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OBJECTIVE: To produce antisera to Hepatitis B surface antigen (HBSAg) for  use in the determination of 
antigen subtypes. 

BACKGROUND: This i s  a continuation o f  work which was prsviously repottad (1) .  The de fe t f i on  o f  sub- 
types o f  Hepatitis B surface antigen requires antisera containing specific antibodies to  each subtype deter. 
minant, previously these antisera were prepared using rabbits, who were exsanguinoted six weeks af ter  
the in i t iat ion o f  the immunization procedure ( 2 ) .  This method of preparation produced antisera with a high 
t i te r  against homologous antigen ; however, because o f  impurities in  the original immunogen, the antisera 
were of ten contamintated with anti-human serum protein activity. This anti-human serum oct iv i fy  inter fered 
with immunodiffusion ( I D )  tests ( 3 )  and required absorption with normal human sera. The present study 
was designed to determine i f  subtype specific antisera free o f  anti-human serum activity could be produced 
i n  rabbits by  selecting the time of bleeding. 

DESCRIPTION: Rabbits o f  2. 5 to  4.0 Kg bodyweight were used. Five milli l itars o f  b lood were faken 
f rom the ear vein of each rabbit before Incubation and nearly every week post inoculation, 
Anti-HBS activity as well as anti-human serum protein activity were tested by i m m ~ n ~ e l e c t r o o s ~ ~ ~ h ~ ~ ~ ~ i ~  
( 1 ~ 0 ~ )  and t i tered by complement f ixat ion test (CF). A cesium chloride purif ied fraction o f  HBSAgladr 
(EH-17) prepared by Electronuc~eonics, Inc ., Bethesda, Maryland was emulsified with an equal volume of 
Freundfs complete adjuvant ( 2 ) .  Four rabbits free f rom anti-- HBs activity were inoculated with 0 25 
of a n t i g e n - a d i ~ ~ a n t  emulsion, intradermally, into each o f  four sites on the thighs and back. An identical 
dose of the same antigen was given four weeks later. Anti-HBs and anti-human serum protein activit ies 
were studied once a week from two to  ten weeks. 

~ 1 1  b lood was tested fo r  anti-HBs and anti-human serum protein activities by IEOP and CF. The t i ter  
of these aniibodies was determined b y  CF and the specificity o f  the antisera was identif ied by  ID. 

PROGRESS: Four rabbits were immunized with HBsAg/adr (EH-17). O f  these four, one d ied  o f  unknown 
cause four weeks af ter  immunization. 

In the remaining three, antibodies to  HB~Ag lad r  wi th CF titers of 1 : 2  to 1: 16 had appeared by the f irst 
bleed, two weeks af ter  immunization (Table 1 and Figure 1 ) .  CF titers o f  antibodies increased slowly 
reaching 1 : 8 to 1 : 32 by  the fourth week iust prior t o  receiving the booster dose o f  immunizing antigen. 
Antisera reached its maximum ti ter o f  1 : 6 4  to  1: 128 b y  f i ve  weeks, one week af ter  the booster dose. 
After the f i f t h  week the titer remained stable until the rabbits were exsanguinated a t  8-9 weeks. 

The specificity of individual rabbit sera were determined by the ID test. Two rabb i t  sera ( R 2 6  and ~ 2 8 )  

formed definite precipitin lines with reference antigens, but only specific d spurs were observed ( ~ ~ b l ~  1 
and Figure 2 )  suggesting they contained only ad subtype specific determinant antibodies. Another rabbi t  
serum ( R 2 9 )  gave specific reactions with the reference antigens, with both d and r spurs, suggesting i t  

contained subtype specific a, d and r antibodies. 

Ant ibody to  normal human serum protein was observed only transiently and a t  low t i ter  (Table 1 and 
Figure 1 ). The interference of anti - human serum protein disappeared in  the ID test at 7 to  8 weeks post- 
inoculation. Antic~mpiementary act iv i ty  o f  a l l  three rabbi t  antisera was minimal and did not inter fere 
the interpretation of the tests. 
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