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Instructions For Use 

Recommended Staining Protocols for the p16INK4A [Cat. No: R16016M116] antibody: 

Manual Use: 

1. Pretreatment: Perform heat-induced epitope retrieval (HIER) at pH 9 for 10 to 30 minutes. 

2. Peroxide Block: Block in peroxidase blocking solution for 5 minutes at room temperature. (Not required if 

using Alkaline Phosphatase System.) 

3. Primary Antibody: Apply antibody directly (Predilute) or dilute antibody at 1:100-1:400 (Concentrate) 

before applying. Incubate antibody for 10 to 30 minutes at room temperature. 

4. Secondary Antibody: Incubate for 20 to 30 minutes at room temperature. 

5. Substrate Development: Incubate DAB or Fast Red for 5 to 10 minutes at room temperature. 

6. Counterstain: Counterstain with hematoxylin for 0.5 to 5 minutes, depending on the hematoxylin used. 

Rinse with distilled water and blueing solution for 30 seconds. 

7. Dehydrate and apply coverslip. 

Automated Staining System: 

For all automated IHC staining systems, refer to the corresponding user manual for specific instructions. 

 

Quality Control Procedures and Interpretation of Results 

The immunohistochemical staining process results in a colorimetric reaction at the site of the antigen, 
localized by the primary antibody. A qualified pathologist must interpret the patient results only once the 
positive and negative control tissues have been analyzed. 
Positive Control Tissue 
A positive control tissue must be run with each staining procedure, and must be prepared and fixed 
identically to the test sections in order to provide control for all test variables, including fixation and tissue 
processing. The positive control tissue should be fresh autopsy, biopsy, or surgical specimens. For 
optimal quality control and to allow detection of lesser levels of reagent degradation, a tissue with 
weaker positive staining is advisable. Cervical carcinoma tissue can be used as positive control tissue 
for the p16INK4A [Cat. No: R16016M116] antibody. Where applicable, tissue that contains cells or tissue 
components that stain both positively and negatively may serve as both the positive and negative control 
tissue. Once stained, the positive control tissue should be analyzed to ensure appropriate positive 
staining is observed and all reagents are functioning properly. Positive reactivity requires the observation 
of an appropriate colorimetric reaction at the site of the antigen within the target cells. Counterstaining 
will result in a blue coloration, which may be pale to dark depending on the length of the incubation time 
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and potency of the hematoxylin. If positive staining as defined herein is not observed, the results 
obtained with the patient or tissue specimen must be treated as invalid. The positive control tissue 
should not be used as an aid in the diagnoses of patient samples, but rather solely as a measure of 
performance of the reagents and validity of obtained results.  
Negative Control Tissue 
The same tissue used for the positive control tissue may be used as the negative control tissue. Most 
tissue sections offer internal negative control sites due to the diversity of cell types present, however this 
must be confirmed by the user. The components that do not stain should demonstrate the absence of 
specific staining, and provide an indication of non-specific background staining. If specific staining is 
observed, the negative control tissue must be deemed invalid and the results obtained with the patient or 
tissue specimen must also be treated as such. 
Patient Tissue 
Patient specimens should be analyzed only once the positive and negative control tissues have been 
deemed as valid. Negative staining indicates that the antigen was not detected; the use of a panel of 
antibodies may allow for recognition of false negative results, as negative staining in any one test does 
not confirm the absence of the antigen in question. A tissue section stained with hematoxylin and eosin 
should be used to analyze the morphology of the patient tissue sample, as verified by a qualified 
pathologist. 
 
References 

1. Sano T, et al. Am J Pathol. 1998; 153:1741-8.  
2. Agoff SN, et al. Mod Pathol. 2003; 16:665-73.  
3. Negri G, et al. Am J Surg Pathol. 2003; 27:187-93. 
4. Klaes R, et al. Int J Cancer. 2001; 92:276-84. 
5. Klaes R, et al. Am J Surg Pathol. 2002; 26:1389-99.  
6. Negri G, et al. Virchows Arch. 2004; 445:616-20. 


