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G-100 gel  ch roma tog raphy  into 2 fract ions:  a low and 
high molecular  one 19. 

Results. The lysosomal  hydrolases of CLM showed an 
average increase in specific act ivi t ies  over  the  cell 
homogena te  4-5 fold. The  results of guinea-pig lymphocy te  
t rans format ion  in P H A ,  CLM and PMN leucocytes  
p lasma mater ia l  s t imula ted  cultures are summar ized  in 
the  Table.  Lysosomal  mater ia l  separated f rom macropha-  
ges, l ymphocy tes  and l iver  cells do not  shown similar  
t r ans fo rmat ion  ac t iv i ty  in vi tro.  The  heterogeneic  crude 
lysosomal  ma te r i a l  of P M N  leucocytes  does not  s t imula te  
lymphocy tes  cultures in v i t ro  (unpublished). The lympho-  

~ cyte  suspension was adjus ted  to a concent ra t ion  2-4 • 10 e 
cells/ml ih all exper iments  (Figure). 

Frac t ions  e luated f rom D E A E  cellulose column were 
d i a l y z e d .  Mater ia l  f rom these fract ions was added to the  
l ymphocy te  cultures in quant i t ies  of 5 ~g/ml. Studies wi th  
D E A E  cellulose e luated fract ions indicated t h a t  s t imula-  
t~Sry effect on l ymphocy te  cultures was shown by  PMN 
leucocytes  lysosomal  mater ia l .  This  suggests t h a t  only  
t h e  PMN leucocytes  possess the  l ymphocy te  t ransforming 
act ivi ty .  
Discussion.  The factor  described above s t imula t ing  

l ymphocy te  t rans format ion  in vi t ro,  can also perform 
some i m p o r t a n t  funct ions in vivo.  The  response of ceils of 
the  lymphoid  sys tem in the  course of phagocytosis  m a y  be 
unspecifically intensif ied af ter  the  release of s t imulators  
known to be present  in lysosomes of the PMN leucocytes.  
This assumpt ion  is suppor ted  by  invest igat ions  on the  
role and mechan ism of the  ad juvan t s  in immunologica l  
processes. Some ad juvan t s  are labil izators of lysosomal  
granule  membranes  and ac t iv i t ing  thei r  contents  ~~ The 
results obta ined  wi th  f ract ion eluated f rom D E A E  
cellulose column indicate  t ha t  l ymphocy te  t ransformat ion  

factor  does no t  possess high ac t iv i ty  level of the  proteases 
which p lay  an i m p o r t a n t  role in blast ic t r ans format ion  of 
lymphocytesl~,21. Ac t iv i t y  of l ymphocy t e  t ransforming  
factor  described above cannot  therefore be of an enzymat ic  
nature.  

The findings repor ted  above  indicate  t h a t  the  extra-  
cellular release of lysosomal const i tuents  m a y  contr ibute,  
not  only as is general ly  believed, to the  induct ion  of 
vascular  phenomena  of in f l ammat ion  bu t  also to the  
l ymphocy te  t ransformat ion .  

Rdsumd. On d6crit  le facteur  prot6ique s t imulan t  in 
v i t ro  la t r ans format ion  blast ique des lymphocy tes  
allog6nes. La  pr6sence de ce facteur  ne pu t  ~tre 6tablie 
l ' int6rieur  des lysosomes des macrophages,  des l y m p h o c y -  
tes, des cellules h6patiques,  ni dans les fract ions des 
granulocytes  polymorphonucl6aires  con tenan t  le p lasma 
cellulaire d6pourvu d 'au t res  s t ructures  ~ la suite d 'une  
centr i fugat ion.  On discute le r61e pr6sum6 du facteur  
6tudi6 in vivo.  

H. TCH6RZEWSKI, ZOFIA SUILOWSKA, A. DENYS. 

Department o/ General and Experimental Pathology, 
Pl. 9-go Maja J, Lddd (Poland), 7 August 7972. 

19 H. TCHORZEWSKI, R. FIDELSKI, A. DENYS and Z. SULOWSKA, 4th 
Immunology Meeting on Cell-Mediated Immunity and Blastic 
Transformation, Poznafi, May 19-20 (1972). 

90 j. K. SPITZNAGEL and A. C. ALLISON, J. Immun. J04, 119 (1970). 
Zl R. HIRSCHHORN, J. GROSSMAN, W. TROLL and G. WEISSMANN, J. 

clin. Invest. 50, 1206 (1971). 
92 Acknowledgments. The authors are grateful to Prof. R. FIDELSKI 

for his helpful criticism and discussion. 

Disappearance of Radioactivity from Plasma Following Intravenous Administration of Tritiated 
Thyrotrophin-Releasing Hormone (Ro 8-6270) to Man 

Thyrot rophin- re leas ing  hormone  (TRH) is a simple tri-  
peptide,  pyroglu tamyl-h is t idyl -pro l ine-amide ,  secreted 
by  the  hypo tha l amus  which s t imulates  the  release of 
t hy ro t roph in  (TSH) f rom the  anter ior  p i tu i t a ry  into the  
per ipheral  circulation.  Since the  recent  isolat ion and 
synthesis  of T R H  1 s considerable interes t  has been 
directed towards  the  impor tance  of the  hormone  both  
clinically and in the  research laboratory.  

Studies on the  d is t r ibut ion  and excret ion of radioac- 
t i v i t y  following adminis t ra t ion  of labelled T R H  to rats  
and mice have  been reportede,  7. The  results of these 
studies have  shown t h a t  the  highest  accumula t ion  of 
r ad ioac t iv i ty  occurred in the  pi tu i tary ,  l iver  and kidneys.  
Assays of ur inary  r ad ioac t iv i ty  has indicated tha t  up to 
40% of the  rad ioac t ive  dose was excre ted  in the  urine 
wi th in  1 h. REDDING and SCHALLY 8 have  recent ly  shown 
that ,  following i.v. inject ion of T R H  labelled wi th  14C- 
his t idine to rats, the  p lasma 14C-activity had a disap- 
pearance half-life of about  4 mid up to 6 mid  following 
adminis t ra t ion .  

We  wish to repor t  here on studies carried out  to 
de termine  the  disappearance ra te  of r ad ioac t iv i ty  in 
p lasma and its excret ion in urine following in t ravenous  
adminis t ra t ion  of t r i t i um labelled T R H  to man. 

Materials. Pyroglutamyl-2,5-3H-histidyl-proline:~amide 
hydrochlor ide  wi th  a specific ac t iv i ty  of 9.15 mC/vd~f 
was supplied by  F. Hof fmann-La  Roche  and Co. AG., 
Basel, Switzerland.  The  prepara t ion  and puri f icat ion of 

the  radioact ive  t racer  will  be repor ted  elsewhere. The  
rad ioac t ive  doses for i.v. in jec t ion  were prepared  by  
adding 120 ~zC of the  t racer  in 0.1 ml  of e thanol  to vials 
conta ining 200 ag of unlabel led T R H  (Ro 8-6270) as a 
solution in 2 ml  of isotonic saline. 

Methods. Two normal  males and two normal  females 
each received 200 ~g (120 tzC) of t r i t i um labelled T R H  by  
rapid i.v. injection.  Blood samples were collected in 
hepar inized tubes at  the  t imes  indicated in the  Figure  
and the  p lasma separa ted  by  cent r i fugat ion  and stored 
at  -20  ~ unt i l  analysis. Urine was collected dai ly for two 
days. 
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Dupl ica te  0.1 ml al iquots  of p la sma  and urine were 
assayed for a l l -ac t iv i ty  in a P a c k a r d  Model 3375 l iquid 
scint i l la t ion spec t rome te r  and  q u e n c h i n g  correc ted  by  
means  of the  au toma t i c  ex te rna l  s t anda rd .  

Results. The p lasma  concen t ra t ions  (Cp) of SH-activi ty,  
expressed as % dose /L plasma,  appa ren t l y  declined 
b iexponent ia l ly  and  were f i t ted,  by  means  of an i tera t ive  
non-l inear  digital  compu te r  p rogramme,  to the  equa t ion :  
Cp ~ Ae - a t  + Be-~ t, where  A and B are the  zero ordina te  
axis in te rcepts  and  a and  fl are b o t h  hyb r id  ra te  con- 
s t an t s  ref lect ing all the  individual  ra te  processes. A typica l  
d i sappearance  curve is shown in the  Figure.  In  each 
subject ,  the  initial  fas t  d isposi t ion phase  had  a half-life 
(0.693/~) of about  10 min  followed by  a slower disap- 
pearance  wi th  a half-life (0.693/fl) of a round  3 h. 

Of the  to ta l  radioact ive  dose, 70-78% was excre ted  
in the  urine wi th in  24 h af ter  adminis t ra t ion .  

Discussion. I t  should be stressed,  t h a t  the  da t a  repor-  
ted  in th is  communica t ion  concerns  the  d i sappearance  
of to ta l  p l a sma  3H-act iv i ty  following admin i s t r a t ion  of 
2,5-~H-histidyl T R H  to m a n  and  does no t  necessar i ly  
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Total 3H-activity in plasma (Cp) following i.v. administration of 
200 [zg (120 [xC) of tritium labelled TRH to man. (Q), observed data; 
(--), computer calculated curve; Cp = 18.9e -4"8 t + 6.6e-0.~4 L 

reflect  the  overall  d i sappearance  of i n t ac t  T R H .  Since 
T R H  undergoes  rapid inac t iva t ion  in bo th  t issue and 
blood 9 our  d a t a  represen ts  the  d i sappearance  and  
excre t ion  of T R H  and  i ts  b io t r ans fo rma t ion  p roduc t s  
which  conta in  t he  2,5-3H-histidyl moie ty .  

Recen t ly  LEPPALUOTO et  al. ~0 have  repor ted  tha t ,  
af ter  in ject ion of 200 ~zg of unlabel led T R H  to man,  
p la sma  T R H  had  a halflife of 5 min  wi th in  the  first  5 mill 
af ter  admin is t ra t ion .  This  observa t ion  is in close agree- 
m e n t  w i th  the  da ta  r epor ted  here. 

I t  is in te res t ing  to  note  t h a t  the  mean  m a x i m u m  T S H  
response  in normal  individuals  receiving 200 ~zg of T R I t  
in t ravenous ly  n,  12 occurs dur ing the  init ial  fast  d is t r ibu-  
t ion phase  (0-60 min) observed in the  p resen t  s tudy.  I t  
would no t  appear  unreasonable  to  suggest  t h a t  the  T S H  
response  is the  resul t  of T R H  s t imula t ion  of the  p i tu i t a ry  
dur ing th is  per iod following adminis t ra t ion .  

Zusammen]assung. Nach  i.v. Verabre ichung  von  Thy-  
ro t rophin- re leas ing  H o r m o n e n  an Versuchspersonen  er- 
g ibt  sich eine b iphas ische  IKurve fiir d e n  Abfal l  der  
Tri t iumaktivi t~i t  im P l a s ma  mi t  einer Exkre t ions -Ha lb -  
wer tsze i t  yon 3 h. 
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Effect of 2 - B r - a - E r g o k r y p t i n e  (CB 154) on Lactat ion in the Bitch 

Lac ta t ion  and o ther  p ro l ac t i n -dependen t  mechan i sms  
in the  reproduc t ion  of the  ra t  are inh ib i ted  by  2-Br-e- 
e rgokryp t ine  (CB 154 Sandoz,  Basel) l ,  ~. This  ac t ion is 
based on inhib i t ing  pro lac t in  secre t ion a t  t he  p i tu i t a ry  
level 3. Suppress ion of Serum prolac t in  levels by  CB 154 
have  been shown by  r ad io - immuno-as say  me thods  in 
h u m a n s  4, cows 5 and in sheep ~. Inh ib i t ion  of l ac ta t ion  by  
CB 154 has  been demons t r a t ed ,  apa r t  f rom the  ra t  1, in 
h u m a n s  7,a, in pigs 2, and  in rabb i t s  2. In  contras t ,  even 
af ter  r epea ted  appl ica t ions  of CB 154, l ac ta t ion  could no t  
be inh ib i ted  in cows 5 and  sheep ~. Thi:s means  t h a t  
pro tac t in  is no t  essent ial  in all m a m m a l i a n  species for the  
m a i n t e n a n c e  of lacta t ion.  Therefore  it is of in te res t  to  
t e s t  d i f ferent  m a m m a l i a n  species for the  sens i t iv i ty  of 
es tabl ished lac ta t ion  towards  the  act ion of CB 154. 

I t  was the  objec t ive  of the  following exper imen t s  to  
f ind w he the r  lac ta t ion  in the  b i tch  can be inf luenced by  
CB 154. 

Material and method. Female  beagles (6 groups,  
consis t ing of 5 animals  each), aged 2-6 years,  weighing 
b e t w e e n  9-18 kg were used. Af ter  pa r tu r i t i on  the  an imals  

were housed  ill single boxes  a t  a t e m p e r a t u r e  of 20-23 ~  
Only l i t ters  of 5 or 6 pups  were used. In  cases of more  t h a n  
6 pups  per  l i t ter ,  the  supe rnumera ry  animals  were 
r emoved  on the  2nd day  of life. F r o m  the  2nd-21s t  day  
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