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1) Preconfluent or confluent monolayer culture in a 6 cm plastic dish containing
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one coverslip, 24 X32 mm in size.

Rinse with Hanks’ BSS three times.

Fix in situ in cold Lillie’s neutral formalin for 30 minutes.

Rinse twice in cold Holt’s gum sucrose and keep overnight at 4 °C.
Incubate for 5 hours at 37 °C in Lojda’s medium.

Rinse twice with distilled water.

Counterstain with nuclear fast red for 10 minutes.

Rinse well with distilled water.

Mount with glycerin jelly.

Composition of Lojda’s medium :

5-bromo-4-chloro-3-indolyl-#-D-galactoside 3 mg
Dissolve in N,N-dimethylformamide 0.3 m
0.1 M citric acid phosphate buffer, pH 5.0 7 ml
1.65% potassium ferricyanide 0.5m
2.11% potassium ferrocyanide 0.5
Mix well and filter about 8 ml
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