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NO BANDS OBSERVED

Problems Explanation

1. Incorrect primary antibody

2. Inactive antibody

    concentration

4. Poor transfer

5. Suboptimal transfer time High molecular weight proteins may require longer transfer 

6. Incorrect secondary 
    antibody 

7. Antibodies expired

8. Incorrect storage 
    of antibodies

Ensure all antibodies are stored as per manufacturer’s 

9. Sodium Azide 
    contamination

10. Suboptimal primary 
       antibody incubation time

11. Incompatible primary and 
       secondary antibody

       antibody concentration

13. Excessive washing

14. Incorrect orientation
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POOR QUALITY TRANSFER

Problems Explanation

15. Membrane choice Choose either PVDF/nitrocellulose membranes according 

16. Dry membrane

17. Incomplete protein 
       resolution

Ensure optimal gel concentration is used for the protein of 

18. Incorrect sample 
       preparation

HIGH BACKGROUND

Problems Explanation

       binding

21. Suboptimal antibody 
       concentration

23. Incorrect membrane 
       choice

Nitrocellulose membranes generally have less background 

24. Film overexposed
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TOO MANY BANDS

Problems Explanation

Use protease inhibitors to prevent the proteolytic breakdown 

27. Gel overloading Overloading the gel with too much protein can cause the 

29. Low antigen 
      concentration

       antibody binding

31. Analyte aggregation

32. Post translational 

33. Protein degradation

34. Splice variants

35. High primary antibody 
       concentration
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HIGH BACKGROUND

Problems Explanation

36. Unresolved proteins

37. Smile/Curve effect on 
       the gel




