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Figure S1. (A). pDNA was incubated in extract supplemented with buffer or CB-5083 (p97i) for 120 minutes.
DNA-bound proteins were isolated by plasmid pull-down and visualized by Western blot with the indicated
antibodies. Unmodified Aurora-B indicated by closed arrowhead. Full Western blots from Figure 1A: (B) p97,
(C) Histone H3, and (D) Total ubiquitin. Full Western blots from Figure 1D: (E) p97, (F) Histone H3, and (G)

Total Ubiquitin.
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Figure S2. p97 inhibition with NMS-873. (A) pDNA was incubated in extract supplemented with Buffer, NMS-873, or
NMS-873 and UbVS. DNA-bound proteins were isolated by plasmid pull-down at the indicated times and visualized by
Western blot. (B) pDNA was incubated in extract supplemented with NMS-873. After 180 minutes, DNA was isolated
by plasmid pull-down and then incubated in buffer with or without NMS-873. At various times, DNA-bound proteins
were recovered and visualized by Western blot with the indicated antibodies. Full Western blot images are shown for
(A) (C-E), and (B) (E-G).
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Figure S3. Full Western blots from Figure 2A: (A) p97, (B) Histone H3; and Figure 2B: (C) p97, (D) Histone H3.



MCF-10A
0 01 05 10 15 20 2.5 (uMCB-5083)

PI7 | e o e 8 - -
CHOP | T T
Histone H3 M

B

MCF-7
0 01 05 10 15 2.0 2.5 (uMCB-5083)

CHOP Errs

Histone H3 M

- e - .- -

1.2 3 4 5 6 7

-~ - - e e

1.2 3 4 5 6 7

1.2 3 4 5 6 7

Figure S4. Protein levels in CB-5083-treated cells. (A) MCF-10A and (B) MCF-7 cells were treated with Buffer or the
indicated concentration of CB-5083 for 24 hours. Total protein was analyzed from cell lysates by Western blot with
the indicated antibodies. Full Western blot images are shown for (A) (C-E), and (B) (F-H).
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Figure S5. Full Western blots from Figure 4A: (A) Cytoplasmic p97, (B) Soluble nuclear p97 (with overexposed Actin
below), (C) Chromatin-bound p97, (D) Cytoplasmic Actin, (E) Soluble nuclear Actin, (F) Chromatin-bound Histone H3;
and Figure 4B: (G) Cytoplasmic p97, (H) Soluble nuclear p97, (I) Chromatin-bound p97, (J) Cytoplasmic Actin, (K)
Soluble nuclear Actin, (L) Chromatin-bound Histone H3. Background bands in p97 blots are presumed to be non-
specific or inactive degradation products and were not included in quantification.
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Figure S6. Recombinant p97 ATPase activity. Recombinant Xenopus laevis p97-WT, p97-D1D2, or p97-R155C was
incubated in ELB with 100 mM ATP +/-CB-5083. At the indicated times, reactions were quenched and ADP formation
was measured by luminescence. Values are normalized to ATP turnover in the p97-WT reaction.
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Figure S7. Full Western blots from Figure 5A: (A) p97, (B) Histone H3, (C) Total ubiquitin; and Figure 5D: (D) p97, (E)
Histone H3, (F) Total ubiquitin.
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Figure S8. Full Western blots from Figure 6A: (A) p97, (B) Histone H3; Figure 6B: (C) p97, (D) Histone H3; and Figure
6C: (E) p97, (F) Histone H3.



