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Supplementary figure legends.

Figure S1. Localization kinetics of Spa2. A) Images from a movie of a spa2-GFP cdc15-
mCherry sid4-RFP cell captured at 2.5-minute intervals. Scale bar, 5 um. B) Images at
5-minute intervals from independent representative movies (right and left panels) of
spa2-GFP cdc15-mCherry sid4-RFP that were begun at different cell cycle stages. Scale
bars, 5 um.

Figure S2. Localization kinetics of Rgf3 to the CR. A) Live cell images of the indicated
strain. Scale bar, 5 pm. B Montages of images a movie of the indicated strain at 4-min
intervals. Scale bars, 5 pm.

Figure S3. Sequence comparison of Rgf3 homologs. Rgf3 sequences from the 4
indicated Schizosaccharomyces species were aligned with amino acid numbers
corresponding to the last residue of each line provided to the right. Residues identical
between all 4 proteins are in red, conserved residues are in blue, and the three Cdc15 and
Imp2 SH3-binding sites are highlighted in cyan.

Figure S4. Characterization of Rgf3 and Spa2 association with Cdc15. A) All three
predicted Cdc15sn3 binding sites in Rgf3 at amino acids 154-160, 169-175 and 264-270
were mutated at their first proline position to alanines to make the 3PA mutant in a
fragment of rgf3 encoding residues 1-290 and tested for localization as GFP fusion
proteins. Scale bar, 3 um. B) spa2A cells were grown at 32°C in YE medium, fixed and
stained with methyl blue, and imaged. Scale bar, 3 um. C) The growth patterns of
wildtype (wt) and spa2A cells at 32°C was assessed by staining the cells with calcofluor
and determining the percentage of cells that were growing at one end (monopolar), both
ends (bipolar), or undergoing septation. D) The indicated strain was grown at 25°C and
stained live. Scale bar, 3 pm.

Figure S5. Sequence comparison of Spa2 homologs. Spa2 sequences from the 4
indicated Schizosaccharomyces species were aligned with amino acid numbers
corresponding to the last residue of each line provided to the right. Residues identical in
all 4 proteins are in red, conserved residues are in blue, and the Cdc15 and Imp2 SH3-
binding site is highlighted in cyan.

Figure S6. Posl and Spa2 localization dependencies. A) posl-GFP spa2A cells were
stained with 50 uM Mitotracker and imaged live. B) The indicated strain was grown at
25°C and imaged live. Scale bar, 3 um.

Figure S7. Genetic interactions among SH3 network components. A) Tetrad analysis of
the indicated crosses with the relevant genotypes of mating partners indicated.
Schematics of 3 tetrads are provided with the relevant genotypes of progeny indicated.
Underneath, images of representative germinated spores or colonies of the indicated
genotypes are shown. B) Top panel: The indicated strains were grown at 25°C and
shifted to 36°C for 6 hours and the percent of cells that remained attached following
septation were counted. n> 300 cells for each strain. Bottom panel: Representative
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fixed and DAPI-stained images of the indicated strains are also shown from the 6 hour
shift.
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TABLE S4 S. pombe strains used in this study

Figure 2

KGY4401 | rgf3-MYCis:kan® ura4-D18 ade6-M210 leu1-32 h° Lab stock

KGY6894 | spa2-FLAGs:kan" ura4-D18 ade6-M210 leu1-32 h This study

KGY7654 | rgf3-TAP:kan" nda3-KM311 ade6-M21X leu1-32 ura4-D18 h* Lab stock

KGY6919 | spa2-TAP:kan" nda3-KM311 ade6-M21X leul-32 ura4-D18 h’ Lab stock

Figure 3

KGY11545 | spa2-GFP:kan® cdc15-mCherry:kan" sid4-RFP:kan" ade6-M210 This study
ura4-D18 leul-32 h

KGY11704 | spa2-GFP:kan® cdc15-mCherry:kan” nda3-KM311 ade6-M21X This study
ura4-D18 leul-32 h’

KGY15778 | cdc15-mCherry:kan® spa2-GFP:kan" ade6-M21X ura4-D18 This study
leu1-32 h’

KGY14225 | spa2-mCherrys:kan” sid4-RFP:kan” Imp2-GFP:kan" ade6-M21X |  This study
ura4-D18 leul-32 h’

KGY6670 | sid4-GFP:kan" ficl-GFP:kan" ade6-M21X leu1-32 ura4-D18 h- Lab stock

KGY7970 | cyk3-GFP:kan® sid4-GFP:kan® leu1-32 ade6-M21X ura4-D18 h- Lab stock

KGY16760 | pos1-GFP:kan"sid4-GFP:kan" leul-32 ade6-M21X ura4-D18 h” |  This study

KGY16759 | pxl1-GFP:kan" sid4-GFP:kan® leu1-32 ade6-M21X ura4-D18 h’ This study

Figure 4

KGY9004 | rgf3-GFP:kan" sid4-GFP:kan" cdc15A(1-752)-FLAG3:kan® This study
ade6-M210 ura4-D18 leu1-32 h*

KGY9007 | rgf3-GFP:kan" sid4-GFP:kan® imp2ASH3-FLAG3:hyg" ade6- This study
M216 ura4-D18 leul-32 h°

KGY9012 | spa2-GFP:kan" sid4-GFP:kan" cdc15A(7-752)-FLAGs:kan® This study
ade6-M216 ura4-D18 leu1-32 h*

KGY9014 |spa2-GFP:kan® sid4-GFP:kan® imp2ASH3-FLAGs:hyg® ade6- | This study
M210 ura4-D18 leul-32 h°

Figure 5

KGY1296 | PJ69-4A MATa trpl-190 leu2-3,112 ura3-52 his3-200 galdA Lab stock
gal80A LYS2:GAL1-HIS3 GAL2-ADE2 met2::GAL-lacZ

KGY11936 | rgf3- GFP:kan" sid4-RFP:kan" ade6-M210 ura4-D18 leu1-32 h° This study

KGY16185 | rgf3-3PA(P160A P172A P267A)-mGFP:kan® sid4-RFP:kan® | This study
ade6-M210 ura4-D18 leul-32 h°

KGY16265 | rgf3-GFP:kan" sid4-RFP:kan® nda3-KM311 ade6-M210 ura4- |  This study
D18 leu1-32 h’

KGY16266 | rgf3-3PA(P160A P172A P267A)-mGFP:kan® sid4-RFP:kan™ | This study
nda3-KM311 ade6-M210 ura4-D18 leu1-32 h’

KGY15643 | rgf3-3PA(P160A P172A P267A)-mGFP:kan® ade6-M210 ura4- |  This study
D18 leu1-32 h*

KGY246 ade6-M210 ura4-D18 leul-32 h Lab stock

Figure 6

KGY15974 | spa2-GFP:kan" ade6-M216 ura4-D18 leul-32 h This study

KGY15754 | spa2-P191A-GFP:kan® ade6-M210 ura4-D18 leul-32 h’ This study




Figure 7

KGY16300 | rgf3-FLAG3:kan" ura4-D18 ade6-M210 leu1-32 h* This study

KGY2030 | ladl-1ura4-D18 leul-32 ade6-M210 h’ Lab stock

KGY14544 | artl::kan" ura4-D18 ade6-M210 leul-32 h* This study

KGY14669 | artl::kan” lad1-1 leul-32 ura4-D18 ade6-M210 h’ This study

KGY4407 | rgf3-GFP:kan" ade6-M210 ura4-D18 leul-32 h- This study

KGY14592 | rgf3-GFP:kan® artl::kan® ura4-D18 ade6-M210 leu1-32 h’ This study

Figure 8

KGY16002 | spa2::ura4” ura4-D18 leul-32 ade6-210 h° This study

KGY11170 | spa2::urad”™ cyk3::urad” ade-M21X leul-32 ura4-D18 h* This study

KGY10855 | spa2::ura4” ficl::ura4™ ade-M21X leul-32 ura4-D18 h* This study

KGY7490 |cyk3::ura4™ ade6-M21X leul-32 ura4-D18 h’ Lab stock

KGY6008 | ficl::urad”™ leul-32 ura4-D18 ade6-M21X h™ This study

KGY6004 | crnl-GFP:kan®h Fred Chang

Figure 9

KGY8379 | posl- FLAG;:kan® ade6-M210 leul-32 ura4-D18 h’ This study

KGY9016 | spa2-GFP:kan® posl-FLAGs:kanR ade6-M21X ura4-D18 leul- | This study
32h

KGY10861 | spa2-GFP:kan" ade6-M21X leu1-32 ura4-D18 h* This study

KGY11768 | pos1-GFP:kan" ade6-M210 ura4-D18 leul-32 h* This study

KGY8613 | posl-GFP:kan" spa2::ura4‘ade6-M21X ura4-D18 leu1-32 h° This study

KGY15814 | posl::ura4” ade6-M210 leul-32 ura4-D18 h* This study

KGY15681 | posl::urad™ cyk3::ura4™ ade6-M210 ura4-D18 leul-32 h’ This study

KGY16397 | crn1-GFP:kan® posl::ura4* ade6-M210 ura4-D18 leul-32 h’ This study

Figure S1

KGY11544 | rgf3-GFP:kan® cdc15-mCherry:kan® sid4-RFP:kan® ade6-M210 |  This study
ura4-D18 leu1-32 h’

KGY14745 | rgf3-GFP:kan® imp2-mCherrys:kan® sid4-GFP:kan® ade6-M210 |  This study
ura4-D18 leu1-32 h’

Figure S5

KGY16220 | spa2::urad® lifeAct-mCherry:leu+ sid4-GFP:kan® ade6-M210 |  This study
ura4-D18 leul-32 h*

KGY7392 | sid4-RFP:kan" ade6-M216 ura4-D18 leul-32 h* Lab stock

Figure S6

KGY11996 | spa2-GFP:kan" posl::ura4* ura4-D18 ade6-M210 leu1-32 h’ This study






