
;everal  yea r s  ago, a jo int  effort of t he  a u t h o r s  1, ~ resul ted  in t 
f ly ing an  acce lera tor  of the  p r o t h r o m b i n - t h r o m b i n  conversiol 
T h e  m a i n  fea ture  of t he  p rocedure  for p repa r ing  t he  acti~ 

lbs tance  ha s  so far been  isolated f rom h u m a n ,  bovine,  and  car  
i coagu lan t s  (citrate, oxalate ,  e thy lened iamine te t r a - ace t i c  ac 
resh p l a sma ,  b u t  also p l a s m a  s tored  in the  frozen s ta te  f o r ,  
~s a fair ly a d e q u a t e  source for p repa r ing  the  mater ia l .  Detail 
OWS : 

[dsorption on kaolin. To ioo ml  p l a s m a  80 ml  0.9 % (w/v) NaCI 
are added,  and  t he  m i x t u r e  is s t i r red for 15 minu tes ,  prefer  

ackrodt,  N . F .  VI.  Colloidal). T he  adso rp t ion  of the  factor  ol 
~; t h u s  for a fair yield t he  p H  of the  m e d i u m  shou ld  be  be 
to w a s h  t he  kaol in  first w i th  a solut ion of 0.9 % (w/v) MaC1 cc 

r, lution ]tom kaolin. After  the  adsorp t ion  step,  the  kaol in is 
[enized a t  r oom t e m p e r a t u r e  for a b o u t  5 m i n  wi th  a m i x t u r  

ml  0.9 % (w/v) NaC1. The  kaolin is cen t r i fuged  and  homoge  
L 5 ° ml  solut ion of o . 1 %  (w/v) (NH4)2CO 3. The  kaol in  is t 
)aque s u p e r n a t a n t  con ta ins  t he  ac t ive  principle.  I n  our  earl ie  
is, b u t  now we find t h a t  t he  weak  solut ion of (NH4)aCO 3 i: 

~e du r ing  fu r the r  s teps  of concen t r a t ing  t he  mate r ia l  t he  salt 
flation an  appreciable  a m o u n t  of act ive  principle is lost to th~ 
nh ib i to rs  of t he  p r o t h r o m b i n - t h r o m b i n  conversion) ,  b u t  whet  
cond e lua te  is carr ied t h r o u g h  fu r the r  s teps  of f rac t ionat ion .  

of t he  p roduc t  be the  ma j o r  cons idera t ion ,  t he  two e luates  
required,  (NH4)~CO a should  be used  also for the  first e lut ion 

:oncentration o] the eluate and ]ractionation with (NHa)~SO 4, 
m t  p H  7.4 by  add i t ion  of N-HC1 and  the  solut ion is conc¢ 
taterial  is t h e n  dissolved in 5 ml  dist i l led wa te r  and  r ema in  
;h-speed cen t r i fuga t ion  or f i l t rat ion;  t h u s  a water -c lear  sol~ 

t h e n  r emoved  by  c e n t r i f u g a t i m  
earlier work,  bora te  was  used  for be t  

m more  sui table  for the  purpos~ 
sal t  can  be volati l ized.  I n  course ( 
the  first e lua te  (which also eontaiv 

w h e n  pu r i t y  is preferred to yield onl 
Should,  however ,  yield and  ne 

e lua tes  m a y  be pooled a t  th is  stage.  1 
elut ion.  

The  p H  of the  e lua te  is ad jus t e  
concen t r a t ed  by  rapid  lyophil izat ior  

r ema in ing  kaolin par t ic les  are r emove  
solut ion resul ts .  Prac t ica l ly  all th 

b ta ined  in t he  f ract ion p rec ip i t a ted  by  a m m o n i u m  sul fa te  be twee 
cipitate is dissolved in I ml  disti l led wa te r  and  the  p repa ra t ion  i 

a col labora t ion wi th  Dr. W. R. CARROLL, Na t i ona l  I n s t i t u t e s  ( 
.t t h e  final solut ion gives m a i n l y  one c o m p o n e n t  in e l ee t rophores  
of /~-globul ins ;  th i s  c o m p o n e n t  possess ing the  p la te le t  co - fac to  

vs one ma jo r  and  two smal ler  peaks .  
o-factor  tes t ,  us ing  a modif icat ion of the  a s s ay  of JOHNSON et al 
produc t  ha s  more  t h a n  two-hundred- fo ld  ac t iv i ty  per  m g  prote i  
ince the  mater ia l ,  ob ta ined  as above,  ac ts  jo in t ly  wi th  p la te le t s  a 
Lbm , i t  b ehaves  as t he  an t ihemophi l i c  factor  4. 
also t e s ted  direct ly on hemophi l ic  blood ~*. Addi t ion  of the  isolate 

:ional I n s t i t u t e  of Ar thr i t i s  and  Metabolic  Diseases.  
I. S~EaERS (Wayne  Univers i ty ,  Detroi t ,  Mich.) for a gift  of purifie 
~R (Nat ional  I n s t i t u t e s  of Hea l th ,  Be thesda ,  Md,) for providin  
o s  (W ayne  Unive r s i ty ,  Detroi t ,  Mich.) for t e s t ing  one of our  p rep  
ivi ty.  W e  are also indeb ted  to Drs.  A. AXELROD, J. RUTZKY a~ 
thei r  help in a s say ing  our f rac t ions  on hemophi l ic  blood. 

e lu t ions  
because  
t h e  isolat ion 
some  inhib i tors  of t he  
t he  second 
p u r i t y  
th i s  is 

C¢ 
to a b o u t  
The  ma te r i a l  
b y  h igh-s  t 
ac t iv i ty  of th i s  solut ion can  be ob ta ined  
0.41 and  0.5 sa tu ra t ion .  T he  preci t 
s tored  in t he  frozen s ta te .  

P re l imina ry  e x p e r i m e n t s  (in 
Hea l th ,  Be thesda ,  Md.) show t h a t  t he  
wi th  a mobi l i ty  resembl ing  t h a t  
ac t iv i ty .  The  u l t racen t r i fuge  shows  

As judged  by  t he  p la te le t  co-factor  
(to be  descr ibed later) ,  t h e  final 
over  t h a t  of t he  initial p l a sma .  Since 
an  ac t iva to r  of purified p r o t h r o m b i n * *  

Some of our  f rac t ions  were 

* Visi t ing Scient is t  of the  Na t iona l  Ins 
* *  T h a n k s  are due  to Dr. W.  H.  

p r o t h r o m b i n ,  to Dr. G. BRECH~R 
plate le ts ,  and  to Dr. S. A. JOHNSOS 
ra t ions  for p la te le t  co-factor  a c t i v i t  
E. DEUTSCH (Detroit ,  Mich.) for 
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pro te ins  f rom p l a s m a  by  adso rben t s  (such as e.g. t he  plat* 
lbin by  AI(OH)a ~, etc.), and  t hen  s t a r t  w i th  the  precipi ta t io  
Dns. 
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!tom l ac t a t i ng  ra t s  are  i ncuba t ed  in the  W a r b u r g  a p p a r a t u s  wil 
~REBS-bicarbonate-saline in equi l ibr ium wi th  95 % 02 + 5 % CC 
osite curve) ha s  a posi t ive  slope because  the  R.Q.  is g rea te r  t h a n  I 
:hat  add i t ion  of p ro lac t in  to the  m e d i u m  increased the  slope of tt  
l and  slices t aken  f rom ra t s  in ear ly  lactat ion•  We  have  confirm¢ 
Ltions of p o t e n c y  v a r y i n g  f rom I I - 2 2  i .u . /mg  a n d  have  shown  th~ 
Lissue f rom ra t s  a t  all s tages  of l ac ta t ion  b u t  no t  in la te  pregnan(  
as also g iven  b y  m a m m a r y  g land  slices f rom lac ta t ing  mice b u t  m 
? in ear ly  lac ta t ion .  Liver  slices f rom lac ta t ing  r a t s  gave  no  respon  
1old concen t r a t ions  were a lways  r a the r  high,  t he  lowest  be ing  abol 
as no rela t ion be tween  pro lac t in  po t ency  a n d  abi l i ty  to increa, 

of r a t  m a m m a r y  slices. These  facts  sugges ted  t h a t  the  m e t a b o l  
a m i n a n t  in t he  prolact in .  

F.  V~ T. 

Welsh National 5 

If  m a m m a r y  g land  slices f rom 
a c e t a t e  + glucose dissolved in KREBS-bi 
t he  overal l  p ressure  cu rve  (composi te  cur~ 
BALMAIN AND FOLLEY 2 showed t h a t  
compos i t e  cu rve  of m a m m a r y  g 
th i s  w i th  e ight  p ro lac t in  p repa ra t i ons  
t he  effect can  be ob ta ined  wi th  t isst  
or  af ter  wean ing .  The  response  was  also 
f rom gu inea  pigs,  r abb i t s  or sheep  
to  pro lac t in .  However ,  t he  th resho ld  
25 /~g /ml  a n d  moreove r  the re  was  
the  slope of t he  compos i t e  curve  
effect m i g h t  be due  to some  con ta  

no t  only  t he  c lo t t ing  t ime,  b u t  also norr  
R'S s procedure  one hou r  af ter  c lo t t ing  
dded to oxa la t ed  hemophi l i c  p l a s m a  a 

doub t  t h a t  our  p r epa ra t i ons  possess  aplc 
e t e s t s  will have  to be employed  to pr  
t ihemophi l ic  principle.  Such a research  
e p la te le t  co-factor  in t he  par t ia l ly  pu  
a te  sa tu ra t ion ,  and  no t  a round  0.33-0. 
plasma3, s. This  could be expla ined in t¢ 
ins or by  a s s u m i n g  two man i f e s t a t i ons  
an t ihemophi l i c  principle ?) will t u r n  oc 
) m b i n - t h r o m b i n  convers ion,  i ts a m o u n  
a s m a  proteins .  We feel t h a t  our  me thod  
ale p l a s m a  f rac t iona t ion  schemes  (alcot 
~e wor thwhi le  to consider  t he  possibil i ty 
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