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Supplemental Figure 1. Purity of template 44DDP. To examine the purity of DNA templates 44CTL and 44DDP (Table 1), the oligonucleotides were 5′-[32P]-labeled, analyzed using PAGE (17% acrylamide, 8 M urea, 1x TBE), and visualized via autoradiography. The cisplatin modification induces a shift of approximately one nucleotide. A single band was detected for both DNA templates, thereby confirming the apparent homogeneity of each oligonucleotide.
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Supplemental Figure 2. Concentration dependence on the observed rate constant. A pre-incubated solution of Dpo4 (120 nM) and 5′-[32P]-labeled 24-mer/44DDP (30 nM) was rapidly mixed with increasing concentrations of dCTP•Mg2+ (100 μM, A; 200 μM, B; 400 μM, C; 700 μM, D; 1300 μM, E; and 1600 μM, F) for various time intervals. The solid lines represent the best fits to a single exponential (Equation 2) which yielded observed rate constants (kobs) of 0.0060 ± 0.0003 s-1, A; 0.0100 ± 0.0007 s-1, B; 0.016 ± 0.001 s-1, C; 0.026 ± 0.002 s-1, D; 0.031 ± 0.002 s-1, E; and 0.029 ± 0.002 s-1, F.
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Supplemental Figure 3. Effectiveness of the D-1 DNA trap. Dpo4 (120 nM) was added to a solution of 5′-[32P]-labeled 23-mer/44DDP (30 nM) and 21-mer/41CTL D-1 DNA (5 µM). The reaction was initiated with dCTP (1.0 mM) and terminated with 0.37 M EDTA after various reaction times. Products were resolved using PAGE (17% acrylamide, 8 M urea, 1x TBE). The autoradiographed gel image revealed minimal product formation (24-mer) after 30 min. Thus, a molar ratio of 167:1 for the D-1 DNA trap to the radiolabeled damaged DNA substrate was effective at sequestering Dpo4 and was used in all biphasic kinetic assays.
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