Supplemental data.

Figure S1. Recombinant WT and C3,5S Lcknt are myristoylated. £. co/i BL21(DE3)
were transformed with pML1008 (WT Lcknr-Hisg), pML1175 (C3,5S Lcknt-Hise), or
empty pET21 vector with or without pML1067 (human NMT1). Cultures were grown at
37°C to ODgpo = 0.7-0.8 and induced with 0.3 mM IPTG for 100 min at 30°C. A portion
of the culture (1 mL) was incubated with 1.7 nmol [*’H]myristic acid (50uCi, PerkinElmer
Life Sciences) for 4 hr at 30°C. Cells were collected by centrifugation and washed in cold
PBS. Whole cell lysates were made by addition of 200 uL. 1.5X sample buffer with 30
mM DTT and heating to 95°C for 4 min with vortexing. Samples were frozen overnight
at -20°C. The next day thawed samples were spun at 10,000¢ for 2 min and 3 uL of each
were separated by SDS-PAGE and processed for fluorography or immunoblotting with
a-Lck (1:5000). The dried gel was exposed to film at -80°C for 16 hr. The bands present
in lanes 2 and 3 indicate that both WT and C3,5S Lckyr are being myristoylated in E.

coli.
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