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ABSTRACT. Our previous studies and others have revealed detailed characteristics of the mucosal
nerve network in the small intestine, but much remains unknown about the corresponding network
in the large intestine. We herein investigated regional differences in the expression of neurochemical
markers, the nerve network structure, and the cells in contact with nerve fibers by histological
analysis using both immunohistochemistry and serial block-face scanning electron microscopy
(SBF-SEM). Immunohistochemistry revealed that immunopositive structures for protein gene
product 9.5, vasoactive intestinal peptide (VIP), calretinin and vesicular acetylcholine transporter
were more prevalent in the lamina propria of the ascending colon than the cecum and descending
colon (DC). There was no significant difference in the frequency of most neurochemical markers
between the cecum and DC, but the frequencies of VIP* structures were higher in the cecum than
in the DC. SBF-SEM analysis showed that the nerve network structure was more developed on
J. Vet. Med. Sci. the luminal side of the DC than the cecum. The cells that nerve fibers abundantly contacted were
85(2): 123-134, 2023 subepithelial and lamina propria fibroblast-like cells and macrophages. In addition, nerve fibers
in the cecum were in more frequent contact with immune cells such as macrophages and plasma
cells than nerve fibers in the DC. Thus, the present histological analysis suggested that the mucosal
nerve network in the large intestine possessed both regional universality and various specificities,
and revealed the intimate relationship between the nerve network and immune cells, especially in
the cecum.
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The enteric nervous system is a highly developed nervous system in the gastrointestinal tract, and is known to play regulatory roles
in activities such as blood flow, the secretion of intestinal juice and the movement in the intestine [16]. The mucosal nerve network of
the small intestine has been investigated using immunohistochemistry and other experimental techniques. Neurons in the submucosal
plexus of the mouse small intestine, which abundantly innervate the mucosa, have been classified by immunohistochemistry, based on
the expression of various neurochemical markers such as calcitonin gene-related peptide (CGRP), choline acetyltransferase, calretinin
(CR), substance P (SP) vasoactive intestinal peptide (VIP), and others [42, 48]. In fact, cholecystokinin (CCK), CGRP, neuropeptide
Y (NPY), SP, somatostatin (SST), tyrosine hydroxylase, vesicular acetylcholine transporter (VAChT), or VIP immunopositive nerve
fibers are present in the mucosa of mouse and/or guinea pig small intestine [30, 36, 42]. In addition, NPY™ neurons co-positive for
CGRP, CCK, choline acetyltransferase, or SST in the submucosal plexus extend nerve fibers into the mucosa [17, 18]. On the other
hand, studies using transmission electron microscopy have revealed that nerve fibers are in contact with fibroblast-like cells [11, 24,
44], mononuclear phagocytes [8] and mast cells [52] in the rat or mouse small intestine. Furthermore, in our previous study we used
serial block-face scanning electron microscopy (SBF-SEM), a type of volume electron microscopy, to three-dimensionally analyze
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the nerve network structure in the mucosa of the rat small intestine, and we comprehensively identified the types of cells that are in
contact with nerve fibers [45]. Thus, while the nature and structure of the mucosal nerve network in the small intestine have been
clarified in detail, much remains unknown about the mucosal nerve network in the large intestine.

Our previous study using SBF-SEM identified fibroblast-like cells (FBLCs) and macrophages as the cells being frequently in contact
with the nerve fibers in the rat ileal mucosa [45]. Especially, contact between nerve fibers and FBLCs has also been observed by
transmission electron microscopy [11, 24, 44]. FBLCs localized in the subepithelium release ATP in response to mechanical stimuli
and transmit information to the intrinsic primary afferent neurons. Therefore, this physical contact between subepithelial FBLCs and
nerve fibers is thought to be involved in mechanosensing in the intestinal villi [22, 23]. Thus, while the relationship between nerve
fibers and FBLCs has been clarified in the small intestine, it is not clear whether they establish a universal relationship throughout the
whole intestine including the large intestine. Furthermore, we recently showed that there are regional differences in the morphological
characteristics, quantity and localization of subepithelial FBLCs and lamina propria FBLCs in the rat large intestine [55]. Therefore, it
is possible that there are regional differences in the relationship between various kinds of cells in the mucosa, including FBLCs, and
the mucosal nerve network throughout the large intestine. In this study, we performed immunohistochemistry against pan-neuronal
marker, protein gene product 9.5 (PGP9.5), and various neurochemical markers (VIP, CR, VAChT, NPY, CGRP and SP) whose
expressions have been frequently reported in the mucosal nerve network of the intestine [17, 18, 30, 36, 42], and SBF-SEM analysis
to investigate the expression of various neuronal neurochemical markers, the structure of the nerve network, and the relationships
between nerve fibers and cells in the mucosa in each region of the large intestine to clarify regional differences in the mucosal nerve
network in the large intestine.

MATERIALS AND METHODS

Animals

Eight 7-week-old male Wistar rats (Japan SLC, Hamamatsu, Japan) were maintained under specific pathogen-free conditions in
individual ventilated cages (Sealsafe Plus; Tecniplast, Bugugiate, Italy). They were permitted free access to water and food (Lab
RA-2; Nosan Corp., Yokohama, Japan). The animal facility was maintained under a 12-hr/12-hr light/dark cycle at 23 + 2°C and 50 =
10% humidity. This animal study was approved by the Institutional Animal Care and Use Committee (permission no. 30-05-01) and
carried out according to the Kobe University Animal Experimentation Regulations.

Tissue preparation for light microscopy

After euthanasia by overdose inhalation of isoflurane (Wako Junyaku, Osaka, Japan), tissue blocks were removed from the cecum,
ascending colon and descending colon of 5 rats. Then, each block was immersion-fixed in 4.0% paraformaldehyde fixative in 0.1 M
phosphate buffer for 6 hr at 4°C and snap-frozen in liquid nitrogen as described previously [39]. Sections were cut at a thickness
of 4 um using a Coldtome Leica CM1950 (Leica Biosystems, Nussloch, Germany), placed on slide glasses precoated with 0.2%
3-aminopropyltriethoxysilane (Shin-Etsu Chemical Co., Tokyo, Japan), and stored at —30°C until use.

Immunohistochemistry

For this investigation, enzyme immunohistochemical analysis was performed using a pan-neuronal marker and several neurochemical
markers. Antigens were detected using the modified indirect method of enzyme immunohistochemistry with the antibodies. Briefly,
the tissue sections were rinsed three times in 0.05% Tween-added 0.01 M phosphate-buffered saline (TPBS) after each preparation
step to remove any reagent residues. All sections were then immersed in absolute methanol and 1.2% H,O, for 30 min, respectively.
Following blocking with Blocking One Histo (Nacalai Tesque Inc., Kyoto, Japan) for 1 hr at room temperature (r.t.), the sections were
reacted with anti-PGP9.5 mouse IgG (diluted at 1:12,800, ab8189; Abcam, Cambridge, UK), anti-VIP mouse IgG (diluted at 1:3,200,
ab30680; Abcam), anti-CR mouse IgG (diluted at 1:6,400, sc-365956; Santa Cruz biotechnology, Dallas, TX, USA), anti-VAChT
rabbit IgG (diluted at 1:2,000, 139103; Synaptic Systems, Goettingen, Germany), anti-NPY mouse IgG (diluted at 1:6,400, GTX60971;
GeneTex, Irvine, CA, USA), anti-CGRP goat IgG (diluted at 1:3,200, ab36001; Abcam) or anti-SP mouse IgG (diluted at 1:4,000,
ab14184; Abcam), for 18 hr at 6°C. Next, the sections were incubated with HRP-conjugated anti-mouse IgG donkey IgG (diluted at
1:200, 715-035-151; Jackson ImmunoResearch Inc., West Grove, PA, USA), HRP-conjugated anti-rabbit IgG donkey IgG (diluted at
1:400, 715-035-152; Jackson ImmunoResearch Inc.) or HRP-conjugated anti-goat IgG donkey IgG (diluted at 1:200, 705-035-147;
Jackson ImmunoResearch Inc.) for 1 hr at r.t. Sections were rinsed three times in TPBS and three times in Tris buffer (pH 7.6),
and then stained in 0.02% 3,3’-diaminobenzidine (Dojindo Lab., Mashiki-machi, Japan) in Tris buffer with 0.17 pL/mL hydrogen
peroxide solution. Control sections were incubated with TPBS or non-immunized mouse (sc-2025; Santa Cruz Biotechnology), rabbit
(20009-1-200; Alpha Diagnostic International, San Antonio, TX, USA) or goat (500-G00; Pepro Tech EC, London, UK) IgG instead
of the primary antibody, and these results were used to discriminate the specific reactions for each immunohistochemical analysis.

Acquisition of data stacks with SBF-SEM and 3D reconstruction of histological components

For this investigation, we reused the data stacks obtained from the portion around the intestinal crypt in our previous study [55]
and additionally obtained the data from the luminal side of the cecum and descending colon using Sigma VP or Merlin (Carl Zeiss,
Oberkochen, Germany) with a Gatan 3View 2XP system (Gatan, Abingdon, UK) (Supplementary Fig. 1). The tissue preparation
procedures were described earlier [55]. The observation conditions in each tissue block were as follows: acceleration voltage, 1.2—1.5
kV; probe current, 130—164 pA; size in pixels, 8,192 x 8,192; X-Y resolution, 6 nmx6 nm; slice pitch, 100 nm; slice number, 392 or
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more. Each data stack was aligned using Fiji. Alignment analyses for a portion of the data stacks were conducted after binning to a
resolution of 12 nm.

Nerve fibers and nerve bundles including enteric glial cells, and the contact area with any of the types of cells in the mucosa, were
three-dimensionally reconstructed from these aligned data stacks with the use of the program IMOD (https://bio3d.colorado.edu/imod/).

Measurement of the frequency of immunopositive structures

Images for the histological measurement were taken from the immunohistochemically stained tissue sections so that the entire lamina
propria from the base of the intestinal crypt to the basal surface of intestinal superficial epithelial cells could be seen in the field of
view. Image data were obtained with 6 to 10 fields of view per rat for each neurochemical marker. Only immunopositive areas were
extracted using color deconvolution of Image J. The threshold function of Image J was set to eliminate the faint background positivity
in the lamina propria in the negative control tissue sections when staining with mouse, rabbit or goat normal IgG. The immunopositive
areas of various neurochemical markers were calculated using this threshold. Immunopositive areas were calculated in 1) the entire
lamina propria and 2) the muscular and luminal quarter part of the lamina propria divided into four segments (Supplementary Fig. 2).
Then, each frequency was calculated by dividing the area of each immunopositive structure by the area of the correspondent lamina
propria (Supplementary Fig. 2).

Tentative classification of cells in contact with nerve fibers for the analysis of neural connectivity

Neural connectivity in the mucosa of the cecum and descending colon was analyzed according to the method used for the ileal
mucosa in our previous study, with some modifications [45]. Briefly, FBLCs [38, 55], smooth muscle cells [55], macrophages (reported
as macrophage like cells in the previous study [37]), plasma cells [37], and eosinophils [ 1] were defined based on our previous findings.
Lymphocytes (reported as lymphocyte-like cells) and pericytes were defined using a definition similar to that in our previous study
[45]. The type of some cells could not be identified; we thus refer to these cells as “undetermined” herein. In addition, we excluded
enteric glial cells from the analysis objects, because the physical contacts between the enteric glial cells and nerve fibers were too
numerous to count.

Quantitative histological analysis of SBF-SEM data

To compare the complexity of the network structure of nerve bundles, we measured the number of branches of the nerve bundle
from one end or branching point to the next end or branching point as a single unit (Supplementary Fig. 3). After calculating the total
area of the lamina propria included in each data stack by using a microscopy imaging browser [3], the number of nerve bundle units
per unit area of lamina propria were calculated (Supplementary Fig. 3 and Supplementary Table 1). We then counted the number of
cells that were in contact with one or more nerve fibers. In addition, we reconstructed the three-dimensional contact structures of nerve
fibers and counted the number of contact structures swollen to a maximum diameter of 1 pm or more and those not swollen. Finally,
we traced the outline of all the above contact sites by nerve fibers and measured the area of these contact sites using a microscopy
imageing browser. These results are presented as numerical data.

Statical analysis

The normality of distribution was first assessed by the Kolmogorov—Smirnov test. For non-parametric variables in the comparison
between two groups, a Mann—Whitney U test was performed. For non-parametric variables in multiple comparisons, a Kruskal-Wallis
test was performed with the Steel-Dwass test as a post-hoc test. P values less than 0.05 were considered statistically significant. The
statistical methods used in each analysis are described in the figure legends.

RESULTS

Immunohistochemistry for neurochemical markers

The immunopositive reactions against VIP, NPY, VAChT, CGRP, and SP were observed mainly as minute-granular structures,
whereas those against PGP9.5, a pan-neuronal marker, and CR were observed as either fibrous or granular structures in the lamina
propria of any of the regions studied (i.e., the rat cecum, ascending colon or descending colon; Fig. 1). These immunopositive structures
for each marker were found in the whole lamina propria in all regions of the large intestine. Immunopositive reactions for SP and
CGRP were less frequent than those for other neurochemical markers.

We next quantified differences in the frequency of the immunopositive structures among the cecum, ascending and descending colon.
The frequency of PGP9.5" structures in the lamina propria was highest in the ascending colon and not significantly different between the
cecum and descending colon. In addition, the frequencies of VIP*, CR*, and VAChT" structures in the lamina propria were also highest
in the ascending colon, although in the case of the VAChT" structures the difference was not significantly different. Comparing the
cecum and descending colon, the frequency of VIP* structures was significantly higher in the cecum, while the frequency of VAChT*
structures was higher in the descending colon, although not significantly. The frequencies of NPY", CGRP", and SP" structures did not
differ significantly among regions (Fig. 2a). Comparing the frequency of structures immunopositive for the different neurochemical
markers between the muscular and luminal sides of each region, the frequencies of PGP9.5" and VIP" structures were higher on the
muscular side, especially in the cecum. The frequency of SP* structures was significantly higher on the muscular side, especially in
the ascending colon, whereas that of CR" structures was significantly higher on the luminal side, especially in the descending colon
(Fig. 2b). No notable differences were detected between the muscular side and the luminal side for the other neurochemical markers.
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3D analysis of the mucosal nerve network in the rat large intestine

The above analysis suggested that the immunohistochemical characteristics of the mucosal nerve network of the cecum and
that of the descending colon were relatively similar, except with respect to the frequency of VIP* structures. Therefore, we next
investigated potential differences in the structure of the mucosal nerve network between the cecum and descending colon by means
of three-dimensional analysis using SBF-SEM. As a result, we found that the nerve bundles, identified and reconstructed as in our
previous study [45], formed networks by branching/anastomosing in the lamina propria in the rat cecum and descending colon (Fig.
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Fig. 2.

a: The frequency of structures immunopositive for each neurochemical marker in the whole lamina propria of the cecum, ascend-

ing colon and descending colon. b: The frequency of structures immunopositive for each neurochemical marker on the muscular side
(muscular) and the luminal side (luminal) of the cecum, ascending colon, and descending colon. AC, ascending colon; Ce, cecum; CGRP,
calcitonin gene-related peptide; CR, calretinin; DC, descending colon; NPY, neuropeptide Y; PGP9.5, protein gene product 9.5; SP, sub-
stance P; VAChT, vesicular acetylcholine transporter; VIP, vasoactive intestinal peptide. Each median value is represented by a horizontal
bar. Double asterisks, P<0.01. Asterisk, P<0.05 (a: Kruskal-Wallis test with Steel-Dwass test; b: Mann—Whitney U test). n=5.
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Fig. 3. a-d: 3D images of the running pattern of nerve bundles, including both nerve fibers and enteric glial cells. The upper parts
of each image are the luminal side of the intestine (white arrows). Nerve bundles (light gray) run with branching/anastomosing in
the lamina propria on the luminal side (a, b) and around the intestinal crypt base (c, d) of the cecum (a, ¢) and descending colon
(b, d). e: Complexity of the nerve network in the lamina propria (LP) around the intestinal crypt base (ICB) and on the luminal
side (luminal) of the cecum and descending colon (DC). f, g: Nerve bundles (light gray) run along the muscularis mucosae (red
dashed line) of the cecum (f) and descending colon (g). Upper parts of images are the luminal side of the intestine (white arrows).
Panels 3f” and g’ are three-dimensional images of only the nerve bundles running along the muscularis mucosae of panels 3f and
g, respectively, rotated 90 degrees and observed from the luminal side. Bar=10 um.

3a—d). To compare the complexity of the network structure of nerve bundles, we counted the number of nerve bundles within each
unit area of the lamina propria; nerve bundles between one end or branching point and the next end or branching point were counted
as a single unit (Supplementary Fig. 3). The results showed that the nerve network in the lamina propria of the descending colon was
more complex than that in the cecum (Fig. 3e). In the cecum, there was no apparent difference between the lamina propria around the
intestinal crypt base and that on the luminal side (Fig. 3¢). On the other hand, in the descending colon, there were more branchings/
anastomoses in the lamina propria on the luminal side than around the intestinal crypt base (Fig. 3e). Nerve bundles running along
muscularis mucosae were observed around the intestinal crypt base in both the cecum and the descending colon (Fig. 3f—g). This nerve
network along the muscularis mucosae was more developed in the descending colon than in the cecum (Fig. 3f-g).

Analysis of the connectivity of nerve fibers in the mucosa of the rat large intestine

We next analyze the physical contact between nerve fibers and each kind of cells in the mucosa. We qualified visible gapless
relationships between the surface membrane of the nerve fiber and each cell in the mucosa at a resolution of 12 nm or less as “contact”.
In data stacks in this study, both the cecum and descending colon, nerve fibers were in physical contact with the various cells in the
lamina propria, but not with any epithelial cells as shown below. Considering that the connectivity of the nerve fibers is important
for interpreting the function in the mucosal nerve network as discussed in the previous study [45], we next quantitatively analyzed
both the number of these cells which were in contact with nerve fibers (hereinafter “contact cells”) and the area of contact between
the “contact cells” and nerve fibers.

Careful tracing of the nerve bundles and individual nerve fibers in all data stacks revealed that subepithelial FBLCs, lamina propria
FBLCs, and macrophages were major contact cells, while plasma cells, lymphocytes, eosinophils, pericytes and smooth muscle cells
were minor contact cells (Fig. 4c—h, Table 1, Supplementary Fig. 4, Supplementary Table 2). In both the cecum and descending colon,
contact cells were abundantly detected in the lamina propria on the luminal side (cecum: 43.13 + 5.91; descending colon: 25.2 +
5.05), while contact cells were scarcely found around the intestinal crypt base (cecum: 2.60 + 1.40; descending colon: 4.26 + 1.52)
(Table 1). Nerve fibers were more frequently in contact with subepithelial FBLCs on the luminal side of the cecum than that of the
descending colon, while these contacts were scarce around the intestinal crypt base in both regions. Nerve fibers of the cecum were
in contact with lamina propria FBLCs only on the luminal side, while lamina propria FBLCs were the most common contact cells
both on the luminal side and around the intestinal crypt base in the descending colon. Contact between nerve fibers and macrophages
on the luminal side was more than twice as frequent in the cecum than in the descending colon in any rat (Supplementary Table 2),
while such contact around the intestinal crypt base was found only in the descending colon. Contact with plasma cells and eosinophils
was observed only in the cecum, although there was no difference in the quantity of contact with lymphocytes between the cecum
and descending colon (Table 1).

Next, we reconstructed the three-dimensional contact structures of nerve fibers and found out that nerve fibers were sometimes
swelled like varicosities at contact sites (Fig. 4b, Supplementary Fig. 5) as same as the previous study [45]. We therefore quantified
the number of swelled contact structures (maximum diameter >1 pum) and non-swelled contact structures. These swelled contact
structures of nerve fibers normally contained synaptic vesicle-like structures (Fig. 4a). In both the cecum and descending colon, swelled
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Cc
e {Macrop
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Fig. 4. Ultrastructural observation of contacts between nerve fibers and contact cells. a: Nerve fibers are in contact with a lymphocyte (red) in
the lamina propria. Two of them are colored by green and yellow, respectively. Mitochondria (black arrows) and endoplasmic reticulum (white
arrows) are seen in a lymphocyte. a’: High-magnification image of the square area in panel 4a. Synaptic vesicle-like structures (arrows) are
observed in nerve fibers. b—b’: Three-dimensional images of the contact site of the nerve fiber in panel 4a. The nerve fibers (green and yellow)
are in contact with a lymphocyte (grey) and swelled like varicosity (arrows) at contact site. The cross-sectional image at the red line in panel
4b is panel 4a. The color of each nerve fiber in panel 4b corresponds to the color in panel 4a. Panel 4b’ is the image rotated 90 degrees from
panel 4b. Three-dimensional images of individual nerve fiber are shown in Supplementary Fig. 5. c—h: Nerve fibers (green) in contact with
a subepithelial fibroblast-like cell (Sub-FBLC) (c, red), lamina propria FBLC (LP-FBLC) (d, red), macrophage (e, red), lymphocyte (f, red),
plasma cell (g, red), and eosinophil (h, red). Panels 4a’ and ¢’~h’ are high-magnification images of the squares in panels 4a and c-h, respectively.
i—1: Three-dimensional images of the contact sites between nerve fibers and cells in the mucosa of the cecum (i, j) and descending colon (k, 1).
More extensive contacts are seen on the luminal side (i, k) compared to the portion around the intestinal crypt base (j, 1) in both the cecum (i,
j) and descending colon (k, 1). The contact sites of nerve fibers are particularly wide on the luminal side of the cecum (i). Red, blue and green
materials indicate the contact sites between nerve fibers and macrophages, FBLCs, and other cells, respectively. a—h: Bar=1 pm. i-l: Bar=10 um.
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Table 1. The number of cells which were in contact with nerve fibers in the lamina propria of the cecum and the
descending colon

Cecum Descending colon
Class Cell type
L ICB IL, ICB

FBLC Sub-FBLC 12.05+2.33 0.50 £ 0.50 6.96 £4.97 0
LP-FBLC 7.57+1.51 0 8.90 +1.49 1.91+£0.99
Immuno-competent ~Macrophage 18.31 +4.06 0 5.69+1.72 1.18 £0.03

cell Plasma cell 1.26 £ 1.26 0.53+0.53 0 0

Lymphocyte 1.55+0.99 0 2.31+1.79 0

Eosinophil 042 +£0.42 1.06 £ 1.06 0 0

Others Pericyte 0 0.50 £ 0.50 0 0
Smooth muscle cell 0.42 +0.42 0 0.37+0.37 0.40 +£0.40
Undetermined 1.55+0.99 0 0.97 +0.97 0.77 +£0.39
Total 43.13+£5.91 2.60 £ 1.40 25.2+5.05 4.26+1.52

The number of cells whose nuclei were completely included in the data stacks was counted. Numbers represent the number of
cells which were in contact with nerve fibers per area of lamina propria (mm?). Data are presented as mean + SE. n=3. L, portion
on the luminal side; ICB, portion around the intestinal crypt base; FBLC, fibroblast-like cell; Sub-FBLC, subepithelial FBLC;
LP-FBLC, lamina propria FBLC.

Table 2. The number of contact structures of nerve fibers which were in contact with mucosal cells in the cecum
or the descending colon

Cecum Descending colon
Class Cell type
L ICB L ICB
FBLC Sub-FBLC 43 (9) 2(2) 25 (6) 0
LP-FBLC 45 (19) 0 58 (23) 19 (12)
Immuno-competent Macrophage 163 (58) 0 60 (32) 8(2)
cell Plasma cell 2(1) 1(0) 0 0
Lymphocyte 4(2) 0 17 (5) 0
Eosinophil 3(3) 2(2) 0 0
Others Pericyte 0 1(1) 0 0
Smooth muscle cell 2(1) 0 4(2) 1 (0)
Undetermined 13(7) 0 3(1) 3(1)
Total 275 (100) 6(5) 167 (69) 31 (15)

Numbers in parentheses are the numbers of swelling structures. L, portion on the luminal side; ICB, portion around the intestinal
crypt base; FBLC, fibroblast-like cell; Sub-FBLC, subepithelial FBLC; LP-FBLC, lamina propria FBLC.

contact structures were more frequently found in the luminal side than around the intestinal crypt base. Swelled contact structures
were frequently found in the contact structures against lamina propria FBLCs and macrophages (Table 2). Interestingly, the number of
swelled contact structures against macrophages was more than half of the number of total swelled contact structures in the cecum. On
the other hand, most of contact structures against subepithelial FBLCs, which were the main contact cells along with lamina propria
FBLCs and macrophages in any regions (Tablel), were not swelled (Table 2).

Finally, we measured the area of nerve fibers in contact with each contact cell as the “contact area”, and determined the contact area
per unit area of the lamina propria (Table 3). In both the cecum and the descending colon, total contact area on the luminal side was
larger than that around the intestinal crypt base. In particular, the contact area in the lamina propria of the luminal side of the cecum
was by far the largest among the portions (Fig. 4i-1). As expected, the contact area with the major contact cells (subepithelial FBLCs,
lamina propria FBLCs, and macrophages) was larger than the contact area with most of other types of cells (Table 3). The contact
area with macrophages was larger in the lamina propria of the luminal side in the cecum than that of other cell types in any portion
(Table 3). In addition, the contact area with both subepithelial FBLCs and lamina propria FBLCs was larger in the lamina propria of
the luminal side of the cecum than that of the descending colon (Table 3).

DISCUSSION

The enteric mucosal functions, such as intestinal fluid secretion [16] and antibacterial agent secretion [51] are considered to be
regulated by enteric mucosal nerve network. Therefore, understanding how the mucosal nerve network is formed in each region of
the intestine is important to understand the region-specific functions of the mucosal nerve network. In this study, we investigated this
matter using a combination of SBF-SEM analysis and histological analysis by immunohistochemistry against various neurochemical
markers. Our results suggested that the mucosal nerve network in the large intestine possesses both regional universalities and

J. Vet. Med. Sci. 85(2): 123-134, 2023 130



The Journal of

Veterinary

Medical

Science REGIONAL SPECIFITY OF ENTERIC NERVE

Table 3. The total area of contact sites between nerve fibers and each type of cells per the area of total lamina
propria in the cecum and the descending colon

Cecum Descending colon
Class Cell type
L ICB IL, ICB
FBLC Sub-FBLC 4,818,317 75,551 1,941,314 0
LP-FBLC 5,641,513 0 3,235,673 6,536
Immuno-competent Macrophage 31,442,938 0 4,575,597 480
cell Plasma cell 221,739 107,371 0 0
Lymphocyte 195,621 0 2,415,050 0
Eosinophil 305,698 71,146 0 0
Others Pericyte 0 35,409 0 0
Smooth muscle cell 106,798 0 165,968 24
Undetermined 2,239,602 0 172,145 403
Total 42,732,628 289,479 12,333,604 7,040

Numbers represent the total area of the contact sites between nerve fibers and each type of cells (um?) per area of total lamina
propria (um?), and are multiplied by 10'2. L, portion on the luminal side; ICB, portion around the intestinal crypt base; FBLC,
fibroblast-like cell; Sub-FBLC, subepithelial FBLC; LP-FBLC, lamina propria FBLC.

@ Ny
Descending colon Cells being contact
with nerve fibers

S-FBLC
Macrophage

Lymphocyte
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VIP*NF
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Fig. 5. Schematic diagram of the histological characteristics of the mucosal nerve network in the cecum and descending
colon. FBLC, fibroblast-like cell; LP, lamina propria; NF, nerve fiber; S, subepithelial; VIP, vasoactive intestinal peptide.

specificities in terms of its structure, expression pattern of neurochemical markers, and patterns of physical contact with mucosal cells
(Fig. 5). The details are discussed below.

Over the last decade, volume electron microscopy techniques have been used to analyze the neural connectome in general [46], as
well as the specific neural connectivity in the neocortex [29], visual cortex [35], thalamus [43] and retina [25]. Our previous studies
using the volume electron microscopy technique known as SBF-SEM comprehensively elucidated the types of cells which were in
contact with nerve fibers in the rat ileal mucosa [45]. In this study, we applied this technique to the analysis of nerve networks in the
mucosa of the large intestine. Our results showed that the nerve network structure in the mucosa of the descending colon was more
complex on the luminal side than around the intestinal crypt base. In addition, nerve fibers were in contact with various types of cells in
the cecum and descending colon in this study as same as the previous study using the rat ileum [45]. These findings support the study
by transmission electron microscopy which have clarified that nerve fibers are in contact with FBLCs [11, 24, 44] and mononuclear
phagocytes [8] in the intestinal mucosa. Neurotransmission by the peripheral autonomic nervous system is thought to act in diffusion
manner from swelled structures of the nerve fibers, called varicosity, not by synapse [28]. It has been considered that nerve network in
the intestinal tract regulates the function of target cells in the volume transmission manner [50]. However, given that swelled contact
structures of nerve fibers, reminiscent of varicosity, were frequently in contact with lamina propria FBLCs and macrophages in the
large intestine in the present study, it is hypothesized that nervous control in the intestinal mucosa is possibly mediated not only by
volume transmission but also by physical contact-dependent manner. If so, physical contact between nerve fibers and contact cells
may enable cell-by-cell nervous control in the intestinal mucosa, where various types of cells exist in abundance. Unfortunately,
SBF-SEM analysis in the present study could not obtain finer ultrastructure at the contact sites, because SBF-SEM cannot repeatedly
image the same site. Further investigation will be needed to examine the above hypothesis by repeatedly-analyzable volume electron
microscopy technique such as automatic tape-collecting ultra-microtome SEM.

Moreover, contact cells that were in contact with nerve fibers were more abundant on the luminal side, and the major contact cells
were the subepithelial and lamina propria FBLCs and macrophages. Studies using transmission electron microscopy have reported
similar results in the small intestine [for FBLCs: (11, 24, 44) for mononuclear phagocytes: (8)]. Moreover, our above two findings
common in both the cecum and the descending colon were also similar to the findings in the rat ileum in our previous study [45].
Collectively, these results suggest that the mucosal nerve network develops universally as a highly complex network on the luminal
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side and functions to regulate the activities of FBLCs and macrophages. Subepithelial FBLCs in particular have been shown to function
as mechanosensor in the intestinal villi in the small intestine [22, 23]. Considering that nerve fibers were in abundant contact with
FBLCs on the luminal side of the cecum and descending colon in the present study, the dense interaction network between FBLCs
and the mucosal nerves might function as a mechanosensing system throughout the entire intestinal mucosa, especially on the luminal
side, which receives abundant physical stimulation.

The mucosal nerve network has been reported to regulate various activities of epithelial cells, such as their proliferation [6, 27] and
their secretion of intestinal fluid [13, 16, 20]. In fact, VIP" nerve fibers, which are considered to be extended from the secretomotor
neurons [20], run immediately beneath epithelial cells [2]. In the present study, however, nerve fibers were not in contact with any
epithelial cells, at least in the cecum and descending colon. Instead, nerve fibers were in contact with lamina propria FBLCs around the
intestinal crypt base of the descending colon in our data stacks. These lamina propria FBLCs were considered to correspond to CD34*
FBLCs in the rat large intestine, and CD34" FBLCs around the crypt were more highly abundant in the descending colon than in the
cecum [55]. CD34"gp38* stromal cells around the intestinal crypt have been reported to express Wnt, R-spondinl and gremlin [54],
which are regulators of epithelial stem cell maintenance [12, 32, 47, 54]. Based on the above findings, the abundant contact between
nerve fibers and lamina propria FBLCs in the descending colon observed herein suggests that the nerve network might regulate the
maintenance of epithelial stem cells through lamina propria FBLCs around the intestinal crypt of the descending colon.

Nerve fibers running in the intestinal mucosa mainly originate from either the intrinsic non-cholinergic or cholinergic secretomotor
neurons [9, 15, 16, 19, 31], intrinsic primary afferent neurons (IPANs) [7, 15, 21, 36], extrinsic sympathetic neurons [10, 14, 15] or
extrinsic primary afferent neurons [4, 5, 15, 41, 57]. Immunohistochemical analysis in the present study revealed that there were not
regional differences in the immunopositivity against CGRP, SP, and NPY. CGRP and SP are known to be expressed in both intrinsic
and extrinsic primary afferent neurons [7, 15, 21, 36, 48, 56], while NPY is known to be expressed in sympathetic neuron [40, 53,
56]. From these findings, sensory neuron and sympathetic neuron-derived nerve fibers are suggested to be developed to the same
level in the mucosa in each region of the rat large intestine. On the other hand, the expression of VIP, which is known to be expressed
in non-cholinergic secretomotor neurons [19, 42], was higher in order of the ascending colon, cecum and descending colon, while
that of VAChT, which is the marker of the cholinergic neuron [49, 58] such as cholinergic secretomotor neurons [15, 26, 31], did not
significantly differ between regions. This finding suggests that the regional difference of mucosal nerve network in the large intestine
is generated by VIP" non-cholinergic secretomotor neurons. Considering that VIP™ nerve fibers were more abundant in the cecum
than the descending colon and that the majority of swelled contact structures in the cecum were in contact with the macrophages, the
relationship between macrophages and VIP* nerves in the cecum is a fascinating topic to be analyzed in the future.

SBF-SEM analysis in the present study revealed the relationship between the mucosal nerve network and immune cells in the rat
large intestine. Nerve fibers were more frequently in contact with macrophages in the cecum than in the descending colon as discussed
above. Nerve fibers being in contact with lymphocytes was observed in both the cecum and the descending colon, whereas those
being in contact with plasma cells and eosinophils were detected only in the cecum. These results suggest that there is a regional
difference in the type of immune cells regulated by the mucosal nerve network in the rat large intestine. There are many lymphoid
tissues including isolated and aggregated lymphoid follicles in the animal intestine. Nerve network in Peyer’s parch is developed
especially in the interfollicular area which is T cell area [33, 34]. Unfortunately, the data stacks used in this study did not contain any
lymphoid tissue, but SBF-SEM analysis must be useful to uncover the relationship between nerve network and lymphocytes or the
other immune cells in the lymphoid follicles.

In conclusion, this study revealed that the mucosal nerve network in the large intestine possessed both universal and region-specific
characteristics in terms of the nerve network structure in the mucosa, the immunohistochemical characteristics of the nerve network,
and the cells which were in contact with the nerve fibers, and that the mucosal nerve network was in abundant contact with immune
cells in the cecum. These regional differences in the nerve network should lead to region-specific functions of the mucosal nerve
network of the large intestine, which is an attractive hypothesis to examine in the future.
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