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Determination of Phenylalanine in the Blood by

Guthrie’s Method using Sloping Agar Medium

Satosar Kawar, Natsuko KaBevya, Takeo OuNo

Department of Pharmaceutical Analyses, Gifu College of Pharmacy

Guthrie’s method was modified to be able to determine normal levels of phenylalanine in the bl-
ood using sloping agar medium. The procedure is as follows : Dissolve 2g of BBL PKU Test Agar
Base (Demain) in 50ml of water by heating in a boiling water bath. Cool the solution to about 60°C
and add 0.08ml of 5-2-thienylalanine solution and 0.05ml of BBL Spore Suspension, B. subtilis, origin
ATCC $6633. Mix thoroughly, pour each 25ml of the mixture into two of l4cm plastic Petri dishes
settled at the slope of about 5° and allow the agar to solidify at room temperature. Place some discs
autoclaved at 120°C for 5 min with control disc along the slope of the prepared plate on it and
incubate at 37°C for 17 hr. Compare zones of growth surrounding test discs with that surrounding

the control disc.
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0.4mm 1.2mm 2.6mm
1.26cm* 0.84cm 0.40cm
1.46 0.91 0.70
1.67 1.08 0.78

10 1.80 1.19 0.92

12 1.85 1.38 1.07

PA : phenylalanine
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