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Single-cell and spatial profiling reveal cDC2A-
CXCL13+CD8+ T-epithelial cell crosstalk and
cytotoxicity through TNFRSF9 in cutaneous
and mucosal lichen planus

Rundong Jiang 1,2, Rachael Bogle 1, Xianying Xing1, Joseph Kirma1,
Jennifer Fox1, Paul W. Harms1,3, Tran Do1, Allison C. Billi 1,
J. Michelle Kahlenberg 4, Robert L. Modlin 5, Rosane Teles 5, Julie West 5,
Aaron Mangold6, Haihan Zhang 7, Martin A. Schneider8, Sandro Bruno8,
Ben Roediger 8, Georg Martiny-Baron 8, Lam C. Tsoi1,
Feriel Hacini-Rachinel 8, Till A. Röhn8 & Johann E. Gudjonsson 1,2,4

Lichen planus (LP) is a chronic inflammatory disease of the skin and mucous
membranes, marked by T cell infiltration and keratinocyte apoptosis. How-
ever, its immunemicroenvironment remains poorly understood. Using single-
cell RNA sequencing, spatial transcriptomics, andproteomics on samples from
28 patients and 18 healthy controls, we identify elevated interferon (IFN) and
cytotoxic signatures in CXCL13+CD8+ T cells in both cutaneous and mucosal
LP, but not in lichen planopilaris. T cells expressing TNF and IFNG are spatially
linked to epithelial cells through ligand-receptor interactions, correlating with
inflammation. We identify cDC2A cells as key contributors, proximal to
CXCL13+CD8+ T cells, serving as a major source of IL-15. CXCL13+CD8+ T cells
express TNFRSF9 (4-1BB), which enhances their cytotoxic responses in the
skin. In summary, our data reveal a critical role for cDC2A in driving
CXCL13+CD8+ T–epithelial cytotoxicity in cutaneous and mucosal LP through
TNFRSF9.

Lichen planus (LP) is a chronic, T cell-mediated inflammatory disease
with unclear etiology, affecting approximately 2% of the global popu-
lation with marked impact on quality of life1. LP is characterized by
widespread pruritic skin lesions, with frequent involvement of painful
oral and genital mucosal erosions and nail changes1. Several clinical
subtypes of LP have been described based on lesion morphology and
anatomical distribution, including cutaneous lichen planus (CLP),
mucosal lichen planus (MLP), and lichen planopilaris (LPP) primarily

involving hair follicles including on the scalp2–4. Histologically, LP is
characterized by a dense band-like infiltration of lymphocytes, espe-
cially cytotoxic CD8+ T cells5,6, localized along the dermal-epidermal
junction, accompanied by basal keratinocyte apoptosis7.

The current understanding of LP pathogenesis is largely based on
immunohistochemistry and bulk transcriptomic analyses8 focusing on
a limited number of cellular contributors, such as keratinocytes and
CD8+ T cells5. To date, LP has been characterized as an interferon (IFN)-
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γ driven inflammatory disorder, marked by CD8+ T cell mediated
cytotoxicity directed against keratinocytes7,9, with some studies hav-
ing proposed a role for IL-1710,11. However, the potential pathogenic
contributions of other cell populations and cytokines have received
comparative limited attention. Our teampreviously identified a unique
CXCL13+CD8+ cytotoxic T cell population in CLP skin12, suggesting that
the immune complexity of LP is broader than previously appreciated.
Moreover, the immune microenvironment and molecular dysregula-
tion underlying the various clinical subtypes of LP remain poorly
understood–particularly regarding the common and divergent
pathogenic mechanisms across subtypes. A deeper understanding of
these mechanisms is crucial for developing targeted therapies and
addressing the challenges of treating LP and its diverse clinical forms.

Here, we present a comprehensive molecular characterization of
LP by integrating single-cell RNA sequencing, spatial transcriptomics,
and spatial proteomics across 45 skin samples derived from CLP, LPP,
MLP, and healthy controls. Building upon our previous identification
of CXCL13+CD8+ cytotoxic T cells in CLP skin, we further delineate their
developmental trajectory, highlighting the role of IL-15 signaling

released from neighboring cDC2A cells in driving their effector func-
tion. Moreover, through spatial proteomic analysis and our previously
established keratinocyte-PBMC coculture model, we identify TNFRSF9
(4-1BB) as a key effector molecule and a potential therapeutic target
for CLP.

Results
scRNA-seq reveals cellular diversity across different clinical
subtypes of LP lesions
To comprehensively interrogate the unbiased cellular composition
and immune microenvironment of LP at single-cell resolution, we
performed single-cell RNA sequencing (scRNA-seq) on cutaneous
specimens from 16 CLP patients (including one patient with both CLP
and MLP, for whom the biopsy was obtained from skin tissue [CLP]),
along with 9 healthy control skin samples. In addition, our dataset
included scalp biopsies from 6 LPP patients and 5 matched healthy
scalp controls, as well as oral mucosal biopsies from 6 MLP patients
and 4 healthy mucosal controls (Fig. 1A). After stringent quality con-
trol, a total of 223,806 cells were retained for downstream analysis and

Fig. 1 | scRNA-seq reveals cellular diversity across different clinical subtypes of
LP. A Workflow of the research design. Created in BioRender. Jiang, R. (2026)
https://BioRender.com/tz1wzoh. B UMAP plot of 223,806 cells colored by cell
types. C UMAP plot showing cells colored by disease conditions. D Dot plot
showing representative marker genes for each cell type. The color scale represents
the scaled expression average of each gene. E Bar charts showing proportion of

main cell types in different groups.FNumberofDEGsper cell type forCLP (up), LPP
(middle) andMLP (down). (adjustedP value < 0.05, absolute log2FC > 1).P valuewas
calculated by two-sided Wilcoxon test with Bonferroni correction. CLP cutaneous
lichen planus, LPP lichen planopilaris, MLP mucosal lichen planus, MLP_CLP
patients diagnosed with both MLP and CLP, with biopsy samples collected from
CLP lesions.
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categorized into 13 major cell populations: Epithelial cells (KRT5,
KRT14), T cells (TRAC, IL7R), Fibroblasts (COL1A1, DCN), Endothelial
cells (PECAM1, VWF), Myeloid cells (CD14, CLEC10A), Hair follicle cells
(KRT31, HR), Eccrine gland cells (PIP, DCN), Smooth muscle cells
(ACTA2, MYL9), Plasma cells (IGHG1, JCHAIN), Mast cells (CTSG, CPA3),
Lymphatic endothelial cells (CCL21, FLT4), Melanocytes (DCT, PMEL),
and Adipocytes (FADS2, FABP4) (Fig. 1B, D and Supplementary Fig. 1A,
B). Each cell population included cells from control, CLP, LPP, MLP,
and MLP_CLP (patients diagnosed with both CLP and MLP) samples
(Fig. 1C). Notably, two kinds of immune cell populations, T cells and
Myeloid cells, were significantly enriched in LP lesions, especially in
CLP and LPP, compared to healthy controls (Fig. 1E and Supplementary
Fig. 1C), suggesting a marked accumulation of immune infiltrates and
heightened local immune activation. To discern heterogeneity in dif-
ferent cell composition between healthy control and affected skin
lesions, we first calculated the differentially expressed genes (DEGs)
between (i)CLP andHC skin, (ii) LPP andHC scalp, and (iii)MLP andHC
mucosa. In each comparison,we required absolute log2 fold-change > 1
(|log2 FC | > 1) and adjusted P < 0.05 of genes for further consideration
(Fig. 1F). Impressively, epithelial cells exhibited a consistently high
number of DEGs distinguishing inflamed lesions from healthy skin
across all three clinical subtypes of LP, in line with the known immune
responses against keratinocytes7,8. In contrast, notable heterogeneity
among plasma cells was observed specifically in LPP and MLP lesions.

Spatial transcriptomics identify pronounced cytotoxic activity
and abundant infiltration of CD8⁺ T cells
To spatially localize themajor cell types identified by scRNA-seqwithin
LP lesions, we performed spatial transcriptomic profiling (spatial-seq)
using the Xenium platform on ten independent CLP skin samples,
three LPP scalp samples, and three MLP oral mucosa samples. We
deconvoluted the spatial boundaries by the major cell types detected
in scRNA-seq using Giotto function (Methods) and validated the
accuracy of these deconvolution results (Supplementary Fig. 1D-G).
The epidermal architecture and dense, band-like infiltration of T cells
and myeloid cells along the epithelial layers were clearly visualized,
particularly in CLP lesions, whereas MLP lesions displayed a more
limited infiltration area, with moderate T cell and myeloid cell infil-
tration (Fig. 2A and Supplementary Fig. 2A-D). In sharp contrast,
immune cell infiltration was markedly less prominent in LPP lesions
(Fig. 2A, middle), in agreement with the cellular composition inferred
from scRNA-seq analysis (Fig. 1E). These localization results under-
scored the high spatial resolution and quality of our dataset. The
immune cell infiltration regions were distinguished by high expression
of CD3E, CD8A, LAMP3 (amarker of cDC2A), andMRC1 in CLP andMLP
lesions. By contrast, this co-expression was not observed in the LPP
lesions (Fig. 2B), further highlighting the reduced immune activation in
this subtype. Of note, the inflammatory mechanisms underlying LP
pathogenesis remain a subject of debate. While previous studies have

Fig. 2 | Spatial transcriptomics identifies cytotoxic activity and abundant
infiltration of CD8⁺ T cells. A Annotated spatialmap of CLP, LPP, andMLP lesions.
Black dashed lines denote T cell infiltration region in CLP. White dashed lines
denote T cell infiltration region in MLP. Representative images of single cell

segmentation of each group are listedbelow.B Spatial expression levels of selected
marker genesofmain cell type.C Spatial expression levels of selectedmarker genes
from the IL-23-IL-17 axis and cytotoxic response.
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implicated IL-17 signaling in LP10, our spatial transcriptomic analysis
provided compelling evidence for a dominant cytotoxic response
within LP lesions, characterized by elevated expression of GZMA,
GZMK, and PRF1 in the T cell infiltration region, andmostly an absence
of IL-23/IL-17 driven inflammatory signature (Fig. 2C). The lack of IL-23/
IL-17 signaling activation in LP lesions was further confirmed by
immunofluorescent staining (Supplementary Fig. 2E). These findings
suggest that cytotoxic T cell mediated tissue injury, rather than Th17
mediated inflammation, may play a more central role in LP pathology,
particularly in CLP and MLP.

scRNA-seq defines cDC2A and LAM as activated myeloid
subsets in LP
To examine cellular heterogeneity in myeloid cells in LP skin, we sub-
clustered myeloid cells and annotated ten myeloid subpopulations:
plasmacytoid DC (pDC; JCHAIN, IGKC), Langerhans cells (LC; CD1A,
CD207), classical type 1 dendritic cells (cDC1;XCR1,CLEC9A), classical type
2 dendritic cells subset A (cDC2A; LAMP3,CCR7), classical type 2 dendritic
cell subset B (cDC2B; CD1C, CLEC10A), MRC1+ Macrophage (MRC1+ Mac;
MRC1, CD209), lipid-associated macrophage (LAM; APOE, CTSD), peri-
vascular macrophage (PVM; SELENOP, F13A1), IRF7+ cells (IRF7+; IRF7,
S100A9), and cycling cells (Cycling;TOP2A,MKI67) (Fig. 3A, B). Analysis of
cellular composition across disease groups revealed a consistently
increased proportion of cDC2A and LAM cells in all three LP subtypes
(Fig. 3C). These findings were consistent with our spatial-seq analysis,
which showedubiquitous expression of LAMP3 andAPOE (marker of LAM
cells), beneath the epithelial layer in CLP and MLP, and surrounding hair
follicles in LPP (Fig. 2B). Moreover, both scRNA-seq and spatial tran-
scriptomics revealed widespread infiltration of MRC1+ macrophages in
CLP andMLP lesions, whereas such infiltrationwasminimal in LPP lesions
(Fig. 2B and Fig. 3C). Notably, among all myeloid cell subsets, cDC2A and
LAMcells exhibited thehighest levels of inflammatory response and IFN-γ
response activity (Fig. 3D), highlighting their potential central role in
driving LP-associated inflammation. We next identified upregulated
genes in each LP subtype by comparing them to their matched healthy
controls. CLP andMLP lesions exhibited themost abundant DEGs in both
cDC2A and LAM cells, whereas LPP lesions showed transcriptional het-
erogeneity primarily within LAM cells (Fig. 3E). In addition, analysis of the
upregulated pathway of the cDC2A in CLP revealed their extensive
involvement in Toll-like receptor signaling pathway and TNF signaling
pathway (Fig. 3F). In line with our previous findings in psoriasis13, cDC2A
expressed high levels of the co-stimulatory molecules CD40, CD80, and
CD83 (Supplementary Fig. 3A), suggesting that these cellsmaydrive T cell
activity and expansion in LP lesions. Strikingly, cDC2A cells fromCLP and
MLP lesions exhibited upregulation ofmultiple co-stimulatorymolecules,
including CD40, CD80, CD83, CD200, and CD274, as well as key inflam-
matory mediators such as LYZ (lysozyme), IL12B, CXCL9, CXCL10, and
CCL19 (Fig. 3G). In addition, we also found a relative increase in the
expression of interferon regulatory factors (IRF1, IRF8) and the NF-κB
component NFKB1 in these LP subtypes (Fig. 3G). These findings suggest
that cDC2A cells may play a more prominent role in the pathogenesis of
CLP and MLP, while their involvement in LPP appears limited.

We next examined the potential role of LAM cells in the patho-
genesis of LP. While the increase in LAM cell infiltration in LPP com-
pared with healthy scalps did not reach statistical significance
(Supplementary Fig. 3C), pathway enrichment analysis of upregulated
genes in LAM cells revealed strong associations with the lysosome
pathway and leukocyte transendothelial migration, particularly in LPP
(Supplementary Fig. 3B). In contrast, the enriched pathways identified
in the CLP and MLP groups were less pronounced and lacked clear
functional relevance. Notably, lysosome-related genes such as CSTB,
CTSK, and LYZ, as well as co-stimulatory molecules CD84 and CD276,
were markedly upregulated in LPP lesions (Supplementary Fig. 3D).
These findings suggest that LAM cells in LPPmay contribute to disease
pathogenesis through enhanced antigen processing and presentation.

T cells infiltrating LP lesions demonstrate cytotoxic effect in
both CLP and MLP
LP shows prominent T cell infiltration (Fig. 2A), but the nature of the T
cell involvement has not previously been addressed. Here, we identi-
fied 6 subclusters of T cells in LP, including IFN T cells (IFI44L, IFI6,
STAT1), Treg (FOXP3, CTLA4, IL2RA), NK (KLRD1, KLRC3, NCAM1, NKG7,
GNLY), CXCL13+CD8 (CXCL13, IFNG, GZMB, CD8A), GZMK+CD8 (GZMK,
GZMA, CCL5, CD8A), Tem (RGCC, LMNA, FOSB), and Tcm (IL7R, TCF7,
CD40LG) (Fig. 4A, B). Consistent with our previous clinical study in LP
patients12, we consistently identified apopulationofCXCL13+CD8+ cells
in the current scRNA-seq dataset. To further characterize these cells,
we performed enrichment analysis on their top 50 marker genes,
revealing strong associations with viral infection pathways and T cell
differentiation programs (Fig. 4C). Intriguingly, our dataset also iden-
tified another CD8+ T cell subset, referred to as GZMK+CD8+ cells,
which are characterized by high expression of granzymeK (GZMK) and
low expression of granzyme B (GZMB), a feature similarly observed in
rheumatoid arthritis14. In line with previous findings14, compared to
CXCL13+CD8+ cells, GZMK+CD8+ cells in lesions exhibited relatively
lower expression levels of key cytotoxicity-associated genes, including
IFNG and GZMB, while displaying relatively higher expression of early
activation markers, such as GZMA and GZMK (Fig. 4B)15, suggesting an
early differentiation state in this cluster. Given the well-established
involvement of IFN signaling in LP pathogenesis, we also uncovered a
distinct subset of IFN-responsive T cells, marked by robust expression
of IFN-stimulated genes (Fig. 4B). Notably, these IFN T cells exhibited
the highest enrichment for the IFN-γ response pathway (Fig. 4D).

Given distinct clinical and histopathological features in these
three LP subtypes, we examined differences in T cell subtype com-
position among three subtypes (Supplementary Fig. 4A). Compared
with healthy controls, CLP lesions exhibited a specific expansion of NK
cells (Fig. 4E), while the IFN T cell population was relatively enriched in
MLP (Fig. 4E). Similarly, CXCL13+CD8+ cells were also abundant in
inflammation in both CLP andMLP butmorepronounced in CLP based
on the average cell proportions (Fig. 4E). As expected, cytotoxic
effector genes, including GZMB, PRF1, and IFNG, were predominantly
expressed in NK and CD8+ T (CXCL13+CD8+) cells from CLP lesions, as
well as in IFN T cells andCD8+ T cells fromMLP lesions. In contrast, LPP
lesions exhibited minimal cytotoxic activity (Fig. 4F).

Furthermore, differential expression analysis (CLP vs. HC andMLP
vs. HC_Mucosa) revealed that Tem and NK cells exhibited the most
prominent transcriptional responses in CLP lesions, whereas NK cells
and IFN T cells showed the strongest gene expression changes in MLP
lesions (Supplementary Fig. 4B). In stark contrast, only a limited
number of DEGs were identified in LPP lesions compared to healthy
scalp controls (Supplementary Fig. 4B). Of note, due to the scarcity of
CXCL13⁺CD8⁺ T cells in healthy samples, we were unable to fully
evaluate the potential heterogeneity within this population. Strikingly,
a consistent set of upregulated genes—including type I IFN down-
stream targets such as IFI6, IFI27, IFI44L,MX1, and STAT1—was observed
in both CLP and MLP lesions across these T cell populations (Supple-
mentary Fig. 4C), compared with healthy skin andmucosa, suggesting
a highly IFN-stimulated microenvironment in LP lesions. Intriguingly,
unlike other type I inflammation-related skin diseases such as
vitiligo16,17, classical tissue-resident memory T cell markers, including
ITGA1 (CD49a), CD69, and CXCR6, were not significantly expressed in
our T cell populations (Supplementary Fig. 4D), suggesting limited
involvement of tissue-resident memory T cells in LP pathogenesis.

Epithelial cells fromthe lesional skinofpatientswith LPexhibit a
pathologic IFN signature
Given the well-established histological feature of keratinocyte
apoptosis in LP lesions7, we sought to delineate shared pathological
processes across different LP subtypes. To this end, we subclustered
epithelial cells and annotated their subtypes based on differentiation
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Fig. 3 | scRNA-seq defines cDC2A and LAM as activated myeloid subsets in LP.
A UMAP plot showing myeloid cells colored by subtypes. B Dot plot showing
the representative marker genes for each subtype. C Bar charts showing
proportion of myeloid subtype in different groups. D UMAP plot showing
individual cell AUC score for INFLAMMATORY_RESPONSE and INTER-
FERON_GAMMA_REPONSE activity in myeloid cells. E Number of DEGs
(adjusted P value < 0.05, log2FC > 2; on y axis) for cDC2A and LAM population

for CLP (left), LPP (middle) and MLP (right). P value was calculated by two-
sided Wilcoxon test with Bonferroni correction. F KEGG pathway analysis of
upregulated genes in cDC2A cells from CLP versus control skin, and MLP
versus healthy mucosa. KEGG pathway enrichment was performed using a
hypergeometric test, and P values were adjusted for multiple testing using
the Benjamini–Hochberg method. G Dot plots of selected marker genes for
each sample group.
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states. Our analysis defined four distinct differentiation states,
including Cycling (TOP2A, MKI67, CDK1), Basal (KRT5, KRT14,
COL17A1), Differentiated (THBD, KRT1, KRT10), and Terminally dif-
ferentiated (LOR, FLG, LCN2) keratinocytes (Fig. 5A, B). All clinical
conditions were broadly represented across differentiation states
(Supplementary Fig. 5A). We next identified multiple genes sig-
nificantly upregulated in LP subtypes compared to their matched
healthy controls (log2 fold change >1, adj. p < 0.05). We observed the
elevated expression of IFN-associated downstream genes, including
CXCL9, CXCL10, CXCL11, and IFI44L in several differentiated states of
CLP epithelial cells (Fig. 5C), indicating a prominent IFN-enriched
environment. These findings were further validated by immuno-
fluorescent staining, which confirmed the predominant presence of
CXCL9 + KRT5+ keratinocytes in CLP lesions (Fig. 5D). Additionally,
MLP epithelial cells exhibited increased expression of IL24, a member
of the IL-10 cytokine family, as well as the lymphocyte-associated
mediator CXCL13 and IL23A (Fig. 5C). To corroborate the key
upstream regulators, we calculated module scores using genes
induced in cultured keratinocytes stimulated by individual proin-
flammatory cytokines, including type I IFN (IFN-α), type II IFN (IFN-γ),
IL-17A, TNF, and IL-1β. Consistent with the DEGs analysis, both IFN-α
and IFN-γ signaling scores progressively increased from healthy skin
to CLP lesions across Cycling, Basal, and Differentiated keratinocyte
layers, as well as from healthy mucosa to MLP Cycling cells. In con-
trast, other cytokine signaling pathways remained comparable
between LP lesions and healthy controls (Fig. 5E). Furthermore, in
line with the cytokine signal scoring, the Area Under the Curve (AUC)
scores of “Interferon alpha response”, “Interferon gamma response”,

and “Inflammation response” pathways were consistently increased
in CLP and MLP lesions, compared to healthy controls (Supplemen-
tary Fig. 5B). These results indicate a prominently IFN-activated epi-
thelial inflammatory microenvironment in CLP and MLP.

To trace the source of these IFN signals, we performed receptor-
ligand interaction analysis between epithelial cells and various T cell
subtypes across all three LP clinical subtypes by using NicheNet18.
Differential cell-cell interaction analyses revealed CLP- and MLP-
specific IFNG signaling originating from CXCL13+CD8+ T cells target-
ing epithelial cells (Fig. 5F). This finding was further supported by
spatial transcriptomics and immunofluorescence, which revealed a
dense, band-like infiltration of CXCL13+CD8+ cells within the epithelial
layer of both CLP and MLP lesions (Fig. 5, G and H). In stark contrast,
LPP lesions exhibited minimal IFN-associated intercellular signaling,
engaging neither epithelial cells (Fig. 5F) nor hair follicle cells (Sup-
plementary Fig. 6A).

Cellular communication analysis reveals cDC2A cells-
CXCL13+CD8+ T cells communication through IL-15 signaling
Given the prominent role of CXCL13+CD8+ cells in LP-associated
inflammation, we next investigated potential ligand–receptor inter-
actions originating from myeloid cells that may contribute to their
activation and maintenance through CellChat19. In CLP lesions, both
GZMK+CD8+ cells and CXCL13+CD8+ cells received IL-15 signaling,
with a higher interaction probability observed in CXCL13+CD8+ cells,
predominantly derived from cDC2A populations (Fig. 6A). Con-
sistently, IL15 expression was primarily restricted to cDC2A cells
among allmyeloid cells (Fig. 6B). Notably, although IL-7 signalingwas

Fig. 4 | T cells infiltrating LP lesions demonstrate cytotoxic effect in both CLP
andMLP.AUMAPplot showingTcells coloredby subtypes.BDotplot showing the
representative marker genes for each subtype. C KEGG pathway analysis of the
CXCL13+CD8+ cells. KEGG pathway enrichment was performed using a hypergeo-
metric test, and P values were adjusted for multiple testing using the
Benjamini–Hochberg method. D Violin plot showing the pathway enrichment
scores of INTERFERON_GAMMA_REPONSE among T cell subtypes. The P values

were calculated by two-sided Wilcoxon test. E Boxplots showing proportion of
different subtype (NK, CXCL13+CD8+, IFNT cells) out of total T cells. HC (n = 9), CLP
(n = 15), MLP_CLP (n = 1), HC_Scalp (n = 4), LPP (n = 5), HC_Mucosa (n = 4), and MLP
(n = 6). Box plots show the median (center line), interquartile range (box), and 1.5×
interquartile range (whiskers). The P values were calculated by two-sidedWilcoxon
test. F UMAP plots showing the expression level of GZMB, PRF1, and IFNG in dif-
ferent LP groups. Source data are provided as a Source Data file.
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detected in the CellChat analysis (Fig. 6A), IL7 expression was barely
observed across myeloid subtypes (Supplementary Fig. 3E). Given
the established role of the IL-7 signaling axis in TRM17 cell
commitment20, we speculate that IL-15, rather than IL-7, may play a
more pivotal role in LP pathogenesis. To further corroborate the
myeloid source of IL15, we examined co-expression of IL15 with IL12B
and found both cytokines to be abundantly expressed by cDC2A
cells, specifically in CLP lesions (Fig. 6C). As expected, we then

observed amarked expansion of cDC2A cells in CLP andMLP lesions,
whereas such enrichment was not evident in LPP (Fig. 6D). Notably,
despite the relatively low IL15 expression observed in MLP lesions, a
stronger interaction signal was still detected in CD8+ cells, compared
with healthy controls (Fig. 6E). Moreover, spatial transcriptomics
revealed prominent spatial proximity between CXCL13⁺CD8+ cells
and cDC2A cells in CLP lesions, with a comparatively reduced co-
localization pattern observed in MLP lesions (Fig. 6H).

Fig. 5 | Epithelial cells from lesional skin of patients with LP exhibit a patho-
logic IFN signature. A UMAP plot showing keratinocytes colored by subtypes.
B Heatmap showing the representative marker genes for each subtype. C Dot plot
showing differentially expressed genes across keratinocyte subtypes in CLP versus
control skin (left), LPP versus healthy scalp (middle), and MLP versus healthy
mucosa (right). Red dot indicates genes upregulated in LP lesions, and blue dot
indicates genes upregulated in healthy controls. D Immunofluorescence showing
the colocalization of CXCL9 with KRT5 in the epithelial tissue of LP lesions and
healthy control. Images shown are representative of N = 3. Scale bar = 100μm.
E Violin plots of KC scores for the indicated cytokine modules split by disease

groups. The P values were calculated by two-sided Wilcoxon test. F Circos plots
showing ligand–receptor interactions with higher interaction scores in CLP versus
control skin (left), LPP versus healthy scalp (middle), and MLP versus healthy
mucosa (right). Ligands are expressed by T cells, and receptors are expressed by
epithelial cells. G Representative images of spatial distribution of CXCL13+CD8+

cells and epithelial cells in CLP (up) and MLP (bottom) lesions.
H Immunofluorescence showing the colocalization of CXCL13 with CD8 in LP
lesions. The white arrow points to the region of colocalization. Images shown are
representative of N = 3. Scale bar = 100μm; Scale bar = 50μm in amplified image.
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To figure out the critical cytokines regulating the CXCL13+CD8+

cells development, we then used ingenuity pathway analysis (IPA) to
identify the top cytokines predicted to serve as upstream regulators
for the genes induced in CXCL13+CD8+ cells compared with
GZMK+CD8+ cells, identifying IL-15 as one of the top ten upstream
regulators of CXCL13+CD8+ enriched transcripts (Fig. 6F). Strikingly,
spatial transcriptomics analyses revealed that the expression of IL15
was perfectly localized with the T cell infiltration area in the CLP and
MLP lesions (Fig. 6G). In addition, immunofluorescence staining of
LAMP3, a marker of cDC2A cells, revealed a more prominent presence
of cDC2A cells in CLP and MLP lesions (Fig. 6I). Taken together, these
findings suggest that the development of CXCL13+CD8+ T cells in CLP
and MLP is strongly dependent on IL-15 signaling from cDC2A.

Functionally diverse FB subtypes likely drive LP inflammation
and fibrosis
While fibrosis is a hallmark of chronic LP, particularly in fibrosing
alopecia observed in LPP21,22, fibroblasts (FBs) have not been compre-
hensively investigated, especially in the context of distinct LP sub-
types. Therefore, we sought to further characterize the phenotypic
and functional differences of FBs across the various clinical subtype of
LP. We annotated 10 FB subtypes (Supplementary Fig. 7A, B), among
which CCL19+ FBs and SFRP2+ FBs were mainly derived from CLP
lesions, while PTGDS+ FBs were mainly derived from LPP lesions
(Supplementary Fig. 7C). PTGDS was previously considered to be a

potential diagnosticmarker inoral lichenplanus23. Enrichment analysis
of biological processes associated with the SFRP2+ and CCL19+ FB
subtypes revealed their common involvement in collagen fibril orga-
nization and extracellular matrix organization (Supplementary
Fig. 7D), with the prominent collagen genes expression identified in
these two subtypes (Supplementary Fig. 7E). Furthermore, SFRP2+ FBs
exhibited high expression of myofibroblast-associated genes, such as
POSTN and PRSS23 (Supplementary Fig. 7F), whereas CCL19⁺ FBs
expressed a panel of pro-inflammatory cytokines, includingCCL2, IL32,
CCL19, and CXCL9 (Supplementary Fig. 7H). Not surprisingly, SFRP2+

FBs ranked the highest myogenesis hallmark score (Supplementary
Fig. 7G). Taken together, these findings reveal a functional hetero-
geneity among fibroblasts in CLP lesions, comprising both extra-
cellular matrix components producing SFRP2+ FBs and cytokine-
enriched, pro-inflammatory CCL19+ FBs.

B cells promote an inflammatory response in MLP lesions
For B and plasma cells, we obtained three main subtypes: Effector B
cells, PlasmaB cells andGerminal center B cells (GCB) (Supplementary
Fig. 8A, B). Due to the distinct separation of effector B cells and plasma
cells between MLP and healthy mucosa revealed by uniformmanifold
approximation and projection (UMAP) (Supplementary Fig. 8C), we
next sought to identify key differences in their gene expression pro-
files, which may reflect divergent functional states. Notably, both
effector B cells and plasma cells in MLP lesions exhibited upregulated

Fig. 6 | Cellular communication analysis reveals cDC2A cells-CXCL13+CD8+

T cells communication through IL-15 signaling. A Heatmap showing statistically
significant ligand-receptor pairs mediating cell-cell interactions between myeloid
subtypes (ligand) and CXCL13+CD8+ cells (receptor). P values were obtained via
one-sided permutation tests and are indicated by the circle size. B Violin plot
showing the expression of IL15 split by myeloid subtype. The P values were calcu-
lated by two-sidedWilcoxon test. C Scatter plot showing co-expression of IL15 and
IL12B. The color represents the identified subtype (left) and disease groups (right).
D Boxplots showing proportion of cDC2Aout of totalmyeloid cells. HC (n = 9), CLP
(n = 15), MLP_CLP (n = 1), HC_Scalp (n = 5), LPP (n = 6), HC_Mucosa (n = 4), and MLP
(n = 6). Box plots show the median (center line), interquartile range (box), and 1.5×
interquartile range (whiskers). The P values were calculated by two-sidedWilcoxon

test. E Ligand-receptor interaction probabilities of IL-2 signaling between cDC2A
(ligand) and T cell subtypes (receptor) in MLP lesions. P values were obtained via
one-sided permutation tests and are indicated by the circle size. FDot plot showing
the top 10 cytokine upstream regulators for differentially expressed genes com-
paring CXCL13+CD8+ to GZMK+CD8+ cells. Upstream cytokine activation analysis
was performed using Ingenuity Pathway Analysis (IPA). The significance of
enrichment for each upstream cytokine was assessed using Fisher’s exact test.
G Spatial expression levels of IL15 in CLP andMLP lesions.H Representative images
of spatial distribution of CXCL13+CD8+ cells and cDC2A in CLP (left) andMLP (right)
lesions. (I) Immunofluorescence showing the expression of LAMP3 in LP lesions.
Images shown are representative of N = 3. Scale bar = 100μm. Source data are
provided as a Source Data file.
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expression of genes associated with antiviral responses, suggesting an
activated immune state in the MLP B cell compartments (Supple-
mentary Fig. 8D). In contrast, their counterparts in CLP lesions dis-
played a comparatively quiescent transcriptional profile for immune
response.

Targeting 4-1BB protects keratinocytes from cytotoxic
responses
Following the confirmationofCXCL13+CD8+ cell presence in LP lesions,
we next sought to elucidate the developmental origin of this popula-
tion. Given that previous studies in cancer have identified GZMK+CD8+

T cells as undifferentiated pre-effector cells and CXCL13+CD8+ T cells
as a more differentiated stage15,24, we hypothesized that GZMK+CD8+

cells may give rise to CXCL13+CD8+ cells development in LP patho-
genesis. Indeed, CytoTRACE analysis suggested that GZMK+CD8+ cells
represented a less differentiated cell population and CXCL13+CD8+

cellswere amore differentiated cell population25 (Fig. 7A, B), validating
a potential development trajectory from GZMK+CD8+ to CXCL13+CD8+

cells. Intriguingly, pseudotime trajectory analysis using Monocle
revealed a progressive increase in cytotoxic features along the differ-
entiation path (Fig. 7C), particularly marked by the upregulation of
GZMB, TNFRSF9, and IFNG in CXCL13+CD8+ cells, and gradual down-
regulation of early activation genes (Fig. 7D). Consistently, the pre-
viously identified T cells infiltration regions in LP lesions showed
strong spatial co-localization with the expression of cytotoxicity-
related genes, including CXCL13, IFNG, TNFRSF9 (Fig. 7E), which indi-
cated a significantly cytotoxic response inside CLP and MLP lesions,
caused by CXCL13+CD8+ cells.

Notably, TNFRSF9, also known as 4-1BB, is a costimulatory
member of the tumor necrosis factor receptor superfamily, mainly
expressed by activated T cells26. Interestingly, IL-15 signaling has
been shown to drive the expression of 4-1BB in effector CD8+

T cells27, suggesting a potential interaction between cDC2A-derived
IL-15 and the upregulation of 4-1BB on CD8+ T cells within LP lesions.
Furthermore, previous studies identified 4-1BB and its natural ligand
4-1BBL (TNFSF9) as a critical regulator of T cell expansion and acti-
vation that holds potential for anti-tumor applications28,29. To further
validate the spatial distribution and existence of 4-1BB+CD8+ cells in
LP lesions at the protein level, we performed spatial proteomics on
CLP and MLP samples. Notably, the infiltration of 4-1BB⁺GZMB⁺CD8⁺
T cells was observed specifically in CLP lesions (Fig. 7F), with rela-
tively less infiltration in MLP lesions (Supplementary Fig. 9D). To
further substantiate the involvement of 4-1BBL (TNFSF9) in disease
pathogenesis, we interrogated our scRNA-seq dataset and found that
TNFSF9 was prominently expressed by myeloid cells (cDC2A), fibro-
blasts, and epithelial cells (Supplementary Figs. 9A and 10A). This
expression pattern coincided with the spatial aggregation of fibro-
blasts, T cells, and myeloid cells in the above-mentioned T cell infil-
tration region (Supplementary Fig. 9B). More importantly, TNFSF9
expression was enriched in this aggregating area (Supplementary
Fig. 9C), supporting the potential for localized 4-1BB-4-1BBL signal-
ing within the inflammatory niche.

Given the importance of 4-1BB in regulating immune responses,
particularly in mediating keratinocyte-T cell interactions through the
4-1BBL/4-1BB axis30, we hypothesized that therapeutic targeting of the
4-1BB pathway may offer a promising strategy for treating LP, parti-
cularly in patients with CLP. To further evaluate the therapeutic
potential of 4-1BB blockade in LP, we employed an established in vitro
co-culture model incorporating keratinocytes and peripheral blood
mononuclear cells (PBMCs) derived from healthy donors7. To recapi-
tulate the heightened cytotoxic environment observed in LP lesions,
keratinocytes were pre-treated with IFN-γ and co-cultured with CD3/
CD28-activated PBMCs at a 10:1 ratio (PBMCs:keratinocytes), accord-
ing to our previous experience7. We first observed an upregulation of
TNFSF9 in keratinocytes and TNFRSF9 in CD8+ T cells, confirming the

activation of the 4-1BBL/4-1BB axis in this co-culture system (Supple-
mentary Fig. 9E). In addition,we detected increased IFNG expression (a
key cytotoxic mediator) in CD8⁺ T cells after co-culture with kerati-
nocytes (Supplementary Fig. 9F). Remarkably, Annexin V-propidium
iodide (PI) flow cytometry revealed a significant reduction in kerati-
nocyte cell death upon treatment with anti-TNFRSF9, as indicated by
decreased Annexin V+ staining, compared with untreated controls
(Fig. 7G and Supplementary Fig. 9G). To further strengthen the trans-
lational relevance of 4-1BB blockade in human LP, we reanalyzed pre-
viously published scRNA-seq data from cutaneous LP patients who
received oral baricitinib (Janus kinase 1/2 inhibitor, JAKi) treatment12,
and observed a marked reduction in TNFRSF9 expression, particularly
within CXCL13+CD8+ T cells (Supplementary Fig. 11A, B). Together,
these data suggest that drugs targeting 4-1BB signaling should be
assessed for the future treatment of CLP and MLP.

Discussion
Here, through an integrative approach combining scRNA-seq, spatial
transcriptomics, spatial proteomics, and functional validation experi-
ments, we provide a map of the cellular composition and spatial
architecture of LP pathogenesis with unprecedented resolution. To
date, the level of published study of LP has been largely limited to
immunohistochemistry and global gene analysis10,31, possibly leading
to a biased understanding of its pathogenesis, such as with the pre-
viously proposed involvement of IL-17 signaling in LP10,32. However,
through multi-omics integration analyses, our study provides com-
pelling evidence that LP lesions are primarily driven by cytotoxic
responses centered around IFN-γ. Although a previous study has per-
formed small-sample scRNA-seq analysis on oral lichen planus samples
from MLP patients33, the absence of healthy mucosal controls and the
restriction to oral lesions limited their ability to provide a compre-
hensive understanding of LP pathogenesis, thereby hindering the
development of broadly applicable therapies across distinct clinical
subtypes. By contrast, our study demonstrates how lesional micro-
environment is orchestrated through cellular crosstalk between
immune cells and epithelial cells across the three distinct clinical
subtypes. More specifically, we establish that two critical immune
subtypes enriched in CLP and MLP lesions; CXCL13+CD8+ cells and
cDC2A cells play a major role in shaping and perpetuating the cyto-
toxic response in epithelial cells through IFN-γ and TNF. As a result,
keratinocytes are subjected to IFN-γ stimulation, leading to the upre-
gulation of Th1-associated mediators such as CXCL9 and CXCL10 34,
particularly in CLP lesions. Our data further indicate that 4-1BB may
serve as a promising therapeutic target for the treatment of LP.

While it has been suggested that CD8+ T cells are central disease
mediators, with cytotoxicity mediated through IFN-γ priming of KCs
through MHC class I induction and cell death7, the precise cellular
heterogeneity in CD8+ T cells is unclear. Consistent with our previous
finding12, CXCL13+CD8+ T cells are themajor source of IFN-γ and GZMB
in LP. Remarkably, CXCL13+CD8+ T cells may serve as a prognostic
biomarker, as their abundance decreases following Baricitinib (a Janus
kinase 1/2 inhibitor) treatment in LP patients12. This population, pre-
viously observed in various tumors, such as breast cancer35, uterine
cancer36 and melanoma37, has been associated with enhanced immu-
notherapy responses and improved overall survival, highlighting a
broader link between CXCL13 expression and anti-tumor immunity.
However, the involvement of CXCL13+CD8+ T cells in skin inflammation
had not been fully reported and the mechanisms underlying their
formation in the skin remain poorly understood. Here, we show that
cDC2A cells in LP lesions are characterized by high IL-15 expression,
which serves as a dominant activating signal for CXCL13⁺CD8⁺ T cells.
IL15 is a pleiotropic cytokine known to enhance CD8+ T-related
immune responses to tumor cells38. Furthermore, studies on vitiligo,
an autoimmune skin disease mediated by CD8+ T cells that target
melanocytes, have demonstrated that IL-15 blockades impaired
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Fig. 7 | Targeting 4-1BB protects keratinocytes from cytotoxic responses.
A UMAP plot showing CD8+ cells colored by subtypes. B UMAP plot showing the
CytoTRACE score in two CD8+ subtypes. C Heatmap of ordered pseudotime ana-
lysis based on monocle showing variable genes along the pseudotime of the CD8+

subtypes. D Scatter plot showing expression of transcriptional signature plotted
over pseudotime. E Spatial expression levels of CXCL13, IFNG, and TNFRSF9 in CLP,
LPP, and MLP lesions. F Representative image of a CLP skin section showing the

localization of CD8+GZMB+4-1BB+ cells generated by AtoMx Spatial Informatics
Platform. Scale bar, 50 or 100μm. G Keratinocytes (N/TERT) were cocultured with
CD3/CD28 microbead-activated PBMCs from healthy donor, and cell death was
evaluated by annexin V-PI staining (n = 3 biologically independent samples). The
representative flow cytometry data (up) and summary (bottom) are shown. Data
are presented as the means ± SEM of measurements obtained in triplicate experi-
ments; one-way ANOVA. Source data are provided as a Source Data file.
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memory CD8+ T cells formation and reverses disease progression39. In
line with this, our analyses identify IL-15 as one of the key regulators
driving the upregulated gene phenotype of CXCL13+CD8+ T cells.
Taken together, our findings build upon existing evidence and corro-
borate that the development of CXCL13⁺CD8⁺ T cells is dependent on
IL-15 signaling from cDC2A cells in the pathogenesis of LP.

Notably, our study delineates the transitional trajectory from
GZMK+CD8+ to CXCL13+CD8+ T cells, establishing the developmental
origin of the CXCL13+CD8+ T cell population in LP. This trajectory is
characterized by a progressive acquisition of cytotoxic features,
including the upregulation of GZMB and IFNG (Fig. 7C, D). GZMK+CD8+

cells, as an early differentiated subset with relatively limited cytotoxic
function, have been widely recognized in several cancer and auto-
immune studies14,24,40,41. In particular, a recent study in breast cancer
identified a CD8+ T cell differentiation trajectory, in which peak
expression of GZMA, GZMK, and GZMM occurs early, whereas effector
genes (e.g., IFNG), cytotoxic genes (e.g., GZMB), and early exhaustion
markers (e.g., PDCD1) are upregulated during later stages of
differentiation15, consistent with our observations on CD8+ T cells
trajectory in LP lesions (Fig. 7D). Furthermore, our analysis of T cell
subtype distributions reveals that GZMK+CD8+ cells are abundant in
healthy skin and mucosa but reduced in LP lesions (Supplementary
Fig. 4A), whereasCXCL13⁺CD8⁺Tcells are enriched in inflamed lesions.
Taken together, these findings suggest that the loss of GZMK+CD8+

cells and the expansion of CXCL13+CD8+ cells contribute to the
pathogenic cytotoxic landscape in LP, explaining the higher cytotoxic
activation in LP lesions.

In addition, our study reveals a previously unrecognized key
pathogenic component within CD8+ T cells, marked by the upregula-
tion ofTNFRSF9 (4-1BB), particularly in theCXCL13+CD8+ subset. 4-1BB,
an inducible co-stimulatory molecule, is expressed on various types of
immune cells, including activated T cells42, and is upregulated follow-
ing T-cell receptor (TCR)/CD3 activation. 4-1BB signaling preferentially
promotes the activation and survival of CD8+ T cells via TRAF1/2 to NF-
κB and c-Jun43, and prevents activation-induced cell death (AICD) of
CD8+ T cells44, underscoring its critical role in regulating cytotoxic
immune responses. Intriguingly, a previous study demonstrated that
keratinocyte-T cell interactions through the 4-1BBL/4-1BB axis can
induce cutaneous type-17 inflammation, suggesting a potential
broader role for 4-1BB in inflammatory skin diseases30. Moreover, to
investigate the underlying cause of 4-1BB upregulation in
CXCL13+CD8+ cells, a previous study provided important insights by
identifying IL-15 as an essential signal for inducing 4-1BB expression in
CD8+ effector T cells27. This finding aligns well with our previous cel-
lular interaction analysis, which revealed that cDC2A cells promote the
activation of CXCL13+CD8+ T cells via IL-15 signaling. Taken together,
our studyproposes that IL-15may serve as a critical upstream regulator
of 4-1BB+CD8+ T cell responses in LP.

Together with our observation of aggregated TNFRSF9 and
CXCL13 expression in T cell infiltration regions (Fig. 7E), and the pre-
sence of TNFSF9+

fibroblasts, myeloid cells, and epithelial cells in the
surrounding microenvironment (Supplementary Fig. 9), it is tempting
to speculate that blocking the 4-1BB-4-1BBL axis may represent a
promising strategy to modulate CD8+ T cell further activation and
alleviate the immunopathological manifestations of CLP and MLP.
Recent clinical trials have demonstrated the efficacy of anti-4-1BB
agonist as a novel therapeutic approach for treating patients with
malignancy45–47. However, according to our knowledge, the antagon-
ism of this target has not previously been demonstrated in skin
inflammation. Given that destruction of basal keratinocytes is due to
apoptosis in LP48, our data corroborate that the blockade of 4-1BB
signaling reduces keratinocyte apoptosis and cytotoxic activity, as
evidenced by Annexin V-PI flow cytometry. Mechanistically, in our
PBMC-keratinocyte co-culture system, 4-1BB blockade likely impedes
the interaction between 4-1BB expressed on CD8+ T cells and 4-1BBL

expressedonmyeloid cells, such as dendritic cells, thereby attenuating
T cell-mediated cytotoxicity. Of note, due to the limited infiltration of
CXCL13+CD8+ cells and cDC2A cells in LPP (Fig. 4E and Fig. 6D), we
anticipate that the anti-4-1BB strategymay beprimarily effective inCLP
and MLP lesions.

While we employed a sophisticated in vitro model to investigate
LP pathogenesis, a key limitation of this study is that the efficacy of the
anti-4-1BB antagonist was evaluated in an in vitro system assessing T
cell responses against keratinocytes, rather than in actual skin lesions.
To address this limitation, we analyzed our previously published
scRNA-seq dataset derived from a clinical trial of JAK inhibitor. Nota-
bly, we observed a concomitant reduction in TNFRSF9 expression in
T cells, accompanied by substantial clinical efficacy, thereby support-
ing 4-1BB as a promising therapeutic candidate. As such, the patho-
genic communication network among cDC2A cells, CXCL13+CD8+

T cells, and epithelial cells is difficult to fully recapitulate under in vitro
conditions. This is largely due to the challenges in inducing both
cDC2A cells and CXCL13+CD8+ T cells in vitro, which also hampers the
experimental validation of IL-15 signaling as a potential therapeutic
target. Besides, future studies are warranted to assess the therapeutic
efficacy of 4-1BB blockade in LP skin lesions and across different clin-
ical subtypes. Furthermore, our study sought to comprehensively
interrogate the immune microenvironment and molecular perturba-
tions across the various clinical subtypes of LP. However, compared
with CLP and MLP, immune cell infiltration in LPP was sparse and
spatially restricted, rendering it less discernible. Notably, LPP lesions
exhibited a predominance of lipid-associated macrophages with pro-
inflammatory features, while active lymphocyte populations were lar-
gely diminished. This immunological landscape may limit the applic-
ability of 4-1BB blockade therapy in LPP patients.

Methods
Human sample acquisition
Sixteen patients with cutaneous lichen planus (CLP) were enrolled in
this study, including one individual diagnosed with both CLP and
mucosal lichen planus (MLP), from whom a skin biopsy was obtained.
Additionally, six patients with lichen planopilaris (LPP) and six patients
withMLPwere recruited (Supplementary Table 1), along withmatched
healthy controls: nine healthy skin samples, five healthy scalp samples,
and four healthy mucosal samples. All participants provided written
informed consent, and the study was approved by the Institutional
Review Board (IRB) of the University ofMichigan. Skin biopsies (6-mm
punch) were obtained from lesional or healthy regions, and all pro-
cedures were conducted in accordance with the principles outlined in
the Declaration of Helsinki.

Single-cell RNA-seq library preparation, sequencing, and
alignment
Tissue dissociation and library construction were performed by the
University of Michigan Advanced Genomics Core using the 10X
Genomics Chromium platform, following the manufacturer’s proto-
cols. Briefly, three 50-μm FFPE tissue scrolls were placed into a Gen-
tleMACS C-tube (Miltenyi Biotec) and processed with the GentleMACS
Octo Dissociator. The scrolls were deparaffinized, washed, and enzy-
matically dissociated into a single-cell suspension using Liberase TH.
Library preparation was carried out using the 10X Chromium Next
GEM chemistry, and sequencing was performed on an Illumina Nova-
Seq X system to generate 150-bp paired-end reads.

Cell clustering and cell type annotation
Cell clustering analysis was performed using the Seurat R package
(v5.0.1) on the combined gene expression matrix49. Low-quality
cells, defined as those with fewer than 200 detected features or with
mitochondrial gene content exceeding 10%, were excluded. Gene
expression levels were normalized using the NormalizeData
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function with default parameters. Highly variable genes were iden-
tified via the FindVariableFeatures function, followed by data scaling
and centering using ScaleData. Principal component analysis was
performed on the highly variable genes, and the top 20 principal
components were used in the RunHarmony function from the Har-
mony package (v0.1.1) to remove potential batch effect among
samples processed in different libraries50. UMAP dimensional
reduction was performed using the RunUMAP function. Cell clusters
were determined using the FindNeighbors and FindClusters func-
tions with a resolution of 0.5. Cluster-specific marker genes were
identified using the FindAllMarkers function, and cell type annota-
tions were assigned by mapping the cluster markers to established
canonical cell type signature genes.

Cell type sub-clustering
Sub-clustering was conducted for the most abundant cell types using
the same functions described previously. Sub-clusters that were
defined dominantly by mitochondrial gene expression, indicating low
quality, were removed from further analysis. Subtypes were annotated
by cross-referencing the marker genes of sub-clusters with canonical
subtype signature genes. To investigate the characteristic differences
among cell clusters, the “FindAllMarkers” function in the Seurat
package was applied to identify differentially expressed genes (DEGs)
in individual clusters using the Wilcoxon rank-sum test. Genes with
adjusted P value < 0.05 and avg_log2FC > 1 were considered upregu-
lated, while genes with adjusted P value < 0.05 and avg_log2FC < −1
were classified as downregulated. Gene Ontology and KEGG pathway
enrichment analyses were conducted using the clusterProfiler pack-
age (v4.8.3).

Integration with KC cytokine signatures
We used RNA-seq-based KC cytokine response signatures for the
following cytokines: IFNα (10 ng/mL), IFNγ (10 ng/mL), IL-17A (10 ng/
mL), TNF (10 ng/mL), or IL-1β (10 ng/mL)51. Briefly, primary human
KCs from 50 donors were treated with a panel of cytokines as above
for 8 h and harvested for RNA isolation. Bulk RNA-seq was performed
on the Illumina NovaSeq 6000 sequencer with the assistance of the
University of Michigan Advanced Genomics Core. For each stimula-
tion condition versus unstimulated controls, differential expression
analysis was performed using DESeq252. DEGs (two-fold increase;
false discovery rate, <0.05) were used to construct response sig-
natures for each cytokine.

Calculation of enrichment score
Todescribe the functional features of cell subtypes, the gene sets of 50
hallmarks were obtained from the MSigDB database53. The score of
above-mentioned pathways was calculated using gsva function in
GSVA package (V1.48.3)54, and AUCell_calcAUC function in AUCell
package (V1.22.0)55.

Cell–cell interaction inference
The ligand-receptor (LR) interaction analysis was first performed
through CellChat (v1.6.1)19. The primary analysis focused on interac-
tions between myeloid cell subtypes and T cell subtypes. A separate
run was performed for each sample group and the number of sig-
nificant interactions was calculated for each cell type pair. In addition,
the cellular interaction was further confirmed by NicheNet (v2.0.6)
package to analyze the different LR pairs between different LP sub-
types and healthy control group18. For example, in the Fig. 5F,
CXCL13+CD8+ cells were defined as “sender” cells, and epithelial cells
were defined as “receiver” cells.

Pseudotime trajectory construction
Pseudotime trajectory analysis was performed using the Monocle
package (v2.28.0)56. Raw cell counts from the Seurat analysis were

normalized using the estimateSizeFactors and estimateDispersions
functions with default settings. Genes with an average expression
above 0.5 and present in at least 10 cells were retained for further
analysis. Variable genes were identified using the FindVariableFeatures
function. Cell ordering was determined using the orderCells function,
and the trajectory was constructed with the reduceDimension func-
tion, both applied with default parameters.

Spatial sequencing library preparation
Formalin-fixed punch biopsies from patients were paraffin-embedded
using the Leica ASP 300S (15-min stations) and combined into a single
block within a 10 × 22mm area at the Orthopaedic Research Labora-
tories (ORL) Histology Core at the University of Michigan. A 5 µm
section of the combined tissue blockwas thenmountedonto aXenium
slide (10X Genomics) and processed using a 480-gene custom panel
(10X Genomics, design ID G9P69P) on the Xenium Analyzer (10X
Genomics) at the University of Michigan Advanced Genomics Core,
following the manufacturer’s instructions.

Spatial sequencing data analysis
After the Xenium run, H&E staining was performed on the Xenium
slide. For quality control of Xenium analysis, the output summary
HTML file confirmed that the number of detected transcripts was
compatible with that in the reported literature by 10x Genomics57.
During preprocessing, cells with fewer than 20 counts and negative
features (detected in less than 5 cells) were removed from analysis.
With the R package Giotto v4.3.058, a Giotto object was created based
on the flat files, including cell_boundaries.csv.gz, cell_feature_matrix,
etc. Information, including the gene expression matrix, cell bound-
aries, and spatial locations of transcripts for each field of view (FOV),
was incorporated into a Giotto object with the Giotto function “cre-
ateGiottoObject”. Cell type annotations were performed using the
Giotto function “deconvolution_results”, utilizing a reference profile
from our single-cell RNA sequencing dataset.

Immunofluorescence staining
Paraffin-embedded tissue sections from punch biopsies of lichen
planus patients or healthy controls were incubated at 60 °C for
30min, followed by deparaffinization and rehydration. Slides
were placed in antigen retrieval buffer and heated at 125 °C for
30 s in a pressure cooker water bath. After cooling, slides were
blocked using 10% goat serum for 30min. Overnight incubation
was then performed using anti-CD8 (Thermo Fisher Scientific, cat.
MA5-13473), anti-CXCL13 (Thermo Fisher Scientific, cat. PA5-
28827), anti-KRT5 (Thermo Fisher Scientific, cat. MA5-12596),
anti-CXCL9 (R&D Systems, cat. AF392), and anti-LAMP3 (Thermo
Fisher Scientific, cat. PA5-84069) in 4 °C. All primary antibodies
mentioned above were diluted 1:100. Images presented are
representative of at least three biological replicates.

FFPE tissue preparation for spatial proteomics
Tissue samples were collected immediately after excision, cut into
sections no thicker than 4–5mm, and fixed in 10% neutral-buffered
formalin (NBF) at room temperature for 24 h to preserve morphology
andprevent autolysis and specimenswereprocessed through agraded
ethanol series for dehydration (70% ethanol for 1 h, 95% ethanol for
2 × 1 h, and 100% ethanol for 2 × 1 h) followed by clearing in xylene.
Tissues were infiltrated with molten paraffin wax at 58–60 °C for 1 h,
with gentle vacuum applied to remove trapped air. Samples were then
embedded in metal molds filled with molten paraffin, oriented to
facilitate sectioning, and allowed to solidify at room temperature.
Paraffin blocks were sectioned into 4–5 µm slices using a rotary
microtome. Sectionswerefloatedon a42 °Cwater bath,mountedonto
positively charged glass slides, anddriedovernight at 37 °Cor for 2 h at
60 °C to ensure adhesion.

Article https://doi.org/10.1038/s41467-026-70506-z

Nature Communications |         (2026) 17:3962 12

www.nature.com/naturecommunications


CosMx Spatial Molecular Imager (SMI) protein assay
Formalin-fixed paraffin-embedded (FFPE) human tissue sections, 5 µm
thick, were mounted on standard glass slides for spatial protein ana-
lysis. The tissue sections were deparaffinized and rehydrated, followed
by antigen retrieval according to the manufacturer’s protocol. Tissue
sections were incubated with the CosMx Human Immuno-Oncology
Protein Panel that enables high-plex spatial analysis of 64 proteins, and
the slides were incubated with the probe mix in a humidified chamber
at 4 °C for 16–18 h to ensure optimal binding. Following hybridization,
slides were washed to remove unbound probes and reduce back-
ground signal. Fluorescent imaging of tissue sections was performed
on the CosMx Spatial Molecular Imager, configuration A (30 s) was
used for the pre-bleaching profile and configuration A (non-neural
human cells) was used for the segmentation profile. Tissue archi-
tecture andprotein localizationwere visualized using a combinationof
DAPI staining for nuclei and fluorescently labeled probes specific to
cell types of interest. High-resolution imaging was used to guide the
selection of Fields of View (FOVs). FOVs were defined based on histo-
logical features, marker expression, or areas of interest.

The CosMx SMI system simultaneously quantified protein
expression at subcellular resolution by detecting the oligonucleotide
barcodes conjugated to the protein-specific antibodies. Subcellular
compartments (e.g., nucleus, cytoplasm, membrane) were segmented
using computational algorithms integrated with the CosMx platform,
enabling spatially resolved protein quantification within each FOV.
Raw protein expression data were processed using the CosMx SMI
analysis pipeline. Barcode countswerenormalized to internal controls,
and protein expression levels weremapped spatially across the tissue.
Atomx analysis was integrated to segment cells and visualization of the
spatial distribution of the protein panel.

Isolation of PBMCs
Peripheral blood samples from healthy donors were collected in Uni-
versity ofMichiganHospital. The studywas approvedby theUniversity
of Michigan Institutional Review Board (IRB), and all donors provided
written informed consent. Peripheral Blood Mononuclear Cells
(PBMC) were prepared by centrifugation on a Ficoll gradient using
Lymphoprep (COSMO BIO USA, cat. AXS-1114544).

Co-culture model of keratinocytes and PBMCs
Both PBMCs and keratinocytes were cultured in 6 well plate. N/TERTs,
an immortalized keratinocytes line13,59, was used in the co-culture
system. PBMCs (2 × 106/ml) were pre-stimulated with CD3/CD28
microbeads (Miltenyi Biotec, cat. 130-091-441) for 72 h in RPMI 1640
medium (Gibco, cat. 11875093) supplemented with 10% fetal bovine
serum and 1% penicillin-streptomycin. N/TERT cells (about 1 × 105 per
well), which were cultured in Keratinocyte-SFM medium (Thermo
Fisher Scientific, cat. 17005-042) supplemented with 30 µg/mL bovine
pituitary extract, 0.2 ng/mL epidermal growth factor, and 0.3mM
calcium chloride, were washed and stimulated with 10 ng/mL IFN-γ for
the first 24 h, followed by replacing the fresh Keratinocyte-SFM med-
ium. N/TERT cells were then co-cultured with pre-stimulated PBMCs
(1 × 106 per well). After co-culture for 72 h, N/TERT cells were then
washed with PBS twice and collected for flow cytometry of Annexin
V-PI analysis for analyzing cell death. To block the signal of TNFRSF9,
blocking antibody targeting TNFRSF9 (1:100, Thermo Fisher, cat. MA5-
49969) was employed in the co-culture model for 72 h.

RNA extraction and qRT-PCR
After co-culture, keratinocytes and CD8+ T cells were then harvested
for RNA extraction. CD8+ T cells were isolated from suspended PBMCs
by negative selection using CD8+ T Cell Isolation Kit (Miltenyi biotec,
cat. 130-096-495). RNAs were isolated from cell cultures using RNeasy
plus kit (Qiagen, cat. 74136). Reversed transcription was performed

using a High-Capacity cDNA Transcription kit (Thermo Fisher Scien-
tific, cat. 4368813). qPCR was performed on a 7900HT Fast Real-time
PCR system (Thermo Fisher Scientific) with TaqMan Universal PCR
Master Mix (Thermo Fisher Scientific, cat. 4304437) using TaqMan
primers (Thermo Fisher Scientific, TNFSF9: Hs00169409_m1;
TNFRSF9: Hs00155512_m1; IFNG: Hs00989291_m1). RPLP0 (Thermo
Fisher Scientific,Hs99999902_m1)was used as anendogenous control.

Statistical data analysis
The Wilcoxon rank-sum test (two-sided) was employed for scRNA-seq
marker gene analyses and differential expression analysis. Enrichment
analysis was performed using the hypergeometric test. Group com-
parisons were conducted using Prism software (GraphPad) with
ordinary one-way analysis of variance (ANOVA) for comparisons across
different groups. Data are presented as individual data points with
means ± SEM.P value of <0.05was considered statistically significance.

Reporting summary
Further information on research design is available in the Nature
Portfolio Reporting Summary linked to this article.

Data availability
The scRNA-seq data generated are available in GEO under accession
number GSE317789 (https://www.ncbi.nlm.nih.gov/geo/). The spatial
transcriptomics data generated for LP samples are available in Zenodo
(Lichen_Planus). The spatial proteomics data generated for LP samples
are also available in Zenodo (Lichen_Planus_proteomics). All data are
included in the Supplementary Information or available from the
authors, as are unique reagents used in this article. The raw numbers
for charts and graphs are available in the Source Data file whenever
possible. Source data are provided with this paper.
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