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I N T R O D U C T I O N

A c c u r a t e  and r e l i a b l e  d i a g n o s i s  is 
e s s e n t i a l  for ra b i e s ,  but for a la P o r a -  
tory that d e a l s  w i t h  a sm al l n u m b e r  of 
d i a g n o s t i c  c a s e s ,  the s t a b i l i t y  of r e a ­
g e n t s  is q u e s t i o n e d ,  if s t o r e d  for a 
long p e r i o d  in an o r d i n a r y  f r e e z e r .

M A R K S O N  8. U P C O T T , 4 h a v e  i n v e s t i ­
g a t e d  the e f f e c t  of p r e m i x e d  a n t i r a b i e s  
f l u o r e s c e n t  a n t i b o d y  (FA) c o n j u g a t e  and 
the m o u s e  b r a i n  s u s p e n s i o n s  for a 
s t o r a g e  p e r i o d  of 3 m o n t h s  and they 
f o u n d  r e l i a b l e  r e s u l t s .  The r a bi d m o u s e  
b r a i n  CRMB) s u s p e n s i o n ,  if not f r e s h  or 
p r o p e r l y  st o r e d ,  is sa i d  to be not able 
in i n h i b i t i n g  the a n t i r a b i e s  c o n j u g a t e  
and w e e k s  later the R M B  s u s p e n s i o n  
l o o s e s  its a b i l i t y  to a b s o r b  the c o n j u ­
g a t e  C 4) .

Th e g l y c e r i n ,  in c o m b i n a t i o n  wi t h  
low t e m p e r a t u r e ,  is a w o r l d w i d e  well 
k n o w n  p r e s e r v a t i v e  of b i o l o g i c a l s  (1, 
5), and in this e x p e r i m e n t  it was set up 
a d e s i g n  to test the s t o r a g e  life of 
the n o r m a l  m o u s e  b r a i n  (NMB) and RMB- 
p r e m i x e d  a n t i r a b i e s  c o n j u g a t e  at t e m p e ­
r a t u r e  of -2 0 °  C w i t h  a d d i t i o n  of 50% 
g l y c e r i n .
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S U M M A R Y :  The s t a b i l i t y  of f l u o r e s c e i n  - 
c o n j u g a t e d  h a m s t e r ' s  a n t i r a b i e s  g l o b u l i n  
p r e m i x e d  to n o r m a l  and rabid m o u s e  b r a i n  
s u s p e n s i o n s  was i n v e s t i g a t e d ,  u s i n g  the 
50 % g l y c e r i n  as an a d d i t i o n a l  p r e s e r v a ­
tive. The p r e m i x e d  c o n j u g a t e ,  w i t h  and 
w h i t h o u t  a d d i t i o n  of g l y c e r i n  was 
d i s p e n s e d  in 0.5 ml a l i q u o t s  and s t o r e d  
at -20° C. The tests w e r e  run ea c h  3 
m o n t h  i n t e r v a l  and a f t e r  2 y e a r s  the 
r e s u l t s  w e r e  q u i t e  s a t i s f a c t o r y ,  
a l t h o u g h  the a d d i t i o n  of g l y c e r i n  did 
not re ve al any s u b s t a n t i a l  d i f f e r e n c e  to 
the f l u o r e s c e n c e  of the k n o w n  ra bi es 
s m e a r s  and to the. s t o r a g e  life of the 
p r e m i x e d  c o n j u g a t e .

U N I T E R M S :  R a b i e s ,  v i r u s ;  F l u o r e s c e n t  
a n t i b o d y  t e c h n i q u e

Th e f I u o re s e e in - c o n j u g a t e d  a n t i r a -  
b i e s  h a m s t e r ’s g l o b u l i n  was p r e p a r e d  in 
our l a b o r a t o r y  f a c i l i t y  by i m m u n i z i n g  30 
h a m s t e r s ,  the p r o c e d u r e s  a d o p t e d  for the 
h i p e r i m m u n i z a t ion and for the p r e p a r a ­
tion of F I T C  ( S i g m a )  - a n t i r a b i e s  IgG 
c o n j u g a t e  w e r e  e s s e n t i a l l y  the same to 
that d e s c r i b e d  by L A R G H I ,  3 w i t h  sl i g h t  
m o d i f i c a t i o n ,  i.e., the a n t i g e n  u s e d  was 
s u b s t i t u t e d  to a c o m m e r c i a l l y  a v a i l a b l e  
i n a c t i v a t e d  a n t i r a b i e s  v a c c i n e  p r e p a r e d  
in BH K cell c u l t u r e  ( R a b i v a c ) # .

The C V S  ( C h a l l e n g e  v i r u s  s t a n d a r d )  
and the n o r m a l  m o u s e  b r a i n  s u s p e n s i o n s  
w e r e  p r e p a r e d  in a d i l u t i o n  of 1 in 5 
u s i n g  0 . 0 1 M  p h o s p h a t e  b u f f e r e d  s a l i n e  as 
d i l u e n t ,  the pH a d j u s t e d  to 8. 0 with 
p h o s p h a t e  b u f f e r ,  c e n t r i f u g e d  at 3 , 0 0 0  
rpm for 15 m i n u t e s  and the c o n j u g a t e  was 
d i l u t e d  u s i n g  t h e s e  s u s p e n s i o n s  to give 
a f i na l d i l u t i o n  of 1 in 60, and then 
c e n t r i f u g e d  at 1 0 , 0 0 0  rpm for 30 m i ­
n u t e s .  The s u p e r n a t a n t s  we r e  d i s p e n s e d  
in i n d i v i d u a l  a l i q u o t s  of 0 . 5  ml and 
s t o r e d  at - 2 0 °  C u n t i l  r e q u i r e d .

The g l y c e r i n  - m i x t u r e d  c o n j u g a t e  
was p r e p a r e d  by a d d i n g  to the s u p e r n a ­
t a n t s  of the NM B an d RMB, e q u a l  v o l u m e  
of g l y c e r i n ,  the pH a d j u s t e d  and the 
c o n j u g a t e  o i l u t e d  and d i s p e n s e d  in 0.5 
ml a l i q u o t s  and s t o r e d  as above.

The p a i r e d  a l i q u o t s  of NM B and RMB
- d i l u t e d  c o n j u g a t e  we r e  t h a w e d  ea c h  3
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m o n t h  interval, and t e s t e d  on s m e a r s  of 
m i c e ’s b r a i n s  that had be e n  i n o c u l a t e d  
w i t h  a k n o w n  r a b i e s  vi ru s. The FA 
t e s t i n g  p r o c e d u r e  was a c c o r d i n g  to 
K R P L R N , 2, and the m i c r o s c o p i c  e v a l u a ­
tion was m a d e  u n d e r  a Z e i s s  b i n o c u l a r  
m i c r o s c o p e ,  u s i n g  an H B O  20 0 m e r c u r y  
v a p o r  lamp f i t t e d  w i t h  a set of e x c i t a ­
tion and a b s o r p t i o n  f i l t e r s .

The p r a c t i c a b i l i t y  of the p r e m i x e d  
c o n j u g a t e ,  as d e s c r i b e  by M A R K S O N  & 
U P C Q T T ,  4 was f u l l y  c o n f i r m e d  t h r o u g h  
the 24 m o n t h s  p e r i o d  of the FR testing, 
and this s y s t e m  of s t o r a g e  w i t h o u t  a d d i ­
tion of g l y c e r i n  has now b e e n  i n t r o d u c e d  
into our r o u t i n e  FR test for ra bi es 
d i a g n o s i s ,  in c o m b i n a t i o n  to the m o u s e  
i n o c u l a t i o n  test.

R E S U L T S . A N D  D I S C U S S I O N
A C K N O W L E D G E M E N T

A l t h o u g h  e n t i r e l y  s u b j e c t i v e ,  the 
e v a l u a t i o n  of the FA test was b a s e d  up o n  
the p r e s e n c e  of s p e c i f i c  f l u o r e s c e n c e  of 
i n t r a c y t a p  I a s m i c  i n c l u s i o n  b o d i e s  and 
the f l u o r e s c e n t  s a n d l i k e  p a r t i c l e s  r o u ­
t i n e l y  seen in r a b i e s  p o s i t i v e  s m e a r s .

The p r e m i x e d  c o n j u g a t e  a d d e d  w i t h  
5 0 %  g l y c e r i n  a f t e r  f r e e z i n g  at - 2 0 °  C, 
in some b o t t l e s  t h e r e  was f o u n d  a f o r m a ­
tion of 2 p h a s e s ,  the l i q u i d  p h a s e  at 
the b o t t o m  f o r m e d  by g l y c e r i n ,  but a f t e r  
t h a w i n g ,  no i n t e r f e r e n c e  to the r e a c ­
tion was o b s e r v e d .  Th i s  c o u l d  be r e ­
l a te d to the f l u c t u a t i o n  of the t e m p e r a ­
ture of the o r d i n a r y  f r e e z e r ,  in hot 
s u m m e r  s e a s o n  the t e m p e r a t u r e  r e a c h e d  
a r o u n d  -1 0 °  C.

Th e s t o r a g e  at - 2 0 °  C g a v e  an e x ­
c e l l e n t  f l u o r e s c e n c e ,  and for the last 
pa ir of a l i q u o t s  t e s t e d  a f t e r  24 
m o n t h s ,  some fine f l u o r e s c e n t  d e p o s i t s  
of the c o n j u g a t e  w e r e  o b s e r v e d ,  e s p e ­
c i a l l y  for the N M B - p r e m i x e d  c o n j u g a t e ,  
s i m i t a r  to s a n d l i k e  p a r t i c i c t e s ,  and 
t h es e d e p o s i t s  w o u l d  i n t e r f e r e  to the 
r e l i a b i l i t y  of the test w h e n  a p p l i e d  to 
d o u b t f u l l  d i a g n o s t i c  tests. Th e same 
d e p o s i t s  f o r m a t i o n  was also o b s e r v e d  for 
the N M B - p r e m i x e d  c o n j u g a t e  a d d e d  w i t h  
5 0 %  g l y c e r i n ,  but w h e n  c e n t r i f u g e d  at 
1 0 , 0 0 0  rpm the r e s u l t s  w e r e  q u i t e  s a t i s ­
f a c t o r y .  In c o n t r a s t  to the NM B -  
p r e m i x e d  c o n j u g a t e ,  to the R M B - p r e m i x e d  
c o n j u g a t e  t h e r e  was a n e g l i g i b l e  f o r m a ­
tion of d e p o s i t s ,  but the a b s o r p t i o n  of 
the c o n j u g a t e  was c o m p l e t e  e v e n  a f t e r  24 
Tnonths of c o n s e r v a t i o n .  Th e f o r m a t i o n  of 
t hese d e p o s i t s  ma y be r e l a t e d  to the 
q u a l i t y  of the c o n j u g a t e ,  the h i g h e r  the 
w o r k i n g  d i l u t i o n  m o r e  s t a b l e  w o u l d  be 
the p r e m i x e d  c o n j u g a t e .

The a u t h o r s  are g r a t e f u l  to Miss 
R o s a n a  C l e i d e  P a i c k  U t i a m a  for her c a r e ­
ful a s s i s t a n c e .
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C Q R T E 5 , J .A . E s t a b i l i d a d e  do c o n j u ­
g a d o  a n t i - r á b i c o  pa r a  r e a ç ã o  de imu- 
nof l u o r e s c ã n c i a  d i r e t a  p r è - d i l u í d o  e 
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R E S U M O  fl e s t a b i l i d a d e  do c o n j u g a d o  a n t i -  
r à b i c a  pa r a  r e a ç ã o  de I m u n o f  l u o r e s c ê n c i a  
D i r e t a ,  p r e p a r a d o  a p a r t i r  de i m u n o g l o -  
b u l i n a  de h a m s t e r s  e p r è - d i l u i d o  com 
s u s p e n s 3 e s  de c é r e b r o s  de c a m u n d o n g o s  
n o r m a i s  e c a m u n d o n g o s  i n f e c t a d o s  com 
v i r u s  C V S  ( C h a l l e n g e  V i r u s  S t a n d a r d )  foi 
i n v e s t i g a d a ,  u t i l i z a n d o - s e  a g l i c e r i n a  
5 0 %  c o m o  p r e s e r v a t i v o  a d i c i o n a l .  0 
c o n j u g a d a  p r è - d i l u i d o ,  c o m  e sem g l i c e ­
rina, foi d i s p e n s a d o  em a l i q u o t a s  de 0,5 
ml e a r m a z e n a d o  a -20° C. Rs r e a ç 3 e s  de
1 m u n o f  l u o r e s c ê n c i a  D i r e t a  f o r a m  r e a l i z a ­
das em i n t e r v a l o  de ca d a  3 m e s e s  e após
2 anos, os r e s u l t a d o s  o b t i d o s  f o r a m  
s a t i s f a t ó r i o s ;  no e n t a n t o ,  a a d i ç ã o  de 
g l i c e r i n a  não r e v e l o u  n e n h u m a  d i f e r e n ç a  
s u b s t a n c i a l  na f l u o r e s c ê n c i a  a n e m  q u a n ­
ta ao tempo de a r m a z e n a m e n t o  do c o n j u g a ­
do p r è - d i l u i d o .
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