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Stress affects the pathophysiology of cutaneous im-
mune reactions, including contact hypersensitivity
(CH) in individuals sensitized with sensitizing hap-
ten, where local endothelial cell activation plays a
critical role. To clarify the effects of stress in cutane-
ous immune reactions, we selected a CH model using
annoying sound as a stress. Furthermore, we con-
ducted the stress experiments by using selectin-defi-
cient mice to determine the involvement of selectin
molecules regarding local endothelial activation. Au-
ditory stress augmented CH responses in the present
study. Namely, ear thickness and mast cell numbers
were significantly increased in stressed CH mice.
mRNA expression of preprotachykinin-A, a precursor
of substance-P; interferon-y; interleukin (IL)-4; IL-6;
and tumor necrosis factor-a significantly increased in
stressed CH mice. Furthermore, stressed L-selectin-
deficient mice showed significant decreases in all pa-
rameters mentioned above relative to stressed wild-
type mice in CH response. Meanwhile, treatment with
anti-L-selectin Ab resulted in a significant decrease in
ear thickness and mRNA levels of interferon-y, IL-4,
IL-6, and tumor necrosis factor-a, but failed to sig-
nificantly reduce preprotachykinin-A mRNA levels
and mast cell numbers. Our results indicated that
auditory stress enhances CH response and that the
augmentation of this CH response might be medi-
ated through L-selectin, but not through P- or E-
selectin pathways. (4mJ Pathol 2010, 176:187-197: DOI:
10.2353/ajpath.2010.090322)

Contact hypersensitivity (CH) is one of the delayed-type
hypersensitivity (DTH) reactions, which are antigen (AQg)-
specific, cell-mediated immune responses. CH is a cuta-
neous immune reaction in individuals sensitized with sen-

sitizing hapten, where local endothelial cell activation
plays a critical role. In acute CH models, inflammatory
responses are elicited by a single epicutaneous applica-
tion of a contact-sensitizing agent in animals previously
sensitized with the same Ag." L-selectin-deficient mice
exhibited reduced CH responses under these condi-
tions.? Meanwhile, repeated application of a contact-sen-
sitizing agent in mice induces chronic CH responses that
are clinically relevant to human skin allergic diseases
including atopic dermatitis.® Sometimes, dermatologists
note that some skin diseases such as atopic dermatitis
become worse seemingly because of some kinds of
stress stimuli, and that the removal of such stress can
improve the skin condition of such patients. There have
been many reports concerning stress in experimental
animal models.*"® Among them, Dhabhar et al® men-
tioned that a stress-induced trafficking of leukocytes to
the skin may mediate skin DTH reactions. However, the
exact mechanism is still unclear as to the involvement of
stress in the exacerbation of skin conditions.

Leukocyte recruitment from the circulation into a site of
inflammation involves adhesive interactions between the
leukocyte and the vascular endothelium, and has been
implicated in the pathology of various inflammatory dis-
eases. Leukocytes first tether and roll on vascular cells,
before they are activated to adhere firmly and subse-
quently to immigrate into the extravascular spaces. The
selectin family, which mediates tethering and rolling of
leukocytes, consists of three cell-surface molecules ex-
pressed by leukocytes (L-selectin), vascular endothelium
(E- and P-selectin), and platelets (P-selectin).” The inter-
action of adhesion molecules during the process of leu-
kocyte migration into inflammatory sites is complex and
highly regulated. Although L-selectin deficiency is re-
ported to reduce airway hyperresponsiveness in a murine
asthma model induced by repeated Ag exposure through
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the respiratory mucosa,® the contribution of the selectin
family to the exacerbation of cutaneous inflammation by
stress stimuli remains unknown.

Therefore, we conducted the present study to evaluate
the effects of stress stimuli on CH reactions and to clarify
the involvement of the selectin family in the stress-in-
duced modifications of CH reactions.

Materials and Methods
Mice

L-selectin-deficient (selectin™/~) mice were produced as
described elsewhere.® P-selectin™/~, E-selectin™/~, and
wild-type C57BL/6 mice were obtained from the Jackson
Laboratory (Bar Harbor, ME). All of the mice were healthy
and fertile and did not display evidence of infection or
disease and were backcrossed between 10 generations
as to the C57BL/6 genetic background. The mice used
for this study were 8 to 10 weeks old. All mice were
housed in a pathogen-free barrier facility and screened
regularly for pathogens. All studies and procedures were
approved by the Committee on Animal Experimentation
of Nagasaki University Graduate School of Biomedical
Sciences.

Induction of CH

The mice were sensitized three times with 20 ul of a 3%
oxazolone solution (4-ethyoxymethylene-2-phenylox-
azolone; Sigma-Aldrich, St. Louis, MO) in acetone/
sesamin seed oil (4:1) applied to the abdomen for a
week. Starting 7 days after sensitization, 20 ul of 0.5%
oxazolone was applied to the right ear. Two days later,
elicited ears were examined macroscopically and
microscopically.

Ear thickness was measured by using a dial thickness
gauge (Ozaki Seisakusho Co., Tokyo, Japan) under light
ether anesthesia 48 hours after elicitation. Each ear lobe
was measured three times and the mean of those values
was used for analysis.

Stress Application to Mice

The mice were divided into two groups: those housed in
a special room installed with sound equipment generat-
ing 400 Hz noise and vibrations for 2 seconds at 25-
second intervals during the whole experiment; and those
housed just after the elicitation for 2 days in a special
room. This sound generator is manufactured to scare
away moles and wild mice (Tokyo Yunikomu Co., Tokyo,
Japan). The manufacturer claims that this generator
emits an annoying sound for small rodents into the
ground and that the area covered by this sound stress
makes a circle with a radius of 8 m, fooling moles and
wild mice into thinking there is a danger of an earthquake.
Thus, it was conjectured that the sound generator gave
mice emotional stress in the present study.

Blocking Study by Monoclonal Antibodies

For a blocking study, monoclonal antibody (mAb) to L-
selectin was injected intravenously into wild-type mice
just before the sensitization and elicitation. mAb used in
this blocking study meant mAb to murine L-selectin
(MEL14, rat IgG2a, 30 g per mouse; BD PharMingen, San
Diego, CA). The concentration of this mAb was required
to inhibit L-selectin-dependent leukocyte recruitment in
vivo as previously described.’® Irrelevant isotype-
matched, purified rat IgG2a mAb (R35-95), served as
controls (30 ug per mouse; BD PharMingen).

Inhibition Study by Neurokinin Receptor
Antagonist

For an inhibition study, neurokinin 1 receptor (NK1R)
antagonist was injected intraperitoneally into wild-type
mice 30 minutes before the elicitation.”” “Spantide I”
(S0274, [D-Arg," D-Trp,”° Leu'']-Substance P [SP] ace-
tate salt, 2 Mol) was adopted as a NK1R antagonist in the
inhibition study (Sigma-Aldrich). The concentration of this
drug was required to inhibit the function of NK1R in vivo
as previously described.'?

Grouping

Seven groups of 8 to 10 mice each were created in the
present study: (1) Ag-elicited mice without sensitization
([control] wild-type mice sensitized three times with ve-
hicle oil for 1 week and elicited with 0.5% oxazolone
solution); (2) CH without stress ([unstressed] wild-type
mice sensitized three times with 3% oxazolone solution
for 1 week and elicited with 0.5% oxazolone solution); (3)
CH with stress only at elicitation phase ([single stressed]
wild-type mice sensitized three times with 3% oxazolone
solution for 1 week, elicited with 0.5% oxazolone solution
and immediately housed in a special room for 2 days); (4)
CH with stress both at sensitization and elicitation phases
([double stressed] wild-type mice sensitized three times
with 3% oxazolone solution over a period of 1 week and
elicited with 0.5% oxazolone solution; all procedures
were performed in a special room equipped with a sound
generator); (5) CH with stress both at sensitization and
elicitation phases in P-, E-, and L-selectin™/~ mice ([dou-
ble stressed P-, E-, and L-selectin] P-selectin™'~, E-se-
lectin™/~, and L-selectin™/~ mice sensitized three times
with 3% oxazolone solution over a period of 1 week and
elicited with 0.5% oxazolone solution; all procedures
were performed in a special room equipped with a sound
generator); (6) CH with stress both at sensitization and
elicitation phases in wild-type mice injected with anti-L-
selectin Ab ([double stressed anti-L-selectin Ab] wild-
type mice sensitized three times with 3% oxazolone so-
lution over a period of 1 week and elicited with 0.5%
oxazolone solution. The injection of mAb to murine L-
selectin or isotype-matched, purified rat IgG2a mAb was
performed intravenously just before the sensitization and
elicitation with oxazolone solution. All procedures were
performed in a special room equipped with a sound



generator); and (7) CH with stress both at sensitization
and elicitation phases in wild-type mice injected with
NK1R antagonist ([double stressed NK1R antagonist]
wild-type mice sensitized three times with 3% oxazolone
solution over a period of 1 week and elicited with 0.5%
oxazolone solution. The injection of NK1R antagonist was
performed intrapenitoneally 30 minutes before the elic-
itation with oxazolone solution. All procedures were
performed in a special room equipped with a sound
generator).

Histological Examination

A central strip of the ear was fixed in 3.5% paraformal-
dehyde and then paraffin-embedded. Sections (6 um)
were stained with H&E for general histological evaluation
and toluidine blue staining for mast cells. Dermal mast
cell infiltration was evaluated by counting the number of
mast cells present in 12 high-power fields (0.07 mm?).
Each section was examined independently by two inves-
tigators in a blind manner, and the mean was used for
analysis.

RNA [solation and Real-Time RT-PCR

Total RNA was isolated from the ear of mutant and wild-type
mice by using Qiagen RNeasy spin columns (Qiagen,
Crawley, UK) and digested by DNease | (Qiagen) to re-
move chromosomal DNA in accordance with the manufac-
turer's protocol. Total RNA was reverse-transcribed to
cDNA by using a reverse transcription system with random
hexamers (Promega, Madison, WI), and mRNA expression
of E-, L-, and P-selectin, preprotachykinin (PPT)-A, interleu-
kin (IL)-4, IL-6, interferon (IFN)-y, and tumor necrosis factor
(TNF)-a were analyzed by real-time quantitative RT-PCR by
using the TagMan system (Applied Biosystems, Foster
City, CA). Glyceral-dehyde-3-phosphate dehydrogenase
(GAPDH) was used to normalize mRNA. We obtained all
sequence-specific primers and probes from TagMan gene
expression assays (Applied Biosystems). Real-time PCR
was performed on an ABI Prism 7000 sequence detector
(Applied Biosystems) according to the manufacturer’s in-
structions. Relative expression of real-time PCR products
was determined by using the AAC+ technique as previously
described.™ In brief, we normalized each set of samples
using the difference in threshold cycle (C;) between the
target gene and GAPDH: AC+ = (Cq arget gene — Ct carpH)-
Relative mRNA levels were calculated by the formula
2744¢T where AACy = ACt sampie () — ACt caiibrator ()
Each reaction was repeated at least three times. One of the
control samples was chosen as a calibrator sample.

Statistical Analysis

The Mann-Whitney’s U-test was used for determining the
level of significance of differences in sample means, and
all data are shown as mean = SEM.
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Results

Histological Examination of the Ear-Swelling and
Leukocyte Infiltration

To assess histological characteristics associated with the
ear-swelling, ear biopsies were performed 48 hours after
elicitation. After Ag elicitation, the ear biopsies of the
unstressed CH mice revealed mild edema in the s.c.
tissue. Meanwhile, the biopsies from the single-stressed
CH mice revealed more moderate edema and leukocyte
infiltration. Furthermore, the biopsies from the double-
stressed CH mice revealed prominent edema as com-
pared with the other three groups. Similar results were
also obtained for mast cell infiltration in these groups
(Figure 1A).

Estimation of Ear-Swelling and Leukocyte
Infiltration

Ear thickness was measured 48 hours after Ag elicitation
in these four groups (Figure 1B). A significant increase in
the total ear thickness was recognized in the unstressed
CH mice as compared with the controls (1.9-fold in-
crease, P < 0.001). Meanwhile, the single-stressed CH
mice showed a significant increase compared with the
unstressed CH mice (15% higher, P < 0.01) and further-
more, the double-stressed CH mice revealed a more
prominent increase than the unstressed CH mice (50%
higher, P < 0.001). Interestingly, the double-stressed CH
mice also exhibited a significant increase relative to the
single-stressed CH mice (30% higher, P < 0.01).

Similar results were also obtained for mast cell num-
bers except that there was no significant difference be-
tween the unstressed CH mice and the controls (Figure
1C). The mast cell numbers were significantly higher in
the single-stressed CH mice than the unstressed CH
mice (42% higher, P < 0.05). Furthermore, the double-
stressed CH mice exhibited a significant increase in mast
cell numbers compared with both the unstressed (100%
higher, P < 0.05) and the single-stressed CH mice (50%
higher, P < 0.05).

Estimation of CH Response Augmented by
Stress

We investigated mRNA expressions of IL-4, IL-6, TNF-q,
IFN-y, and PPT-A, which was a precursor of SP in the
double-stressed CH mice. Namely, mRNA expressions of
IL-4, IFN-vy, and TNF-«a exhibited significant increases in
the double-stressed CH mice relative to the unstressed
CH mice (Figure 2, 2.9-fold, 4.0-fold, and 4.8-fold, P <
0.01, respectively). Simultaneously, IL-6 mRNA was sig-
nificantly increased in the double-stressed CH mice (Fig-
ure 2, 7.0-fold higher, P < 0.001). Interestingly, the dou-
ble-stressed CH mice also showed a significantly higher
PPT-A level than the unstressed CH mice (Figure 2, 4.0-
fold, P < 0.001,). Thus, all five parameters selected
showed significantly higher increases in CH responses
augmented by auditory stress.
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Figure 1. A: Top: Representative histological sections of the ear pinnae from mice without sensitization and CH mice with or without stress 48 hours after
oxazolone elicitation. The sections were stained with H&E. The mice were grouped as follows: (1) control; (2) unstressed; (3) single stressed; and (4) double
stressed. Original magnification, X100. More prominent edema and leukocyte infiltration were noticed in the pinnae from the stressed CH mice relative
to the unstressed and control mice. Bottom: Representative histological sections showing mast cell accumulation in the ear pinnae, where mast cells were
detected as cells with metachromatic staining of granules in toluidine-blue stain (arrows). Original magnification, X120. B: Total ear thickness 48 hours
after oxazolone elicitation in mice without sensitization and in CH mice with or without stress. The ear thickness was measured 48 hours after oxazolone
elicitation. All values represent the mean * SEM of results obtained from 8 to 10 mice in each group. Single-stressed and double-stressed CH mice exhibited
significant increases relative to the unstressed CH mice (P < 0.01, P < 0.001, respectively). Furthermore, double-stressed mice exhibited a more significant
increase than the single-stressed mice (P < 0.01). **P < 0.001 vs Ag-elicited mice without sensitization. C: Mast cell numbers in the dermis of pinnae from
mice without sensitization, the control, unstressed, and stressed CH mice 48 hours after oxazolone elicitation. Mast cell numbers per dermis section in
high-power microscopic field (0.07 mm?) were determined by counting in paraffin sections stained with toluidine blue. Both types of stressed CH mice
showed significant increases as compared with the unstressed ones (P < 0.05, P < 0.01, respectively). Furthermore, the double-stressed mice exhibited
a more significant increase than the single-stressed mice (P < 0.05). All values represent the mean * SEM of results obtained from 8 to 10 mice in each
group. **P < 0.01 vs Ag-elicited mice without sensitization.
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Role of Selectin Molecules in CH Response
Augmented by Stress

We conducted the same experiments by using E-, P-, and
L-selectin™/~ mice to examine the role of selectin mole-
cules in CH reactions augmented by auditory stress (Fig-
ure 3A). Ear thickness was measured 48 hours after
elicitation in E-, P-, and L-selectin™/~ mice and compared
with wild-type mice in CH responses (Figure 3, A and B).
Significant decreases in the total ear thickness were
not recognized in P- and E-selectin™/~ mice, as com-
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Figure 2. mRNA expressions of PPT-A, IL-4,
IL-6, TNF-a, and IFN-y in the pinnae taken from
the double-stressed CH mice relative to the un-
stressed mice. Their expressions were analyzed
by real-time PCR. Relative expression of real-
time PCR products was determined by the Ct
method to compare target gene and GAPDH
mRNA expressions. All values represent the
mean * SEM, which indicate mRNA expressions
in stressed CH mice relative to those in un-
stressed CH mice 48 hours after elicitation.
* Stressed CH mice showed significant increases
in all parameters relative to the unstressed CH
mice (*P < 0.05). These results were obtained
from 8 to 10 mice.

IFN-vy

Unstressed CH  Double Stressed CH

pared with the double-stressed wild-type mice. Con-
sistent with these findings, skin mMRNA expression of P-
and E-selectins was not up-regulated in the double-
stressed CH mice relative to the unstressed CH mice
(data not shown). By contrast, L-selectin™/~ mice ex-
hibited a significant decrease in CH responses in com-
parison with the double-stressed wild-type mice (Fig-
ure 3B, 39% lower, P < 0.001).

Next, mast cell numbers were also assessed in the
Ag-administered ears taken from E-, P-, and L-selec-
tin~/~ mice as compared with the double-stressed wild-
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Figure 3. A: Representative histological sections of the ear pinnae from stressed wild-type, E-, P-, and L-selectin ™~ mice 48 hours after oxazolone elicitation. The
sections were stained with H&E. The improvement of edema and leukocyte infiltration was noticed only in the dermis of ear pinnae from the stressed L-selectin™/~
mice as compared with the stressed wild-type mice. Original magnification, X100. B: Total ear thickness in CH responses in stressed wild-type, E-, P-, and

L-selectin™/~

mice 48 hours after oxazolon elicitation. All values represent the mean = SEM of results obtained from 8 to 10 mice. Stressed L-selectin™/~ mice

only showed a significant improvement in ear thickness as compared with stressed wild-type mice in CH responses (**P < 0.01).
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Figure 4. A: Mast cell numbers in the dermis of pinnae from stressed wild-type and L-selectin™/~ mice 48 hours after oxazolone elicitation in CH responses. Mast
cell numbers per dermis section in high-power microscopic field (0.07 mm?) were determined by counting in paraffin sections stained with toluidine blue. Stressed
L-selectin™/~ mice showed a significant decrease by 25% as compared with stressed wild-type mice in mast cell numbers (*P < 0.05). B: mRNA expressions of
PPT-A, IL-4, IL-6, TNF-a, and IFN-y in the pinnae from stressed L-selectin ™/~ mice relative to stressed wild-type mice in CH responses. Their mRNA expressions
were analyzed by real-time PCR. Relative expression of real-time PCR products was determined by the Ct method to compare target gene and GAPDH mRNA
expression. All values represent the mean = SEM, which indicate mRNA expressions in stressed CH response in L-selectin™/~ mice relative to those in wild-type

mice 48 hours after elicitation. Stressed CH response in L-selectin™’

mice showed significant decreases in all parameters selected as compared with those in

wild-type mice (**P < 0.01 and *P < 0.05, respectively). These results were obtained from 8 to 10 mice.

type mice (Figure 4A). Mast cell numbers were signif-
icantly lower in the double-stressed L-selectin™/~ mice
than the double-stressed wild-type mice (25% lower,
P < 0.05).

We estimated CH responses augmented by auditory
stress by the expressions of PPT-A, IL-4, IL-6, TNF-«, and
IFN-y mRNAs (Figure 4B). L-selectin™/~ mice showed
dramatically significant decreases in PPT-A, IL-4, IL-6,
and TNF-a mRNAs compared with stressed wild-type
mice (90%, 79%, 79%, and 90% decreased, P < 0.01,
respectively). Interestingly, IFN-y mRNA was also signif-
icantly lower in stressed L-selectin™/~ mice (86% de-
creased, P < 0.05). Thus, all five parameters selected
showed that the L-selectin™/~ mice’s responses to audi-
tory stress were far less than wild-type mice.

The Effects of Anti-L-Selectin Ab on CH
Response Augmented by Stress

Next, we performed the blocking study by using anti-L-
selectin mAb. We intravenously injected anti-murine L-
selectin Ab and isotype-matched rat monoclonal IgG into
the wild-type mice, just before sensitization and elicita-
tion, respectively.

Histologically, after being stressed, these mice showed a
prominent improvement in edema and the accumulation
of infiltrating cells relative to the uninjected CH mice
(Figure 5A).

Ear thickness was measured 48 hours after Ag elicita-
tion (Figure 5B), and it was found that the stressed wild-
type mice injected with isotype-matched IgG nearly
matched the uninjected mice, while the stressed wild-
type mice injected with anti-L-selectin Ab mice showed a
significant decrease (Figure 5B, 46% lower, P < 0.001).
An assessment of the mast cell numbers showed no
significant statistical difference between the stressed
wild-type mice injected with anti-L-selectin and the unin-
jected mice (data not shown).

IL-4, IFN-v, and TNF-a mRNA expressions were signif-
icantly lower in the stressed wild-type mice injected with
anti-L-selectin Ab than the uninjected ones (Figure 6,
75%, 85%, and 70% decreased, P < 0.05, respectively).
IL-6 mRNA expression demonstrated a similar pattern
(Figure 6, 75% decreased, P < 0.01). By contrast, PPT-A
mMRNA expression was virtually the same.

The Effects of NK1R Antagonist on CH
Response Augmented by Stress

Next, we performed the inhibition study by using NK1R
antagonist to evaluate the role of SP in the stress-induced
enhancement of CH responses. We injected NK1R an-
tagonist intrapenitoneally into the wild-type mice before
elicitation. Histologically, after being stressed, these mice
showed an excellent improvement in edema and the
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Figure 5. A: Representative histological sections of CH responses in the ear pinnae from stressed wild-type (WT) mice with or without injection of isotye-matched
Ab or anti-L-selectin Ab 48 hours after oxazolone elicitation. The sections were stained with H&E. Original magnification, X100 The improvement of edema and
leukocyte infiltration was shown in the dermis of ear pinnae from stressed CH mice injected with anti-L-selectin Ab as compared with stressed CH mice without
injection. B: Total ear thickness in stressed CH mice without or with injections of isotype-matched Ab or anti-L-selectin Ab 48 hours after oxazolon elicitation. The
ear thickness was measured 48 hours after oxazolone elicitation. All values represent the mean = SEM of results obtained from 8 to 10 mice. Stressed CH mice
injected with anti-L-selectin Ab showed a significant improvement of ear thickness as compared with stressed CH mice without injection (**P < 0.001).

accumulation of infiltrating cells relative to the uninjected
CH mice (Figure 7A).

Ear thickness was measured 48 hours after Ag elicita-
tion, and it was found that these mice also showed a
significant decrease comparative to the unstressed mice
(Figure 7B, 23% lower, P < 0.01).

In addition, an assessment of the mast cell numbers
revealed that these mice showed a significant decrease
as compared with stressed CH mice without injection
(Figure 8A, 37% lower, P < 0.01).

PPT-A, TNF-«, and IFN-y mRNA expressions were all
significantly lower in this group than in the uninjected
ones (Figure 8B, 30%, 50%, and 68% lower, P < 0.05,
respectively). Lastly, IL-4 and IL-6 mRNA expressions
were significantly lower in this group than in the unin-
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jected ones (Figure 8B, 53% and 70% lower, P < 0.01,
respectively).

Discussion

We examined the changes in CH brought about by
exposure to annoying sound in the present study. We
believe this report is the first to reveal the effects of
sound stress on CH augmentation in mice, including
selectin™/~ mice. First, two groups were created to
examine the effect of the timing of the stress stimuli.
Both groups were housed in special rooms with sound
equipment that delivered irritating noise: the first group
for 2 days after elicitation and the second group for 9

1L4

*

Figure 6. mRNA expressions of PPT-A, IL-4,
IL-6, TNF-a, and IFN-y in the pinnae from
stressed CH mice with injection of anti-L-selectin
Ab relative to CH mice without injection. Their
expressions of PPT-A, IL-4, IL-6, TNF-a, and
IFN-y were analyzed by real-time PCR. Relative
expression of real-time PCR products was deter-
mined by the Ct method to compare target gene
and GAPDH mRNA expression. All values rep-
resent the mean = SEM, which indicate mRNA
expressions in stressed CH mice injected with
IFN- anti-L-selectin Ab relative to those in stressed CH

mice without injection 48 hours after elicitation.
* These results were obtained from 8 to 10 mice.
Stressed CH mice injected with anti-L-selectin Ab
showed significant decreases in the expressions
of IL-4, IL-6, TNF-«, and IFN-y mRNAs relative to
stressed CH mice without injection (*P < 0.05
and **P < 0.01, respectively). Injection of anti-
L-selectin Ab into stressed CH mice failed to
decrease the expression of PPT-A mRNA relative
to stressed CH mice without injection.

Stressed CH  + Anti-L-selectin Ab
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Figure 7. A: Representative histological sections of CH responses in the ear pinnae from stressed wild-type mice with or without injection of NKI1R antagonist
48 hours after oxazolone elicitation. The sections were stained with H&E. Original magnification, X100. An improvement of edema and leukocyte infiltration was
shown in the dermis of ear pinnae from stressed CH mice injected with NKI1R antagonist as compared with stressed CH mice without injection. B: Total ear
thickness in stressed CH mice with or without injections of NK1R antagonist 48 hours after oxazolon elicitation. The ear thickness was measured 48 hours after
oxazolone elicitation. All values represent the mean = SEM of results obtained from 8 to 10 mice. Stressed CH mice injected with NK1R antagonist showed a
significant decrease in ear thickness as compared with stressed CH mice without injection (**£ < 0.01).

days both at the sensitization and elicitation phases. sponse in the present study as Joachim et al'® men-

Both groups showed significant increases in the ear
thickness and mast cell numbers when compared with
the unstressed CH. Furthermore, the second group
showed a more significant increase in ear thickness
and mast cell number than the first group. Thus, we

tioned. It also seemed to be likely that stress both at the
sensitization and elicitation phases enhanced CH re-
sponse more than stress at the elicitation phase only.
Furthermore, we suspect that this model might be use-
ful in examining the effects of stress on the cutaneous

recognized that auditory stress enhanced CH re- immune response.
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Figure 8. A: Mast cell numbers in the dermis of pinnae from stressed CH mice with or without injection of NK1R antagonist 48 hours after oxazolone elicitation
in CH responses. Mast cell numbers per dermis section in high-power microscopic field (0.07 mm?) were determined by counting in paraffin sections stained with
toluidine blue. Stressed CH mice with NK1R antagonist showed a significant decrease as compared with stressed CH mice without injection in mast cell numbers
(P < 0.01). B: mRNA expressions of PPT-A, IL-4, IL-6, TNF-a, and IFN-vy in the pinnae from stressed CH mice with injection of NK1R antagonist relative to CH
mice without injection. Their expressions of PPT-A, IL-4, IL-6, TNF-a, and IFN-y were analyzed by real-time PCR. Relative expression of real-time PCR products
was determined by the Ct method to compare target gene and GAPDH mRNA expression. All values represent the mean * SEM, which indicate mRNA expressions
in stressed CH mice injected with NK1R antagonist relative to those in stressed CH mice without injection 48 hours after elicitation. These results were obtained
from 8 to 10 mice. Stressed CH mice injected with NK1R antagonist showed significant decreases in the expressions of PPT-A, TNF-«, IFN-y, IL-4, and IL-6 mRNAs
relative to stressed CH mice without injection (*£ < 0.05 and **P < 0.01, respectively).



Auditory stress experienced both for 2 days and for 9
days induced enhancement of a skin immune function
despite the differences in the duration of stress in the
present study. We have also performed a preliminary
experiment by using a restraint stress, in which ear swell-
ing was also enhanced in stressed CH mice compara-
tively (data not shown). There have been some stress
experiments in which the authors reported the suppres-
sion or the exacerbation of immune responses.'® '8
Among them, Dhabhar and McEwen'® mentioned that
chronic stress has an immunosuppressive and acute
stress has an immunoenhance effect. Thus, it was
thought that the auditory stress we used could be con-
sidered an acute stress according to Dhabhar’s and
McEwen’s'® criteria.

For further analyses, the differences were examined in
mRNA levels of PPT-A and cytokines including IL-4, IL-6,
TNF-a, and IFN-vy. We selected PPT-A, which was a pre-
cursor of SP, IFN-y as a Th1 cytokine, IL-4 as a Th2
cytokine, and IL-6 and TNF-a as inflammatory cytokines.

Stressed CH mice showed significant increases in the
transcript levels of all cytokines as well as PPT-A, com-
pared with the unstressed ones. First, it has been re-
ported that short duration stressors significantly en-
hanced skin DTH response. Our study’s stress-induced
increase in IFN-y mRNA could be considered to support
these reports because IFN-y is a local mediator of an
acute stress-induced enhancement of skin DTH,® and CH
was one of the DTH reactions and CH basically showed
Th1 type cytokine pattern.

Next, our stressed CH mice showed significant in-
creases in MRNA levels of IL-6 and TNF-« in parallel with
the increase of ear thickness and mast cell numbers. IL-6
and TNF-a were selected as proinflammatory cytokines
and they were reported to be involved in the pathogen-
esis of edema formation.®2° Thus, it was considered that
our results supported their results and that the increase of
IL-6 and TNF-a mRNAs were related to the edema for-
mation in the dermis of ear pinnae of our stressed CH
mice.

PPT-A was a precursor of SP, which is secreted by
various cells including mast cells, keratinocytes, and fi-
broblasts in the skin.?"#2 Our stressed CH mice also
showed significant increases in mast cell number relative
to the unstressed ones. Mast cells release histamine,
which can lead to cuatneous edema.?® Therefore, it is
possible that mast cells could be involved in the devel-
opment of ear thickness in stressed CH mice.

IL-4 was selected as a Th2 type cytokine and predom-
inantly produced by mast cells and CD4™" T cells in the
chronic CH model.' Both PPT-A and mast cell numbers
were increased in the stressed CH mice as compared
with the unstressed ones in the present study. The au-
thors of some reports recognized the low level or reduc-
tion of IL-4 in the stressed animals.?*~2° There were some
studies showing the induction of Th2 dominance in the
stress experiments,®”+28 but we could not find any studies
showing the increase of IL-4 in stress experiments. Al-
though IL-4 mRNA expression was increased by 2.9-fold,
IFN-y mRNA expression was increased four times in the
stressed CH mice in the present study. Many studies
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have showed Th1 dominance in stress experiments.?5:2°

Our results also indicated Th1 dominance, although the
increase in IL-4 mRNA expression was very significant.
Further experiments should be conducted to elucidate
the extreme variation. SP, IL-4, IL-6, TNF-«, and IFN-y
were increased in the pinnae of stressed CH mice by
auditory stress in the present study. There are many
authors reporting that such molecules are produced by
many cells existing in inflamed skin.?"22:30-3% Thysg,
our study seems to indicate that many cells, including
keratinocytes, fibroblasts, endothelial cells, and circu-
lating cells in inflamed skin, could be affected by stress
stimuli.

Next, to reveal the involvement of each selectin mole-
cule in the augmentation of CH response by auditory
stress, we conducted the same experiment by using E-,
P-, and L-selectin™/~ mice, and, in addition, a blocking
study with mADb to L-selectin. We recognized a significant
decrease in the ear thickness and in the number of mast
cells in stressed CH responses in L-selectin™/~ mice, but
not in E- and P-selectin™/~ mice as compared with wild-
type mice, although all mice were sensitized, elicitated,
and exposed to auditory stress. Interestingly, stressed
CH responses in L-selectin™/~ mice showed a more dra-
matic decrease than wild-type mice in the levels of
PPT-A, IFN-vy, IL-4, IL-6, and TNF-a mRNA. Furthermore,
the injection of mAb to L-selectin induced a significant
decrease in the ear thickness as well as a significant
decrease in IFN-v, IL-4, IL-6, and TNF-« transcript levels.
By contrast, the injection of mAb to L-selectin did not
significantly reduce the number of mast cells (data not
shown) or the PPT-A mRNA level, which was the precur-
sor of SP. Mast cells can produce SP and mast cell
number might be related to the expression of PPT-A
mRNA. NK1R is reported to be a main receptor for SP,
although it has been reported that NK2R and NK3R also
function as the receptors for SP besides NK1R.3* Thus,
we conducted an inhibition study by using NK1R antag-
onist to evaluate the role of SP in stressed CH response
augmented by auditory stress. We selected Spantide | as
an NK1R antagonist. The injection of NK1R antagonist
into stressed wild-type mice induced a significant de-
crease in the ear thickness and in the number of mast
cells in stressed CH response as well as a significant
decrease in PPT-A, IFN-v, IL-4, IL-6, and TNF-« tran-
script levels in the inhibition study. Namely, it was
recognized that a SP/NK1R pathway was actually in-
volved in the increase of CH response augmented by
auditory stress.

Therefore, this failure by the injection of anti-L-selectin
Ab might be due to the dose or administration method of
anti-L-selectin Ab, or might be explained by the specu-
lation that auditory stress could induce the secretion of
SP and that SP could activate an L-selectin involved
pathway, which led to the increase of infiltrating inflam-
matory cells in the lesional skin, although there was no
author reporting the induction of L-selectin by SP. Fur-
ther experiments should be conducted to explain this
discrepancy.

Meanwhile, it is also very interesting that auditory
stress can affect the hypothalamo- pituitary-adrenocorti-



196 Baeetal
AJP January 2010, Vol. 176, No. 1

cal axis and lead to the anti-inflammatory action.®>2¢ It
was reported that stress induced SP-dependent neuro-
genic inflammation and made the brain-skin connec-
tion.®” Although we have recognized the involvement of
SP in stressed CH mice, unfortunately, we did not exam-
ine corticotrophin-releasing hormone, adrenocortico-
tropic hormone, or corticosterone in the present study.
Additional studies should be conducted to clarify such
questions in the near future.

Here, we summarize our proposed mechanisms un-
derlying the stress-induced up-regulation of the cutane-
ous immune system.

First, there have been some authors reporting the in-
duction of L-selectin by IFN-y in experiments.>*® There-
fore, one possibility is that auditory stress can induce
L-selectin expression via IFN-y activation pathway in the
stressed CH mice because the increase of IFN-y mRNA
was actually significant in the stressed CH mice com-
pared with unstressed CH mice in the present study.

Secondly, another possibility is that auditory stress can
induce L-selectin expression on mast cells and certain
leukocytes, which express SP and inflammatory cyto-
kines, respectively, although we could find no author
reporting this. Finally, there are some authors reporting
the induction of E- and P-selectin by SP.3%° Our inhibi-
tion study by using NK1R antagonist showed that the
injection of it could not reduce the expressions of E- and
P-selectin mMRNAs (data not shown). Because the injec-
tion of anti-L-selectin Ab could not reduce PPT-A mRNA
expression in the present study, this may indicate that
auditory stress could induce the secretion of SP and that
SP could activate an L-selectin involved pathway, which
led to the increase of infiltrating inflammatory cells in the
lesional skin.

In conclusion, though auditory stress enhances CH
response in mice, the results of this study indicate that
L-selectin mediates the augmentation of CH response.
We suggest that L-selectin be investigated for its poten-
tial as an agent to control human skin diseases aug-
mented by stress stimuli such as atopic dermatitis.
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