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You will be provided with frozen sections of rat tissue (including Peyer's patch, lymph node and spleen) on glass slides which should be marked by pencil on the frosted end. The sections have been cut with a cryostat from frozen blocks of tissue in which antigens should be well preserved. We will examine the tissue distribution of T cells (mAb R73), B cells (mAb OX33) and class II MHC molecules (mAb OX6). The negative control will be mAb 1B5 (anti-Giardia).

Important: Before you start analysing your results, you will need to familarize yourselves with the microscopic anatomy of the spleen, lymph node and the Peyers Patch. Learn what type of immune and non-immune cells reside in these tissues.

A. 
Reagents and Materials
· Tissue sections of rat lymph node, spleen and Peyers Patches (3 sections/slide)

· Zymed PAP pen (cost $80)

· Containers containing EtOH (100%) and PBS in ice-filled eskies

· Humid box: Grey slide box with wetted tissue

· mAbs 1B5, R73, OX6 (hybridoma supernatants in RPMI-1640, containing 10% foetal calf serum and 0.1% azide)

· SHAM-HRP

· PBS wash bottle

B.
Method

1. Label your slides on the ground glass side with a pencil - do not use any ink pen for this purpose.

2. Draw a water repellent circle around the tissue with the $85 Zymed® PAP pen.

3. Fix the sections by immersion in ice-cold ethanol for 10 min (make sure that solution is EtOH).

4. Rehydrate the sections by transfer through three changes of ice-cold PBS.

5. Do not take your slides out of the 3rd buffer wash. Leave it in there till you are ready to do the following steps because you need to work with one slide at a time:

· Pick up one slide, flick of excess moisture from the section and carefully wipe off the moisture around the section with a tissue paper.

· Then quickly apply 50 µL of hybridoma supernatant to the tissue section. 

· Repeat this procedure for the next slide. Processing one slide at a time avoids drying of the tissue section.
6. Incubate for 1 h at 4°C in a humid box.

7. Rinse the section with three changes of PBS, dry around the section as described in 4.

8. Do not take your slides out of the 3rd buffer wash. Leave it in there till you are ready to do the following steps because you need to work with one slide at a time:

· Pick up one slide, flick of excess moisture from the section and carefully wipe off the moisture around the section with a tissue paper.

· Then quickly apply 50 µL of HRP-SHAM (i.e. horseradish peroxidase conjugate of Fab sheep anti-mouse immunoglobulin) to the tissue section. 

· Repeat this procedure for the next slide. Tending to one slide at a time avoids drying of the tissue section.
9. Incubate for 1 h at 4°C in a humid box.

10. Rinse the sections with three changes of PBS.

11. THIS WILL BE DONE FOR YOU. Flick off excess moisture and apply solution containing diaminobenzidine (DAB) plus H2O2. Diaminobenzidine is a potent carcinogen and must not contact skin or be ingested. Allow the peroxidase reaction to proceed for 10 min at room temperature, rinse the slides quickly under tap water and return them to PBS. They will be counterstained with haematoxylin and mounted for you.

12. The slides will be ready for you by the next day. Observe the distribution of staining by each antibody and make notes on the pattern in each tissue.

PPE required: Gown, closed shoes, gloves and eye protection – Spill Procedures may apply and will be supervised by demonstrators








