Appendix Table S1

Plasmid constructs

Constructs for phase separation assay

Name Vector Forward primer (5'-3") Reverse primer (5'-3") Restriction sites
: GGACAGCAAATGGGTCGCG |GTGGTGGTGCTCGAGTGCGGC
His-RFP PET28a GATCCatggcctcctccgaggacgt |  CGCAggcegecggtggagtggegge BamHi/Notl
His-zParn- ) CAGCAAATGGGTCGCGGATC | TCCTCGGAGGAGGCCATGGAC
His-RFP BamHI
RFP Catggaggtcacgagacagaatttta caaacctgagggacgtcaaagagc
Constructs for co-IP
Name Vector Forward primer (5'-3") Reverse primer (5'-3') Restriction sites
pCS2-RFP pCS2 CTTGTTCTTTTTGCAGGATCC | CTATAGTTCTAGAGGCTCGAGt BamHI/Xhol
atggcctcctccgaggacgt caggagagcacacacttgca
Luciferase- ACTTGTTCTTTTTGCAGGATC | TCCTCGGAGGAGGCCATGGAC
pCS2-RFP BamHI
RFP Catggaagacgccaaaaacataa acggcgatctttccgeccttc
ZCnot1-RFP | pCS2-RFP ACTTGTTCTTTTTGCAGGATC | TCCTCGGAGGAGGCCATGGAa BamHI
Catgaatcttgactcgctctcgetgg ctggcaccggttccctccatcace
ZCriot1-N-RFP| pCS2-RFP ACTTGTTCTTTTTGCAGGATC |TCCTCGGAGGAGGCCATGGAtg BamH
Catgaatcttgactcgctctcgetgg taggtcttgtgatggttgtggtt
zCnot1-M- ACTTGTTCTTTTTGCAGGATC |TCCTCGGAGGAGGCCATGGACct
pCS2-RFP BamHI
RFP Cgctgttggacccaagaaggatgtgc ccgatgcttgagaaattccagag
2Cnot1-C-RFP | pCS2-RFP ACTTGTTCTTTTTGCAGGATC | TCCTCGGAGGAGGCCATGGAa BamHI
Ctacgatgacccaccaggccttagag ctggcaccggttccctccatcace
ZCrot6a-RFP | pCS2-RFP ACTTGTTCTTTTTGCAGGATC | TCCTCGGAGGAGGCCATGGAC BamHI
Catgcccaaggaaaaatatgatccge ctgcggccaggcagatggatgeeg
Pan2-RFP | pCS2-RFP ACTTGTTCTTTTTGCAGGATC |TCCTCGGAGGAGGCCATGGAta BamHI
Catgatgaacttcgagggtctggacc aacccatcactgagggaaatacg
2Pan3-RFP | pCS2-RFP ACTTGTTCTTTTTGCAGGATC | TCCTCGGAGGAGGCCATGGAC BamH
Catgaacagtggactccccgcttcag agggggccgttcgecgtggeccage
Pam-RFP | pCS2-RFP ACTTGTTCTTTTTGCAGGATC | TCCTCGGAGGAGGCCATGGAC BamHI
Catggaggtcacgagacagaatttta caaacctgagggacgtcaaagagc
Depla-RFP | pCS2-RFP ACTTGTTCTTTTTGCAGGATC |TCCTCGGAGGAGGCCATGGAta BamHI
Catggagtgtgtgaataaagcgggtc acttgacattgttgaggccttta
2Dcp2-RFP | pCS2-RFP ACTTGTTCT TGCAGGATC | TCCTCGGAGGAGGCCATGGAg BamHI
Catggagacaaaaagaggggagattc gactcgaagcaggatttcatgatg

Constructs for zebrafish microinjection

Linearization site/

Name Vector Forward primer (5'-3") Reverse primer (5'-3') Restriction sites RNA polymerase

N200-F: N200-R:

GGATCCCATCGATTCGAATTC | TCCTCGCCCTTGCTCACCATag

cggaagtggaccgaccattttg cgccctctcectgcaggt
14b('32F°F?”t' pCS2 EcoRlI/Xhol Notl/SP6

GFP-F: GFP-R:

ATGGTGAGCAAGGGCGAGGA|CTATAGTTCTAGAGGCTCGAGT

GC TACTTGTACAGCTCGTCCA




Constructs for in situ probes

Name Vector Forward primer (5'-3') Reverse primer (5'-3") Restriction sites II;?\T: gczifirzgr:i;j
org pcDNA3 GC”?&I&ZES@?S;EGWQ GTGATGSQZ;I;EZ:G&“W“Q BamHI/EcoRI Xhol/T7
trip10a pcDNA3 GCﬂGCZIQg;gg;f;CGQH” GTGATGi/?CTQIECTg;AGggcma BamHI/EcoRI Xhol/T7
dnajc5ga | pcDNA3 GCﬁnggiggéfcz;CGmdg GTGATGCC;/;?QT;ES:;GW""@Q BamHI/EcoR Xhol/T7
conbt | poDnwa | CTTCCTACCOAGOTOOOATG | TOATGGATATCTGCASATICR! | ooy | oy
Antibodies and drugs
Primary antibodies
Name Antigen Host organism Source Dilution IB/IF
mRbm14 Human RBM14 Rabbit, poly Sigma, R04295 1:3,000(1B)/1:100(IF) IB/IF
zRbm14a Zebrafish rom14a Rabbit, poly Raised in lab 1:1,000(1B)/1:100(IF) IB/IF
a-Tubulin Chick microtubules Mouse, mono Sigma, T9026 1:5,000 1B
y-Tubulin Gamma-Tubulin Mouse, mono Life'\'/ll'z?t;rg‘)‘lg?ies, 1:100 IF
GFP GFP Rabbit, poly Life Technologies, A-6455 1:5,000 1B
RFP RFP Rat, mono Chromotek, 5F8 1:3,000 1B
meA N6-methyladenosine Rabbit, mono Cell Signaling, #56593 1:500(1B)/1:200(IF) IB/IF
PARN Human PARN (1-347 aa) Rabbit, poly Proteintech, 13799-1-AP 1:2,000 1B
zParn Zebrafish Parn Rabbit, poly Raised in lab 1:200 IF/IB
DIG-POD Digoxigenin Sheep, poly Roche, 11207733910 1:1,000 IF
Gatab Human GATA6 Goat, poly R&D, AF1700 1:100 IF
Nanog Mouse Nanog Mouse, mono SANTA CRUZ, sc-376915 1:100 IF
Oct4 Mouse Oct3/4 Mouse, mono BD, 611202 1:100 IF
Secondary antibodies
Name Host organism Source Dilution IB/IF
Anti-mouileRISG (H+L)- Goat Life Te(:2h1ng‘I1c>ogies, G- 1:5,000 B
Anti-rabbgRllgDG (H+L)- Goat Life Tec2h1n20:laczgies, G- 1:5,000 B
Anti-rat IgG (H+L)-HRP Goat Abclonal, AS028 1:3,000 1B
Anti-mousc(:ayl:ng sy Donkey Immuno%}:skg;:;}h, 715- 1:1,000 IF
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Drugs

Name

Source

Working Concentration

5-Ethynyl Uridine (EU)

Click Chemistry Tools, #1261

40 pmol per embryo

1,6-Hexanediol

Sangon Biotech Co., Ltd., A601513

0%-1.25% (W/v)

Hoechst 33342 Life Technologies, H3570 2 pg/mL
Pyronin Y MedChem Express, HY-D0971 4 pg/mL
RNase A Life Technologies, 12091021 100 pg/ml

Proteinase K Sigma, P6556 5 pg/ml

Oligos

Morpholino oligos

Name Targeted gene Sequence(5'-3')
ctrl-MO - (negative control) CCTCTTACCTCAGTTACAATTTATA
14a-MO Zebrafish rbm14a GCTTCACTGCGCTGCTGTCGTCCAT
14b-MO Zebrafish rbm14b TTTTATTCCAGTTGACTCACCTGGC
14b-tMO Zebrafish rbm14b GTTTCAAAATGGTCGGTCCACTTCC
RNA oligos
Oligo name | Gene Sequence (5'-3') Length (nt) IR
9 q 9 modification
omee — aUggUgagcaagggcUCCCUGUCGUGUGAAAUCGUCAGCGCCA 59 )
o B AGAGCUCCGAGAUGAA
5 aUggUgagcaagggcUCCCUGUCGUGUGAAAUCGUCAGCGCCA 5
im'C | cap AGAGCUMSCCGAGAUGAA 59 HEC
OmeA ) GGACUCGGACUUGGACUCUGGACUUUGGACUUGGACUUGG 63 )
m ACUUCGGACUCGGACUUUGGACU
1rreA ) GGUCUCGGUCUUGGUCUCUGGUCUUUGGmMBACUUGGUCU 63 6n
m UGGUCUUCGGUCUCGGUCUUUGGUCU m
GGmMB6ACUCGGM6ACUUGGMBACUCUGGMBEACUUUGGmM6
10m°A - |ACUUGGMBACUUGGmMBACUUCGGmMBACUCGGMBACUUUG 63 m°A
Gm6ACU
Primers for mouse genotyping
Name Sequence(5'-3')
F1 GTGGGCTCTATGGCTTCTGA
F2 GCCATTGGGATTTAGGTGGG
R1 TCTGCTGAAGCTCCCTTCCA
Primers for poly(A) tail length assay
Gene Forward primer (5'-3") Reverse primer (5'-3")
org TGAGAGTGATTTGGAAGTCG AGACAAACATTCTGAAACCG
trip10a CGTTTGCTATTTCCGATAGGT AACTTACCCAGACATTCAACAG
dnajcbga ATCTGCTTCCAAACCAACTC GTAGCGATGTAGTGTCATGG
actb1 TTGTTATAGTGTTTATGTAAATTATG GCTTTCCCCTCATTGCAACA
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