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Figure S1 Summary of this work: a cartoon depicting a potential nuclease resistance mechanism
of target-bound TBAs. A warhead-modified aptamer (left) forms a covalent bond and
permanently binds to the target protein resulting in a nuclease resistance state (middle). When
two TBA3z molecules are conjugated to the target forming a bis-adduct sharing the same binding
site, one of TBA3 in a microscopically unbound-state is recognized by the nuclease and digested
(right). In the presence of the complimentary strand antidote (bottom), the aptamer still
covalently conjugated to the target is displaced from the binding site. The unbound double-
stranded TBAgs is recognized by the nuclease and digested.
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Figure S2 DNA and Protein stain of a denaturing SDS gel. Thrombin with or without
TBAs and CS were subjected to DNase | digestion, as in Figure 5. DNA was visualized by
a GelGreen stain (EMD Millipore, SCT125) (right) followed by a Coomassie brilliant blue
protein stain (left) of the same gel. Arrows indicate the unbound thrombin, thrombin bound
with TBA3 and CS (TBA3/CS), and thrombin bound to two TBA3 and CS (TBA3/CS x 2).
When a double-stranded TBA3 was formed by the addition of CS, the fluorescence
intensity of GelGreen became the brightest, most probably due to its intercalation [1] to the
double-helix. The brightest bands of the intercalated GelGreen disappeared when DNase |
digested the double-stranded TBAz. Such a DNA intercalator very weakly stains a protein
(i.e., thrombin) as a background signal [2].
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