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Endozepines are endogenous ligands for the benzodiazepine receptors and also
target a still unidentified GPCR. The endozepine octadecaneuropeptide (ODN), an
endoproteolytic processing product of the diazepam-binding inhibitor (DBI) was recently
shown to be involved in food intake control as an anorexigenic factor through ODN-GPCR
signaling and mobilization of the melanocortinergic signaling pathway. Within the
hypothalamus, the DBl gene is mainly expressed by non-neuronal cells such as
ependymocytes, tanycytes, and protoplasmic astrocytes, at levels depending on the
nutritional status. Administration of ODN C-terminal octapeptide (OP) in the arcuate
nucleus strongly reduces food intake. Up to now, the relevance of extrahypothalamic
targets for endozepine signaling-mediated anorexia has been largely ignored. We
focused our study on the dorsal vagal complex located in the caudal brainstem. This
structure is strongly involved in the homeostatic control of food intake and comprises
structural similarities with the hypothalamus. In particular, a circumventricular organ, the
area postrema (AP) and a tanycyte-like cells forming barrier between the AP and the
adjacent nucleus tractus solitarius (NTS) are present. We show here that DBI is highly
expressed by ependymocytes lining the fourth ventricle, tanycytes-like cells, as well as
by proteoplasmic astrocytes located in the vicinity of AP/NTS interface. ODN staining
observed at the electron microscopic level reveals that ODN-expressing tanycyte-like
cells and protoplasmic astrocytes are sometimes found in close apposition to neuronal
elements such as dendritic profiles or axon terminals. Intracerebroventricular injection of
ODN or OP in the fourth ventricle triggers c-Fos activation in the dorsal vagal complex
and strongly reduces food intake. We also show that, similarly to leptin, ODN inhibits the
swallowing reflex when microinjected into the swallowing pattern generator located in the
NTS. In conclusion, we hypothesized that ODN expressing cells located at the AP/NTS
interface could release ODN and modify excitability of NTS neurocircuitries involved in
food intake control.

Keywords: astrocytes, tanycytes, dorsal vagal complex, nucleus of the tractus solitarius, area postrema, food
intake, swallowing, octadecaneuropeptide
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FIGURE 2 | Tanycytes-likes cells of the brainstem are ODN positive. (A=C) ODN partly co-localized with GFAP immunostaining within the dorsal vagal complex (DVC).
The presence of ODN/GFAP-positive processes was visualized at the nucleus tractus solitarius/area postrema (NTS/AP) border (A=C). High magnifications illustrated
the presence of ODN/GFAP double labeled radial processes (D). (E-H) ODN partly co-localized with vimentin within the AP, at the AP/NTS interface i.e., funiculus
separens (fs) and on the wall of the 4th ventricle (4V). (I) ODN/vimentin-positive processes originating from cells lining the 4th ventricle and radiating rostro-caudally
were observed on horizontal sections of the DVC. A partial co-localization was also observed within the AP. (J) XZ orthogonal projection of images acquired on
horizontal sections confirmed the presence of ODN/vimentin-positive processes surrounding the AP (arrowheads). (K-M) ODN/DARPP 32 co-localization within the
AP and NTS/AP border. (N) High magnification illustrating ODN/DARPP 32 co-localization in long, radiating processes and cells located within the AP. Lines in D, H
and N symbolize the AP boundary. Scale bars: 100 um in (A-C), (E-G), and (K-M); 40 wm in (D,H,N; 5 umin 1 and J.
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subpopulations in this structure. The dopamine- and
cyclic  adenosine-3:5'-monophosphate ~ (cAMP)-regulated
phosphoprotein (DARPP-32) was found to be present in
hypothalamic ependymal tanycytes lining the walls and floor
of the third ventricle or located within the median eminence
(Meister et al., 1988). At the AP level, DARPP-32 partly co-
localized with ODN both within the AP and in the thin processes
located in the funiculus separens (Figures 2K-N). In addition
to ODN positive fibers located in the funiculus separens border
area, ODN staining was observed within the NTS. This labeling
exhibited a rounded shape and was observed in the vicinity of
the f. separens. This ODN staining progressively diminished
as one get away from the NTS/AP border (Figures3A,C).
Similarly, the GFAP labeling was heterogeneously distributed
within the NTS, with a lesser concentrated staining in the lateral
parts of the nucleus (Figures 3B,D). High-magnification images
revealed an ODN/GFAP co-localization in cells exhibited typical
features of differentiated protoplasmic astrocytes were observed
(Figures 3E-G and inset in G).

Electron Microscopy of the NTS/AP Border

and ODN Immunoreactivity

We next performed electron microscopy at the NTS/AP border
zone of coronal brainstem sections. Serial mapping with electron
microscopy at low power magnification provided an overview
of this area, and showed that it was organized with numerous
glial processes (Figure 4A). Interestingly, these fibrous processes
seemed to shape a continuous layer between the AP and
the NTS. It seems likely that these processes observed in
electronic microscopy match to the atypical and thin glial
processes described above. This level of analysis revealed also
that these glial processes originating from tanycyte-like cells
located at the NTS/AP interface were rounded with very short
ramifications (Figures 4A,D-F). These processes were clearly
identified by numerous intracellular cytoskeleton filaments
(Figure 4B and inset), exhibiting a compact organization
with a similar orientation (Figure4C). In some cases, short
ramifications originating from fibrous processes were found
in close apposition to neuronal elements such as somata,
dendritic profiles, or axon terminals (Figures 4D-F). At the
electron microscopic level, ODN immunoreactivity was also
found exclusively in glial processes and cells (Figure5). In
addition to tanycyte-like processes located at the NTS/AP
interface (Figure 5A), ODN staining was also found associated
with protoplasmic astrocytes located in the subpostremal
NTS (Figure 5B). In both cells types, ODN immunoreactivity
was cytosolic. ODN-positive protoplasmic astrocytes were
sometimes found in the close vicinity of synaptic profiles
(Figure 5C).

Finally, the presence of DBI mRNA in rat DVC was
investigated by RT-PCR analysis. A cDNA band of the expected
size (95 bp) was detected in the reverse transcribed products from
this structure. cDNA from hypothalamus, a structure known
for its high ODN expression (Alho et al., 1985; Tonon et al,
1990; Malagon et al., 1993), were used here as a positive control
(Figure 5D).

Fourth Ventricle Endozepine

Administration Reduced Food Intake

To determine whether endozepines could modify food intake
by acting at the brainstem level, we performed 4th ventricle
injection. The DVC which is involved in the initiation of meal
as well as in the satiety reflex lines the 4th ventricle in the caudal
brainstem. A single administration of ODN or OP (2 jg/animal)
resulted in a decrease of food intake consumed during refeeding
[Figure 6A, F(3 26y = 3.901, P = 0.0218]. This effect presented
a short latency, since it was significant in the first hour post-
treatment and feeding behavior remained profoundly affected
during the first 3 h post-treatment. Cumulative food intake
measured over a period of 9 h, revealed that OP affected food
intake more deeply and durably than ODN [Figure 6B, F(5, »6) =
18.006, P < 0.0001].

Cellular Activation Induced by 4th Ventricle
OP Administration

We next sought to confirm that 4th ventricle OP injection
resulted in cellular activation within the DVC and determine
whether this cellular activation spread out of the brainstem.
Central structures activated in response to OP (2 pg/animal)
administration were identified using the immune detection of
the c-Fos protein. Animals were sacrificed 90 min after injection
of either NaCl 0.9%. or OP 2 pg/animal. A very low basal
level of c-Fos positive nuclei was observed in the brainstem
of NaCl-treated rats (Figure 7A). OP-treated rats exhibited a
strong rise in the number of c-Fos positive nuclei within the
NTS whatever the rostro-caudal level analyzed (Figure 7B). At
the brainstem level, other DVC regions such as the AP and the
dorsal motor nucleus of the vagus nerve (DMNX) were devoid
of labeling (Figure 7A). At the time point analyzed here i.e., 90
min post-treatment, pontine and hypothalamic structures did
not exhibited significant c-Fos expression increase in OP-treated
animals as compared to control rats (Figures 7A,B).

ODN Inhibited Swallowing Reflex in

Anaesthetized Rats

Given the pattern of OP-induced c-Fos expression observed
within the DVC, we next tested the impact of a brief central ODN
injection on the swallowing reflex. The present results showed
ODN microinjections induced a dose-dependent decrease in the
number of swallows recorded during ST stimulation (Figure 8A),
with a slight non-significant effect at 50 pM (5 trials, 3 rats;
Figure 8B), and a significant effect at 100 wM (10 trials, 5 rats;
Figure 8B). The inhibitory effect observed upon 100 uM ODN
microinjections appeared with a latency of 4.4 £ 1.4 min and
persisted during 41.20 = 4.96 min. This inhibitory effect of ODN
on rhythmic swallowing pattern after its central injection within
the SWCPG was not associated with variation of either cardiac
frequency or respiratory activity (data not shown).

DISCUSSION

In the central nervous system, endozepines exhibit a wide
distribution as reported by several groups (Alho et al., 1989;
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FIGURE 3 | A sub-population of NTS protoplasmic astrocytes expressed ODN. (A-D) Low-magnifications images illustrated the presence of a rounded ODN labeling
within the NTS. This labeling was intense in the vicinity of the funiculus separens and progressively diminished in the lateral parts of the NTS (A=C). Similarly, the
distribution of GFAP labeling was heterogeneous within the NTS, with a lesser concentrated staining in the lateral part than in the areas surrounding the funiculus
separens (B-D). Lines in A and B symbolize the NTS boundaries. (E-G) High-magnification images illustrated the presence of ODN/GFAP double labeled
protoplasmic astrocytes located within the subpostremal NTS bordering the AP (arrowheads in G). Inset in G: Detail of an ODN positive astrocytes. Squares in (C,D)
indicate the area from where images (E-G) originate. Scale bars: 250 wm in (A-B); 100 um in (C-D), 10 um in (E-G).

Tonon et al, 1990; Costa and Guidotti, 1991; Malagon et al.,
1993). Indeed, using in situ hybridation or immunochemistry
approaches, DBI or its major central processing product ODN
was observed in many brain regions, such as olfactory bulb,
cerebral, and cerebellar cortex, hippocampus, hypothalamus,
inferior colliculus, and periaqueductal gray matter. Noticeably,
very few data are available on brainstem DBI expression, with
the exception of two in situ hybridization studies mentioning

DBI expression within the AP (Alho et al.,, 1988; Tong et al.,
1991). The present study was designed to perform a more
comprehensive analysis of ODN expression at the brainstem
level with a focus on the DVC. We observed a strong ODN
expression in the AP, thus confirming previous observations
(Alho et al., 1988; Tong et al., 1991). In addition, we reported
a labeling in AP-surrounding regions i.e., the funiculus separens
and the subpostremal/commissural NTS. From a functional
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FIGURE 4 | Morphological organization of the NTS/AP border. (A) Electron micrographs performed on sagital dorsal vagal complex sections showing the presence of
rounded, fibrous glial processes at the border between the area postrema (AP) and nucleus tractus solitarius (NTS). Note that these fibrous processes create a
continuous layer between the AP and the NTS. Small ramifications (arrowheads) of the rounded processes could be observed. (B,C) These glial processes could be
identified by their numerous cytoskeleton filaments visible on sagital (B) and horizontal (C) sections. Inset in (B) lllustration of the high cytoskeleton filaments density in
rounded glial processes. (D-F) Close juxtapositions between fibrous glial processes and neuronal elements i.e., neuronal soma (D), dendritic profile (E) and axon
terminal (F) are noticeable. Scale bars: 500 pm in A; 200 wm in (B-F). D, dendritic profiles; Ax, axon terminals; S, soma; G: glial process.
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FIGURE 5 | Immunoelectron microscopy of ODN. (A,B) Electron micrographs
taken from the subpostremal nucleus tractus solitarius (NTS) illustrating the
ODN immunostaining in protoplasmic astrocytes. Note that ODN positive
processes are sometimes strongly associated with neuronal elements (B). (C)
Electron micrograph originating from NTS/area postrema border showed a
(Continued)

FIGURE 5 | Continued

fibrous glial process positive for ODN (arrowheads). (D) RT-PCR of DBl mRNA
from hypothalamus (Hpt) and dorsal vagal complex (DVC) extracts. Scale bars:
500 nmin A; 1 pm in B and C. Ast, astrocytes; d, dendritic profiles; Ax, axon
terminals; G, glial process.
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FIGURE 6 | Acute 4th ventricle endozepine administration modifies food
intake. Food intake measured at different time intervals after treatment (A) and
cumulative food intake (B) monitored over 9 h after central injection of either
saline (vehicle), ODN or OP (2 pg/rat). Animals were fasted 18 h before the 4th
ventricle injection, and food was presented 45 min after treatment. *, #P <
0.05; **, ##P < 0.01 and **, ###P < 0.001 significantly different from
vehicle-treated animals, respectively for ODN and OP-treated rats.

point of view, the AP constitute a circumventricular organ
of the brainstem necessary to relay the anorexic effects of
circulating compounds such as amylin or leptin (Lutz et al,
2001; Liberini et al., 2016; Smith et al., 2016; Levin and Lutz,
2017). Furthermore, a subpopulation of AP neurons project
heavily onto the immediately subjacent NTS i.e., subpostremal
and commissural subnuclei (Shapiro and Miselis, 1985). The
nervous peripheral input to the NTS through the vagus nerve
exhibits a viscerotopographic organization (Loewy, 1990). The
subpostremal and commissural NTS receive afferents from the
gastrointestinal tract and integrate a wide variety of signals
involved in the regulation of appetite and satiety (Shapiro and
Miselis, 1985; Loewy, 1990). The brainstem ODN expression, we
reported here, was thus associated with regions strongly involved
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FIGURE 7 | Effects of 4th ventricle OP administration on c-Fos
immunoreactivity. (A) Representative coronal sections illustrating the c-Fos
labeling observed within brainstem, pons and forebrain regions of mice treated
with NaCl 0.9% (left panel) or anorexigenic OP dose (right panel, 2 wg/rat) and
sacrificed 90 min post-treatment. (B) Quantification of the number of c-Fos
immunoreactive nuclei within brainstem, pons and forebrain nuclei observed in
mice treated either with vehicle (NaCl 0.9%, white bars) or OP (2 png/rat, black
bars). “**P < 0.001 significantly different from vehicle-treated rats. Scale bar:
150 wm. 3V, third ventricle, AP, area postrema; ARC, arcuate nucleus; cc,
central canal; LPB, lateral parabrachial nucleus; NTS, nucleus tractus
solitarius; DMNX, dorsal motor nucleus of the vagus.

in the integration of signals linked to the gastrointestinal tract
and energy homeostasis.

We next sought to determine the cellular identity of ODN
positive cells within the brainstem. Previous works using
in situ hybridization have reported that in numerous brain
areas, a specific labeling was associated with non-neuronal
cells including ependymal and subependymal cells bordering
the 3rd ventricle (Tong et al, 1991). By light microscope
immunocytochemistry, ODN staining was also reported in
glial and ependymal cells in the olfactory bulb, hypothalamus,
hippocampus, periaqueductal gray, cerebral cortex, and the
circumventricular organs (Alho et al, 1988; Tonon et al,
1990). These studies performed at the electron microscopic
level confirmed the association of immunoreactive material
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FIGURE 8 | ODN inhibition of swallowing reflex. (A) Effects of ODN on
sublingual muscle electromyographical activity induced by solitary tract (ST)
stimulation. ODN (100 M, arrow) injected within the swallowing pattern
generator (SWCPG) induced a powerful inhibition of the number of swallows.
Note that this inhibitory effect intervened rapidly after ODN application ~4 min.
This effect was transient since the swallows recovered after 45 min. (B) Time
course of the effects of ODN doses injected within the SwWCPG at 50 wM (dark
bars, 5 trials) and 100 wM (gray bars, 10 trials) on the number of swallows
recorded over 2-min periods and until recovery. “C” represents the mean value
of the control recorded before ODN microinjection (100%). Data are
represented as means + SEM normalized to the control value. *P < 0.05, **P
< 0.01, **P < 0.001 significantly different from control.

with glial and ependymal cells (Alho et al, 1989). More
recently, the identity of the endozepine-expressing cells within
the hypothalamus was examined by immunohistochemistry.
A strong ODN immunoreactivity was detected in DARPP
32/vimentin-positive thin processes, a labeling characteristic of
tanycytes extending from the 3rd ventricle into the hypothalamic
parenchyma (Lanfray et al, 2013). The results we obtained,
at the brainstem level, showed that ODN and GFAP are co-
expressed by protoplasmic astrocytes located in the subpostremal
and commissural NTS subnuclei. Astrocytes from other parts of
the NTS were devoid of labeling. In addition to ODN-positive
astrocytes, ODN co-localized with GFAP in thin processes
located within the funiculus separens known to originate from
tanycytes-like cells i.e., vagliocytes previously described in this
structure (Pecchi et al., 2007; Dallaporta et al., 2009). The cell
bodies of these atypical glial cells are located at the border
of the 4th ventricle or within the AP (Pecchi et al., 2007;
Langlet et al,, 2013). Co-staining of ODN with vimentin or
DARPP-32 confirmed the ODN expression by DVC vagliocytes.
The only partial overlapping between vimentin and DARPP-32
staining observed in the funiculus separens and the AP suggested
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that different sub-populations of vagliocytes co-exist within the
DVC. Interestingly, these cells were reported to express leptin
receptor (Dallaporta et al., 2009). Electron microscopy showed
a cluster of ovoid fibers forming a continuous layer at the AP
and NTS border. These processes were obviously identified by
their numerous intracellular cytofilaments showing a similar
orientation and a high density. These glial processes could
exhibit small and short lateral ramifications. Interestingly, fibrous
processes or their ramifications were sometimes found in close
apposition to neuronal elements such as dendritic profiles or
axon terminals. The localization and the shape of these processes
are evocative of the transection of vagliocytes processes and
previously visualized by immunohistochemistry. ODN staining
observed at the electron microscopic level confirms its expression
by vagliocytes and protoplasmic astrocytes. ODN expressing
astrocytes were also occasionally found in the immediate vicinity
of synapses. In total, these data show that, at the brainstem
level, ODN is expressed by multiple glial cell populations
mainly located at the AP/NTS interface. The localization of
these ODN expressing cells at a neurohemal interface, together
with their juxtaposition with neuronal components strongly
lead us to put forward the hypothesis that ODN expressing
cells could act as sensors of circulating compounds and
could in turn release ODN and modify excitability of NTS
neurocircuitries.

Intracerebroventricular administration of ODN or its C-
terminal octapeptide fragment OP in the 3rd ventricle has
been shown to exert a potent anorexigenic effect in rodents (de
Mateos-Verchere et al., 2001; do Rego et al., 2007). Moreover,
Lanfray et al. (2013) reported the inhibition of food intake
after a unilateral injection of the ODN agonist OP into the
arcuate nucleus, supporting the view that endozepines may
control arcuate neurons involved in feeding behavior. The
NTS is known as a primary integration site for satiety signals
involved in the termination of a meal (Grill and Kaplan,
2002). Direct information about meal size arising from the
gastrointestinal tract conveys through the vagus nerve to reach
the NTS. Vagal mechanosensors located in the gastrointestinal
tract sense the volume of ingested food and locally released
satiety hormones, such as cholecystokinin (Schwartz and Moran,
1994; Berthoud et al., 2001). Despite, this major role of NTS
in the termination of food intake, functional evidence for a
role of endozepines in the brainstem regulation of feeding is
missing. The brainstem ODN expression we reported here, led
us to evaluate the impact of 4th ventricle endozepine injections
on refeeding-induced satiety, a condition known to strongly
mobilize the NTS (Timofeeva et al., 2005). We demonstrate here
that 4th ventricle ODN or its C-terminal iso-active fragment
OP (Leprince et al., 1998) injections strongly reduced food
intake. OP was significantly more effective to reduce food
intake than ODN at the same 2 pg dose. However, it should
be noticed that the OP molar dose was twice that of ODN and
partially explains this difference in cumulative food intake.
This effect was observable rapidly after ODN or OP injection
into the 4th ventricle, suggesting a local endozepine action
restricted to the DVC region. This hypothesis was confirmed
by c-Fos expression mapping since at a time point where OP

reduced food intake, cellular activation was confined to the NTS,
whereas more rostral structures and particularly endozepine-
sensitive hypothalamic nuclei did not exhibit significant
cellular activation. Reductions in food intake caused by the
administration of exogenous compound must be cautiously
interpreted because this could be secondary to aversion and
induced sickness behavior. The involvement of the NTS and AP
in the development of conditioned aversions and gastrointestinal
malaise was clearly established. The activation of NTS and
AP neurons was reported in response to a variety of aversive
inputs and stressful stimuli (Yamamoto et al., 1992; Swank,
1999; Spencer et al., 2012. Interestingly, we did not observe any
significant difference between elicited c-Fos immunoreactivity
in saline- and OP-treated mice in the AP. Moreover, Grill and
Norgren (1978) reported that decerebrates rats, in contrast to
controls, neither rejected nor decreased ingestive reactions to
a novel taste after that taste had been repeatedly paired with
lithium chloride-induced illness supporting the idea that the
forebrain may be important for taste aversion learning. Here,
we did not observed c-Fos expression in forebrain structures
after OP administration. Altogether, these data lessened
the possible presence of an OP-induced sickness behavior.
Nonetheless, this point should be experimentally addressed in
the future.

Cerebroventricular OP injection resulted in a significant
increase in c-Fos expression within the interstitial solitary
tract nucleus subnucleus. This subnucleus is known to be
involved in the control of respiratory, cardiac and swallowing
autonomic functions. Swallowing, the first motor component
of ingestive behavior, allows the propulsion of the alimentary
bolus from the mouth to the stomach. Swallowing is triggered
by sensory afferent fibers conveyed by the superior laryngeal
nerve that project through the solitary tract to the DVC and
premotoneurons located within the interstitial and intermediate
NTS constitute the SWCPG (Jean, 2001). Anorexigenic and
orexigenic factors have been shown to modulate the swallowing
reflex. For instance, we have previously shown that different
anorexigenic factors, such as leptin (Félix et al, 2006),
the growth factor BDNF (Bariohay et al, 2008), and the
mycotoxin deoxynivalenol (Abysique et al, 2015) inhibit the
swallowing reflex. Concurrently, the orexigenic cannabinoids
are reported to induce a facilitation of the swallowing reflex
(Mostafeezur et al., 2012). This led us to conceive a possible
modulation of the swallowing reflex by endozepines. The present
study constitutes the first demonstration that endozepines
could inhibit the swallowing reflex. We studied the effect of
ODN microinjections within the SWCPG and we reported a
transient but significant inhibition of rhythmic swallowing.
Extracellular ODN microinjection used here may concern both
passing axons and NTS neurons surrounding the injection
site. ODN could indeed reach multiple neural components
but the observed inhibitory effect appeared to be specific
since (i) swallowing inhibition was never observed with NaCl
alone and (ii) in our experimental protocol, other autonomic
functions regulated at the brainstem level such as cardiac
and respiratory functions remained unaffected. Hence, in the
light of the present data, endozepines join the group of
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anorexigenic substances that both decrease food intake and
inhibit swallowing.

In summary, the present work provides the first
demonstration that endozepines are expressed by glial cells
within the DVC. In this structure, ODN was found associated
to protoplasmic astrocytes and tanycytes-like cells, located in
regions known to integrate signals linked to the gastrointestinal
tract and energy homeostasis. Moreover, the demonstration
that endozepines affect food intake and swallowing reflex
together with the close relationship of ODN expressing cells
with neuronal elements strongly suggest that endogenous
endozepines could act as local modulators of food intake
behavior. The downstream ODN targets supporting the
brainstem action of this peptide should be investigated in the
future, with a particular attention to the melanocortin pathway
(Lanfray et al., 2013).
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