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a b s t r a c t

Insects have been extraordinary successful in colonizing terrestrial habitats and this success is partly due
to a protective cuticle that mainly contains chitin and proteins. The cuticle has been well studied in larvae
and adults, but little attention has been paid to the cuticle of the egg. This cuticle is secreted by the
serosa, an extraembryonic epithelium that surrounds the yolk and embryo in all insect eggs, but was lost
in the Schizophoran flies to which Drosophila belongs. We therefore set out to investigate serosal cuticle
formation and function in a beetle (Tribolium castaneum) using RNAi-mediated knockdown of three
candidate genes known to structure chitin in the adult cuticle, and we aimed to identify other serosal
cuticle genes using RNA sequencing. Knockdown of Knickkopf (TcKnk-1) or Retroactive (TcRtv) affects the
laminar structure of the serosal cuticle, as revealed by Transmission Electron Microscopy in knockdown
eggs. In the absence of this laminar structure, significantly fewer eggs survive at low humidity compared
to wild-type eggs. Survival in dry conditions is also adversely affected when cross-linking among pro-
teins and chitin is prevented by Laccase2 (TcLac-2) RNAi. Finally, we compare the transcriptomes of wild-
type eggs to serosa-less eggs and find serosa-biased expression of 21 cuticle-related genes including
structural components, chitin deacetylases and chitinases. Our data indicate that the serosal cuticle
utilizes the same machinery for structuring the cuticle as adults. We demonstrate that the structure of
the cuticle is crucial for desiccation resistance, and we put forward the serosal cuticle of Tribolium as an
excellent model to study the ecological properties of the insect cuticle.

© 2015 Elsevier Ltd. All rights reserved.
1. Introduction

Insects are among the earliest land animals and their cuticle
facilitated their spectacular terrestrial success (Grimaldi and Engel,
2005). This cuticle is an apical extracellular matrix that is produced
by the epidermis and mainly consists of chitin complexed with
proteins (Merzendorfer, 2006; Moussian, 2010). The two main
groups of structural cuticle proteins are CPAPs (Cuticular Proteins
Analogous to Peritrophins) containing the chitin binding
Peritrophin-A motif (Jasrapuria et al., 2010), and CPRs (Cuticular
Proteins that contain the Rebers and Riddiford chitin binding
domain) (Andersen et al., 1997; Ioannidou et al., 2014; Rebers and
l (C.G.C. Jacobs), norabraak@
iv.nl (G.E.M. Lamers), m.van.
Riddiford, 1988). The cuticle further contains metabolites that are
involved in tanning, and lipids that are mainly present in the outer
layer of the cuticle, the epicuticle (Merzendorfer, 2006; Moussian,
2010).

The production of cuticle has received much attention, and
many genes involved in the process have been identified including
Chitin synthase, Retroactive and Laccase (Charles, 2010; Moussian,
2010, 2013; Ostrowski et al., 2002). Chitin synthase produces
chitin that is subsequently secreted to the extracellular space
through pores in the cell membrane (Arakane et al., 2004, 2005b,
2008; Merzendorfer, 2006; Moussian, 2010). There, it is organized
into lamellae by Knickkopf proteins, a three membered family of
which Knickkopf1 has been most extensively studied (Chaudhari
et al., 2011; Moussian et al., 2006). Retroactive is involved in the
trafficking of Knickkopf to the cuticle (Chaudhari et al., 2013;
Moussian et al., 2005). To stabilize this extracellular structure, the
cuticle of Tribolium castaneum is sclerotized and pigmented by the
phenoloxidase Laccase2 (Arakane et al., 2005a). This sclerotization
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includes the cross-linking of proteins (Andersen, 2010; Kramer
et al., 2001), but cross-linking between chitin and proteins is also
thought to occur (Schaefer et al., 1987). Chitin can be digested by
chitinases, required for molting (Zhu et al., 2008).

Although much is known about the genetic pathways involved
in the production of the larval and adult cuticle, there is little in-
formation on the serosal cuticle in the insect egg. In insect eggs, a
serosal cuticle is formed by the extraembryonic serosa (Furneaux
et al., 1969; Goltsev et al., 2009; Hinton, 1981; Jacobs et al., 2013;
Lamer and Dorn, 2001; Rezende et al., 2008; Vargas et al., 2014).
This serosa envelops both the embryo and the yolk, and is formed
early during development (Panfilio, 2008; van der Zee et al., 2005)
(Fig. 1). Although lacking in Drosophila, the serosa is prevalent
across Insecta (Roth, 2004) and protects the embryo from desic-
cation and infection (Gorman et al., 2004; Jacobs et al., 2013, 2014).
In the moth Manduca sexta, secretion of the serosal cuticle takes
place until 44 h after egg laying, i.e. until 36% of total embryonic
development (Lamer and Dorn, 2001). In the cricket Acheta
domesticus, a decrease in thickness of the serosal cuticle is observed
after 108 h, i.e. after 50% of total embryonic development, pre-
sumably to prepare for hatching (Furneaux et al., 1969).

In Acheta, Manduca, and Tribolium, the serosal cuticle shows a
laminar organizationwhich is similar to the adult cuticle (Chaudhari
et al., 2011, 2013; Furneaux et al.,1969; Jacobs et al., 2013; Lamer and
Dorn, 2001). InTribolium, parental RNAi for chitin synthase 1 (TcCHS-
1; also known as CHS-A (Arakane et al., 2008)) leads to a depletion of
chitin in the serosal cuticle (Jacobs et al., 2013). This phenotype is
similar to the one found in adults (Arakane et al., 2005b, 2008).
Furthermore, experiments using microarrays in the mosquito
Anopheles gambiae indicated that the same genes are utilized for the
production of both the adult and serosal cuticle (Goltsev et al.,
2009). This suggests that a similar machinery might be utilized by
the serosa for cuticle production; however, functional data on
serosal cuticle synthesis are still missing.

Here, we chose three genes known from larval and adult cuticle
formation (Knickkopf1, Retroactive and Laccase2), and set out to
investigate their role in production of the serosal cuticle in the red
flour beetle T. castaneum. We first show the effect of the knockdown
of these genes on cuticle structure by Transmission Electron Mi-
croscopy (TEM). As knockdown still allowed larvae to hatch, this
Fig. 1. Schematic overview of the Tribolium castaneum egg. The Tribolium castaneum
egg is surrounded by two maternal layers, the chorion and the vitelline membrane.
Beneath these, the extraembryonic serosa secretes a chitinous cuticle (serosal cuticle).
The serosa and serosal cuticle envelop both the embryo and the yolk.
provided a unique opportunity to assess the effect of cuticle
structure on the ability of eggs to survive dry circumstances. To
identify other genes that might play a role in the serosal cuticle, we
compared the transcriptomes of wild-type eggs to serosa-less eggs
generated by TcZen-1 (Zerknüllt-1) RNAi (Jacobs et al., 2013; van der
Zee et al., 2005). TcZen-1 specifies the serosa during early devel-
opment, and its knockdown transforms the entire blastoderm into
germ rudiment deleting the serosa (van der Zee et al., 2005). Our
data confirm that the same machinery is utilized to structure the
serosal cuticle and that structure and cross-linking are important
for the water-proofing abilities of the cuticle.

2. Materials and methods

2.1. Insect rearing

The T. castaneum wild-type strain San Bernardino was used for
all experiments. Beetles were kept as in van der Zee et al. (2005).
The eggs of T. castaneum take approximately 85 h to develop at
30 �C (Howe, 1956) and the serosa develops between 8 and 14 h
after laying (Handel et al., 2000). The embryonic cuticle develops
late, at least not before 65 h after laying (Jacobs et al., 2013).

2.2. Molecular cloning and parental RNAi

Gene fragments were amplified from embryonic cDNA using the
primers described in Chaudhari et al. (2011) for TcKnk-1, and in
Chaudhari et al. (2013) forTcRtv.ForTcLac-2weused theprimers fw ‘5-
CCAGCTCAGTTGACGATTCA-3’ and rv ‘5-TCAACTTTGTGGGTGCACAT-
3’ giving a sequence that targets both of the TcLac-2 splice variants
(Arakane et al., 2005a). These fragments were cloned into the pCRII-
TOPO vector (Invitrogen) which was subsequently linearized with
BamHI or XhoI for in vitro transcription using SP6 or T7 polymerases
(MEGAscript kit, Ambion). Although injection of TcKnk-1, TcRtv or
TcLac-2dsRNA intopupaeof theGeorgia strain is lethal (Arakaneet al.,
2005a, 2005b;Chaudhari et al., 2011;Chaudhari et al., 2013), injection
of 0.2 ml of a 0.5e1.0 mg/ml dsRNA solution into the abdomenof female
pupae from the San Bernardino strain resulted in viable adult females
fromwhich eggswere collected after non-injectedmaleswere added.
As the parental RNAi phenotype in eggs has been reported to be the
strongest in the first week of egg laying (Bucher et al., 2002), we only
used the eggs laid in this first week.

2.3. RNA extraction and qRT-PCR

Total RNA of approximately 300 eggs that were 16e24 h old was
extracted using TRIzol (Invitrogen), DNA digested, and purified using
the RNeasy kit (Qiagen). The quality of RNA preparation was
confirmed by electrophoresis on an agarose gel and by photo-
spectrometry. cDNAwas synthesized from 1 mg of total RNAusing the
Cloned AMV First Strand Synthesis kit (Invitrogen). qPCR reactions of
25mlwereassembledusing theqPCRkit forSYBRGreen I (Eurogentec)
andcontained12.5ngofcDNA.45cyclesof95 �C for15s,60 �C for30s,
72 �C for 30 swere run on a CFX96 thermocycler (Biorad), followedby
a ramp from 65 �C to 95 �C with a read every 0.5 �C for dissociation
analysis. The qPCR primers for TcKnk-1 were ‘5- CCTACAAGGGCGA-
GACCATC-3’ and ‘5-GGTGGTGTTCGTGCGGAATA-3’; for TcRtv ‘5-
TTTGTATGCCGATCTCGGGG-3’ and ‘5-GGAACTGCCTCTACGCCTTT-3’;
and for TcLac-2 ‘5-TACAACAGACATTTAGTTGCACCA-3’ and rv ‘5-
AGGTGGGGCCATGTAGGAAA-3’. RPL13a was used as reference gene
(Lord et al., 2010), and relativequantificationofmRNAwasdoneusing
the DDCT method (Livak and Schmittgen, 2001). Two biological rep-
licates (independent RNA isolations) were collected and each sample
was measured by qRT-PCR twice (technical replication). T-tests with
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correction formultiple testingwere performed on theDCTevalues to
identify significant expression differences.

2.4. Transmission Electron Microscopy

For electron microscopy, 24e39 h old wild-type, and TcKnk-1,
TcRtv, and TcLac-2 knockdown eggs were collected, dechorionated
in 4% hypochlorite (w/v), and fixed for 1 h in 5 ml heptane and 5 ml
of a 2.5% gluteraldehyde (v/v) and 2% paraformaldehyde (w/v) so-
lution in 0.1 M cacodylate buffer (pH 7.4). Subsequently, eggs were
removed from this solution, washed with 70% ethanol to remove
the heptane, and fixed for another hour in the same fixative
without heptane. After fixation, specimens were washed
(3 � 10 min) in cacodylate buffer and placed for 1 h in 1% osmium
tetraoxide (w/v). Then, specimenswere dehydratedwith increasing
concentrations of ethanol and embedded in Agar100. Sections of
about 70 nm thickness were contrasted with uranyl acetate and
lead citrate, and studied with a JEOL 1010 transmission microscope
coupled to an Olympus MegaView camera.

2.5. Generation of serosa-less eggs

Serosa-less eggs were generated using TcZen-1 RNAi (van der
Zee et al., 2005). This method prevents development of the
serosa and is well-established to analyze its function (Jacobs et al.,
2013, 2014; Jacobs and van der Zee, 2013).

2.6. Hatching rate assays

Eggs were collected overnight and put individually in a well of a
96-well plate, and incubated at 5, 50 or 90% relative humidity (RH)
at 35 �C. Hatching rates were assayed after 4 days, providing ample
time for hatching which takes 2.7 days at 35 �C (Howe, 1956). The
experiments at each humidity were repeated four to nine times,
giving rise to standard errors as in Fig. 3. Five per cent RH was
obtained using silica gel; 50 and 90% RH were obtained in climate
chambers. Temperature and humidity were constantly monitored
using a MicroDAQ EL-USB-2 datalogger.

2.7. Analysis of RNA sequencing data

To obtain a list of genes with serosa-biased expression, we
reanalyzed sequencing data fromwild-type and TcZen-1 RNAi eggs
that were 30e46 h old (Jacobs et al., 2014). These data contain 3
biological replicates, and we used the DEseq package in R (Anders
and Huber, 2010) to identify significantly differentially expressed
genes (adjusted p-value < 0.01). Gene Ontology (GO) terms were
assigned to Tribolium genes (TCnumbers from assembly 3.0 at
BeetleBase) by performing BLASTX against Drosophila melanogaster
proteins and taking the Drosophila GO terms of the best hit (E
value < 1.0E-10). The sequence data have been deposited in NCBI's
Gene Expression Omnibus (Barrett et al., 2013) and are accessible
through GEO Series accession numbers GSM1305910, GSM1305911,
GSM1305912. GSM1305931, GSM1305932, GSM1305933 (http://
www.ncbi.nlm.nih.gov/geo).

2.8. Statistical analyses of hatching data

As the hatching data deviated significantly from the normal
distribution, we performed a square root transformation to obtain a
normal Gaussian distribution. We analyzed the hatching rates by
ANOVA and assessed differences between humidities by a post-hoc
Tukey HSD test. All analyses were performed in R (R Development
Core Team, 2009).
3. Results and discussion

3.1. TcKnk-1 and TcRtv RNAi affect the laminar structure of the
serosal cuticle

To assess the efficiency of the parental RNAi, we verified gene
knockdown in 16e24 h old eggs using qPCR. This time interval
begins soon after the serosa has been completely formed (after
14 h, Handel et al., 2000), and very likely includes the initial period
of cuticle deposition. Knockdown of Knickkopf (TcKnk-1), Retroac-
tive (TcRtv), and Laccase (TcLac-2) was effective, as transcript levels
were reduced at least ten times by the respective RNAi treatment
when compared to the wild-type (Table 1). The RNAi treatments
appear to cause a slight increase in the expression of the two other
non-targeted cuticle genes analyzed, but this increase is not sig-
nificant (Table 1). Thus, although not formally excluded, there are
no indications for off-target effects.

Next, we studied the effect of the RNAi on cuticle structure using
TEM on 24e39 h old Tribolium eggs. This time window was chosen
as late as possible to ensure a fully developed cuticle, but before
50% of total embryonic development (which takes 85 h at 30 �C)
when a decrease in thickness of the serosal cuticle has been re-
ported for Acheta (Furneaux et al., 1969). A cuticle with a clear
laminar structure is formed in these wild-type Tribolium eggs
(Fig. 2aec). In contrast, knockdown of TcKnk-1 or TcRtv completely
eliminates the laminar organization of the serosal cuticle (Fig. 2d,
e), like in the adults (Chaudhari et al., 2011, 2013). The same
phenotype of TcKnk-1 and TcRtv knockdown is to be expected
because TcRtv is essential for the trafficking of TcKnk-1 to the cuticle
(Chaudhari et al., 2013).

Contrary to the reported effect of MaLac-2 RNAi on the larval
and adult cuticles of the pine sawyer beetleMonochamus alternatus
(Niu et al., 2008), our TEM micrographs did not reveal any distur-
bance of the serosal cuticle upon TcLac-2 RNAi in Tribolium (Fig. 2f).
However, it is entirely possible that a role of Lac2 in sclerotization of
the serosal cuticle (as has been shown in the larval and adult cuticle
(Arakane et al., 2005a; Lomakin et al., 2011)) is not visible in TEM. In
support of this, we do find a significant decrease in hatching rates of
TcLac2 depleted eggs at low humidity (see below). Sclerotization is
thought to increase the waterproofing abilities of the cuticle
(Furneaux and McFarlane, 1965; Hinton, 1981). A role for Lac2 in
pigmentation of the serosal cuticle is unlikely, as the serosal cuticle
is colorless. However, more detailed TEM analyses and other assays
are required to analyze the function of TcLac2 in the serosal cuticle.

Taken together, our TEM analysis suggests that two genes,
TcKnk-1 and TcRtv, known from larval and adult cuticle formation,
also exert their function in the serosal cuticle, and this is not
excluded for TcLac-2.

3.2. The structure of the serosal cuticle affects survival in dry
conditions

To discover whether the structure of the cuticle influences
survival in dry circumstances, we assayed hatching rates of un-
treated wild-type eggs and the RNAi eggs at different humidities.
Previous experiments have shown that RNAi itself does not influ-
ence the hatching rates of eggs, as hatching rates of eggs from
mothers that were injected with a non-Tribolium dsRNA sequence
did not differ from wild-type hatching rates (Jacobs et al., 2013).
Wild-type eggs display a consistent hatching rate of approximately
90% at all relative humidities (Fig. 3). When the laminar structure
was absent after TcKnk-1 knockdown, survival at 90% RH was
almost as high as for wild-type eggs. However, at 50% RH survival
was significantly lower than at 90% RH (Tukey HSD, p < 0.001) and
was even lower at 5% RH (Tukey HSD, p < 0.01). Also for TcRtv RNAi
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Fig. 2. TEM of the serosal cuticle. The serosal cuticle of wild-type eggs shows a clearly laminated structure (aec). After knockdown of both TcKnk-1 (d) and TcRtv (e), this laminar
organization is completely lost. Knockdown of TcLac-2 (f) however, shows no structural difference compared to wild-type eggs. S ¼ serosa; Sc ¼ Serosal cuticle; scale bars represent
2.5 mm.
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eggs, significantly lower survival was found at 5% RH when
compared to 50% RH (Tukey HSD, p < 0.05), and these hatching
rates were significantly lower than wild-type hatching rates.
However, survival decreased again at 90% RH. The low survival at
high humidities suggests that TcRtv has another function besides
trafficking TcKnk-1 to the serosal cuticle. Overall, our data show that
the laminar structure of the cuticle is essential for protection
against desiccation.

Although TEM could not reveal structural differences in the
serosal cuticle after TcLac-2 knockdown, we investigated the effect
of TcLac-2 knockdown on survival at low humidities, since sclero-
tization might still be affected upon TcLac-2 RNAi. The effect of
TcLac-2 RNAi on survival is as strong as the effect of TcKnk-1 (Fig. 3).
TcLac-2 RNAi eggs survive almost as well as wild-type eggs at 90%
RH but hatching rates decreased already significantly at 50% RH
(Tukey HSD, p < 0.001). The survival at 5% RH is even significantly
lower than at 50% RH (Tukey HSD, p < 0.001). In adult T. castaneum,
Fig. 3. Survival at different humidities of T. castaneum eggs. Eggs with an altered
serosal cuticle become desiccation-susceptible. Hatching rates of wild-type (circles),
TcKnk-1 RNAi (squares), TcLac-2 RNAi (triangles), and TcRtv RNAi (diamonds) eggs at
35 �C. Error bars indicate standard error among 4e9 replicates of 96 eggs.
TcLac-2 is known to be involved in tanning of the cuticle (Arakane
et al., 2005a; Lomakin et al., 2011), but lethality during the pupal
stage prevented the assessment of its role in survival in dry con-
ditions. Our data provide the first experimental indication that
sclerotization of the serosal cuticle plays a considerable role in
desiccation resistance of the egg.

Taken together, TcKnk-1, TcRtv or TcLac-2 RNAi causes a signifi-
cant decrease in egg hatching rates at low humidities. These
decreased hatching rates could be directly caused by the disturbed
structure of the serosal cuticle, but also more indirectly by a change
in cuticular lipid composition, for instance. For all knockdowns, the
reduced survival at low humidity is significant, but still not as low
as previously found for TcCHS-1 RNAi (Jacobs et al., 2013). This is
possibly due to the remaining chitin which, although not properly
structured, still reduces water evaporation to some extent. Never-
theless, our data indicate that sclerotization and structure of the
serosal cuticle is crucial for the desiccation resistance of the Tri-
bolium egg.
3.3. Many cuticle genes are specifically expressed in the serosa

To identify other genes involved in the serosal cuticle, we
reanalyzed sequencing data fromwild-type and TcZen-1 RNAi eggs
that were 30e46 h old (Jacobs et al., 2014). As this time window
overlaps the midpoint of embryonic development, we do not only
expect to find genes involved in the formation and maintenance of
the serosal cuticle, but also genes involved in degradation of this
cuticle, since a decrease in thickness of the serosal cuticle has been
reported for the cricket Acheta domestica after 50% of embryonic
Table 1
Efficiency and specificity of TcKnk1, TcLac-2 and TcRtv RNAi.

TcKnk-1 RNAi TcLac-2 RNAi TcRtv RNAi

Expression
TcKnk-1 0.07 ± 0.01

(p ¼ 0.02)**
1.92 ± 0.47
(p ¼ 0.58)

1.27 ± 0.20
(p ¼ 0.75)

TcLac-2 1.66 ± 0.12
(p ¼ 0.31)

0.10 ± 0.05
(p ¼ 0.003)***

1.41 ± 0.14
(p ¼ 0.48)

TcRtv 1.70 ± 0.53
(p ¼ 0.46)

1.91 ± 0.41
(p ¼ 0.43)

0.07 ± 0.01
(p ¼ 0.004)***

Fold change in gene expression as measured by qRT-PCR, compared to wild-type
(±s.e.). p-Values indicate the significance of the fold change (T-tests corrected for
multiple testing).
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development (Furneaux et al., 1969). The expression of 280 genes is
significantly higher in wild-type eggs than in serosa-less eggs
(Supplementary file 1). Six of these genes have the GO term
“structural constituent of cuticle” (Table 2), making this a signifi-
cantly overrepresented category considering its size
(Supplementary Table 1). 14 genes have the GO term “chitin
metabolic process” (these genes also have the GO term “chitin
binding”; Table 2), making these two categories the two most
significantly overrepresented categories of all differentially
expressed genes (Supplementary Table 1). Many other significantly
overrepresented categories, like “carbohydrate metabolic process”,
“oxidation-reduction process” or “glycerol-3-phosphate metabolic
process” could also be associated with processes in the cuticle
(Supplementary Table 1). These data indicate the importance of the
serosa in the chemistry of the cuticle.

The genes identified by the GO-term chitin metabolic process
have been previously characterized by bioinformatics in
T. castaneum (Dixit et al., 2008; Jasrapuria et al., 2010). Of these
genes, the CPAP families have been screened by RNAi (Jasrapuria
et al., 2012), but no role in development of the embryo was found
for the five CPAP genes with serosa-specific expression. This could
well be the case if these genes are only involved in formation of the
serosal cuticle. It would be interesting to investigate the knock-
down phenotype of these genes at low humidity. Of the six genes
with the GO-term “Structural Constituent of the Cuticle”, two
(TC008767 and TC015720) have not been annotated as cuticle genes
in the Tribolium genome. They likely are cuticular proteins as they
contain the Chitin-Bind-4 motif, identified using the Pfam database
(Punta et al., 2012).

Surprisingly, TcKnk-1, TcRtv and TcLac-2 are not among the 280
differentially regulated genes. It could be that expression of these
enzymes is much lower than of the structural components, pre-
venting detection of significant differences. This could be the case
for the lowly expressed TcRtv and TcLac-2. It could also be that the
genes are not only expressed in the serosa, but also in other tissue,
thus preventing detecting different expression levels in serosa-less
eggs. This could be the case for TcKnk-1 that is also substantially
expressed in serosa-less eggs. The most likely explanation, how-
ever, is timing. It could be that TcKnk-1, TcRtv and TcLac-2 show
highest expression during the early production of the serosal
cuticle. The transcriptome data were collected at a later stage when
the serosal cuticle reaches its maximal thickness. The expression of
chitinases, needed to prepare the egg for hatching (Zhu et al., 2008),
Table 2
Cuticle genes differentially expressed in the serosa.

Gene ID GO-term Annotatio

TC008767 Structural constituent of cuticle uncharact
TC008768 Structural constituent of cuticle Cuticular
TC015720 Structural constituent of cuticle uncharact
TC010054 Structural constituent of cuticle calphotin
TC010057 Structural constituent of cuticle Cuticle pr
TC008770 Structural constituent of cuticle Larval cut
TC003876 Chitin metabolic process/chitin binding Chitinase
TC002107 Chitin metabolic process/chitin binding Chitin bin
TC012734 Chitin metabolic process/chitin binding Chitinase
TC011142 Chitin metabolic process/chitin binding Cpap3-d1
TC014101 Chitin metabolic process/chitin binding Chitin dea
TC003877 Chitin metabolic process/chitin binding Chitin bin
TC007635 Chitin metabolic process/chitin binding Cda4 chiti
TC011140 Chitin metabolic process/chitin binding Cpap3-a1
TC011139 Chitin metabolic process/chitin binding Cpap3-b c
TC006846 Chitin metabolic process/chitin binding Chitin dea
TC011141 Chitin metabolic process/chitin binding Cpap3-a2
TC015481 Chitin metabolic process/chitin binding Chitinase
TC009894 Chitin metabolic process/chitin binding Cpap1-h c
TC014100 Chitin metabolic process/chitin binding Cda1 chiti
indicates that synthesis of the cuticle was declining at the time of
sequencing.

Finally, we analyzed the 280 serosa-biased genes using
CutProtFam-Pred (Ioannidou et al., 2014). This software uses Hid-
den Markov Models to predict cuticular proteins and has been
successfully used in several arthropod families (Ioannidou et al.,
2014). This approach identified 12 cuticular proteins, of which
only TC013671, a low-complexity cuticular protein with conserved
glycines, was not found using the GO term analysis (Supplementary
Table 2). This gene shows the largest difference in expression be-
tween eggs with and without serosa (3519 fold difference), sup-
porting that this gene might be important for the serosal cuticle.
The CutProtFam-Pred software furthermore established that the
chitin-binding domain of the un-annotated genes TC008767 and
TC015720 is a Rebers-and-Riddiford2 motif (Andersen et al., 1997;
Ioannidou et al., 2014; Rebers and Riddiford, 1988). Thus, in total
we found 21 cuticle-related genes that show serosa-dependent
expression, of which three have not been previously annotated as
cuticle genes. These are valuable candidate genes for future study.

We put forward the serosal cuticle of Tribolium as an excellent
model for cuticle development. The laminar structure of the serosal
cuticle is similar to the adult cuticle (Chaudhari et al., 2011, 2013;
Jacobs et al., 2013; Lamer and Dorn, 2001) and RNAi can be used
to study serosal cuticle production, as absence of the serosal cuticle
does not lead to mortality. It is surprising that we could use
parental RNAi in this case, as TcKnk-1, TcRtv or TcLac-2 RNAi in
pupae of the Georgia strain prevents eclosion and is lethal (Arakane
et al., 2005a; Chaudhari et al., 2011, 2013). However, strain-specific
genetic backgrounds could underlie these differences (Kitzmann
et al., 2013). The serosal cuticle provides a unique opportunity to
study the effect of modifications on the physiological and ecological
properties of the cuticle. Our data suggest that structural differ-
ences or degree of cross-linking can cause differences in resistance
to desiccation, and could underlie, for instance, the recently re-
ported differences in drought resistance of three mosquito species
(Vargas et al., 2014).

3.4. Conclusions

Taken together, the serosa expresses many cuticle-related genes.
We have shown that TcKnk-1 and TcRtv RNAi severely affect the
structure of the serosal cuticle causing increased mortality at low
humidities. RNAi for the sclerotization gene TcLac-2 also leads to
n Best hit Drosophila

erized GC6469
protein 1 GC5879
erized GC10112

GC6240
otein-like GC6240
icle protein A2B-like GC6240
6 GC2989
ding Peritrophin-A domain containing GC17698
10 GC18140
cuticular protein analogous to peritrophins 3-D1 GC17058
cetylase 2 GC8756
ding Peritrophin-A domain containing GC15313
n deacetylase 4 GC17905
cuticular protein analogous to peritrophins 3-A1 GC17052
uticular protein analogous to peritrophins 3-B GC4778
cetylase 5 GC2761
cuticular protein analogous to peritrophins 3-A2 GC17052
7 GC1869
uticular protein analogous to peritrophins 1-H GC13676
n deacetylase 1 GC8748
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reduced hatching rates at low humidities. Our data suggest that the
same genes structure the adult and serosal cuticle, and that this
structuring is crucial for desiccation resistance.

Acknowledgments

We thank Kees Koops for maintaining the beetle stock.

Appendix A. Supplementary data

Supplementary data related to this article can be found at http://
dx.doi.org/10.1016/j.ibmb.2015.02.014.

References

Anders, S., Huber, W., 2010. Differential expression analysis for sequence count data.
Genome Biol. 11, R106.

Andersen, S.O., 2010. Insect cuticular sclerotization: a review. Insect Biochem. Mol.
Biol. 40, 166e178.

Andersen, S.O., Rafn, K., Roepstorff, P., 1997. Sequence studies of proteins from larval
and pupal cuticle of the yellow meal worm, Tenebrio molitor. Insect Biochem.
Mol. Biol. 27, 121e131.

Arakane, Y., Hogenkamp, D.G., Zhu, Y.C., Kramer, K.J., Specht, C.A., Beeman, R.W.,
Kanost, M.R., Muthukrishnan, S., 2004. Characterization of two chitin synthase
genes of the red flour beetle, Tribolium castaneum, and alternate exon usage in
one of the genes during development. Insect Biochem. Mol. Biol. 34, 291e304.

Arakane, Y., Muthukrishnan, S., Beeman, R.W., Kanost, M.R., Kramer, K.J., 2005a.
Laccase 2 is the phenoloxidase gene required for beetle cuticle tanning. Proc.
Natl. Acad. Sci. U. S. A. 102, 11337e11342.

Arakane, Y., Muthukrishnan, S., Kramer, K.J., Specht, C.A., Tomoyasu, Y.,
Lorenzen, M.D., Kanost, M., Beeman, R.W., 2005b. The Tribolium chitin synthase
genes TcCHS1 and TcCHS2 are specialized for synthesis of epidermal cuticle and
midgut peritrophic matrix. Insect Mol. Biol. 14, 453e463.

Arakane, Y., Specht, C.A., Kramer, K.J., Muthukrishnan, S., Beeman, R.W., 2008. Chitin
synthases are required for survival, fecundity and egg hatch in the red flour
beetle, Tribolium castaneum. Insect Biochem. Mol. Biol. 38, 959e962.

Barrett, T., Wilhite, S.E., Ledoux, P., Evangelista, C., Kim, I.F., Tomashevsky, M.,
Marshall, K.A., Phillippy, K.H., Sherman, P.M., Holko, M., Yefanov, A., Lee, H.,
Zhang, N., Robertson, C.L., Serova, N., Davis, S., Soboleva, A., 2013. NCBI GEO:
archive for functional genomics data setsdupdate. Nucleic Acids Res. 41,
D991eD995.

Bucher, G., Scholten, J., Klingler, M., 2002. Parental RNAi in Tribolium (Coleoptera).
Curr. Biol. 12, R85eR86.

Charles, J.P., 2010. The regulation of expression of insect cuticle protein genes. Insect
Biochem. Mol. Biol. 40, 205e213.

Chaudhari, S.S., Arakane, Y., Specht, C.A., Moussian, B., Boyle, D.L., Park, Y.,
Kramer, K.J., Beeman, R.W., Muthukrishnan, S., 2011. Knickkopf protein protects
and organizes chitin in the newly synthesized insect exoskeleton. Proc. Natl.
Acad. Sci..

Chaudhari, S.S., Arakane, Y., Specht, C.A., Moussian, B., Kramer, K.J.,
Muthukrishnan, S., Beeman, R.W., 2013. Retroactive maintains cuticle integrity
by promoting the trafficking of knickkopf into the procuticle of Tribolium
castaneum. PLoS Genet. 9, e1003268.

Dixit, R., Arakane, Y., Specht, C.A., Richard, C., Kramer, K.J., Beeman, R.W.,
Muthukrishnan, S., 2008. Domain organization and phylogenetic analysis of
proteins from the chitin deacetylase gene family of Tribolium castaneum and
three other species of insects. Insect Biochem. Mol. Biol. 38, 440e451.

Furneaux, P.J.S., James, C.R., Potter, S.A., 1969. The egg shell of the house cricket
(Acheta Domesticus): an electron-microscope study. J. Cell Sci. 5, 227e249.

Furneaux, P.J.S., McFarlane, J.E., 1965. A possible relationship between the occur-
rence of catecholamines and water absorption in insect eggs. J. Insect Physiol.
11, 631e635.

Goltsev, Y., Rezende, G.L., Vranizan, K., Lanzaro, G., Valle, D., Levine, M., 2009.
Developmental and evolutionary basis for drought tolerance of the Anopheles
gambiae embryo. Dev. Biol. 330, 462e470.

Gorman, M.J., Kankanala, P., Kanost, M.R., 2004. Bacterial challenge stimulates
innate immune responses in extra-embryonic tissues of tobacco hornworm
eggs. Insect Mol. Biol. 13, 19e24.

Grimaldi, D.A., Engel, M.S., 2005. Evolution of the Insects. Cambridge University
Press.

Handel, K., Grunfelder, C.G., Roth, S., Sander, K., 2000. Tribolium embryogenesis: a
SEM study of cell shapes and movements from blastoderm to serosal closure.
Dev. Genes Evol. 210, 167e179.

Hinton, H.E., 1981. The Biology of Insect Eggs, first ed. Pergamon Press, Oxford.
Howe, R.W., 1956. The effect of temperature and humidity on the rate of devel-

opment and mortality of Tribolium Castaneum (Herbst) (Coleoptera, Tene-
brionidae). Ann. Appl. Biol. 44, 356e368.

Ioannidou, Z.S., Theodoropoulou, M.C., Papandreou, N.C., Willis, J.H.,
Hamodrakas, S.J., 2014. CutProtFam-Pred: detection and classification of
putative structural cuticular proteins from sequence alone, based on profile
hidden Markov Models. Insect Biochem. Mol. Biol. 52, 51e59.

Jacobs, C.G.C., Rezende, G.L., Lamers, G.E.M., van der Zee, M., 2013. The extraem-
bryonic serosa protects the insect egg against desiccation. Proc. R. Soc. B Biol.
Sci. 280.

Jacobs, C.G.C., Spaink, H.P., van der Zee, M., 2014. The extraembryonic serosa is a
frontier epithelium providing the insect egg with a full-range innate immune
response. eLife 3.

Jacobs, C.G.C., van der Zee, M., 2013. Immune competence in insect eggs depends on
the extraembryonic serosa. Dev. Comp. Immunol. 41, 263e269.

Jasrapuria, S., Arakane, Y., Osman, G., Kramer, K.J., Beeman, R.W., Muthukrishnan, S.,
2010. Genes encoding proteins with peritrophin A-type chitin-binding domains
in Tribolium castaneum are grouped into three distinct families based on
phylogeny, expression and function. Insect Biochem. Mol. Biol. 40, 214e227.

Jasrapuria, S., Specht, C.A., Kramer, K.J., Beeman, R.W., Muthukrishnan, S., 2012.
Gene families of cuticular proteins analogous to peritrophins (CPAPs) in Tribo-
lium castaneum have diverse functions. PLoS One 7, 1e15.

Kitzmann, P., Schwirz, J., Schmitt-Engel, C., Bucher, G., 2013. RNAi phenotypes are
influenced by the genetic background of the injected strain. BMC Genomics 14.

Kramer, K.J., Kanost, M.R., Hopkins, T.L., Jiang, H.B., Zhu, Y.C., Xu, R.D., Kerwin, J.L.,
Turecek, F., 2001. Oxidative conjugation of catechols with proteins in insect
skeletal systems. Tetrahedron 57, 385e392.

Lamer, A., Dorn, A., 2001. The serosa of Manduca sexta (Insecta, Lepidoptera):
ontogeny, secretory activity, structural changes, and functional considerations.
Tissue Cell 33, 580e595.

Livak, K.J., Schmittgen, T.D., 2001. Analysis of relative gene expression data using
real-time quantitative PCR and the 2(-Delta Delta C(T)) Method. Methods 25,
402e408.

Lomakin, J., Huber, P.A., Eichler, C., Arakane, Y., Kramer, K.J., Beernan, R.W.,
Kanost, M.R., Gehrke, S.H., 2011. Mechanical properties of the beetle Elytron, a
biological composite material. Biomacromolecules 12, 321e335.

Lord, J.C., Hartzer, K., Toutges, M., Oppert, B., 2010. Evaluation of quantitative PCR
reference genes for gene expression studies in Tribolium castaneum after fungal
challenge. J. Microbiol. Methods 80, 219e221.

Merzendorfer, H., 2006. Insect chitin synthases: a review. J. Comp. Physiol. B Bio-
chem. Syst. Environ. Physiol. 176, 1e15.

Moussian, B., 2010. Recent advances in understanding mechanisms of insect cuticle
differentiation. Insect Biochem. Mol. Biol. 40, 363e375.

Moussian, B., 2013. The apical plasma membrane of chitin-synthesizing epithelia.
Insect Sci. 20, 139e146.

Moussian, B., Soding, J., Schwarz, H., Nusslein-Volhard, C., 2005. Retroactive, a
membrane-anchored extracellular protein related to vertebrate snake
neurotoxin-like proteins, is required for cuticle organization in the larva of
Drosophila melanogaster. Dev. Dyn. 233, 1056e1063.

Moussian, B., Tang, E., Tonning, A., Helms, S., Schwarz, H., Nusslein-Volhard, C.,
Uv, A.E., 2006. Drosophila Knickkopf and retroactive are needed for epithelial
tube growth and cuticle differentiation through their specific requirement for
chitin filament organization. Development 133, 163e171.

Niu, B.L., Shen, W.F., Liu, Y., Weng, H.B., He, L.H., Mu, J.J., Wu, Z.L., Jiang, P., Tao, Y.Z.,
Meng, Z.Q., 2008. Cloning and RNAi-mediated functional characterization of
MaLac2 of the pine sawyer, Monochamus alternatus. Insect Mol. Biol. 17,
303e312.

Ostrowski, S., Dierick, H.A., Bejsovec, A., 2002. Genetic control of cuticle formation
during embryonic development of Drosophila melanogaster. Genetics 161,
171e182.

Panfilio, K.A., 2008. Extraembryonic development in insects and the acrobatics of
blastokinesis. Dev. Biol. 313, 471e491.

Punta, M., Coggill, P.C., Eberhardt, R.Y., Mistry, J., Tate, J., Boursnell, C., Pang, N.,
Forslund, K., Ceric, G., Clements, J., Heger, A., Holm, L., Sonnhammer, E.L.L.,
Eddy, S.R., Bateman, A., Finn, R.D., 2012. The Pfam protein families database.
Nucleic Acids Res. 40, D290eD301.

R Development Core Team, 2009. R: a Language and Environment for Statistical
Computing, 2.9.0. R Foundation for Statistical Computing, Vienna, Austria.

Rebers, J.E., Riddiford, L.M., 1988. Structure and expression of a Manduca sexta
larval cuticle gene homologous to Drosophila cuticle genes. J. Mol. Biol. 203,
411e423.

Rezende, G.L., Martins, A.J., Gentile, C., Farnesi, L.C., Pelajo-Machado, M.,
Peixoto, A.A., Valle, D., 2008. Embryonic desiccation resistance in Aedes aegypti:
presumptive role of the chitinized serosal Cuticle. BMC Dev. Biol. 8.

Roth, S., 2004. Gastrulation in Other Insects, Gastrulation: from Cells to Embryos.
Cold Spring Harbor Laboratory Press, Cold Spring Harbor, pp. 105e121.

Schaefer, J., Kramer, K.J., Garbow, J.R., Jacob, G.S., Stejskal, E.O., Hopkins, T.L.,
Speirs, R.D., 1987. Aromatic cross-links in insect cuticle - detection by solid-state
C-13 and N-15 NMR. Science 235, 1200e1204.

van der Zee, M., Berns, N., Roth, S., 2005. Distinct functions of the Tribolium zer-
knullt genes in serosa specification and dorsal closure. Curr. Biol. 15, 624e636.

Vargas, H.C.M., Farnesi, L.C., Martins, A.J., Valle, D., Rezende, G.L., 2014. Serosal
cuticle formation and distinct degrees of desiccation resistance in embryos of
the mosquito vectors Aedes aegypti, Anopheles aquasalis and Culex quinque-
fasciatus. J. Insect Physiol. 62, 54e60.

Zhu, Q., Arakane, Y., Beeman, R.W., Kramer, K.J., Muthukrishnan, S., 2008. Functional
specialization among insect chitinase family genes revealed by RNA interfer-
ence. Proc. Natl. Acad. Sci. 105, 6650e6655.

http://dx.doi.org/10.1016/j.ibmb.2015.02.014
http://dx.doi.org/10.1016/j.ibmb.2015.02.014
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref1
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref1
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref2
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref2
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref2
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref3
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref3
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref3
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref3
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref4
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref4
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref4
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref4
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref4
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref5
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref5
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref5
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref5
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref6
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref6
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref6
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref6
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref6
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref7
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref7
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref7
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref7
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref8
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref8
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref8
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref8
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref8
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref8
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref8
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref9
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref9
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref9
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref10
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref10
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref10
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref11
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref11
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref11
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref11
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref12
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref12
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref12
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref12
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref13
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref13
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref13
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref13
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref13
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref14
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref14
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref14
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref15
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref15
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref15
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref15
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref16
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref16
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref16
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref16
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref17
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref17
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref17
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref17
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref18
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref18
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref19
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref19
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref19
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref19
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref20
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref21
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref21
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref21
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref21
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref22
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref22
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref22
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref22
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref22
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref23
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref23
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref23
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref24
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref24
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref24
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref25
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref25
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref25
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref26
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref26
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref26
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref26
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref26
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref27
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref27
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref27
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref27
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref28
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref28
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref29
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref29
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref29
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref29
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref30
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref30
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref30
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref30
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref31
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref31
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref31
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref31
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref32
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref32
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref32
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref32
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref33
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref33
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref33
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref33
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref34
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref34
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref34
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref35
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref35
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref35
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref36
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref36
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref36
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref37
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref37
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref37
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref37
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref37
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref38
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref38
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref38
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref38
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref38
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref39
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref39
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref39
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref39
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref39
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref40
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref40
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref40
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref40
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref41
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref41
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref41
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref42
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref42
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref42
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref42
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref42
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref43
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref43
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref44
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref44
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref44
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref44
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref45
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref45
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref45
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref46
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref46
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref46
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref47
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref47
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref47
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref47
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref48
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref48
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref48
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref49
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref49
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref49
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref49
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref49
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref50
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref50
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref50
http://refhub.elsevier.com/S0965-1748(15)00048-X/sref50

	Elucidation of the serosal cuticle machinery in the beetle Tribolium by RNA sequencing and functional analysis of Knickkopf ...
	1. Introduction
	2. Materials and methods
	2.1. Insect rearing
	2.2. Molecular cloning and parental RNAi
	2.3. RNA extraction and qRT-PCR
	2.4. Transmission Electron Microscopy
	2.5. Generation of serosa-less eggs
	2.6. Hatching rate assays
	2.7. Analysis of RNA sequencing data
	2.8. Statistical analyses of hatching data

	3. Results and discussion
	3.1. TcKnk-1 and TcRtv RNAi affect the laminar structure of the serosal cuticle
	3.2. The structure of the serosal cuticle affects survival in dry conditions
	3.3. Many cuticle genes are specifically expressed in the serosa
	3.4. Conclusions

	Acknowledgments
	Appendix A. Supplementary data
	References


