FigureEL

Panel A controlsfor Figure 1: (A-B) Immunofluorescent staining for c-Kit (green), chyadgreen), and DAPI (blue) in
mouse skin showing the negativity of isotype cdrdrdgibody staining{(C-F) gPCR analysis of the controls of non-
toluidine blue-positive cells collected by lasepttaie microdissection.

Panel B controlsfor Figure2: (G) Immunofluorescent staining for LTA (red) and DABIlue) in mouse skin showing
the negativity of isotype control antibody stainifig-J) Primary normal human keratinocytes (NHEK) immunivetd
with anti-LTA monoclonal antibody (red) and DAPIb). Keratinocytes were treated with isotype aalr(td), PBS (1)

or LTA at 10ug/ml for 24 h (J).

Panel C controlsfor Figure 3: (K) Immunofluorescent staining for TLR2 (red) and DABILe) in mouse skin showing
the negativity of isotype control antibody stainihg gPCR analysis oflr2 expression in MCs collected by laser capture
microdissection based on toluidine blue stainingkaf from SPF and GF mice.

Figure E2. TLR2 expression in M Cs co-cultur ed with connective tissue componentsand TLR2 (LTA) and TLR4

(LPS) ligands.

FACS analysis of TLR2 expression in mouse bone omaterived MCs after 7 days of co-culture with ditint
components of skin connective tissue and TLR2 (L8AY TLR4 (LPS) ligands. Murine MCs were culturachormal
media with added PB@&\), hyaluronic acid 1@g/ml (B), LPS 100 ng/m{C), LTA 10 ug/ml (D), or they were cultured
in plates coated with collagen typéR), fibronectin(F), or gelatin(G). Isotype control is shown ift).

(1) TIr2 expression in mouse keratinocytes. qPCR analysis offlr2 expression in primary isolated mouse skin
keratinocytes before and after stimulation with L&ALO pg/ml. (***p<0.001)

Figure E3. SCF expression in keratinocytes and fibroblasts.

(A) gPCR analysis ofSCF in primary human keratinocytes after stimulatioithwLTA at 10ug/ml; (B) ELISA
guantification of SCF in primary human keratinosytdter stimulation with LTA at 10ug/miC) ELISA guantification
of SCF in primary isolated mouse keratinocytes fibrbblasts after stimulation with LTA at 10ug/m{p) ELISA
quantification of SCF in mouse fibroblasts isolatenn the skins of K14-cre and K14-c&f"" mice; (E-F) SCF (green)
and DAPI (blue) immunostaining of the skins of Kdr- (E) and K14-cr&cf"" mice (F). The inset shows a magnification
of the squared area in the ima®:H) SCF (green) and DAPI (blue) immunostaining in ddrilimoblasts isolated from
K14-cre (G) and K14-cr&cf” mice (H). The inset shows that these mice have abfibroblast morphology. (*p<0.05,
**n<0.01, ***p<0.001)

Figure E4. Melanocytes in K 14-cre Scf"" mice.

(A-E) Melanocyte-marker HMB45red) and DAPI (blue) immunofluorescent staininggeas normal numbers of
melanocytes in the skins of K14-cre adults and mewipups (A and C), while K14-ci&f"" adults and newborn pups
lack normal numbers of melanocytes in the skiniiB B). (E) Isotype control for anti-HMB45 antibody plus sedary
antibody.(F) Intradermal injection (i.d.) of SCF (500 ng/mousegry 2 days for 12 days induced hyperpigmentdtion
K14-cre mice, but failed to recover pigmentatiorKitd-creScf" mice.

Figure E5. SCF expression in different tissues of K 14-cre Scf"™ mice.

(A-D) Immunofluorescent staining of SCF (green) or chsen@reen) and DAPI (blue) reveals normal levelS©F and
MCs in the small intestine of K14-cre (A and B) att4-cre cf"™ mice (C and D){E) Scf expression was assayed by
gPCR from bone marrow cells extracted from the femof mice; (F-G) SCF (green) and DAPI (blue)
immunofluorescent staining in the skins of K14-8c€"" (F) and K14-cre (G) newborn pugsi-1) Chymase (green) and
DAPI (blue) immunofluorescent staining in the skafidg14-creScf"" (H) and K14-cre (I) newborn pups.

TableEL
Blood analysis: White Blood Cell (WBC) and Red BlaBell (RBC) counts and differentials of K14-Sd"" K14-cre,
and wild-type C57 mice. There is no significarffetence in hematology between K14-&#"" mice and control mice.



TableE1l

Species K 14-cre Scf™"" K14-cre Wild type C57

Sample D 1 2 3 1 2 3 1 2 3
WBC K/iuL 16.58 16.94 6.86 7.7 [1.76 9.24 9.18 9.64 0.88
NE# K/iuL 10.33 |111 1.02 0.68 |0.66 0.6 0.6 1.06 1.07
LY# KiuL [5.77 |[5.13 5.24 6.32 |6.48 8.15 [8.15 7.9 8.14
M O# K/iuL [0.44 |0.55 0.46 0.68 (0.61 044 04 0.64 0.62
EO# K/uL 10.03 |0.11 0.11 0.01 |0.01 0.03 0.02 0.03 0.04
BA# K/uL [0.01 |0.03 0.03 0.01 0 0.01 |0.02 0 0.01
NE% % 499 [16.03 |14.89 (8.88 |8.46 6.54 |65 10.97 10.84
LY% %0 87.68 [73.97 |76.33 [82.11|83.46 |88.25 |88.74 81.98 82.34
M O% %0 6.75 |7.9 6.72 8.82 |7.89 4.74  4.33 6.67 6.32
EO% % 0.45 |[1.65 1.59 0.13 |0.15 0.36 [0.26 0.36 0.44
BA% % 0.12 (0.45 0.46 0.07 [0.04 0.1 0.17 0.02 0.07
RBC M/uL 19.26 |11.46 |11.79 [9.74 |9.36 9.98 9.75 9.29 0.45
HB g/dL 129 (149 154 14.2 141 13.7 135 12.8 13
HCT % 39.7 (45.7 45.3 41.4 |41 38.1 38.1 36.9 37.7
MCV fL 429 (39.9 38.4 42.5 143.8 38.2 39.1 39.7 39.9
MCH Pg 139 |13 131 146 |15.1 13.7 13.8 13.8 13.8
MCHC o/dL 325 (326 34 34.3 (34.4 36 35.4 34.7 34.5
RDW % 169 211 20.2 18.6 |19.2 176 |185 19.8 19.8
PLT KiuL 411 644 653 925 (952 881 900 1061 1158
M PV fL 6 5.1 5 46 4.6 5.1 5.1 4.4 4.4




FigureE1l

Chymase Panel A

Isotype control for c-
Kit+secondary antibody

Isotype control for chymase
+secondary antibody Hoopl

@]

i

o
2
Cmal mRNA (GAPDH) OJ
; o o o ¢
2
Tpsb2 mRNA (GAPDH) TT1
o
2

-0 Laser capture microdissection of
non-toluidine blue positive cdls

Laser capture microdissection of
non-toluidine blue positive cells
8

[y

Laser capture microdissection of F 1.0 Liaser capture microdissection of

non-toluidine blue positive cells 08 non-toluidine biue positive cdlls

0.6

0.4

02 undetectable 02 undetectable undetectable 02 undetectable

c-kitMRNA (/GAPDH)
Mcptd mRNA (/GAPDH)

0.0r

T T T T T T T T T T T T T T T T
SPF GF SPF+LTA GF+LTA SPF GF SPF+LTA GF+LTA SPF GF SPF+LTA GF+LTA SPF GF SPF+LTA GF+LTA

Panel B

Isotype control for
LTA+secondary antibody  seun

NHEK + | sotype control 2oHm NHEK+PBS

NHEK+LTA

—

107 Laser capture microdissection of Panel C
5 500 mast cells from mouse skin
Q 0.8
<
€ o6
<
% 041
€
% 0.24 undetectable
Isotype control for TLR2 = o

+secondary antibody SPF GF  SPFiLTA GF+LTA




Count
25 50 75 100

0

Count
25 50 75 100

0

Count
40 80 120 16(

0

Figure E2

5 g
- — - — -
] 83.5% ] ]
. § §
] S ] E o ]
] 2% @]
] (@] . i
3 Q] 2 M1
. o __ o]
10e0 10e1 10e2 10e3 10e4  10e0 10e1 10e2 10e3 10e4 10 10e1 10e2 10e3 10e4
TLR2 (RED2-HLog) TLR2 (RED2-HLog) TLR2 (RED2-HLog)
<] B
] = ] E A F
] 85.3% ] 83.3% ] 82.8%
] o ] o
= ™~ S
] 531 5 Q]
-1 o - D -
- O . D .
_: ﬂ - M1 <Or - M1
- o] o]
10e0 10el 10e2 10e3 10e4  10e0 10el 10e2 10e3 10e4 10e0 10el 10e2 10e3 10e4
TLR2 (RED2-HLog) TLR2 (RED2-HLog) TLR2 (RED2-HLog)
] R
] 83.7% ] 0.92%
] o
— N
- —
] 531
. o -
5 O u
] o 1
. 23
E o 3
10e0 10el 10e2 10e3 10e4 10e0 10el 10e2 10e3 10e4

TLR2 (RED2-HLog)

TLR2 (RED2-HLog)

Primary epidermal keratinocytes

S

*k*%

TLR2 mRNA (/GAPDH)

0 2h 4h

I
10h 24h

LTA (10 pg/ml)



Figure E3
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Figure E5 . Chymase
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