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SoxNeuro and Shavenbaby act cooperatively to shape denticles in
the embryonic epidermis of Drosophila
Nicholas P. Rizzo and Amy Bejsovec*

ABSTRACT
During development, extracellular signals are integrated by cells to
induce the transcriptional circuitry that controls morphogenesis. In the
fly epidermis, Wingless (Wg)/Wnt signaling directs cells to produce
either a distinctly shaped denticle or no denticle, resulting in a
segmental pattern of denticle belts separated by smooth, or ‘naked’,
cuticle. Naked cuticle results from Wg repression of shavenbaby
(svb), which encodes a transcription factor required for denticle
construction. We have discovered that although the svb promoter
responds differentially to altered Wg levels, Svb alone cannot
produce the morphological diversity of denticles found in wild-type
belts. Instead, a second Wg-responsive transcription factor,
SoxNeuro (SoxN), cooperates with Svb to shape the denticles. Co-
expressing ectopic SoxN with svb rescued diverse denticle
morphologies. Conversely, removing SoxN activity eliminated the
residual denticles found in svbmutant embryos. Furthermore, several
known Svb target genes are also activated by SoxN, and we have
discovered two novel target genes of SoxN that are expressed in
denticle-producing cells and that are regulated independently of Svb.
We conclude that proper denticle morphogenesis requires
transcriptional regulation by both SoxN and Svb.

KEYWORDS:Wingless,Wnt, Shavenbaby, Ovo, SoxNeuro, Denticle,
Morphogenesis, Drosophila melanogaster

INTRODUCTION
Information from signaling pathways must be interpreted and
modulated for the proper execution of cellular events during
development. Much of developmental biology research has focused
on the signaling pathways that govern cell fate specification.
However, this approach reveals only what the upstream signals are,
not what factors integrate and implement this activity to orchestrate
downstream morphogenetic events. Understanding the bridge from
signal to pattern will ultimately reveal how cells take proper form
during development.
Pattern in developing tissues is generated by highly organized cell

movements and morphogenetic rearrangements (Pilot and Lecuit,
2005). For example, differentiation of epithelial cells often features
cell shape changes that are driven by the actin-based cytoskeleton.
Such processes include the formation of denticles, hairs or sensory
bristles in Drosophila (Appel et al., 1993) and the stereocilia of the
vertebrate inner ear (Tilney et al., 1992). To understand how these
developmental events are fine-tuned requires an in vivo system
where signaling pathways and their output can be readily analyzed.

Denticle formation in the ventral epidermis of the Drosophila
embryo provides an excellent system in which to answer such
questions (reviewed by Bejsovec, 2013). Denticles are hook-like
structures produced by ventral epidermal cells during late
embryogenesis (Fig. 1A). They form in a stereotyped pattern as
actin-based protrusions that extend from the apical side of the cell
and become coated with chitinous cuticle. These provide traction for
the crawling larva after the embryo hatches. Denticles are organized
in segmentally repeating units known as belts. Each belt is
composed of six rows of cells, where each row produces a
denticle of specific size, shape and polarity (Fig. 1B,C). The
denticle belts are separated by regions of ‘naked cuticle’, which are
secreted by cells that do not produce any actin-based protrusions.
The naked cuticle region is specified by high-level Wg signaling
(Bejsovec and Martinez Arias, 1991; Noordermeer et al., 1992),
which mediates repression of the transcription factor shavenbaby
(svb; ovo – FlyBase) (Payre et al., 1999) in a striped pattern
(Fig. 1D-F). Svb is a zinc-finger transcription factor (Mevel-Ninio
et al., 1995; Andrews et al., 2000; Delon et al., 2003) that activates a
multitude of genes involved in actin organization, extracellular
matrix secretion, or cuticle deposition (Chanut-Delalande et al.,
2006). Svb has been considered the primary effector of denticle
morphogenesis, integrating inputs from multiple signaling
pathways and converting them to structural output.

The cytoskeletal processes that form denticles begin with
polarized actin filaments that accumulate and acquire shape over a
period of ∼2 h (Dickinson and Thatcher, 1997; Price et al., 2006;
Walters et al., 2006; Bejsovec and Chao, 2012). During this time,
proteins involved in cytoskeletal reorganization, many of which are
transcriptionally regulated by Svb, begin to localize to the denticles.
For example, Svb directs the expression of forked, which encodes an
actin-bundling protein that functions in denticle and dorsal hair
formation (Chanut-Delalande et al., 2006) as well as in adult bristle
formation (Grieshaber and Petersen, 1999). The genes singed (Cant
et al., 1994) and shavenoid (Ren et al., 2006) are also controlled by
Svb, and function during embryogenesis in actin dynamics and
denticle formation. Other proteins that function in cytoskeletal
dynamics, such as Diaphanous, Enabled and Arp2/3, are not
influenced by Svb activity but localize to denticles and aid in their
construction. Human homologs of these factors promote an
analogous process to construct stereocilia in the developing ear;
their loss of function results in physical defects that can lead to
hearing impairment and deafness (reviewed by Chanut-Delalande
et al., 2012).

Here we explore how the morphological diversity of denticles
within the belt is generated. Wg activity is required for the
diversification of denticles, in a process that is less clearly
understood than the Wg-mediated specification of naked cuticle.
In the absence of wg gene function, not only is the naked cuticle
component of the pattern lost, but also the denticles produced are
reduced to a single type of denticle, similar to those in row 5Received 1 February 2017; Accepted 3 May 2017
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(Nusslein-Volhard et al., 1984, 1985; Bejsovec and Wieschaus,
1993). This diversification cannot be explained by Svb modulation
alone. Although svb is necessary and sufficient for denticle
formation, ectopically expressed svb is unable to recapitulate the
denticle morphologies characteristic of the wild-type belt (Payre
et al., 1999). This suggested that additional factors are required for
the formation of specific denticle shapes. We have discovered that a
second transcription factor, encoded by SoxNeuro (SoxN), is
necessary and sufficient for denticle formation, and its ectopic co-
expression with svb rescues denticle morphology to more closely
approximate wild-type structures. These observations, along with
the previously described antagonistic relationship of SoxN with the
Wg pathway (Chao et al., 2007), suggest that SoxN might act at the
interface of signaling pathway and effector output during denticle
morphogenesis.

RESULTS
svb promoter elements respond differentially to altered Wg
Wg signaling generates denticle diversity in the ventral epidermis
between 4 and 6 h after egg laying, and then specifies naked cuticle
from 6 to ∼10 h (Bejsovec and Martinez Arias, 1991). We have
recently found that Wg is also required at later developmental stages
for proper denticle morphogenesis (Bejsovec and Chao, 2012).
These findings suggested that Wg activity in denticle-producing
cells might titrate Svb levels, where different threshold levels of Svb
would direct the diverse morphologies within a belt. To test this
idea, we obtained several well-characterized svb enhancer
constructs that drive expression in ventral denticle-producing cells
as well as in dorsal trichome-forming cells (McGregor et al., 2007;

Frankel et al., 2010). The 7.3 ‘proximal’ enhancer, which is located
close to the svb transcription start site (McGregor et al., 2007),
drives expression in all of the ventral denticle-producing cells
(Fig. 1D,E), whereas enhancers located more distal to the svb start
site drive expression in subsets of the overall svb domain. The DG3
enhancer promotes expression in a single row of cells at the
posterior edge of each belt (Fig. 2A), in roughly the position where
row 5 denticles will form in the mature epidermis. This expression
domain expanded slightly when Wg activity was partially reduced
in wgPE2 mutant embryos (Fig. 2B). The wgPE2 missense allele
produces a protein that is distributed normally across the segment
and is sufficient to generate denticle diversity, but cannot bind the
Frizzled 2 receptor strongly enough to specify naked cuticle (Hays
et al., 1997; Moline et al., 2000). Expansion of DG3 enhancer-
driven expression was greater but still not uniform when wg activity
was removed completely in wgts mutant embryos at restrictive
temperature (Fig. 2C). By contrast, the E3 enhancer drives two
stripes of expression in each denticle-producing belt: an anterior
stripe that roughly prefigures where rows 1 and 2 will form, and a
more posterior stripe at row 5 (Fig. 2D). This more complex pattern
of ventral expression suggests that there might be multiple inputs
into the activity of this enhancer. Indeed, we found that the two
stripes of E3-driven expression respond differently to varying levels
of Wg signaling. Reduced Wg activity in wgPE2 embryos allows the
anterior stripe to expand in an anterior direction (Fig. 2E) into cells
that produce diverse denticle types at a position where naked cuticle
would form in a wild-type embryo. We observe a similar effect
when wgts embryos are cultured at permissive temperature for the
first 5 h of development (Fig. S1A,B), which generates denticle

Fig. 1. Denticles displaya stereotypedmorphological diversity. (A) Ventral epidermal cells of wild-type (WT)Drosophila embryos secrete a segmental pattern
of denticle belts. In this and all subsequent images, anterior is to the left unless otherwise noted. (B) Each WT belt consists of six rows of cells, each producing a
characteristic size, shape and polarity of denticle. (C) Denticle diversity in the anterior five rows (each row is color coded) was quantified by measuring length and
basewidth. (D,E) 7.3-Gal4, controlled by the svb proximal promoter element, drivesUAS-GFP expression in segmental stripes in embryos (D; anti-GFP antibody
staining). These stripes coincide with the denticle-producing cells in freshly hatched larvae (E; live-imaged GFP, lateral view with dorsal up). (F) wg-Gal4-driven
UAS-GFP shows that thewgexpression domain lies beneath the naked cuticle portion of the segmental pattern (live-imagedGFP, ventral view). Scale bars: 50 µm.
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diversity without naked cuticle specification (Bejsovec and
Martinez Arias, 1991). The opposite effect was seen when wg
function was eliminated more completely; the anterior E3 stripe was
unchanged while the posterior stripe expanded in width to match the
anterior stripe, both in wgts mutants cultured at restrictive
temperature (Fig. 2F) and in wgCX4 null mutants (Fig. S1C).
Thus, theDG3 and E3 promoter elements of svb are sensitive to Wg
activity level.

Increasing levels of Svb affect denticle length but not
morphology
The differential responsiveness of svb enhancers led us to test
whether different levels of Svb might specify distinct denticle
shapes. We therefore developed an assay for denticle formation. The
wg-Gal4 line drives ectopic UAS transgene expression in a row of
one to two cells that would be fated to produce naked cuticle
(Fig. 1F). Thus, any denticles formed in this ectopic location are the
direct result of transgene activity. wg-Gal4-driven UAS-svb
(wg>svb) produced a stripe of ectopic denticles that are long and
thin, lacking the widened base that is characteristic of denticles
within wild-type belts (Fig. 3A). This defective morphology has
been observed previously when UAS-svb was driven with a variety
of Gal4 drivers (Payre et al., 1999). We measured the length and
width of these ectopic denticles and compared them with wild-type
denticle measurements: wg>svb denticles consistently fell below
the normal width of any denticle in the wild-type belt (Fig. 1C,
Fig. 3B). This observation suggests that either higher levels of Svb
than are produced by this system are required for proper denticle
shape, or that additional factors are required.
To differentiate between these two possibilities, we generated

fly lines that carry multiple copies of the UAS-svb transgene.
Driving multiple UAS-svb transgenes with wg-Gal4 produced

denticles that are on average 13.9% longer than those produced by
a single transgene (Fig. 3C,D). The additional length of these
wg>svb;svb denticles shows that Gal4 levels are not limiting for
driving both UAS transgenes at high levels. However, these longer
ectopic denticles were thin and lacked the widened base (Fig. 3D),
and thus were similar in shape to those produced by a single
transgene. We conclude that Svb transcription factor output
controls denticle length, but alone is not sufficient to produce
normal denticle shape.

Co-expression of SoxN and svb rescues ectopic denticle
morphology
Because higher levels of Svb did not rescue ectopic denticle
morphology, we suspected thatwg-Gal4-expressing cells might lack
additional factor(s) necessary for proper denticle morphogenesis.
We had previously isolated mutations in SoxN as suppressors of wg
loss-of-function phenotypes, and we demonstrated that this Sox
class transcription factor plays a role in downregulatingWg pathway
activity (Chao et al., 2007). SoxN is expressed in the bands of cells
that produce denticle belts, and its activity is required for
establishing the proper expression domain of svb (Overton et al.,
2007). There is also a feedback loop whereby Svb is necessary for
the maintenance of SoxN expression (Overton et al., 2007). When
we examined SoxN in our denticle assay system we found that, like
svb, it was able to promote ectopic denticle formation. wg>SoxN
ectopic denticles were fewer in number and were shorter than those
produced by ectopic svb (Fig. 3E,F). On average, the wg>SoxN
ectopic denticles also had wider bases than wg>svb denticles,
raising the possibility that SoxN activity controls base width
whereas Svb controls length. Thus, the combined activities of the
transcription factors might be necessary for shaping denticles
properly.

Fig. 2. svb promoter elements exhibit sensitivity to Wg activity. (A) The svb DG3 enhancer drives lacZ expression (green) in a subset of posterior denticle-
producing cells in each belt. Rhodamine phalloidin (red in A′-F′, which show merges) highlights developing denticles in embryos 14 to 16 h after egg laying.
(B) wgPE2 embryos have partial Wg function, producing normal denticle diversity but no naked cuticle. In these mutants, DG3 expression expanded to a width of
three to four rows of cells. (C) wgts embryos at restrictive temperature (25°C) lose both naked cuticle and denticle diversity. In these mutants, DG3 enhancer
expression expanded more extensively, particularly along the ventrolateral surfaces. (D) The svb E3 enhancer drives expression in a pair of unequal stripes
underlying eachWT segmental belt. (E) InwgPE2mutants, each anterior stripe of the pair expanded in an anterior direction, into cells that show increased denticle
diversity when cuticle is secreted. (F) wg loss of function produced the opposite effect on E3-driven expression: no change in the anterior stripe, and a slight
expansion of the posterior stripe so that it was equal in width to the anterior stripe. Scale bars: 50 µm.

2250

RESEARCH ARTICLE Development (2017) 144, 2248-2258 doi:10.1242/dev.150169

D
E
V
E
LO

P
M

E
N
T

http://dev.biologists.org/lookup/doi/10.1242/dev.150169.supplemental


To test this hypothesis, we co-expressed UAS-svb and SoxN with
wg-Gal4 in our denticle formation assay. Expression of both
transcription factors together dramatically rescued the morphology
of ectopic denticles, particularly the widened base that is highly
characteristic ofmostwild-type denticles (Fig. 3G).Comparing length
and base width values with those of wild-type denticles revealed that
these ectopic denticles fell within the range of wild-type denticle
measurements (Fig. 3H). Furthermore, these ectopic denticles
exhibited diverse morphologies. The majority were similar to row 2
denticles, with a minority resembling the denticles of rows 1 or 3.
Because our denticle formation assay involved the expression of

transgenes in the endogenouswg expression domain, it was possible
that high-levelWg signaling in these cells might somehow block the
ability of Svb to direct proper denticle morphogenesis. Since SoxN
downregulates Wg pathway activity, the co-expression of SoxN
might then reduce Wg activity, removing its putative block on Svb

and indirectly altering denticle shape. To test this possibility, we
used a different Gal4 driver line to drive expression outside of the
wg expression domain. The engrailed (en)-Gal4 transgene is
expressed in the two rows of epidermal cells posterior to the wg-
expressing cells: the row of naked cuticle cells just anterior to the
denticle belts and the first row of denticle-producing cells (DiNardo
et al., 1985). Driving UAS-svb in the en domain produced ectopic
denticles similar in shape and size to those produced with wg-Gal4
(Fig. S2A). Likewise, en-Gal4-driven co-expression of svb and
SoxN rescued denticle morphology, just as wg-Gal4-driven co-
expression did (Fig. S2B). Because distance from Wg production
did not alter ectopic denticle morphology, it is likely that the ability
of SoxN to rescue morphology is at least partially independent of its
ability to suppress Wg activity.

To further explore the interplay of Svb and SoxN in driving
denticle morphogenesis, we examined loss-of-function mutant

Fig. 3. Ectopic svb alters denticle length
but not shape, whereas co-expression
with SoxN rescues shape. (A) wg-Gal4
drives ectopic expression of UAS-svb in what
would normally be naked cuticle. This ectopic
expression was sufficient to form denticles.
(A′,C′,E′,G′) Higher magnification views from
A,C,E,G. (B) Measurements of ectopic
denticles (black triangles) lie outside the
range of wild-type denticle measurements
(light-colored boxes): the wg>svb denticles
are narrower at the base than WT, although
their lengths fall mostly within the range of
WT lengths (mean=2.44, s.d.=0.72).
(C) Increasing the dose of Svb, through the
expression of two UAS-svb transgenes,
yielded longer denticles without rescuing
shape. (D) Measurements of these ectopic
denticles (black triangles) shifted the plots
along the x-axis (length, mean=2.78, s.d.
=0.72) without altering the y-axis values
(width). (E) UAS-SoxN was sufficient to form
small, blunted denticles when ectopically
expressed with the wg-Gal4 driver. (F) SoxN-
induced ectopic denticles are of reduced
length and width compared with WT
denticles. (G) Co-expression of UAS-SoxN
withUAS-svb produced ectopic denticles that
more closely resembled WT than did those
produced by either transgene alone. (H) The
length and width of these ectopic denticles
significantly overlap the range of sizes found
in a WT denticle belt. Scale bars: 50 µm,
except 10 µm in A′,C′,E′,G′.
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phenotypes. SoxN null mutations result in a slight decrease in the
denticle belt expanse and some defects in denticle morphology
(Chao et al., 2007; Overton et al., 2007) (Fig. 4A). By contrast, svb
loss-of-function mutations show a more severe loss of both ventral
denticles (Fig. 4B) and dorsal trichomes (Payre et al., 1999). Some
denticles remain in the most posterior rows, namely rows 5 and 6, of
each belt; these remaining denticles have been described as
‘atrophied’ or ‘blunted’ (Payre et al., 1999). Coincidentally,
immunolocalization of SoxN in wild-type embryos suggests that
it is present at higher levels in rows 5 and 6 of the denticle-producing
cells (Overton et al., 2007). Thus, SoxN activity might account for
the denticles remaining in svb mutants. If so, loss of both svb and
SoxN together would be predicted to block denticle formation
completely. We found this to be the case: svb;SoxN double-mutant
embryos produce uniformly naked cuticle (Fig. 4C), suggesting that
the atrophied structures displayed by svb mutants result from SoxN
activity.

An alternative explanation for this all-naked phenotype is thatWg
signaling might be hyperactivated in the absence of svb and SoxN.
High and uniform expression ofwg throughout the epidermis results
in a comparable loss of all ventral denticles, although such embryos
also show reduced body size and severe head defects (Noordermeer
et al., 1992), which we do not observe. We examined the expression
of en, a known Wg target gene (DiNardo et al., 1988; Ingham et al.,
1988) that expands in expression in embryos with hyperactivated
Wg signaling (Noordermeer et al., 1992; Pai et al., 1997). We found
that en expression did not expand in svb;SoxN double mutants
(Fig. 4F,G), as compared with their heterozygous siblings (Fig. 4D,E).
Thus, the naked cuticle phenotype shown by svb;SoxN double
mutants was not due to hyperactivity of Wg signaling, but rather to a
downstream requirement for both transcription factors in driving
denticle formation.

SoxN is sufficient to form denticles independently of Svb
We have shown that SoxN is sufficient to produce denticles when
ectopically expressed and appears to be responsible for the atrophied
denticles present in svb mutants. However, because of the feedback
interactions between SoxN and svb, we wondered to what extent
SoxN could promote denticle formation independently of svb. We
drove high and uniform expression ofUAS-SoxN in the epidermis of
svb mutants using the E22c-Gal4 line. E22c>SoxN in svb mutants
resulted in the production of ventral denticles with the atrophied
morphology (Fig. 5A,B). These atrophied denticles were arranged
in a segmental pattern reminiscent of denticle belts, with fewer
denticles in the region where naked cuticle would normally form.
This suggests the presence of additional pattern information that is
independent of Svb and SoxN. We also observed the restoration of
some trichomes on the dorsal surface (Fig. 5C,D). This was
surprising because dorsal trichomes had been definitively
connected with svb activity (Sucena and Stern, 2000) and dorsal
epidermal cells do not normally express SoxN (Cremazy et al.,
2000). Thus, SoxN appears able to substitute for Svb in dorsal
element formation, suggesting that svb and SoxN have some shared
target genes.

SoxN differentially activates ZPD genes
We set out to identify genes that might be subject to Svb and SoxN
co-regulation. We first tested whether any known Svb target genes
were also responsive to SoxN. A major class of Svb targets are the
Zona Pellucida domain (ZPD)-containing proteins that associate
with the apical extracellular matrix of cuticle (Fernandes et al.,
2010). Each ZPD protein localizes to a specific compartment within
the developing denticle, with non-redundant functions in sculpting
denticle shape. The well-studied ZPD gene miniature (m) was
activated robustly by ectopic expression of svb (Chanut-Delalande
et al., 2006) (Fig. 6A).We found that ectopic expression of SoxN did
not activate ectopic m expression (Fig. 6B), nor did it contribute to
the strength of m expression when co-expressed with svb (Fig. 6C).
Therefore, SoxN does not appear to play a role in m regulation.
Furthermore, this indicated that any Svb that is coincidentally
induced by ectopic SoxN through the feedback loop is not sufficient
to drive m target gene activation.

Next we tested ZPD candidates that were found to have residual
expression in svb mutants, such as nyobe (nyo). In svb mutants, nyo
expression levels were reduced substantially, but some expression
remained in the posterior rows of denticle-producing cells
(Fernandes et al., 2010). We found that expressing either svb or
SoxN alone was insufficient to activate detectable expression of nyo
(Fig. 6D,E). Even doubling the amount of ectopic svb was

Fig. 4. Loss of both Svb and SoxN results in embryos that lack denticles.
(A)SoxNmutants produce defective denticlemorphologies and a slight excess
of naked cuticle. (B) svb mutants produce excess naked cuticle but retain
small, blunted denticles in posterior rows of each belt. (C) svb;SoxN double
mutants completely lack ventral denticles, showing a fully penetrant uniform
naked cuticle phenotype [6.21% (21/338) of total fertilized embryos, which is
close to the expected 6.25% frequency of double-mutant embryos].
(A′-C′) Higher magnification views from A-C. (D-G) This phenotype was not
due to excessive Wg signaling, as engrailed (en) target gene expression was
not altered. (D) Anti-En antibody staining was detected in two rows of cells
posterior to the wg-expressing cells in each segment of 10 h embryos.
(E) Heterozygous siblings were identified by their expression of GFP from
tagged balancer chromosomes. (F) En expression was not expanded in
embryos that were homozygous mutant for both svb and SoxN, as verified by
the absence of GFP fluorescence from the tagged balancer chromosomes (G).
This pattern would be expected to expand to four rows of cells in a wg gain-of-
function situation (Noordermeer et al., 1992; Pai et al., 1997). Scale bars:
50 µm, except 10 µm in A′-C′.
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insufficient to activate nyo (Fig. S3). By contrast, co-expression of
svb and SoxN together activated moderate nyo expression (Fig. 6F).
Thus, nyo requires input from both Svb and SoxN for proper
expression.

In examining other ZPD gene products, we discovered two Svb
targets that can be activated by either Svb or SoxN. The gene dusky-
like (dyl) was activated when svb was expressed ectopically
(Fig. 6G), but was also detected strongly when SoxN alone was

Fig. 5. SoxN is sufficient to form denticles independently
of Svb. (A) In svb mutants, a small number of blunted
denticles were retained in cells that comprise rows 5 and 6
within each belt. (B) Uniform epidermal UAS-SoxN
expression, driven by E22c-Gal4, increased the number of
blunted ventral denticles. (C,D) Most dorsal trichomes were
lost in svb mutant embryos (C), but some were restored by
ectopic SoxN expression (D). (B′,D′) Higher magnification
views of B,D. Note that the pattern of dorsal trichomes and
blunted denticles shows segmental modulation (B,D) even
though Svb is absent and SoxN is produced ubiquitously.
Scale bars: 50 µm, except 10 µm in A′-C′.

Fig. 6. SoxN differentially activates ZPD genes. (A-L) Whole-
mount in situ hybridization of 14-16 h embryos. Arrowheads
indicate the wg domain where transgenes were expressed
ectopically; the color describes the relative strength of gene
activation: red, none; yellow, moderate; green, strong. (A) UAS-
svb, driven ectopically with wg-Gal4, was sufficient to activate m
expression. (B) EctopicUAS-SoxN did not activatem expression.
(C) Level of m expression when both transcription factors were
ectopically expressed was no higher than that of UAS-svb alone.
(D-F) nyo expression was not activated through the expression of
either svb (D) or SoxN (E) alone, but was activated when they
were co-expressed (F). (G-I) dyl expression was activated at
substantial levels by either svb (G) or SoxN (H), and was not
driven to higher levels by the co-expression of svb and SoxN (I).
(J-L) neo expression was detected at low levels when svb (J) or
SoxN (K) alone was ectopically expressed, but showed much
stronger expression when both svb and SoxN were expressed
together (L). (M) Summary of the contribution of each
transcription factor to target gene activation.
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expressed ectopically (Fig. 6H). There was no discernible difference
in dyl expression when both factors were ectopically co-expressed
(Fig. 6I). By contrast, the gene neo was activated weakly when
either svb or SoxN alone was expressed (Fig. 6J,K), but was
expressed strongly when both genes were expressed together
(Fig. 6L). Thus, we have discovered four classes of Svb downstream
targets: those that are activated exclusively by Svb; those that
require input from both Svb and SoxN to be activated; those that are
activated by either Svb or SoxN with apparently equal efficacy; and
those that can be activated by either Svb or SoxN but require both
for optimal expression (Fig. 6M).

SoxN activates epidermal genes independently of Svb
We next tested whether SoxN could direct the expression of
epidermal target genes independently of Svb. We used an image
search tool in Fly Express (http://www.flyexpress.net/) to find genes
that exhibit a pattern of expression similar to that of SoxN. We
identified two uncharacterized genes, CG16885 and CG30101, that
met this criterion. These genes are expressed solely in the ventral
epidermis, in cells that prefigure the denticle belts. Ectopic
expression of SoxN, but not of svb, activated CG16885 expression
(Fig. 7A,C), indicating that it is a downstream target gene of SoxN.
CG16885 had been previously tested and eliminated as a potential
svb target via in situ hybridization, as its expression did not change
in svb loss-of-function embryos (Kondo et al., 2010) nor in embryos
in which svb was knocked down with RNA interference (Fig. 7E).
Thus, CG16885 expression is not regulated by Svb. A second gene,
CG30101, had not been previously tested for regulation by Svb. We
found that ectopic expression of SoxN was sufficient to activate
CG30101 (Fig. 7B) and that ectopic expression of svb failed to
activate CG30101 expression above background levels (Fig. 7D).

As with CG16885, driving uniform embryonic epidermal
expression of svb RNAi produced no discernible change in
CG30101 expression (Fig. 7F), indicating that Svb does not
regulate CG30101. Under the same conditions, svb RNAi
phenocopies svb null embryos and results in the robust loss of m
expression (Fig. 7G). Thus, we have identified two epidermal target
genes that can be activated by SoxN without input from Svb.

Consistent with these results, both CG16885 and CG30101
require input from SoxN for their normal expression during
development. We hand-selected SoxN homozygous mutant
embryos by absence of GFP signal from a tagged balancer
chromosome, and performed in situ hybridization to detect
CG16885 or CG30101 expression. The expression of m was also
tested as a control. In SoxN mutants, m expression was not affected
in the dorsal epidermis, although there appeared to be somewhat
weaker expression than normal in the ventral epidermis (Fig. 7J,M).
This is likely to be due to the feedback loop whereby SoxN boosts
svb expression in ventral, but not dorsal, cells. Ventral CG16885
expression was significantly reduced in SoxN mutants compared
with their heterozygous siblings (Fig. 7H,K). Expression of
CG30101 was also diminished in SoxN mutant embryos, although
not as dramatically as CG16885 (Fig. 7I,L). Together, these results
suggest that SoxN is necessary and sufficient for the proper
expression of CG16885 and CG30101 during development of the
embryonic epidermis.

Predicted SoxN binding sites can be identified in target
genes
The transcriptional regulation of these SoxN target genes and SoxN-
Svb co-targets is likely to be mediated directly. Genome-wide
binding patterns and expression profiling of SoxN using DamID

Fig. 7. SoxN activates CG16885 and CG30101 independently of Svb. (A-D) Ectopic SoxN, driven by wg-Gal4, activated expression of CG16885 (A) and
CG30101 (B), whereas ectopicUAS-svbwas insufficient to activate expression of eitherCG16885 (C) orCG30101 (D). (E,F) Knockdown of svb in the epidermis,
using E22c-Gal4 to drive uniform expression ofUAS-svbRNAi, did not affect expression ofCG16885 (E) orCG30101 (F). (G) svbRNAi substantially reduced the
expression of the known Svb target m, indicating that it was effective at reducing Svb activity. (H-M) Both CG16885 and CG30101 require input from SoxN.
SoxNNC14 homozygous mutant embryos were hand sorted for the absence of the GFP-tagged balancer chromosome, and probed for CG16885, CG30101 orm
expression (n>100 homozygous mutant embryos for each). Heterozygous SoxN/CyO twist>GFP siblings, sorted for the presence of GFP, were stained as
controls, and showed wild-type patterns of gene expression (H-J). Normal CG16885 (H) expression levels were reduced in SoxNmutant embryos (K), with some
residual expression in cells that would produce denticle rows 5 and 6. NormalCG30101 expression levels (I) showed a less dramatic, but still substantial, reduction
in homozygous SoxN embryos (L). Wild-type pattern of m expression (J) was not changed in SoxN homozygous mutants (M), although ventral expression was
somewhat reduced. Presumably this was due to the partial dependence of ventral svb expression on SoxN activity; dorsalm expression (top) appeared normal.
Scale bar: 50 µm.
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and ChIP techniques (Ferrero et al., 2014; Carl and Russell, 2015)
have shown that SoxN can bind in regulatory regions of nyo,
CG16885 and CG30101. Likewise, Svb binding sites have been
identified in enhancers that control downstream Svb target genes,
including nyo (Menoret et al., 2013). Locating functional binding
sites for Svb and SoxN in nyo regulatory regions will help us to
understand how these two transcription factors might cooperatively
activate the target gene. We performed a computational search for
SoxN binding consensus sequences in nyo, as well as in CG16885

and CG30101, and identified a number of predicted binding sites
(Fig. 8A, asterisks; Table S1). In nyo, none of the putative SoxN
binding sites that we found falls within the previously identified
enhancer region (Fig. 8A, orange bar). All are in introns upstream or
downstream of the Svb-binding enhancer element, although one site
is located within 1 kb of this enhancer. Since the previously defined
region may represent a minimal core enhancer, additional flanking
sequences might be required to achieve the robust output required
during development or during times of variation in environmental

Fig. 8. Predicted SoxN binding sites in nyo, CG16885, and CG30101 lead to a model for denticle morphogenesis. (A) The upstream and coding region for
nyo, CG16885, and CG3010 showing the positions of putative binding sites (asterisks) as determined by FIMO. Asterisk above the gene indicates binding to the
plus strand; asterisk below indicates binding to theminus strand. All binding sites shown are high confidence hits:P<0.0001 for nyo andP<0.001 forCG16885 and
CG30101 (data are summarized in Table S1). Orange bar over the fourth intron in nyo represents a previously identified functional enhancer activated by Svb
(Menoret et al., 2013). CG16885 and CG3010 also contained a number of predicted binding sites for SoxN in their upstream regulatory regions. Green asterisks
indicate those predicted sites that are conserved between D. melanogaster and D. yakuba; some of the sites are also conserved in more distantly related
Drosophila species (Table S1). (B) Model of the proposed epidermal role of transcription factors Svb and SoxN during denticle formation. Svb promotes the
expression of a myriad of genes involved in actin reorganization and cuticle biosynthesis. Genes such as m are activated solely through svb expression and
collectively these genes direct the formation of long, thin denticles. SoxN promotes the expression of genes such as CG16885 that direct the formation of a wide
base but that are insufficient to cause elongation of the denticle. Both transcription factors are required to activate some genes, such as nyo. The output of these
shared genes, in combination with the output of genes that Svb and SoxN activate independently, produces the balance of gene products required for proper
denticle elongation and shaping.
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conditions, such as temperature fluctuation (Ludwig et al., 2011).
Therefore, it is possible that this enhancer element may extend to the
nearby predicted SoxN binding site. Alternatively, several
independent regulatory elements, some of which contain SoxN
binding sites, might be integrated to control expression of nyo.
Like nyo, the sequences surrounding and within both CG16885

and CG30101 contain a number of computationally predicted SoxN
binding sites (Fig. 8A, Table S1). The CG16885 sequence contains
several sites in the region immediately upstream of the transcription
start site, as well as within the intron and second exon. The sites
found in CG30101 all reside in exons, except for one located
upstream of the start site. Several of the predicted SoxN binding
sites in nyo, CG16885, and CG30101 are strongly conserved in
other Drosophila species (Fig. 8A, green asterisks), suggesting that
these sites might be functional in the observed transcriptional
control. We do not yet know whether the CG16885 and CG30101
gene products play a role in shaping denticles, but both show
similarities to cuticular proteins in a number of other insects. As
with the ZPD family of proteins (Jazwinska and Affolter, 2004), the
protein sequences of these SoxN targets predict a signaling peptide
at the N-terminus, which may localize each to the membrane or to
the extracellular matrix. No other predicted domains were detected
by BLAST (Altschul et al., 1990) in either protein. Further
investigation of this novel class of proteins might provide
mechanistic insight into denticle morphogenesis.

DISCUSSION
The Drosophila embryonic cuticle provides a powerful system in
which to study the genetic control of tissue patterning. Elegant
studies have revealed that regulation of Svb controls dorsal and
ventral cuticle patterning in drosophilids (reviewed by Delon and
Payre, 2004; Stern and Frankel, 2013) through its activation of
numerous effector molecules (Chanut-Delalande et al., 2012). Yet
whether and how Svb activity might control the row-specific shapes
of ventral denticles has been unclear. The group of ZPD proteins
regulated by Svb, some of which we have shown here are also
regulated by SoxN, are targeted to specific apical regions and are
required to maintain contact between the cell membrane and the
cuticle (Fernandes et al., 2010). Although these studies noted no
difference in ZPD protein levels among the rows of denticle-
producing cells, it remains possible that subtle differences, below
the level of detection, might play some role in denticle diversity. We
found that the svb E3 enhancer element shows differential
responsiveness to Wg signaling, whereby low levels of signaling
in the wgPE2 mutant correlated with both expansion of the E3
anterior stripe and increased denticle diversity. This suggests that
svb expression, and hence its transcriptional targets, may be
exquisitely sensitive to graded levels of Wg activity in the wild-type
embryonic epidermis. Various ZPD proteins have been shown to act
in cell shape remodeling in other systems (Roch et al., 2003; Sapio
et al., 2005), where a balance of the precise levels of each protein
may be critical to the final shape adopted. Our finding that Svb and
SoxN differentially activate ZPD genes, and other targets, raises the
possibility that each row of cells within a belt might experience
slightly different levels of the gene products that control cell shape.
Indeed, our experiments suggest that Svb and SoxN may be

responsible for two different aspects of denticle construction. We
have shown that increased levels of Svb produce longer denticles,
without altering their overall shape. Thus, Svb might activate a
battery of genes that promote lengthening of the actin-based
protrusions that form denticles. Conversely, expression of SoxN
alone produced denticles with a short, blunted structure. Only when

SoxN was co-expressed with svb did the ectopic denticles acquire a
widened base that more closely matched the wild-type shape. These
results lead us to propose a model whereby Svb controls genes that
specify denticle length whereas SoxN controls genes that regulate
base circumference (Fig. 8B). Varying the levels of each
transcription factor with respect to the other could account for the
varying length versus width that characterizes each denticle row in
the wild-type belt. However, there might be an upper limit to the
response in denticle-producing cells. In wg loss-of-function
mutants, both Svb and SoxN are expressed at very high, uniform
levels (Payre et al., 1999; Overton et al., 2007). This extreme
overproduction of Svb and SoxN corresponds with a lawn of
denticles (Fig. 2C) where almost all have the size and shape of row 5
denticles, which are the large denticles at the posterior of the wild-
type belt (Fig. 1B).

In addition to Svb and SoxN, one or more as yet
uncharacterized factors might modulate denticle size and shape,
since we observe some segmental denticle diversity when SoxN is
expressed uniformly in a svb mutant embryo. We propose that the
independent or combined effects of Svb and SoxN, and possibly
other factors, set a specific expression level for a given target
gene, and that this precise level of target gene output within a
denticle row contributes to the final shape of the denticle
produced. The set point for Svb and SoxN levels might be
achieved by response to the graded distribution of secreted Wg,
and/or of other signals within each epidermal segment, to produce
the diverse denticle morphologies in each belt. Consistent with
this idea, svb in situ hybridization images give the impression of
higher mRNA accumulation in the more posterior rows of
denticle-secreting cells (Payre et al., 1999), and the same effect
has been noted for SoxN antibody staining (Overton et al., 2007).
These posterior row cells, which produce the largest denticles, are
the furthest from the stripe of Wg-producing cells in each segment
(Fig. 1F) and so would experience the least repression from Wg
signal transduction.

A precise balance of protein levels might be a common theme for
Sox class transcription factors, and may be relevant to cell shape
control in other systems. The activity of the SoxN mammalian
homolog Sox2 has been shown to depend on specific levels of the
protein in embryonal carcinoma cells and embryonic stem cells
(Boer et al., 2007), as well as in cochlear cells (Kempfle et al.,
2016), which produce the stereocilia. Further characterization of the
role of SoxN in shaping Drosophila denticles might help elucidate
the forces that shape stereocilia in the human inner ear, and that go
awry in some hereditary forms of deafness.

MATERIALS AND METHODS
Drosophila melanogaster strains and culturing
w1118 flies were used as wild-type controls, to match the genetic background
of transgenic stocks. The UAS-svb, 7.3-Gal4, and svb-lacZ lines were gifts
from F. Payre (Paul Sabatier University, Toulouse, France) and D. Stern
(HHMI Janelia Research Campus, USA). The wgts and wgPE2 alleles are
described by Baker (1988) and Bejsovec and Wieschaus (1995),
respectively. UAS-SoxN was a gift from S. Russell. The SoxNNC14 allele
was generated by EMS mutagenesis (Chao et al., 2007). The UAS-svbRNAi
line was obtained from the Vienna Drosophila Resource Center. All other
mutations, balancer chromosomes and Gal4 lines were obtained from the
Bloomington Stock Center. Flies were reared on cornmeal-agar-molasses
and embryos were collected on apple juice agar plates; all were cultured at
25°C. Cuticle preparations were performed as described (Jones and
Bejsovec, 2005). In the case of svb2 and SoxNNC14, hatching rates were
calculated after outcrossing to remove balancer chromosomes. Cuticles of all
progeny, i.e. unhatched embryos as well as hatched larvae, were examined.
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Quantification of denticle morphology
Cuticle images were captured with a SPOT camera (Diagnostic Instruments)
and were processed using FIJI software (Schindelin et al., 2012). For wild-
type embryos, denticle belts in abdominal segments 4 and 5 were used for
measurements. For both wild-type and ectopic denticles, only denticles
within 75 µm of the most ventral region were used. At least five different
animals were used to collect measurements, with over 70 denticles scored
for each plot. Width was measured at the base of each denticle and length
was measured as the distance from the midpoint of the base to the tip.

Embryo preparation and imaging
Embryos were collected and aged to the specified developmental time. For
immunostaining, embryos were dechorionated in bleach and fixed for
20 min in 4% formaldehyde in PEM buffer (0.1 M PIPES, 1 mM EDTA,
2 mM MgSO4, pH 6.9). For actin filament visualization, vitelline
membranes were removed by vigorously shaking in a 1:1 mixture of
ethanol and heptane and washing three times in fresh ethanol. Rhodamine
phalloidin (Molecular Probes/ThermoFisher) and anti-β-galactosidase
antibody (Promega, Z3781) were both used at 1:500. Anti-En antibody
(Developmental Studies Hybridoma Bank, University of Iowa) was used at
1:50 and anti-GFP antibody (EMD Millipore, MAB3580) was used at
1:500 on embryos that were devitellinized using methanol instead of
ethanol. Secondary antibodies (Jackson ImmunoResearch, 115-165-003,
111-225-144, 111-165-144) were used at 1:500. Images were captured on a
Zeiss 510 confocal microscope. To examine cuticles, eggs were allowed to
develop for 24 h at 25°C, dechorionated with bleach and then mounted in
Hoyer’s medium. Images were captured with SPOT camera (Diagnostic
Instruments) on a Zeiss Axioplan microscope, and were processed with
SPOT imaging.

In situ hybridization
Hybridizations were performed as described (Wilk et al., 2010). Antisense
probes were made from cloned PCR products of genomic DNA in the range
700 bp to 1 kb. Primers encompassing the genomic region to be probed
contain different restriction sites on each primer (Table S2). Vectors were
linearized for in vitro transcription to produce antisense probes. The
antisense probe against m was made from a 930 bp BamHI fragment of the
cDNA clone RE53556, obtained from the Drosophila Genomics Resource
Center (stock no. 9261).

Binding site prediction
Potential SoxN binding sites were identified by entering target gene
sequences from FlyBase (Gramates et al., 2017) into Find Individual Motif
Occurrences (FIMO) (Grant et al., 2011). The SoxN motif was downloaded
from the TRANSFAC database, generated from HT-SELEX data (Nitta
et al., 2015). Matches were filtered out with a threshold of P<0.001.

Acknowledgements
We thank D. Stern, F. Payre, S. Russell, and the Bloomington and Vienna Stock
Centers for fly stocks. We are grateful to members of the A.B. lab for comments on
the manuscript, and to the dedicated people at FlyBase for their hard work. Special
thanks to R. Gordan and A. George for help with computational analyses.

Competing interests
The authors declare no competing or financial interests.

Author contributions
Conceptualization: N.P.R., A.B.; Methodology: N.P.R., A.B.; Validation: N.P.R., A.B.;
Formal analysis: N.P.R., A.B.; Investigation: N.P.R., A.B.; Writing - original draft:
N.P.R.; Writing - review & editing: A.B.; Visualization: N.P.R., A.B.; Supervision:
A.B.; Project administration: A.B.; Funding acquisition: A.B.

Funding
This work was supported by the National Institutes of Health (R21HD083874 to
A.B.). Deposited in PMC for release after 12 months.

Supplementary information
Supplementary information available online at
http://dev.biologists.org/lookup/doi/10.1242/dev.150169.supplemental

References
Altschul, S. F., Gish, W., Miller, W., Myers, E. W. and Lipman, D. J. (1990). Basic

local alignment search tool. J. Mol. Biol. 215, 403-410.
Andrews, J., Garcia-Estefania, D., Delon, I., Lu, J., Mevel-Ninio, M., Spierer, A.,

Payre, F., Pauli, D. and Oliver, B. (2000). OVO transcription factors function
antagonistically in the Drosophila female germline. Development 127, 881-892.

Appel, L. F., Prout, M., Abu-Shumays, R., Hammonds, A., Garbe, J. C., Fristrom,
D. and Fristrom, J. (1993). The Drosophila Stubble-stubbloid gene encodes an
apparent transmembrane serine protease required for epithelial morphogenesis.
Proc. Natl. Acad. Sci. USA 90, 4937-4941.

Baker, N. E. (1988). Embryonic and imaginal requirements forwingless, a segment-
polarity gene in Drosophila. Dev. Biol. 125, 96-108.

Bejsovec, A. (2013). Wingless/Wnt signaling in Drosophila: the pattern and the
pathway. Mol. Reprod. Dev. 80, 882-894.

Bejsovec, A. and Chao, A. T. (2012). crinkled reveals a new role for Wingless
signaling in Drosophila denticle formation. Development 139, 690-698.

Bejsovec, A. and Martinez Arias, A. (1991). Roles of wingless in patterning the
larval epidermis of Drosophila. Development 113, 471-485.

Bejsovec, A. and Wieschaus, E. (1993). Segment polarity gene interactions
modulate epidermal patterning in Drosophila embryos. Development 119,
501-517.

Bejsovec, A. and Wieschaus, E. (1995). Signaling activities of the Drosophila
wingless gene are separately mutable and appear to be transduced at the cell
surface. Genetics 139, 309-320.

Boer, B., Kopp, J., Mallanna, S., Desler, M., Chakravarthy, H., Wilder, P. J.,
Bernadt, C. and Rizzino, A. (2007). Elevating the levels of Sox2 in embryonal
carcinoma cells and embryonic stem cells inhibits the expression of Sox2:Oct-3/4
target genes. Nucleic Acids Res. 35, 1773-1786.

Cant, K., Knowles, B. A., Mooseker, M. S. and Cooley, L. (1994). Drosophila
singed, a fascin homolog, is required for actin bundle formation during oogenesis
and bristle extension. J. Cell Biol. 125, 369-380.

Carl, S. H. and Russell, S. (2015). Common binding by redundant group B Sox
proteins is evolutionarily conserved in Drosophila. BMC Genomics 16, 292.

Chanut-Delalande, H., Fernandes, I., Roch, F., Payre, F. and Plaza, S. (2006).
Shavenbaby couples patterning to epidermal cell shape control. PLoS Biol. 4,
e290.

Chanut-Delalande, H., Ferrer, P., Payre, F. and Plaza, S. (2012). Effectors of
tridimensional cell morphogenesis and their evolution. Semin. Cell Dev. Biol. 23,
341-349.

Chao, A. T., Jones, W. M. and Bejsovec, A. (2007). The HMG-box transcription
factor SoxNeuro acts with Tcf to control Wg/Wnt signaling activity. Development
134, 989-997.

Cremazy, F., Berta, P. and Girard, F. (2000). Sox neuro, a new Drosophila Sox
gene expressed in the developing central nervous system. Mech. Dev. 93,
215-219.

Delon, I. and Payre, F. (2004). Evolution of larval morphology in flies: get in shape
with shavenbaby. Trends Genet. 20, 305-313.

Delon, I., Chanut-Delalande, H. and Payre, F. (2003). The Ovo/Shavenbaby
transcription factor specifies actin remodelling during epidermal differentiation in
Drosophila. Mech. Dev. 120, 747-758.

Dickinson,W. J. and Thatcher, J. W. (1997). Morphogenesis of denticles and hairs
in Drosophila embryos: involvement of actin-associated proteins that also affect
adult structures. Cell Motil. Cytoskeleton 38, 9-21.

DiNardo, S., Kuner, J. M., Theis, J. and O’Farrell, P. H. (1985). Development of
embryonic pattern in D. melanogaster as revealed by accumulation of the nuclear
engrailed protein. Cell 43, 59-69.

DiNardo, S., Sher, E., Heemskerk-Jongens, J., Kassis, J. A. and O’Farrell, P. H.
(1988). Two-tiered regulation of spatially patterned engrailed gene expression
during Drosophila embryogenesis. Nature 332, 604-609.

Fernandes, I., Chanut-Delalande, H., Ferrer, P., Latapie, Y., Waltzer, L., Affolter,
M., Payre, F. and Plaza, S. (2010). Zona pellucida domain proteins remodel the
apical compartment for localized cell shape changes. Dev. Cell 18, 64-76.

Ferrero, E., Fischer, B. and Russell, S. (2014). SoxNeuro orchestrates central
nervous system specification and differentiation in Drosophila and is only partially
redundant with Dichaete. Genome Biol. 15, R74.

Frankel, N., Davis, G. K., Vargas, D., Wang, S., Payre, F. and Stern, D. L. (2010).
Phenotypic robustness conferred by apparently redundant transcriptional
enhancers. Nature 466, 490-493.

Gramates, L. S., Marygold, S. J., Santos, G. D., Urbano, J. M., Antonazzo, G.,
Matthews, B. B., Rey, A. J., Tabone, C. J., Crosby, M. A., Emmert, D. B. et al.
(2017). FlyBase at 25: looking to the future. Nucleic Acids Res. 45, D663-D671.

Grant, C. E., Bailey, T. L. and Noble, W. S. (2011). FIMO: scanning for occurrences
of a given motif. Bioinformatics 27, 1017-1018.

Grieshaber, S. and Petersen, N. S. (1999). The Drosophila forked protein induces
the formation of actin fiber bundles in vertebrate cells. J. Cell Sci. 112, 2203-2211.

Hays, R., Gibori, G. B. and Bejsovec, A. (1997). Wingless signaling generates
pattern through two distinct mechanisms. Development 124, 3727-3736.

Ingham, P. W., Baker, N. E. and Martinez-Arias, A. (1988). Regulation of segment
polarity genes in the Drosophila blastoderm by fushi tarazu and even skipped.
Nature 331, 73-75.

2257

RESEARCH ARTICLE Development (2017) 144, 2248-2258 doi:10.1242/dev.150169

D
E
V
E
LO

P
M

E
N
T

http://dev.biologists.org/lookup/doi/10.1242/dev.150169.supplemental
http://dev.biologists.org/lookup/doi/10.1242/dev.150169.supplemental
http://dev.biologists.org/lookup/doi/10.1242/dev.150169.supplemental
http://dx.doi.org/10.1016/S0022-2836(05)80360-2
http://dx.doi.org/10.1016/S0022-2836(05)80360-2
http://dx.doi.org/10.1073/pnas.90.11.4937
http://dx.doi.org/10.1073/pnas.90.11.4937
http://dx.doi.org/10.1073/pnas.90.11.4937
http://dx.doi.org/10.1073/pnas.90.11.4937
http://dx.doi.org/10.1016/0012-1606(88)90062-0
http://dx.doi.org/10.1016/0012-1606(88)90062-0
http://dx.doi.org/10.1002/mrd.22228
http://dx.doi.org/10.1002/mrd.22228
http://dx.doi.org/10.1242/dev.074013
http://dx.doi.org/10.1242/dev.074013
http://dx.doi.org/10.1093/nar/gkm059
http://dx.doi.org/10.1093/nar/gkm059
http://dx.doi.org/10.1093/nar/gkm059
http://dx.doi.org/10.1093/nar/gkm059
http://dx.doi.org/10.1083/jcb.125.2.369
http://dx.doi.org/10.1083/jcb.125.2.369
http://dx.doi.org/10.1083/jcb.125.2.369
http://dx.doi.org/10.1186/s12864-015-1495-3
http://dx.doi.org/10.1186/s12864-015-1495-3
http://dx.doi.org/10.1371/journal.pbio.0040290
http://dx.doi.org/10.1371/journal.pbio.0040290
http://dx.doi.org/10.1371/journal.pbio.0040290
http://dx.doi.org/10.1016/j.semcdb.2012.03.002
http://dx.doi.org/10.1016/j.semcdb.2012.03.002
http://dx.doi.org/10.1016/j.semcdb.2012.03.002
http://dx.doi.org/10.1242/dev.02796
http://dx.doi.org/10.1242/dev.02796
http://dx.doi.org/10.1242/dev.02796
http://dx.doi.org/10.1016/S0925-4773(00)00268-9
http://dx.doi.org/10.1016/S0925-4773(00)00268-9
http://dx.doi.org/10.1016/S0925-4773(00)00268-9
http://dx.doi.org/10.1016/j.tig.2004.05.003
http://dx.doi.org/10.1016/j.tig.2004.05.003
http://dx.doi.org/10.1016/S0925-4773(03)00081-9
http://dx.doi.org/10.1016/S0925-4773(03)00081-9
http://dx.doi.org/10.1016/S0925-4773(03)00081-9
http://dx.doi.org/10.1002/(SICI)1097-0169(1997)38:1%3C9::AID-CM2%3E3.0.CO;2-4
http://dx.doi.org/10.1002/(SICI)1097-0169(1997)38:1%3C9::AID-CM2%3E3.0.CO;2-4
http://dx.doi.org/10.1002/(SICI)1097-0169(1997)38:1%3C9::AID-CM2%3E3.0.CO;2-4
http://dx.doi.org/10.1016/0092-8674(85)90012-1
http://dx.doi.org/10.1016/0092-8674(85)90012-1
http://dx.doi.org/10.1016/0092-8674(85)90012-1
http://dx.doi.org/10.1038/332604a0
http://dx.doi.org/10.1038/332604a0
http://dx.doi.org/10.1038/332604a0
http://dx.doi.org/10.1016/j.devcel.2009.11.009
http://dx.doi.org/10.1016/j.devcel.2009.11.009
http://dx.doi.org/10.1016/j.devcel.2009.11.009
http://dx.doi.org/10.1186/gb-2014-15-5-r74
http://dx.doi.org/10.1186/gb-2014-15-5-r74
http://dx.doi.org/10.1186/gb-2014-15-5-r74
http://dx.doi.org/10.1038/nature09158
http://dx.doi.org/10.1038/nature09158
http://dx.doi.org/10.1038/nature09158
http://dx.doi.org/10.1093/nar/gkw1016
http://dx.doi.org/10.1093/nar/gkw1016
http://dx.doi.org/10.1093/nar/gkw1016
http://dx.doi.org/10.1093/bioinformatics/btr064
http://dx.doi.org/10.1093/bioinformatics/btr064
http://dx.doi.org/10.1038/331073a0
http://dx.doi.org/10.1038/331073a0
http://dx.doi.org/10.1038/331073a0


Jazwinska, A. and Affolter, M. (2004). A family of genes encoding zona pellucida
(ZP) domain proteins is expressed in various epithelial tissues during Drosophila
embryogenesis. Gene Expr. Patterns 4, 413-421.

Jones, W. M. and Bejsovec, A. (2005). RacGap50C negatively regulates wingless
pathway activity during Drosophila embryonic development. Genetics 169,
2075-2086.

Kempfle, J. S., Turban, J. L. and Edge, A. S. B. (2016). Sox2 in the differentiation
of cochlear progenitor cells. Sci. Rep. 6, 23293.

Kondo, T., Plaza, S., Zanet, J., Benrabah, E., Valenti, P., Hashimoto, Y.,
Kobayashi, S., Payre, F. and Kageyama, Y. (2010). Small peptides switch the
transcriptional activity of Shavenbaby during Drosophila embryogenesis. Science
329, 336-339.

Ludwig, M. Z., Manu, M. Z., Kittler, R., White, K. P. and Kreitman, M. (2011).
Consequences of eukaryotic enhancer architecture for gene expression
dynamics, development, and fitness. PLoS Genet. 7, e1002364.

McGregor, A. P., Orgogozo, V., Delon, I., Zanet, J., Srinivasan, D. G., Payre, F.
and Stern, D. L. (2007). Morphological evolution through multiple cis-regulatory
mutations at a single gene. Nature 448, 587-590.

Menoret, D., Santolini, M., Fernandes, I., Spokony, R., Zanet, J., Gonzalez, I.,
Latapie, Y., Ferrer, P., Rouault, H., White, K. P. et al. (2013). Genome-wide
analyses of Shavenbaby target genes reveals distinct features of enhancer
organization. Genome Biol. 14, R86.

Mevel-Ninio, M., Terracol, R., Salles, C., Vincent, A. and Payre, F. (1995). ovo, a
Drosophila gene required for ovarian development, is specifically expressed in the
germline and shares most of its coding sequences with shavenbaby, a gene
involved in embryo patterning. Mech. Dev. 49, 83-95.

Moline, M. M., Dierick, H. A., Southern, C. and Bejsovec, A. (2000). Non-
equivalent roles of Drosophila Frizzled and Dfrizzled2 in embryonic wingless
signal transduction. Curr. Biol. 10, 1127-1130.

Nitta, K. R., Jolma, A., Yin, Y., Morgunova, E., Kivioja, T., Akhtar, J., Hens, K.,
Toivonen, J., Deplancke, B., Furlong, E. E. et al. (2015). Conservation of
transcription factor binding specificities across 600 million years of bilateria
evolution. Elife 4, doi: 10.7554/eLife.04837.

Noordermeer, J., Johnston, P., Rijsewijk, F., Nusse, R. and Lawrence, P. A.
(1992). The consequences of ubiquitous expression of the wingless gene in the
Drosophila embryo. Development 116, 711-719.

Nusslein-Volhard, C., Wieschaus, E. and Kluding, H. (1984). Mutations affecting
the pattern of the larval cuticle in Drosophila melanogaster: I. Zygotic loci on the
second chromosome. Rouxs Arch. Dev. Biol. 193, 267-282.

Nusslein-Volhard, C., Kluding, H. and Jurgens, G. (1985). Genes affecting the
segmental subdivision of the Drosophila embryo. Cold Spring Harbor Symp.
Quant. Biol. 50, 145-154.

Overton, P. M., Chia, W. and Buescher, M. (2007). The Drosophila HMG-domain
proteins SoxNeuro and Dichaete direct trichome formation via the activation of
shavenbaby and the restriction of Wingless pathway activity. Development 134,
2807-2813.

Pai, L. M., Orsulic, S., Bejsovec, A. and Peifer, M. (1997). Negative regulation of
Armadillo, a Wingless effector in Drosophila. Development 124, 2255-2266.

Payre, F., Vincent, A. and Carreno, S. (1999). ovo/svb integrates Wingless and
DER pathways to control epidermis differentiation. Nature 400, 271-275.

Pilot, F. and Lecuit, T. (2005). Compartmentalizedmorphogenesis in epithelia: from
cell to tissue shape. Dev. Dyn. 232, 685-694.

Price, M. H., Roberts, D. M., McCartney, B. M., Jezuit, E. and Peifer, M. (2006).
Cytoskeletal dynamics and cell signaling during planar polarity establishment in
the Drosophila embryonic denticle. J. Cell Sci. 119, 403-415.

Ren, N., He, B., Stone, D., Kirakodu, S. and Adler, P. N. (2006). The shavenoid
gene of Drosophila encodes a novel actin cytoskeleton interacting protein that
promotes wing hair morphogenesis. Genetics 172, 1643-1653.

Roch, F., Alonso, C. R. and Akam, M. (2003). Drosophila miniature and dusky
encode ZP proteins required for cytoskeletal reorganisation during wing
morphogenesis. J. Cell Sci. 116, 1199-1207.

Sapio, M. R., Hilliard, M. A., Cermola, M., Favre, R. and Bazzicalupo, P. (2005).
The Zona Pellucida domain containing proteins, CUT-1, CUT-3 and CUT-5, play
essential roles in the development of the larval alae in Caenorhabditis elegans.
Dev. Biol. 282, 231-245.

Schindelin, J., Arganda-Carreras, I., Frise, E., Kaynig, V., Longair, M., Pietzsch,
T., Preibisch, S., Rueden, C., Saalfeld, S., Schmid, B. et al. (2012). Fiji: an
open-source platform for biological-image analysis. Nat. Methods 9, 676-682.

Stern, D. L. and Frankel, N. (2013). The structure and evolution of cis-regulatory
regions: the shavenbaby story. Philos. Trans. R. Soc. Lond. B Biol. Sci. 368,
20130028.

Sucena, E. and Stern, D. L. (2000). Divergence of larval morphology between
Drosophila sechellia and its sibling species caused by cis-regulatory evolution of
ovo/shaven-baby. Proc. Natl. Acad. Sci. USA 97, 4530-4534.

Tilney, L. G., Tilney, M. S. and DeRosier, D. J. (1992). Actin filaments, stereocilia,
and hair cells: how cells count and measure. Annu. Rev. Cell Biol. 8, 257-274.

Walters, J. W., Dilks, S. A. and DiNardo, S. (2006). Planar polarization of the
denticle field in the Drosophila embryo: roles for Myosin II (zipper) and fringe.Dev.
Biol. 297, 323-339.

Wilk, R., Murthy, S. U. M., Yan, H. and Krause, H. M. (2010). In situ hybridization:
fruit fly embryos and tissues. Curr. Protoc. Essential Lab. Techniques 4,
9.3.1-9.3.24.

2258

RESEARCH ARTICLE Development (2017) 144, 2248-2258 doi:10.1242/dev.150169

D
E
V
E
LO

P
M

E
N
T

http://dx.doi.org/10.1016/j.modgep.2004.01.003
http://dx.doi.org/10.1016/j.modgep.2004.01.003
http://dx.doi.org/10.1016/j.modgep.2004.01.003
http://dx.doi.org/10.1534/genetics.104.039735
http://dx.doi.org/10.1534/genetics.104.039735
http://dx.doi.org/10.1534/genetics.104.039735
http://dx.doi.org/10.1038/srep23293
http://dx.doi.org/10.1038/srep23293
http://dx.doi.org/10.1126/science.1188158
http://dx.doi.org/10.1126/science.1188158
http://dx.doi.org/10.1126/science.1188158
http://dx.doi.org/10.1126/science.1188158
http://dx.doi.org/10.1371/journal.pgen.1002364
http://dx.doi.org/10.1371/journal.pgen.1002364
http://dx.doi.org/10.1371/journal.pgen.1002364
http://dx.doi.org/10.1038/nature05988
http://dx.doi.org/10.1038/nature05988
http://dx.doi.org/10.1038/nature05988
http://dx.doi.org/10.1186/gb-2013-14-8-r86
http://dx.doi.org/10.1186/gb-2013-14-8-r86
http://dx.doi.org/10.1186/gb-2013-14-8-r86
http://dx.doi.org/10.1186/gb-2013-14-8-r86
http://dx.doi.org/10.1016/0925-4773(94)00305-7
http://dx.doi.org/10.1016/0925-4773(94)00305-7
http://dx.doi.org/10.1016/0925-4773(94)00305-7
http://dx.doi.org/10.1016/0925-4773(94)00305-7
http://dx.doi.org/10.1016/S0960-9822(00)00697-7
http://dx.doi.org/10.1016/S0960-9822(00)00697-7
http://dx.doi.org/10.1016/S0960-9822(00)00697-7
http://dx.doi.org/10.7554/elife.04837
http://dx.doi.org/10.7554/elife.04837
http://dx.doi.org/10.7554/elife.04837
http://dx.doi.org/10.7554/elife.04837
http://dx.doi.org/10.1007/BF00848156
http://dx.doi.org/10.1007/BF00848156
http://dx.doi.org/10.1007/BF00848156
http://dx.doi.org/10.1101/SQB.1985.050.01.020
http://dx.doi.org/10.1101/SQB.1985.050.01.020
http://dx.doi.org/10.1101/SQB.1985.050.01.020
http://dx.doi.org/10.1242/dev.02878
http://dx.doi.org/10.1242/dev.02878
http://dx.doi.org/10.1242/dev.02878
http://dx.doi.org/10.1242/dev.02878
http://dx.doi.org/10.1038/22330
http://dx.doi.org/10.1038/22330
http://dx.doi.org/10.1002/dvdy.20334
http://dx.doi.org/10.1002/dvdy.20334
http://dx.doi.org/10.1242/jcs.02761
http://dx.doi.org/10.1242/jcs.02761
http://dx.doi.org/10.1242/jcs.02761
http://dx.doi.org/10.1534/genetics.105.051433
http://dx.doi.org/10.1534/genetics.105.051433
http://dx.doi.org/10.1534/genetics.105.051433
http://dx.doi.org/10.1242/jcs.00298
http://dx.doi.org/10.1242/jcs.00298
http://dx.doi.org/10.1242/jcs.00298
http://dx.doi.org/10.1016/j.ydbio.2005.03.011
http://dx.doi.org/10.1016/j.ydbio.2005.03.011
http://dx.doi.org/10.1016/j.ydbio.2005.03.011
http://dx.doi.org/10.1016/j.ydbio.2005.03.011
http://dx.doi.org/10.1038/nmeth.2019
http://dx.doi.org/10.1038/nmeth.2019
http://dx.doi.org/10.1038/nmeth.2019
http://dx.doi.org/10.1098/rstb.2013.0028
http://dx.doi.org/10.1098/rstb.2013.0028
http://dx.doi.org/10.1098/rstb.2013.0028
http://dx.doi.org/10.1073/pnas.97.9.4530
http://dx.doi.org/10.1073/pnas.97.9.4530
http://dx.doi.org/10.1073/pnas.97.9.4530
http://dx.doi.org/10.1146/annurev.cb.08.110192.001353
http://dx.doi.org/10.1146/annurev.cb.08.110192.001353
http://dx.doi.org/10.1016/j.ydbio.2006.04.454
http://dx.doi.org/10.1016/j.ydbio.2006.04.454
http://dx.doi.org/10.1016/j.ydbio.2006.04.454
http://dx.doi.org/10.1002/9780470089941.et0903s04
http://dx.doi.org/10.1002/9780470089941.et0903s04
http://dx.doi.org/10.1002/9780470089941.et0903s04

