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Figure S1. Treatment with anti-microtubule agents induces BRD4 hyperphosphorylation. HEK293
cells were treated with DMSO or 10 uM Ixabepilone, Vinblastine sulfate, Vincristine sulfate,
Paclitaxel, Vinorelbine tartrate, Cabazitaxel or Docetaxel for 4 h. Cells were boiled in SDS sample
buffer, analyzed in a Phos-tag gel and immunoblotted with BRD4 antibodies.
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Figure S2. BRD4 could be phosphorylated with insect expressed CDK1/Cyclin B1 in vitro. BRD4-TII
expressed in E. coli were affinity purified using IgG beads, resolved in 5.5% SDS/PAGE and visualized
using CBB staining (Left panel). BRD4-TII purified with IgG beads were subjected to in vitro kinase
assay using insect expressed activated CDK1/Cyclin B1 (Cat. No. 14450, Millipore). The samples
were analyzed by SDS-PAGE and autoradiography (right panel). Asterisks mark the full length
BRD4-TII. The bracket marks the hyperphosphorylated BRD4 bands. Triangles mark a shorter
fragment of BRD4-TIIL The arrow marks phosphorylated Cyclin B1.
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Figure S3. BRD4 WT and 4A show similar affinity to chromatin. Nuclear proteins from DLD-1
parental cells, BRD4 WT or 4A cells (treated with Dox and IAA for 1 d) were extracted with different
NaCl concentrations (100-400 mM) and immunoblotted with BRD4 or HA antibodies.
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Figure S4. CDK1 is a potential kinase that mediates BRD4 mitotic hyperphosphorylation. (A).
HEK293 cells were synchronized in mitosis (M) with nocodazole and treated with DMSO or 1 uM of
the indicated kinase inhibitors for 1 h. Whole-cell lysates were resolved in Phos-tag gel and
immunoblotted with BRD4 antibody. (B). HEK293 cells (not synchronized, NS) were treated and
analyzed as in (A).
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Figure S5. BMS-265246 treatment shows more effect on NUT midline carcinoma-specific BRD4
hyperphosphorylation than combined treatment of RO-3306 and K03861. HCC2429 cells were treated
with DMSO or 2 uM of the indicated kinase inhibitors for 1 h. Whole-cell lysates were resolved in
Phos-tag gel and immunoblotted with BRD4 antibody.
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Figure 3D
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Figure 4A
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Figure S6. Uncropped immunoblots and gel images.
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Figure S7. Densitometry reading data.
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