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Figure S4.  Localization of 18S rRNA to the spindle is independent of RNA, Misu localizes to the spindle in the absence of active translation, and localization 
of NuSAP to the spindle varies with cell cycle and fixation method. (A and B) Localization of 18S rRNA (green) to the spindle is not affected by depletion 
of Misu using RNAi. DNA is counterstained with DAPI (blue). (C) Quantification for A and B. (D and E) Localization of Misu (green) to the spindle (�A-tubulin; 
D, red) is not affected by treatment with puromycin (E). DNA is counterstained with DAPI. (F–I) NuSAP staining in metaphase (F and H) and anaphase (G 
and I) varies depending on fixation methods. (F) In some cells, NuSAP labels both the central (arrows) and distal spindle (arrowheads). (G) When fixed 
with methanol, NuSAP stains both the distal (arrow) and central spindle (arrowhead). (H) In the majority of cells, NuSAP labels the distal spindle with higher 
intensity (arrowheads) and spindle poles (arrows). (I) When fixed with paraformaldehyde, NuSAP staining can only be found at the central spindle  
(arrowheads). Error bars indicate mean ± SD. Bars, 10 µm.
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Figure S5.  Depletion of Misu or RNA in HCC1954 cells has no effect on the localization of aurora A, TPX2, or TACC3 during mitosis. (A–F) Spindle assem-
bly factors aurora A (A and B, red), TPX2 (C and D, red), and TACC3 (E and F, red) localize to the spindle in the presence of Misu (Scr RNAi; A, C, and 
E, green) and when Misu is depleted by RNAi (Misu RNAi; B, D, and F). (G) Quantification for A–F. (H–P) Spindle assembly factors aurora A (H and I, red), 
TPX2 (J and K, red), TACC3 (L and M, red), and NuSAP (N and O, green) localize to the spindle when cells are treated with RNase (+RNase; I, K, M,  
and O). DNA is counterstained with DAPI (blue). Error bars indicate mean ± SD. Bars, 10 µm.


