










(Davidson, 2006). According to this view, Type I development is
characterized by the early (pre-gastrula stage) embryonic expression
of terminal effector genes. A cardinal prediction that follows from
these expression patterns is that the developmental GRNs that control
the expression of differentiation genes in Type I embryos are relatively
shallow; i.e. there are relatively few regulatory layers interposed
between cell specification and effector gene activation. In euechinoid
sea urchins, Alx1 is activated in the founder cells of the PMC lineage
(the largemicromeres) in the first cell cycle after they are born, through
the activity of maternal factors and zygotically expressed Pmar1
(Ettensohn et al., 2003; Oliveri et al., 2003). Our findings reveal that
Alx1 provides positive transcriptional inputs intomany effector genes,
revealing a direct linkage between cell specification and effector gene
expression. At the same time, however, Alx1 provides direct inputs
into several regulatory genes, as described below. The transcription
factors encoded by these regulatory genes may control targets that are
completely distinct from those of Alx1, or they may cooperate with
Alx1 to regulate common effector genes by a feed-forward
mechanism. To clarify the topology of the network, it will be
necessary to identify the targets of the regulatory genes downstream of
Alx1 and analyze the cis-regulatory control of those effector genes.

Linking a GRN to morphogenesis
Morphogenesis is the product of hundreds of specialized proteins that
directly regulate cell movement, cell adhesion, cell proliferation, and
other cell behaviors that shape embryonic tissues. Developmental
GRNs, including the PMC GRN, determine which genes are active

or inactive in each spatiotemporal domain of the embryo. Linking
developmental GRNs to effector genes that control morphogenesis is
therefore essential for elucidating the connection between genotype
and phenotype. Our current understanding of the architecture of the
sea urchin skeletogenic GRN has been deduced primarily (although
not exclusively) from gene knockdown and gene expression studies,
which provide important information concerning functional gene
regulatory interactions but do not reveal whether such interactions are
direct or indirect. To link the skeletogenic GRN (or other GRNs) to
morphogenesis, there is a need to identify the cis-regulatory elements
of genes that control developmental anatomy and elucidate their
direct transcriptional inputs (Wang et al., 2019).

Intermediate network architecture
To improve our understanding of intermediate layers of regulatory
control within the PMC GRN hierarchy, we searched for regulatory
genes that are likely to be directly controlled by Alx1. There are 404
S. purpuratus genes that have been annotated as transcription factors
and a significant subset of these (59/404, or 15%) have Alx1-
binding sites nearby (<20 kb). Six regulatory genes (Alx4, Dri, Fos,
FoxB, Nfkbi1L and Nk7) were previously shown to receive positive
inputs from Alx1 (Rafiq et al., 2014) and we found that all six genes
have Alx1-binding sites nearby, consistent with the view that Alx1
regulates these genes directly. Validation of these ChIP-seq peaks
revealed active CRMs near Sp-Alx4, Sp-Fos, Sp-FoxB and Sp-Nk7
(Fig. 6). Only the Sp-Nk7 CRM, however, drove GFP expression
selectively in PMCs. This is not unexpected, as regulatory genes

Fig. 4. Integration of ChIP-seq and RNA-seq data to identify direct Sp-Alx1 targets. Scatterplot shows fold change of transcripts from PMCs versus other
cells plotted against fold change of transcripts from control versus Sp-Alx1 morphants, as reported by Rafiq et al. (2014). Points with black outline represent Sp-
Alx1 ‘functional target genes’ i.e. genes that are Alx1-MO-sensitive and differentially expressed in PMCs (PMC DE genes). Points with black outline that are
colored red represent genes with at least one Sp-Alx1 ChIP-seq peak within 20 kb. Intensity of the red color corresponds to the significance of the associated
peak, expressed as −log10(P-value). Several genes of interest are labeled.
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often have complex expression patterns and cis-regulatory
architectures. The Alx1-bound CRMs we identified may lack
binding sites for tissue-specific repressors or contain binding sites

for activators that normally drive expression in non-skeletogenic
tissues. For example, Sp-FoxB is strongly expressed in PMCs at
24 hpf but at later stages is expressed in the oral ectoderm and oral

Fig. 5. Clusters of PMC-enriched genes showing location of nearby Sp-Alx1 ChIP-seq peaks (from this study) and accessible chromatin as determined
by ATAC-seq and DNase-seq (Shashikant et al., 2018b). (A) The metalloprotease gene cluster consisting of Sp-Mmp16, Sp-Mtmmpb, Sp-Mtmmpd and
Sp-Mtmmpe. (B) The MSP130 gene cluster consisting of Sp-Msp130, Sp-Msp130r1 and Sp-Msp130r3. (C) The spicule matrix/C-lectin domain gene cluster
containing Sp-Clect_13 (Sp-Sm21), Sp-Sm29 and Sp-Clect_14 (Sp-Sm20).
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endoderm (Minokawa et al., 2004). At the stage we assessed GFP
expression (48 hpf ), the pattern of reporter gene expression closely
resembled the endogenous expression pattern of Sp-FoxB.
Surprisingly, we also found evidence of direct Alx1 inputs into

several regulatory genes that have not previously been considered
Alx1 targets. These include known components of the skeletogenic
GRN: Sp-Ets1, Sp-Erg, Sp-Jun and Sp-Smad1/5/8. A possible input
from Alx1 into Ets1 is of special interest as the reverse regulatory
relationship has been proposed, i.e. it has been suggested that
zygotic Ets1 is the primary activator of Alx1 (Damle and Davidson,
2011). We hypothesize that, instead, Alx1 activates Ets1 and
establishes a positive-feedback loop whereby Ets1 maintains Alx1
expression, consistent with data reported by Oliveri et al. (2008) and
Sharma and Ettensohn (2010). The placement of Alx1 upstream of
Ets1 and other regulatory genes is consistent with high-resolution
NanoString data showing that zygotic expression of Sp-Alx1
precedes that of Sp-Ets1 and Sp-Erg by several hours (K. Rafiq
and C.A.E., unpublished observations). In previous studies (Oliveri
et al., 2008; Rafiq et al., 2014), decreases in the levels of Ets1, Erg
and Smad1/5/8 mRNAs in PMCs following Alx1 knockdown may
have been obscured by the presence of these mRNAs in cell types
other than the PMCs (Lapraz et al., 2009; Rizzo et al., 2006).
Furthermore, building upon previous observations of repression
between competing GRNs (Oliveri et al., 2008; and see below) we
hypothesize that, in Alx1 morphants, activation of an alternative,
non-skeletogenic mesoderm (NSM)-like GRN in the large
micromere-PMC territory may have elevated expression of genes

like Ets1 and Erg by an Alx1-independent pathway. In summary, our
findings point to several new regulatory relationships within the
PMC GRN that can now be explored in detail.

Terminal effector gene targets of Alx1
A previous study showed that Alx1 positively regulates ∼50% of
effector genes selectively expressed by PMCs, and an even larger
fraction of the effector genes that are expressed at high levels (Rafiq
et al., 2014). Surprisingly, we have found that most of these gene
regulatory interactions (114/194 or 58%) appear to involve direct
inputs from Alx1. Genes that are regulated directly by Alx1 have a
diverse repertoire of functions, including matrix remodeling, PMC
fusion, and biomineralization. For example, there are 12 sea urchin
tissue inhibitor of metalloproteinases (TIMP) genes (Angerer et al.,
2006). Ten of these TIMP genes are tandemly arranged in a single
cluster and seven have Sp-Alx1 ChIP-seq peaks within 20 kb of the
gene. Although their function in the sea urchin embryo is not
known, TIMPs have been implicated in regulation of the function of
matrix metalloproteases (MMPs) in other systems (reviewed by Brew
andNagase, 2010). There are nearly 240metalloprotease genes in the
sea urchin genome (Angerer et al., 2006) and metalloprotease
inhibitors reversibly block spiculogenesis by PMCs in vivo and
in vitro (Ingersoll and Wilt, 1996; Roe et al., 1989). We found that
that 20 of the metalloprotease genes have Sp-Alx1 ChIP-seq peaks
nearby, of which five had been shown previously to be downstream
of Alx1 (Sp-Anpep1, Sp-CbpdEL, Sp-Mmp16, Sp-Mtmmpb and
Sp-Mtmmpd) (Rafiq et al., 2014). Four of the Alx1-regulated

Fig. 6. Experimental validation of Sp-Alx1 ChIP-seq peaks near regulatory genes that have been linked to the sea urchin skeletogenic GRN. (A) Diagram
of regulatory gene interactions (adapted from Shashikant et al., 2018b). All six regulatory genes that have been previously characterized as downstream of
Alx1 are likely to be directly regulated by Alx1. (B) Embryos (∼48 hpf) showing GFP expression in PMCs driven by CRMs containing ChIP-seq peaks. Of the eight
Sp-Alx1 ChIP-seq peaks cloned into reporter constructs, four were observed to be active. Scale bar: 50 µm.

Table 1. Experimental validation of Sp-Alx1 ChIP-seq peaks near regulatory genes by reporter gene assays

Gene name Cufflinks ID
Peak
number Peak location

Embryos
scored

Number of
embryos
expressing
GFP (%)

Percentage of
embryos with PMC
expression only

Percentage of
embryos with
ectopic and PMC
expression

Percentage of
embryos with
ectopic
expression only

Sp-Alx4 WHL22.731149 2761 18,030 bp downstream 146 98 (67.1) 5.1 17.3 77.6
2762 10,502 bp downstream – – – – –

2763 2nd intron – – – – –

2764 5173 bp upstream – – – – –

Sp-Dri WHL22.544150 1993 9325 bp upstream – – – – –

Sp-Fos WHL22.538480 1985 1st intron 363 172 (47.4) 2.3 5.8 91.9
Sp-FoxB WHL22.743430 2807 5′ UTR 143 95 (66.4) 28.4 20.0 51.6
Sp-Nk7 WHL22.567485 2131 8994 bp upstream 313 35 (11.2) 94.3 2.9 2.9
Sp-Nfkbil1L WHL22.761963 2877 4th intron – – – – –

–, not applicable/no expression
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metalloprotease genes (Sp-Anpep1, Sp-CbpdEL, Sp-Mtmmpb and
Sp-Mtmmpd) are associated with what we define as high-confidence
Sp-Alx1 ChIP-seq peaks (peaks that overlap regions of chromatin
that are differentially open in PMCs relative to other cell types),
strongly suggesting that the interactions are direct.
Other terminal differentiation genes directly regulated by Alx1

include members of several well-characterized families of

biomineralization-related genes. These include the MSP130 gene
family, the spicule matrix/C-lectin domain gene family and the P16
gene family. Specifically, likely direct targets of Alx1 include five
MSP130 genes (Sp-Msp130, Sp-Msp130r1, Sp-Msp130r2, Sp-
Msp130r3 and Sp-Msp130r3_1), eight spicule matrix/C-lectin
domain genes (Sp-Clect, Sp-Clect_13/Sp-Sm21, Sp-Clect_14/Sp-
Sm20, Sp-Clect_25, Sp-C-lectin, Sp-C-lectin/PMC1/Sp-Sm49,

Table 2. High-confidence Sp-Alx1 ChIP-seq peaks analyzed by reporter gene assays

Gene name Cufflinks ID SPU ID Functional category Peak number Peak location

None WHL22.452609 SPU_000152 Unclassified 1675 5898 bp upstream
None (Sp-EMI/TM) WHL22.691495 None Novel 2621 1st intron
Sp-Anpep_1 WHL22.119959 SPU_023693 Metalloprotease 477 744 bp upstream
Sp-Anpep_1 WHL22.119959 SPU_023693 Metalloprotease 476 1501 bp upstream
Sp-CbpdEL WHL22.363067 SPU_007682 Metalloprotease 1354 1st intron
Sp-Clect_14 (Sp-Sm20) WHL22.39473 SPU_005991 Biomineralization 186 5′ UTR
Sp-Clect_25 WHL22.411845 SPU_011163 Lectin 1519 5′ UTR
Sp-C-lectin/PMC1 (Sp-Sm49) WHL22.411802 SPU_027906 Biomineralization 1515 5′ UTR
Sp-Fbn2 WHL22.314476 SPU_028567 Unclassified 1176 5512 bp upstream
Sp-Hypp_2998 WHL22.239379 SPU_018406 Biomineralization 897 2230 bp downstream
Sp-Hypp_3018 WHL22.279611 SPU_012929 Unclassified 1050 2053 bp upstream
Sp-Hypp_313 WHL22.722797 SPU_000752 Unclassified 2736 1st intron
Sp-Hypp_3152 (Sp-P16r1) WHL22.239320 SPU_018403 Biomineralization 894 1063 bp downstream
Sp-Hypp_3153 (Sp-P16r2) WHL22.239481 SPU_018408 Biomineralization 901 329 bp downstream
Sp-KirrelL WHL22.699052 SPU_024995 Unclassified (PMC cell fusion) 2647 5233 bp upstream
Sp-Msp130r2 WHL22.451280 SPU_016506 Biomineralization 1667 5′ UTR
Sp-Msp130r3 WHL22.438994 SPU_013823 Biomineralization 1612 1st intron
Sp-Msp130r3_1 WHL22.438997 SPU_006387 Biomineralization 1614 2543 bp downstream
Sp-Mtmmpb WHL22.312057 SPU_028749 Metalloprotease 1166 5′ UTR
Sp-Mtmmpd WHL22.312130 SPU_013669 Metalloprotease 1168 5′ UTR
Sp-P16 WHL22.239394 SPU_018408 Biomineralization 898 844 bp upstream
Sp-SerpL4 WHL22.121357 SPU_013378 Immunity 489 13,528 bp upstream
Sp-Slc26a5_1 WHL22.228208 SPU_016155 Metabolism 871 6th intron
Sp-Slc26a5_1 WHL22.228208 SPU_016155 Metabolism 867 7169 bp upstream
Sp-Slc26a5_1 WHL22.228208 SPU_016155 Metabolism 866 7653 bp upstream

Fig. 7. Experimental validation of high-confidence Sp-Alx1 ChIP-seq peaks near Sp-Alx1 targets. Twenty-three putative CRMs containing 25 Sp-Alx1
ChIP-seq peaks were cloned into reporter constructs (two CRMs contain peaks adjacent to one another). Embryos (∼48 hpf) showing GFP expression in PMCs
driven by CRMs containing high-confidence ChIP-seq peaks are shown. Out of 18 active CRMs, 15 drove GFPexpression selectively in PMCs (>64%PMConly).
Scale bar: 50 µm.
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Sp-Sm29 and Sp-Sm30E) and three P16 genes (Sp-P16, Sp-P16r1
and Sp-P16r2). We also determined that Alx1 directly targets two
Ig-domain genes, SpKirrelL and Sp-Kirrel2L, one of which (Sp-
KirrelL) is required for PMC fusion (Ettensohn and Dey, 2017).
Remarkably, we found that Alx1 targets also include important,
PMC-specific signaling receptors that play crucial roles in PMC
guidance, migration and patterning. For example, we found that
Alx1 provides direct transcriptional inputs into a VEGF receptor
(Sp-Vefgr-Ig10) (Adomako-Ankomah and Ettensohn, 2013;
Duloquin et al., 2007), an FGF receptor (Sp-Fgfr2_1) (Lapraz
et al., 2006) and a TGFβ receptor (Sp-Tgfbr2) (Sun and Ettensohn,
2017). Taken together, direct Alx1 targets define a genetic
subcircuit that impinges on almost all aspects of PMC behavior,
including migration, fusion and biomineralization.

Co-regulation of effector genes by Alx1 and Ets1
Ets1knockdownor the over-expression of a dominant-negative formof
Ets1 inhibit PMC ingression and specification, effects that are also seen
following Alx1 knockdown (Ettensohn et al., 2003; Kurokawa et al.,
1999). Out of 170 genes regulated by Ets1, 85% showed significant
decreases in expression in Alx1 morphants (Rafiq et al., 2014). This
striking, overlapping regulatory control over downstream effector
genes by Alx1 and Ets1 has not been fully elucidated. It has been
proposed that Ets1 and Alx1 might regulate effector genes via a feed-
forward mechanism, whereby Ets1 positively regulates Alx1 and both
regulatory inputs are required to drive the expression of downstream
genes (Ets1→Alx1, Ets1+Alx1→effector) (Oliveri et al., 2008). Our
observation that consensus Ets1-binding sites are highly enriched in
Alx1 ChIP-seq peaks provides strong evidence in support of this
hypothesis and suggests that such amechanism operates to regulate the
expression of a large fraction of effector genes. We found that 136/192
(70.8%) peaks near Alx1 direct targets and 20/25 (80.0%) high-

confidence peaks had consensus Ets1-binding sites, in addition toAlx1
half or palindromic sites, consistent with previous studies showing
enrichment of both Alx1 and Ets1 sites in regions differentially open in
the PMCs (Fig. S4C,D) (Shashikant et al., 2018b).

Competition between GRNs: the role of Alx1 in excluding
alternative regulatory states
Oliveri et al. (2008) found that, in addition to its role as an activator
of the PMC regulatory program, Alx1 prevents the deployment of
the pigment cell GRN in the large micromere territory. Rafiq et al.
(2014) provided evidence that this exclusionary function of Alx1
extends to other non-skeletogenic, mesodermal gene regulatory
programs. The molecular mechanisms that might account for such
an exclusionary function, and for competition between GRNs more
generally, are of great interest but are presently unknown. In our
analysis, we identified Sp-Alx1 ChIP-seq peaks near regulatory
genes that are upregulated in Alx1 morphant embryos at 28-30 hpf
(Sp-Scl, Sp-Irf4, Sp-Z166 and Sp-Nr4a) (Rafiq et al., 2014). Sp-Scl
is specifically expressed in oral non-skeletogenic mesoderm cells at
this stage, although expression is detected in PMCs at 48 hpf (Solek
et al., 2013). Notably, we identified an intronic ChIP-seq peak
within Sp-Scl at a location previously shown to be differentially
accessible in PMCs, both in ATAC-seq and DNase-seq data
(Shashikant et al., 2018b). At present, we cannot distinguish
whether the function of this Alx1 input is to repress Sp-Scl in PMCs
at the mesenchyme blastula stage or to prime the gene for activation
at later developmental stages. Sp-Z166 and Sp-Irf4, in contrast, are
expressed specifically by presumptive pigment cells (Materna et al.,
2013) and blastocoelar cells (J.M.K. and C.A.E., unpublished
observations), respectively. Our findings support the view that Alx1
provides direct, negative inputs into these NSM regulatory genes
that prevent their deployment in presumptive PMCs.

Table 3. Experimental validation of high-confidence Sp-Alx1 ChIP-seq peaks by reporter gene assays

Gene name Cufflinks ID
Peak
number

Number of
embryos
scored

Number of
embryos
expressing
GFP (%)

Percentage of
embryos with
PMC expression
only

Percentage of
embryos with
ectopic and PMC
expression

Percentage of
embryos with
ectopic expression
only

None WHL22.452609 1675 – – – – –

None (Sp-EMI/TM) WHL22.691495 2621 171 62 (36.3) 87.1 9.7 3.2
Sp-Anpep_1 WHL22.119959 477

219 136 (62.1) 72.1 21.3 6.6
476

Sp-CbpdEL WHL22.363067 1354 – – – – –

Sp-Clect_14 (Sp-Sm20) WHL22.39473 186 208 117 (56.3) 93.2 4.3 2.6
Sp-Clect_25 WHL22.411845 1519 241 171 (71.0) 89.5 8.8 1.8
Sp-C-lectin/PMC1 (Sp-Sm49) WHL22.411802 1515 231 52 (22.5) 78.8 7.7 13.5
Sp-Fbn2 WHL22.314476 1176 147 55 (37.4) 25.5 18.2 56.4
Sp-Hypp_2998 WHL22.239379 897 142 31 (21.8) 64.5 16.1 19.4
Sp-Hypp_3018 WHL22.279611 1050 254 157 (61.8) 75.2 14.6 10.2
Sp-Hypp_313 WHL22.722797 2736 – – – – –

Sp-Hypp_3152 (Sp-P16r1) WHL22.239320 894 263 201 (76.4) 96.5 3.0 0.5
Sp-Hypp_3153 (Sp-P16r2) WHL22.239394 898 321 123 (38.3) 85.4 8.9 5.7
Sp-KirrelL WHL22.699052 2647 137 94 (68.6) 69.1 28.7 2.1
Sp-Msp130r2 WHL22.451280 1667 157 91 (58.0) 79.1 15.4 5.5
Sp-Msp130r3 WHL22.438994 1612 189 40 (21.2) 80.0 5.0 15.0
Sp-Msp130r3_1 WHL22.438997 1614 – – – – –

Sp-Mtmmpb WHL22.312057 1166 211 73 (34.6) 72.6 12.3 15.1
Sp-Mtmmpd WHL22.312130 1168 201 76 (37.8) 47.4 38.2 14.5
Sp-P16 WHL22.239481 901 217 4 (1.8) 75.0 25.0 0.0
Sp-SerpL4 WHL22.121357 489 383 163 (42.6) 16.6 30.7 52.8
Sp-Slc26a5_1 WHL22.228208 871 211 37 (17.5) 91.9 2.7 5.4

867
– – – – –

866

–, not applicable/no expression
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Alx1 and the evolution of morphological novelty
Our previous study provided evidence of a trans-regulatory change,
specifically a gene duplication event that permitted the functional
specialization of the Alx1 protein through changes in the exon-intron
organization of Alx1 (Khor and Ettensohn, 2017). We found that the
gain of a small, novel domain (the D2 domain) imparted new
functions to Alx1 and supported the evolution of skeletogenesis in
echinoderms. In our present study, we provide evidence that a large
part of the sea urchin skeletogenic GRN is directly controlled by
Alx1, including terminal differentiation genes that are expressed in
adult skeletogenic centers, such as the spicule matrix and MSP130
genes. Hence, we hypothesize that evolutionary changes in the
amino acid sequence of Alx1 that allowed it to acquire new targets

preceded cis-regulatory changes in the Alx1 gene that resulted in its
embryonic expression. Consistent with observations by Koga et al.
(2016), a heterochronic shift in Alx1 expression from adult
skeletogenic centers to PMCs may have been sufficient to directly
activate a large cohort of biomineralization genes and transfer
skeletogenesis into the embryo.

MATERIALS AND METHODS
Animals
Adult Strongylocentrotus purpuratus were acquired from Patrick Leahy
(California Institute of Technology, USA). Gamete release was induced by
intracoelomic injection of 0.5 M KCl and fertilized embryos were cultured
in artificial seawater at 15°C in temperature-controlled incubators.

Fig. 8. Detailed dissection andmutational analysis of Sp-EMI/TM CRM. (A) Genome tracks showing the location of the Sp-Alx1 ChIP-seq peak within the first
intron of the Sp-EMI/TM transcript. (B) The region of overlap between the ChIP-seq peak, ATAC-seq differential peak, and DNase-seq differential peak was
cloned into a reporter construct for detailed analysis. (C) Schematic of the 522 bp CRM. Position of putative Alx1-binding sites are represented by purple circles.
Crosses indicate mutated binding sites. Constructs in dark green represent active CRMs that supported strong, PMC-specific GFP expression. Constructs in light
green represent CRMs that supported weak, PMC-specific GFP expression. Constructs in pink represent CRMs that were not active.
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Morpholino injections
Microinjection of MOs (Gene Tools) into fertilized eggs was performed as
described (Cheers and Ettensohn, 2004). The translation-blocking Sp-Alx1
MO was complementary to the 5′ UTR and had the sequence 5′-
TATTGAGTTAAGTCTCGGCACGACA-3′. This MO has been
characterized in previous studies (Ettensohn et al., 2003; Rafiq et al.,
2014). MO injection solutions contained 4 mM Sp-Alx1 MO, 20% glycerol
(vol/vol) and 0.1% rhodamine dextran (wt/vol).

Sp-Alx1 antibody immunofluorescence staining
Custom affinity-purified rabbit polyclonal Sp-Alx1 antibody was produced
by Biomatik (Cambridge, Ontario, Canada) using the following chemically

synthesized peptide as immunogen: QPPAPVEGAMLRICRNLQNLRRE-
FDSRK. This peptide sequence is contained within a region unique to Alx1
known as the D2 domain (Khor and Ettensohn, 2017). The antibody was
validated in control embryos and Sp-Alx1 morphants by double
immunofluorescence staining with a monoclonal antibody (mAb) 6a9,
which recognizes PMC-specific cell surface proteins of the MSP130 family
(Ettensohn and McClay, 1988). Control embryos and Sp-Alx1 morphants
were collected and transferred to round-bottom 96-well plates for fixation and
staining, as described (Khor and Ettensohn, 2017). The embryoswere double-
stained with mAb 6a9 tissue culture supernatant and Sp-Alx1 antibody and
counterstainedwithHoechst dye (see supplementaryMaterials andMethods).
Mounted embryos were imaged using a Zeiss LSM 880 confocal microscope.

Fig. 9. Experimental validation of Alx1
palindromic binding to the Sp-EMI/TM
CRM. (A) GFPexpression in PMCs, driven
by different truncations and site-specific
mutations of the Sp-EMI/TM CRM (see
Fig. 8). (B) EMSA showing association of
rAlx1 with double-stranded DNA
containing the wild-type Alx1 palindromic
binding site, which was abolished when
the binding site was mutated. Scale bar:
50 µm.

Table 4. Detailed dissection and mutational analysis of Sp-EMI/TM CRM by reporter gene assays

Construct
Number of
embryos scored

Number of
embryos expressing
GFP (%)

Percentage of
embryos with PMC
expression only

Percentage of
embryos with ectopic
and PMC expression

Percentage of
embryos with ectopic
expression only

Sp-EMI/TM peak 171 62 (36.3) 87.1 9.7 3.2
P1 377 50 (13.3) 60.0 10.0 30.0
P2 178 72 (40.4) 84.7 8.3 6.9
P2-1 449 104 (23.2) 72.1 8.7 19.2
P2-1 AM1 274 23 (8.4) 8.7 4.3 87.0
P2-1 AM2 264 57 (21.6) 47.4 14.0 38.6
P2-1 AM1+2 265 33 (12.5) 3.0 3.0 93.9
P2-2 676 122 (34.2) 75.3 6.8 17.9
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Recombinant Alx1 immunoprecipitation
Recombinant Lytechinus variegatus Alx1 (rAlx1) and Alx4 (rAlx4) were
expressed using the pETDuet-1 vector (Novagen, 71146) (see
supplementary Materials and Methods). The bacterial cultures were
pelleted and lysed in RIPA buffer (1× PBS, 1% NP-40, 0.5% sodium
deoxycholate, 0.1% SDS) supplemented with Roche cOmplete, Mini,
EDTA-free Protease Inhibitor Cocktail (Sigma-Aldrich, 11836153001). For
IP of rAlx1, bacterial lysates were diluted in RIPA buffer and incubated with
5 µg Sp-Alx1 antibody at 4°C overnight. The IP immunoblot was probed
with 1:1000 of 2.5 µg/µl Sp-Alx1 antibody and 1:5000 mouse monoclonal
[SB62a] anti-rabbit IgG light chain (HRP) secondary antibody (Abcam,
ab99697).

Chromatin immunoprecipitation (ChIP)
ChIP was performed as previously described (Cary et al., 2017; Cheatle
Jarvela et al., 2014; Mortazavi et al., 2006), with some modifications
(see supplementary Materials and Methods). Three independent cultures of
S. purpuratus were collected and processed at the mesenchyme blastula
stage (24 hpf) (Fig. S2A). For each culture, ChIP was performed using 5 µg
of Sp-Alx1 antibody and 5 µg of normal rabbit IgG (Sigma-Aldrich, 12370)
was used for mock IP. Immunoprecipitated chromatin from the three
independent ChIP experiments was pooled to prepare sequencing libraries
from Sp-Alx1 immunoprecipitated DNA and mock IP DNA. ChIP-seq
library construction and Illumina-based sequencing (Illumina HiSeq 2500
SE50) were carried out by Novogene Corporation.

ChIP-seq bioinformatic pipeline
The bioinformatic workflow for processing the raw ChIP-seq data is
summarized in Fig. S2B (see supplementary Materials and Methods). The
initial set of 2906 peaks called by MACS2 was first filtered using Bedtools
(v2.27) (Quinlan and Hall, 2010) to identify peaks that intersect with regions
of open chromatin, defined as the union of ATAC-seq and DNase-seq RPSs
from 24 hpf S. purpuratus embryos (Shashikant et al., 2018b). The resulting
2353 peaks were then used for peak annotation and visualization using
ChIPseeker (v3.8) (Yu et al., 2015). Subsequently, the peaks were filtered to
identify those located within 20 kb of annotated genes, resulting in 2019
peaks which were used for motif discovery and motif enrichment analysis
using DREME (Bailey, 2011) and CentriMo (Bailey and MacHanick, 2012),
part of theMEMEsuite (v5.0.2) ofmotif-based sequence analysis tools (http://
meme-suite.org/). For CentriMo analysis, peaks of uniform lengths were
generated by retrieving 400 bp sequences flanking MACS2-defined peak
summits. GO term enrichment analysis was performed on genes that were
found within 20 kb of at least one of the 2019 Sp-Alx1 ChIP-seq peaks using
the webtool and GO annotations available at http://geneontology.org (The
Gene Ontology Consortium, 2019; The Gene Ontology Consortium et al.,
2011). Sea urchin-specific functional category enrichment analysis was also
performed on the same gene set using functional assignments based on
manual annotation (Sea Urchin Genome Sequencing Consortium, 2006) and
on Blast2GO-derived GO terms (Tu et al., 2012). Statistical significance of
term enrichment was assessed using a hypergeometric test and the
hypergeometric P-values were corrected for multiple comparisons using the
Bonferroni method. High-confidence Sp-Alx1 ChIP-seq peaks were scanned
forAlx1 and Ets1motifs (output fromDREME) using FIMO (Find Individual
Motif Occurrences) (Grant et al., 2011), one of the MEME suite tools.

GFP reporter assay
Putative CRMs containing Sp-Alx1 ChIP-seq peaks were amplified from
S. purpuratus genomic DNA and cloned upstream of the basal Sp-Endo16
promoter in EpGFPII vector (see Tables S3 and S4 and supplementary
Materials and Methods). ChIP-seq peaks that were adjacent to one another
were typically amplified together and cloned as one DNA fragment. Overlap
extension PCR was used to mutate putative transcription factor-binding
sites, as previously described (Khor and Ettensohn, 2017). Microinjection of
reporter constructs was performed following established protocols (Arnone
et al., 2004) (see supplementary Materials and Methods). GFP expression
in injected embryos were assayed at the late gastrula stage (48 hpf) by
fluorescence microscopy. The total number of injected embryos (indicated

by the presence of Texas Red dextran), the number of embryos showing
PMC-specific GFP expression, the number of embryos showing PMC and
ectopic GFP expression, and the number of embryos with only ectopic GFP
expression were scored.

Electrophoretic mobility shift assay
Recombinant double affinity-tagged rAlx1 was expressed in bacteria using
the pTXB1 plasmid (New England Biolabs, N6707S). The protein was
sequentially purified using two tags, first with the N-terminal His tag and
then the C-terminal Intein tag (see supplementary Materials and Methods).
The Intein tag was cleaved off while bound to the chitin column during
purification. His-rAlx1 was processed according to previous published
methods to achieve maximum solubility (Pullara et al., 2013). The protein
was eluted, concentrated and desalted in 300 mMNaCl, 50 mMTris pH 6.8,
0.1% Triton X-100 and Roche cOmplete, Mini, EDTA-free Protease
Inhibitor Cocktail (Sigma-Aldrich, 11836153001). For EMSA, 200 ng of
purified rAlx1 was used per reaction with 20 fmol of biotinylated probes and
4 pmol of non-biotinylated probe as competitor when applicable. The
reactions were run on 8% polyacrylamide gel and visualized using the
LightShift Chemiluminescent EMSA kit (Thermo Fisher Scientific, 20148)
(see supplementary Materials and Methods).
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