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Abstract
Background: Psoriasis is a chronic and readily recurrent in�ammatory skin disease. To date, there is no
cure for psoriasis and signi�cant challenges remain in developing more safe and e�cacious novel
targeted therapies. Psoriasis is characterized by abnormal activation of the immune system, and
hyperproliferation and aberrant differentiation of keratinocytes. Psoriatic keratinocytes death is also
recently recognized as a major ampli�er to the initiation of in�ammatory cascade. Given that both
keratinocytes and immune cells express high PD-1 in psoriasis, which imply PD-1 as a potential
therapeutic target for psoriasis. Here, we developed a well-structured pristimerin nanodot-loaded PD-L1
positive exosome derived from tumor cells (Pri@exo) and elucidated their targeting therapeutic effects.

Results: The Pri@exo displays strong cellular uptake and intracellular retention in active CD4+ T cells and
HaCaT keratinocytes, suggesting the PD-1+ cells targeting capacity of Pri@exo. Remarkably, Pri@exo
signi�cantly and safely reversed imiquimod (IMQ)-induced psoriasis in mice, indicated by reducing
epidermal thickness, decreasing plaque formation, and over-activating in�ammation since it targeted
both CD4+ T cells and keratinocytes gathering around the lesion. The increasing in�ammatory cytokine
excretion of CD4+ T cells in psoriasis was suppressed by Pri@exo. Besides, Pri@exo treatment alleviated
ferroptosis-related changes in psoriatic skin, thereby dampening excessive in�ammation and, in turn,
decreasing the abnormal proliferation of keratinocytes in psoriatic lesions.

Conclusion: This tumor-derived PD-L1+ exosomes has a natural in�ammatory tropism and excellent anti-
in�ammatory effect, and able to act as a bio-inspired nanocarrier for various therapeutic agents to
optimized in�ammatory disease therapy.

Introduction
With their increasing prevalence, in�ammatory skin diseases are becoming a major public health concern.
Psoriasis, an in�ammatory skin disease, is one of the most persistent diseases characterized by the
activation of innate and adaptive immune responses, often through the production of proin�ammatory
cytokines[1, 2]. The pathogenesis of psoriasis is generally contemplated as an aberrant activation of
dendritic cells and T cell-mediated autoimmune responses with complex cellular networks[2]. Currently,
the treatment options available to patients with psoriasis are limited[3]. Although topical glucocorticoids
and immunosuppressants remain the �rst-line treatment options, most patients do not respond well to
topical or systemic glucocorticoid therapy, especially long-term therapy, owing to glucocorticoid
resistance and off-target effects[1, 4, 5]. Exploring a targeted therapy strategy is urgent for improving
psoriasis treatment.

Various nanocarriers are currently designed for drug loading and delivery to in�ammatory sites with
higher targeting and lower toxic effects[3, 6]. However, nanoparticle-based drug delivery systems still
possess some inherent disadvantages, such as the immunogenicity and toxicity of the carrier itself, rapid
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immune recognition and blood clearance, and poor biodistribution[3]. Therefore, developing more reliable
and effective treatment options for psoriasis is highly desirable but challenging.

Recently, considerable progress has been made in the �eld of exosomes, which is a kind of nanovesicle
(30–150 nm) secreted by various cell types with unique natural properties, including excellent
biocompatibility, low cellularity toxicity and immunogenicity, and target speci�city[7]. Exosomes derived
from tumor cells, immune cells, and mesenchymal stem cells have been successfully applied to
encapsulate and deliver chemotherapeutic drugs, nucleic acid drugs, neurotransmitters, and even
nanoparticles to treat various diseases such as cancer and neurological diseases[7, 8]. However, it has
rarely been reported to treat in�ammatory skin diseases. It is particularly noteworthy that in addition to
their unique properties, exosomes enrich speci�c contents (such as RNA, DNA, proteins, and small
molecules) derived from parental cells, thereby engrafting the natural biological functions of primitive
cells, and can even be used directly for disease treatment[7, 8]. Recent studies have found that tumor
cells such as melanoma secrete high levels of programmed death-ligand 1 (PD-L1) on exosomes to
achieve immune escape[9, 10]. The PD-L1+ exosomes can reach the draining lymph nodes and suppress
T cell activity in an immunosuppressive manner, implying that the tumor-derived exosomes have
potential in�ammatory tropism and anti-in�ammatory therapeutic effects[9].

In this study, we chose melanoma cell-derived exosomes for targeted delivery of pristimerin, a naturally
occurring triterpenoid biologically active chemical exhibiting an anti-in�ammatory effect, to cells
overactive in the in�ammatory process of psoriasis via PD-1/PD-L1 interaction[11]. We yielded well-
structured pristimerin nanodot-loaded exosomes (Pri@exo) and elucidated their targeting and therapeutic
effects on activated CD4+ T cells and keratinocytes. To improve Pri@exo sustained-release properties on
the skin, we introduced Pluronic F127 thermosensitive hydrogel and evaluated its biodistribution in vivo.
We con�rmed the excellent therapeutic effect of Pri@exo in imiquimod (IMQ)-induced mouse psoriasis
model and initially explored its possible therapeutic mechanism. Pri@exo exhibits an excellently targeted
ability to alleviate skin psoriatic lesions in mice through anti-in�ammatory, anti-ferroptosis, and anti-
proliferative mechanisms. To the best of our knowledge, this is the �rst study on the application of tumor-
derived exosomes to in�ammatory diseases, as well as the �rst report on targeting drug delivery through
PD-1/PD-L1 interaction to improve the treatment of psoriasis.

Results

Upregulation of PD‐1 in psoriasis in vitro and in vivo
To investigate PD-1 expression in psoriatic-like skin lesions, we �rst used human keratinocytes HaCaT
cells induced by tumor necrosis factor-α (TNF-α) as an in vitro model of psoriatic dermatitis. The
expression of PD-1 was detected using �ow cytometry after TNF-α stimulated HaCaT cells for 24 h to
induce overactive proliferation. As displayed in Fig. 1A, PD-1 expression on TNF-α-induced HaCaT cells is
signi�cantly increased compared with that without TNF-α stimulation.
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Next, we used an IMQ-induced mouse psoriasis model to investigate PD-1 expression in vivo.
Immunohistochemical staining was performed on psoriatic tissue samples using speci�c anti-PD-1
antibodies. A strong in�ltration of immune cells was observed in the skin of IMQ-treated mice but not
Vaseline-treated mice. (Fig. 1B). Meanwhile, a signi�cant increase in PD-1 expression was observed in
IMQ-treated mice compared with control mice (Fig. 1B). Furthermore, a more detailed expression of PD-1
on lymphocytes was carried out. Compared with the control group, the expression of PD-1 on CD11b+

cells and CD4+ T cells in�ltrated in the skin from IMQ-treated mice were increased by 2.5 times and 1.6
times, respectively, as revealed by immuno�uorescence staining (Figs. 1C and D). We also investigated
the expression of PD-1 in the spleen during IMQ-induced psoriatic in�ammation. The spleen from mice
treated with or without IMQ was harvested to determine PD-1 expression on CD11b+ cells, CD4+ T cells,
and CD8+ T cells using �ow cytometry. Consistent with the data obtained with immuno�uorescence
staining, the PD-1 expression on CD11b+ cells and CD4+ T cells in the spleens from the IMQ-treated mice
exhibited higher expression (Figs. 1E and F) compared with the control group. Concomitantly, no
signi�cant difference was noted between the control and IMQ-treated groups in PD-1 expression on CD8+

T cells (Fig. S1). Collectively, these data con�rmed that PD-1 is overexpressed by HaCaT cells, CD11b+

cells, and CD4+ T cells in models of psoriasis. T helper 17 (Th17) cells are specialized CD4 + effector T
cells that primarily produce IL-17, which plays a crucial role in the pathogenesis of psoriasis[12]. Besides,
CD11b is a pan-myeloid innate lymphoid cell marker predominantly expressed in various cell types,
including neutrophils, monocytes, macrophages, and dendritic cells, which are activated in psoriasis,
contributing to disease pathology through IL-17-dependent and IL-17-independent mechanisms[13, 14].
Overall, our data supported the overexpression of PD-1 on keratinocytes and lymphoid cells, including
innate and CD4+ cells, indicating that PD-1 had a broad perspective as a potential therapeutic target in
treating psoriasis.

Formulation and characterization of Pri@exo
Given that PD-1 is signi�cantly elevated on several cell types that play an important role in the
pathogenesis of psoriasis, we attempted to develop a drug delivery system targeting PD-1 to improve the
treatment of psoriasis. Considering that the natural ligand of PD-1 is PD-L1, and PD-L1 is overexpressed
on the surface of various tumor cells such as melanoma cells and its derived exosomes, we tried to
explore the use of tumor-derived exosomes to target drug delivery through PD-1/PD-L1 speci�c
interaction. We utilized exosomes derived from B16F10 murine melanoma cells as a targeted drug
delivery platform. Exosomes derived from B16F10 cell lines were isolated and puri�ed from the culture
medium by ultracentrifuge, as described in the Methods section.

Pristimerin is a bioactive natural quinone triterpenoid with excellent anti-in�ammatory activity, but its
clinical application is limited because of its poor water solubility. To improve its water solubility,
pristimerin nanodots with a diameter of 15.2 ± 3.4 nm (Fig. 2A) were successfully prepared using a
brilliant droplet-con�ned/cryodesiccation-driven crystallization approach[15]. Pristimerin nanodots were
next encapsulated into the exosomes through ultrasonic and incubation[16] (Pri@exo). The known
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exosome biomarkers, including tumor susceptibility gene 101 protein (TSG101) and CD63, were both
detected in exosome and Pri@exo (Fig. 2B). Furthermore, the high levels of PD-L1 on exosomes and
Pri@exo are evidenced in Fig. 2B. Representative transmission electron microscopy (TEM) images
revealed that the exosomes or Pri@exo yielded a known characteristic morphology for exosomes, where a
central depression was observed (Fig. 2A). The atomic force microscopy (AFM) images of Pri@exo
depicted a typical oval structure of exosomes, and the pattern of exosomes in three-dimensional imaging
in an oblique view (Fig. 2C). Dynamic light scattering analysis displayed that the size of the exosomes
and Pri@exo were 87.49 ± 14.90 nm and 89.56 ± 26.35 nm, respectively, and their particle sizes were not
signi�cantly different (Figs. 2D and E). The ultraviolet-visible absorption spectra of pristimerin nanodots
and Pri@exo depicted the appearance of a characteristic absorption band centered at 460 nm, indicating
that pristimerin was e�ciently loaded into exosomes (Fig. 2F). Obviously, the encapsulation of pristimerin
nanodots did not affect the feature, morphology, and diameter distribution of exosomes. Pri@exo was
loaded into Pluronic F127 thermosensitive injectable hydrogel to improve controlled delivery. The Pluronic
F127 hydrogel loaded with Pri@exo could gel rapidly at 37°C (Fig. 2G). These �ndings indicate that
Pri@exo was successfully prepared for further application.

Excellent PD-1-target capability of Pri@exo
To investigate the cellular internalization process of Pri@exo in CD4+ T cells, CD4+ T cells isolated from
healthy mice or IMQ-induced mice were incubated with Cy5.5-labeled Pri@exo for 0.5, 1, 2, 4, and 6 h. The
results at multiple time points after the co-incubation of Pri@exo and CD4+ T cells derived from different
mice revealed that the uptake of Pri@exo by CD4+ T cells by IMQ-induced mice was much higher than
that of healthy mice (Fig. 3A). Quantitatively, the mean �uorescence intensity was markedly higher in
CD4+ T cells from IMQ-induced mice than in CD4+ T cells from healthy mice at indicated time points
(Fig. 3B). Moreover, the results from confocal laser scanning microscope images supported the previous
observation regarding higher uptake of Pri@exo CD4+ T cells by IMQ-induced mice (Fig. 3C). Considering
that PD-1 is overexpressed in active CD4+ T cells, it is reasonable for Pri@exo to display the high-
e�ciency endocytosis. Likewise, the cellular uptake of Pri@exo by HaCaT cells was also evaluated using
�ow cytometry (Figs. 3D and E). The mean �uorescent intensity value of TNF-α-induced HaCaT cells was
higher than that of the control group. These �ndings strongly indicated that Pri@exo displays strong
cellular uptake and intracellular retention in active CD4+ T cells and HaCaT cells, suggesting the PD-1+

cells targeting capacity of Pri@exo.

Next, we investigated the biodistribution of Pri@exo hydrogel in vivo. To facilitate tracking, a near-infrared
�uorescent dye Cy5.5 was labeled to Pri@exo. The Cy5.5-labeled Pri@exo hydrogel was subcutaneously
injected into the back skin of mice, and the �uorescent signal intensity at different time points was
monitored by a �uorescent imaging system. Although the �uorescence signal of Cy5.5-labeled Pri@exo
hydrogel decreased with time, it remained in vivo for up to 48 h (Figs. 3F and S2), achieving a slow,
sustained release. The ex vivo biodistribution studies demonstrated a low accumulation of Pri@exo in all
major organs (heart, liver, spleen, lung, and kidney; Fig. S3). Furthermore, the e�cient accumulation of
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Pri@exo in the draining lymph nodes 12 h after injection indicated that Pri@exo could actively target
subcutaneous lymph nodes (Fig. S4).

Superior in vitro anti-In�ammation of Pri@exo
Previous studies have demonstrated that pristimerin and its analogs can modulate immune homeostasis
and inhibit T cell activation in various mouse models of in�ammation[17, 18]. Moreover, PD-L1+

exosomes secreted by tumors suppress T cell activity in the tumor immune microenvironment[19]. To
verify whether Pri@exo can stabilize CD4-mediated immune balance or not, we investigated the effect of
Pri@exo on CD4+ T cell activation and differentiation in vitro. The naïve CD4+ T cells isolated and puri�ed
from the spleen of BALB/C mice by magnetic-activated cell sorting were stimulated with TGF-β and IL-23,
exposed to various treatments for 72 h, and �nally analyzed using �ow cytometry. Figures 4A, B, and D
display signi�cant differences in the percentage of Th17 and Tregs among the CD4+ T cells with various
treatments. Compared with the groups treated with Pristimerin or exosomes, Pri@exo with the most
prominent ability to downregulate the expression of IL-17 in CD4+ T cells and augment the frequency of
Tregs, which indicated that Pri@exo enhanced the therapeutic e�cacy of pristimerin or exosomes in vitro.
TNF-α served as pro-in�ammatory cytokines in both the initiation and the ampli�cation of psoriasis[4,
20]. We observed the most pronounced anti-psoriasis effect in Pri@exo group with a signi�cantly
decreased expression of TNF-α from 2.96% (mock group) to 1.21% (Pri@exo group; Figs. 4C and D).
These results indicated that tumor-derived exosomes and pristimerin nanoparticles signi�cantly inhibited
the expression of in�ammatory mediators from CD4+ T cells mediated by IL-23 and promoted the
differentiation of CD4+ T cells into Tregs, while Pri@exo exhibited a more excellent synergistic effect.

Enhanced anti-psoriasis effects of Pri@exo in psoriasis
Based on the above responses, we chose Pri@exo as a therapeutic agent to investigate anti-psoriatic
effects in vivo by IMQ-induced psoriasis-like skin in�ammation model. Pri@exo hydrogel was
subcutaneously injected on shaved back skin every two days, followed by IMQ cream 4 h later. We
visually observed that IMQ group exhibited apparent erythema, scaling, and in�ltration for seven days,
while Pri@exo administration attenuated skin lesion severity (Fig. 5A). The characteristic signs of IMQ-
induced skin lesions, including scaling, erythema, and in�ltration, were scored daily using a scoring
system based on the psoriasis area and severity index known as Baker score. Besides, a signi�cant
change in the skin was observed according to the Baker score (Fig. 5B). Next, skin samples were �xed
and stained using a standard hematoxylin and eosin (H&E) method to analyze histological changes.
Typical histopathological changes of psoriasis are characterized by hyperkeratosis, parakeratosis,
modest acanthosis, elongated rete ridges, and modest dermal in�ammation[21]. It is revealed in Fig. 5C
and D that the mice in IMQ group exhibited extensive psoriasiform lesions, while treatment with Pri@exo
signi�cantly alleviated the severity of skin lesions. Furthermore, the thickness of epidermis in the IMQ
group was 110–140 µm. However, the value of epidermal thickness signi�cantly decreased in the
Pri@exo group with the range from 40 to 70 µm (Fig. 5E).
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Most clinical features of psoriasis, such as keratinocyte hyperproliferation, neovascularization, and
increased in�ammation, could be attributed to cytokines expressed in psoriatic skin. The interleukins (IL),
in particular, IL-6, IL-12, and IL-23, have been speci�cally implicated as key players in the pathogenesis of
psoriasis. Therefore, we examined the expressions of these in�ammatory cytokines in plasma. The pro-
in�ammatory cytokines, including IL-6, IL-12, and IL-23, signi�cantly increased in the IMQ group
compared with the untreated mice, and Pri@exo treatment had a pronounced effect in downregulating the
secretion of in�ammatory cytokines (Fig. 5F). In conclusion, the administration of Pri@exo not only
alleviated the clinical symptoms but also decreased the in�ammation of IMQ-induced psoriasis.

We next characterized the in�uence of Pri@exo treatment on immune cells from IMQ-induced psoriasis
mice using �ow cytometry and immunohistochemistry. Compared with IMQ group, the numbers of CD4+

T cells in the spleen and draining lymph nodes signi�cantly decreased upon Pri@exo treatment, mirroring
the homeostatic imbalance in the untreated mice (Figs. 6A and B). Data from the immuno�uorescence
assay in the psoriasis skin demonstrated that the intense in�ltration of CD3+ T cells was �ercely
decreased by Pri@exo treatment (Fig. S5). While the number of CD8+ T cells appeared less responsive in
the IMQ-induced psoriasis model, Pri@exo reduced the number of CD8+ T cells in the draining lymph
nodes to a greater extent than in the spleen.

In psoriasis, activated macrophages are also believed to provoke skin lesions and contribute to T cell-
mediated pathways of in�ammation[22]. The number of macrophages (represented by F4/80+ CD11b+

cells) in both spleen and draining lymph nodes highly increased after IMQ stimulation. We found that
Pri@exo attenuated or even counteracted the increase in macrophages induced by IMQ in the spleen or
draining lymph nodes (Fig. 6C and D). Furthermore, the change of CD206+ M2-like macrophages in
different groups was examined. CD206 expression on macrophages was signi�cantly lower in the IMQ
group than in the control group (Figs. 6E and F). However, Pri@exo treatment upregulated the expression
of CD206 on macrophages (Figs. 6E and F). High expression of CD206 contributed to the conversion of
macrophages into an anti-in�ammatory M2 phenotype that suppressed in�ammation. The increase in
M2-like macrophages induced by Pri@exo in IMQ-induced psoriasis indicates a better prognosis.

To further verify whether Pri@exo can mediate other innate immune cells, immunohistochemistry was
used to determine neutrophils (represented by Ly6G+ cells) and dendritic cells (represented by CD11c+

cells). Pri@exo substantially reduced the migration of neutrophils and dendritic cells into affected skin
areas compared with mice treated with IMQ (Figs. 6G). These results suggested that in vivo anti-psoriasis
effects of Pri@exo were associated with negative regulation of various immune cell activities.

Consistently, the expression of PD-1 in skin tissue of Pri@exo-treated mice was signi�cantly reduced,
indicating that the pathological process of psoriasis is inhibited. In addition, we also observed Ki67 and
PCNA, two key parameters in cell proliferation. We found that both Ki67 and PCNA expressions were
signi�cantly increased in the psoriasis group, indicating abnormally proliferating keratinocytes, which
were effectively inhibited by pri@exo (Figs. 7A and B). Under physiological conditions, the proliferation of
keratinocytes in the skin is a tightly controlled process. In psoriasis, however, the control mechanisms go
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away, resulting in keratinocytes’ overgrowth, mis-differentiation, and increased migratory capacity[23]. To
assess the effect of Pri@exo on the proliferation of HaCaT cells, we performed a carboxi�uorescein
diacetate succinimidyl ester (CFSE) dilution assay using �ow cytometry. A more robust proliferation of
HaCaT cells was observed, while Pri@exo-treated HaCaT had 3.3 times and 1.7 times lower proliferation
than those in exosomes or pristimerin nanoparticle group (Fig. 7C).

Keratinocyte death contributes to the ampli�cation of the in�ammatory cascade during psoriatic
in�ammation[24, 25]. A recent study reported that ferroptosis, a programmed non-apoptotic form of cell
death, is implicated in the pathogenesis of psoriasis[26]. To explore whether Pri@exo affected ferroptosis-
related cell death in psoriatic lesions, the expression levels of ferroptosis-related proteins, including 4-
hydroxynonenal (4-HNE), glutathione peroxidase 4 (GPX4), and Acyl-CoA synthetase long-chain family
member 4 (ACSL4), were detected in psoriatic lesions and normal samples using immuno�uorescent
staining (Fig. 7D). In the psoriatic skin, the intensity of 4-HNE, the primary byproduct of lipid peroxidation,
was conspicuously elevated compared to normal skin, whereas Pri@exo administration markedly reduced
the formation of 4-HNE. Meanwhile, in the basal layer of the psoriatic epidermis, an essential pro-
ferroptotic enzyme ACSL4 was strongly upregulated, and GPX4 was barely observed. Treatment with
Pri@exo attenuated this phenotype to a certain extent compared to the IMQ group. Consistently, western
blot displayed a signi�cant reduction in the expression of 4-HNE, ACSL4, and a slight increase of GPX4 in
psoriatic samples of Pri@exo group than the IMQ group (Figs. 7E and F). These data suggested that
Pri@exo alleviated psoriatic in�ammation through suppression of keratinocyte ferroptosis.

Extremely low systematic toxicity of Pri@exo
Owing to the complex composition and undetermined biological functions of tumor-derived exosomes,
their safety issues still require additional attention and analysis. To investigate the systematic toxicity of
Pri@exo in vivo, we subcutaneously injected the same therapeutic dose of Pri@exo hydrogel in BALB/c
healthy mice for seven days, after which major organs were harvested for the histopathological
examination and blood was collected for biochemical analysis. The H&E staining of sliced heart, liver,
spleen, lung, and kidney showed no morphological changes in Pri@exo group compared to the control
group (Fig. 8A). Besides, the hematological pro�le depicted that the levels of Alanine
aminotransferase(ALT), aspartate aminotransferase(AST), albumin(ALB,)total bilirubin(TBIL), uric
acid(UA), blood urea nitrogen(BUN), creatinine(Cr), and γ-glutamyl transferase(γ-GT) in Pri@exo-treated
mice remained within the normal range or comparable to the control mice (Fig. 8B), indicating that
treatment with Pri@exo did not induce signi�cant hematological toxicity. During the dosing period, the
body weight of Pri@exo-treated mice did not change signi�cantly compared to untreated mice (Fig. S6).
All the results contributed to serving Pri@exo as a safe nano-formulation for psoriasis.

Discussion
Despite intensive research, current pharmacologic treatments for psoriasis are far below satisfactory[2].
In the present study, we developed a treat-to-target strategy based on tumor-derived PD-L1+ exosomes as
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a bio-inspired nanocarrier for anti-in�ammatory pristimerin to ameliorate IMQ-induced psoriasiform
in�ammation in mice. Pri@exo could target activated CD4+ T cells and keratinocytes via PD-1/PD-L1
interaction during the in�ammatory progression of psoriasis, thereby inhibiting keratinocyte ferroptosis
and attenuating the in�ammatory cascade. This ultimately decreased the abnormal proliferation of
keratinocytes in psoriatic lesions.

The PD-1/PD-L1 interaction is an important immunosuppressive signaling pathway within the tumor
microenvironment[27]. The dramatic e�cacy of PD-1/PD-L1 blockade in cancer immunotherapy prompts
the control of other autoimmune diseases by PD-1 signal modulation[28]. Previous studies have reported
that PD-1 is overexpressed by IL-17A–producing T cells in both IMQ-treated mice[29] and human psoriatic
skin. Recombinant PD-L1 alleviated IMQ-induced psoriatic in�ammation in mice, and the genetic
de�ciency of PD-1 aggravated psoriatic in�ammation[30, 31]. In the clinic, anti-PD-1/PD-L1 therapies are
implicated with a risk of new-onset psoriasis and exacerbating pre-existing psoriatic skin lesions[32].
Consistently, our results show that the expression of PD-1 on CD4+ T cells and keratinocytes was highly
regulated during in�ammation in IMQ-induced psoriasis, making it a speci�c target for drug delivery. As
expected, PD-L1+ exosomes derived from tumor cells exhibited e�cient uptake and retention in active
CD4+ T cells and HaCaT cells. In addition to their inherent immunosuppressive effect, PD-L1+ exosomes
may serve as an effective active targeting nanoscale carrier to accomplish anti-in�ammatory drug
delivery. Here we observe a marked additive effect of Pri@exo, with superior e�cacy over single PD-L1+

exosome and pristimerin.

Conventional construction of targeted nanoparticles usually requires complex synthesis and surface
modi�cation, which is often toxic. Also, the possible introduction of foreign components is highly
susceptible to unknown toxic side effects[33, 34]. The exosomes we prepared are natural nanoparticles
from B16F10 melanoma cells with good biocompatibility and high tolerance. Our results demonstrated
that loading tumor-derived exosome with pristimerin is a feasible, relatively safe, and effective
therapeutic option for psoriasis. Additionally, recent studies have reported that melanoma-derived PD-L1-
rich exosomes can combine with PD-1 on the surface of T cells with immunosuppressive effects, causing
T cell dysfunction or exhaustion[35], which suggest unique advantages as drug carriers or components in
in�ammatory diseases[36, 37]. Here we analyzed the immunosuppressive activity of Pri@exo and
explored the underlying mechanism in our preliminary experiment. Pri@exo is e�ciently internalized into
target cells, resulting in the strongest inhibition of IL-17 and TNF-α secreted by CD4+ T cells and the
highest inhibition of proliferation in keratinocytes than other groups. Furthermore, in psoriasis, Tregs are
readily converted into cells that express IL-17, thus potentially perpetuating the in�ammatory process of
the disease[38, 39]. Pri@exo could substantially reverse the reduction of Treg mediated by the pro-
in�ammatory factor IL-23 compared to the exosome-treated and pristimerin-treated groups. Notably,
Pri@exo is not only slowly released in the skin after subcutaneous injection but also effectively
accumulated in the draining lymph nodes, both of which are the main sites of immune microenvironment
homeostasis imbalance in psoriasis[40]. Impairment and death of keratinocytes have been implicated in
the pathogenic mechanisms of psoriasis, which act as a primary initiator to amplify the in�ammatory
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cascade by releasing immunogenic intracellular molecules and activating in�ammasomes[41, 42].
Recently, several studies found that keratinocyte ferroptosis was intricately linked to skin in�ammation.
Inhibition of ferroptosis prevented the release of damage-associated molecular patterns from the
epidermal keratinocytes[43] and blocked psoriasis in�ammation in mice[26]. Consistent with this, we also
observed a similar tendency of ferroptosis in IMQ-induced psoriasis mice. Of interest, Pri@exo treatment
could notably inhibit ferroptotic cell death of psoriatic keratinocytes. We speculated that Pri@exo
diminishes psoriatic in�ammatory responses, which is, in part, ascribable to the inhibition of keratinocyte
ferroptosis, thereby attenuating the activation of in�ammatory signaling cascades. The unique in vivo
biodistribution properties of Pri@exo facilitate its excellent anti-psoriatic effects.

Conclusions
Current PD-1/PD-L1-mediated targeted therapy strategies utilizing tumor-derived exosomes can precisely
deliver anti-in�ammatory drugs pristimerin to PD-1+ immune cells and keratinocytes, which has been
demonstrated not only to relieve the typical symptoms of psoriasis by deactivating various abnormal
innate and adaptive immune cells but also to inhibit ferroptotic cell death of psoriatic keratinocytes,
thereby improving therapeutic e�cacy. Meanwhile, Pri@exo, with good biocompatibility and
biodegradability, shows no obvious toxic effect in healthy BABL/C mice and could be effectively cleared
from the body by natural means without causing long-term accumulation or chronic toxicity. Our results
support that Pri@exo has an in�ammatory tropism and excellent anti-in�ammatory effect, which can also
be extended to treating various in�ammatory diseases.

Materials And Methods

Materials and reagents
Dulbecco’s modi�ed Eagle medium (DMEM), RPMI 1640, and fetal bovine serum (FBS) were purchased
from Biological Industries (Kibbutz Beit Haemek, Israel). Pristimerin (98.0%) was purchased from
Shanghai Yuanye Bio-Technology Co., Ltd (Shanghai, China). Cy5.5-NHS were purchased from
MedChemExpress (New Jersey, USA). Pluronic F-127 was purchased from Sigma-Aldrich (St. Louis, USA).
Penicillin/streptomycin antibody mixture (100x), DAPI staining buffer, and RIPA lysis buffer were
purchased from Beyotime Biotechnology (Shanghai, China). Phosphate buffer solution (PBS) was
purchased from Beijing Solarbio Science & Technology Co., Ltd. (Beijing, China). Naïve CD4+ T isolation
kit was purchased from Novus Biologicals (California, USA). ExoEasy Maxi Kit was purchased from
Qiagen Biotechnology (MD, USA). 3,3′-diaminobenzidine (DAB) assay kit and BCA protein assay kit was
purchased from Servicebio (Wuhan, China). Enzyme-linked immunosorbent kits for cytokines (IL-12 and
IL-23) were purchased from Meimian (Jiangsu, China). Polyvinylidene �uoride (PVDF) membrane was
purchased from Millipore (MA, USA). The antibodies we used were showed in table 1 with their
application and dilution rate. All the chemicals used in this study were of analytical grade.

Cell culture
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The mouse melanoma cell line B16-F10 was provided by Prof. Guo Fu, Xiamen University, Xiamen, China.
B16-F10 cells were cultured in Dulbecco's modi�ed eagle medium containing 10% exosome-free fetal
bovine serum (FBS) and 1% penicillin/streptomycin.

The human epidermal keratinocyte, HaCaT cell line, was a kind gift from Prof. Yin Rui, Department of
Dermatology, Southwest Hospital, Third Military Medical University (Army Medical University), Chongqing,
China. HaCaT cells were kept in RPMI-1640 medium supplemented with 10% FBS and 1%
penicillin/streptomycin. After the cells grew well, TNF-α (100 ng/mL) was added to the culture medium to
over-proliferate cells while Pri@exo (20 µg/mL) was added to reverse it[44]. The cells were then harvested
for further experiments.

Naïve CD4+T cells were isolated from healthy BLAB/C mouse spleens using naïve CD4+T isolation kit. In
brief, spleens were harvested and ground with a syringe on an irony mesh place. Next, red blood cells
were removed by red blood cell lysis buffer, and the cell pellet was washed in phosphate buffer saline
(PBS). After that, the cell suspension was mixed with a cocktail of various biotin antibodies, including
anti-B220 biotin, anti-CD8 biotin, anti-CD25 biotin, anti-CD11b biotin, anti-CD11c biotin, anti-NK1.1 biotin,
anti-F4/80 biotin, and anti-Gr-1 biotin. The cells were indirectly magnetically labeled with Anti-Biotin
MicroBeads, and then we obtained naïve CD4+ T cells by negative selection from the cell suspension. The
puri�ed naïve CD4+ T cells were incubated in RPMI-1640 medium supplemented with 10% FBS (exosome-
free FBS), 1% penicillin/streptomycin mixture, and IL-2 (50 ng/mL). After 48 h, IL-23 (20 ng/mL) and TNF-
α (50 ng/mL) were added to the culture medium to activate the in�ammation reaction while adding
Pri@exo (20 µg/mL) to reverse it. The cells were then harvested for further experiments.

All types of cells were incubated in a constant-temperature cell incubator at 37°C, 5% CO , and 95% air.

Isolation of exosomes
B16-F10 cells were cultured in media supplemented with 10% exosome-free FBS to purify exosomes from
the supernatant. Bovine exosomes were depleted by ultracentrifugation at 100,000 g overnight using
Optima XPN-100 ultracentrifuge (Beckman Coulter, CA, USA). After 72 h culture, supernatants were
harvested, and exosomes were puri�ed by differential centrifugation according to a standard protocol
described perviously[35]. Brie�y, culture supernatants were centrifuged at 2000 g for 20 min and 16,500 g
for 45 min to remove dead cells, cell debris, and micro-vesicles. The supernatants were rotated at 100,000
g for 2 h, and then pellets were suspended in PBS. Exosomes were collected by ultracentrifugation at
100,000 g for 90 min, and the pelleted exosomes were resuspended in 200 µL sterile PBS. All centrifuge
processes were performed at 4°C.

Preparation of Pri@exo
Ultra-small pristimerin nanodots were fabricated by droplet-con�ned crystallization during the freeze-
drying of frozen emulsion[15]. Pristimerin-containing dichloromethane was mixed with an aqueous
solution containing F127 (1.0 wt.%) and then converted into an O/W emulsion by soni�cation. The
emulsion was immediately immersed in liquid nitrogen and rapidly frozen, followed by freeze-drying. The



Page 13/29

resulted in pristimerin nanodots were harvested and washed by centrifugation–redispersion cycles to
remove free F127.

Pristimerin nanodots (50 µg) were added to the exosomes (100 µg), and the mixture was sonicated (500
V, 2 kHz, 20% power, �ve cycles by 5 s pulse and 5 s pause). Next, the mixture was incubated at 4°C
overnight. All the procedures were performed on ice. The unloaded drugs were removed by exoEasy Maxi
Spin Columns from the exoEasy Maxi Kit.

Characterization of pristimerin nanodots
The morphology of Pristimerin nanodots were observed by transmission electron microscopy (TEM, JEM-
1400, JEOL) at 80 kV.

Characterization of Pri@exo
For observation of Pri@exo, the sample was prepared as the previous study described[45]. In brief, 10-µL
puri�ed Pri@exo was suspended in PBS and placed on formvar-carbon-coated copper grids. After
allowing Pri@exo to be attached to grids for 10 min, the liquid was removed from the edge of grids by
�lter paper. Pri@exo on the grids was then stained with 2% uranyl acetate for 15 min. Grids were washed
with distilled deionized water for 5 s and then air-dried. Pri@exo was imaged by TEM (HC-1, Hitachi) at 80
kV. The size, shape, and morphology of puri�ed Pri@exo were also investigated using atomic force
microscopy (Nanoview6600, Veeco-V, Jiangsu, China) employing tapping mode[46]. Brie�y, puri�ed
Pri@exo was diluted (1:1000) in �ltered PBS and spin-coated onto the surface of a freshly cleaved silicon
substrate. For the preparation of each measurand, 20 µL of the diluted exosome sample was mounted
onto a silicon substrate and spin-coated at 1500 g for 30 s. The images were analyzed using the
NanoScope 7.20 (Build R1.30937) software. The mean hydrodynamic diameter of Pri@exo was
measured using a Zetasizer Nano ZS (Malvern, UK).

The dual-targetability of Pri@exo
Naïve CD4+ T cells were seeded and incubated in 24-well plates for 24 h and then treated with Cy5.5-
loaded Pri@exo under the equivalent concentration (20 µg/mL) for 6 h. Cells were �xed with 4%
paraformaldehyde for 15 min at room temperature. Sections were prepared by smear assay according to
the method reported previously. Brie�y, the cell suspension was smeared in glasses by swabs. After
drying the sections, DAPI (5 µg/mL) solution was dropped into glasses to stain nuclei for 5 min at room
temperature. Sections were assessed with confocal laser microscopy.

The cellular uptake assay of Cy5.5-labeled Pri@exo in CD4+ T cells and HaCaT cells was quanti�ed by
�ow cytometry. Naïve CD4+ T cells were seeded and incubated in 24-well plates for 24 h. Then, cells were
incubated with Cy5.5-labeled Pri@exo under the equivalent concentration (20 µg/mL). At predetermined
times (0.5, 1, 2, 4, and 6 h), cells were suspended in cold PBS and immediately analyzed by a �ow
cytometer (Fortessa, BD Biosciences). As for the treatment of HaCaT cells, TNF-α-induced HaCaT cells
were pretreated with TNF-α (100 ng/mL) for 24 h, and then the Cy5.5-labeled Pri@exo was added into the
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complete culture medium of a different group (exosome-free FBS) at predetermined time points. Finally,
cells were washed with PBS and analyzed via �ow cytometry.

Preparation of psoriasis model and administration of
Pri@exo
BLAB/C mice aged 6–8 weeks with an average weight of 20–25 g were purchased from the Experimental
Animals Center of the Army Medical University (Chongqing, China). After one week of adaption to the new
environment. An area of 2 × 3 cm was shaved from the backs of the mice using hair removal creams to
remove the remaining hair. The mice were randomly assigned to three treatment groups, i.e., the control,
IMQ, and therapy groups. To establish the IMQ-induced psoriasis-like model, mice were treated with a
daily topical dose of 62.5 mg of IMQ-cream (5%; Mingxinlidi, Sichuan, China) on the back for seven
consecutive days based on a previous study[47]. The negative control was treated with the same dose of
Vaseline cream alone. To investigate the therapeutic effect of Pri@exo against IMQ-induced psoriasis, the
therapy group was subcutaneously injected with Pri@exo every two days (50 µg/kg for a week). All mice
were housed under standard conditions with a 12 h light/12 h dark cycle and were fed with standard
mouse chow and water. The psoriasis area and severity index (PASI), which comprised parameters for
skin erythema, scaling, and thickness, was scored daily to assess the condition of the psoriasis-like
lesion. The damaged skin, spleen, and lymph nodes were removed from the sacri�ced mice on day 7 for
further analysis. All procedures were performed following the National Research Council’s Guide for the
Care and Use of Laboratory Animals (8th edition, reviewed 2011) and were approved by the Ethical
Committee for Animal Experimentation of the Army Medical University.

Histology
Skin tissues harvested from animals on day 7 were �xed in 4% paraformaldehyde, and cut into 4 µm
sections, which were stained with hematoxylin and eosin (H&E). To obtain the Baker score, at least 10
randomly selected ten �elds were independently examined under the microscope (Nikon, Tokyo, Japan) at
a magni�cation of ×200. The stander of Baker score was same as previous described[48].

Immunohistochemistry
The skin sections were blocked with 5% BSA for 1 h and incubated with primary antibody at 4 ℃
overnight. After washing three times with PBS, the slides were then stained with a goat anti-rabbit IgG
secondary antibody. The results were analyzed using a DAB assay kit. The slides were visualized by a
microscope (Olympus BX51, Japan) and the integrated optical density (IOD) was measured using Image-
pro plus 6.0 software, and the mean density was calculated by IOD/area.

Immuno�uorescence
Tissue sections were blocked and incubated with primary antibody at 4 ℃ overnight. After rinsing with
PBS, the samples were stained with the secondary AlexaFluor®488- or AlexaFluor®555-conjugated IgG
for 60 min at 37 ℃. Nuclei were stained with DAPI (5 µg/mL). The samples were mounted with glycerol.
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The sections were photographed by using a microscope (Olympus BX51, Japan) and representative
images were presented.

Western blot
Skin tissues lysed in RIPA lysis buffer for 20 min on ice and total protein content was quanti�ed with a
BCA protein assay kit. The denatured samples were resolved by 12% SDS-polyacrylamide gels and
electroblotted onto PVDF membranes (Millipore, Billerica, MA, USA) using equipment from Bio-Rad
(Hercules, CA, USA). After blocking with 5% skim milk, the membranes were incubated with primary
antibodies overnight (12 h) at 4 ℃. Then, membranes were incubated with corresponding secondary
horseradish peroxidase-conjugated antibodies for 1 h at 37 ℃ temperature. Finally, the immunoblots
were imaged by the chemiluminescence western blot detection system (Bio-Rad ChemiDoc MP, California,
USA) and analyzed using ImageLab packages.

Flow cytometric analysis
For cellular membrane staining, the suspended cells were stained with the antibodies CD3, CD4, CD8,
CD11c, CD11b, CD25, F4/80, CD206, and PD-1. After washed twice using FACS buffer, a �ow cytometer
(Beckman Coulter, US) was used to analyze the cells.

For intracellular cytokine staining, cells were activated with a cell stimulation cocktail 1 × 106 cells/well in
a 96-well plate and incubated according to the manufacturer’s speci�cation. After 5 h, the cells were
harvested, incubated with antibodies against mouse CD3, CD4 for surface staining. Then, the cells were
�xed with �xation buffer and subsequently stained intracellularly with antibodies against murine TNF-α
and IL-17A in Intracellular Staining Permeabilization Wash Buffer. The cells were washed three times and
analyzed with FACSCalibur �ow cytometer.

For intranuclear cytokine staining, cells were incubated with antibodies against mouse CD3, CD4, and
CD25 for surface staining. Next, the cells were �xed with �xation buffer and subsequently stained
intranuclearly with antibodies against murine FOXP3 in Intranuclear Staining Permeabilization Wash
Buffer. The cells were washed three times and analyzed with FACSCalibur �ow cytometer (Beckman
Coulter, US). FlowJo software was used for all data analysis.

ELISA
The ELISA kits were used to measure interleukin-6, IL-12 and IL-23 in mice serum according to the
manufacture instructions.

Statistical analysis
Quantitative results were expressed as mean ± SD. Statistical differences among groups were checked by
One-way ANOVA followed by Newman-Keuls multiple comparisons test or Student’s unpaired two-tailed t
test from GraphPad Prism 9.0 (GraphPad Software, San Diego, CA, USA). p < 0.05 was considered
statistically signi�cant.



Page 16/29

Abbreviations
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Figure 1

Upregulation of programmed cell death protein 1 (PD-1) expression in imiquimod (IMQ)‐induced psoriasis
and TNF-α-induced HaCaT cells. (A) Representative �ow cytometry histograms (top row) and quantitative
analysis (bottom row) of PD-1 expression in HaCaT cells. (B) Skin from a mouse treated with or without
IMQ was assayed for PD-1 expression by immunohistochemical staining (magni�cation, ×50 and ×200;
scale bars, 200 and 50 µm, respectively). (C–D) Skin from a mouse treated with or without IMQ used for
immuno�uorescence (IF) staining with antibodies against CD11b or CD4 (red) plus PD1 (green) and cell
nuclei was counterstained with DAPI (blue). (E and F) Representative �ow cytometry histograms and
quantitative analysis of PD-1 expression in CD11b+ cells (E) and CD4+ T cells (F). The data are expressed
as mean ± SD (n = 4 per group). ***p < 0.01, ****p < 0.001.
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Figure 2

Characterization of Pri@exo. (A) Transmission electron microscopy (TEM) images of pristimerin
nanodots (left), exosomes (middle), and Pri@exo (right). Red arrows indicate representative exosomes
and Pri@exo. (B) Western blot analysis for PD-L1, CD63, TSG101, and GAPDH in the cell lysates,
exosomes, and Pri@exo. (C) Atomic force microscope (AFM) images of exosomes (top row) and Pri@exo
(bottom row). (D) Hydrodynamic diameters of exosomes and Pri@exo. (E) The quantitative analysis of
the average diameter of exosomes and Pri@exo. (F) Encapsulation of pristimerin onto exosomes as
monitored with UV-vis spectra for free nano-pristimerin, exosomes, and Pri@exo. (G) The state of 30%
pluronic F127 (PF127) changes temperature-dependently. PF-127 hydrogel (left) at room temperature and
PF-127 solution (right) at 4 °C. The data are expressed as mean ± SD (n = 3 per group). n.s., no
signi�cance.
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Figure 3

Dual-targeting ability of Pri@exo in keratinocytes and CD4+ T cells in vitro. (A) Flow cytometric analysis
of CD4+ T cells with or without TNF-α&IL-23 treated with Cy5.5-labeled Pri@exo for 0.5, 1, 2, 4, and 6 h at
37 °C. (B) The quantitative analysis of mean �uorescence intensity in CD4+ T cells. (C) Confocal laser
scanning microscope images of CD4+ T cells from the control or IMQ group incubated with Pri@exo for 6
h. Pri@exo was loaded and labeled with Cy5.5 (red), and cell nuclei were counterstained with DAPI (blue).
Scale bar, 5 µm. (D) In vitro cellular uptake of Cy5.5-labeled Pri@exo in HaCaT cells stimulated with or
without TNF-α measured by �ow cytometry at selected time points. (E) The quantitative analysis of mean
�uorescence intensity in CD4+ T cells. (F) Time course of live-animal �uorescence imaging at indicated
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time points post subcutaneous Cy5.5-labeled Pri@exo. The data are expressed as mean ± SD (n = 3 per
group). *p < 0.05, **p < 0.01, ****p < 0.001. 

Figure 4

Anti-psoriasis e�cacy of Pri@exo in vitro. The puri�ed CD4+T cells from male BALB/C mice were cultured
with TGF-β (20 ng/mL), TNF-α (50 ng/mL), and IL-23 (20 ng/mL) for 72 h in the presence of pristimerin
nanodots, exosomes, and Pri@exo. (A) The representative �ow cytometry of FoxP3 expression in CD4+ T
cells (Treg). (B and C) The representative �ow cytometry of IL-17 (Th17) and TNF-α expression in CD4+ T
cells. (D) The percentages of Treg, Th17, and TNF-α expression in CD4+T cells. The data are expressed as
mean ± SD (n = 3 per group). *p < 0.05, **p < 0.01, ***p < 0.01, ****p < 0.001, n.s., no signi�cance.
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Figure 5

Pri@exo improves IMQ-induced psoriasis in vivo. (A) Representative back skin images from mice treated
with various formulations. (B) H&E staining of the skin tissue sections from the mice after the speci�ed
treatments on day 7 (magni�cation, ×40 and ×200; scale bars, 200 and 50 µm, respectively). (C) A
quantitative assessment of H&E staining was performed using Baker score. (D) Epidermal back skin
thickness was measured microscopically. (E) Psoriasis area and severity index (PASI) scores were
measured every day for seven days. (F) Expression levels of secreted pro-in�ammatory cytokines,
interleukin (IL)-23, IL-12, and IL-6, in plasma were determined by ELISA. The data are expressed as mean
± SD (n = 3 per group). **p < 0.01, ***p < 0.01, ****p < 0.001, ns, no signi�cance.
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Figure 6

Pri@exo alters the percentages of immune cells in the spleens, lymphoid nodes (LNs), and skin by
improving IMQ-induced psoriasis-like in�ammation. (A) Flow cytometric analysis of CD4+ T cells and
CD8+ T cells in spleens and LNs. (B) Quantitatively analysis of CD4+ T cells and CD8+ T cells in spleen
and LNs. (C) Flow cytometric analysis of macrophages (CD11b+F4/80hi) in the spleens and LNs. (D)
Quantitative analysis of macrophages in spleen and LNs. (E) Representative �ow cytometry histograms
(right) and quantitative analysis (left) of CD206 expression in macrophages in spleens. (F)
Representative �ow cytometry histograms (right) and quantitative analysis (left) of CD206 expression in
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macrophages in LNs. (G) Representative immunohistochemistry images show expression staining of
Ly6G and CD11c, which are the biomarker of neutrophils and dendritic cells, respectively, in skin tissues
of mice. Scale bar, 50 µm. The data are expressed as mean ± SD (n = 3 per group). *p < 0.05, **p < 0.01,
***p < 0.01, ****p < 0.001, n.s., no signi�cance

Figure 7
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Pri@exo inhibits the proliferation of keratinocytes in psoriasis through ferroptosis. (A) Representative
immunohistochemistry images illustrate the expression staining of PD-1, Ki67, and PCNA, in skin tissues
of mice. (B) The quanti�cation of PD1, Ki67, and PCNA (n = 5). (C) Representative �ow cytometry
histograms (left) and quantitative analysis (right) of CFSE in HaCaT cells. (D) Skin from a mouse treated
with or without IMQ used for IF staining with antibodies against glutathione peroxidase 4 (GPX4) or Acyl-
CoA synthetase long-chain family member 4 (ACSL4) (green) plus 4-hydroxynonenal (4HNE) (red). (E and
F) Western blot analysis for ACSL4, 4HNE, GPX4, and GAPDH in the skin tissues from different groups (E)
and the quantitative results of Western blotting (n = 3) (F). The data are expressed as mean ± SD. *p <
0.05, **p < 0.01, ***p < 0.01, n.s., no signi�cance.

Figure 8

Biosafety of Pri@exo in vivo. (A) H&E-stained slice images of major organs (heart, liver, spleen, lung, and
kidney) of three diverse treatment types (Control, IMQ, and Pri@exo) for IMQ-induced psoriasis. Scale bar,
50 µm. (B) Hematological analysis of mice from three diverse treatment types. Light green areas depict
the normal range of different biosafety indicators. The data are expressed as mean ± SD (n = 4 per
group). 
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