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Abstract

Phytochemicals have shown promise in inhibiting UV-induced oxidative stress, and therefore
considered as potent inhibitors of UV-induced oxidative stress-mediated skin diseases. We have
shown previously that topical treatment of silymarin, a flavonoid from milk thistle (Silibum
marianum), inhibits UV-induced oxidative stress in mouse skin. However, the cellular targets
responsible for the inhibition of UV-induced oxidative stress by silymarin are not clearly defined.
To address this issue, C3H/HeN mice were UV irradiated (90 mJ/cm?) with or without topical
treatment with silymarin (1mg/cm? skin area). Mice were sacrificed 48 h later and skin samples
collected. Flow cytometric analysis of viable dermal cells revealed that the number of infiltrating
CD11b+ cells were the major source of oxidative stress (31.8%) in UV irradiated skin compared to
non-UV exposed skin (0.4%). Treatment of silymarin inhibited UV-induced oxidative stress through
inhibition of infiltrating CD11b+ cells. The analysis of myeloperoxidase also indicated that silymarin
significantly (p<0.001) decreased UV-induced infiltration of leukocytes, and this effect of silymarin
was similar to that of intraperitoneal treatment of mice with monoclonal antibodies to CD11b. The
inhibitory effect of silymarin, whether it is topically treated before or after UV irradiation, was of
similar magnitude. Intraperitoneal administration of monoclonal antibodies to CD11b (rat IgG2b) to
C3H/HeN mice inhibited UVB-induced oxidative stress generated by both epidermal and dermal
cells as is evident by relative fluorescence intensity of oxidized rhodamine. Similar to the effect of
anti-CD11b, silymarin also inhibited UV-induced oxidative stress in both epidermal and dermal cells.
Further, CD11b+ and CD11b— cell subsets from UV-treated or silymarin+UV-treated mice were
separated by immunomagnetic cell isolation technique from total epidermal and dermal single cell
suspensions and analyzed for ROS/H,0, production. Analytical data revealed that CD11b+ cell
population from UV irradiated skin resulted in significantly higher production of ROS in both
epidermis and dermis than CD11b— cell population, and that silymarin inhibited UV-induced
oxidative stress through targeting infiltrating CD11b+ cell type in the skin.
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INTRODUCTION

The exposure of the skin to solar ultraviolet (UV) radiation generates reactive oxygen species
(ROS) or oxidative stress, which is capable of oxidizing macromolecules, like lipids, proteins
and DNA. UV-induced oxidative stress has been associated with several cutaneous disorders
including photoaging and photocarcinogenesis (1-2). UV induces ROS in the skin through two
mechanisms: (i) through the direct interaction of photons and cellular molecules, and (ii)
through infiltrating leukocytes in the skin after several hours of UV irradiation (1). Infiltrating
leukocytes start appearing in the dermis at 6-h after UV exposure, but maximum infiltration
was noticed in between 48-72 h post-UV exposure both in dermis and epidermis (3,4). We
have shown that UV-induced infiltrating cells are the major source of reactive oxygen species
generation both in animal and human skin (4,5), and that Class || MHC+ CD11b+ cells are the
major infiltrating cells in UV irradiated skin, and this cell subset is a potent source of oxidative
stress in UV-exposed skin sites (4,5).

Silymarin, a flavonoid, obtained from the fruits and seeds of the milk thistle (Silybum marianum
L. Gaertn.), and is composed of mainly silibinin (=90%) together with small amounts of other
silibinin stereoisomers, such as isosilybin, dihydrosilybin, silydianin, and silychristin (6).
Silymarin has been shown to possess antioxidant effect against UV radiation in mouse skin
model (7), and therefore has been tested against photocarcinogenic effect of UV radiation. It
was observed that treatment of mouse skin with silymarin inhibited UV-induced skin
carcinogenesis in terms of tumor incidence, tumor multiplicity and growth of the tumors (8).
In earlier studies, we showed that topical application of silymarin decreases UV-induced
oxidative stress in the mouse skin (7); however, it is not clearly understood that which type of
UV-induced infiltrating cell subset is the major target of silymarin through which it inhibits
oxidative stress in the UV-exposed skin. To understand and define whether inhibition of UV-
induced oxidative stress by topical application of silymarin is mediated through the inhibition
of infiltrating CD11b+ cell subset, we conducted experiments using C3H/HeN mice. Shaved
dorsal skin of the mice was exposed to an acute UV dose of 90 mJ/cm? which is sufficient to
induce significant infiltration of leukocytes, and because 48 h time point after UV irradiation
is the peak time of infiltrating leukocytes, mice were sacrificed at this time point and skin
biopsies were collected for experimental purposes. In other treatment groups, mice were
topically treated with silymarin (1mg/cm? skin area) either at least 30 min before UV irradiation
or just after UV-irradiation, and sacrificed 48 h after irradiation.

To further understand whether silymarin inhibits UV-induced oxidative stress primarily
through the inhibition of infiltrating CD11b+ cells, mice were treated in vivo with an anti-
CD11b mAb (clone 5C6). This mAb inhibits extravasation of myelomonocytic cells in
response to inflammatory stimuli without affecting the egression of myelomonocytic cells from
the bone marrow into the blood (9). Since anti-CD11b mAb has been used to examine the effect
of CD11b+ infiltrating leukocytes in diverse murine models (9-12), we used this mAb in the
present study.

MATERIALS AND METHODS

Chemicals and antibodies

Silymarin was purchased from Sigma Chemical Co. (St. Louis, MO). Dihydrorhodamine 123
(DHR) and ethidium monoazide were obtained from Molecular Probes (Eugene, OR).
Monoclonal antibodies to anti-CD11b (rat anti-mouse, clone 5C6) were purchased from
Serotec Ltd. (Oxford, UK). Phycoerythrin-conjugated rat anti-CD11b (clone, M1/70), anti-
CD16/32 and rat 1gG2b isotype were purchased from PharMingen (San Diego, CA). Rat anti-
mouse CD11b antibody coated magnetic beads were purchased from Dynal Inc. (Lake Success,
NY).
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Animals and administration of anti-CD11b (5C6) antibody to UV-exposed mice

Pathogen-free female C3H/HeN (6—7 weeks old) mice were purchased from Charles River
Laboratories (Wilmington, MA). Mice were kept five per cage and were acclimatized for one
week before use, and subjected to a 12 h-light/12 h-dark cycle, 24+2°C and 50+10% relative
humidity. Mice were housed in Animal Resource Facility in accordance with current US
Department of Agriculture, Department of Health and Human Services regulations and
standards. Endotoxin-free rat anti-mouse CD11b monoclonal antibody or rat IgG2b isotype
control was administered intraperitoneally through injection for three consecutive days, i.e.,
one day before UV exposure, same day of UV exposure and one day after UV exposure of the
animals. In each injection, 50 ig of anti-CD11b or rat 1gG2b isotype was administered in each
animal. Control mice were injected PBS intraperitoneally to maintain same treatment protocol.

UV irradiation

Dorsal skin of the mice was shaved with electric clipper and chemically depilated at least 48
h before UVB exposure. Mice were UVB-irradiated as described previously (13). Briefly, the
clipper-shaved dorsal skin was exposed to UV radiation from a band of four FS24T1 UVB
lamps (Daavlin, UVA/UVB Research Irradiation Unit, Bryan, OH) equipped with an electronic
controller to regulate UV dosage. The UV lamps emit UVB (290-320 nm; ~80% of total
energy) and UVA (320-375 nm; ~20% of total energy), with UVC emission being
insignificant. The majority of the resulting wavelengths of UV radiation are in the UVB (290-
320 nm) range with peak emission at 313 nm. The UV irradiation is controlled using Daavlin
Flex Control Integrating Dosimeters. In this system, the UVB dose can be entered as mJ/cm?
and the unit automatically compensates for variations in energy output such that the desired
UV dose is delivered. Mice were subjected to acute UVB exposure of 90 mJ/cm2. Non-UVB
exposed group of mice were also shaved, depilatory lotion was applied to maintain same
treatment protocol. This study and animal protocol was approved by the Institutional Animal
Care and Use Committee.

Isolation of epidermal and dermal single cell suspension

Skin samples were obtained from normal (non-UV exposed) and 48 h post UV exposed mice
and single cell suspensions from the epidermis and dermis were prepared as described
previously (14). Briefly, skin samples were placed into a solution of 50U/ml dispase
(Collaborative Research, Bedford, MA) overnight at 4°C. Epidermis and dermis were separated
from each other. Epidermis was incubated with 0.25% trypsin (Sigma Chemical Co.) for 60
min at 37°C and dispersed into cell suspension buffer containing 0.025% DNase. Cell
suspension was filtered through 50um nylon mesh to obtain epidermal single cell suspension.
Similarly, dermis was placed into a digestion buffer of RPMI 1640 (Gibco BRL, Grand Island,
NY) containing 10mM HEPES (Irvine Scientific, Santa Ana, CA), 0.01% DNase, 1000 U/ml
of hyaluronidase and collagenase (Sigma Chemical Co.), and digested at 37°C for 1 h. The
digested dermis was filtered through 100- and 50- um nylon mesh to collect single cell
suspension from the dermis.

Flow cytometric analysis of CD11b+ cells as a source of ROS/H,0, production

As UV-induced infiltrating leukocytes highly accumulated in the dermis we used dermal single
cell suspension for analyzing CD11b+ cells as a major source of H,O, production. CD11b+
cells represent a heterogeneous cell population in UV irradiated skin, and mainly constitute
activated monocytes/macrophages and neutrophils. CD11b-positive hydrogen peroxide
producing cells were analyzed using flow cytometry as described previously (15). One million
FclgG receptor-blocked (anti-CD16/32, 2.4G2, Pharmingen, San Diego, CA) dermal cells from
the skin of normal (non-UV exposed) mice, UV irradiated mice or silymarin-treated UVB-
exposed mice obtained 48 h after UV exposure were incubated with the following combination:
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phycoerythrin-conjugated rat anti-CD11b (M1/70), and dihydrorhodamine 123 (DHR).
Control cells were stained with identically conjugated isotype control, rat IgG2b. Dead cells
were identified by addition of ethidium monoazide to freshly stained cells for 10 min on ice
under visible light for cross-linkage to DNA (16). Stained cells were fixed in 1%
paraformaldehyde before flow cytometric analysis using an Epics Elite Cytometer (Coulter
Electronics, Hialeah, FL). Gating of quadrant to identify CD11b+H,0,+ cell subset and their
analysis was performed on the basis of its isotype control and using ListMode software
program. Further, low and high expressions of CD11b on cells were distinguished based on
the intensity of mean channel fluorescence and distinct cell population. Positive cell
percentages were determined by calculating the percentage of a given positive cell population
in terms of total viable cells and subtracting the percentage of cells found within the same
positive gate in isotype control-stained dermal cell samples.

Myeloperoxidase (MPO) activity

Myeloperoxidase was determined as a marker of cellular infiltration in the skin using the
cytosolic fractions obtained from epidermis and dermis following the procedure of Bradley
(17). Briefly, skin samples were collected from non-UVB exposed as well as 48 h after UVB
exposed mouse skin. Epidermal and dermal layers of the skin were separated using dispase
enzyme as described previously (14). The epidermis and dermis separately were homogenized
in 50 mM potassium phosphate buffer, pH 6.0, containing 0.5% hexadecyltrimethyl-
ammonium bromide followed by sonication of the homogenate at 4° C for three 10 s bursts
with a heat system sonicator equipped with a microprobe. For complete extraction of the
enzyme from the cells, the tissue homogenates were frozen and thawed three times, and each
time sonication was repeated. The tissue homogenate thus obtained was centrifuged at 40,000
g for 15 min at 4° C, and the resulting supernatants were used for the analysis of MPO. MPO
activity in supernatant (0.1 ml) was assayed by mixing with 50 mM phosphate buffer (2.9 ml),
pH 6.0, containing 0.167 mg/ml ortho-dianisidine dihydrochloride and H,O, (0.0005%). The
change in absorbance resulting from decomposition of H,O, in the presence of ortho-
dianisidine was measured at 460 nm using Beckman DU 640 spectrophotometer. The results
are expressed as the mean OD/min/mg protein.

Quantitative assay of intracellular release of ROS/H,0-

Intracellular level of ROS including the levels of H,O, in epidermal and dermal cells was
determined using dihydrorhodamine 123 (DHR) as a specific fluorescent dye probe as
described previously (5,18). Briefly, one million epidermal or dermal cells from each treatment
group were taken in each well of a 24 well tissue culture plate in triplicate. Cells were treated
with dihydrorhodamine 123 (5 uM) for 45 min. Reduced DHR is irreversibly oxidized and
converted to the fluorescent compound rhodamine 123 by UVB-induced intracellular release
of reactive oxygen species. Fluorescence intensity was measured on a Synergy HT (Bio-TEK
Instruments, Inc.) fluorescence plate reader with an excitation wavelength of 485 nm and an
emission wavelength of 530 nm.

Isolation of CD11b+ and CD11b- cells using immunomagnetic separation technique

Immunomagnetic cell separation using Dynabeads mouse CD11b provides a fast and reliable
method for isolation of CD11-positive cells. Dynabeads are uniform magnetizable polystyrene
beads coated with a rat monoclonal antibody specific for the CD11b membrane antigen which
is expressed on cell surface of monocytes/macrophages and neutrophils. CD11b is expressed
on the cells surfaces of heterogeneous population of cells like monocytes/macrophages and

neutrophils and they may have different functional activities. CD11b+ and CD11b— cells were
separated following the manufacturer’s protocol. Briefly, positive selection of CD11b+ cells
was performed from the total epidermal or dermal single cell suspensions from UV irradiated
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skin using monoclonal antibodies and magnetic device (Dynal MPC-Magnetic Particle
Concentrator). Cell supernatants collected after separating CD11b+ cells contained
approximately 95% CD11b—cells. By using manufacturer’s protocol, the purity of CD11b+
cell population was >98% and viability of the cells was >95%. To compare the relative
production of ROS in both populations, one million cells from each population in triplicate
were placed in 24 well culture plates. Thus, both cell populations, i.e., CD11b+ and CD11b-,
were employed to determine separately intracellular release of ROS including H,0O» using
DHR 123 as a fluorescent dye probe as described previously (5,18).

Statistical analysis

The statistical significance of difference between control and treated groups was determined
by Student’s t test. P<0.05 was considered statistically significant.

RESULTS AND DISCUSSION

We have shown previously that skin exposure to the UV radiation induced infiltration of
leukocytes and these infiltrating leukocytes are the major source of reactive oxygen species
generation, including the production of hydrogen peroxide and nitric oxide (4,5). It has been
shown that the number of CD11b+ cells were higher in UV-irradiated skin sites than non-UV
irradiated skin (4,5,15). The UV-induced oxidative stress has been implicated in the
development of various skin disorders, including premature aging of the skin and skin cancers.
We have shown previously that several phytochemicals, including silymarin, significantly
inhibits UV-induced oxidative stress in the mouse skin through the inhibition of UV-induced
infiltration of leukocytes. However, it was not clearly understood which type of cell subset is
inhibited from infiltrating the skin. As UV-induced infiltrating CD11b+ cells are major source
of oxidative stress, we determined whether treatment of the skin with silymarin inhibits the
infiltration of CD11b+ cells in skin and thus results in the reduction of oxidative stress. To
address this issue, we conducted three color flow cytometric analysis of dermal cells obtained
from UV-irradiated skin and silymarin+UV treated skin and the resultant data were compared
with the non-UVB-irradiated control skin. Because infiltrating cells highly accumulated in the
dermis, we preferentially used dermal single cell suspension for this purpose. ROS including
H,0, were analyzed as marker of oxidative stress. As shown in Fig. 1A, UV-irradiated skin
contained 31.8% CD11b+ H,0, + cells (double positive) in terms of viable cells while non-
UV exposed normal skin contained only 0.4% CD11b+ H,0, + cell population. Further, 26.6%
H,0, producing cell population induced low expression of CD11b (quadrant B) while 5.2%
H,0, producing cells induced higher expression of CD11b on infiltrating cells (quadrant A).
Pre-treatment of the skin with silymarin resulted in only 5.7% infiltration of CD11b+ H,0O5 +
cell population. These data suggest that silymarin inhibits UV-induced oxidative stress
primarily through the inhibition of infiltrating CD11b+ cell type and this inhibition is about
80% (p<0.001). Data were summarized from three independent experiments and presented as
meansz SD of total CD11b+ H,0 + cells in different treatment groups (Fig. 1B).

As we have described previously the effect of UVA and UVB on oxidative stress (1), the studies
have classified the role of UVB and UVA wavelengths on the skin. These studies suggested
that UVB, not UVA, inducing infiltration of macrophages to the skin while UVA, not UVB,
generates ROS or oxidative stress (1,19). The present study suggest that UV (which contained
major part of UVB)-induced infiltration of activated macrophages (CD11b+ cells) are the major
source of HyO5 production, and thus UVB exposure to the skin is also responsible for the
generation of oxidative stress at the UVB-irradiated skin site. As UV-induced oxidative stress
has been implicated in several skin diseases, including photoaging and photocarcinogenesis,
the inhibition of infiltrating CD11b+ cells in UV exposed skin by silymarin may be a possible
mechanism through which it prevents photocarcinogenesis in mice (8).

Photochem Photobiol. Author manuscript; available in PMC 2008 June 1.
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Comparative infiltration of leukocytes in different treatment groups was also confirmed by
measuring MPO activity in cytosolic fraction of the epidermis and dermis (Fig. 2). Mice were
treated with silymarin before and immediate after UV exposure of the skin with the aim to
compare the protective effect of silymarin in both systems. Further, UV-exposed mice were
treated either with anti-CD11b or isotype of the CD11b to compare with the effect of silymarin-
treated mice to confirm the observation that the effect of silymarin is similar to that of anti-
CD11b mADb treatment of the mice. The level of MPO was determined as a marker of tissue
infiltration. MPO data clearly demonstrated that infiltration in the epidermis and dermis was
higher in UV-exposed mice than non-UV-exposed mice. However, the treatment of mice with
silymarin before UV exposure significantly inhibited the levels of MPO in both epidermis and
dermis. Identical results were observed when silymarin was treated on the mouse skin just after
UV-irradiation. These observations suggest that topical application of silymarin, either before
or after UV irradiation, has the ability to protect the skin from UV-induced infiltration of
inflammatory leukocytes. Similar to silymarin, the treatment of mice with anti-CD11b mAb
also resulted in significant inhibition (p<0.001) of UV-induced infiltration of leukocytes as
evident from the MPO data. The use of rat 1gG2b isotype in UV-exposed mice served as a
control. These data suggest that silymarin reduced UV-induced infiltration similar to the effect
of anti-CD11b mAb (Fig. 2). Further to confirm that treatment of silymarin and anti-CD11b
mADb inhibited UV-induced oxidative stress in UV irradiated skin through the inhibition of
CD11b+ cells, quantitative analysis of intracellular release of ROS/H,0, in epidermal and
dermal cells was performed. For this purpose equal area of non-UV-exposed and UV-exposed
dorsal skin from each treatment was used for the isolation of epidermal and dermal cells. As
shown in Fig. 3, treatment of CD11b mAb to mice significantly inhibited UV-induced ROS/
H>0 both in epidermis and dermis (64-67%, p<0.001) compared to the mice which were not
treated with the anti-CD11b mAb but treated with its isotype control (rat IgG2b). Similarly,
treatment of mice with silymarin either before or after UV-irradiation resulted in significant
inhibition of UV-induced oxidative stress in epidermis (55-61%, p<0.001) and dermis (45—
51%, p<0.001) which was determined in terms of relative fluorescence intensity of oxidized
rhodamine. Experiments were also performed to determine whether treatment of the skin with
silymarin protects multiple UV-irradiated mouse skin from UV-induced oxidative stress and
the infiltration of leukocytes. It was found that treatment of silymarin resulted in inhibition of
multiple UV irradiation-induced oxidative stress and MPO level in mouse skin (data not
shown).

Further to confirm our observation that silymarin decreased UV-induced oxidative stress in
the mouse skin primarily through the inhibition of infiltrating CD11b-positive cells; mice were
exposed to acute UV dose of 90mJ/cm? with and without pre-treatment of silymarin. Mice
were sacrificed at 48 h after UV exposure, epidermal and dermal single cell suspensions were
prepared from the equal area of dorsal skin (4 cm?/mouse) of each mouse from each treatment
group. CD11b+ and CD11b- cell populations from the epidermis and dermis were separated
using Dynabeads, as detailed in materials and methods, and intracellular ROS/H,0, was
determined as a marker of oxidative stress in both populations using DHR as a fluorescent dye
probe. As shown in Fig. 4, CD11b+ cell population in UV alone-exposed epidermal cells are
the major source of oxidative stress compared to CD11b— cell population. CD11b+ cell subset
produced 88% of total ROS in comparison to 12% ROS produced by CD11b— cell population.
Similarly, CD11b+ cell subset from dermal cells also produced significantly higher amount of
ROS/H,0, (88%, p<0.001) in comparison to CD11b— cell population (12%). The amount of
ROS production by CD11b+ cells from silymarin treated UV-exposed mice was significantly
reduced in epidermis (60%, p<0.001) as well as in dermis (59%, p<0.001) compared to those
UV-exposed mice which were not treated with silymarin. Additionally, it is evident that CD11b
+ cells are the major source of ROS production in each treatment group compared to CD11b
—cells.
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It has been reported that in vivo anti-CD11b treatment through osmotic pumps in peritoneal
cavity of C3H/HeN mice blocked infiltration of MHC+ CD11b+ cells into UV-irradiated skin
(8). Blocking of CD11b+ cells was found to be associated with the reversal of UV-induced
suppression of contact hypersensitivity response to contact allergens and also blocked tolerance
induction (8). We also have shown that UV-induced infiltrating cells were the major source of
IL-10 in UV exposed mouse skin (14). It has been documented that UV-induced immune
suppression is mediated, at least in part, through IL-10 (20). This notion is confirmed by the
fact that UV-induced suppression can be largely blocked by administration of neutralizing
antibodies to IL-10 (21,22). Thus, it can be suggested that reversal of UV-induced suppression
of contact hypersensitivity by in vivo anti-CD11b treatment may be associated with the
reduction in IL-10 production. Further, UV-induced immunosuppression has been considered
as a risk factor for the skin cancer development (23,24). UV-induced oxidative stress in the
skin has also been implicated in greater risk of skin cancer (1,2). Based on the fact that UV-
induced infiltrating cells are the major source of IL-10 production (14) as well as oxidative
stress (4,5), it can be speculated that UV-induced oxidative stress may have association with
the immune suppression. Sluyter et al. (25,26) have reported that mouse skin exposed to UV
radiation significantly increased numbers of inflammatory infiltrates including CD11b+ cells,
and observed that tumor growth was increased with the increase in infiltration of CD11b+ cells.
Infiltrating cells may contribute to tumor growth either by providing paracrine growth factors,
suppressing local effector immune responses or by activating suppressor and/or regulatory T
cells (25,26). On the basis of our observations along with the observations of Hammerberg et
al. (9), it can be suggested that reduction in oxidative stress through reduction in infiltration
of CD11b+ cells may be associated with the reversal of UV-induced suppression of contact
hypersensitivity response and tolerance induction. In continuation with these observations, we
have found that topical treatment of silymarin significantly inhibited photocarcinogenesis in
mice in terms of tumor incidence, tumor multiplicity and tumor size (7). Thus it seems that
inhibition of photocarcinogenesis by silymarin may be associated with the inhibition of UVB-
induced infiltration of CD11b+ cell population and CD11b+ cells-mediated oxidative stress.
Similar to photocarcinogenesis, UV-induced oxidative stress has also been shown to be
associated with photoaging of the skin (27,28). In this context, the use of silymarin which has
the ability to reduce UV-induced oxidative stress could be a promising chemopreventive
candidate against solar UV radiation-induced oxidative stress-mediated skin disorders
including photoaging and photocarcinogenesis in human population.
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Figure 1.

Silymarin inhibits the percentage of hydrogen peroxide producing CD11b+ (CD11b+ H,0,
+) cells in the UV-exposed mouse skin compared to those mice which were not treated with
silymarin but exposed to UVB. Silymarin was dissolved in 200 pl of acetone and topically
applied (1Img/cm? skin area) on the skin 30 min before UV exposure. Mice were sacrificed 48
h later and skin samples were collected. Panel A, Quantitative analysis of CD11b+ H,0, +
cell subset was performed in dermal single cell suspension using flow cytometry. Dermal single
cell suspension was prepared from the dorsal skin of each mouse (4cm2/mouse) of each
treatment group, and subjected to three-color flow cytometric analysis, as detailed in Materials
and Methods, n=5. A representative analytical FACS histogram from three independent
experiments is shown. Quadrant B and A represents respectively the cells expressing low and
high expression of CD11b. Panel B, Total percent CD11b* H,0O," cells are presented as mean
+ SD from three independent experiments. *Significant difference between UVB-exposed
mice versus normal (non-UV-exposed), and UVB versus silymarin +UVB-treated mice,
p<0.001.
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Figure 2.

In vivo intraperitoneal treatment of anti-CD11b or topical treatment of silymarin (1Img/cm?
skin) inhibits UVB-induced myeloperoxidase (MPQ) both in the epidermis and dermis. Mice
were treated with silymarin either 30 min before UV irradiation or just after UV irradiation,
sacrificed 48 h later and skin samples (4 cm?2) were collected. Epidermal or dermal cytosolic
fractions were prepared and used to analyze MPO activity, as detailed in Materials and
Methods, n=5. MPO was determined as a marker of tissue infiltration of leukocytes.
Experiments were repeated twice and resultant data are presented as means + SD. E=epidermis;
D= dermis.

*Significant inhibition of MPO in anti-CD11b or silymarin treated groups versus UV+CD11b
—treated isotype controls, p<0.001.
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Figure 3.

Topical treatment of silymarin or in vivo intraperitoneal treatment of anti-CD11b mAb inhibits
UV-induced intracellular production of ROS in epidermal or dermal cells. Animals were
treated as detailed in Figure 2. Quantitative analysis of UVB-induced intracellular production
of ROS including H,O, was performed in single cell suspensions from epidermis and dermis
separately collected from the skin samples of five mice in each treatment group. Total ROS
level was determined using dihydrorhodamine 123 as a fluorescent dye probe as described in
Materials and Methods. Experiments were repeated twice and resultant data are presented as
means * SD in terms of relative fluorescence intensity of oxidized rhodamine. The mice in
control group were not UV irradiated. E= epidermis; D= dermis in control group.
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Figure 4.

Silymarin inhibits UVB-induced ROS production in UV-exposed mouse skin through targeting
the inhibition of infiltrating CD11b—positive cells. Mice were treated with silymarin either 30
min before UV irradiation or just after UV irradiation, sacrificed 48 h later and skin samples
(4 cm?) were collected. Epidermal and dermal single cell suspensions were subjected to
analysis of intracellular ROS production using dihydrorhodamine 123 as described in Materials
and Methods. Experiments were performed twice and resultant data are presented as means +
SD in terms of relative fluorescence intensity of oxidized rhodamine, n=5.

*Significantly higher amount of ROS is produced by CD11b+ cells versus CD11b— cells,
p<0.001

*Significant difference of ROS level between UV and silymarin+UV-treated groups, p<0.001
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