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A. 
Reagents

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

· Tray precoated with rabbit anti-mouse Ig serum

· Wash buffer (PBS or PBS-Tween)

· 5% skim milk in PBS

· Sheep anti-mouse Ig HRP conjugate in (0.5% BSA and 5% rabbit serum)

· Colour developer solution (H2O2 and OPD)

· Stop solution, 3 M HCl 

B. Method
1. All wells of 96-well microtitre trays has been pre-coated with rabbit anti-mouse Ig serum (capture Ab) except for Column 1. This will be your spectrophotometer developer BLANK .

2. Wash step: Discard the liquid from the tray. Wash all wells in the tray 3 times with PBS (or PBS-Tween) from a squirt bottle. After your last wash, slam the tray on paper towels to remove residual liquid from the wells.

· To tell if Tween is in the PBS wash bottle, give it a shake. If Tween is present, the liquid will froth, otherwise it will not.

· The presence of Tween in a wash buffer is to prevent non specific binding of antibodies.

3. Add 100 µL of 5% skim milk in PBS to each well (except the BLANK wells in Column 1).  Incubate the tray at 37°C for 30 min. 

4. Wash as described in step 2.

5. Add to the appropriate wells, in triplicates, 50 µL of: (Consult with your Demonstrator)

· neat (undiluted) hybridoma positive supernatants,

· 10-3 to 10-6 dilutions of your immune mouse serum, neat and ½ dilutions of 1B5 and R73 supernatants as positive controls. Use the PBS wash buffer as your diluent,

· 2 hybridoma negative wells as negative controls.

· PBS as your secondary antibody control

Add only PBS to your BLANK wells in Column 1.  Incubate the tray at 37°C for 60 min.

6. Wash as described in step 2.

7. Add 50 µL per well of the sheep anti-mouse Ig HRP conjugate (except the BLANK wells in Column 1).  Incubate the tray for 30 min at 37°C.

8. Wash as described in step 2.

9. Wear safety glasses and gloves for the remainder of this experiment. OPD is carcinogenic. Add 100 µL of colour developer to ALL wells (including the BLANK wells). Incubate the plate for 20 min at room temperature in the dark. Consult with your demonstrator if you are not sure if 20 min is enough

10. Stop the colour reaction by adding 50 µL stop solution to all wells. (Note: HCl is caustic)
11. Read absorbance at 490 nm on a microtitre plate reader.

12. Leave your used tray by the sinks located on the front of the lab.

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








