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Legends to supplemental figures

Supplemental figure S1. Depletion of Plk1 reduces CAP-H2 protein levels in mitosis.

(A) HeLa cells were left untreated (Asy.) or treated with nocodazole (Noc.). Cell lysates were
incubated with or without lambda phosphatase for 20 min and subjected to immunoblot analysis.
(B) HeLa cells were transfected with non-target siRNA or CAP-H2 siRNA. Cell lysates were
analyzed by immunoblotting with indicated antibodies. Total RNA was analyzed by real-time RT-
PCR with CAP-H2-specific primer. The value is normalized to GAPDH. Data represent mean +
SD from three independent experiments.

(C) HeLa cells were arrested at G1/S phase by thymidine treatment. The cells were released into
medium for 9 h and the mitotic cells were collected by mitotic shake off. Cell lysates were
analyzed by immunoblotting with indicated antibodies.

(D) RPE1 cells were arrested at mitosis by nocodazole with or without BI2536. Cell lysates were
subjected to immunoblot analysis with the indicated antibodies.

(E) HeLa cells were transfected with non-target siRNA or Plk1 siRNA and then synchronized at
G1/S phase by thymidine treatment. The cells were released into medium containing nocodazole
for 14 h. The mitotic cell lysates were analyzed by immunoblotting with indicated antibodies.
Total RNA was analyzed by real-time RT-PCR with CAP-H2-specific primer. The value is

normalized to GAPDH. Data represent mean + SD from three independent experiments.

Supplemental figure S2. CAP-H2 is a potential substrate for APC/Cdc20 complex.
(A) HeLa cells were transfected with GFP-vector or GFP-CAP-H2. Cell lysates were subjected

to immunoprecipitation with anti-GFP. Lysates and immunoprecipitates were analyzed by



immunoblotting with indicated antibodies.

(B) HeLa cells were transfected with non-target siRNA or Cdc20 siRNA followed by nocodazole
treatment. Cell lysates were immunoblotted with indicated antibodies.

(C) APC/Cdc20 complex was isolated from the cells described in B by immunoprecipitation with
anti-APC3 antibodies. The APC/Cdc20 complex was incubated with recombinant GST-CAP-H2
in the presence of E1, E2, ATP and ubiquitin. The reaction mixtures were immunoblotted with

indicated antibodies.

Supplemental figure S3. Identification of Plk1-mediated phosphorylation sites on CAP-H2.
(A) Recombinant GST-CAP-H2 was incubated with ATP in the absence or presence of His-Plk1.
The reaction products were analyzed by immunoblotting with the indicated antibodies.

(B) Phosphopeptides (RSPQQ(pS)AALPR) or non-phosphopeptides (RSPQQSAALPR) from
CAP-H2 were spotted onto a nitrocellulose membrane and were analyzed by immunoblotting
with anti-phospho-CAP-H2-S288 antibodies.

(C) HeLa cells were arrested at mitosis by nocodazole. The lysates were subjected to
immunoprecipitation with IgG or anti-CAP-H2. Immunoprecipitates were immunoblotted with

the indicated antibodies.

Supplemental figure S4. Assessment of GFP-CAP-H2 stable cell lines.
(A) GFP-CAP-H2-WT or GFP-CAP-H2-S288A stable cell lines were transfected with CAP-H2
siRNA followed by nocodazole treatment. Cell lysates were immunoprecipitated with anti-GFP

and were analyzed by immunoblotting with indicated antibodies.



(B) GFP-CAP-H2-WT or GFP-CAP-H2-S288A stable cell lines were transfected with CAP-H2
siRNA and then were synchronized at G1/S phase by thymidine treatment. The cells were released
into medium containing RO3306 for 12h and subsequently were released with nocodazole and
MG132 for 3h. The cell lysates were immunoprecipitated with anti-GFP and were analyzed by

immunoblotting with indicated antibodies.
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Figure S2
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Figure S3
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Figure S4
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