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Glycoprote ins  of the a - f r a c t i o n  of bovine blood se rum p o s s e s s  an t i complementa ry  act ivi ty  
exp res sed  as inhibition of the immune hemolys i s  reaction.  It is  postulated that the effect  
observed  is de te rmined  by the p r e s en ce  of complement  inac t iva tor  in the immunoregu la to ry  
globulins. 

The blood s e r u m  of man and cer ta in  spec ies  of an imals  (ox, rabbit ,  ra t ,  mouse) contains p ro te ins  with 
immunosuppress ive  activity.  These  p ro te ins  with the mobil i ty  of a -g lobu l ins  a re  descr ibed  as immuno-  
regula tory  globulins (IRG). The IRG prolong the survival  of skin graf ts ,  inhibit hemolysin  product ion in 
exper imen t s  in vivo, and dep re s s  the b l a s t - t r a n s f o r m a t i o n  react ion  of lymphocytes  s t imu]ated by phyto-  
hemagglutinin and specif ic  antigens [1, 2, 3, 5]. The mechanism of immunodepress ion  has not been studied. 

The object  of the p re sen t  invest igat ion was  to examine the role  of IRG in the a n t i g e n - a n t i b o d y -  
complement  react ion.  

E X P E R I M E N T A L  M E T H O D  

IRG of the a - f r a c t i o n  of blood s e r u m  was  isola ted by the method descr ibed  in [6]. F rac t ion  C, eluted 
f rom D E A E - c e l h l o s e  by 0.5 M acetate  buffer ,  pH 5.0, was  used in the exper iments .  After  lyophilization 
the IRG p repa ra t ions  were  kept for 4 weeks at -20~ Immune hemolys i s  was  c a r r i e d  out in a s tandard 
sys t em of sens i t ized sheep ' s  red cel ls  and complement  by the method descr ibed  by Kabat  and Meyer  [4]. 
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Inhibition of immune 
hemolys i s  by IRG f r o m  a - f r a c -  
tion of blood serum.  Ordinate,  
inhibition of hemolys i s  (per-  
cent); absc i s sa ,  concentrat ion 
(in mg/ml). 

A 5% suspension of sheep ' s  red cells ,  complement  (1:30), and hemoly -  
tic s e r u m  in a dilution of 1:400 in verona l  buffer ,  pH 7.3, containing 
opt imal  concentra t ions  of magnes ium and calcium, w e r e  used in the 
react ion.  IRG was added to the s amples  in a final concentrat ion of 
1, 2, 4, 6, 8, and 10 m g / m l  at the stage of sensi t izat ion of the red 
cel ls  or  during addition of the complement .  The intensity of hemol -  
ys is  was es t imated  photometr ica l ly .  

E X P E R I M E N T A L  R E S U L T S  

On the addition of 0.5 ml complement  and IRG to a sys tem 
containing of 0.5 ml 5% suspension of sens i t ized  red cel ls ,  v i r tual ly  
total inhibition of hemolys i s  was  obse rved  at the stage of addition of 
complement ,  when the prote in  concentrat ion was  2 ~ g / m l  (Fig. 1). 

To rule out the poss ib i l i ty  of nonspecif ie  inhibition of hemolys i s  
with la rge  prote in  concentra t ions  an exper iment  was  ca r r i ed  out in 
which crys ta l l ine  bovine albumen was  added to a sy s t em of s e n s i t i z e d  
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red cells - complement in concentrat ions of 2, 4, 6, 8, and 10 mg/ml .  No difference was found between 
the intensities of hemolysis  in the ekperimental  and control samples. 

To a s se s s  the stages of immune hemolysis  at which IRG exhibits its action, the effect of IRG on the 
intensity of hemolysis  was studied when the protein was added at the stage of sensitization of the red cells. 
Both in the experiment in which the final protein concentration was 2, 4, 6, 8, or  10 m g / m l  and in the control 
the red cells were not washed after  sensitization. The intensity of hemolysis  in the experimental  and con- 
trol ser ies  was prac t ica l ly  identical. Consequently the IRG do not affect the formation of the an t igen-  
antibody complex, and inhibition of hemolysis  by IRG is evidently due to inactivation of the complement. 
Inhibition of hemolysis  may evidently be due to the p resence  of a complement inactivator in the IRG whose 
e lectrophoret ic  mobility is s imi la r  to that of one of the IRG fract ions during e lec t rophores is  in acrylamide 
gel. 
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