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Washing
      After fixation, the tissue should be washed by water or buffer solutions to removed the fixatives from tissue. 
· Fixation in fluids containing picric acid like bouin’s fixative, the tissue must be wash 70% alcohol. Because the washing with tap water make the swelling collagen fibers. Tissue transfers to 70% alcohol for 3 – 8 hr.
· Fixation in fluids containing Formalin solution, potassium  dichromate or mercuric Chloride like zenker fixative, the tissue must be wash with running tap water for 12 – 24 hr.   
 Tissue Processing
In tissue processing the water within the tissue is removed, and another medium (usually paraffin wax) is impregnated in the tissue that provides the adequate support to the tissue.  (Principle)
The basic aim of tissue processing is to provide sufficient rigidity to the tissue so that it can be cut into thin section for microscopic examination.
· Influencing Factors of Tissue Processing
 1. Size of the tissue: –The smaller the size, the better the processing. 
2. Heat: –Increases the better penetration of fluid. 
3. Viscosity: _The higher the viscosity of the medium, lower the penetration. 
4. Negative pressure: – Negative pressure removes trapped air in the tissue, –Removal of clearing agent by increasing volatility.
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Dehydration

· Paraffin is hydrophobic (immiscible i.e. not mixable with water), water inside a specimen must be removed before it can be infiltrated with paraffin. This process is carried out by immersing specimens in a series of alcohol.
· Alcohol progressively replaces water in all the cells of the specimen
· A series of increasing (typically from 70% to 100%) alcohol concentrations are used to avoid excessive distortion of the tissue.
Clearing
■ Alcohols and paraffins are not miscible, an intermediate solvent that is fully miscible with both (such as xylene), must be used.
 ■ This solvent displaces the alcohol in the tissue through the process called “clearing. 
■ Another important role of the clearing agent is to remove a substantial amount of fat from the tissue which otherwise presents a barrier to paraffin infiltration.
· Aims of clearing:                                                             
1. Removal of dehydrating agent (e.g. alcohol) to facilitate impregnation of paraffin wax. 
2. To make the tissue clear and improve the microscopic examination.
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