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Supplementary Figure S1. Reconstitution of sash mice with terminally differentiated
cultured bone-marrow derived mast cells (BMMCs).

A-B, Terminal differentiation of cultured BMMCs was examined by toluidine blue staining
and flow cytometry. A, A representative image of cultured BMMCs stained with toluidine
blue in vitro is shown. Bar = 50 um. B, A representative plot of BMMCs analyzed by flow
cytometry is shown. Differentiated BMMCs were stained for CD117 and FceRI. We used
fully differentiated BMMCs only when 97-98 % of BMMCs were double-positive for
CD117 and FceRlIa.. C-D, Reconstitution of MCs with cultured BMMCs was examined by
toluidine blue staining of skin biopsies. Fully differentiated 4 x 10® BMMCs were injected
into the flank skin of 4-week-old sash mice. C, Representative images of toluidine-stained
skin tissue of the back of mice 8 weeks after the MC reconstitution. Bar = 50 um. D,
Quantitation of MCs in the skin. Error bars show means + s.e.m.
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Supplementary Figure S2. The effect of the NIR laser on the skin tissue.

Tissue damage in the laser-treated skin was examined by TUNEL staining. TUNEL staining
was performed to detect apoptotic cells 6 hours after the CW near-infrared (NIR) laser
treatment in the back skin of mice. A, Representative images of TUNEL-stained skin tissue are
presented. Apoptotic cells were identified in red. Nuclei were identified by counter staining
using DAPI. The bar indicates 50 um. B, Quantification of TUNEL™" cells. Note that no
significant increase in apoptotic cells was observed. Error bars show means £ s.e.m.
Representative results are shown from 2 independent experiments. n = 3 for each group.
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Supplementary Figure S3. The effect of the NIR laser on the chemokine expression in skin.

The effect of the NIR laser on the chemokine expression in skin in WT mice. A, We ran a
discriminant analysis to see if the 9 selected genes of importance could predict the effect of the
CW NIR 1064 nm laser treatment on the chemokine expression for the data at 6 hours in WT
mice. The multivariate discriminant analysis indicated a significant discriminant function with a
canonical correlation of 0.98, indicating the significant treatment effect in WT mice. A
scatterplot of values for the discriminant function for each record plotted against the values of
the Ccl20 gene is shown. Note the groups overlap somewhat on the gene Ccl20, but are
distinctly separated from each other on the discriminant function. One sample from CW 1064
nm-treated group was removed from the multivariate discriminant analysis as this sample
missed Tnf expression data. n = 7, 6-7 for no laser, CW 1064 nm-treated groups. Results were
pooled from 3 independent experiments. B, Canonical coefficient in multivariate and univariate
analyses for each gene. The loading coefficients for all 9 genes on the discriminant function
show that Ccl2 and Ccl6 are the major determinants in the multivariate analysis where class
means of the discriminant function are -4.598591451 for no laser and 5.365023360 for CW
1064 nm groups, while Cc120 is the gene most predictive (but not statistically significant) of
the effect of the CW 1064 nm treatment in the univariate analysis of a point-biserial correlation
of treatment groups (numeric coded -1 for no NIR and +1 for the CW 1064 nm) vs. gene
expressions.
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Supplementary Figure S4. The effect of the NIR laser on the chemokine expression in
cultured BMMC:s and keratinocytes.

The effect of the NIR laser on the chemokine expression in fully differentiated murine
BMMCs and human epidermal keratinocytes in culture. A, The expression of chemokines in
BMMCs was measured 4 hours following the CW NIR laser treatment using qPCR. Error
bars show means + s.e.m. n = 7, 7, for no laser control in WT, CW 1064 nm laser-treated
groups, respectively. Results were pooled from 3 independent experiments. B, The expression
of an array of inflammatory cytokines and receptors was examined 4 hours after the NIR
laser treatment in keratinocytes. n = 4, 4 for no laser, CW 1064 nm laser-treated groups.
Representative data from two independent experiments are presented.

4 _
o 34
>
2 N.S.
o
kel
A
g 24
o
x
[J]
(]
=
5 14
[J]
o
0 -
D4, T Q
S3SSS&£fEE
SS833
B 01 02 03 04 05 06 07 08 09 10 11 12
Gene |Fold changes
CCL2 1.31
CCL11 1.14
CCL17 2.7
CCL20 1.13
CCL23 2.02
Fold change (log;)
IFNG 1.02
-6.173 o 6.173 TNF 1 04
Layout | 01 02 03 04 05 06 07 08 09 10 11 12 IL1A 1.03
A__laimpP1_|BMP2 [c5 ccL1__Jccr11 Jecr13 JecL1s fecr1e JecL1z fecr2  ecL2o fecL22
B__ JccrL23 JccrL24 |ccrae JecL3  |ccr4  |ccLs ccL7 __JccLs  |ccr1__JccrR2  |ccR3 [ccr4 IL1B 0.74
C__lccrs _|ccré _|ccrs |cp4oLG |csF1_ [csF2 CsF3__|cx3cL1 [cX3CR1 JexcL1 _[excLiolexcL1d
D__|cxcri2]cxcri3fexcrz jexcrs  |excLs Jexcie  |cxcL9 JecxCR1_|cXCR2 [FASLG |IFNA2 |IFNG
E I IL1RN
F LTB

Supplementary Figure S4



