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Stress-induced reproductive arrest in
Drosophila occurs through ETH
deficiency-mediated suppression of
oogenesis and ovulation
Matthew R. Meiselman1,2, Timothy G. Kingan1 and Michael E. Adams1,2,3*

Abstract

Background: Environmental stressors induce changes in endocrine state, leading to energy re-allocation from
reproduction to survival. Female Drosophila melanogaster respond to thermal and nutrient stressors by arresting
egg production through elevation of the steroid hormone ecdysone. However, the mechanisms through which this
reproductive arrest occurs are not well understood.

Results: Here we report that stress-induced elevation of ecdysone is accompanied by decreased levels of ecdysis
triggering hormone (ETH). Depressed levels of circulating ETH lead to attenuated activity of its targets, including
juvenile hormone-producing corpus allatum and, as we describe here for the first time, octopaminergic neurons
of the oviduct. Elevation of steroid thereby results in arrested oogenesis, reduced octopaminergic input to the
reproductive tract, and consequent suppression of ovulation. ETH mitigates heat or nutritional stress-induced
attenuation of fecundity, which suggests that its deficiency is critical to reproductive adaptability.

Conclusions: Our findings indicate that, as a dual regulator of octopamine and juvenile hormone release, ETH
provides a link between stress-induced elevation of ecdysone levels and consequent reduction in fecundity.

Keywords: Heat and nutrient stress, Endocrine, Liberin, Ecdysone, Ecdysis triggering hormone, Juvenile
hormone, Octopamine

Background
Reproduction demands precise temporal and spatial
coordination of energy resources in a dynamic environ-
ment. Under stressful conditions, organisms make crit-
ical metabolic decisions whether to opt for survival at
the expense of reproduction or to bear the cost of
reproduction at the possible expense of survival [1, 2]. In
addition to energetic demands, stressors indicate the
environment may not be favorable for maturation of
progeny, and animals largely consider either via an adap-
tive endocrine state. In humans, chronic stress, malnu-
trition, or excessive exercise, all markers for conditions

suboptimal for parturition, suppress fertility by changing
endocrine state [3]. This principle is also true for the
fruit fly, Drosophila melanogaster, which offers oppor-
tunities for associating changes in gene expression and
endocrine state with phenotypic changes in oogenesis
and ovulation.
As arthropods are ectothermic, temperature is a crit-

ical factor in evaluating suitability of environmental con-
ditions for procreation. Even brief exposures to cold or
heat can deplete energy stores, resulting in attenuation
of reproduction [4–6]. Mounting evidence suggests that
the adult stress response of Drosophila is mediated, at
least in part, by ecdysone signaling [7]. Ecdysone recep-
tor mutants are more resistant to heat, starvation, and
oxidative stress, and they have a 50% longer lifespan [8],
while heat and courtship stress elevate ecdysone levels
[9, 10]. In addition to association of elevated steroid
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levels with reproduction-attenuating stressors [6, 11], artifi-
cial elevation of steroid suppresses oogenesis [12, 13],
ovulation [14], and egg-laying [15]. Taken together, consid-
erable evidence indicates that ecdysone signaling mediates
environmental stress responses, leading to reproductive
arrest. However, precise mechanisms through which it
exerts this arrest remain undefined.
Since ecdysone facilitates reproductive activities, it is

somewhat perplexing that its levels elevate under stress-
ful conditions, thereby inhibiting reproduction. An
intriguing explanation lies in the recent revelation that
fecundity is critically influenced by ecdysis triggering
hormone (ETH) through its actions as an allatotropin
[16]. ETH levels in turn are influenced by ecdysone.
During the molt, high ecdysone levels induce expression
of ETH and ETH receptor (ETHR) genes but suppress
Inka cell secretory competence by inhibiting expression
of the transcription factor βFTZ-F1; ETH release is
thereby blocked until ecdysone levels decline [17]. Here
we report that ETH signaling in adults is also influenced
by steroid levels, with important ramifications for endo-
crine responses to stress.
Heat stress induces impaired oogenesis, with fewer

eggs in the later, vitellogenic stages of synthesis and a
greater number of oocytes undergoing programmed cell
death [6]. Programmed cell death of nascent oocytes is a
well-characterized mechanism for re-allocation of energy
stores [18]. Additionally, both heat-stressed and ETH-
deficient flies show a paradoxical accumulation of
mature oocytes, in spite of diminished oogenesis [16].
Accumulation of mature oocytes is a common phe-

nomenon when local control over ovary and oviduct
muscle by paracrine signals including proctolin, glutam-
ate, and octopamine (OA) is impaired [19–22]. Since ETH
is a prolific liberin during ecdysis, we asked whether it
could modulate release of effectors in the reproductive
tract. We report here that disruption of ETH signaling
specifically in octopaminergic neurons innervating the
female reproductive tract causes anovulation. Moreover,
ETH treatment in vitro or in vivo stimulates ovulation.
Using heat and nutritional deprivation as stressors, we

show that as circulating levels of ecdysone change, ETH
levels do as well, but in an inverse manner. We describe
a pattern of reproductive regulation, wherein altered
endocrine state adjusts reproductive output in response
to stressful environmental conditions.

Results
ETH deficiency-associated ovarian egg retention
is phenocopied by ETHR knockdown in
octopaminergic neurons
We showed previously that ETH deficiency causes
increased ovarian retention of mature, stage 14 eggs [16].
In this study, we investigated the cause of this egg

retention phenotype and report that octopaminergic neu-
rons innervating ovaries and oviduct are targets of ETH.
To further characterize physiological consequences of

ETH deficiency on the reproductive tract, ETH release
from Inka cells was disrupted using several experimental
approaches. Reduction of ecdysone receptor expression
selectively in Inka cells, the sole source of ETH, leads to
significant increase in mature egg retention in ovaries of
4-day-old virgin females (Fig. 1a). Likewise, Inka cell
ablation or block of ETH release using temperature-
sensitive shibire expression causes increased egg reten-
tion. As expression of either EcR-RNA interference
(RNAi) or the reaper gene prior to adulthood causes
lethal ecdysis deficiencies, we used the temperature-
sensitive tubulin-Gal80ts to repress Gal4 and raised flies
at the restrictive temperature (18 °C) until after eclosion
(see Methods section for details).
To identify cellular targets of ETH responsible for in-

creased egg retention, we used the Trojan ETHR-Gal4
driver for green fluorescent protein (GFP)-mediated
visualization and noticed labeling of octopaminergic
neurons innervating the base of the ovary and oviduct
[23, 24]. These neurons express tyrosine decarboxylase 2
(TDC2), responsible for conversion of tyrosine to
tyramine, a critical step in OA synthesis (Fig. 1b) [25].
As OA release and octopamine receptor activation are
critical for ovulation in Drosophila [21, 26–28] and ETH
is known to target neuroendocrine cells [29, 30], we
examined whether disruption of ETH signaling in octo-
paminergic neurons influences ovulation. Indeed, ETHR
knockdown in octopaminergic neurons of the female
reproductive tract was accomplished using two inde-
pendent Gal4 drivers: Tdc2-Gal4, which drives to all
octopaminergic neurons, including those in the female
reproductive tract [25], and Bwktqs-Gal4, which labels re-
productive tract neurons including octopaminergic cells
[22]. ETHR knockdown using either of these drivers in-
creases retention of mature eggs in the ovaries (Fig. 1c).

ETH induces ovarian contractions and ovulation via
activation of octopamine neurons
Since ETH activates ETHR-expressing target cells
through calcium elevation [29, 31], we asked whether it
mobilizes calcium in octopaminergic neurons inner-
vating the oviduct and ovaries. We exposed the repro-
ductive tract of Tdc2-Gal4/UAS-GCaMP6S females to
10 μM ETH in vitro in the presence of the OA receptor
antagonist epinastine (10 μM) and Mn2+ (50 μM) to
suppress movement associated with muscle contractions
and observed oscillatory fluorescence responses in OA
neurons (Fig. 2a, b); saline controls elicited no fluores-
cence responses (Additional file 1: Figure S1A, B).
OA is reported to amplify contractions of the peritoneal

sheath surrounding the ovaries [23]. We found that
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exposure of excised ovaries to either OA or ETH leads to
contractions of the peritoneal sheath in a concentration-
dependent fashion (Fig. 2c, d, Additional file 2: Video S1
and Additional file 3: Video S2). Additionally, silencing
ETHR expression in OA neurons eliminates contractile re-
sponses to 10 μM ETH (Fig. 2e, f). Interestingly, in addition
to the expected decrease in post-treatment contraction fre-
quency, constitutive, pre-treatment contraction frequency
of the peritoneal sheath increases significantly in flies fol-
lowing ETHR silencing in octopaminergic neurons
(TDC2-Gal4 > UAS-ETHR-IR2) (Fig. 2f). ETH-induced
contractions are blocked by pre-treatment with
epinastine, indicating that ETH-induced contractions
occur via OA release.
Expression of the calcium reporter GCaMP6S in ovary

epithelia using the 109-53-Gal4 driver (Fig. 3a) allowed
visualization of local calcium mobilization associated
with ovarian contractions (Fig. 3b). Both ETH and OA
treatments (Fig. 3c and d, respectively) evoke elevated
calcium levels and bouts of strong contractions. Con-
tractions occurring at the base of the ovary facilitate
movement of stage 14 oocytes from the ovary into the ovi-
duct (Additional file 4: Video S3 and Additional file 5:
Video S4). In contrast, treatments with tyramine,
glutamate, and proctolin all failed to stimulate ovary con-
tractions (Additional file 1: Figure S1C–E).

OA is necessary and sufficient for relaxation of the
oviduct, which is required for ovulation [22]. The relax-
ation response occurs via activation of two OA receptors
(Octß2R and OAMB [21, 32]) in the oviduct epithelium,
resulting in calcium mobilization, induction of nitric
oxide synthase, and NO release [26]. Using the oviduct
epithelium-specific OAMB-Gal4 driver, we examined
oviduct calcium responses to ETH and OA exposure
(Fig. 4a–f, Additional file 6: Video S5 and Additional file 7:
Video S6). ETH and OA treatments stimulate strong,
sustained calcium responses in oviduct epithelium lo-
calized to the juncture of lateral and common oviducts
(Fig. 4a, d). In OA-treated females, the response is gen-
erally rapid and sustained for up to 20 min (Fig. 4b).
On the other hand, ETH treatment elicits transient, os-
cillatory calcium responses with longer latency (Fig. 4g).
Calcium responses to both ETH and OA are blocked by
1 μM epinastine (Fig. 4c, f ). Time to peak calcium
levels in response to ETH treatment are significantly
longer than those for OA-induced responses (p < 0.05)
(Fig. 4g). When pretreated with OA, oviduct calcium
responses to additional ETH treatment are undetect-
able (Additional file 8: Figure S2A). As with ovary base
contractions, tyramine, glutamate, and proctolin elicit no
calcium mobilization response from oviduct epithelium
(Additional file 8: Figure S2B–D).

Fig. 1 Disruption of ETH action on octopaminergic neurons causes egg retention in virgin females. a Number of mature eggs retained in ovaries
of isolated adult virgin females with Inka cells ablated (ETH-Gal4;Tubulin-Gal80ts/UAS-Reaper) (n = 30), blocked (ETH-Gal4/UAS-Shits) (n = 35), and
EcR-silenced (ETH-Gal4;Tubulin-Gal80ts/UAS-EcR-RNAi) (n = 50) (biological replicates). b Co-staining of ETHR positive neurons in the vicinity of the juncture
of ovaries (yellow arrow) and oviduct (purple arrowhead) ETHR-Gal4/UAS-mCD8-GFP (green), anti-TDC2 (red), and 4’,6-diamidino-2-phenylindole
(DAPI, blue). Scale bar = 100 μm. c Number of mature eggs retained in the ovaries of virgin females with ETHR silenced in all octopaminergic neurons
(Tdc2-Gal4) (n = 50) and in the neurons innervating the female reproductive tract (Bwktqs-Gal4) (n = 40) (biological replicates). Error bars represent
standard error of the mean (SEM). ***p < 0.001, ****p < 0.0001
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We next examined whether injection of OA or ETH
stimulates ovulation in vivo. Most in vivo studies of ovu-
lation utilize a binary assay, whereby dissected ovaries
are scored for the presence or absence of an oocyte in
the oviduct or uterus [26, 33, 34]. In an attempt to
measure ovulation rate, we scored the position of the
ovulating oocyte in the oviduct (Fig. 5a) following injec-
tion of females with either saline, ETH, or OA. Injected
individuals were flash-frozen 90 min post-injection.
After freezing, the females were dissected and examined
for the position of the ovulating oocyte in the reproduct-
ive tract. Both ETH and OA injection induce in vivo

ovulation, measured either by oocyte position (Fig. 5b)
or the presence of an oocyte in the bursa (percent
ovulated; Fig. 5c). Mated females are more responsive
than virgins to ETH but not to OA injection.

ETH attenuates declining fecundity in heat-stressed
females
Declining fecundity is a known consequence of elevated,
thermally stressful temperatures [35]. Since impaired fe-
cundity results from ETH deficiency [16], we asked
whether ETH release from Inka cells under stressful
conditions might mitigate the heat stress phenotype. We

Fig. 2 ETH mobilizes calcium in octopaminergic neurons and evokes contractions of the ovarian peritoneal sheath. a, a’, a” Calcium imaging of
octopaminergic neurons innervating excised ovary (red arrowheads) and oviduct (blue arrowheads) of mated females (genotype Tdc2-Gal4/UAS-GCaMP6S).
Fluorescence responses observed in neurons innervating the oviduct (blue arrowheads) before (a) and after (a’ and a’ inset) ETH1 exposure (10 μM).
Change in fluorescence before and after ETH application is indicated by the horizontal blue arrow. Fluorescence responses recorded at the base of the
ovary (a”, orange arrowhead) after ETH application (vertical orange arrow in a” inset); scale bar = 100 μm; insets are 2X (a’) and 1.5X (a”). b Nerve terminal
fluorescence intensity from a over time, before and after treatment, indicated by black arrow. c, d Contractile responses of ovaries excised from Canton-S
females before (blue, c) and after ETH (green, c) or octopamine (red, d) treatment at various concentrations. Statistics indicate difference in contraction
frequency between agonist and saline (n= 20). e Ovarian contractile responses following ETHR silencing in octopaminergic neurons (TDC2-Gal4/ETHR-IR2)
and genetic controls before and after ETH1 (10 μM) treatment indicated by the black arrowhead and dotted line (n= 25) (biological replicates). f Contraction
rate of each genotype before and after ETH1 treatment is compared statistically among genotypes or across treatment. Contraction frequency for each
genotype was compared both to its contraction frequency before and after ETH treatment (Student’s t test) and to other genotypes either before or
after ETH treatment (one-way analysis of variance (ANOVA)). Error bars represent SEM. NS, p > 0.05; *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001.
TDC2-Gal4/+: Red, UAS-ETHR-IR2/+: Green, UAS-ETHR-IR2/TDC2-Gal4: Blue
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exposed females to increasing temperatures in the range
25 to 35 °C (Fig. 6a) and found that egg production in
control flies declines significantly at 28, 30, 32, and 35 °C.
At 28 °C, production drops from~ 180 to 130, while at
34 °C production was less than 20 eggs. However, transi-
ent receptor potential channel (TrPA1)-mediated activa-
tion of Inka cells in ETH-Gal4 > UAS-TrPA1 females
elevated egg production significantly at 28, 30, and 32 °C.
We sought to confirm that ETH attenuates the egg

production phenotype by assessing fecundity following
injection of ETH1 into unstressed and heat-stressed
mated females. When mated females are heat-stressed,
fecundity declines for a number of days, with duration
depending on the length of the heat stress [36]. We
found that Canton-S females reduce egg production
by ~ 80% following a 1-h, 38 °C heat stress (Fig. 6b). To
avoid interfering with sperm storage, wild-type females
were mated on day 4 and either heat stressed (1 h in a

water bath heated to 38 °C) or faux stressed (1 h in water
bath at room temperature) exactly 24 h later and then
moved to room temperature for 3 days. Faux heat-stressed
females injected with 20 pmol ETH showed no difference
in fecundity compared to controls (Fig. 6b). When heat-
stressed mated females were injected with 20 pmol ETH,
we observed a significant attenuation of this decline
(Fig. 6b), with females laying more eggs than the saline-
injected controls. Two-way analysis of variance (ANOVA)
confirmed an interaction between thermal treatment and
injection of ETH (p < 0.01), arguing that ETH-induced
stimulation of fecundity depends upon stress context.
These data suggest that ETH attenuates loss of fe-

cundity under stressful conditions. One possible explan-
ation for these observations is that heat stress causes a
decline in circulating ETH. As oogenesis and fecundity
depend upon juvenile hormone (JH), and ETH is an ob-
ligatory allatotropin [16, 37], we sought to determine
whether treatment with the JH analog methoprene could
attenuate heat shock-induced repression of fecundity.
Methoprene treatment did not increase fecundity, sug-
gesting that resumption of oogenesis without affecting
ETH deficiency-induced anovulation cannot accelerate
egg-laying under these circumstances (Fig. 6b).

ETH attenuates heat stress-induced arrest of oogenesis
and egg retention
ETH stimulates fecundity by stimulating progression of
oogenesis via JH production [16]. In this study, we have
shown that ETH activates octopaminergic neurons to
facilitate ovulation. The ovarioles of heat-stressed mated
females exhibit reduction of vitellogenic oocytes and in-
creased rates of mid-oogenesis apoptosis, which is rare in
unstressed flies [6, 16]. As expected, when we examined
the mid-oogenetic oocytes (stages 8–10), we found that
ETH injection into heat-stressed females increased the
number of progressing oocytes while reducing the number
going through apoptosis, with ETH-injected oogenesis
comparable to that at unstressed levels (Fig. 6c, d,
Additional file 9: Figure S3A, B).
Sugar starvation also is reported to promote mid-

oogenesis apoptosis [13]. We found that ETH injection
into sugar-starved flies rescues oogenesis (Additional file 9:
Figure S3C, D). As mated females without an appropriate
substrate on which to lay eggs rarely ovulate and oviposit
[38], egg retention was not examined.
In the mated state, ovulation occurs soon after oogen-

esis is completed, and egg retention is minimal. How-
ever, upon exposure to heat stress, females retain a
much greater number of stage 14 oocytes, but no clear
mechanistic explanation has been reported [6]. We also
observed that, while unstressed females retain very few
eggs in their ovaries, heat stress increases the number of
eggs retained threefold (Fig. 6e). ETH injection reverses

Fig. 3 Basal ovary epithelium mobilizes calcium when contractions
occur after ETH or OA treatment. a Expression pattern of 109-53-Gal4/
UAS-mCD8-GFP in the female reproductive tract (a) and at the base of
the ovary (a’) (scale bars = 100 μm). b Calcium response in ovary
epithelium (109-53-Gal4/UAS-GCaMP6S) before (b) and during (b’)
contractions induced by ETH treatment (yellow arrows indicate
calcium responses at the base of the ovary; scale bar = 100 μm).
c, d Quantification of ovary fluorescence response to 10 μM ETH
(c, black arrowhead) and 50 μM octopamine (d, black
arrowhead) treatment
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egg retention (Fig. 6e), whereas treatment with metho-
prene increases the number of mature eggs retained,
with increased egg production and sustained anovulation
(Fig. 6e). Taken together, our data suggest that heat
stress depresses fecundity by simultaneously arresting
both oogenesis and ovulation.

Heat and/or nutritional stress elevates ecdysone and
lowers ETH
It is well established that heat stress leads to elevated
ecdysone levels [6, 9]. High ecdysone levels during molts
block ETH release by suppressing expression of the
competence factor βftz-f1 [17]. We have shown that

Fig. 4 ETH mobilizes calcium in oviduct epithelium via octopamine release. a, d Oviducts of OAMB-Gal4/UAS-GCaMP5 females before (a, d) and
after 50 μM OA (a’) and 1 μM ETH (d’) treatment (scale bars = 100 μm). b, e Typical kinetics of the calcium responses to OA (b) and ETH (e).
c, f Kinetics of oviduct calcium response to OA (c) and ETH (f) pre-incubated in 1 μM of the OA antagonist epinastine (treatment at red arrowheads).
g Average latency to peak calcium response after ETH and OA treatment (n = 10) (biological replicates). Error bars represent SEM. **p < 0.01

Fig. 5 ETH activates ovulation in vivo. a Scoring system for in vivo ovulation. Ovaries were dissected, and oocyte position was scored according to
which physiological plane was broken by the tip of the furthest oocyte (scale bar = 100 μm). b Quantification of oocyte distance in oviducts of females
90 min after injection with saline (blue bars), ETH (green bars), or OA (pink bars) (n = 20) (biological replicates). c Percent of the same females with an
egg present in their bursa (percent ovulated) (n = 20) (biological replicates). Error bars represent SEM. *p < 0.05, **p < 0.01, ****p < 0.0001
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heat-stressed females show hallmarks of ETH
deficiency — arrested oogenesis and egg retention — and
these phenotypes can be rescued by ETH treatment. We
therefore asked whether elevated ecdysone under stressful
conditions leads to ETH deficiency, which might explain
the oogenesis and ovulation phenotypes described above.
We found that heat stress or sugar starvation indeed

elevates ecdysone levels (Fig. 7a). We examined whether
elevation of ecdysone under conditions of heat stress
affects circulating ETH levels by performing an enzyme
immunoassay (EIA). To avoid rupturing Inka cells, we
extracted the hemolymph by making incisions in the
ventral abdomen and dorsal thorax and bled the animals
according to procedures described in the Methods
section. The hemolymph extraction protocol was vali-
dated by injecting known quantities of ETH into mated
females. We found that the quantity of ETH extracted
increased in proportion to the dose injected (Additional
file 10: Figure S4A). This procedure also allowed us to
estimate the amount of hemolymph-borne ETH recov-
ered (2.111 ± 0.221%) and relative levels of circulating
ETH in mated females (950 nM at time of extraction).

Circulating levels of ETH-like immunoreactivity are
significantly reduced under heat stress conditions
(Fig. 7b). Likewise, sugar-starved females show a signifi-
cant drop in ETH levels (Fig. 7c). In contrast, wet starva-
tion resulted in a decline of ecdysone levels (Additional
file 10: Figure S4B) but an elevation of ETH (Additional
file 10: Figure S4C). Taken together, these data suggest
an inverse relationship between levels of circulating
ecdysone and ETH.

Ecdysone repression of ETH release is necessary and
sufficient for heat stress-induced attenuation of oogenesis
and ovulation
Elevated ecdysone levels are associated with activation of
apoptosis during mid-oogenesis, leading to arrest of vi-
tellogenesis, progression of post-stage 7 oocytes to latter
stages of oocyte development, and decreased fecundity
[12, 39–41]. Recent evidence suggests that high ecdys-
one levels also may inhibit the follicle rupture necessary
for ovulation [12, 14], but the mechanistic explanation
for these phenomena remains lacking.

Fig. 6 Heat stress-induced decreases in fecundity, oogenesis, and ovulation are mitigated by ETH injection. a Number of eggs laid by ETH-Gal4/
UAS-TRPA1 females exposed to various temperatures over a 3-day period compared to Gal4 and UAS controls (n = 20) (biological replicates).
b Eggs laid by Canton-S faux heat-stressed females injected with ETH (n = 10) or saline (n = 10) at room temperature (solid bars) or mated females
exposed for 1 h to 38 °C (red cross hatch patterns) and treated immediately thereafter with saline (n = 25), ETH (n = 25), acetone (n = 30), or
methoprene dissolved in acetone (n = 35) (biological replicates). ETH treatment and heat stress had significant interaction with two-way ANOVA
(p < 0.01). c Stage 9 progressing (left, pink arrowhead) and degenerating (right, pink arrowhead) oocytes from heat-stressed, ETH-injected (c) or
saline-injected (c’) females, respectively. Preparations are stained terminal deoxynucleotidyl transferase dUTP nick end label (TUNEL, red) and DAPI
(blue) (scale bars = 50 μm). d Quantification of progressing (stage 8/9 intact) and degenerating (stage 8/9 undergoing apoptosis) oocytes in saline
and ETH (10 μM) injected females (n = 20) (biological replicates). e Number of mature eggs retained in ovaries of heat-stressed females injected
with saline or ETH (10 μM) or treated topically with acetone alone or methoprene dissolved in acetone (n = 30). Error bars represent SEM. NS,
p > 0.05; *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001
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High ecdysone levels associated with molting induce
ETH production but block its release, causing Inka cells to
increase in size and ETH-like immunoreactivity [17, 42].
To determine whether ecdysone has similar effects on
Inka cells during the adult stage, we injected mated
females with the biologically active form of ecdysone,
20-hydroxyecdysone (20E) (20 pM) and found that Inka
cells increased in volume and ETH-like immunoreactivity
(Fig. 7d, e).
These results suggest that high levels of ecdysone are as-

sociated with increased synthesis [16] but suppressed re-
lease of ETH during adulthood. Prior to ecdysis, high
concentrations of ecdysone suppress expression of βftz-f1,
which is required for secretory competence of Inka cells

[17]. We therefore examined whether we could rescue
heat-stress-induced arrests in oogenesis, ovulation, and
egg-laying by disrupting ecdysone-mediated repression of
Inka cell secretory competence. Using Inka cell-specific
GAL4 drivers for (1) EcR knockdown, (2) overexpression
of an EcR dominant negative isoform, and (3) overexpres-
sion of βFTZ-F1, females were exposed to heat stress and
tested for egg production and physiological markers of
ETH deficiency. Test females showed a clear increase in
progression beyond mid-oogenesis (Additional file 10:
Figure S4E, F) and fewer mature eggs retained in their
ovaries compared to controls (Fig. 7g). Ovariole profiles
thus suggest that egg development and ovulation are res-
cued by these manipulations. Furthermore, expression of

Fig. 7 Ecdysone suppression of Inka cell secretory competence reduces ETH levels in hemolymph of stressed flies. a Ecdysone levels were determined
by enzyme immunoassay (EIA) from unstressed/fed flies 24 h after heat stress or 24 h after starvation (n = 15 flies per point; each point represents a
separate experiment). b, c ETH levels were determined by EIA from hemolymph extractions of unstressed mated females or 24 h after heat
stress (b, see Additional file 10: Figure S4E) and after 24 h of sugar starvation (c, see Additional file 10: Figure S4F) (n = 50 flies per point; each
point represents a separate experiment). d Volume of ETH immunoreactivity in A4 Inka cells from saline- or 20-hydroxyecdysone (20E)-injected
females (n= 20). e ETH-like immunoreactivity of Inka cells (green) observed in ETH-Gal4/UAS-Red Stinger females 24 h after injection of either saline (e) or
36 ng of 20E (e’) (scale bars = 10 μm). f–h Heat-stressed females of genotypes ETH-Gal4;Tubulin-Gal80ts/UAS-ßFTZ-F1, ETH-Gal4;Tubulin-Gal80ts/UAS-EcR-DN,
ETH-Gal4;Tubulin-Gal80ts/UAS-EcR-RNAi, and genetic controls scored for oogenesis (f) stages 8–9 progressing (green), degenerating (red), and
late stage (10–13) oocytes (blue), (g) egg retention, and (h) eggs laid during the 3 days after heat stress (n = 30) (biological replicates). Error
bars represent SEM. NS, p > 0.05; *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001
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either dominant negative EcR or βftz-f1 led to significant
increases in egg production under heat stress conditions
(Fig. 7h). These findings confirm that stress-induced ele-
vation of ecdysone levels reduces secretory competence of
Inka cells, leading to ETH deficiency.

Discussion
Evidence presented here establishes a new paradigm for
Drosophila reproduction, wherein stressful conditions
arrest egg production via a hormonal cascade involving
reciprocal ecdysone and ETH signaling. As steroid levels
fluctuate in response to stress, so too does ETH, a
consequence of steroid-regulated changes in Inka cell
secretory competence. ETH activates two downstream
targets: the JH-producing corpus allatum and modula-
tory OA neurons innervating the ovary and oviducts. We
characterize the nature of ETH dependence, and assign
function and context to a newly recognized hormonal axis
governing reproductive responses to stress.
Our previous report showed that ETH is an obligatory

allatotropin, promoting oogenesis and fecundity through
JH production; consequently, ETH deficiency results in
low JH levels and arrested oogenesis [16]. In the present
work we demonstrate for the first time that ovulation of
stage 14 oocytes depends upon ETH activation of OA
neurons innervating the ovary and oviduct. We also offer
a comprehensive explanation for the change in distribu-
tion of vitellogenic oocytes reported in EcR mutants or
under conditions of high or low ecdysone, depending on
stress levels [6, 12, 43, 44]. We show that ETH deficiency
or ETHR knockdown results in accumulation of stage 14
oocytes in the ovary due to ovulation block [21, 22, 26]
and provide for the first time a mechanistic link between
altered endocrine state and ovulation.

ETH regulates OA signaling in the female reproductive
tract
We have demonstrated that ETH promotes ovulation
through activation OA neurons to induce contractions
in the ovary and relaxation of the oviducts. It is interest-
ing that ETH triggers calcium dynamics in vitro on
distal axonal projections, suggesting ETH-stimulated
OA release results from direct action of ETH on axons
and/or nerve terminals. While ovary contractions in re-
sponse to ETH exposure occur in both virgin and mated
females, we chose virgin females for analysis due to
higher spontaneous contractile activity in mated females.
This is likely due to actions of ovulin after insemination,
which stimulate outgrowth of octopaminergic neurons
innervating the oviduct [27]. In virgin females,
concentration-dependent ETH actions on the ovary (low
micromolar) are in the range predicted for activation of
ETHR-A receptors [31].

Acting through OA neurons, ETH mobilizes calcium
in the epithelium enveloping the ovary, initiating bursts
of contractions in the peritoneal sheath at the base of
the ovary associated with ovulation. Although bath-
applied ETH and OA are both sufficient to induce cal-
cium mobilization in the oviduct epithelium, they induce
distinctive response patterns. OA causes a rapid, sus-
tained calcium wave with a slowly waning plateau
following the peak response. ETH actions occur with
longer latency and induce oscillatory calcium dynamics,
which could be a consequence of periodic synaptic re-
uptake of OA by nerve terminals. No changes in inten-
sity were observed between treatments or at different
doses, suggesting a possible threshold effect. It is also in-
teresting to note that calcium waves spread through the
epithelial layer (Additional file 7: Video S6), suggesting
that the epithelium is a functional syncytium, which un-
doubtedly aids in coordination of relaxation.
Injection of mated females with either ETH or OA in-

duces ovulation in vivo, whereas injected virgin females
respond much more weakly. In order for ovulation to
occur, OA causes follicle rupture inside the ovaries, a
process requiring one to several hours ex vivo [14, 45].
We hypothesize that mated females are in the proper
endocrine state for ovulation, and thus follicle rupture
may already be in progress before application of ETH or
OA. As follicle rupture is the critical first step for egg-
laying, this limiting factor would explain the length of
time (up to 60 min) elapsed after physiological levels of
ETH/OA are reached for in vivo ovulation to occur,
given that ovary contraction and oviduct relaxation
occur within seconds.
We also examined agents previously implicated in

oviduct contractions, including tyramine, glutamate, and
proctolin. While the ineffectiveness of tyramine and
glutamate is not surprising, the negative result with proc-
tolin is at variance with prior literature [19]. Examination
of proctolin-induced contractions revealed that they are
localized to the distal tip (germaria) of the ovaries. More-
over, proctolin does not stimulate ovulation in vitro. It ap-
pears that the role of proctolin in Drosophila ovaries is
more limited than in the well-studied locust oviduct [46].

Stress (heat and yeast deprivation) elevates ecdysone,
creating circulating ETH deficiency
We have shown that elevated ecdysone levels in re-
sponse to heat and nutritional stress are associated with
a drop in circulating ETH levels. We previously hypoth-
esized that the Inka cell secretory competence model
governing ecdysis signaling during developmental stages
may persist into adulthood [16]. The results presented
here support this hypothesis.
Both stress and ETH deficiency have similar conse-

quences for reproduction, namely arrested oogenesis

Meiselman et al. BMC Biology  (2018) 16:18 Page 9 of 15



and reduced ovulation, resulting in increased stage 14
egg retention and lower egg production. Progression of
mid-oogenetic oocytes is directly correlated with JH
levels [12, 18, 47], while OA release from reproductive
tract neurons is necessary for ovulation [21, 25]. Here
we show that arrested oogenesis and ovulation contrib-
uting to the ovariole profile observed in heat-stressed
flies [6] can be explained by ETH deficiency, which has a
dual role in regulating JH levels and activity of OA neu-
rons innervating ovaries and oviducts. Indeed, arrest of
both oogenesis and ovulation deficiencies can be rescued
by ETH, either through TRPA1 activation of Inka cells
or direct injection of ETH1.
We examined the mechanism through which elevated

ecdysone leads to ETH deficiency by performing rescue ex-
periments designed to (1) suppress steroid signaling in
Inka cells and (2) express the transcription factor ßFTZ-F1,
which confers secretory competence of Inka cells and is
suppressed by high ecdysone levels [17]. Although some-
what variable in their effectiveness, these manipulations
resulted in clear rescue of oogenesis and ovulation in heat-
stressed females, confirming that the thermal stress
response operates through the influence of ecdysone on
Inka cell secretion.

Implications of the ecdysone/JH balance on oogenesis
and ovulation
We found that methoprene treatment increases progres-
sion of oogenesis but does not increase oviposition in
stressed animals. These results are similar to those re-
ported previously [12]. In fact, we observed a significant
increase in eggs retained after methoprene treatment,
suggesting that synthesis of mature eggs resumes with
JH treatment, but ovulation remains impaired under
conditions of elevated ecdysone and ETH deficiency.

This suggests that ovulation provides a gating mechan-
ism under stressful conditions, limiting egg production
while conditions are suboptimal (Fig. 8). A recent report
suggested that normal ecdysone levels stimulate follicle
rupture and ovulation, but that elevated levels inhibit
follicle rupture [14]. The present work provides an
additional mechanism for suppression of ovulation asso-
ciated with elevated ecdysone levels: repression of ETH
release leading to reduced OA neuron activity.
Drosophila responds to courtship, nutritional, chem-

ical, and thermal stress with elevation of ecdysone levels
[9, 10, 48, 49]. Here we show that sugar starvation and
heat stress depress ETH levels in the hemolymph. We
only observed a relatively small reduction in ETH levels,
but this could be due to two reasons. Our extraction
method required dilution of the hemolymph in order to
minimize coagulation. This may pare any differences be-
tween samples in ETH immunoreactivity depending on
the success of the extraction. Second, we were operating
at the limit of quantification (LOQ) for the ETH1
antiserum. Consequently, concentrations under 18 nM
could not be accurately quantified, and thus heat-
stressed females may have even lower ETH than the EIA
could indicate.
It is interesting to note that wet starvation reduces

ecdysone levels and increases ETH levels, whereas sugar
starvation increases ecdysone levels [39] and, as we show
here, increases ETH levels. Wet-starved females were
precisely synchronized in mating on day 4, and began
starvation (no nutrient source, wet KimWipe) 24 h later
for an additional 24 h. In order to mimic conditions
described by Terashima et al. [39], amino acid-deprived
females were group-raised until day 3, and groups were
placed on agar + 10% sucrose for 24 h. Mating was not
controlled in sugar-starved females, though it is known

Fig. 8 Model depicting Drosophila melanogaster adult endocrine axis. a Direct influences of 20E, ETH, JH, and OA on one another and on the
female reproductive system. b Model depicting how circulating ecdysone can regulate fecundity via ETH and its targets under normal and stress
conditions. Fecundity depends hierarchically on oogenesis and ovulation
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to influence ecdysone levels dramatically in the short
term [50]. This, in addition to our slightly different age
(6 days after eclosion at time of measurement vs 4 days)
and different method of starvation (wet starvation vs
agar medium and 5% sucrose), may also change endo-
crine state. While these discrepancies may all be contrib-
uting factors, arguably the most interesting result is that
ecdysone decrease led to elevated circulating ETH. This
adds credence to the hypothesis that ETH and ecdysone
levels are generally inversely correlated.
Unique stresses may garner different endocrine re-

sponses because different types of cues require differential
behavioral adaptation. The ability of a hormone to coordin-
ate a wide variety of target tissues to change in state makes
it a perfect tool for stress adaptation. As an organism en-
counters a new type of stress, they may adapt a new endo-
crine state to coordinate a tissue-wide response. Many
hormones in closely related insects play markedly different
roles, which evolve as rapidly as behavioral niches, but an
endocrine core in E-ETH-JH is highly conserved, similar to
the hypothalamic-pituitary-gonadal (HPG) axis among ver-
tebrates. A hormonal network with competence to adjust
reproductive output in response to environmental changes
is undoubtedly a common phenomenon among multicellu-
lar organisms. The discovery of a stress response hormonal
axis and, more aptly, a peptide hormone with the potential
to alleviate stress-induced deficits in reproduction could be
of particular relevance to the honey bee Apis mellifera. In
recent years, Apis reproductives have been producing
fewer progeny due to a variety of stressors, including
temperature extrema [51, 52]. While proctolin has already
been found to be a short-term reproductive stimulant in
Apis queens [53], ETH is attractive as it can alter JH levels,
which in turn may rescue poor pheromone production, the
proximal cause of supersedure [54–56].

Conclusions
In summary, we have demonstrated that the peptide hor-
mone ETH is critical for proper functioning of octopami-
nergic neurons innervating the reproductive tract and,
consequently, ovulation. Inka cells, the sole source of
ETH, appear to be tightly regulated by hemolymph ecdys-
one levels. Stress-induced elevation of ecdysone levels
leads to ETH deficiency, resulting in reduced reproductive
output through arrest of oogenesis and ovulation. This
provides the first mechanistic explanation connecting
known endocrine perturbation and anovulation and sets
the context for further examination of endocrine regula-
tion of stress and reproduction in insects.

Methods
Flies
Flies used for immunohistochemistry, calcium imaging,
and corpora allata ETHR silencing were raised at 23 °C on

standard cornmeal-agar media under a 12:12 h light:dark
regimen. Inka cell-ablated and EcR-interrupted flies were
raised as described previously [16]. Inka cell-blocked and
conditional ETHR-silenced or EcR-dominant-negative flies
(genotype ETH-Gal4;tubulin-Gal80ts) were raised at the
Gal80ts permissive temperature (18 °C) and moved to the
nonpermissive temperature (28 °C) after eclosion until
day 4. The use of double-stranded RNA constructs for si-
lencing of ETHR (UAS-ETHR-Sym; UAS-ETHR-IR2 line
(VDRC transformant ID dna697)) was described recently
[57]. Bwktqs-Gal4 flies were obtained from Dr. Enrique
Reynaud (Instituto de Biotecnología, Mexico City, Mexico).
OAMB-Gal4 was obtained from Dr. Kyung-An Han
(University of Texas, El Paso, TX, USA). UAS-ßFTZ-F1 was
described previously [17]. ETHR-Gal4 was obtained from
Dr. Ben White (National Institute of Mental Health, Silver
Spring, MD, USA). All other fly lines were obtained from
the Bloomington Stock Center (Indiana University, Bloom-
ington, IN, USA): Tdc2-Gal4 (BS no. 9313), UAS-TrpA1
(BS no. 26264), UAS-Red Stinger (BS no. 8574), UAS-
mCD8-GFP (BS no. 5137), UAS-rpr (BS no. 8524), UAS-
GCaMP6S (BS no. 42746), UAS-GCaMP5 (BS no. 42037),
TubP-Gal80ts (BS no. 7017), ETH-Gal4 (BS no. 51982),
UAS-EcR-RNAi (BS no. 37059), UAS-EcR.B1 (BS no. 6869).

Immunohistochemistry
Labeling of ETHR-expressing octopaminergic neurons
Ovaries were removed from group-raised females of the
genotype Trojan ETHR-Gal4/UAS-mCD8-GFP and imme-
diately placed in 4% paraformaldehyde for 55 min. Once
fixation was complete, ovaries were rinsed briefly in
phosphate-buffered saline (PBS) with 5% Triton-X (PTX)
and five times for 10 min in 0.5% PTX. After washing,
ovaries were blocked for 5 h in 0.5% PTX+ 5% normal
goat serum (NGS) and then swapped for 0.5% PBST + 5%
NGS containing mouse anti-GFP primary (Invitrogen,
1:500) and rabbit anti-tyrosine decarboxylase 2 (1:200,
Covalab, Atlanta, GA, USA). After two overnights, sam-
ples were washed five times and Alexa Fluor 488-labeled
goat anti-mouse IgG (Invitrogen), Alexa Fluor 555 goat
anti-rabbit (Invitrogen), and 0.5 mg/ml 4’,6-diamidino-2-
phenylindole (DAPI) in 0.5% PBS-Tween20 (PBST) + 5%
NGS were added. After 4 days, samples were washed five
times, mounted in Aqua Poly/Mount (Polysciences Inc.,
Warrington, PA, USA), and imaged on a Leica SP5 con-
focal microscope.

Inka cell staining
Flies were mated on day 4, heat-stressed or injected on
day 5, and opened and fixed 24 h later. Immunohisto-
chemistry for visualization of the Inka cells was per-
formed as described previously [16]. After staining, we
constructed image stacks using 1-μm sections. The
volume of Inka cells was measured using the Volume
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Viewer and region of interest (ROI) tools in ImageJ. The
ETH-IR volume is the total volume minus the volume of
the DAPI and Red-Stinger-labeled nucleus.

Treatments
Heat stress
Flies of indicated genotypes were mated on day 4 and
24 h later were aspirated into an empty glass culture
tube (no more than five females per tube) and sub-
merged in a 38 °C hot water bath for 1 h. Flies were
either injected first or placed on a food plate for egg-
laying immediately afterward.

Starvation
Wet starved females were mated on day 4. After 24 h fe-
males were placed in a vial with a wet KimWipe for 24 h
before extraction. Sugar-starved females were group-raised
until day 3 and placed on 3% agar + 10% sucrose plates for
24 h and extracted. For injections, sugar-starved females
were injected abdominally with either ETH or fly saline
alone on day 3 and placed on 3% agar + 10% sucrose plates
for 48 h before assessment of fecundity and oogenesis.

Injections/topical application of methoprene
Injections or topical application of methoprene/acetone
was performed immediately after heat shock. Females
were anesthetized on ice and placed on an Echotherm
chilling plate. For methoprene treatment, females were
treated as described previously [16] before being given
72 h for egg-laying. For injections, females were
anesthetized and injected with 50 nl of 100 μM ETH in
the abdomen.

Egg retention and egg-laying
Female flies of the indicated genotype were isolated
in 1-cm culture tubes with standard fly food at eclosion.
For egg-laying, after 4 days flies were mated with wild-
type males and re-isolated for 24 h to store sperm. After
24 h, females were heat shocked and injected before being
moved to apple juice-agar-yeast plates for 3 days to lay
eggs as previously described (or see [16]). TRPA1 flies
were raised at 23 °C for 4 days and moved to an incubator
of indicated temperature on an apple juice plate for 3 days.
For egg retention, virgin females were dissected at
3:00 pm, ovaries were opened up, and mature, stage 14
oocytes in the ovaries were counted and compared.

Calcium imaging
Octopaminergic neurons
Group-raised females of the genotype Tdc2-Gal4/UAS-
GCaMP6S >UAS-mCD8-RFP were reared at 28 °C after
eclosion until day 5. At day 5, females were cold-
anesthetized and ovaries were removed in fly saline and
immediately added to 90 μl of fly saline + 10 μM

epinastine and 50 μM Mn2+ to prevent contraction-
associated movement of the sample. The sample was put
on a glass cover slip and onto an SP5 inverted confocal
microscope, recorded at 40X. After 100 s of habituation,
ovaries were treated with 10 μl of 100 μM ETH1 (final
concentration 10 μM) and recorded for 10 min.

Epithelial response
Group-raised females of the genotype OAMB-Gal4/UAS-
GCaMP6S (oviduct epithelium) or 109-53-Gal4 >UAS-
GCaMP6S (ovary epithelium) were reared at 28 °C after
eclosion until day 5. We used an imaging setup consisting
of a Polychrome V monochromator (TILL Photonics/FEI)
as light source and a TILL Imago charge-coupled device
(CCD) camera. The microscope (Olympus Model
BX51WI) was equipped with a 40X W NA 0.8 objective.
Binning on the chip (8 × 8) was set to give a spatial
sampling rate of 1 μm/pixel (image size 172 × 130 pixels,
corresponding to 172 and 130 μm). Images were taken at a
rate of 4 Hz. The excitation wavelength was 488 nm, and
the exposure time was 25 ms. Fluorescent light passing an
excitation filter (370–510 nm) was directed onto a 500-nm
DCLP mirror followed by a 515 LP emission filter for
enhanced green fluorescent protein. Timing of treatment
was performed as above; the bath was 180 μl and 20 μl for
treatment as indicated.

Ovary contractions
For dose-response curves, ovaries were removed from
cold-anesthetized, Canton-S virgin female flies and im-
mediately added to 180 μl of fly saline, then placed
under a stereomicroscope with a Canon EOS Rebel T5i
video camera. We added 20 μl of 10X the indicated dose
of ETH or OA to the bath at 2 min after recording
began, and recording continued until 4 min. Videos were
reviewed single blind, and the number of contractions
during the 2 min prior to and after treatment was tallied.
For OA neuron ETHR silencing, videos were prepared
in the same fashion, but contractions for each 30-s inter-
val of the video were tallied, averaged, and graphed over
time to analyze contractions over time. Epinastine
(200 μM) was added to the saline just before the ovaries
when indicated.

Ovulation
In vivo ovulation was assessed by cold-anesthetizing and
injecting group-raised day 4 females abdominally with
36 nl of the indicated amount of ETH or OA dissolved
in fly saline or saline alone. After 90 min of recovery
time, flies were flash-frozen with dry ice, and the cuticle
was removed from around the ovaries to view the pos-
ition of the egg. For each fly, the furthest ovary along
the oviduct was scored for position and recorded.
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Oogenesis
After 3 days of egg-laying, ovaries were removed from
flies of various treatments and DAPI/terminal deoxynu-
cleotidyl transferase dUTP nick end label (TUNEL)
stained using the previously described protocol [16].

Enzyme immunoassay (EIA)
ETH extraction
Canton-S females were mated on day 4, and 24 h later
were subjected to heat stress, wet or sugar starvation, or
injection with ecdysone. After an additional 24 h, groups
of 8–12 females were cold-anesthetized on ice and
placed in wells of a round-bottom glass slide on a chill-
ing plate (Echotherm, Torrey Pines Scientific, San Diego,
CA, USA) set to 2 °C. Wings and tarsi were removed,
and flies were moved to a dry well. To leach out the
polar ETH from the hemolymph and prevent coagula-
tion, 1 μl of molecular grade water per fly was added to
the bottom of the well, and flies were opened on the
dorsal thorax and ventral abdomen, taking care not to
rupture tissue, including trachea. Flies were each gently
depressed once to ensure mixing of hemolymph and
water, removed, and placed head down (to avoid genital
tract contamination) in a 1-ml centrifuge tube, which
was previously perforated several times at the bottom
with a 27.5 gauge needle. The remaining hemolymph-
water mixture was removed and added to the tube, and
the tube was centrifuged for 5 min at 5000 g. The flow-
through was collected and immediately moved to stor-
age at –80 °C. Once 50 flies were collected, the tube was
spun at 16,000 g, and the supernatant was removed for
analysis by EIA.

Ecdysone extraction
Females were prepared as above, except that each ex-
periment pooled 15 flies. Extraction differed in that free
ecdysone was separated from its glandular source by re-
moval of the ovaries and decapitation. The remaining
body parts were homogenized in 300 μl of methanol and
centrifuged at 16,000 g, and the supernatant was re-
moved and spun for 3 h in a vacuum centrifuge. The
residue was re-suspended in EIA buffer.

Enzyme immunoassay process
Antiserum to ETH1 was raised in rabbits against the
N-terminal sequence of the peptide by conjugating the
antigenic amino acid sequence (Asp-Asp-Ser-Ser-Pro-Gly-
Phe-Phe-Leu-Lys-Iso-Thr-Lys-Cys) to bovine serum albu-
min (BSA). The enzyme immunoassay was performed as
described previously [58]. For ETH determinations, 25 μl
of extract was added 1:1 to 2X EIA buffer. Anti-ETH1 anti-
body was pre-incubated with the cysteine-BSA conjugate
used at 1:10,000 concentration; horseradish peroxidase-
ETH conjugate was used at 1:500 for establishment of a

standard curve and ETH determination. For ecdysone de-
terminations, groups of 15 ovary-less females were homog-
enized in methanol and centrifuged at 16,000 g. The
supernatant was removed and vacuum evaporated in a
Speed-Vac vacuum centrifuge. The homogenate was re-
suspended in EIA buffer with BSA. Anti-ecdysone antibody
[59, 60] and HRP conjugate were used at 1:100,000 and
1:10,000, respectively.

Analysis
The 96-well plate design included increasing concentra-
tions of known concentrations of ETH or 20-E in EIA
buffer + NGS or BSA, respectively, in triplicate. 3’,3’,5’,5’-
tetramethylbenzidine (TMB) peroxidase substrate + per-
oxidase (KPL) was added to each well and allowed to
react for ~ 12 min until the reaction was terminated with
1 M phosphoric acid. The absorbance at 450 nm was
immediately read, and the absorbance of standards was
plotted and interpolated using a four-parameter logistic
equation, used to predict concentrations of unknowns.

Statistical analysis
All sample groups were tested for normal distribution
using quantile-quantile plotting (R) and the Shapiro-Wilk
test (Prism). For experiments involving Gal4/UAS-driven
expression of a transgene, test females were compared to
genetic controls with one-way ANOVA. As all samples
were normally distributed, comparison between groups
with different chemical treatment or a given group before
and after treatment was performed with a Student’s t test.
Egg-laying data for heat-stressed and ETH-injected fe-
males were organized into a 2 × 2 matrix, and the inter-
action between heat stress and treatment was analyzed
with a two-way ANOVA comparison.

Additional files

Additional file 1: Figure S1. Tyramine, proctolin, and glutamate do not
stimulate contractions at the base of the ovary. (A, B) Response to saline in
octopaminergic neurons of the (A) oviduct (blue arrowhead) and ovary
(orange arrowhead) (scale bar = 100 μm). (B) Nerve terminal fluorescence
intensity from (A) over time, before and after treatment. (C–E) Fluorescence
intensity in basal ovary epithelium (109-53-Gal4/UAS-GCaMP6S) before and
after tyramine (C), glutamate (D), and proctolin (E) at indicated doses
(treatment at red arrowheads). (JPG 695 kb)

Additional file 2: Video S1. Ovary contractions in response to OA.
Dissected ovaries were treated with 50 μM OA (blue arrow); 10X speed.
(MOV 99800 kb)

Additional file 3: Video S2. Ovary contractions in response to ETH.
Dissected ovaries were treated with 10 μM ETH (green arrow); 10X speed.
(MOV 96100 kb)

Additional file 4: Video S3. Ovary contractions, calcium response, and
ovulation after OA treatment. Dissected ovaries (109-53-Gal4/UAS-
GCaMP6S) were treated with 50 μM OA (ovary base indicated by red
arrows, treatment at orange arrow); 8X speed. (MOV 65500 kb)

Additional file 5: Video S4. Ovary contractions, calcium response, and
ovulation after ETH treatment. Dissected ovaries (109-53-Gal4/UAS-GCaMP6S)

Meiselman et al. BMC Biology  (2018) 16:18 Page 13 of 15

dx.doi.org/10.1186/s12915-018-0484-9


were treated with 10 μM ETH (ovary base indicated by red arrows, treatment
at orange arrow); 8X speed. (MOV 66800 kb)

Additional file 6: Video S5. Oviduct calcium response to OA
treatment. Dissected oviduct (OAMB-Gal4/UAS-GCaMP6S) was treated with
50 μM OA (treatment at orange arrow); 8X speed. (MOV 56300 kb)

Additional file 7: Video S6. Oviduct calcium response to ETH
treatment. Dissected oviduct (OAMB-Gal4/UAS-GCaMP6S) was treated
with 10 μM ETH (treatment at green arrow); 8X speed. (MOV 96100 kb)

Additional file 8: Figure S2. OA, but not tyramine glutamate or
proctolin, causes calcium release in the oviduct epithelium. (A)
Fluorescence intensity of oviduct epithelium (OAMB-Gal4/UAS-GCaMP6S)
after saturating dose of octopamine (500 μM, red arrowhead) and
subsequent ETH treatment (10 μM, green arrowhead). (B–D) Oviduct
epithelium response to treatment (red arrowheads) with 10 μM tyramine
(B), 20 μM glutamate (C), and 10 μM proctolin (D). (JPG 418 kb)

Additional file 9: Figure S3. ETH injection rescues oogenesis in
heat-stressed females and oogenesis and fecundity in sugar-starved,
mated females. (A, B) DAPI-stained ovary from heat-stressed, saline-injected
female (A) and one injected with ETH (B), mid-oogenetic oocytes, yellow
arrowheads (scale bar = 500 μm). (C) Egg-laying of Canton-S females during
24 h of sugar starvation after injection with saline (n = 23) or ETH (n = 19)
just prior. (D) Staging of mid-oogenesis oocytes dissected from ETH- or
saline-injected females after 24 h of starvation (n = 20) (biological replicates).
Error bars represent SEM. *p < 0.05, **p < 0.01. (JPG 449 kb)

Additional file 10: Figure S4. Enzyme immunoassay (EIA) validation,
hormonal state change with wet starvation, and genetic rescue of heat
stress-induced oogenesis arrest. (A) EIA after injection of saline, 10 ng or
50 ng ETH, along with predicted concentrations based on relative
quantity injected (red arrows). Recovery was found to be ~ 2% of the
predicted ETH concentration in the hemolymph, assuming a total
blood volume of 1 μl. (B, C) Hemolymph ecdysone (B) and ETH (C, ETH
determination Curve 1) levels in unstressed and wet starved females.
(D–F) EIA standard curves used for quantification of ecdysone (D) and ETH
(E, F) levels from Fig. 6a–c, respectively (r square > 0.99). (G, H) Example
ovaries from heat-stressed females of the genotype UAS-ßFTZ-F1 (G) and
ETH-Gal4;TubulinGal80ts/UAS-ßFTZ-F1 (H). Red arrowheads indicate mature
eggs retained, while yellow arrowheads indicate vitellogenic, progressing
oocytes (scale bars = 500 μm). (JPG 1.14 mb)

Abbreviations
20E: 20-Hydroxyecdysone; CA: Corpora Allata; EIA: Enzyme Immunoassay;
EcR: Ecdysone Receptor; ETH: Ecdysis-triggering Hormone; ETHR: Ecdysis-
triggering Hormone Receptor; JH: Juvenile Hormone; OA: Octopamine;
TDC2: Tyrosine decarboxylase 2

Acknowledgements
We thank Sean Firth for valuable technical assistance, Jianjun Sun and Ben
White for experimental guidance and reagents, and Kyung-An Han, Enrique
Reynaud, and Naoki Yamanaka for reagents.

Funding
This work was supported by the National Institutes of Health (NIH) GM-067310,
the UCR Agricultural Experiment Station, the UCR Office of Research, and the
UCR Graduate Division. Facilities provided by the UCR Institute for Integrated
Genome Biology were crucial to the success of the study.

Availability of data and materials
The datasets supporting the conclusions of this article are included within
the article and its additional files.

Authors’ contributions
MEA and MM conceived and designed the study. MM acquired the data. MEA,
TK, and MM analyzed and interpreted the data. MEA and MM drafted and
revised the manuscript. All authors read and approved the final manuscript.

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Author details
1Departments of Entomology and Cell Biology and Neuroscience, University
of California, Riverside, CA 92521, USA. 2Graduate Program in Cell, Molecular
and Developmental Biology, University of California, Riverside, CA 92521,
USA. 3Graduate Program in Neuroscience, University of California, Riverside,
CA 92521, USA.

Received: 26 September 2017 Accepted: 8 January 2018

References
1. Lack DL. Ecological adaptations for breeding in birds. London: Methuen and

Co; 1968.
2. Schwenke RA, Lazzaro BP, Wolfner MF. Reproduction-immunity trade-offs in

insects. Annu Rev Entomol Annual Reviews. 2016;61:239–56.
3. Kalantaridou SN, Makrigiannakis A, Zoumakis E, Chrousos GP. Stress and the

female reproductive system. J Reprod Immunol. 2004;62:61–8.
4. Marshall KE, Sinclair BJ. Repeated stress exposure results in a survival-reproduction

trade-off in Drosophila melanogaster. Proc Biol Sci. 2010;277:963–9.
5. Klepsatel P, Gáliková M, Xu Y, Kühnlein RP. Thermal stress depletes energy

reserves in Drosophila. Sci Rep. 2016;6:229.
6. Gruntenko NE, Bownes M, Terashima J, Sukhanova MZ, Raushenbach IY.

Heat stress affects oogenesis differently in wild-type Drosophila virilis and a
mutant with altered juvenile hormone and 20-hydroxyecdysone levels.
Insect Mol Biol. 2003;12:393–404.

7. Ishimoto H, Kitamoto T. Beyond molting—roles of the steroid molting
hormone in regulation of memory and sleep in adult Drosophila. Fly Austin.
2011;5:215–20.

8. Simon AF, Shih C, Mack A, Benzer S. Steroid control of longevity in
Drosophila melanogaster. Science. 2003;299:1407–10.

9. Hirashima A, Rauschenbach IY, Sukhanova MJ. Ecdysteroids in stress
responsive and nonresponsive Drosophila virilis lines under stress
conditions. Biosci Biotechnol Biochem. 2000;64:2657–62.

10. Ishimoto H, Sakai T, Kitamoto T. Ecdysone signaling regulates the formation
of long-term courtship memory in adult Drosophila melanogaster. Proc Natl
Acad Sci U S A. 2009;106:6381–6.

11. Terashima J, Bownes M. E75A and E75B have opposite effects on the
apoptosis/development choice of the Drosophila egg chamber. Cell Death
Differ. 2006;13:454–64.

12. Soller M, Bownes M, Kubli E. Control of oocyte maturation in sexually
mature Drosophila females. Dev Biol. 1999;208:337–51.

13. Terashima J. Translating available food into the number of eggs laid by
Drosophila melanogaster. Genetics. 2004;167:1711–9.

14. Knapp E, Sun J. Steroid signaling in mature follicles is important for
Drosophila ovulation. Proc Natl Acad Sci USA. 2017;114:699–704.

15. Gruntenko NE, Karpova EK, Adonyeva NV, Chentsova NA, Faddeeva NV,
Alekseev AA, et al. Juvenile hormone, 20-hydroxyecdysone and dopamine
interaction in Drosophila virilis reproduction under normal and nutritional
stress conditions. J Insect Physiol. 2005;51:417–25.

16. Meiselman M, Lee SS, Tran R-T, Dai H, Ding Y, Rivera-Perez C, et al.
Endocrine network essential for reproductive success in Drosophila
melanogaster. Proc Natl Acad Sci USA. 2017;114:E3849–58.

17. Cho K-H, Daubnerová I, Park Y, Zitnan D, Adams ME. Secretory competence
in a gateway endocrine cell conferred by the nuclear receptor βFTZ-F1
enables stage-specific ecdysone responses throughout development in
Drosophila. Dev Biol. 2014;385:253–62.

18. Pritchett TL, Tanner EA, McCall K. Cracking open cell death in the
Drosophila ovary. Apoptosis. 2009;14:969–79.

19. Ritsick DR, Edens WA, Finnerty V, Lambeth JD. Nox regulation of smooth
muscle contraction. Free Radic Biol Med. 2007;43:31–8.

Meiselman et al. BMC Biology  (2018) 16:18 Page 14 of 15

dx.doi.org/10.1186/s12915-018-0484-9
dx.doi.org/10.1186/s12915-018-0484-9
dx.doi.org/10.1186/s12915-018-0484-9


20. Kairamkonda S, Nongthomba U. Beadex function in the motor neurons is
essential for female reproduction in Drosophila melanogaster. PLoS One.
2014;9:e113003.

21. Lee H-G, Seong C-S, Kim Y-C, Davis RL, Han K-A. Octopamine receptor
OAMB is required for ovulation in Drosophila melanogaster. Dev Biol.
2003;264:179–90.

22. Rodríguez-Valentín R, López-González I, Jorquera R, Labarca P, Zurita M,
Reynaud E. Oviduct contraction in Drosophila is modulated by a neural
network that is both, octopaminergic and glutamatergic. J Cell Physiol.
2006;209:183–98.

23. Middleton CA, Nongthomba U, Parry K, Sweeney ST, Sparrow JC, Elliott CJ.
Neuromuscular organization and aminergic modulation of contractions in
the Drosophila ovary. BMC Biol. 2006;4:17.

24. Diao F, Mena W, Shi J, Park D, Taghert P, Ewer J, et al. The splice isoforms of
the Drosophila ecdysis triggering hormone receptor have developmentally
distinct roles. Genetics. 2016;202:175–89.

25. Cole SH, Carney GE, McClung CA, Willard SS, Taylor BJ, Hirsh J. Two
functional but noncomplementing Drosophila tyrosine decarboxylase
genes: distinct roles for neural tyramine and octopamine in female fertility.
J Biol Chem. 2005;280:14948–55.

26. Lim J, Sabandal PR, Fernandez A, Sabandal JM, Lee H-G, Evans P, et al.
The octopamine receptor Octβ2R regulates ovulation in Drosophila
melanogaster. PLoS One. 2014;9:e104441.

27. Rubinstein CD, Wolfner MF. Drosophila seminal protein ovulin mediates
ovulation through female octopamine neuronal signaling. Proc Natl Acad
Sci USA. 2013;110:17420–5.

28. Monastirioti M. Distinct octopamine cell population residing in the CNS
abdominal ganglion controls ovulation in Drosophila melanogaster. Dev
Biol. 2003;264:38–49.

29. Kim Y-J, Zitnan D, Galizia CG, Cho K-H, Adams ME. A command chemical
triggers an innate behavior by sequential activation of multiple peptidergic
ensembles. Curr Biol. 2006;16:1395–407.

30. Roller L, Zitnanová I, Dai L, Simo L, Park Y, Satake H, et al. Ecdysis triggering
hormone signaling in arthropods. Peptides. 2010;31:429–41.

31. Park Y, Kim Y-J, Dupriez V, Adams ME. Two subtypes of ecdysis-triggering
hormone receptor in Drosophila melanogaster. J Biol Chem.
2003;278:17710–5.

32. Li Y, Fink C, El-Kholy S, Roeder T. The octopamine receptor octß2R is
essential for ovulation and fertilization in the fruit fly Drosophila
melanogaster. Arch Insect Biochem Physiol. 2015;88:168–78.

33. Heifetz Y, Vandenberg LN, Cohn HI, Wolfner MF. Two cleavage products of
the Drosophila accessory gland protein ovulin can independently induce
ovulation. Proc Natl Acad Sci USA. 2005;102:743–8.

34. Sun J, Spradling AC, Banerjee U. Ovulation in Drosophila is controlled by
secretory cells of the female reproductive tract. Elife. 2013;2:e00415.

35. Dillon ME, Wang G, Garrity PA, Huey RB. Thermal preference in Drosophila.
J Therm Biol. 2009;34:109–19.

36. Gruntenko NE, Karpova EK, Rauschenbach IY. Juvenile Hormone Regulates
Oviposition in Drosophila Exposed to Heat Stress. Dokl Biol Sci.
2003;392:425–7.

37. Areiza M, Nouzova M, Rivera-Perez C, Noriega FG. Ecdysis triggering
hormone ensures proper timing of juvenile hormone biosynthesis in
pharate adult mosquitoes. Insect Biochem Mol Biol. 2014;54:98–105.

38. Yang CH, Belawat P, Hafen E, Jan LY, Jan YN. Drosophila egg-laying site
selection as a system to study simple decision-making processes. Science.
2008;319:1679–83.

39. Terashima J, Takaki K, Sakurai S, Bownes M. Nutritional status affects
20-hydroxyecdysone concentration and progression of oogenesis in
Drosophila melanogaster. J Endocrinol. 2005;187:69–79.

40. Wilson TG. A correlation between juvenile hormone deficiency and
vitellogenic oocyte degeneration in Drosophila melanogaster. Wilhelm Roux
Arch Dev Biol. 1982;191:257–63.

41. Gruntenko NE, Chentsova NA, Andreenkova EV, Bownes M, Segal D,
Adonyeva NV, et al. Stress response in a juvenile hormone-deficient
Drosophila melanogaster mutant apterous56f. Insect Mol Biol.
2003;12:353–63.

42. Zitnan D, Kingan TG, Hermesman JL, Adams ME. Identification of
ecdysis-triggering hormone from an epitracheal endocrine system. Science.
1996;271:88–91.

43. Carney GE, Bender M. The Drosophila ecdysone receptor (EcR) gene is
required maternally for normal oogenesis. Genetics. 2000;154:1203–11.

44. Uryu O, Ameku T, Niwa R. Recent progress in understanding the role of
ecdysteroids in adult insects: germline development and circadian clock in
the fruit fly Drosophila melanogaster. Zoological Lett. 2015;1:14.

45. Deady LD, Sun J. A follicle rupture assay reveals an essential role for
follicular adrenergic signaling in Drosophila ovulation. PLoS Genet.
2015;11:e1005604.

46. Belanger JH, Orchard I. The locust ovipositor opener muscle: proctolinergic
central and peripheral neuromodulation in a centrally driven motor system.
J Exp Biol. 1993;174:343–62.

47. Yamamoto K, Chadarevian A, Pellegrini M. Juvenile hormone action
mediated in male accessory glands of Drosophila by calcium and kinase C.
Science. 1988;239:916–9.

48. Sedore Willard S, Koss CM, Cronmiller C. Chronic cocaine exposure in
Drosophila: life, cell death and oogenesis. Dev Biol. 2006;296:150–63.

49. Bownes M. The roles of juvenile hormone, ecdysone and the ovary in the
control of Drosophila vitellogenesis. J Insect Physiol. 1989;35:409–13.

50. Harshman LG, Loeb AM, Johnson BA. Ecdysteroid titers in mated and
unmated Drosophila melanogaster females. J Insect Physiol. 1999;45:571–7.

51. Amiri E, Strand M, Rueppell O, Tarpy D. Queen quality and the impact of
honey bee diseases on queen health: potential for interactions between
two major threats to colony health. Insects. 2017;8:48.

52. Pettis JS, Rice N, Joselow K, van Engelsdorp D, Chaimanee V. Colony failure
linked to low sperm viability in honey bee (Apis mellifera) queens and an
exploration of potential causative factors. PLoS One. 2016;11:e0147220.

53. Miranda CRE, Bitondi MMG, Simões ZLP. Effect of proctolin on the
egg-laying activity of Apis mellifera queens. J Apic Res. 2015;42:35–8.

54. Darrouzet E, Labédan M, Landré X, Perdereau E, Christidès JP, Bagnères AG.
Endocrine control of cuticular hydrocarbon profiles during worker-to-soldier
differentiation in the termite Reticulitermes flavipes. J Insect Physiol.
2014;61:25–33.

55. McQuillan HJ, Nakagawa S, Mercer AR. Juvenile hormone enhances aversive
learning performance in 2-day old worker honey bees while reducing their
attraction to queen mandibular pheromone. PLoS One. 2014;9:e112740.

56. Winston ML, Slessor KN, Willis LG, Naumann K. The influence of queen
mandibular pheromones on worker attraction to swarm clusters and inhibition of
queen rearing in the honey bee (Apis mellifera L.). Insectes Soc. 1989;36:15–27.

57. Kim D-H, Han M-R, Lee G, Lee SS, Kim Y-J, Adams ME. Rescheduling
behavioral subunits of a fixed action pattern by genetic manipulation of
peptidergic signaling. PLoS Genet. 2015;11:e1005513.

58. Kingan TG, Gray W, Žitňan D, Adams ME. Regulation of ecdysis-triggering
hormone release by eclosion hormone. J Exp Biol. 1997;200:3245–56.

59. Kingan TG. A competitive enzyme-linked immunosorbent assay: applications
in the assay of peptides, steroids, and cyclic nucleotides. Anal Biochem.
1989;183:283–9.

60. Kingan TG, Adams ME. Ecdysteroids regulate secretory competence in Inka
cells. J Exp Biol. 2000;203:3011–8.

•  We accept pre-submission inquiries 

•  Our selector tool helps you to find the most relevant journal

•  We provide round the clock customer support 

•  Convenient online submission

•  Thorough peer review

•  Inclusion in PubMed and all major indexing services 

•  Maximum visibility for your research

Submit your manuscript at
www.biomedcentral.com/submit

Submit your next manuscript to BioMed Central 
and we will help you at every step:

Meiselman et al. BMC Biology  (2018) 16:18 Page 15 of 15


	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	ETH deficiency-associated ovarian egg retention �is phenocopied by ETHR knockdown in �octopaminergic neurons
	ETH induces ovarian contractions and ovulation via activation of octopamine neurons
	ETH attenuates declining fecundity in heat-stressed females
	ETH attenuates heat stress-induced arrest of oogenesis and egg retention
	Heat and/or nutritional stress elevates ecdysone and lowers ETH
	Ecdysone repression of ETH release is necessary and sufficient for heat stress-induced attenuation of oogenesis and ovulation

	Discussion
	ETH regulates OA signaling in the female reproductive tract
	Stress (heat and yeast deprivation) elevates ecdysone, creating circulating ETH deficiency
	Implications of the ecdysone/JH balance on oogenesis and ovulation

	Conclusions
	Methods
	Flies
	Immunohistochemistry
	Labeling of ETHR-expressing octopaminergic neurons
	Inka cell staining

	Treatments
	Heat stress
	Starvation
	Injections/topical application of methoprene

	Egg retention and egg-laying
	Calcium imaging
	Octopaminergic neurons
	Epithelial response

	Ovary contractions
	Ovulation
	Oogenesis
	Enzyme immunoassay (EIA)
	ETH extraction
	Ecdysone extraction
	Enzyme immunoassay process
	Analysis

	Statistical analysis

	Additional files
	Abbreviations
	Funding
	Availability of data and materials
	Authors’ contributions
	Ethics approval and consent to participate
	Consent for publication
	Competing interests
	Publisher’s Note
	Author details
	References

