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Supplementary Figure 1. Sebl interacts with the CFCPF complex and is recruited to the
360end of genes

(a) Silver-stained SDSPAGE analysis of TEV elution of SelbdA-TAP purification. CPF
components and termination factors thatpcowified with Sebl asidentified by mass
spectrometry are listed.

(b) Binding of Sebl to theadhl gene as crosslinks normalized to transcript abundance
determined by PARCLIP (blue) and as recruitment determined by C&He (purple) were
visualised using the integrated genomewser (IGB). The schematics below indicates the
position relative to the gene. Recruitmenatthlwas verified using ChHgPCR ands shown

as a bar plot. The generated PCR products are indicated in the schematics. Error bars indicate
standard error ofiblogical duplicates.

(c) Recruitment of Sebl to thps2202gene as in (b)

(d) Averaged occupancy profiles of Sebl and input from ChIP,-BRR crosslinks and
occurrence of the Sebl binding motif UGUA, normalized to transcript levels are shown on
non-coding genes. The profiles are aligned to the TSS and PAS as indicated. Genes with a
distance less than 250 nt to their neighbouring gene were exclue@i(nThe PARCLIP

and UGUA motif profiles were smoothed using a Gaussian smoothing functicadarsied

to bring to scale with the Chigeq profile.

(e) Averaged occupancy profiles of Sebl from RBRIP crosslinks and occurrence of the
UGUA binding motif are shown in antisendg@ection to annotated genes &228). The
profiles are aligned to theSI5 and PAS as indicated. Genes with a distance less than 250 nt to
their neighbouring gene were excluded. The CBH#g profiles were not included because of
the nonstrandspecific nature of the experiment.

(f) Overlap between Sebl binding to the regiomtlBefae to 250 nt after the TS&nd50 nt

before to 210 nt after tHeAS as determined by Chi®eq (purple) and PARLIP (blue) are

shown as Venn diagrambhe sme sibset of genes was used as n (e
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Supplementary Figure 2. Seb1 specifically bindsotS2RPol Il in vivo

(a) Western blot showing the expression of Sebl domain deletion mutants in media containing
or lacking thiamine (+ andthiamine, respectively). The strains used carry two copies of Sebl,

a thiaminerepressible WT copy and a mutateersion under control of the endogenous
promoter. A strain containing two WT copies under control of the different promoters was
included as a control. The position of the deletions is indicated in the schematics above the spot
test, approximately to scale

(b) Binding of SebIHA-TAP to Pol Il inS. pombeavas determined by immunoprecipitation

and TEV elution of Sebl, followed by Western blotting. Differently phosphorylated forms of
co-immunoprecipitated Pol 1l were detected using phosggexific antibodiesas indicated.

An antibody that binds to Pol Il independently of the phosphorylation state was included as a
control (8WG16). Note the change in mobility of Seb1 after TEV cleavag\].

(c) All genes were split into two different groups: genes thabatmd by Sebl at the PAS +

250 nt (dark grey) and genes that do not recruit Seb1 (light grey) as determined by either ChIP
Seq (left) or PARCLIP (right). The log2 fold gene lengths of these different groups are shown
as box plots. The significance of tddference between the groups was calculated using the
Wilcoxon-MannWhitney test and is indicated above the boxes. The number of genes included
in each group is indicated below the boxes. The same subset of genesedass us

Supplementary Fig. 1e
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e _SSP. phospho-indep.
S.p. Seb1 2 -SGIAEFDGILDSLEHSKTGI[§GSK]I LKLTNLSMENVSENAQFVASVYKYAKR - - APVTHRLGALNI LDS| VRSFQDGAKKN 80
S.c. Nrd1 4 DDDFQNFVATLESFKDLKSGI[SGS|RI KKLTTYALDHIDIESKI ISLIIDYSRL--CPDSHKLGSLY/| IDSIGRAYLDETRSN 83
Hs.Sca8 2 -EAVKTFNSELYSLNDYKPPI[SKAKMTQI TKAAI KAIKFYKHVVQSVEKFIQK--CKPEYKVPGLY¥VIDSIVRQSRHQFGQ- 79
Hs.Scafd 2 -DAVNAFNQELFSLMDMKPP AKMI LI TKAAI KAIKLYKHVVQIVEKFIKK CKPEYKVPGLYVIDSIVRQSRHQFGT- 79
S.p.Pcf1 2 DLVELDYLSALEDLTFN-- - PIIHTLTYI AQENEPYAISIVNAIEKHIQK--CPPNCKLPALYLLDSISKNLGA- - - - - 72
Sc.Pcf1 2 V-IVKDFNSILEELT----FNSRPIITTLTKLAEEN|SCAQYFVDAIESRIEK--CMPKQKLYAFYALDSICKNVG- - - - - - 75
Hs.Pcf1 16 EDACRDYQSSLEDLTFN----8SKPHINMLTILAEENLPFAKEIVSLIEAQTAK--APSSEKLPVM¥LMDS|VKNVGR- - - - - 86
S.p. Rhn1 2 ALTPDTVSSKLATL----- TQES| TG| AHWVMFHKRYADE| VQIWLEALYE- - SSSNKKLLLLYMLLNEVVQQSRVKK--- 73
S.c.Rtt103 22 PFSSEQFTTKLNTL- - SQES| SSASKWLLLQYRDAPKVAEMWKEYMLRPSVNTRRKLLGL¥LMNHVVQQAKGQK--- 75
Hs.Rprd2 3 A-LESSLDRKFQSV- - TMES1QGLSSWC | ENKKHHST | VYHWMKWLRR - - SAYPHRLNL F¥LANDV IQNCKRKN - - - 92
Hs.RprdifA 3 AFSEAALEKKLSEL- - SQQSVQTLSLWL IHHRKHSRPIVTVWERELRK- - AKPNRKLTFLMLANDVIQNSKRK- - - - 73
Hs.RprdiB 3 SFSESALEKKLSEL----- SQQSVQTLSLWL IHHRKHAGP | VSVWHRELRK- - AKSNRKLTFLMLANDVIQNSKRK---- 73
S.p.Seb1 81 NESFENPVDASFSGGWCKAAEITDSLVADAIQHAPSAHLP| TFPPEKLESERSKLKDAMAS 153
S.c.Nrdl 84 SN-SSSNKPGTCAHAINTLGEVIQELLSDAIAKSNQDHKE LFQKSYLNAIRS-KCFAMD | 154
Hs.Scaf8 80 - --------- EKDVFAPRFSNNI I STFQNLY-RCPGDDKS LDMAAG | PPP 141
Hs.Scaf4 80 - --------- DKDVFGPRFSKNITATFQYLY-LCPSEDKS LLDMAAG- --- 138
Sp.Pcfl 73 -.-...o.... PYTYFFGLHLFSTFMSAYTVVEPRLRL IENALLKYKST 140
Sc.PcH1 76 ----ce---an- SPYTIYFSRNLFNLYKRTYLLVDNTTRT EQFL I KASAL 141
Hs.PcH1 87 -cc--cnoaann EYLTAFTKNLVATFICVFEKVDENTRK DVRVNSLDPA 144
Sp.Rhn1 74 - ....... I SEYIDAVSPYVVNSVADAYASVPASIKT QERFNNAENS 135
Sc.RHO3 76 -ioniiaanw | IQFQDSFGKVAAEVLGR INQEF PRDLKK| IERSLKTESSP 137
Hs.Rprd2 93 - -----...--- Al | FRESFADVLPEAAALVK- - -DPSVSK LREALSTTFKT 151
Hs.Rprd1A 74 - - oo ... GPEFTKDFAPVIVEAFKHVSSETDESCKK VYENDVLEQLKQALYGDKKP 135
Hs.Rprd1B 74 - - - .- ... ... GPEFTREFESVLVDAFSHVAREADEGCKK| VX¥GGEF | QQLKL SMEDSKSP 135

Supplementary Figure 3. Specific amino acids in CIDs recognize phosphorylated CTD
peptides

(a) The SebiCID1.152-Hisg was recombinantly expressedBn coliand subsequently purified

using NiNTA beads. After elution from the beads by increasing concéntsabf imidazole,

the protein solution was subject to size exclusion chromatography using a HiLoad Superdex
S200 16/60 PrepGrade column (GE Healthcare). The elution of the protein was measured by
absorption at 280 nm and is plotted against the elutiaumel

(b) The elution fractions from Javere analysed for the presence of SED;.152, by SDS

PAGE as shown.



(c) The protein from (bwas concentrated and used for crystallisation trials. A representative
crystal of the ClR.s2 is shown.

(d) Stereamageof a representative portion of tledectron density map of the SeG1D1.152
crystal. The model is shown as green sticks. TheRFmap is shown asgrey mesh and is
contoured at 1.0 0.

(e) Multiple sequence alignment of the CID domaafsall proteins shown in Fig. 1&he
conservation of individual amino acids is indicated by colour. Amino acids there were
previously shown to be important for S5P or S2P recognitisiwell as those which are not
expected to bind the CTD in a phospdpecific mannerare indicated by circles, and their
conservation in comparison to Sebl is shown using boxes. Closed circles indicate that the
amino acid was mutated in Seinlvitro andin vivo, while open circles indicate analysis iny

vitro experimentnly. The alignment was done using Promals3D and included information

about the 3D structures of all CIDs, if known.
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Supplementary Figure 4. SebiACID point mutations reduce binding to CTD peptidesin
vitro and in vivo

(a) Binding of WT and mutatececombinant fullength Sebl to CTD pépes was performed
as in Fig. 2and Sebl binding was analysed by Coomassie staineeP3iBE.

(b) SDSPAGE showing the preparations for the WT ®3b1.152 as well as the indicated
mutants that were utilised for floescencanisotropy(Fig. 2gi).

(c) Western blot showing expression levels of the indicated-8&DJpoint mutations in cells
grown in media containing or lacking thiamine (+ dnthiamine, respectively). The same
thiaminerepressible ystem as inSupplementary Fig. 2avas used and is depicted
schematically above the Western blot.



Supplementary Figure 5 The crystal structure of the SebXRRM domain shows an
unusual conformation

() Multiple sequence alignment of RRM domains framdicatedCID-proteins. Amino acid
conservation is indicated by colour and presence®fcse d ar y  eslheeneet rstn sb r (d bU
helices) in the SebRRMzggs40 Structure as well as the canonical RRM region are indicated
above the alignment. Amino acids there wereatad are marked by circle€losed circles

mark mutationsthat were testedn vitro andin vivo, open circlesignify analysis byin vitro

experiments onlyandred circles show amino acid mutations that resulted in insoluble protein.



