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Summary
W h en  im m u n oh istochem ical s ta in in g s  a re  ap p lied  to  d em o n s tra tio n  o f  a n tig en s  ¡n h is to p a th o - 

logical specim ens, th e  fe rro  us p igm en ts w hich m uy be p re sen t in  th e  tissu es u su a lly  m ask  th e  
fin a l p re c ip íta le s  o f  th e  reac tio n . T hese  j>igments can  be e lim in u ted  w ith  oxa lic  ac id  o r  sodium  
d ith io n ite  a f te r  th e  im m u n oh istochem ical sta in in g . T hese  tre a tm e n ts  a lso  help  in th e  b leach ing  
o f  unspecific b ack g rau n d  sta in .

Introduction
D u rin g  th e  course  o f  a n  in v es tig a tio n  on  th e  p resence o f  m u ram id asc  in  tu m o r b io p sy  speci- 

m ens b y  ap p ly in g  th e  im m unoperox idase  m ctlio d , w e hiive  founcl th a t  th e  g re a t u m o u n t o f hem o- 
s iderin  p reserit in  som e tu m o rs  w as a d raw b ack  in  th e  in te r p r e ta r o n  o f  resu lts . T h e  co lour o f th e  
p ig m en t, w hich is s im ila r to  t h a t  o f  th e  f in a l p re c ip ita tio n  of o x id ized  d iam inobenzid ine  (DA B), 
m ask s th e  an tig en ic  reac tion . T he u su a l com parison  w ith  co n tro l sec tio n s w ith o u t specific reac ­
tio n  is n o t enough  w hen th e  p ig m en t co n te n t is m ucli h ig h er th a n  th e  im m u n o p ero x id ase  reac tio n .

In  th is  s tu d y  we re p o rt th e  e lim in a tio n  of fe rric  p ig m en ts  by  oxalic  acid  o r sod ium  d ith io n ite , 
w ith o u t a ffec ting  th e  DA B p rc e ip ita te . M oreover, i t  w as fo u n d  th a t  these  tre a tm e n ts  help  in  the 
b leach ing  o f  unspecific  b ack g ro u n d  sta in .

M aterial and methods

A d jaco n t soc tions fro m  conveiitional specim ens o f  non-ossify ing  f ib ro m a , h av in g  a  g re a t  con­
te n t  o f  hem osiderin , a n d  eosinofilic  g ra n u lo m a  w ith  low er c o n te n t o f  fe rr ic  p ig m en t, w ere sta in ed  
w ith :
1 .  Im m u n o p ero x id ase  reac tio n  ( S i e r n h k r g k r  e l al. 1 9 7 0 )  for d em o n s tra tio n  of m u ram id ase , using 
r a b b it  a n tih u m a n  m u ram id ase  a n tise ru m  in  th e  l s t  s te p  a n d  DAB in  th e  fin a l s te p  to  reveal sites 
o f  p e ro x id ase  b inding.
2. P e r l s ’ (1867) rc ac tio n  fo r iro n  d em o n s tra tio n .
3. Im m u n p e ro x id ase  tec h n iq u c  follow ed b y  P e r l s ’ reac tio n .
4. 5 %  a q u eo u s  so lu tio n  o f  oxalic  a c id  d u rin g  10 m in , 1 h , 24 h  a n d  48 li a t  room  te m p e ra tu re  to  
rem ove  h em osiderin , follow ed b y  P k r i.s ’ reac tio n .
5. 1 %  sod ium  d ith io n ite  in a ce ta to  b u ffer p H  —- 5 fo r 10 m in , I h a n d  24 h  a t  room  tem p e ra tu re , 
fo llow ed by  P eu i.s ’ reac tio n .
6. Im m u n o p ero x id ase  reac tio n  follow ed b y  tre a tm e n t w ith  oxalic  acid  o r d ith io n ite  a s  in  p o in t 4 
a n d  5.



Results and discussion

T h e  i m m u n o p e r o x i d a s e  r e a c t i o n  in h o t h  t y p e s  oí ’ t u m o r  s h o w e d  s t r o n g  l>ut i s o l a t e d  p o i n t s o í  
r ea c t i on  local i / . ed iti ( h e  wal l  o f  s o m e  h i s t o c y t e s .  ( T h e  m e a n i n g  o f ' t h i s  r e a c t i o n  is r ep o r t ed  el se-  
where . )  H e m o s i d e r i n  us ua l  l y  p r e s e nt  in t l i e s e  t u i nors  m a s k e d  tía* I ). \  I? speci f i ' -  preci pi t  al  es  s pe c i a l l y  
wh e i i  t h e y  e o - e x i s t e d  in t h e  s a í n e  col!.

P k i u .s ' reacl  ion in a n  a d j a c e n í  sect  ion rt‘\ c a l e d  1 he e h a r a e t  erist ic b l ue  e o l o ur  oí' fbrric f e r roc ya-  
n i d e  p r e c i p i t a t e s .

I m m u n o p e r o x i d a s e  r ea c t i o n  f o l l owe d by  I’k r l s ' r e a c t i o n  s h o w e d  t h e  b r o w n  a n d  b l ue  c o l ours  
i n  t h e  s a m o  s e c t i o n ,  b u t  p r o d u e e d  a v e r y  s t r o n g  a n d  m i x e d  s t a i n i n g  i n s o n i r  cel l s  w h i c h  m a d o  t he  
í n t e r p r e t a t i o n  v e ry  d i f f i c u l t .  A s  w a s  s t a t e d  by  L i l u m  ( 1 948)  an d  L i l i . i e  el  al .  (19()li) pre - t r ea t -  
m e n t  w i t h  o ° 0 o x a l i c  ac i d  or 1 % s o d i u n i  d i t h i o n i t e  c o m p l e t e l y  a v o i d e d  t h e  p o s i t i v o  í e r o o y a n i d o  
r e a c t i o n .  O x a l i c  ac i d  r eq u i re s  1 t o  24  h for  c o m p l e t e  e l i n i i n a t i o n  o f  h e mo s i d e r i n .  S o d i m n  di t h i o-  
ni t o  r cmovf N al! irou d e p o s i t s  af’tor ;> m i n  i ' xposure .

Wl ion o x a l i c  ac i d  or d i t h i o n i t e  t r e a t m e n t s  wero apj)li(*d af t or  lia* i m n n m o p e r o x i d a s o  r eac t i on .  
t h e y  o l i m i n a t o d  l l io iron p i g m e n t  l e a v i n g  t l i e  1) \ B  p r e c i p í t a t e*  i n t a c t  ( -ven af t or  4S h o f  troat -  
mi' i i l .  Moroover .  il wa s  e v i d e nt  t h a t  t h e  tribal me nt  o l i m i n a t e s  to  a great  e x t o n t  t h e  b a e k g r o u n d  
s t a i n i n g  wh i c h  is an  un d e s i r a b l o  o f f eet  p r o d u e e d  in f o r mn l i n - f i x e d ,  [)araf f in proeoss od t i s s uo  seo* 
t i o n s  d u e  l o  t h e  n o n - i n i m u n o l o g i c  b i n d i n g  o f  p e r o x i d a s e  to  c o l l a g e n  ( K . \ \  1980).
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