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In a previous study' on the composition of the precipitate pro- 
duced by the reaction of an antigen with its anti-serum, we used 
hemoglobin as  the antigen, because we had a specific method for 
the determination of small amounts of this protein. 

On account of the difficulty of preparing anti-hemoglobin serum, 
hemoglobin is not a suitable antigen for the further study of the 
problem. W e  have, therefore, looked for some other protein which 
is a stronger antigen than hemoglobin and which also lends itself 
to quantitative determination in a mixture of proteins. Iodo-albu- 
min has been found to serve our purpose, and we will report some 
results which have been obtained with it. 

The iodo-albumin is prepared as follows : 100 cc. of 5% sodium 
carbonate was added to 400 cc. of 2.5% crystallized egg-albumin 
solution. After cooling to O", the solution was mixed with an iodine 
solution prepared by dissolving 5 g. of iodine in 150 cc. 10% K[ 
solution. The mixture was allowed to stand in the ice-box for 24 
hours. The iodo-albumin formed was precipitated by neutralizing 
the solution and then adding a slight excess of acetic acid. The 
precipitate was washed twice with water by centrifuging. I t  was 
then dissolved in 200 cc. N/10 Na,CO, to give an approximately 
1% solution. I t  is free from iodide and iodine and has a yellow 
color. The iodo-albuniin prepared in this way contained 14.1 C/b 
nitrogen and 6.9% iodine. 

No difficulty was encountered 
in preparing the anti-serum. Rabbits were immunized by giving 3 
series of injections. In each series, intravenous injection of 5 to 
I0 cc. of 1 % iodo-albumin ivas given daily for 3 days. Rabbits 
were then rested for 3 days before another series was started. The 
sera were tested on the 4th day after the last injection. 

The general analytical procedure used in the previous study was 
followed in the present work. The precipitate, after 2 washings 
with 0.8% NaCl, was dissolved in 1 cc. N/10 NaOH and diluted, 
according to the amount of the precipitate, to a suitable volume 
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(5-20 cc.). Aliquot portions of thy soiution were taken for X and 
1 deterniinations. The N was determined by the same niicro 
Kjeldahl method used in our previous study. The iodine was de- 
termined by a colorinietric method to be described elsewhere. Thc 
amount of antigen-N was calculat:tl by multiplying the iodine figure 

TABLE r. 
by -3.04. 

A rrul~~ses of prc'cipi tnt~s pro&icctt bjy tiw rcnctioit of iodo-albumi?f wit11 its 
an t i -sera. 
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Iodo-alb.-N 
in total -N 
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11.7 
11.7 
11.2 
10.0 
11.0 
11.3 
10.9 
9.0 
9.9 

10.3 
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9.1 
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* (a) ,  ( b ) ,  ( c )  Precipitate washed 2, 3, 4 times respectively with 0.8% NnCI. 
The results of some analyses are shown in the accompanying 

table. It will be noted that the iodo-albumin content of the pre- 
cipitate is approximately constant for different sera when the coii- 
ccntratioii of the antigen used is higher than 1/60 of 1%. With 
lower concentrations, however, the iodo-allmnin content tends to 
decrease. 

The ap- 
proximate constancy of the antigen content of the precipitate 
strongly suggests a chcniical reaction hetween the antigen and the 
precipitin ( protein), Ilut the question cannot be decided without 
itirther study. We are planning to use horses for the preparation 
of large quailtitics of immune sera ant1 tCJ study the reaction of the 
isolated precipitin (protein j .  

These results confirm our findings with hemoglobin. 




