207 M Lethal insertions (959 colonies)
154
10

5 4

04
20+

M Lethal insertions subset 1 (500 colonies)
154

10+

5

O—I_'_I_'_I_'_I_'_I_'_I_'_I_'_I_'_I_'_I_'_I_

20

Insertion density
(Unique insertions per 21 bp)

M Lethal insertions subset 2 (459 colonies)
15+

10

54

O_l—v—|—v—|—v—|—v—|—v—|—v—|—v—|—v—|—v—|—v—|—|
200 400 600 800 1000 1200 1400 1600 1800 2000
NDC80 gene position (bp)

Figure S3 Validation of the lethal insertion clusters. Two subsets (green and blue bars) sequenced independently
have the same lethal insertion clusters as the original 959 non-sectoring red colonies (red bars, from Figure 3D).
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