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Supplementary figure 3: Analyses of binding between Cdt1, Ska1 and their fragments.
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Supplementary figure 3: Analyses of binding between Cdt1, Ska1 and their fragments. (A) 

Pull down of SKA1 and SKA3 by HA/His-tagged Cdt1-WT from thymidine synchronized and 

nocodazole arrested mitotic HEK-293T cell extracts. The pull down was performed using Ni+2-

NTA agarose beads followed by immunoblotting with either anti-HA or anti-SKA3 and SKA1 

antibodies. 1% of the lysate was loaded as total protein. (B) Thymidine synchronized and 

nocodazole arrested mitotic HeLa cells stably expressing GFP were immunoprecipitated (IP) and 

immunoblotted (IB) with the indicated antibodies; IgG was taken as a negative control. 1% of the 

lysate was loaded as input. (C) SDS-PAGE gel electrophoresis of purified His-SKA1/2 complex 

(D) Linear protein diagrams of the truncated protein constructs used in the BLI-interaction assay 

with indicated amino acids position showing truncation sites. (E) BLI sonograms for indicated 

conditions and their respective Kd values. (F) SDS-PAGE gel electrophoresis of purified SKA1/2 

+SKA2-GFP complex. 
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Supplementary figure 4: Binding studies of phosphomemeitic Cdt1 and Ska1.  (A) Thymidine 

synchronized and nocodazole arrested mitotic HeLa cells that were stably expressing Cdt1-WT or 

Cdt1-10D (Aurora B phosphomimetic mutant) were immunoprecipitated (IP) and immunoblotted 

(IB) with the indicated antibodies; IgG was taken as a negative control. 1% of the lysate was loaded 

as input. (B) SDS-PAGE gel electrophoresis of purified Cdt1-2E3D protein. (C) Western blot of 

fractions from co-fractionation experiments for indicated protein complexes probed with anti-Cdt1 

(top) and anti SKA1 (bottom). (D) BLI- sensograms showing wavelength shifts (nm) generated by 

the addition of 0.5 μg/ml Cdt1-2E3D protein with increasing concentrations of SKA1 as indicated 

in the plot. (E) Nocodazole arrested mitotic HeLa cells that were stably expressing Cdt1-WT or 

Cdt1-5D (CDK1 phosphomimetic mutant) were immunoprecipitated (IP) with the antibodies 

indicated on the right. 

 

 

 

 

 

 

 

 

 

was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for this preprint (whichthis version posted May 5, 2022. ; https://doi.org/10.1101/2022.05.05.490787doi: bioRxiv preprint 

https://doi.org/10.1101/2022.05.05.490787


15

10

5

0

15

10

5

0

15

10

5

0

15

10

5

0

15

10

5

0

15

10

5

0.8 2.6 4.0 5.6 7.2 0.8 2.6 4.0 5.6 7.2

0.8 2.6 4.0 5.6 7.20.8 2.6 4.0 5.6 7.2

0.8 2.6 4.0 5.6 7.2 0.8 2.6 4.0 5.6 7.2

5 10 15

intensities, a.u.

re
la

ti
v
e 

fr
eq

u
en

cy

re
la

ti
v

e 
fr

eq
u

en
cy

1 2

0.5

0.0

0.3

0.2

0.1

0.0

steps

Cdt1-GFP
Cdt1-GFP Cdt1-GFP

A B C

Supplementary figure 5: Representative photobleaching steps for GFP-Cdt1, SKA1-Cy3, and 

Ndc80-Alexa647.
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Video 5.  Ndc80-Alexa 647 diffusively tracks the end of dynamic microtubule in presence of 

Ska1.  

Video shows GMPCPP stabilized microtubules decorated with Ndc80alexa 647 visualized with 640 

nm excitation laser in TIRF. A very weak intensity of Ndc80alexa 647 seen near the dynamic end for 

the entire duration of the movie. Movie is played at 60 times faster rate than real. Scale bar 3 µm. 

Video 6.  GFP-Cdt1 robustly tracks the end of dynamic microtubule in presence of Ndc80 

and Ska1.  

Video shows GMPCPP stabilized microtubules decorated with GFP-Cdt1 visualized with 488 nm 

excitation laser in TIRF. A complex of GFP-Cdt1, Ska1 and Ndc80 (not imaged) already bound to 

the grown end of a microtubule at the beginning of the movie and starts to robustly track the 

depolymerizing phase of the dynamic end at 1 s, then it remains bound on the microtubule lattice 

for the entire duration of the movie. Movie is played at 30 times faster rate than real. Scale bar 3 

µm. 

Video 7.  GFP-Cdt1/ Ndc80Alexa647 robustly tracks the end of dynamic microtubule in 

presence of Ska1.  

Video shows GMPCPP stabilized microtubules decorated with GFP-Cdt1 and Ndc80alexa 647 

visualized with 488/640 nm excitation lasers in TIRF. A complex of GFP-Cdt1, Ndc80alexa 647, and 

Ska1 (not imaged) is seen to track the dynamic end of microtubules for couple of cycles of 

polymerization and depolymerization. Movie is played at 30 times faster rate than real. Scale bar 

3 µm.   
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