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Important points before starting 
 Denatured ethanol can be used for processing. 

 Do not reuse processing reagents previously contaminated with formalin, even in trace amounts, as 

this can lead to significant reductions in DNA and RNA yield and quality. 

 For paraffin infiltration, the liquid paraffin should be held at 2°C above its melting point. Do not let 

the incubation temperature of the paraffin exceed 60°C, and do not incubate tissue samples in 

liquid paraffin for longer than 3 hours. Extensive incubation times above 60°C lead to degradation 

of RNA. 

Things to do before starting 
 In a hybridization or drying oven at 60°C, melt 1.6 liters of low-melting paraffin placed in a 2 liter 

glass beaker.  

 Prepare 80% and 90% ethanol by mixing ethanol (100%) and water (deionized can be used). 

 See Table 1 for manual processing parameters. 

Procedure 
1. Fill a 2 liter glass beaker with 1.6 liters of 80% ethanol. Add a large magnetic stirring bar 

(e.g., 50 mm), and place beaker onto a magnetic stirrer.  

2. Transfer tissue cassettes with PAXgene Tissue fixed and stabilized tissue specimens into a 

suitable round wire basket and place the basket into the glass beaker (see Figure 1).  

Note: When using a 2 liter glass beaker filled with 1.6 liters of 80% ethanol, up to 40 tissue 

cassettes can be processed at the same time in a wire basket having a volume of 1.2 liters.  

3. Incubate for 1 h at room temperature (15–25°C) with slowly rotating stirring bar. 

Note: Stirring should be slow with no more than 30–40 revolutions per min. Tissue cassettes must 

not be subjected to strong agitation. 

4. After 1 h, replace the 80% ethanol with 90% ethanol. Subsequently, replace the ethanol 

twice with 100% ethanol, incubating for 1 h after each change.  

5. For clearing, replace the ethanol with xylene and incubate twice, incubating for 1 h after 

each change with slowly rotating stirring bar. 

Note: Xylene substitutes may be used. 

Note: For optimal preservation of biomolecules, do not use clearing agents based on D-limonene. 

6. For infiltrating, place the wire basket holding the tissue cassettes into the 2 liter glass 

beaker filled with 1.6 liters of melted paraffin and incubate in a hybridization or drying 

oven at 60°C for an additional 2 h. Carefully stir the cassettes every 30 min with a glass 

stirrer or by moving the wire basket up and down. 

7. Immediately, after the final paraffin incubation step, embed the tissue samples into a 

block of paraffin. For embedding, you may use the same low-melting paraffin used for 

infiltration. 
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