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The extraorbital lacrimal glands (ELGs) secret tears to maintain a homeostatic
environment for ocular surfaces, and pheromones to mediate social interactions.
Although its distinct gender-related differences in mice and rats have been identified,
its comprehensive histology together with whole-brain neuronal network remain largely
unknown. The primary objective of the present study was to investigate whether
sex-specific differences take place in histological and physiological perspectives.
Morphological and histological data were obtained via magnetic resonance imaging
(MRI), hematoxylin-eosin (HE) staining in mice and rats of both genders. The
innervating network was visualized by a pseudorabies virus (PRV) mediated retrograde
trans-multi-synaptic tracing system for adult C57BL6/J mice of both genders. In terms
of ELGs’ anatomy, mice and rats across genders both have 7 main lobes, with one
exception observed in female rats which have only 5 lobes. Both female rats and mice
generally have relatively smaller shape size, absolute weight, and cell size than males.
Our viral tracing revealed a similar trend of innervating patterns antero-posteriorly, but
significant gender differences were also observed in the hypothalamus (HY), olfactory
areas (OLF), and striatum (STR). Brain regions including piriform area (Pir), post-piriform
transition area (TR), central amygdalar nucleus (CEA), medial amygdalar nucleus (MEA),
lateral hypothalamic area (LHA), parasubthalamic nucleus (PSTN), pontin reticular
nucleus (caudal part) (PRNc), and parabrachial nucleus, (PB) were commonly labeled. In
addition, chemical isotope labeling-assisted liquid chromatography-mass spectrometry
(CIL-LC-MS) and nuclear magnetic resonance spectroscopy (NMR spectroscopy) were
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Zhai et al. Extraorbital Lacrimal Glands Neural Mapping

FIGURE 4 | Distribution patterns of labeled neurons in OLF. (A,B) Representative images showing labeled neurons from the mouse ipsilateral OLF to the ELGs. Scale
bar: 1 mm (left lower magnification images) and 200 wm (right higher magnification image); (A, male; B, female). (C) Number of labeled neurons (GFP+ and dsRed+)
in different subregions of OLF (left, male; right, female). (D) Distribution of the labeled neurons within OLF (significant difference labeled on the bar top, otherwise n.s.).
(E) Distribution patterns of the labeled neurons along the AP axis in different subregions of OLF. (F) Distribution of GFP+ and dsRed+ within subregions of OLF (left,
male; right, female). GFP+, PRV-GFP positive neurons; dsRed+, PRV-dsRed positive neurons. n.s., no significant difference.
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FIGURE 5 | Distribution patterns of labeled neurons in the STR. (A,B) Representative images showing labeled neurons from mouse the ipsilateral STR to the ELGs.
Scale bar: 1 mm (left lower magnification images), 200 pm (right higher magnification image for male), and 500 um (right higher magnification image for female); (A,
male; B, female). (C) Numbers of the labeled neurons (GFP+ and dsRed+) in different subregions of STR (left, male; right, female). (D) Distribution of the labeled
neurons within STR (significant difference labeled on the bar top, otherwise n.s.). (E) Distribution patterns of the labeled neurons along the AP axis in different
subregions of STR. (F) Distribution of GFP+ and dsRed+ within subregions of STR (left, male; right, female). GFP+, PRV-GFP positive neurons; dsRed+, PRV-dsRed
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FIGURE 6 | Distribution patterns of labeled neurons in the Pons. (A,B) Representative images showing labeled neurons from the mouse ipsilateral pons to the ELGs.
Scale bar: 1 mm (left lower magnification images) and 200 wm (right higher magnification images); (A, male; B, female). (C) Number of labeled neurons (GFP+ and
dsRed+) in different subregions of Pons (left, male; right, female). (D) Distribution of the labeled neurons within Pons (significant difference labeled on the bar top,
otherwise n.s.). (E) Distribution patterns of the labeled neurons along the AP axis in different subregions of Pons. (F) Distribution of GFP+ and dsRed+ within
subregions of Pons (left, male; right, female). GFP+, PRV-GFP positive neurons; dsRed+, PRV-dsRed positive neurons. n.s., no significant difference.
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FIGURE 7 | Anatomy of ELGs. Entire appearance on ELGs on the face of (A)
Male mice (scale bar = 5 mm), (B) Female mice (scale bar = 5 mm), (E) Male
rat (scale bar = 10 mm), (F) Female rat (scale bar = 10 mm). ELGs locations
are labeled by an arrow and blank circle in mice and rats, respectively. Fine
dissection of ELG on the face of (C) Male mice (scale bar = 2 mm), (D) Female
mice (scale bar = 2 mm), (G) Male rat (scale bar = 10 mm), (H) Female rat
(scale bar = 10 mm). (Figure is labeled on each lobe of ELG). (I) T2 anatomical
MRI of rat’'s ELG (horizontal section). The red arrows point to the blood
vessels, and the green arrows point to the ducts. (J) Weight of ELGs isolated
from animals. The values are presented as the means + SEM, **p < 0.07, n.s.,
no significant difference.

nuclear polymorphisms (Figures 8B,D,EH-J). A T2 structure
MRI of the male rat’s ELG is shown in Figure 71.

Qualitative Analysis of Free Fatty Acids in
the ELGs Using the Chemical Isotope
Labeling-Assisted Liquid
Chromatography-Mass Spectrometry
(CIL-LC-MS) Technique

The CIL-LC-MS technique was applied to analyze free fatty acids
(FFAs) in the ELGs. A total of 43 potential FFAs were positively
identified in the ELGs, as shown in Supplementary Table 4.
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FIGURE 8 | Hematoxylin-eosin stain of ELG. (A,C) Representative images of a
whole ELG (50x microscope, scale bar = 400 um) from mice (A, male; C,
female). (B,D) Local amplification (400X microscope, scale bar = 40 um) of
panels on the (A,C), respectively. (E,G) Representative images of a whole ELG
(20x microscope, scale bar = 1000 wm) from rats (A, male; C, female). (F,H)
Local amplification (400x microscope, scale bar = 40 um) of panels on the
(E,G), respectively. Average cell size in Hematoxylin-eosin stain images of ELG
sections from mice (I) and rat (J). The values are presented as the means +
SEM, **p < 0.07.

Among them, there were 13 saturated fatty acids, four
monounsaturated fatty acids, four polyunsaturated fatty acids
(PUFAs), and three bile acids. By searching the pathway map
(e.g., KEGG), we found that some of the fatty acids play
an important role in the metabolic pathway and some of
them are involved in the biosynthesis of secondary metabolites.
It is noteworthy that, except for food digestion roles, bile
acids play vital roles in olfactory-mediated behavior, such as
conveying general information about other animals in the
environment (Doyle and Meeks, 2018). The chemicals that
trigger a social response in members of the same species are
called pheromones. Given the chemical stability which allows
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these molecules to play secondary, external roles as chemical
messengers after their excretion via urine, feces, or other
shed substances, many steroids that have been identified as
pheromones have solid backgrounds. It has been established
that 20 alpha-hydroxycholesterol participates in steroid hormone
biosynthesis. Interestingly, isocaproic acid is a metabolite of 20
alpha-hydroxycholesterol (Shimizu et al., 1960). Valproate has
been found to affect social behavior in mice (Chapman and
Cutler, 1987). In addition to previously known exocrine gland-
secreting peptides (ESP1) (Kimoto et al,, 2005) and cystatin-
related protein 1 (ratCRP1) (Tsunoda et al., 2018), these findings
further establish the pheromonal role of the ELGs.

Analysis of 13C Labeled Metabolites in the
TCA Cycle of the ELGs Using the POCE
NMR

It is well known that the oxidation of glucose is the main
mechanism for energy production. The tricarboxylic acid (TCA)
cycle in the mitochondria of ELGs plays an important role in
cell metabolism by providing adenosine triphosphate (ATP) and
metabolic intermediates for life activities (Martinez-Reyes and
Chandel, 2020). The majority of research to date has focused
on large molecular proteins and seldom reports on the relevant
small molecular metabolites in ELGs. Secretory phospholipase
A2 (sPLA2), defensinl, and other bactericidal peptides detected
in the acinar cells of ELGs may be protective by resisting foreign
microorganisms (Yokoo et al., 2011). An increase in the acute
phase of proteins and kininogen mRNA was found in the rat
ELGs under the condition of experimental inflammation (Wei
et al., 2001). NMR spectroscopy detects specific chemical groups
of metabolites through chemical shifts, while the highly sensitive
'H observed/!3C-edited (POCE) NMR technique can disclose
a large number of tissue metabolites (Govindaraju et al., 2000),
which makes it suitable for exploring the energy metabolites in
ELGs (de Graaf et al., 2003).

The POCE pulse sequence was utilized to explore the
metabolic composition of the ELG extracts by distinguishing
the types of the metabolites and the total concentration of
each substance. NMR spectra acquired by POCE are illustrated
in Figure9, after data processing. [1-!3C]-glucose enters the
TCA cycle during metabolism, marking the carbon position
in metabolites produced at different stages (reference proton
nmr). The detected substances included aspartate (Asp), creatine
(Cre), y-aminobutyric acid (GABA), glutamine (Gln), glutamate
(Glu), GIx (Glu + Gln), glycine (Gly), myo-inositol (Myo), and
Taurine (Tau).

As some metabolites presented in multiple peaks, shown in
Figure 9, we selected the pure signal of a certain substance
(i.e., Asps) to calculate its concentration via integration. The
metabolic substances with the least overlapping signal peaks were
employed for the concentration calculation as the quantitative
analysis of metabolites with mixed signals (i.e., Gluz, Glny, etc.)
is relatively difficult. The ELGs metabolites and corresponding
concentrations in the NMR spectra were calculated and are listed
in Table 1. The weighted bilateral ELGs were approximately 0.21
£ 0.04g. TMSP was used as an internal standard compound

to calculate the concentration of ELG metabolites. In different
buffers, the chemical shift of the CH3 group in TMSP was 0
ppm. The shift of the buffers was different from the chemical
shift of various metabolites to avoid overlapping with the peak
of the substance tested. The average concentration of Asp, and
Gluy extracted from the ELGs were approximately 0.05 £ 0.02
mmol/L and 0.21 = 0.07 mmol/L respectively, and their contents
in different rats were stable (Table 1). The average concentration
of Tau, and Cre; were 0.62 mmol/L and 0.39 mmol/L respectively
(Table 1).

DISCUSSION

This study highlighted the heterogeneity of whole brain
innervations to ELGs across the AP axis by PRV based retrograde
trans-multi-synaptic system, and the homogeneity of labeling
patterns between genders. Due to the nature of PRV labeling,
these marked regions work collaboratively to regulate ELGs
functions in an indirect manner. While different lobes of
ELG injected either PRV531-GFP or PRV724-dsRed showed
highly colocalized GFP+ and dsRed+ neurons across the brain,
indicating the crosstalk of functional relevance between lobes.
Given that there are very limited papers with quantitative
analysis, we demonstrated the proportions and distributions
of whole brain innervations to the ELGs and quantitatively
compared the relative contributions of GFP+ and dsRed+
from the critical brain subregions. In this study, we provided
a systematic and quantitative description of whole-brain direct
innervations to the ELGs in male and female rats and mice,
with statistical evaluation. Qualitative analysis of FFAs and
metabolites in the ELGs of male subjects was also undertaken
using CIL-LC-MS and NMR techniques.

Innervation Patterns Across the Whole
Brain to ELGs and Their Functional

Relevance

ELGs are exocrine glands that lie upon the masseter muscles. In
rats and mice, the male glands are generally heavier and bigger
than those of females, with no significant difference detected.
The ELGs of both mice and rats are capsuled and lobulated
across genders. From our HE results, the ELGs in rats and mice
are serous tubuloalveolar glands with basally located, round,
and variably sized nuclei. Our findings showed that males and
females have shared similarities in labeling across the brain
regions/subregions with distinctive distribution also present for
each gender. The top three sources of labeled neurons were found
to be the HY, MB, and STR in males, and HY, MB, and medulla
in females. GFP+ was the predominant contributor in all major
brain regions and subregions.

ELGs received dominant innervations from the HY along
the longitudinal axis of the whole brain, within which the
subregion LHA and PSTN showed the two highest numbers
of labeled neurons. HY has long been considered as a master
homeostatic regulator in modulating life crucial activities such
as growth and reproductive behaviors, stress response, along
with social and emotional behaviors (Burbridge et al., 2016).
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FIGURE 9 | The average NMR spectra for total metabolites (?C+'2C) from the POCE ("H observed/'3C edited) for the rat's ELGs. The blue line represents the

TABLE 1 | Concentration of different metabolites relative to TMSP (means + SEM) in the rats’ ELGs.

Metabolites Glus Glxs Glug Aspa

Cre(N-CH3) Taup

Myo, Glxz Cres Myo,

Concentration(mmol/L)

0.04 +£0.02 0.34+0.08 0.21£0.07 0.05+0.02 0.70+0.17 0.62 4 0.11

0.25+0.08 0.57 £0.06 0.39+0.10 0.17 £0.06

Our statistical analysis revealed that almost half of the labeled
neurons from the HY were located in the LHA, which is
one of the larger and more heterogeneous regions of the
HY that comprise three key cell populations, namely the
melanin-concentrating hormone (MCH), orexin/hypocretin, and
GABAergic subpopulations, to mediate sleep-wake cycle, energy
balance, reward and motivated behaviors, feeding behavior, and
arousal (Arrigoni et al., 2019). Recent studies have shown that
genetic deletion of LHA MCH receptors (MCHRI1) in mice
produces social deficits and mood disruption (Sanathara et al,,
2021). LHA orexin has been proven to promote feeding and
increase energy expenditure in mice via intra-hypothalamic
connections to the paraventricular hypothalamic nucleus (PVH),
dorsomedial hypothalamic nucleus (DMH), and within the
LHA (Arrigoni et al.,, 2019). The second contributor of labeled
neurons was PSTN, which has been extensively explored in
terms of its role in regulating feeding behavior and potentially
cardiovascular functions (Goto and Swanson, 2004; Ciriello
et al,, 2008; Zhu et al.,, 2012; Chometton et al., 2016; Barbier
et al., 2017, 2020). The landmark work of Goto and Swanson
a decade ago led to the general impression about PSTN
projections by using the anterograde tracer Phaseolus vulgaris
leucoagglutinin (PHAL), which reveals the densest input to
several gustatory brain centers such as the rostral nucleus of
the solitary tract (NTS), the gustatory area of the insular cortex
or the superior salivatory nucleus (Goto and Swanson, 2004;
Chometton et al., 2016). They also proposed PSTN-mastered
gustatory and viscerosensory information via projections to the
NTS and PB, along with parasympathetic responses associated
with feeding and cardiovascular functions (Goto and Swanson,

2004). There is continuing evidence revealing the role of PSTN
in feeding behavior, which was potentially achieved through the
control of appetite (Chometton et al., 2016; Barbier et al.,, 2017,
2020). It is interesting to note that these clues all advocated
that PSTN has specific and robust responses associated with the
ingestion of palatable food, which might be vital for survival
in conflicting situations of potentially noxious or previously
unknown food sources (Chometton et al., 2016; Barbier et al.,
2020). The surrounding areas of PSTN including STN and ZI,
which according to our results have less densely labeled neurons,
also show highly relevant functional capacity in emotional
information processing from research outputs (Buot et al., 2013;
Zhang and Van Den Pol, 2017). Previous electrophysiological
studies in animals and humans have suggested that STN neuronal
activity is modified not only by motor effects but also in relation
to relevant emotions and behaviors, such as reward prediction
and obtainment (Teagarden and Rebec, 2007; Lardeux et al.,
2009; Sauleau et al., 2009). ZI has also been shown to modulate
energy homeostasis and food consumption via its powerful
inhibitory GABA projections (Zhang and Van Den Pol, 2017).
Only one subregionally significant difference in labeling was
documented in the region called LPO, in which females have
a substantially higher number of labeled neurons than males.
LPO is an anterior hypothalamic region involved in reward
behavior and it is functionally connected to the ventral tegmental
area (VTA) (Gordon-Fennell et al., 2020). It has been proposed
by previous studies that stimulating LPO reinstated cocaine
and sucrose-seeking behavior via inhibition of VTA GABA
neurons and enhancement of VTA dopamine neurons (Gordon-
Fennell et al., 2020). The gender-based disparities of labeling
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patterns within the LPO indicate the sex-specific functions of
ELGs in females, which might be facilitated by female-exclusive
pheromones or hormones. Except for the above subregions of
the HY, we also found sparsely labeled neurons located in the
MPO, MPN, DMH, VMH, and PH, all of which have been
suggested to support several non-negligible functions in social
behavior and emotional regulation (DiMicco et al., 2002; Kunwar
et al,, 2015; Maejima et al,, 2015; McHenry et al., 2017; Tovino
et al,, 2019). Taken together, it could be speculated that heavy
hypothalamic innervations to the ELGs may facilitate ELG-
regulated pheromone release in response to external stimuli and
eventually modify the social behaviors of anilmals.

Male mice were reported to have a significantly higher
number of labeled neurons in the OLE which is the region
that detects chemical cues and generates adaptive emotional
responses (Kondoh et al., 2016). Our results demonstrated that
the OLF subregions TR and Pir offered dominant innervations
to the ELGs. TR, which comprises glutamate releasing principal
neurons and GABA-releasing interneurons, has been identified
to induce stress hormone responses to volatile predator odors
and mimic an instinctive fear response in mice (Kondoh et al.,
2016). Pir is a key brain area responsible for not only olfactory
information coding but also higher-order associative functions
including emotional visual information processing, as indicated
by previous functional magnetic resonance imaging (fMRI)
(Schulze et al., 2017). Above emotion-related functions governed
by the OLF and its associated subregions also index to the
physiological and functional connectivity to the ELGs as the
consequence of intense innervations.

Our tracing studies showed that the ELGs were also
innervated heavily by the STR, which is a critical component
of voluntary motor control, reward perception, and cognition
(Bdez-Mendoza and Schultz, 2013). Two vital sources of the
labeled neurons within the STR in males and females were
the CEA and MEA, both of which are functionally similar
nuclei that comprise over 90% GABAergic neurons (Simi¢
et al, 2021). Previous animal studies have suggested that
olfactory information received by the main and accessory
olfactory system will merge into the HY and MEA to
activate the release of oxytocin neurons for inter-male social
interactions (Onaka et al., 2012). The involvement of MEA
by controlling the release of oxytocin in response to social
interaction is further proven by MEA lesion, which consequently
impairs social interaction (Onaka et al, 2012). The role of
CEA in mediating fear- and anxiety-related behavioral and
endocrine responses in the primate has been examined by
either asymmetric lesions in CEA or bilateral CEA destruction
(Kalin et al., 2004). Bilaterally lesioned monkeys displayed
significantly less fear-related behaviors when exposed to a
snake, less freezing behavior when confronted by a human
intruder, and decreased levels of CSF corticotrophin-releasing
factor (CRF), all of which support the role of CEA in
facilitating emotional and behavioral responses associated with
fear and anxiety (Kalin et al, 2004; Phelps and LeDoux,
2005). The complex interplay within the subregions of STR
along with between the STR and other emotional-related brain
regions such as the HY have provided a foundation on which

to explore the representation of emotional modulation by
the ELGs.

Albeit no statistically significant differences were detected
in pons while normalized, which was related to the whole
brain labeled neurons, the subregion PBmm in male mice
demonstrated a substantially higher number of labeled neurons
than female mice when a regional statistical analysis was
conducted. Our results displayed that the top three sources
of labeled neurons in males came from PBI, PBmm, and
PRNc, whereas signals in females mainly arose from PRNc,
PBL, and PBmm. The pons is the portion of the brainstem
that relays information about respiration, motor functions,
eye movement, and sensation (Zimmer et al.,, 2020). Aligning
with previously mentioned studies of CEA-regulated emotional
responses (Kalin et al., 2004), the CRF is also present in the PRNc
to facilitate its function in fear and anxiety. A classical study
has supported the role of PRNc in mediating the expression of
fear-potentiated startle in the rat, which was potentially achieved
by the interconnected working network with the CEA for CRF
secretion (Fendt, 1997). The PB can be divided along the superior
cerebellar peduncle into three main parts: PBI, PBmm, and PBKE,
all of which showed a substantial quantity of labeled neurons
from our results (Fulwiler and Saper, 1984). Several pioneer
studies have outlined that the PBI is vital in transmitting a broad
range of sensory information such as feeding and pain to the
forebrain (Le May et al, 2021), the PBKF is mainly involved
in breathing rhythmogenesis (Yang et al., 2020), and the PBmm
plays an important role in controlling wakefulness and behavioral
arousal (Xu et al., 2021). All the functional capacities of PB
subregions mentioned above and their heavy innervation to ELGs
may facilitate the formation of associations between external
stimuli and behavior outcomes, which also underlies the sin qua
non role of ELGs in social behaviors.

Analysis of FFAs Further Support the
Important Role of ELGs in Social

Communication

In most mammals, chemical cues called pheromones have
emerged as the predominant “language” for communicating
social and sexual information (Liberles, 2014). These
pheromones are released by individuals, often chemically
unrelated, and are contained in body fluids like urine, sweat,
specialized exocrine glands, and the mucous secretions
of genitals. Although numerous studies have suggested
that pheromones originate from urine, recent studies have
highlighted the importance of lacrimal proteins for social
communication (Liberles, 2014). For example, the lacrimal
protein ESP1 has an important role as a sex pheromone that
effectively enhances female sexual receptive behavior (Haga
et al., 2010). The ratCRP1 isolated from the ELG, induced
stopping behavior in female rats (Tsunoda et al.,, 2018). These
observations demonstrate the important role of ELGs in
secreting pheromones. Numerous studies have suggested that
pheromones display tremendous structural diversity and include
volatile organic compounds, fatty acids, and proteins (Wyatt,
2017). To find fatty acids that can be used as pheromones, we
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used the CIL-LC-MS technique to analyze free fatty acids in
the ELGs and compared positively identified fatty acids with
pheromones previously defined. In total, 3 bile acids (ursocholic
acid, isoursodeoxycholic acid, and 7-ketodeoxycholic acid) were
identified in ELGs, and they have been potentially acted as
pheromonal cues. Steroids are important pheromones in most
mammalian species, especially steroid hormones (Doyle and
Meeks, 2018). 20 alpha-hydroxycholesterol were involved in the
steroid hormone biosynthesis and isocaproic acid is a metabolite
of 20 alpha-hydroxycholesterol (Shimizu et al., 1960). Previous
investigations have shown that valproate affects social behavior
in mice (Chapman and Cutler, 1987). All these previous defined
fatty acid related pheromones mentioned above further support
the important role of ELGs in social communication.

The Relevance Between the ELGs’ Energy
Metabolism and the Brain From Metabolic

Analysis

As the energy metabolism of ELGs is poorly mapped, we
conducted NMR metabolic kinetics to detect and quantitatively
analyze the metabolites in rat ELGs. Astrocytes Glu-Gln cycle
and Glu-GABA cycle exist between GABAergic neurons and
glutamatergic neurons (Guo et al.,, 2021). The labeled carbon in
Gluy is transferred to GABA, after which the GABA and Glu are
absorbed by astrocytes (Guo et al., 2021). Previous studies have
illustrated that the removal of bilateral ELGs in mice induced
moderate to severe dry eye, and the removal of an ipsilateral ELG
resulted in increased anxiety in female mice, which suggested
that neurotransmitter metabolism disorder in ELGs may underlie
some mental illnesses (Mecum et al, 2020). Comparing the
NMR spectra of brain metabolism, the metabolites in the ELGs
were lack of the N-acetylaspartate (NAA) (Navarro et al., 2008),
suggesting the discrepancy between the mechanism of energy
metabolism in the ELGs and the brain. Different concentrations
of 13C-labeled Glu detected at different positions may be the
result of multiple peaks folding in the integrated area, or
the metabolites were not completely extracted from the ELGs.
Although there might be some limitations in our research, this
study on the metabolites of ELGs is of great reference value
for subsequent investigations of physiological functions and
metabolic mechanisms.

CONCLUSION

The present study elucidated whole-brain direct innervations
to ELGs in both genders of rats and mice, undertaking
comprehensive histological visualization together with a detailed
analysis of the FFAs secreted from the ELGs. Although the
innervation patterns are similar for males and females in the
most major brain regions along the AP axis, they are diverse
for subregional labeling distribution. These findings indicate
that ELGs integrate extensive innervations from numerous brain
regions in the whole brain range and that males and females

are innervated differently by the HY, OLE and STR, which
may contribute to further study of the diverse functions of
ELGs. The detailed histological results between rats and mice
of both genders undertaken in the present study also provide
a structural basis for elaborating the functional relevance of
ELGs. Moreover, analysis of FFAs from the ELGs revealed several
important FFAs, such as ursocholic acid, isoursodeoxycholic
acid, 7-ketodeoxycholic acid, and valproate, which play a
central role in guiding behavioral and physiological responses to
social reactions.
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