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Figure S1.  Purity of subcellular fractionations. (A) Nuclear or cytoplasmic lysates from HeLa cells were subjected to immunoblotting with anti–lamin B1 or 
anti-tubulin. (B) Scheme of the chromosome fractionation described in the Materials and methods. (C) HeLa cells were subjected to the chromosome frac-
tionation. These fractions were subjected to immunoblot analysis with anti-ORC2 or anti-tubulin.
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Figure S2.  Mps1 phosphorylates Ser492 of CAP-H2. (A) The tandem mass spectrometry spectra (top) and peptide fragmentation table (bottom) of the 
658.79 m/z (45.59 min) peak are shown. (B) 293 cells were cotransfected with GFP-Mps1-WT and Flag-CAP-H2-WT. Cell lysates were incubated with 
calf intestinal alkaline phosphatase (CIP) and/or CIP inhibitors and subjected to immunoblot analysis.
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Figure S3.  Ser492 phosphorylation during mitosis. (A) HeLa cells were transfected with the indicated siRNAs followed by nocodazole treatment. Whole-
cell lysates were analyzed by immunoblotting. (B) WT or S492A cell lines were transfected with CAP-H2 siRNA. DNA was stained by Hoechst 33342. The 
images of living cells were shown. Bar, 10 µm. (C) HeLa cells were synchronized by double thymidine block and transfected with indicated siRNAs. Cells 
were then released into the medium containing nocodazole. At 9 h after release, cells were treated with MG132 for 30 min and fixed. The percentage of 
each category, as defined in Fig. 5 A, was calculated. Data represent the mean ± SD from three independent experiments (*, P < 0.05; n.s., not significant). 
(D) The efficiency of protein depletion by siRNAs in C was analyzed by immunoblotting with the indicated antibodies. (E) Ratio of prophase in mitotic cells 
in C was calculated. Data represent the mean ± SD from three independent experiments.


