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Supplementary Materials

Supplementary Figure Legends

Supplementary Figure 1. Location of TrAP-INCENP Class | structural
mutants in conditional INCENP knockout cells. (A) Experimental design for
analysis of the INCENP class | mutant cell lines. INCENP®F cells expressing
TrAP-INCENPYT or TrAP-INCENP™® mutants were harvested after incubation
for 26 or 28 hours in doxycycline. Experiments were repeated independently
more than 3 times and no difference was observed between cell populations
harvested at the two time points. (B-F) Immunofluorescence analysis of
INCENP°F cells and INCENP°F* cell lines expressing different INCENP ™SS
mutants. (B) Endogenous INCENP is efficiently repressed in the presence of
doxycycline. (C) TrAP-INCENP"“T localizes normally in INCENP® cells. (D)
TrAP-INCENPY®%C |ocalizes normally at metaphase (panels 1-4), but fails to
transfer to the central spindle at anaphase in INCENP°™ cells (panels 5-8).
(E,F) TrAP-INCENPTS814AS815A and TrAP-INCENPS814ES815E hoth |ocalize

normally throughout mitosis in INCENP®F"

cells. SBP staining (panels 2,6, red)
reveals the localization of the exogenous INCENP. Total INCENP staining
(panels 3,7; green) and DAPI staining for DNA (panels 4,8, blue). (G,H)
INCENP®™F cells expressing the indicated TrAP-INCENP™® mutant were
stained with anti-SBP to show the localization of the exogenous INCENP
(panels 2,6; red) or with antibodies to Survivin (G panels 3,7:Green) or

Borealin (H, panels 3,7; green). Scale bar - 5 um. (G,H) Controls for the

measurements of Aurora B activity shown in Figure 2. (G) Mitotic index of
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each cell line at the time of harvesting. (H) Ratio of Aurora B protein levels
versus the loading control alpha-tubulin for each sample, as measured on

the LiCor Odyssey.

POFF cultures

Supplementary Figure 2. Mitotic indices of INCEN
expressing exogenous INCENP"T, INCENPTS814AS815A g g
INCENPTS814ES#15E 33d Quantitative Comparison of Aurora B kinase
activity in INCENP®FF cells expressing INCENPF3°* and

INCENPTS814AS815A mutants. (A,B) Mitotic indices of INCENP®™F cultures
expressing exogenous INCENPWYT, INCENPTS814AS815A g INCENPTSB14ES8ISE
(C) Estimation of Aurora B activity by immunoblotting. Asynchronous cells
were harvested following treatment with doxycycline for 28 hours or with 2 yM
ZM447439 for 5 hours and lysates subjected to immunoblotting with the
antibodies indicated. a-tubulin and Haspin kinase substrate H3T3ph are
shown as controls. (D) Measurement of H3S10ph levels in the same samples
using the LiCor Odessy. (E) Ratio of Aurora B protein levels versus the loading

control a-tubulin for each sample, as measured on the Li-Cor Odyssey. (F)

Mitotic index of each cell line at the time of harvesting.
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