p h e n y l c a r b o n a t e ,  hyd raz ino ly s i s  of which  leads  to  
t he  des i red  c a r b a z a t e .  T h e  overa l l  yield here  is less t h a n  
30%.  

I n  a sea rch  for  a more  c o n v e n i e n t  m e t h o d  of p r epa r ing  
t e r t . - b u t y l o x y c a r b o n y l h y d r a z i n e ,  we i nves t i ga t ed  the  
poss ib i l i ty  o5 i t s  syn thes i s  d i r ec t ly  b y  hydraz ino lys i s  of 
t e r t . - b u t y l o x y c a r b o n y l  chlor ide,  w h i c h  can  be  o b t a i n e d  
in 33% yie ld  f rom phosgene  a n d  p o t a s s i u m  t e r t . - b u t y l a t e  z. 
I t  p r o v e d  feasible  n o t  to  i so la te  t h e  ch lor ide  in t h e  p u r e  
5orm, b u t  a f t e r  r e m o v a l  of excess  phosgene  to t r e a t  i t  
d i r ec t ly  w i t h  hyd raz ine ,  t h u s  a l lowing t he  reac t ion  to be 
ca r r i ed  o u t  in a single s tage.  I t  was, moreover ,  f ound  
poss ible  to  use n o t  on ly  p o t a s s i u m  t e r t . - b u t y l a t e  b u t  also 
t he  c ry s t a l  so lva te  of t h e  compos i t i on  C4HgOK.C4HgOH, 
read i ly  p r e p a r e d  b y  d i sso lv ing  meta l l i c  p o t a s s i u m  in 
t e r t . - b u t y l  a lcohol  fol lowed b y  d i s t i l l a t ion  of t h e  excess  
t e r t . - b u t a n o l  a n d  d r y i n g  t he  res idue  to  c o n s t a n t  w e i g h t  
a t  100 ° (10 ram).  A l t h o u g h  t he  overa l l  y ie ld  is n o t  h i g h  
( a b o u t  30%),  t he  s impl i c i ty  a n d  r a p i d i t y  of t h e  m e t h o d  
(6-8 h), a n d  t he  low cost  a n d  a v a i l a b i l i t y  of t h e  s t a r t i n g  
m a t e r i a l s  m a k e  i t  p re fe rab le  to  t h e  ear l ier  me thods .  

tert.-Butylcarbazate. To a so lu t ion  of 495 g (5 moles) of 
phosgene  in 1 1 of d r y  e the r  is a d d e d  por t ionwise ,  w i t h  
v igo rous  s t i r r i ng  a n d  cool ing to  - 6 0  °, c rys t a l  so lva t e  
t e r t . -C4HgOK- te r t . -C4HsOH p r e p a r e d  as desc r ibed  a b o v e  
f rom 78 g (2 moles) of  meta l l i c  po ta s s ium.  T h e  m i x t u r e  
is s t i r r ed  for 3 h a t  -- 30 ° a n d  t he  e t h e r  a n d  excess phos-  
gene a re  dis t i l led  off a t  t e m p e r a t u r e s  n o t  exceed ing  0 °. 
T h e  res idue  is s u s p e n d e d  in 500 ml  of e t h e r  a n d  is a d d e d  
to  a m i x t u r e  of 300 g (6 moles) of a n h y d r o u s  h y d r a z i n e  
a n d  1.5 t of d r y  e t h e r  on  s t i r r ing  (30 min ,  - -60°) .  T he  
cool ing  b a t h  is r e m o v e d  a n d  t h e  r e a c t i o n  m i x t u r e  is 
w a r m e d  w i t h  c o n t i n u e d  s t i r r i ng  u n t i l  r o o m  t e m p e r a t u r e  
is r eached ,  5oltowing w h i c h  i t  is w a s h e d  w i t h  w a t e r  

(1 × 600 ml,  2 × 100 ml).  T h e  e t h e r  so lu t ion  is dr ied  ove r  
MgSO a a n d  e v a p o r a t e d .  Af t e r  d i s t i l l a t i on  of t h e  res idue 
in v a c u u m  85 g (32%) of t e r t . - b u t y l c a r b a z a t  is ob t a ined ,  
b.p.  120-122 ° (15 mm) ,  m.p .  41 -42  °. 

Zusammenfassung. Es wird  eine neue  einSache M e t h o d e  
ftir die Da r s t e l l ung  von  t e r t . - B u t y l c a r b a z a t e  besch r i eben .  
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Separation of Rabbit Marrow Myeloid Cells 1 

The  s t u d y  of t he  b iochemica l  fea tu res  of t h e  myelo id  
cells of n o r m a l  m a r r o w  m a y  c o n t r i b u t e  to  t he  u n d e r -  
s t a n d i n g  of t h e  b i o c h e m i s t r y  o5 t h e  w h i t e  ceils. T h e  
m e t h o d s  of s e p a r a t i o n  of these  cells r e c e n t l y  desc r ibed  b y  
ARCHDEACON e t  a l .2  are  u n s a t i s f a c t o r y  for  b i ochem i ca l  
i nves t iga t ions .  W e  r e p o r t  a r ap id  (40 min)  p rocedu re  for  
s e p a r a t i n g  r a b b i t  m a r r o w  mye lo id  cells. Th i s  p rocedu re  
is s imi la r  to  t h e  m e t h o d s  used in th i s  l a b o r a t o r y  for 
i so la t ing  g r anu locy t e s  8 a n d  l y m p h o e y t e s  4. 

B o n e  m a r r o w  o b t a i n e d  f rom t h e  f emurs  of one r a b b i t  
was  s u s p e n d e d  in T y r o d e ' s  so lu t ion  ( s a t u r a t e d  w i t h  a 
9 5 %  02 a n d  5 %  CO2 gas  m i x t u r e )  a n d  30 ml  were  p o u r e d  
t h r o u g h  a gauze  in a 120 ml  s i l iconized tube .  I n  o rde r  to  
e l im ina t e  t h e  e r y t h r o i d  cells, t h e  t u b e  was  filled t h r o u g h  
t he  gauze  w i t h  90 ml  of a 0 .83% NH~CI solut ion.  Af te r  a 
few m i n u t e s  t h e  m a r r o w  cells were cen t r i fuged  a t  120 g 
for 10 m i n  in a r e f r ige ra ted  cen t r i fuge  a t  4°C. T he  super-  
n a t a n t  was  f i l tered aga in  t h r o u g h  t h e  same  gauze  i n to  
a n o t h e r  t u b e  a n d  cen t r i fuged  a t  120 g for  10 rain.  B o t h  
s e d i m e n t s  were s u s p e n d e d  a n d  w a s h e d  twice  in  10 ml  of 
T y r o d e ' s  so lut ion.  

T h e  mye lo id  cells were n o t  c l um ped  a n d  could  the re fo re  
be c o u n t e d  eas i ly ;  t he  recovery ,  however ,  is no t  de te r -  
minab le .  The  cells are  v iab le  a n d  if e l i m i n a t i o n  of m a t u r e  
g r anu locy t e s  is r equ i r ed  th i s  could  be  done  b y  t he  

m e t h o d  p rev ious ly  p u b l i s h e d  *. These  p r e p a r a t i o n s  are  
v i r t u a l l y  free f rom e r y t h r o i d  cells a n d  p la te le t s .  

Riassunto. Viene  desc r i t t o  un  m e t o d o  pe r  la separaz ione  
delle cellule mieloidi  da l  midol lo  osseo di coniglio.  Ques to  
m e t o d o  h a  il v a n t a g g i o  di essere mo l to  r ap ido  e consen t e  
di o t t e n e r e  p r e p a r a z i o n i  di cellule mieloidi  non  a romas-  
sate ,  v i t a l i  e p r ive  di e l ement i  e r i t ro id i  e di p ias t r ine .  
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