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Biacore measurements supporting position interdependence in the Cbfl binding site. Kinetic
and affinity constants for six variant Cbfl binding sites were measured by surface plasmon resonance
(Biacore 3000). Each binding site variant was flanked by degenerate sequence, as described in
Methods. Normalized, real time response curves for seven concentrations of purified GST-Cbf1
homodimer are shown: 0.5 nM (blue), 1.0 nM (pink), 2.0 nM (green), 4.0 nM (orange), 8.0 nM
(purple), 16.0 nM (brown), 32.0 nM (red). Curves were globally fit using Scrubber2 software to
estimate the equilibrium constant for each binding site. These data support the observation from
universal PBMs that T is preferred over G at the second position when the binding site begins with a
G or A, yet G is preferred over T when the binding site begins with T.



