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ABSTRACT. Vascular endothelial growth factor-A (VEGF-A) is a principal regulator of
hematopoiesis as well as angiogenesis. However, the functions of VEGF-A and its receptors
(VEGFRSs) in the differentiation of mast cells (MCs) in the skin remain unclear. The aim of this study
was to determine the expression patterns of two VEGFRs (FIk1 and FIt1) in the skin MCs during
development and maturation in rats. From the 17th days of embryonic development (E17) to

1 day after birth (Day 1), most of skin MCs were immature cells containing predominant alcian
blue (AB)* rather than safranin O (SO)* granules (AB>SO MCs). AB>SO MC proportions gradually
decreased, while mature AB<SO MC proportions increased from Day 7 to 28. FIk1* MC proportions
J. Vet. Med. Sci. increased from E20 and reached to approximately 90% from Day 1 to 21, thereafter decreased to
82(6): 745-753, 2020 about 10% at Day 60 and 90. FIk1* MC proportions changed almost in parallel with the numbers
of MCs and Ki67* MC proportions from E17 to Day 90. The proportions of MCs with both nuclear
and cytoplasmic FItT-immunoreactivity were markedly increased at Day 28, when the proportions
of nuclear FIk1%, Ki67*, and AB>SO MCs had significantly decreased, and AB<SO MC proportions
significantly increased. Considering that the main function of Flt1 is suppression of Flk1 effects,
our results indicated that cross-talk between Flk1 and Flt1 regulates the proliferation and
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Mast cells (MCs) are common elements of connective tissue in mammals and play a central role in allergic reactions [44]. It is
believed that MCs arise from multipotent hematopoietic progenitors in bone marrow and migrate to the peripheral tissues during
embryonic development [40, 41]. Normally, MCs do not mature before leaving the bone marrow and complete their development
and maturation within the peripheral tissues [40, 41]. In rats, the differentiation of MCs is observed histologically in the peripheral
tissues, such as the mesentery, respiratory tract, and skin [5, 6, 13, 38, 61]. Skin MCs are first detected between fetal days 14—16 and
differentiate to mature MCs during the fetal and neonatal stages in rodents [5, 6, 13, 37, 38]. A current study using a new fate-mapping
model suggested that skin MCs in postnatal and adult mice predominantly arise from long-lived, tissue-resident MC precursors
generated in the yolk-sac or differentiated from hematopoietic stem cells in the aorta-gonad-mesonephros (AGM) region that migrated
to skin during embryogenesis [32]. Development of MCs is regulated by many growth factors and cytokines such as stem cell factor
(SCF), IL-3, and IL-4 [62]. In skin, SCF produced by dermal fibroblasts and keratinocytes plays a crucial role in the proliferation and
differentiation of MCs [59]. However, the regulatory mechanism of MC differentiation in the skin remains to be elucidated.

Vascular endothelial growth factor-A (VEGF-A) is a key angiogenic factor mainly expressed by endothelial cells and regulates
endothelial cell proliferation, angiogenesis and vascular permeability via its receptors, including VEGFR1 (FItl) and VEGFR2
(Flk1) [24, 49]. VEGF-A is also a principal regulator of hematopoiesis [11, 25]. VEGF-A inhibits total colony formation from less
mature progenitor cells and promotes the formation of myeloid, mixed and erythroid colonies from lineage-committed progenitors
[18, 29]. Furthermore, VEGF-A up-regulates cell survival and/or proliferation in human hematopoietic stem cells (HSC) via Flk1
[17, 33, 53], while VEGF-A/FItl signaling promotes cell cycling and differentiation of HSC [33, 34].

Detoraki et al. [16] reported on the expression of Fltl and Flk1 in human lung MCs with VEGF-A, which promotes chemotaxis
of these cells via activation of both Flt1 and Flk1. Expression of these proteins is also detected in canine MC tumors [51] and MCs
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infiltrating in oral squamous cell carcinomas [12]. However, the functions of VEGF-A and VEGFRs in the differentiation of skin
MCs remains to be elucidated. More histological data on VEGFRs expression in MCs are necessary in order to understand the
functions of VEGF-A and VEGFRs in skin MCs during the development and maturation periods.

Therefore, in the present study, we determined the expression patterns of Fltl and Flk1 in the skin MCs of fetal and neonatal
rats. In addition, we performed sequential alcian blue (AB) and saflanin O (SO) staining as well as immunohistochemical
analysis for two lineage-specific markers, c-Kit and mast cell protease 6 (MCP6, tryptase beta 2), to assess the differentiation and
maturation of the MCs. We also evaluated the proliferative ability of the MCs by Ki67 immunohistochemical analysis.

MATERIALS AND METHODS

Animals

All animal handling and experimental protocols were approved by the Nippon Veterinary and Life Science University Institutional
Animal Care and Use Committee. Thirty fetal Wistar rats at 15 to 20 days of embryonic development (E15 to E20, five rats at each
day) and 28 neonatal and young male Wistar rats at 1, 7, 14, 21, 28, 60 and 90 days after birth (Day 1 to 90, 4 rats at each day)
were used. All animals were purchased from Tokyo Laboratory Animals Science (Tokyo, Japan). To collect embryos, pregnant rats
were decapitated under deep anesthesia with pentobarbital (50 mg/kg by intraperitoneal injection). The collected embryos were cut
transversely and fixed in 4% paraformaldehyde in 0.1 M phosphate buffer (PB, pH 7.4) for 24 hr at 4°C. Neonatal rats were also
sacrificed by deep anesthesia with pentobarbital (50 mg/kg by intraperitoneal injection), followed by decapitation. Skin tissues of
the neck and the back were removed and fixed in 4% paraformaldehyde in 0.1 M PB, pH 7.4 for 24 hr at 4°C. The specimens were
embedded in paraffin according to standard procedures, and cut into 3—4 um-thick for hematoxylin and eosin (HE), alcian blue (AB)
staining, and sequential AB and safranin O (AB-SO) staining or processed for immunohistochemistry (IHC).

AB staining and sequential AB-SO staining

To identify MCs in the skin, AB staining was performed according to a standard procedure [56]. Cells containing AB*
cytoplasmic granules were identified as MCs and counted in 10 fields of 1 mm? areas. The numbers of these cells are described as
means of 4 or 5 animals at each stage.

In AB-SO staining of connective type MCs including skin MCs, immature MCs contain cytoplasmic granules stained with only
AB. The maturation of MCs is accompanied with increase of SO* cytoplasmic granules [5, 31]. To evaluate the differentiation and
maturation of MCs in the skin, sequential AB-SO staining was conducted as previously described by Gaytan et a/ [31]. Briefly,
deparaffinized sections were stained with 1% AB in 3% acetic acid (pH 2.2) for 30 min, and then with 0.5% SO in 0.125 N
HC1 (pH 1.5) for 15 min. AB* and/or SO" MCs were categorized into 3 groups according to the methods previously described
[13, 21, 31] with slight modifications: (1) AB>SO MCs representing immature MCs with predominant AB* cytoplasmic granules
stained in blue and dark blue; (2) AB=SO MCs almost equally containing both AB™ and SO* cytoplasmic granules; (3) AB<SO
MCs representing mature MCs with predominant SO* cytoplasmic granules stained in dark red and brick red. Each number of
AB>SO, AB=S0, and AB<SO MCs was counted in 100 AB* and /or SO" MCs in 3-5 sections from each animals and described as
means of 4-5 animals at each stage.

IHC

According to the information provided by the manufacturers, all antibodies used in this study reacted to rat antigens.
Deparaffinized sections were treated with methanol containing 0.3% H,O, for 30 min to block endogenous peroxidase activity.
After being washed in 0.01 M phosphate-buffered saline (PBS, pH 7.4), the sections were incubated in 0.01 M citrate buffer (pH
6.0) at 67°C for 60 min (for Flk1, Flt1, c-Kit, and MCP6) [42] or heated in a microwave at S00 W for 5 min three times (for Ki67).
After treatment with Block Ace (Snow Brand Milk Products Co., Tokyo, Japan), the sections were incubated with various primary
antibodies (Table 1) overnight at 4°C. After washing in PBS, the sections were incubated with appropriate horseradish peroxidase
(HRP)-conjugated secondary antibodies (Table 1). The reaction products were visualized using DAB solution (EnVision+; DAKO,
Glostrup, Denmark). Finally, the sections were counterstained with hematoxylin or AB. The numbers of immunoreactive AB™ MCs
were counted in 100 AB* MCs in 3-5 sections from each animal and described as means of 4-5 animals at each stage.

Double-labeling IHC
To confirm that Flk1- and Fltl-immunoreactivies were localized in MCs, double-labeling IHC was performed using two MC

Table 1. Primary antibodies used in the experiment

Antibody Host species Dilution Supplier Article No.
Anti-Flk1 Mouse, monoclonal 1:100 Santa Cruz, Dallas, TX., USA sc-393163
Anti-Flt1 Rabbit, polyclonal 1:100 Santa Cruz, Dallas, TX., USA sc-316
Anti-c-Kit Rabbit, polyclonal 1:100 Agilent, Santa Clara, CA., USA A4502
Anti-MCP6 Mouse, monoclonal 1:500 (1:100)®  Santa Cruz, Dallas, TX., USA sc-59587
Anti-Ki67 Rabbit, polyclonal 1:500 ABCAM, Cambridge, UK ab15580

a) For detection using fluor-labeled secondary antibody.
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marker antibodies, anti-c-Kit antibody (raised in rabbit) for ant-Flk1 antibody (raised in mouse) and ant-MCP6 antibody (raised in
mouse) for anti-FlIt1 antibody (raised in rabbit). The combinations of anti-Flk1 and anti-c-Kit antibodies, and anti-Flt1 and anti-
MCP6 antibodies were used at appropriate dilution as described in Table 1. To evaluate the localization of Ki67-immunoreactivity
in Flk1* MCs and co-expression of Flk1 and Fltl in MCs, double-labeling IHCs were conducted using cocktails of anti-Flk1
mouse monoclonal and anti-Ki67 rabbit polyclonal antibodies, and anti-Flk1 mouse monoclonal and anti-FIt1 rabbit polyclonal
antibodies at appropriate dilution as described in Table 1. The antigen-antibody reactivities were detected using a cocktail of Alexa
Fluor 488-conjugated anti-mouse IgG goat antibody (Invitrogen, Carlsbad, CA., USA; 1:250, for Flk1 and MCP6) and Alexa
Fluor 568-conjugated anti-rabbit IgG donkey antibody (Invitrogen; 1:250, for c-Kit, Ki67 and FIt1). In the double-labeling IHC for
Ki67 and Flk1, and Flk1 and FIt1, the sections were counterstained with AB to confirm the presence of immunoreaction in MCs.
The sections were examined using the DP2-BSW software (Olympus, Tokyo, Japan) or BZ-X 170 Viewer and BZ-X Analyzer
(KEYENCE, Osaka, Japan). In several sections, red or blue fluorescence was converted to magenta using software BZ-X Analyzer
(KEYENCE) to demonstrate the nuclear localization of immunoreactivities more clearly.

Statistical analysis

The results of AB staining, AB-SO staining and THC were statistically evaluated using one-way ANOVA and Tukey’s post hoc
test. Differences were considered to be statistically significant at P<0.05.

RESULTS

Maturation and proliferation of skin MCs

In AB staining, MCs were first detectable in the skin at E16 as round cells containing AB* cytoplasmic granules. As shown in
Fig. 1, the numbers of AB™ MCs were gradually increased from E19 and showed significantly higher levels from E20 to Day 21,
followed by significantly lower levels from Day 28 to 90 (P<0.001, Fig. 1D). In AB-SO staining, all MCs were classified as AB>SO
MCs from E16 to Day 1 (Fig. 1A and 1E). The proportion of AB>SO MCs were decreased from Day 7 and showed significantly
lower levels after Day 21 (P<0.001, Fig. 1E). Notably, AB>SO MCs were almost disappeared from Day 28 to 90 (Fig. 1E). A small
numbers of AB=SO MCs first appeared at Day 7, and their proportions significantly increased to about 50% of MCs at Day 14 and
21 (P<0.001, Fig. 1B and 1E). However, the proportions of these cells gradually decreased from Day 28 and showed significantly
lower levels at Day 90 (P<0.001, Fig. 1E). SO>AB MCs were clearly identified at Day 7; thereafter, the proportions of these
cells significantly increased to approximately 90% of MCs after Day 28 (P<0.001, Fig. 1E). Skin MCs predominantly consisted
of SO>AB MCs at Day 60 and 90 (Fig. 1C and 1E). The presence of AB* granules was confirmed in all MCs, including AB>SO,
AB=S0, and AB<SO MCs by observation of AB staining before applying SO in AB-SO staining from E16 to Day 90.
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Alcian blue (AB) -safranin O (SO) staining of skin mast cells (MCs) at 1 day after birth (Day 1) (A), Days 14 (B), and 60 (C). (A) Only

AB>SO MCs (black arrowheads) are detected at Day 1. (B) Both AB>SO and AB=SO MCs (white arrowheads) are identified at Day 14.
(C) AB<SO MCs (black arrowheads) constitute most of skin MCs at Day 60. Bar=20 um (A—C). (D) Numbers of MCs identified as AB" cells
per 1 mm? of the skin from 16 days of embryonic development (E16) to Day 90. Data are presented as means + SD. *P<0.001 vs E16-18 and
Days 28-90. (E) The proportions of AB>SO, AB=SO, and AB<SO MCs from E16 to Days 90 are presented as means = SD. *P<0.001 vs Days
7-21; **P<0.001 vs Days 21-90; 1P<0.001 vs Days 1 and 90; #P<0.001 vs Days 7; ##P<0.001 vs Days 7 and 14.
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Fig. 2. (A) c-Kit-immunoreactivity (black arrowheads) is detected in the cell membrane and/or cytoplasm of all alcian blue (AB) * MCs at 1
day after birth (Day 1). (B) MCP6-immunoreactivity (black arrowheads) is detected in the cytoplasm of all AB* MCs at 19 days of embryonic
development (E19). (C) Ki67-immunoreactivity (black arrowheads) is shown in the nucleus of several MCs at Day 14. White arrowheads denote
Ki67-immunonegative MCs. Bar=20 um (A—C). (D) The proportion of MCP6" MCs from E16 to Day 90 are presented as means + SD. *P<0.001
vs E17 and 18. (E) The proportion of Ki67" MCs from E16 to Day 90 are presented as means + SD. *P<0.001 vs E17 and Days 28-90.

c-Kit-immunoreactivity was detected in the cell membrane and/or cytoplasm in all AB* MCs in all samples from E16 to Day 90
(Fig. 2A). However, MCP6-immunoreactivity was first identified in a small number of AB* MCs at E17 (Fig. 2D). The number of
MCP6'/AB" MCs increased from E18, and most of AB™ MCs showed MCP6-immunoreactivity from E19 to Day 90 (Fig. 2B and 2D).

Ki67-immunoreactivity was detected in the nuclei of AB™ MCs from E17 to Day 90 (Fig. 2E). The Ki67* MCs were detected
in approximately 5-10% of AB" MCs from E17 to Day 7; thereafter, the proportions of these cells significantly increased to
approximately 20% at Days 14 and 21 (P<0.001, Fig. 2C and 2E). However, the proportions of Ki67" MCs significantly decreased
at Day 28 (P<0.001), and the immunoreactive MCs had almost disappeared by Days 60 and 90 (Fig. 2E).

Flkl- and FltI-IHC

Flk1-immunmoreactivity was found in the nuclei and/or cytoplasm of AB* MCs from E17 to Day 90 (Fig. 3). From E17 to 19,
approximately 18-26% of AB™ MCs showed Flk1-immunoreactivity only in the cytoplasm (cytFlk1, Fig. 31). The proportion of
cytFlk1* MCs was found to have significantly increased from E19 to E20 (P<0.001), and approximately 70% of AB* MCs showed
cytFlk1-immunoreactivity from Day 1 to 21 (Fig. 3A and 31). However, the proportion of these MCs decreased after Day 28, and
subsequently showed significantly lower levels at Day 60 and 90 (P<0.001, Fig. 31). Flkl-immunoreactivity in the nuclei as well as
the cytoplasm (nuc/cytFlk1) was identified in small numbers of AB* MCs at E17 and 18 (Fig. 3B and 31). The nuc/cytFlk1" MCs
constituted 10-30% of AB* MCs from E19 to Day 21 (Fig. 3B and 31), and thereafter the proportion of these cells significantly
decreased to approximately 2% of AB* MCs after Day 28 (P<0.001, Fig. 3C and 31I). Double-labeling IHC confirmed that Flk1-
immunoreactivity was localized in the MCs identified by c-Kit immunoreactivity from E17 to Day 90 (Fig. 3D-G). In addition,
nuclear and cytoplasmic localization of Flk1-immunoreactivity in c-Kit" MCs was confirmed by double-labeling IHC with DAPI
nuclear staining from Days 1 to 21 (Fig. 3D—G). Double-labeling IHC for Ki67 and FIk1 revealed that all Ki67-immunoreactive
AB* MCs showed cyt or nuc/cytFlkl-immunoreactivity from E17 to Day 28 (Fig. 4).

Flt1-immunoreactivity was also detected in the nuclei and/or the cytoplasm of AB™ MCs from E19 to Day 90 (Fig. 5). Flt1-
immunoreactivity only in the cytoplasm (cytFlt1) was detected in a small number of AB™ MCs at E19 (Fig. 5M). The proportion
of the cytFlt1" MCs was found to significantly increase from E19 to E20 (P<0.001, Fig. 5M); thereafter, these MCs constituted
approximately 60% of AB" MCs from Day 1 to 7 (Fig. 5A and 5M). However, the proportions of cytFlt1" MCs was found to
decrease from Day 14 and showed significantly lower levels after Day 28 (P<0.001, Fig. 5M). Both nuclear and cytoplasmic
localization of Flt1-immunoreactivity (nuc/cytFltl) was detected in a small number of AB* MCs from E19 to Day 14 (Fig. 5B and
5M). The proportion of these MCs was found to increase after Day 14 and showed significantly higher levels at Day 21 and 28.
However, the proportion significantly decreased after Day 60 (P<0.001, Fig. SM). Double-labeling IHC confirmed that the MCs
identified by MCP6-immunoreactivity showed Fltl-immunoreactivity from E19 to Day 90 (Fig. SC-K). In addition, the presence
of cytoFlt1"MCP6" MCs (Fig. 5C-E) and nuc/cytoFlt1"MCP6" MCs (Fig. SF-K) was clearly identified from Days 1 to 28 by the
double-labeling IHC with DAPI staining.

Double-labeling THC for Flk1 and Fltl revealed the colocalization of both Flk1- and Flt1-immunoreactivities in most of AB*
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Fig. 3. Flkl-immunohistochemistry (IHC) in skin mast cells (MCs) at 14 days after birth (Day 14) (A, B and D-G) and Day 28 (C). (A and B)
Flk1-immunoreactivity is detected both in the nucleus and cytoplasm (black arrows) or only in the cytoplasm (black arrowheads) of MCs at Day
14. White arrows denote Flkl-immunonegative MCs. (C) FlkI-immunoreactivity is detected only in the cytoplasm of MCs at Day 28. (D-G)
Double-labeling IHC for Flk1 (green, D) and c¢-Kit (red, E) with DAPI (magenta) of skin MCs (white arrowheads) at Day 14. (F) Merged image
of D and E confirms the presence of FlkI-immunoreactivity in c-Kit" MCs. (G) Merged image of Flk1-IHC (green, D) and DAPI (magenta)
reveals the localization of Flk1-immunoreactivity both in the cytoplasm and nucleus of the ¢-Kit" MCs (white arrowheads). Bar=20 um (A-G).
(H) The proportions of FIk1* MCs from 16 days of embryonic development (E16) to Day 90 are presented as means + SD. *P<0.001 vs E17-19
and Days 60-90; +P<0.001 vs Days 60-90. (I) The proportions of nuclear/cytoplasmic and cytoplasmic Flk1™ MCs from E16 to Day 90 are
presented as means + SD. *P<0.001 vs E17-19 and Days 60-90; **P<0.001 vs Days 60-90; #P<0.001 vs E19-Day 14 and Days 28-90.

Fig. 4. Double-labeling immunohistochemistry for Flk1 (green, A) and Ki67 (red, B) in alcian blue (AB)" mast cells (MCs) (D) at 14 days after
birth (A-D). (C) Merged image of A and B reveals the colocalization of cytoplasmic Flk1- and Ki67-immunoreactivities (white arrowhead).
White arrows denote Flk17Ki67~ MCs. Black arrowhead and arrow in D represent same cells marked by white arrowheads and arrows in A-C,
respectively. Bar=20 ym.

MCs from Day 1 to 28 (Fig. 6). FIk1*FIt1*AB"™Cs consisted of nuc/cytFlt1 'nuc/cytFlk1" (Fig. 6A-D), nuc/cytFltl *cytFlk1*
(Fig. 6A-D), cytFltl1 'nuc/cytFlk1" and cytFltl*cytFlk1* MCs from Days 1 to 21. At Day 28, however, FIk1"Flt1*"AB* MCs showed
only cytoplasmic Flk1, but not nuclear Flk1-immunoreactivity (Fig. 6E—H).

DISCUSSION

In this study, we demonstrated the localization of Flk1- and Fltl-immunoreactivities in skin MCs during late embryonic and
neonatal development in rats. The proportions of Flk1- and Fltl-expressing MCs were especially pronounced from Day 1 to 28.
However, these immunoreactivities had almost disappeared in the skin MCs at Days 60 and 90. To our knowledge, expression
of Flk1 and Flt] in normal MCs has been reported only in two studies on MCs infiltrating oral squamous cell carcinomas and in
those isolated from normal lungs [12, 16]. This is the first report showing significant expression of Flk1 and FItl in skin MCs
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Fig. 5. Fltl-immunohistochemistry (IHC) in skin mast cells (MCs) at 14 days after birth (Day 14) (A) and Day 28 (B). (A) Flt]l-immunoreactivity
is detected only in the cytoplasm in most of MCs (black arrowheads) at Day 14. (B) Fltl-immunoreactivity is detected both in the nucleus and
cytoplasm in most of MCs (black arrows) at Day 28. (C—E) Double-labeling IHC for MCP6 (green, C) and Flt1 (red, D) with DAPI (blue) of
the skin MCs (white arrows) at Day 14. (E) Merged image of C and D confirms the localization of Fltl-immunoreactivity in the cytoplasm of
MCP6* MCs (yellow). (F-K) Double-labeling THC for MCP6 (green, F) and Flt1 (red, G; magenta, I) with DAPI (green, J) of the skin MCs
(white arrowheads) at Day 28. (H and K) Merged images of F and G (H), and I and J (K)) confirm the localization of Flt1-immunoreactivity both
in the cytoplasm (yellow, H; magenta, K) and nucleus (red, H; white, K) of MCP6" MCs. Bar=20 um (A—K). (L) The proportions of Flt1* MCs
from 16 days of embryonic development (E16) to Day 90 are presented as means + SD. *P<0.001 vs E19 and Days 60-90. (M) The proportions of
nuclear/cytoplasmic and cytoplasmic FIt" MCs from E16 to Day 90 are presented as means + SD. *P<0.001 vs E19 and Days 28-90; #P<0.001
vs E19-Day 7 and Days 60-90.

Fig. 6. Double-labeling immunohistochemistry (IHC) for Flk1 (green, A and E) and Flt1 (red, B and F) in alcian blue (AB)" mast cells (MCs)
(D and H) at 21 days after birth (Day 21) (A-D) and 28 (E-H). (C) Merged image of A and B reveals the colocalization of nuclear/cytoplasmic
Flk1- and nuclear/cytoplasmic Flt-immunoreactivities (white arrowheads), or cytoplasmic Flk1- and nuclear/cytoplasmic Flt]1-immunoreactivities
(white arrows) in most of MCs at Day 21. (G) Merged image of E and F confirms the presence of only MCs showing colocalization of cytoplasmic
Flk1- and nuclear/cytoplasmic Flt1-immunoreactivities (white arrows) at Day 28. (D) Black arrowheads and arrows represent same cells marked
by white arrowheads and arrows in A—C, respectively. (H) Black arrow represents a same cell marked by white arrow in E-G. Bar=20 um.
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during development and maturation. Several studies revealed that MC lineages differentiate to mature MCs after recruitment to the
skin during late embryonic development. Immature MCs containing only AB* cytoplasmic granules increase SO* granules with
maturation and consequently differentiate to mature MCs with predominant SO" cytoplasmic granules in the skin [13]. The AB-SO
staining results revealed that the skin MCs consisted of only AB>SO immature MCs from E16 to Day 1; thereafter, AB<SO mature
MCs appeared at Day 7 and increased to a maximum level at Day 28. These findings indicate that differentiation to mature MCs is
especially up-regulated from Day 7 to 28. At Day 60 and 90, immature AB>SO MCs almost disappeared, and mature AB<SO MCs
constituted a major population of the skin MCs, implying that the maturation process of MCs was reduced in the skin of young
adult rats. Thus, our findings suggested that Flk1 and Flt1 are predominantly expressed in skin MCs during the maturation process
and play a crucial role in the regulation of these MCs.

FIk1 is a key regulator of angiogenesis, acting through the promotion of proliferation and survival of the endothelial cells
[23, 35, 47, 57]. In various types of hematopoietic cells, including acute myeloid leukemia, B-cell chronic lymphocytic leukemia,
and HSCs, VEGF-A/FIk1 signaling enhances cell proliferation and survival [20, 36]. In this study, the proportion of Flk1" MCs
changed in almost parallel with the number of AB” MCs from E17 to Day 90. Furthermore, the MCs showed significantly higher
levels of Flk1* MC proportions from E20 to Day 21, accompanied with significantly higher levels of Ki67* MC proportions. In
addition, all Ki67-immunoreactive MCs showed Flk1 expression. These findings indicated that VEGF-A/FIk1 signaling contributes
to upregulation of MC proliferation in the skin. Detoraki et al. [16] demonstrated that VEGF-A promoted chemotactic migration of
MCs, especially via Flk1 using normal lung MCs. Therefore, the increase of MCs observed in this study may have been caused by
enhanced migration of MCs due to VEGF-A/FIk1 signaling as well as proliferation of MCs. However, skin MCs are predominantly
differentiated from long-lived, skin-resident MC precursors, and do not migrate from bone marrow in mice [32]. In addition, to
the best of our knowledge, there is no report indicating the migration of skin MCs from other sites during embryonic or postnatal
development. Thus, further investigation will be required to determine the contribution of VEGF-A and Flk1 to the migration of
skin MCs during development.

In this study, the skin MCs showed both cytoplasmic and nuclear localization of Flk1-immunoreactivity. Unlike other related
growth factor receptors, a significant proportion of Flk1 is held in an endosomal storage pool within the cytoplasm of vascular
endothelial cells [8, 9, 30]. The cytoplasmic Flk1 level is increased by VEGF-A stimulation, and Flk1 is subsequently transported
to the nucleus in association with endothelial nitric oxide synthase or under shear stress [20, 22, 54]. In vascular endothelial cells
and acute myeloid leukemia cell lines, VEGF/Flk1 signaling induces nuclear translocation of Flk1, resulting in up-regulation
of cell proliferation [27]. In addition, constitutive nuclear localization of Flk1 is found in several types of tumor cells showing
proliferative activity [4, 19, 26, 55, 63]. Domingues et al. [19] concluded that nuclear Flk1 up-regulated its own transcription by
binding to its own promoter dependent on Flk1 activation by VEGF-A. Thus, nuclear Flk1 may amplify the proliferative effect of
FIk1 by upregulating its expression in the skin MCs.

In endothelial cells expressing both Flt1 and Flk1, the main function of Flt1 is the modulation of the angiogenic effects
of VEGF-A via Flk1 [3, 10]. Membrane-bound FIt] homomeric receptor down-regulates Flk1-mediated cell proliferation
[2, 7, 50, 64], although it is poorly tyrosine-phosphorylated by VEGF-A stimulation [49, 60]. In addition, soluble FItl generated
by alternative splicing acts as a decoy receptor and suppresses VEGF-A/Flk1 signaling by binding VEGF-A with strong affinity
[28, 48, 52]. Both FItl isoforms also suppress Flk1 signaling by formation of heterodimers with Flk1 [14, 36, 39]. The opposite
effects of Flk1 and Fltl have also been demonstrated in hematopoietic lineages. Huang et al. revealed that Flt1 upregulated
differentiation from pro-B cells to pre-B-cells, while Flk1 suppressed this process [36]. In human HSCs, VEGF-A/FIt1 signaling
promotes cell cycling and differentiation [33, 34], whereas Flk1 upregulates cell survival and/or proliferation by VEGF-A
stimulation [17, 33, 53]. Therefore, our results showing expression of both Fltl and Flk1 in MCs indicate that cross-talk between
these two VEGFRs regulates the MCs during maturation in the skin.

Interestingly, we found that the number of MCs with nuclear Flt1 increased from Day 14 to 28. Membrane-bound Flt1 is
commonly present in the cell membrane and cytoplasmic compartments [8, 9, 15, 43, 45, 46]. However, it is also detected
within nuclei in several normal tissues and neoplastic cells [1, 8, 9, 43, 58]. The nuclear Flt] has been suggested to function as
a transcription factor, similar to nuclear Flk1 [43, 58], although a detailed understanding of nuclear Flt1 functions remains to be
elucidated. Therefore, nuclear Flt] may promote expression of Flt1 in the skin MCs from Day 14 to 28. Lee et al. [43] revealed
that VEGF-A stimulation induced intracellular trafficking and nuclear localization of Flt1, which was suggested to be involved
in cell survival and proliferation by VEGF-A/FIt] intracrine signaling in human breast carcinoma cells expressing only FIt1, but
not Flk1 [43]. However, in endothelial cells expressing both Flt1 and Flk1, VEGF-A stimulates an increase of Flk1 and decrease
of Flt1 in the nucleus, resulting in up-regulation of angiogenesis [10]. Cai et al. demonstrated that the nuclear translocation of
FlIt1 was promoted by pigment epithelium-derived factor, one of Flt1 ligands that inhibits angiogenesis induced by VEGF-A/Flk1
signaling [9, 10]. Furthermore, the ratio of Flt1 to Flk1 in the nucleus is a critical determinant in angiogenesis [10]. These previous
results imply that Flt1 also suppresses Flk1 function in the nucleus. Our results revealed that MCs showing nuclear Flt1 increased
to a maximum level, and MCs with nuclear FIk1 almost disappeared at Day 28, when Ki67" MCs drastically decreased and
AB<SO MCs approached a maximum level. These results lead to the possibility that increase in the nuclear Flt1: Flk1 ratio may
result in down-regulation of immature MC proliferation and induction of terminal maturation by suppressing the effects of nuclear
Flk1 on the MCs. Further quantitative evaluations of nuclear Fltl and Flk1 in the MCs are needed to confirm this hypothesis.
However, our results presented here would contribute to the further studies on the functions of VEGF/VEGFRs signaling in the
differentiation of skin MCs.
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