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The 7S immunglobul in  was separated by chromatog-  
raphy  in Sephadex G-200 and DEAE-cel lu lose  column. 
Per i toneal  macrophages were harves ted  by inject ing 3 ml 
of heparinized Hanks '  solution into the  per i toneal  cav i ty  
of exsanguinated  mice. 2/~ 0 of a suspension conta ining 
1 •  ~ cells/ml were added to wells of acrylic rings 
a t t ached  to microscopic slides and incubated  at  22-24 ~ 
for 60 min. The adherent  macrophages  were washed and 
0.2 ml of sensitized SRBC wi th  7S an t ibody  (EA-7S) 
conta ining the  drugs were then  added to each welI. Af ter  
incubat ion  for 30 rain at  22-24 ~ the  slides (test and con- 
trol) were kept  for 45 sec in Hank ' s  solution di luted 1/5 
wi th  water  to affect lysis of bound bu t  non-ingested SRBC. 
The macrophages  were fixed wi th  glutaraldehyde,  t rea ted  
wi th  benzidine-H202 mix ture  for e ry throcytes  s taining 
fol lowed by \ u  staining. The number  of macrophages  
wi th  S R B C  phagocyt ized  in r andomly  microscopic f~elds 
was es t imated  by scoring 200 macrophages in dupl icated 
slides. Drug  di lut ion inducing more t h a t  10% of cells 
t ak ing  up T rypan  blue were discarded. Solutions of the  
drugs were prepared each day before use in Hanks '  solu- 
tion, wi th  the  final p H  adjus ted  to 7.4 .The following 
drugs were used:  theophyll ine,  3",5'-AMP, 5 '-AMP, 2- 
chtoradenosine,  imidazol  and phenyl imidothiazol .  

Results and discussion. The results are summarized in 
the  Figure.  The  drugs recognized as capable  of raising 
the  levels of intracel lular  cAMP through  a blockade of the  
phosphodiesterase ac t iv i ty  showed a po ten t  inhibi t ion of 
phagocytosis .  I n  contras t  the  drugs capable of reducing 
the levels of intracel lular  cAMP by ac t iva t ion  of phospho- 
diesterase, such as imidazol  and phenyl imidothiazol ,  were 
found to be po ten t  s t imulators  of phagocytosis .  

The  al terat ions in cellular cAMP levels dur ing phago- 
cytosis, and the  influence of adenyl  cyclase, specially in 
PMN leukocytes,  have  been the  subject  of recent  contro-  
versy. Concentrat ions of cAMP above 10 -4 M induced by 
theophyll ine,  or pros taglandine  and theophyll ine,  have  
the  capac i ty  to  re tard  the  phagocytosis  of l~5I-labelled 
kea taggregated  B S A  by  mouse per i toneal  macrophages,  
whereas very  low concentra t ions  of cAMP (10 -~~ M) 
s t imula ted  the  t ak ing  up of these par t ic les~ .  These da ta  
are compat ib le  wi th  the  hypothesis  t ha t  cAMP m a y  
exer t  a byphasic  effect on endocytosis .  I t  was also found 
t h a t  increased levels of intracel lular  cAMP inhibi ted 
lysosomal enzyme release of P M N  leukocytes  exposed 
ei ther  to part icles of zymosan or to immune  precipitates.  
This f inding raised a possible analogy between the  inhibi-  
tory  effects of cAMP on lysosomal enzyme release and on 
his tamine  l iberat ion ~5. I t  was demons t ra ted  tha t  h igh 
intracel lular  levels of cAMP impai r  granulocytes ' s  abi l i ty  
to kill C. albicans and tha t  this effect could be consistent-  
ly obta ined wi th  theopyl l ine  1~. I t  has been suggested tha t  
at  least  one consequence of raising the  level  of cAMP 
wi th in  ceils is to impede  the  traffic of lysosomes to the  
phagocyt ic  vacuoles,  re tarding signif icant ly the  extrusion 
of acid hydrolases~5. I t  is generally assumed t h a t  peri to-  
neal  macrophages  usual ly  uti l ize energy f rom glycolysis for 
phagocytosis  and t h a t  ox ida t ive  pa thways  m a y  also be 
used ~7 Since the  only  events  common to both  glycolysis 

and respira t ion are synthesis  of A T P  from ADP,  and 
oxida t ion  and reduct ion  of NAD,  it  has been widely  
inferred t h a t  membrane  invag ina t ion  and par t ic le  inte- 
r iorizat ion dur ing endocytosis  are processed through ATP.  
Thus, the  energy required to induce membrane  exci ta t ion,  
for ac t iva t ion  of the  intracel lular  actomyosin- l ike  micro- 
f i laments  1~ and phosphoryla t ion  of tubul in  1~, are provided  
by ATP.  The results described herein showing tha t  
engul fment  of an t ibody-coa ted  ery throcytes  proceed 
op t imal ly  in condi t ions  in which the  macrophages  cAMP 
conten t  is lower, indicate  t h a t  the  modula t ion  of this 
process m a y  follow the  same mechan ism as h is tamine  
release f rom leukocytes~,S, n, 12. Accordingly,  a decrease 
in the  cAMP level of macrophages  m a y  follow the  interac-  
t ion of the  receptor  located on cell surface wi th  the  Fc  
por t ion  of immunoglolul ins  after  an t igen-an t ibody  com- 
binat ion.  A direct  de te rmina t ion  of cAMP conten t  in 
macrophages  undergoing immunologica l  phagocytosis  
has, however,  to be made  before a final conclusion can be 
drawn on its role in this  process. I t  has recent ly  been 
proposed ~s t h a t  in a number  of cell types,  cyclic 3', 5'- 
guanosine monophospha te  (cGMP) promotes  cel lular  
events  t ha t  are antogonis t ic  to those bel ieved to be 
media ted  by cAMP. The influence of cGMP on macrophage  
phagocytosis  is now being s tudied in our l abora tory  19. 

Zusammen/assung. Nachweis,  dass Drogen, die einen 
Anstieg des cAMP-Gehal ts  der Makrophagen durch Ver- 
h inderung der Phosphodiesterase  hervorrufen,  die immu-  
nologische Phagozytose  verhindern.  Anderersei ts  abe t  
wird die Phagozytose  du tch  Drogen gef6rdert,  welche den 
cAMP-Gehal t  der Makrophagen herabsetzen.  
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S t i m u l a t i o n  of H u m a n  L y m p h o c y t e s  in v i tro  by Bacter ia l  H y d r o l y s a t e s  1 

Various antigenic components  of microorganisms,  
such as streptolysins,  s taphylococcal  f i l t ra te  and tuber-  
culine amongs t  others have  been repor ted  to induce 
lymphocy te  blastogenesis in vi tro2,  a. The  mitogenic  
ac t iv i ty  of non- immunogenic  subtract ions  of such 
substances,  however,  has no t  ye t  been sys temat ica l ly  

analyzed.  This paper  reports  the  p roper ty  of a bacter ia l  
hydro lysa te  wi th  a molecular  weight  below 10,000 to 
s t imula te  human  lymphocytes  in vitro.  

Material and methods. Per iphera l  venous blood lympho-  
cytes were obta ined f rom 16 hea l thy  male volunteers  at  
weekly  intervals  for 8 weeks. L y m p h o c y t e  separat ion 
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was done by  dens i ty  grad ien t  s ed imen ta t i on  4. Bacter ia l  
hydro lysa tes  5 were p repa red  by  diges t ing the  endo- and 
exotox ins  of a va r i e ty  of es tabl ished cul tures of pa thogenic  
bacter iae  6 w i th  a p ro tease  of B. subtilis as descr ibed 
elsewhere v. The  chemical  compos i t ion  was:  o l igopept ides  
1.6 mg, polysacchar ides  0.02 mg and  nucleic acids 
0.085 mg per  1 ml of hydro lysa te .  L y m p h o c y t e s  were 
cul tured  in v i t ro  for 110 h, fol lowed by  8H- thymidine  
labell ing for addi t iona l  12-16 h, DNA-prec ip i t a t i on  and 
l iquid scint i l la t ion count ing  as descr ibed previous ly  8. 
Separa te  l y m p h o c y t e  cul tures were s t imula ted  wi th  e i ther  
0.1 ml  p h y t o h e m a g g h t i n i n  (Difco) or 0.1 ml  hyd ro ly sa t e  
which  in pi lot  s tudies  a t  th is  concen t ra t ion  had  its 
max ima l  s t imula t ing  effect. No s t imu lan t  was added  to 
the  contro l  tubes.  The cul tures  were done in t r ipl icate ,  
giving a to ta l  of 384 cul tures  for each mitogen.  The results  
were expressed  in cpm rad ioac t iv i ty  of D N A  precipi ta tes .  
The da ta  were s ta t i s t ica l ly  eva lua ted  by  an analysis  of 
var iance  and  a t - tes t  a d a p t e d  to mul t ip le  compar i sons  by  
DUNNET 9. 

Results. The range of cpm was 367 to  2,138 for t he  
controls,  1,583 to  9,357 for the  hydro lysa tes  and 20,445 
to 120,830 for the  PHA-cu l tu res .  The d i s t r ibu t ion  of the  
counts  is p resen ted  in the  Figure.  The difference be tween  
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the  background  and  each of the  cul tures  s t imula ted  by 
P H A  and hydro lysa te  is s ignif icant  a t  the  level of p < 0.01. 

Discussion. In  con t ras t  to  P H A - P  or bacter ia l  endo- 
toxins,  the  bacter ia l  lysate  is only a weak mitogen.  
W h e t h e r  t he  mi togenic  ac t iv i ty  is due to  the  whole 
Iysate  as such, or to one or ano the r  of its components ,  
r emains  to  be shown.  Because l y m p h o c y t e  t r ans fo rma t ion  
occurred in a lmost  100% of t he  cul tures  i t  can be con- 
c luded t h a t  the  subs t r a t e  responsible  for s t imula t ion  
exer ts  an immunologica l ly  unspecif ic  action.  F u r t h e r  
p re l iminary  work suggests  t h a t  th is  weak mi togen  m i g h t  
be sui table  for the  d emo n s t r a t i o n  of minor  i m p a i r m e n t s  
of l y m p h o c y t e  t r an s fo rma t i o n  in vitro.  

Zusammen/assung.  Hydro lysa te ,  herges te l l t  m i t  einer 
B.-subtilis-Proteaseaus E n d o - u n d  ]?;xotoxinen pa thogene r  
Mikroorganismen,  s t imul ieren menschl iche  L y m p h o z y t e n  
in vitro.  Die S t imula t ion  ist  schwach,  vergl ichen mi t  
PhytohS~magglutinin, und  wahrschein l ich  immunologisch  
unspezifisch.  
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Increased Immunogenic i ty  of TSTA on Heterokaryocytes of Syngeneic Tumoral  and 
Allo~eneic Normal  Cells 

The i m m u n e  response  to t u m o u r  specific t r a n s p l a n t a -  
t ion  an t igens  (TSTA) is general ly weak, t he r eby  l imi t ing  
b o t h  the  eff iciency of the  spon taneous  defellce and tile 
a t t e m p t s  of i m m u n o t h e r a p y .  Many  efforts  have  been 
made  in order  to  increase t he  immunogen ic i t y  of TSTA 

by  means  of aspecific a d j u v a n t s  1, 2 or by  the  in t roduc t ion  
of new ant igenic  d e t e r m i n a n t s  on t u m o u r  cells a. In  1967 
SCHIERMAN and  MCBRIDE 4 showed t h a t  a ve ry  weak 
humora l  response  to e ry th rocy t e  isoant igens  was in- 
creased by  the  presence  of s t ronger  ant igens  on the  same 

Table I. Sequence of immunizing treatments and serological tests 

Experiment 1 

Day 0 Day 19 Day 25 
1st immunization CI test Booster 
2 • 106 cells 2 • 106 cells 

Experiment 2 

Day 0 Day 5 
Immunization Challenge 
2 X 106 ceils 5 • 105 cells 

Day 33 
Challenge 
5 • 105 cells 

Day 53 Day 67 Day 90 
CI test CI test Final assessment 

of the number and 
volume of tumors 

Day 20 Day 90 
CI test Final assessment 

of the number and 
volume of tumors 


