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f n  the Leprosy Review l R. Rhodes-Jones descri bed h i s  modified 
techn ique for stai n i ng  leprosy baci l l i  i n  smears . f noted he did not use 
alcohol in his deco lor izer and used to lu id in b lue as a countersta i n .  
I have previous ly' drawn attent ion to  the  danger of i nadequate de­
colorizat ion when us ing acid a lone for a short period. We have now 
come to the concl us ion that acid alone is an inadequate decolorizer 
and o ll r  present tech n ique i s  to use 3% Hel  in S .V . R .  for 1 5  
minutes. 

We have occasional ly found part ia l ly acid-fast di phtheroids i n  
cases of  chron ic acne. So from patient No .  8992 (Plate J )  we took 1 2  

sk in  smears. The s l ides were numbered from 1 to 1 2 . The first six 
s l ides were stained i n  the usual manner but s l ides I, 2 and 4 were 
purposely under-decolorized. The first three were decolorized by 3 %  
Hel i n  S .V . R .  and the other three b y  5 % su lphuric acid .  They were 
counterstai ned wi th a saturated watery solut ion of methylene b lue 
for 60 seconds and the excess sta in was washed off with water. Our 
results are tabulated in Table I. 

From the table i t  wi l l  be seen that acid-fast baci l l i  were found in 
a l l  slides decolorized by 5% sulph uric acid and where decolorizat ion 
was incomplete with 3% Hel in  S .V . R .  

Lep. Rev. 3 1 ,  4 ;  Oct . 1 960 



306 

Decolorizer 
3% He) ill S VR. 
Sl ide No.  I 

2 
3 .  

5% Sulphuric Acid 
Sl ide No . 4 

5 .  
6 .  

TABLE I 

Time of 
Decolori2alioll 

I m in ute 
5 " 

1 5  

I 

5 
1 5  

" 

" 

LEPROSY REVIEW 

Results 

3 -1 
2+ 

Negat ive 

3 + 
1 + 
2+ 

The stai ned and unstai ned sl ides were then  posted to Mr . Rhodes­
J ones for his comments . I n  a personal commun icat ion he reported 
that he first found sl ide 3 to be I pl us, but on resta i n i ng  and de­
colorizi ng and using methylene blue as a countersta i n  he obta i ned 
the resu l ts in Table 2. 

Slide No. 

I 
2 
3 
4 
5 
6 

TA BLE 2 

Method 

J min .  3% Hel in SVR .  
5 m i n .  3% ReI in  SVR .  

1 5  min .  3% H DI i n  SVR .  
I min .  5% Sulphuric acid . 
5 min . 5% Su lphuric acid . 

1 5  m i n .  5% Su lphuric acid .  

Result 

No AFB i n  1 00 fields . 
No A FB in 1 00 fields .  
No A FB in 1 00 fields .  
30 A F B  in 1 00 fields .  
5 AFB in  1 00 flelds .  

66 AFB in 1 00 fields .  

He  then took t he unstained sl ides, stained them in the usual 
manner, u sed both methods of decolorization ,  but used 0 . 1 % 
tolu id in blue as a countersta in .  He  obtained t he resu l t s  detai led 
in Table 3 .  

TABLE 3 

Slide No. Method 

7 1 min .  5%  Sulphuric acid . 
8 5 m in .  5 %  Sulphuric acid .  
9 1 5  m in .  5 %  Sulphuric acid . 
1 0  J min.  3%  Hel i n  SVR .  
II 5 m in .  3% Hel i n  SVR.  
1 2  1 2  min .  3 %  HCl. i n  SVR .  

Result 

2 baci l l i  per 1 00 fields . 
Neg. baci l l i  per 1 00 fields .  
Neg. bac i l l i  per  1 00 fields . 

3 baci l l i  per 1 00 fields .  
Neg. bac i l l i  per 1 00 fields. 
Neg. baci l l i  per 1 00 fields. 

Tn his communicat ion to me he makes the i nterest i ng statement 
t hat " It would t herefore seem by my results that if we are counter­
stain ing by either toluidi n blue or methylene blue, the d i ptheroids 
are effectively masked " .  

In  my view counterstai n i ng i s  done to  make a background to the 
smear and not to disgu ise what i s  on the smear. 
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I t h i n k  t hese experiments Iust ify our content ion t hat alcohol 
shou ld be used in the decolorizer. 

Our present techn ique i s :-

1 .  F ix smear over heat, avoid charr ing . 

2 .  Cover the s l ide wi th carbo I fuchs in solu t ion .  The standard is 
I part of a 1 0% sol ut ion of basic fuchs in in 90% alcoho l  with 
9 parts of 5% so lu t ion of carbol ic acid crystals i n  dis t i l led 
water. Heat un t i l  it steams for 1 0  m inu tes and wash with water. 

3. Decolor ize in 3% HC I in 95% alcohol for 1 5  m inutes . Wash 
with water. 

4. Countersta in with a sat urated watery sol u t ion  of methylene 
blue for 60 seconds . 

5 . Wash excess stai n off wi th water. A l low to dry. 
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