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Results

The RNA structure landscape during zebrafish early embryogenesis revealed “hot”

structurally variable sites enriched with cis-regulatory elements
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Fig. 1 Comprehensive RNA structural maps during zebrafish early embryogenesis. a Schematic view of

in vivo RNA structural maps during zebrafish early development using icSHAPE. b Nucleotide composition
in transcriptome and all profiled sites (transcriptome, A: 27.91%, U: 25.96%, C: 22.47%, G: 23.66%; icSHAPE, A:
27.86%, U: 25.99%, C: 22.37%, G: 23.78%). ¢ The number of transcripts with more than half of the
nucleotides with valid structural signals at each stage. d Global structural changes by violin plot of average
icSHAPE reactivity of each transcript during zebrafish early development; P values were calculated by paired
two-sided Student’s t test. e Integrative Genomics Viewer (IGV) view of icSHAPE reactivity and RNA structure
model of kpna4 gene at 3" UTR region
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Fig. 2 Hot structurally variable sites enriched with cis-regulatory elements. a Distribution of structurally
variable nucleotides between adjacent developmental stages. b Nucleotide composition of all structurally
variable nucleotides. ¢ The distribution of common (2,3,4,5-way) or specific (1-way) structurally variable
regions in different comparisons. The structurally variable region that is specific to one comparison is
termed as “1-way,” while 2-way means that the structurally variable regions is shared by two comparisons,
3-way means that it is shared by three comparisons, and so on. d The statistics of all structurally variable
regions grouped by their commonality. e Ratio of observed counts and expected counts of all structurally
variable windows in three segments: 5" UTR, CDS, 3" UTR. The ratio is calculated by observed counts divided
by expected counts. Statistical significance of enrichment of structurally variable windows in 3" UTR was
carried out with Fisher's exact; P value < 2.23x 10~ °* for all comparisons. f Metagene profile depicts the
sub-transcript distribution pattern of common structurally variable regions shared by at least two
comparisons. g Scatter plot shows the significance and occurrences of RNA-binding motif enriched in
common structurally variable regions at 3" UTR shared by at least two comparisons. P values were
calculated by Fisher's exact test. Refer to method section “De novo motif discovery and enrichment analysis
of structurally variable regions”
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Elavl1a is enriched in variable structural regions in 3' UTRs and prefers to bind single-
stranded RNA in vivo and in vitro
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Fig. 3 (See legend on next page.)




Shig a.Ge,ameBiaad,  (2020)21:120 Page 8 of 27

(See figure on previous page.)

Fig. 3 Elavl1a prefer to bind single-stranded RNA in vivo and in vitro which enriched in structurally variable
regions in 3" UTRs. a Scatter plot shows the significance and occurrence of RNA-binding motif enriched in
structurally variable windows at 3" UTR between 4 h.pf. and 6 h.pf; P values were calculated by Fisher's
exact test. Inner pie chart shows 47.1% of transcripts with structurally variable regions at their 3" UTR
containing Elavl1 binding motif. b Scatter plot shows Elavl1a’s enrichment in UV (+) sample at 4 h.pf.. LFQ,
label free quantitation. ¢ Distribution of Elavi1a peaks across the length of mMRNA and binding motif
identified by Dreme (MEME suite) with Elavl1a-binding peaks in 3" UTR (F-value=18x 10" 32 d icSHAPE
metaprofile around Elavl1a binding sites and unbound sites with the same motif shows that Elavl1a tend to
bind ssRNA in vivo. e The structure models of six endogenous RNA probes containing Elavl1a binding sites.
Elavi1a binding sites were colored in red background. f Demonstration of endogenous Elavl1a pulled down
by endogenous RNA probes containing Elavl1a binding sites. Upper, western blotting; lower, quantification
level. Error bars, mean +s.d., n=3. P values were calculated using Student’s t test. g Demonstration of
purified Flag-Elavi1a pulled down by endogenous RNA probes containing Elavl1a binding sites. Upper,
western blotting; lower, quantification level. Error bars, mean +s.d., n = 3. P values were calculated using
Student’s t test. h The structure models of designed P1 wild-type, P1 mutant, and P1 rescue RNA probes
containing Elavi1a binding sites and flanking regions. i Demonstration of endogenous Elavila pulled down
by designed endogenous RNA probes containing Elavila binding sites. Upper, western blotting; lower,
quantification level. Error bars, mean + s.d., n = 3. P values were calculated using Student's t test. j
Demonstration of purified Flag-Elavl1a pulled down by designed endogenous RNA probes containing
Elavl1a binding sites. Upper, western blotting; lower, quantification level. Error bars, mean +sd, n=3. P
values were calculated using Student's t test. k EMSA (left) and line graph quantification (right) showing the
binding ability of purified Flag-Elavi1a with designed P1 wild-type, P1 mutant, and P1 rescue RNA probes
containing Elavi1a binding sites. In total, 100 nM of RNA probes was incubated with different
concentrations of Flag-Elavl1a protein. The RNA binding ratio was calculated by (RNA protein) / ((free

RNA) + (RNA protein)). Error bars, mean +s.d, n=3
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RNA structurally variable elements in Elavi1a binding regions correlate with maternal

RNA stability
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Fig. 4 RNA structurally variable elements in Elavi1a binding regions associate with maternal RNA stability. a
Average icSHAPE reactivity change (4 h.pf. and 6 h.pf) at the Elavi1a binding site of the two groups of
transcripts. Group I: more structural, forming more structure at Elavl1a binding sites. Group II: less structural,
forming less structure at Elavl1a’s binding sites. “More structural” group was defined as the average of
icCSHAPE reactivity of those Elavl1-binding sites at 6 h.pf. is less than that at 4 h.p.f. and the differences were
larger than 0.05 (lower icSHAPE reactivity indicates that RNA structure become less accessible to SHAPE
reagent, thus become more compact structure). Statistical significance was calculated by paired t-test and
set to be P < 0.05. While the “less structural” group is defined as the average of icSHAPE reactivity of those
Elavl1-binding sites at 6 h.pf, it was larger than that at 4 h.p.f. and the difference is also larger than 0.05,

P < 0.05. b Cumulative distribution of the log, fold changes of the RNA level between two group transcripts
with more or less structural Elavi1a binding sites during the period of 4 h.pf. to 6 h.pf.. P value was
calculated using two-sided Wilcoxon test. ¢ Pie chart depicting the proportion of maternal decay genes in
transcripts with more structural Elavi1a binding sites, and the proportion of maternal stable genes in
transcripts with less structural Elavl1a binding sites during the period of 4 h.pf. to 6 h.pf. d, e IGV tracks
and structure profile displaying icSHAPE (upper panels), iCLIP-seq (middle panel), and RNA-seq (bottom
panel) read distributions in 3" UTR of mylipa (d) and atp2bTa (e) mRNA. Binding motifs are indicated with
red highlight
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Elavl1la-mediated mRNA stability is required for early development
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Elavl1a regulates maternal RNA stability in a structure-dependent fashion
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Fig. 5 Developmental delay and accelerated maternal RNA clearance induced by Elavi1a deficiency. a
Elavi1a deficiency leads to developmental delay during zebrafish early embryogenesis. b Zebrafish elav/ia
mRNA with MO-mismatch binding site can partially rescue the phenotype in elav/Ta morphants. ¢
Cumulative distribution of the log, fold changes of RNA level between control and elav/Ta morphants
during the period of 4 h.pf. to 6 h.pf.. P values were calculated by two-sided Kolmogorov-Smirnov test. d
Cumulative distribution of the log, fold changes of RNA level of elav/la morphants versus control in
maternal decay, maternal stable and zygotic groups at 6 h.pf.. P values were calculated by two-sided
Kolmogorov-Smirnov test. @ Gene set enrichment analysis of downregulated genes upon Elavl1a deficiency
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Fig. 6 Elavi1a regulates maternal RNA stability in a structure-dependent fashion. a Design of the GFP
reporter mRNA with single-stranded or double-stranded Elavi1a binding site in its 3" UTR. b The structure
models of designed (i) wild-type, (i) mutant, and (iii) rescue Elavl1a binding sites and flanking regions. ¢ The
relative mRNA level (6 h.pf. versus 0.5 h.pf) of reporter genes with different structural contexts of Elavl1a
binding motif in control and elavila morphants, n= 3 for each group, error bars, mean + s.d,; P values were
determined by two-sided Student's t test. d The protein level of reporter gene with different structural
contexts of Elavi1a binding motif at 6 h.pf. in control and elav/la morphants determined by GFP
fluorescence signal observation. Some pictures of representative embryos were shown. Quantitative
fluorescence intensity was shown on the right, n =20 for each group. Error bars, mean + s.d. P values were
determined by two-sided Student’s t test. @ Schematic model shows that Elavl1a regulates RNA stability in a
structure-dependent fashion
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Whole-mount in situ hybridization

hﬂ]e B aglu 'btdi‘L{Oﬂ ws ¢ ou wag 75 4 ngt P rPdaon

I%chrF }fad "~ a) hdgoag an yd; f 5'tlr}hosrbat‘* (pdie) P belag
slgleslr dq{ R "xPIO S fOr elﬂvll(ltOr plob s,,'l‘lh Sis f RPIGi ws of
elavila ¢ : 5 ,_1“({ IQLG"" Idas W 1a él‘ 3, elavlla R® ”1@‘, 1QQE daded-
1111@{11V1K v g dodl | no Rty T Faor :Poffg V34 he N
o & \ffls tr rscrh'd wlh 7 [,1\”410'“%5e (p[OI% ) &E h bidiltlon’
-pro e, wf’Fdetqui b, lpcon @ Sl ? gy q n; Bl s (Ipche) d oy
rgcuors Wit ou g a W/ pupe ([pche)assubstrte

Western blotting
a
kLotu g ws p?lfor s ng,oﬁ' FpotQ{ 9 gg (he fo”owg 111

b(dls IBméon 39— 2 Y E’aqin mb(ﬂ "eugg
;g B Jgr, © 7) % Rpgfgoo?h '8 Ch,L 74.2%)

‘\Ste ri



Shie a. Ge,n me Bi “"y (2020) 21:120

Manual SHAPE analysis
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Protein purification in mammalian cells
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Electrophoretic mobility shift assay (EMSA)
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Identification of structurally variable nucleotides and regions and “hot” structurally
variable sites
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Enrichment of structurally variable regions in different parts of transcripts
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De novo motif discovery and enrichment analysis of structurally variable regions
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RBP binding motif enrichment analysis
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Data processing and peak calling of iCLIP
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Binding motif identification
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Gene ontology analysis
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Analysis of the icSHAPE reactivity at zebrafish RBP binding sites
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Quantification and statistical analysis
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