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4. Minimal Medium plate Fii#l] /57%:: Prepare stocks of the following:
1 M MgClI2-6H20: Dissolve 20.33 g in distilled water to a final volume of 100 ml and
autoclave.
1 M CaCl2:2H20: Dissolve 14.7 g in distilled water to a final volume of 100 ml and
autoclave.
1 M thiamine hydrochloride: Dissolve 33.73 g in distilled water to a final volume of
100 ml and sterilize using a 0.22 um filter.
20% glucose: Dissolve 20 g of D-(+)-glucose (anhydrous) in distilled water to a final
volume of 100 ml and sterilize by filtration through a 0.2 ym filter. Do not autoclave.
In a 500 ml bottle, dissolve 6 g of Na2HPO4 (dibasic), 3 g of KH2PO4(monobasic) and 1
g of NH4Cl in distilled water to a final volume of 500 ml. adjust the pH to 7.4 with NaOH.
In a separate 1 liter bottle, add distilled water to 15 g of Bacto-agar to a final Volume
of 500 ml. Autoclave both bottles simultaneously to sterilize. Cool both bottles to 50-60°C
and combine. Add1 ml of 1 M MgCI2:6H20, 1 ml of 1 M CaCI2:2H20, 1 ml of 1 M
thiamine hydrochloride and 5 ml of 20% glucose. Pour plates immediately.
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