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The slides to be stained for Bcl6comprised : 
1. Diffuse large B cell lymphoma 
2. Tonsil 
3. Follicular lymphoma 
4. Small lymphocytic lymphoma 

All tissues sent were fixed in 10% neutral buffered formalin. 

Criteria for assessing staining as optimal were: 
Diffuse large B cell lymphoma: 

Mod to intense degree of nuclear 
staining of nearly 70% of the 

tumor cells 

Tonsil: Mod to intense staining of 
practically all the cells of germinal 
center. Mod staining of epithelial 

cells in the squamous lining 

Follicular Lymphoma: weak to 
mod staining of majority of the 

tumor cells in the follicles 

Small lymphocytic lymphoma: No 
staining of any cell 

 

Participants’ overall performance was assessed based on following criteria: 
1. Selection of proper antibody 
2. Label 
3. Integrity of sections 
4. Artifacts affecting overall staining in all tissues 
5. Intensity of staining reaction in each tissue in the set. 
6. Proportion of staining reaction in each tissue in the set 
7. Non-specific staining reaction and background staining. 

Participants’ performance specific for the antibody related critical parameters was assessed separately based on 
following criteria: 

1. Intensity of staining reaction in each tissue in the set and 
2. proportion of staining reaction in each tissue in the set. 

 
The background and non-specific staining is usually the attribute of dilution of antibody/blocking steps etc. 
Therefore, we have restricted the performance character of the antibody to be judged by intensity and 
proportion of staining reaction (critical score). This may help one choose proper antibody clone/vendor. 
However the performance of the laboratory as far as technique of IHC is concerned, should be judged by 
overall score. 

Participation: 
Total 20laboratories submitted stained sections. 

Results: 
The performance of the group was averaging 46%.The median score was 62%. This is irrespective of the clone, 
vendor and methodology. The results were assessed based on following cut offsfor the overall score (antibody & 
technical attributes): 

 Cut off No. of labs (total ) 
Optimal >62% 16 
Good >45%,<62% 00 
Borderline >35%,<45% 00 
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Poor <35% 04 
 
Antibody details and performance analysisbased on critical parameter score (antibody attributes; Avg-46%, Med-
45%): 

RTU Conc Vendor N Clone Optimum 
(>45%) 

Good 
(35-44) 

Borderline 
(25-34) 

Poor 
(<25) 

17  

Dako 11 PG-B6P 08   03 
Path n-situ 1 EP278 01    
CellMarque 1 G/191E/A8 01    
Biogenex 2 LN22 02    
BioSB 1 RBT BCL6 01    
Ventana 1 G/191E/A8 01    

 03 

Dako 1 PG-B6P 01    
Leica 1 NCL-L-BCl6-

564 
01    

Biocare 1 LN22 01    
Total     

* One of the participants stained the tissue meant for CK with other antibody. 

Comments: 
It should be noted that overall pass percentage of the marker is very low. This is often seen in practice and 
hence the marker, though of great importance in classification of lymphomas, loses its value. No clone can 
be considered superior over the other. However, we found that the concentrated antibody of the three 
companies seen in the table above gives the best performance outcome. 

The concentrated antibody, that is the most successful antibody, was used in dilution range of 1:25 (Dako) 
to 1:100 (Leica) 

The major cause of insufficient staining was poor epitope retrieval. Some of the poor performing users have 
used either high temperature for longer time or low temperature for shorter time. It is better to remember 
that at 100 C, one needs to boil for 20 minutes. At 120 C, it should be for not more than a minute. At 
temperature of 95 C, it should be for 1 hour. 
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