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Immunohistochemical Staining Protocol for MMR markers:

MLH1, clone ES05, NovoCastra, cat.# NCL-L-MLH1
MSH2, clone FE11, Oncogene, cat.# NA27

MSH6/GTBP, clone 44, BD Transduction Laboratories, cat.# 610919

PMS2, clone A16-4, BD PharMingen, cat.# 556415


MSH2, MSH6 & PMS2 are run on Dako machine. Paraffin embedded tissue was cut at 4 microns and placed on positively charged slides.  Slides were deparaffinized and rehydrated through xylenes and graded ethanol solutions to water.  All slides were quenched for 5 minutes in a 3% hydrogen peroxide solution in water to block for endogenous peroxidase.


Antigen retrieval was performed by using Dako’s EDTA, pH 9.0 (product code S2367) in a pressure cooker for MSH6 and PMS2 antibodies. For MSH2, Dako’s Target Retrieval Solution pH6.1 (product code S1699) is used in a pressure cooker. Slides were then placed on a Dako Autostainer. Primary antibodies were incubated for 30 min at room temperature.  The detection system used for those three antibodies above was Leica Novolink (RE7159 and RE7161).  Followed by incubation with Dako’s DAB+ chromogen (product code K3468) for 5 minutes. Slides were then counterstained in hematoxylin, dehydrated through graded ethanol solutions and coverslipped.

MLH1 is run on Bond. On line de-wax and antigen retrieval with EDTA pH8.

Incubation times of

Antibody

Dilution

Primary
        Secondary          Tertiary             DAB

                  MLH1
       
  1:200

15 min.            8 min.              8 min.             10 min.        
         
 
          MSH2                   1:200
      30 min              10 min. 
       15 min.             5 min.

          MSH6
         1:400
       30 min.           10 min.             15 min.            5 min.

    PMS2                     1:200                     30 min.           10 min.            15 min.             5 min.

