Supplementary Figure 4

Variable Position and Orientation for Zif268 PBM

90000
TGCGGGGGCGETC TGCGTGGGCGTC

80000 -
? 20000 | forward reverse forward reverse
5 _
+ 60000 T
c { { t
= 50000 - T { T {
o- H
E 40000 | s = 111l
TEU 30000 - JE N
S |
Z 20000

10000 - |

0 —

25 28 31 34 37 40 43 46 48 25 28 31 34 37 40 43 46 48 25 28 31 34 37 40 43 46 48 25 28 31 34 37 40 43 46 48

Distance of Binding Site from Glass Slide (nt)

? Zif268 binding site

Distance

Effects of binding site position and orientation on PBM signal. Control spots were designed to
contain either of two variants of the Zif268 binding site (TGCGGGGGCGTC and TGCGTGGGCGTC)
embedded in constant flanking sequence and positioned at regular intervals ranging from immediately
after the universal primer to the end of the template. Both binding site orientations were tested in such a
manner. The average normalized intensity for each sequence is shown; data are averaged over three
identical microarray features per sequence. There is a clear increase in Zif268 PBM signal for binding
sites that occur farther from the glass slide, with the exception of binding sites at the very end of the
template. Also, binding sites in the opposite orientation appear to produce a slightly greater intensity.
Here, “forward” orientation refers to 5’-GCGKGGGCG-3’, with the 5° end farthest from the glass slide.
In this orientation there is no 5° flanking sequence at the final position, explaining the abrupt drop in
signal.




