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Supplemental Figure Legends

Figure S1. Mde4 and Pcsl are phosphorylated during mitosis.

(A) List of proteins identified by mass spectrometry co-purifying with S. pombe Pcs1-TAP
and Mde4-TAP isolated from nda3-KM31l-arrested cells (JG15058 and JG15137,
respectively) or cycling cells (JG15137). Only proteins identified with more than two peptides
are included. Proteins found in other unrelated purifications are omitted from this table.

(B) Mde4 and Pcsl phosphorylation sites identified by mass spectrometry. The identified

phosphorylated residues are indicated in red. Sequence coverage is highlighted in yellow.

Figure S2. Sensitivity of cells expressing Cdc2-as to 1-NM-PP1. Serial dilutions of wild type
cells (JG15123) or cdc2A4 cells expressing the analog-sensitive Cdc2-as (Cdc2-F84G)
(JG15125) were spotted on YES plates containing or lacking 5 uM 1-NM-PP1 and grown for

2 days at 32°C.

Figure S3. Interdependent localization of Pcs1 and Mde4.

(A) Wild-type cells expressing Pcs1-GFP and Mis6-HA (JG15031), or Mde4-GFP and Mis6-
HA (JG15033), mde4A mutant cells expressing Pcs1-GFP and Mis6-HA (JG15383), and
pcslA mutant cells expressing Mde4-GFP and Mis6-HA (JG15366) were fixed and stained
with antibodies against HA and GFP. Nuclei were visualized by Hoechst staining.

(B) Cells as described in Figure S3A were analyzed by Western blot analysis using anti-

tubulin and anti-GFP antibodies.



The genotypes of S. pombe strains used in this study

Strains Genotype

JG15031 h+ nda3-311 mis6-HA-leu2 pcs1-GFP-leu2 leul-32

JG12013 h+ nda3-311 leul-32 ura4-D18 his2

JG14985 h+ nda3-311 pcs1-GFP-leu2 leul-32 ura4-D18 his2

JG12239 h- nda3-311 sgo2-GFP-Kan" ura4

JG15033 h+ nda3-311 mis6-HA-leu2 leu1-32 mde4-GFP-Kan"®

JG15356 h? nda3-311 mis6-HA mde4-GFP cdc2::ClonNat™ cdc2-
as-Hph®

JG15161 h- mCherry-atb2-hph® nuf2-GFP-Kan" pcs1::CloneNat®

JG15351 h- clr4::LEU2+ Nuf2-GFP-Kan" mCherry-ath2-hph® leu1-
32

JG15058 h? nda3-311 pcsl-HA-TAP-KanR

JG15137 h+ nda3-311 leu1-32 ura4-D18 his2 mde4-Tap-Kan®

JG15414 h+ IyRsl his7 leul ura4 ade6-210 pcsl::ClonNat® pcsl-wt-
Hph

JG14821 h+ lys1 his7 leul ura4 ade6-210 pcsl::ClonNat®

JG15549 h+ lys1 his7 leul ura4 ade6-210 pcsl::ClonNat®
pcs1-L140A-Hph®

JG15550 h+ lys1 his7 leul ura4 ade6-210 pcsl::ClonNat®
pcs1-F154A-Hph®

JG15551 h+ lys1 his7 leul ura4 ade6-210 pcsi::ClonNat®
pcs1-F154D-Hph®

JG15552 h+ lys1 his7 leul ura4 ade6-210 pcsl::ClonNat®
pcs1-F212A-Hph®

JG15553 h+ lys1 his7 leul ura4 ade6-210 pcsl::ClonNat®
pcs1-F212D-HphR

JG15383 h+ nda3-311 mis6-HA-leu2 pcs1-GFP-LEUZ2 leul-32
mde4::Kan®

JG15366 h+ nda3-311 mis6-HA-leu2 mde4-GFP-Kan® leu1-32
pcsl::CloneNat®

JG15123 h? cdc2+

JG15125 h- cdc2::ClonNat” cdc2-as-Hph®
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Lizt of proteins identified by mass spactrometry copurifyinhs with Pesl-TAP Som ndai-arested 5 pombe cells
Protein (Genelafo identifier)

1 23003983

2 19112873

Dezcription
Clromasome s=zre zafion protem Pesl
Sequencs orphan Mded

Number of unique peptides
33

18

Lust of proteins identifisd by mass

spactromeiry co-purifyinhz with Mded-TAP from eycling 5. pomibe callz.

Protein (Cenelufo identifier) Description

Number of unigue peptides
86

Saquence orphan Maed

umla’
membrans protein impart complex subumt Timi3
'[nman LYHR’

19 F 19 1 b e L Oy b

Descriprion
Sequence orphan Maed

Number of unique peptides
75

33

5

10BN prots
Histone H4 hd2
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Mded4 (cycling cells)

MSTISTSTDS KLONLGLSVT SRRMOILFYL SKALNLAHLL RSODSLOKSFL DALKOS
DALK@SATDS ELLHANLDE! ELLHKNLDEI KFLONEKLNN EKLLEOEQNE ANDYRLKVER LEHKISDY¥Q EINSLN
QS NEENERE I SN L | OKBNPEKHE DAVSQONRLRG SLDTVSSPS5K THKANKDEKA TRLHLIIANL KKALKE
KESELDRFKI KLETEESNWK WLNLOSHVSS KESELDRFKI| KLETEESNWK VRLQVLESKL ATOORKLRMQ KKSTER
TREPNATSGS PLSVTFPFLOK WSPRVSSPKL FSPSKQAIMG TREIPNATSGS PLSVTPFLQK TSTSIGLSSS PPQSSP
IPSHVSDINH NDHLKIFQSP SQPFSRDKYP HsgrvspswA RYLKKHLDDT |IPSNVSDINH NDHLKIPGSP SSLSPS
SPLEKRNDEI HNELKKGFTMK RKKRKLKDTV SNEEFTEEDS ESSFLLETIO PTKSTLRRSI SPLKKRNDE| NELKKG
K

RSDSLQKSFL

:7 = = 1 MSTISTSTDS KLDNLGLSVT SRENQILFYIL SKALNLAHLL RSDSLOKSFL
“?f*REKVER 51 DALKQSATDS ELLHKNLDEI KFLQNEKLNN EKLLEQEQNE ANDYRLEVER
STLDTYSSESKR 101 LEHKISDYVQ EINSLNSQLQ IQKSNPEKHE DAVSQNRLRG SLDTVSSPSE
KESELDRFKI 151 THEANKDEKA TRLHLIIANL KKALKEKDAE VLNLQSHVSS KESELDRFKI
VSPRVSSPEL 201 KELETEESNWK VELOVLESKL ATQDRELEMQ EKSTERESLL VSPRVSSEKL
PEQSSESAQS 251 FSPSKQAIMG TRQPNATSGS PLSVTPFLQK TSTSIGLSSS PPQRSSPSAQRS
NDHLKIPQSP 301 SQPFSEDKYP HSMTVSPSNA EYLKKHELDDT IPSNVSDINH NDHLKIPQSP
PTKSTLRRSI 351 SSLSPSKIPI RKERKLEDTV SNCEFTEEDS ESSFLLETIQ PTESTLRRST

401 SPLKERNDEI F K
HTOQEQEENEL NKLIRKINEL MHSTOQDFVYNN EDGUDAYSYRE NENELHINNS GMSELNKKLG LPNVELSTLS HTQEGWE
REQIKNYSKI| HILIKELFEGL NKLIRKIMEL QEFYLLEDLA KFVTNAGADA DEDT|VKDLK KELENEKKAN HSLKNE
MKHLPOYLLE E| | FTHEQGK REQIKNYSK| NHILIKELFGL EVADGIEDED GYRFNCKNTG RRGTLEYQLL LDD@NF
RLNVOTDEEL BMKHLPDYLLE E||FTKEGGK LFSARLMEKAL QD
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Figure S2

YES YES +5 uM 1-NM-PP1
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