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Abstract

Alopecia X is a hair cycle arrest disorder in Pomeranians. Histologically, kenogen and telo-
gen hair follicles predominate, whereas anagen follicles are sparse. The induction of anagen
relies on the activation of hair follicle stem cells and their subsequent proliferation and differ-
entiation. Stem cell function depends on finely tuned interactions of signaling molecules and
transcription factors, which are not well defined in dogs. We performed transcriptome profil-
ing on skin biopsies to analyze altered molecular pathways in alopecia X. Biopsies from five
affected and four non-affected Pomeranians were investigated. Differential gene expression
revealed a downregulation of key regulator genes of the Wnt (CTNNB1, LEF1, TCF3,
WNT10B) and Shh (SHH, GLI1, SMO, PTCHZ2) pathways. In mice it has been shown that
Whnt and Shh signaling results in stem cell activation and differentiation Thus our findings
are in line with the lack of anagen hair follicles in dogs with Alopecia X. We also observed a
significant downregulation of the stem cell markers SOX9, LHX2, LGR5, TCF7L1and GLI1
whereas NFATc1, a quiescence marker, was upregulated in alopecia X. Moreover, genes
coding for enzymes directly involved in the sex hormone metabolism (CYP1A1, CYP1B1,
HSD17B14) were differentially regulated in alopecia X. These findings are in agreement
with the so far proposed but not yet proven deregulation of the sex hormone metabolism in
this disease.

Introduction

Hair loss, hypotrichosis or alopecia in human beings and dogs is common and possible under-
lying causes are numerous. An intact hair coat is maintained by lifelong cycling of the hair fol-
licles (HFs) through periodic stages of growth (anagen), regression (catagen), and relative

quiescence (telogen) [1, 2]. A fourth cycle stage, during which the club hair is shed is known as
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exogen [3]. Kenogen is a term for HFs, which have passed the telogen stage, lost their hair fiber
(exogen) and remain empty for a certain time before a new anagen phase is initiated [4]. To
sustain this cyclic regeneration, each HF relies on its epithelial stem cells (SCs) which act as a
regeneration pool for the cells needed to maintain and remodel the epithelium of the continu-
ously cycling HF. The HF SC populations are characterized by different markers and reside in
niches that provide spatially distinct microenvironments for their maintenance and function
[5-7].

The coordination of the HC phases and the SC activity is dependent on complex interac-
tions between signals of the follicular (niche components) and dermal microenvironment (e.g.
fibroblasts, adipocytes, immune cells, nerve fibers), systemic factors (e.g. hormones, genetics,
age) and environmental factors (e.g. day light, nutrition, circadian rhythm) [8, 9]. In the
mouse the signaling crosstalk between SCs and their niche has been well characterized by now.
The state of the murine HF is mediated by a complex, delicately balanced interplay between
ligands, their receptors and transcription factors implicated in several mutually interacting sig-
naling pathways. These pathways include Sonic hedgehog (Shh), the wingless-type mouse
mammary tumor virus integration site (Wnt)/B-catenin, transforming growth factor (Tgf)-B,
fibroblast growth factor (Fgf), bone morphogenic protein (Bmp) and Notch signaling
(reviewed in [7, 10]). However, despite extensive research the complete understanding how
molecules of these pathways interact with each other and with other elements (e.g. pH) of the
SC niche, as well as with systemic and environmental factors is still not complete. In general it
can be noted that Bmp signals derived from dermal, adipose and epithelial tissue repress SC
activation and proliferation, while Wnt and Shh signals initiate and promote a new HC and
thus regenerate a new hair shaft.

Alopecia X (AX) is a non-inflammatory hair cycle disorder affecting most commonly Pom-
eranians. Different disease names were used for AX in the past, such as adult-onset hyposoma-
totropism, growth hormone-responsive alopecia, pseudo-Cushing’s disease, castration-
responsive alopecia, biopsy-responsive alopecia, adrenal hyperplasia-like syndrome, reflecting
the yet unknown pathomechanism of the disease (reviewed in [11-13]). The strong predisposi-
tion of the disease for breeds with a plush undercoat, pedigree analysis of affected dogs, and
the onset of the disease at a relatively young age suggest a hereditary background [14, 15]. Ini-
tially an adrenal steroid hormone imbalance similar to the congenital adrenal hyperplasia-like
syndrome, caused by a mutation in the CYP21A2 affecting the steroid 21-hydroxylase, in
humans was suggested as underlying cause [16, 17]. However, a genetic variant in this gene as
the cause for AX in dogs was excluded [18] and to date the mode of inheritance and the under-
lying pathomechanism of the impaired hair growth remain to be elucidated. Clinically the
dogs develop truncal alopecia and hyperpigmentation of the skin. Systemic illness is not associ-
ated with this disease [11, 16]. Histologically, kenogen and telogen hair follicles (HFs) predom-
inate, whereas anagen follicles are sparse [19].

The aims of the present study were 1) to identify differentially expressed genes and path-
ways in the skin of Pomeranians with AX as compared to healthy control Pomeranians by
transcriptome profiling and 2) to define genes which may be specifically involved in the patho-
genesis of AX.

Material and methods
Ethics statement

All biopsies were taken with informed owner consent after sedation and/or local anesthesia
with permission of the cantonal animal welfare committee, switzerland (permission number
BE31/13).
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Samples

Skin biopsies were taken from 5 Pomeranians with AX (2 intact males, 2 castrated males and 1
castrated female; dogs between 2 and 7 years of age) and 4 healthy control Pomeranians (2
intact males, 1 castrated male and 1 castrated female; dogs between 1 and 12 years of age). The
diagnosis was based on the clinical phenotype of the dogs, assessed by board certified veteri-
nary dermatologists and confirmed by the histological findings. Endocrinopathies were
excluded by the absence of systemic signs and appropriate laboratory tests.

From each dog with AX two 6mm punch biopsies from alopecic skin and from each control
dog two 6mm punch biopsies from haired skin were taken. Both biopsies were taken in close
vicinity to each other from the lateral caudal thorax in the control and alopecic dogs.

From each dog one biopsy was stored in RNAlater (76106; Qiagen; Hombrechtikon; Swit-
zerland) at -80°C prior to RNA extraction. The other biopsy was fixed in 10% buffered forma-
lin, embedded in paraffin, cut as 4um section and stained with hematoxylin and eosin prior to
the histological evaluation.

RNA extraction and cDNA sequencing

Prior to RNA extraction the skin biopsies were homogenized mechanically with the TissueR-
uptor device from Qiagen. Total RNA was extracted from the homogenized tissue using the
RNeasy Fibrous Tissue Mini Kit (74704; Qiagen; Hombrechtikon; Switzerland) according to
the manufacturer’s instructions. RNA quality was assessed with a Bioanalyzer (Agilent 2100;
Agilent Technologies). From each biopsy 1ug of high quality RNA (RNA integrity number:
RIN > 9) was used for stranded, paired-end cDNA library preparation (TruSeq RNA Library
Prep Kit v2, Illumina). Multiplexed total cDNA libraries were sequenced on one lane using the
Mlumina HiSeq3000 with 2x150 bp paired-end sequencing cycles. Twenty million read pairs
per stranded library were collected on average. The Illumina BCL output files with base calls
and qualities were converted into FASTQ file format and demultiplexed. Data are available
from the European Nucleotide Archive and GenBank (accession no. PRJEB21761). All other
data are available in the paper and its Supporting Information files.

Mapping to reference genome

All reads that passed quality control were mapped to the dog genome reference (Can.Fam3.1)
by STAR aligner version 2.5.3a [20]. Reads were aligned using the following parameters: - -out-
FilterType BySJout - -outFilterMultimapNmax 50 - -alignSJoverhangMin 1 - -outFilterMis-
matchNmax 2 - -outFilterMismatchNoverLmax 0.04 - -alignIntronMin 20 - -alignIntronMax
1000000 - -alignMatesGapMax 1000000. The alignment of RNA-seq reads from each sample
was summarized by the number of uniquely mapped reads per sample including both single-
ton and both-ends mapped and number of splice alignments per sample. The read abundance
was calculated using HT'seq and a NCBI transcript database (version 104) derived from the
CanFam3.1 dog genome assembly [21].

Differential expression

We used the DESeq2 package [22] to read the HT'seq count data and filter for low/non-
expressed genes where the count is zero in all samples and a single count in one sample. The
count data were subjected to a regularized-logarithm transformation and a principal compo-
nent analysis (PCA) was performed to visualize the clustering of the case and control groups.
Following PCA analysis, we used DESeq2 v.1.6.3 to assess differential expression between
groups. DESeq?2 applies a generalized linear model (GLM) to count data assuming a negative
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binomial distribution. For each gene, read counts were fit to a GLM with design model (~sex
+ condition) where condition was the factor of interest with two states: control and AX. Tran-
scripts were considered to be differentially expressed with a Benjamini and Hochberg false dis-
covery rate (FDR) of < 0.01.

Pathway analysis

The differentially expressed genes were mapped to biological networks using a manually
curated proprietary database (MetaCore™, GeneGo) and the MetaCore pathway analysis soft-
ware. For the enrichment analysis, the gene symbols of the differentially expressed proteins
were uploaded into the database, and the uploaded files were matched with known genes with
functional ontologies (GO) in MetaCore™ [23]. In addition the Panther Classification System
was used for the enrichment analysis [24].

Results
Differentially expressed genes

Fig 1 shows the clustering of samples based on their expression profiles. The PCA clusteriza-
tion successfully separates “Alopecia X” samples from “Control” ones and is not affected

by sex of the animals. Subsequently we applied the GLM model to identify differentially
expressed genes between “Alopecia X” and “Control”. We identified a total of 1598 differen-
tially expressed genes with a FDR of < 0.01. Of those, 569 genes were upregulated and 1029
were downregulated in dogs with AX (S1 Table).

Functional classification of differentially expressed genes

The enrichment analysis of the differentially expressed genes based on GO biological process
is depicted in Fig 2A. According to the GO categories, the majority of differentially regulated
genes could be categorized into cellular (45.8%) and metabolic (32.8%) processes. Within the
GO category cellular process, differentially regulated genes involved in cell communication
are overrepresented (Fig 2B).

The MetaCore pathway analysis software (GeneGo Inc.) was used to identify the GeneGo
Pathway Maps, Networks, and Processes. The analysis of both up-and downregulated genes
revealed that genes of the Wnt (p-value = 1.119e-7; S2 Table) and Shh (p-value = 8.456e-5; S3
Table) signaling pathways were significantly overrepresented.

Expression of hair cycle regulatory genes

We specifically analyzed genes of the Wnt, Shh, Bmp, Fgf and Tgf-B signaling pathways which
are also known to play a role in HF biology [10]. We identified a total of 47 differentially
expressed genes involved in one of these pathways (54 Table).

The physiological role of some selected differentially regulated genes within the HC is
shown in Fig 3.

Expression of hair follicle stem cell markers

Next, we investigated the expression of genes coding for known HF SC markers [6, 7, 25-29]
and found differential expression of several SC and progenitor markers. Whereas SOX9,
LHX2, LGR5, TCF7LI and GLII were downregulated, the transcription factor NFATcI, a HF
SC quiescent marker, was upregulated (S1 Table, Fig 3).
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Fig 1. Principal component analysis of the samples in the first two component space. Samples are plotted across
the two most variable components (PC1 and PC2); sample clustering is rather based on condition and not sex.

https://doi.org/10.1371/journal.pone.0186469.g001

Differentially expressed genes involved in steroidogenesis, melatonin
metabolism and in the vitamin D receptor pathway

In addition to the differentially regulated genes involved in known signaling pathways associ-
ated with the HC we identified 10 differentially regulated genes involved in the hypothalamic-
pituitary-gonadal axis including sex hormone synthesis, vitamin D synthesis and melatonin
metabolism (S5 Table, Fig 4).

Discussion

In our study we identified 47 differentially expressed genes in the alopecic skin of Pomeranians
with AX that are known play a role in murine HF physiology, suggesting that the canine HC is
controlled similar to mice. The majority of the differentially regulated genes codes for mole-
cules related to the Wnt- and Shh-pathways, which are the major players for anagen induction
and maintenance (reviewed in [30-34]). In our dataset we found a downregulation of genes
coding for the secreted Wnt proteins 10B and 5A (WNT10B, WNT5A) as well as for the Wnt
signaling receptors frizzled 3, 7, and 10 in dogs with AX. In addition our data indicate that
Wnt downstream signaling is impaired since genes coding for B-catenin (CTNNBI) and mem-
bers of the T cell factor/lymphoid enhancer factor family of transcription factors (LEF/TCF),
numerous other genes coding for important signaling molecules and transcription factors of
the Wnt signaling pathway (e.g. DLX3, CTNNBI, HOXCI13, CUX1)) as well as Wnt target
genes (such as JAGI and CDH3) are downregulated [35]. All of these molecules play a role in
the HC. Furthermore, also genes coding for Wnt agonists such as RSPO2 and agonist receptors
such as LGR4 and LGR5 are significantly downregulated. R-spondins are highly expressed in
mouse dermal papilla cells and are known to regulate HC progression by activating HF SCs in
altering the cell fate determination but not SC proliferation [36]. Downregulation of Wnt is
further supported by the upregulation of Wnt antagonists such as WIFI and MMP7 [37, 38].
Furthermore, genes of the Shh pathway are downregulated, including SHH and SMO, its
receptor PTCH1, and the transcription factors GLII and GLI 3. It has been shown that Shh sig-
naling is involved in anagen initiation of both primary and secondary HFs and is expressed at
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Fig 2. Histogram and pie chart of the GO classification of differentially expressed genes using the
PANTHER Classification System. (A) The functional classification on the basis of the biological process
shows an overrepresentation of differentially regulated genes involved in cellular and metabolic processes.
(B) The majority of genes that are differentially regulated within the category of cellular process are involved in
cell communication, cell cycle and cellular component movement. The percentages in Figs 2A and 2B
correspond to the genes assigned to a specific GO term over the total number of differentially expressed
genes.

https://doi.org/10.1371/journal.pone.0186469.9002

high levels in the matrical cells of the HF bulb and thus is involved in the promotion of anagen
[39-41].

Bmp signaling has been shown to regulate the HC by inhibiting anagen induction [42, 43].
Thus, we expected an upregulation of Bmp signaling molecules in our dataset. However, unex-
pectedly we found a downregulation of BMP4, SMAD2 and SMAD?7 all known to play a role in
SC quiescence [43]. Since at the same time NFATc1, a HF quiescence marker, occurring
upstream of Bmp signaling was upregulated and a downregulation of some Bmp antagonists
(e.g. BAMBI) is seen, we assume that the delicately balanced Bmp pathway, involving an inti-
mate interaction of many genes and cellular events is nevertheless differentially regulated thus
resulting in telogen arrest despite the downregulation of some BMP signaling molecules [44-
46).

The histological findings in skin biopsies from dogs with AX which clearly show an abun-
dance of telogen and kenogen HFs are in line with the transcriptome data suggesting an
impaired anagen induction and promotion [19].
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Fig 3. Differentially expressed genes in dogs with AX and their physiological function during specific
hair cycle phases. Black indicates downregulation and red indicates upregulation of the respective genes.

https://doi.org/10.1371/journal.pone.0186469.g003

We could identify many follicular SC and progenitor markers in the canine transcriptome
of healthy dogs that were also reported in mice and humans [7, 25-28]. Importantly, some of
these were downregulated in dogs with AX (TCF7L1, LHX2, LGR5, GLII and SOX 9). A down-
regulation of HF SC markers has also been described in men with androgenic alopecia [47].
However, further investigations are warranted in men and dogs to elucidate, if the downregu-
lation of specific SC markers is specific for certain alopecic conditions or the consequence of
more general changes in diseased skin.

Besides the deregulation of genes playing a role in the HC and HF SC markers, our dataset
derived from skin biopsies reveals the deregulation of genes known to be relevant for the ste-
roid hormone metabolism.

An altered steroid hormone metabolism has been suggested by other authors as underlying
cause for AX but was never proven [12, 48-51]. This may partially be due to the fact that the
steroid hormone metabolism was assessed in the plasma of dogs and it is well known that
plasma hormonal concentrations vary substantially between individuals and within one indi-
vidual [51, 52]. Furthermore, there is increasing evidence that the skin itself has powerful neu-
roendocrine activities and hormones are produced and metabolized locally [53-56]. Thus,
measuring hormonal levels in the plasma may not be the appropriate method since a deregula-
tion directly in the skin may be causative for the disease. Since it has been shown, in various
studies that estrogen plays a major role in HF biology, specifically the inhibition of telogen-to-
anagen transition [57, 58] the hypothesis that an altered sex hormone metabolism plays a role
in the pathogenesis of AX deserves further investigations. Our dataset, derived from skin biop-
sies, supports the hypothesis that the sex hormone metabolism is locally deregulated in dogs
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Fig 4. Differentially expressed genes playing a role in sex hormone biosynthesis and metabolism.
Sex hormone biosynthesis and metabolism is accomplished by a complex cascade involving hormones and
enzymes of the hypothalamic-pituitary-gonadal axis, the vitamin D synthesis and the pineal gland hormone
melatonin. Since it has been shown that the skin has its own neuroendocrine system these complex
interactions may also occur in the skin. They are depicted in Fig 4. The differentially regulated genes involved
in this process are indicated in blue if they were downregulated and red if they were upregulated.
Abbreviations: DHEA, dehydroepiandrosterone; DHT, dehydrotestosterone; CYP, cytochrome P 450 family
enzymes; 50-Red, 5a- Reductase; ESR, estrogen receptor; GnRH, gonadotropin- releasing hormone; FSH,
follicle- stimulation hormone; LH, luteinizing hormone; KISS1, kisspeptin 1 gene. In bold: endogenous female
sex hormones; their affinity for estrogen receptors is marked with * for higher affinity to ESR-a encoded by
ESR1and ** for higher affinity to ESR-B encoded by ESR2. ! indicates that melatonin decreases the levels of
these. # Calcitriol increases levels of estradiol.

https://doi.org/10.1371/journal.pone.0186469.9004
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with AX. We observed a significant downregulation of HSD17B14 which codes for the 178-
hydroxysteroid dehydrogenasel4 (173-HSD14) and an upregulation of the cytochrome P450
family members CYPIAI and CYPIBI as well as the downregulation of the estrogen receptor
(ESR)1. It has been shown that 178-HSD14 is expressed in the skin and that it oxidizes estra-
diol into the less bioactive steroid metabolites estrone (Fig 4) [59]. The upregulation of
CYPIAI and CYPIBI, involved in metabolizing estradiol and estrone to less bioactive metabo-
lites further supports the hypothesis that the estrogen metabolism is differentially regulated in
dogs with AX. In addition, the gene coding for ESR2 but not ESRI is downregulated in our
data set. The affinity of ligands to ESRs differs. For example, the short-acting 17o-estradiol has
a higher affinity to ESR-o. encoded by ESRI whereas the biologically weak estriol has a higher
affinity to the ESR-B encoded by ESR2 [60]. Elevation of estriol concentrations as a conse-
quence of augmented estrone after downregulation of HSD17B14 could therefore explain the
downregulation of ESR2 and not ESRI that we see in our dataset. The fact that ESRI encoding
for ESR-o is not downregulated in our data set is also supported by a study in which the
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estrogen receptor staining in the hair follicles was assessed in dogs with AX treated with mela-
tonin and hair regrowth was not associated with a change in staining intensity [49].

Another strong indication to support the hypothesis that the estrogen metabolism is differ-
entially regulated is that the vitamin D receptor gene (VDR) and the Retinoid X Receptor
Gamma gene (RXRG, whose protein forms heterodimers with VDR), as well as two members
of the vitamin D pathway (namely CYP27B1, CYP24A1) are significantly downregulated.
CYP27B1, encodes for an enzyme which activates Vitamin D3 and CYP24A1 is involved in
Vitamin D degradation (Fig 4). Furthermore Vitamin D has been shown to play an essential
role in the biosynthesis of estradiol in mice and pigs [61]. It is well known that keratinocytes
are the primary source of Vitamin D and its active metabolite is processed in the skin, support-
ing a local deregulation of the estrogen metabolism partially mediated by Vitamin D [62]. In
line with a differentially regulated estrogen metabolism is also the observed treatment response
of AX affected Pomeranians to melatonin [51]. The anti-estrogenic actions of melatonin are
extensively reviewed [63-68]. Since melatonin is also produced and metabolized in the skin it
can be assumed that CYP1AI and CYP1B1, which are known to be involved in the degradation
of plasma melatonin, are also involved in the degradation of melatonin in the skin and treat-
ment of dogs with AX with melatonin at least partially compensates for this local degradation
[69-71]. Interesting in the context of a deregulated sex hormone metabolism is also the down-
regulation of the gene coding for kisspeptin (KISSI) in our data set. The downregulation of kis-
speptin is known to result in a lower GnRH release in the arcuate nucleus which in turn has via
hypothalamo-pituitary-adrenal axis an effect on the sex hormone metabolism [72]. It has
been shown that within the skin an own neuroendocrine system exists which functions similar
to the hypothalamo-pituitary-adrenal axis, catecholaminergic, cholinergic, steroidogenic and
secosteroidogenic systems [73-75]. Since we found a downregulation of kisspeptin in the skin
we can speculate that kisspeptin is also effective in the local endocrine metabolism. If this local
deregulation is the consequence of a systemic deregulation or occurs only in the skin warrants
further investigations. It has been reported that after the implantation of deslorelin, a GnRH
analogue hair was regrowing in 75% of the intact male Pomeranians with AX and there was an
60% overall positive response if neutered female Pomeranians with AX were included [50].
The positive effect of the treatment with a GnRH analogue supports that the GnRH expression
may be lower in dogs with AX. The fact that treatment with melatonin, which negatively regu-
lates GnRH secretion, resulted in hair regrowth in about 60% of the AX affected dogs, however
indicates that the regulatory mechanisms are more complex than known to date [51].

In summary, our results provide novel insights into the molecular factors that govern the
canine HC and their disruption in AX, which has not been shown before. They show that the
canine HC is regulated by similar signaling pathways as in mice. In addition, we show a dereg-
ulation of genes maintaining the SC compartment and the HC in AX dogs. If the downregula-
tion of some of the SC markers is specific for AX or is a consequence of alopecia in general
needs to be investigated by comparing our dataset with datasets from dogs with other non-
inflammatory alopecic disorders. Furthermore, our data strongly support the previously estab-
lished hypothesis that the steroid hormone metabolism is altered in Pomeranians with AX.
More specifically, there are indications that the estrogen metabolism is differentially regulated
in the skin.

Supporting information

S1 Table. Results of differential expression analysis. Significantly differentially expressed
genes with a false discovery rate (FDR) < 0.01, sorted by log2 Fold Change; BaseMean, mean
of normalized read counts across all samples; LfcSE, standard error of the log2FoldChange;
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Stat, the log2FoldChange divided by lfcSE.
(XLSX)

$2 Table. Wnt-related genes. BaseMean, mean of normalized read counts across all samples;
Log2FC, log2 fold change; FDR, False discovery rate, refers to Benjamini-Hochberg adjusted
p- value.

(XLSX)

S3 Table. Shh-related genes. BaseMean, mean of normalized read counts across all samples;
Log2FC, log2 fold change; FDR, False discovery rate, refers to Benjamini-Hochberg adjusted
p- value.

(XLSX)

$4 Table. Differentially expressed genes known to be involved in the murine HC in alope-
cic skin from dogs with AX as compared to healthy Pomeranians. BaseMean, mean of nor-
malized read counts across all samples; Log2FC, log2 fold change; FDR, False discovery rate,
refers to Benjamini-Hochberg adjusted p- value.

(XLSX)

§5 Table. Differentially expressed genes involved in the regulation of gonadotropin releas-
ing hormone and sex hormone synthesis, vitamin D synthesis and melatonin metabolism.
BaseMean, mean of normalized read counts across all samples; Log2FC, log2 fold change;
FDR, False discovery rate, refers to Benjamini-Hochberg adjusted p- value; HF, hair follicle;
GnRH, Gonadotropin-releasing hormone; ORS, outer root sheath; DP, dermal papilla.
(XLSX)

Acknowledgments

The authors would like to thank dog owners and veterinarians for their support of this study.
We thank Muriel Fragniére, Sabrina Schenk, Nathalie Besuchet-Schmutz, Fabiana Jakob and
the Next Generation Sequencing Platform of the University of Bern for performing sequencing
experiments and the Interfaculty Bioinformatics Unit of the University of Bern for providing
computational infrastructure.

Author Contributions

Conceptualization: Vidhya Jagannathan, Tosso Leeb, Dominique J. Wiener, Monika M.
Welle.

Data curation: Magdalena A. T. Brunner, Vidhya Jagannathan, Petra Roosje, Monika Linek,
Lucia Panakova, Dominique J. Wiener, Monika M. Welle.

Formal analysis: Magdalena A. T. Brunner, Vidhya Jagannathan.

Funding acquisition: Petra Roosje, Tosso Leeb, Monika M. Welle.

Investigation: Magdalena A. T. Brunner, Petra Roosje, Monika Linek, Lucia Panakova.
Methodology: Magdalena A. T. Brunner, Vidhya Jagannathan, Tosso Leeb, Monika M. Welle.
Project administration: Dominik P. Waluk, Dominique J. Wiener, Monika M. Welle.
Resources: Monika M. Welle.

Software: Vidhya Jagannathan, Tosso Leeb.

Supervision: Vidhya Jagannathan, Tosso Leeb, Dominique J. Wiener, Monika M. Welle.

PLOS ONE | https://doi.org/10.1371/journal.pone.0186469 October 24, 2017 10/14


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0186469.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0186469.s003
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0186469.s004
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0186469.s005
https://doi.org/10.1371/journal.pone.0186469

@° PLOS | ONE

Gene deregulation in alopecia X

Validation: Vidhya Jagannathan, Monika M. Welle.

Visualization: Dominik P. Waluk, Monika M. Welle.

Writing - original draft: Magdalena A. T. Brunner.

Writing - review & editing: Vidhya Jagannathan, Dominik P. Waluk, Monika Linek, Lucia

Panakova, Tosso Leeb, Dominique J. Wiener, Monika M. Welle.

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

Zhang YV, Cheong J, Ciapurin N, McDermitt DJ, Tumbar T. Distinct self-renewal and differentiation
phases in the niche of infrequently dividing hair follicle stem cells. Cell stem cell. 2009; 5(3):267-78.
Epub 2009/08/12. https://doi.org/10.1016/j.stem.2009.06.004 PMID: 19664980.

Hsu YC, Pasolli HA, Fuchs E. Dynamics between stem cells, niche, and progeny in the hair follicle. Cell.
2011; 144(1):92—105. Epub 2011/01/11. https://doi.org/10.1016/j.cell.2010.11.049 PMID: 21215372.

Milner Y, Sudnik J, Filippi M, Kizoulis M, Kashgarian M, Stenn K. Exogen, shedding phase of the hair
growth cycle: characterization of a mouse model. J Invest Dermatol. 2002; 119(3):639—44. https://doi.
org/10.1046/j.1523-1747.2002.01842.x PMID: 12230507.

Higgins CA, Westgate GE, Jahoda CA. From telogen to exogen: mechanisms underlying formation and
subsequent loss of the hair club fiber. J Invest Dermatol. 2009; 129(9):2100-8. https://doi.org/10.1038/
jid.2009.66 PMID: 19340011.

Alcolea MP, Jones PH. Lineage analysis of epidermal stem cells. Cold Spring Harb Perspect Med.
2014; 4(1):a015206. Epub 2014/01/05. https://doi.org/10.1101/cshperspect.a015206 PMID: 24384814.

Purba TS, Haslam IS, Poblet E, Jimenez F, Gandarillas A, Izeta A, et al. Human epithelial hair follicle
stem cells and their progeny: current state of knowledge, the widening gap in translational research and
future challenges. Bioessays. 2014; 36(5):513-25. Epub 2014/03/26. https://doi.org/10.1002/bies.
201300166 PMID: 24665045.

Rompolas P, Greco V. Stem cell dynamics in the hair follicle niche. Semin Cell Dev Biol. 2014;25—
26:34-42. Epub 2013/12/24.

Chen CC, Chuong CM. Multi-layered environmental regulation on the homeostasis of stem cells: the
saga of hair growth and alopecia. J Dermatol Sci. 2012; 66(1):3—11. Epub 2012/03/07. https://doi.org/
10.1016/j.jdermsci.2012.02.007 PMID: 22391240.

Chen CC, Plikus MV, Tang PC, Widelitz RB, Chuong CM. The Modulatable Stem Cell Niche: Tissue
Interactions during Hair and Feather Follicle Regeneration. J Mol Biol. 2015: Epub 2015/07/22. https://
doi.org/10.1016/j.jmb.2015.07.009 PMID: 26196442.

Lee J, Tumbar T. Hairy tale of signaling in hair follicle development and cycling. Semin Cell Dev Biol.
2012; 23(8):906—16. Epub 2012 Aug 22. https://doi.org/10.1016/j.semcdb.2012.08.003 PMID:
22939761

Frank LA. Growth hormone-responsive alopecia in dogs. J Am Vet Med Assoc. 2005; 226(9):1494—7.
Epub 2005/05/11. PMID: 15881999.

Cerundolo R, Lloyd DH, Vaessen MM, Mol JA, Kooistra HS, Rijnberk A. Alopecia in pomeranians and
miniature poodles in association with high urinary corticoid:creatinine ratios and resistance to glucocorti-
coid feedback. Vet Rec. 2007; 160(12):393—7. Epub 2007/03/27. PMID: 17384290.

Linek M, Cerundolo R, Mecklenburg L, Frank L, Paradis M. Disorders of hair follicle cycling. In: Mecklen-
burg L, Linek M, Tobin D, editors. Hair Loss Disorders in Domestic Animals. Ames, lowa: Wiley-Black-
well; 2009. p. 119-69.

Mausberg EM, Drogemuller C, Leeb T, Dolf G, Rufenacht S, Welle M. Evaluation of the CTSL2 gene as
a candidate gene for alopecia X in Pomeranians and Keeshonden. Anim Biotechnol. 2007; 18(4):291—
6. Epub 2007/10/16. https://doi.org/10.1080/10495390701547461 PMID: 17934903.

Mausberg EM, Drogemuller C, Dolf G, Rufenacht S, Welle M, Leeb T. Exclusion of patched homolog 2
(PTCH2) as a candidate gene for alopecia X in Pomeranians and Keeshonden. Vet Rec. 2008; 163
(4):121-3. PMID: 18660523.

Schmeitzel LP, Lothrop CD Jr. Hormonal abnormalities in Pomeranians with normal coat and in Pomer-
anians with growth hormone-responsive dermatosis. J Am Acad Dermatol. 1990; 197(10):1333—41.
Epub 1990/11/15. PMID: 2176197.

Stratakis CA, Rennert OM. Congenital adrenal hyperplasia: molecular genetics and alternative
approaches to treatment. Crit Rev Clin Lab Sci. 1999; 36(4):329-63. Epub 1999/09/16. https://doi.org/
10.1080/10408369991239222 PMID: 10486704.

PLOS ONE | https://doi.org/10.1371/journal.pone.0186469 October 24, 2017 11/14


https://doi.org/10.1016/j.stem.2009.06.004
http://www.ncbi.nlm.nih.gov/pubmed/19664980
https://doi.org/10.1016/j.cell.2010.11.049
http://www.ncbi.nlm.nih.gov/pubmed/21215372
https://doi.org/10.1046/j.1523-1747.2002.01842.x
https://doi.org/10.1046/j.1523-1747.2002.01842.x
http://www.ncbi.nlm.nih.gov/pubmed/12230507
https://doi.org/10.1038/jid.2009.66
https://doi.org/10.1038/jid.2009.66
http://www.ncbi.nlm.nih.gov/pubmed/19340011
https://doi.org/10.1101/cshperspect.a015206
http://www.ncbi.nlm.nih.gov/pubmed/24384814
https://doi.org/10.1002/bies.201300166
https://doi.org/10.1002/bies.201300166
http://www.ncbi.nlm.nih.gov/pubmed/24665045
https://doi.org/10.1016/j.jdermsci.2012.02.007
https://doi.org/10.1016/j.jdermsci.2012.02.007
http://www.ncbi.nlm.nih.gov/pubmed/22391240
https://doi.org/10.1016/j.jmb.2015.07.009
https://doi.org/10.1016/j.jmb.2015.07.009
http://www.ncbi.nlm.nih.gov/pubmed/26196442
https://doi.org/10.1016/j.semcdb.2012.08.003
http://www.ncbi.nlm.nih.gov/pubmed/22939761
http://www.ncbi.nlm.nih.gov/pubmed/15881999
http://www.ncbi.nlm.nih.gov/pubmed/17384290
https://doi.org/10.1080/10495390701547461
http://www.ncbi.nlm.nih.gov/pubmed/17934903
http://www.ncbi.nlm.nih.gov/pubmed/18660523
http://www.ncbi.nlm.nih.gov/pubmed/2176197
https://doi.org/10.1080/10408369991239222
https://doi.org/10.1080/10408369991239222
http://www.ncbi.nlm.nih.gov/pubmed/10486704
https://doi.org/10.1371/journal.pone.0186469

@° PLOS | ONE

Gene deregulation in alopecia X

18.

19.

20.

21.

22,

23.

24,

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

Takada K, Kitamura H, Takiguchi M, Saito M, Hashimoto A. Cloning of canine 21-hydroxylase gene and
its polymorphic analysis as a candidate gene for congenital adrenal hyperplasia-like syndrome in Pom-
eranians. Res Vet Sci. 2002; 73(2):159-63. Epub 2002/09/03. PMID: 12204635.

Muntener T, Schuepbach-Regula G, Frank L, Rufenacht S, Welle MM. Canine noninflammatory alope-
cia: a comprehensive evaluation of common and distinguishing histological characteristics. Vet Derma-
tol. 2012; 23(3):206—e44. Epub 2012/05/12. https://doi.org/10.1111/j.1365-3164.2012.01049.x PMID:
22575019.

Dobin A. Davis CA, Schlesinger F, Drenkow J, Zaleski C, Jha S, et al. STAR: ultrafast universal RNA-
seq aligner. Bioinformatics. 2013; 29(1):15-21. https://doi.org/10.1093/bioinformatics/bts635 PMID:
23104886

Anders S, Pyl P, Huber W. HTSeg—a Python framework to work with high-throughput sequencing
data. Bioinformatics. 2015; 31(2):166-9. https://doi.org/10.1093/bioinformatics/btu638 PMID:
25260700

Love MI, Huber W, A S. Moderated estimation of fold change and dispersion for RNA-seq data with
DESeq2. Genome Biol. 2014; 15(12):550. Epub 05.12.2014. https://doi.org/10.1186/s13059-014-0550-
8 PMID: 25516281

Ekins S., Nikolsky Y., Bugrim EK A., Nikolskaya T.. Pathway mapping tools for analysis of high content
data. Methods in Molecular Biology. 2007; 356:319-50. PMID: 16988414

Mi H, Huang X, Muruganujan A, Tang H, Mills C, Kang D, et al. PANTHER version 11: expanded anno-
tation data from Gene Ontology and Reactome pathways, and data analysis tool enhancements.
Nucleic Acids Res. 2017; 45(D1):D183-D9. https://doi.org/10.1093/nar/gkw1138 PMID: 27899595

Arwert EN, Hoste E, Watt FM. Epithelial stem cells, wound healing and cancer. Nat Rev Cancer. 2012;
12(3):170-80. Epub 2012/03/01. https://doi.org/10.1038/nrc3217 PMID: 22362215.

Purba TS, Haslam IS, Poblet E, Jimenez F, Gandarillas A, Izeta A, et al. Human epithelial hair follicle
stem cells and their progeny: current state of knowledge, the widening gap in translational research and
future challenges. BioEssays: news and reviews in molecular, cellular and developmental biology.
2014; 36(5):513-25. Epub 2014/03/26. https://doi.org/10.1002/bies.201300166 PMID: 24665045.

Purba TS, Haslam IS, Shahmalak A, Bhogal RK, Paus R. Mapping the expression of epithelial hair folli-
cle stem cell-related transcription factors LHX2 and SOX9 in the human hair follicle. Exp Dermatol.
2015; 24(6):462—7. Epub 2015/03/27. https://doi.org/10.1111/exd.12700 PMID: 25808706.

Solanas G, Benitah SA. Regenerating the skin: a task for the heterogeneous stem cell pool and sur-
rounding niche. Nat Rev Mol Cell Biol. 2013; 14(11):737-48. Epub 2013/09/26. https://doi.org/10.1038/
nrm3675 PMID: 24064540.

Gerhards NM, Sayar BS, Origgi FC, Galichet A, Muller EJ, Welle MM, et al. Stem Cell-Associated
Marker Expression in Canine Hair Follicles. J Histochem Cytochem. 2016; 64(3):190—204. Epub 2016/
01/08. https://doi.org/10.1369/0022155415627679 PMID: 26739040

DasGupta R, Fuchs E. Multiple roles for activated LEF/TCF transcription complexes during hair follicle
development and differentiation. Development. 1999; 126(20):4557—68. Epub 1999/09/28. PMID:
10498690.

Myung PS, Takeo M, Ito M, Atit RP. Epithelial Wnt ligand secretion is required for adult hair follicle
growth and regeneration. J Invest Dermatol. 2013; 133(1):31—41. Epub 2012/07/20. https://doi.org/10.
1038/jid.2012.230 PMID: 22810306.

Lei MX, Chuong CM, Widelitz RB. Tuning Wnt signals for more or fewer hairs. The Journal of investiga-
tive dermatology. 2013; 133(1):7-9. Epub 2013/01/10. https://doi.org/10.1038/jid.2012.446 PMID:
23299447.

Hsu YC, Li L, Fuchs E. Transit-amplifying cells orchestrate stem cell activity and tissue regeneration.
Cell. 2014; 157(4):935-49. Epub 2014/05/13. https://doi.org/10.1016/j.cell.2014.02.057 PMID:
24813615.

Kim BK, Yoon SK. Hairless down-regulates expression of Msx2 and its related target genes in hair folli-
cles. J Dermatol Sci. 2013; 71(3):203-9. Epub 2013/05/25. https://doi.org/10.1016/j.jdermsci.2013.04.
019 PMID: 23702391.

McNeill H, Woodgett JR. When pathways collide: collaboration and connivance among signalling pro-
teins in development. Nature reviews Molecular cell biology. 2010; 11(6):404—13. Epub 2010/05/13.
https://doi.org/10.1038/nrm2902 PMID: 20461097.

LiN, Liu S., Zhang H.-S., Deng Z.-L., Zhao H.-S., Zhao Q., et al. Exogenous R-Spondin1 Induces Pre-
cocious Telogen-to-Anagen Transition in Mouse Hair Follicles. International Journal of Molecular Sci-
ences 2016; 17(4):582. https://doi.org/10.3390/ijms17040582 PMID: 27104524

Kawano Y, Kypta R. Secreted antagonists of the Wnt signalling pathway. J Cell Sci. 2003; 116(Pt
13):2627-34. Epub 2003/05/31. https://doi.org/10.1242/jcs.00623 PMID: 12775774.

PLOS ONE | https://doi.org/10.1371/journal.pone.0186469 October 24, 2017 12/14


http://www.ncbi.nlm.nih.gov/pubmed/12204635
https://doi.org/10.1111/j.1365-3164.2012.01049.x
http://www.ncbi.nlm.nih.gov/pubmed/22575019
https://doi.org/10.1093/bioinformatics/bts635
http://www.ncbi.nlm.nih.gov/pubmed/23104886
https://doi.org/10.1093/bioinformatics/btu638
http://www.ncbi.nlm.nih.gov/pubmed/25260700
https://doi.org/10.1186/s13059-014-0550-8
https://doi.org/10.1186/s13059-014-0550-8
http://www.ncbi.nlm.nih.gov/pubmed/25516281
http://www.ncbi.nlm.nih.gov/pubmed/16988414
https://doi.org/10.1093/nar/gkw1138
http://www.ncbi.nlm.nih.gov/pubmed/27899595
https://doi.org/10.1038/nrc3217
http://www.ncbi.nlm.nih.gov/pubmed/22362215
https://doi.org/10.1002/bies.201300166
http://www.ncbi.nlm.nih.gov/pubmed/24665045
https://doi.org/10.1111/exd.12700
http://www.ncbi.nlm.nih.gov/pubmed/25808706
https://doi.org/10.1038/nrm3675
https://doi.org/10.1038/nrm3675
http://www.ncbi.nlm.nih.gov/pubmed/24064540
https://doi.org/10.1369/0022155415627679
http://www.ncbi.nlm.nih.gov/pubmed/26739040
http://www.ncbi.nlm.nih.gov/pubmed/10498690
https://doi.org/10.1038/jid.2012.230
https://doi.org/10.1038/jid.2012.230
http://www.ncbi.nlm.nih.gov/pubmed/22810306
https://doi.org/10.1038/jid.2012.446
http://www.ncbi.nlm.nih.gov/pubmed/23299447
https://doi.org/10.1016/j.cell.2014.02.057
http://www.ncbi.nlm.nih.gov/pubmed/24813615
https://doi.org/10.1016/j.jdermsci.2013.04.019
https://doi.org/10.1016/j.jdermsci.2013.04.019
http://www.ncbi.nlm.nih.gov/pubmed/23702391
https://doi.org/10.1038/nrm2902
http://www.ncbi.nlm.nih.gov/pubmed/20461097
https://doi.org/10.3390/ijms17040582
http://www.ncbi.nlm.nih.gov/pubmed/27104524
https://doi.org/10.1242/jcs.00623
http://www.ncbi.nlm.nih.gov/pubmed/12775774
https://doi.org/10.1371/journal.pone.0186469

@° PLOS | ONE

Gene deregulation in alopecia X

38.

39.

40.

41.

42,

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

Katoh I, Fukunishi N, Fujimuro M, Kasai H, Moriishi K, Hata R, et al. Repression of Wnt/beta-catenin
response elements by p63 (TP63). Cell cycle (Georgetown, Tex. 2016; 15(5):699-710. Epub 2016/02/
19. https://doi.org/10.1080/15384101.2016.1148837 PMID: 26890356.

Oro AE, Higgins K. Hair cycle regulation of Hedgehog signal reception. Developmental biology. 2003;
255(2):238-48. Epub 2003/03/22. PMID: 12648487.

Dlugosz A. The Hedgehog and the hair follicle: a growing relationship. J Clin Invest. 1999; 104(7):851—
3. Epub 1999/10/08. https://doi.org/10.1172/JCI8416 PMID: 10510325.

Sato N, Leopold PL, Crystal RG. Induction of the hair growth phase in postnatal mice by localized tran-
sient expression of Sonic hedgehog. J Clin Invest. 1999; 104(7):855-64. Epub 1999/10/08. https://doi.
org/10.1172/JCI7691 PMID: 10510326.

Zhang J, He XC, Tong WG, Johnson T, Wiedemann LM, Mishina Y, et al. Bone morphogenetic protein
signaling inhibits hair follicle anagen induction by restricting epithelial stem/progenitor cell activation and
expansion. Stem cells (Dayton, Ohio). 2006; 24(12):2826—39. Epub 2006/09/09. https://doi.org/10.
1634/stemcells.2005-0544 PMID: 16960130.

Plikus MV, Mayer JA, de la Cruz D, Baker RE, Maini PK, Maxson R, et al. Cyclic dermal BMP signalling
regulates stem cell activation during hair regeneration. Nature. 2008; 451(7176):340—-4. https://doi.org/
10.1038/nature06457 PMID: 18202659.

Horsley V, Aliprantis AO, Polak L, Glimcher LH, Fuchs E. NFATc1 balances quiescence and prolifera-
tion of skin stem cells. Cell. 2008; 132(2):299-310. Epub 2008/02/05. https://doi.org/10.1016/j.cell.
2007.11.047 PMID: 18243104.

Rishikaysh P, Dev K, Diaz D, Qureshi WM, Filip S, Mokry J. Signaling involved in hair follicle morpho-
genesis and development. Int J Mol Sci. 2014; 15(1):1647-70. Epub 2014/01/24. https://doi.org/10.
3390/ijms15011647 PMID: 24451143.

Keyes BE, Segal JP, Heller E, Lien WH, Chang CY, Guo X, et al. Nfatc1 orchestrates aging in hair folli-
cle stem cells. Proceedings of the National Academy of Sciences of the United States of America. 2013;
110(51):E4950-9. Epub 2013/11/28. https://doi.org/10.1073/pnas.1320301110 PMID: 24282298.

Garza LA, Yang CC, Zhao T, Blatt HB, Lee M, He H, et al. Bald scalp in men with androgenetic alopecia
retains hair follicle stem cells but lacks CD200-rich and CD34-positive hair follicle progenitor cells. J Clin
Invest. 2011; 121(2):613-22. Epub 2011/01/06. https://doi.org/10.1172/JCI44478 PMID: 21206086.

Frank LA. Oestrogen receptor antagonist and hair regrowth in dogs with hair cycle arrest (alopecia X).
Vet Dermatol. 2007; 18(1):63—6. Epub 2007/01/16. https://doi.org/10.1111/j.1365-3164.2007.00559.x
PMID: 17222244,

Frank LA, Donnell RL, Kania SA. Oestrogen receptor evaluation in Pomeranian dogs with hair cycle
arrest (alopecia X) on melatonin supplementation. Vet Dermatol. 2006; 17(4):252—8. https://doi.org/10.
1111/j.1365-3164.2006.00520.x PMID: 16827668.

Albanese F, Malerba E, Abramo F, Miragliotta V, Fracassi F. Deslorelin for the treatment of hair cycle
arrest in intact male dogs. Vet Dermatol. 2014; 25(6):519-22, e87-8. Epub 2014/07/30. https://doi.org/
10.1111/vde.12148 PMID: 25066263.

Frank LA, Hnilica KA, Oliver JW. Adrenal steroid hormone concentrations in dogs with hair cycle arrest
(Alopecia X) before and during treatment with melatonin and mitotane. Vet Dermatol. 2004; 15(5):278—
84. Epub 2004/10/27. https://doi.org/10.1111/j.1365-3164.2004.00372.x PMID: 15500479.

Frank LA, Mullins R, Rohrbach BW. Variability of estradiol concentration in normal dogs. Vet Dermatol.
2010; 21(5):490-3. Epub 2010/05/12. https://doi.org/10.1111/j.1365-3164.2010.00896.x PMID:
20456717.

Slominski A, Zbytek B, Nikolakis G, Manna PR, Skobowiat C, Zmijewski M, et al. Steroidogenesis in the
skin: implications for local immune functions. J Steroid Biochem Mol Biol. 2013; 137:107-23. Epub
2013/02/26. https://doi.org/10.1016/j.jsbmb.2013.02.006 PMID: 23435015.

Nikolakis G, Stratakis CA, Kanaki T, Slominski A, Zouboulis CC. Skin steroidogenesis in health and dis-
ease. Rev Endocr Metab Disord. 2016; 17(3):247-58. Epub 2016/10/21. https://doi.org/10.1007/
s11154-016-9390-z PMID: 27761789.

Slominski AT, Zmijewski MA, Skobowiat C, Zbytek B, Slominski RM, Steketee JD. Sensing the environ-

ment: regulation of local and global homeostasis by the skin’s neuroendocrine system. Adv Anat
Embryol Cell Biol. 2012; 212:v, vii, 1-115. Epub 2012/08/17. PMID: 22894052.

Zouboulis CC. The skin as an endocrine organ. Dermatoendocrinol. 2009; 1(5):250-2. Epub 2010/09/
03. PMID: 20808511.

Hu HM, Zhang SB, Lei XH, Deng ZL, Guo WX, Qiu ZF, et al. Estrogen leads to reversible hair cycle
retardation through inducing premature catagen and maintaining telogen. PLoS One. 2012; 7(7):
e40124. Epub 2012/07/14. https://doi.org/10.1371/journal.pone.0040124 PMID: 22792225.

PLOS ONE | https://doi.org/10.1371/journal.pone.0186469 October 24, 2017 13/14


https://doi.org/10.1080/15384101.2016.1148837
http://www.ncbi.nlm.nih.gov/pubmed/26890356
http://www.ncbi.nlm.nih.gov/pubmed/12648487
https://doi.org/10.1172/JCI8416
http://www.ncbi.nlm.nih.gov/pubmed/10510325
https://doi.org/10.1172/JCI7691
https://doi.org/10.1172/JCI7691
http://www.ncbi.nlm.nih.gov/pubmed/10510326
https://doi.org/10.1634/stemcells.2005-0544
https://doi.org/10.1634/stemcells.2005-0544
http://www.ncbi.nlm.nih.gov/pubmed/16960130
https://doi.org/10.1038/nature06457
https://doi.org/10.1038/nature06457
http://www.ncbi.nlm.nih.gov/pubmed/18202659
https://doi.org/10.1016/j.cell.2007.11.047
https://doi.org/10.1016/j.cell.2007.11.047
http://www.ncbi.nlm.nih.gov/pubmed/18243104
https://doi.org/10.3390/ijms15011647
https://doi.org/10.3390/ijms15011647
http://www.ncbi.nlm.nih.gov/pubmed/24451143
https://doi.org/10.1073/pnas.1320301110
http://www.ncbi.nlm.nih.gov/pubmed/24282298
https://doi.org/10.1172/JCI44478
http://www.ncbi.nlm.nih.gov/pubmed/21206086
https://doi.org/10.1111/j.1365-3164.2007.00559.x
http://www.ncbi.nlm.nih.gov/pubmed/17222244
https://doi.org/10.1111/j.1365-3164.2006.00520.x
https://doi.org/10.1111/j.1365-3164.2006.00520.x
http://www.ncbi.nlm.nih.gov/pubmed/16827668
https://doi.org/10.1111/vde.12148
https://doi.org/10.1111/vde.12148
http://www.ncbi.nlm.nih.gov/pubmed/25066263
https://doi.org/10.1111/j.1365-3164.2004.00372.x
http://www.ncbi.nlm.nih.gov/pubmed/15500479
https://doi.org/10.1111/j.1365-3164.2010.00896.x
http://www.ncbi.nlm.nih.gov/pubmed/20456717
https://doi.org/10.1016/j.jsbmb.2013.02.006
http://www.ncbi.nlm.nih.gov/pubmed/23435015
https://doi.org/10.1007/s11154-016-9390-z
https://doi.org/10.1007/s11154-016-9390-z
http://www.ncbi.nlm.nih.gov/pubmed/27761789
http://www.ncbi.nlm.nih.gov/pubmed/22894052
http://www.ncbi.nlm.nih.gov/pubmed/20808511
https://doi.org/10.1371/journal.pone.0040124
http://www.ncbi.nlm.nih.gov/pubmed/22792225
https://doi.org/10.1371/journal.pone.0186469

@° PLOS | ONE

Gene deregulation in alopecia X

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

Ohnemus U, Uenalan M, Inzunza J, Gustafsson JA, Paus R. The hair follicle as an estrogen target and
source. Endocr Rev. 2006; 27(6):677—706. Epub 2006/08/01. https://doi.org/10.1210/er.2006-0020
PMID: 16877675.

Sivik T, Vikingsson S, Green H, Jansson A. Expression patterns of 17beta-hydroxysteroid dehydroge-
nase 14 in human tissues. Horm Metab Res. 2012; 44(13):949-56. Epub 2012/08/07. https://doi.org/
10.1055/s-0032-1321815 PMID: 22864907.

Gruber CJ, Tschugguel W, Schneeberger C, Huber JC. Production and actions of estrogens. The New
England journal of medicine. 2002; 346(5):340-52. Epub 2002/02/01. https://doi.org/10.1056/
NEJMra000471 PMID: 11821512.

Hong SH, Lee JE, An SM, Shin YY, Hwang DY, Yang SY, et al. Effect of Vitamin D3 on Biosynthesis of
Estrogen in Porcine Granulosa Cells via Modulation of Steroidogenic Enzymes. Toxicol Res. 2017; 33
(1):49-54. Epub 2017/01/31. https://doi.org/10.5487/TR.2017.33.1.049 PMID: 28133513.

Bikle DD. Vitamin D metabolism and function in the skin. Mol Cell Endocrinol. 2011; 347(1-2):80-9.
Epub 2011/06/15. https://doi.org/10.1016/j.mce.2011.05.017 PMID: 21664236.

Mediavilla MD, Sanchez-Barcelo EJ, Tan DX, Manchester L, Reiter RJ. Basic mechanisms involved in
the anti-cancer effects of melatonin. Curr Med Chem. 2010; 17(36):4462—81. Epub 2010/11/11. PMID:
21062257.

Fischer TW, Slominski A, Tobin DJ, Paus R. Melatonin and the hair follicle. J Pineal Res. 2008; 44
(1):1—15. Epub 2007/12/15. https://doi.org/10.1111/j.1600-079X.2007.00512.x PMID: 18078443.

Slominski RM RR, Schlabritz-Loutsevitch N, Ostrom RS, Slominski AT. Melatonin membrane receptors
in peripheral tissues: distribution and functions. Mol Cell Endocrinol. 2012; 351(2):152—66. https://doi.
org/10.1016/j.mce.2012.01.004 PMID: 22245784

Chottanapund S, Duursen MBMV, Navasumrit P, Hunsonti P, Timtavorn S, Ruchirawat M, et al. Anti-
aromatase effect of resveratrol and melatonin on hormonal positive breast cancer cells co-cultured with
breast adipose fibroblasts. Toxicology in Vitro. 2014; 28(7):1215-21. https://doi.org/10.1016/j.tiv.2014.
05.015 PMID: 24929094

Qin F, Zhang J, Zan L, Guo W, Wang J, Chen L, et al. Inhibitory effect of melatonin on testosterone syn-
thesis is mediated via GATA-4/SF-1 transcription factors. 2015; 31(5):638—46. https://doi.org/10.1016/j.
rbmo.2015.07.009 PMID: 26386639

Ashley P, Frank L, Schmeitzel LP, Oliver JW. The Effect of Oral Melatonin Administration on Sex Hor-
mone, Prolactin and Thyroid Hormone Concentrations in Adult Dogs. J Am Vet Med Assoc. 1999; 215.

Slominski A, Tobin DJ, Zmijewski MA, Wortsman J, Paus R. Melatonin in the skin: synthesis, metabo-
lism and functions. Trends in endocrinology and metabolism: TEM. 2008; 19(1):17—24. Epub 2007/12/
25, https://doi.org/10.1016/j.tem.2007.10.007 PMID: 18155917.

Ma X, Idle JR, Krausz KW, Gonzalez FJ. Metabolism of melatonin by human cytochromes p450. Drug
Metab Dispos. 2005; 33(4):489-94. Epub 2004/12/24. https://doi.org/10.1124/dmd.104.002410 PMID:
15616152.

Maharaj DS, Glass BD, Daya S. Melatonin: new places in therapy. Biosci Rep. 2007; 27(6):299-320.
Epub 2007/09/11. https://doi.org/10.1007/s10540-007-9052-1 PMID: 17828452.

Ansel L, Bolborea M, Bentsen AH, Klosen P, Mikkelsen JD, Simonneaux V. Differential regulation of
kiss1 expression by melatonin and gonadal hormones in male and female Syrian hamsters. J Biol
Rhythms. 2010; 25(2):81-91. Epub 2010/03/30. https://doi.org/10.1177/0748730410361918 PMID:
20348459.

Arck PC, Slominski A, Theoharides TC, Peters EM, Paus R. Neuroimmunology of stress: skin takes
center stage. The Journal of investigative dermatology. 2006; 126(8):1697—-704. Epub 2006/07/18.
https://doi.org/10.1038/sj.jid.5700104 PMID: 16845409.

Slominski A, Wortsman J. Neuroendocrinology of the skin. Endocr Rev. 2000; 21(5):457-87. Epub
2000/10/21. https://doi.org/10.1210/edrv.21.5.0410 PMID: 11041445.

Slominski A, Wortsman J, Tuckey RC, Paus R. Differential expression of HPA axis homolog in the skin.
Mol Cell Endocrinol. 2007;265-266:143-9. Epub 2007/01/02. hitps://doi.org/10.1016/j.mce.2006.12.
012 PMID: 17197073.

PLOS ONE | https://doi.org/10.1371/journal.pone.0186469 October 24, 2017 14/14


https://doi.org/10.1210/er.2006-0020
http://www.ncbi.nlm.nih.gov/pubmed/16877675
https://doi.org/10.1055/s-0032-1321815
https://doi.org/10.1055/s-0032-1321815
http://www.ncbi.nlm.nih.gov/pubmed/22864907
https://doi.org/10.1056/NEJMra000471
https://doi.org/10.1056/NEJMra000471
http://www.ncbi.nlm.nih.gov/pubmed/11821512
https://doi.org/10.5487/TR.2017.33.1.049
http://www.ncbi.nlm.nih.gov/pubmed/28133513
https://doi.org/10.1016/j.mce.2011.05.017
http://www.ncbi.nlm.nih.gov/pubmed/21664236
http://www.ncbi.nlm.nih.gov/pubmed/21062257
https://doi.org/10.1111/j.1600-079X.2007.00512.x
http://www.ncbi.nlm.nih.gov/pubmed/18078443
https://doi.org/10.1016/j.mce.2012.01.004
https://doi.org/10.1016/j.mce.2012.01.004
http://www.ncbi.nlm.nih.gov/pubmed/22245784
https://doi.org/10.1016/j.tiv.2014.05.015
https://doi.org/10.1016/j.tiv.2014.05.015
http://www.ncbi.nlm.nih.gov/pubmed/24929094
https://doi.org/10.1016/j.rbmo.2015.07.009
https://doi.org/10.1016/j.rbmo.2015.07.009
http://www.ncbi.nlm.nih.gov/pubmed/26386639
https://doi.org/10.1016/j.tem.2007.10.007
http://www.ncbi.nlm.nih.gov/pubmed/18155917
https://doi.org/10.1124/dmd.104.002410
http://www.ncbi.nlm.nih.gov/pubmed/15616152
https://doi.org/10.1007/s10540-007-9052-1
http://www.ncbi.nlm.nih.gov/pubmed/17828452
https://doi.org/10.1177/0748730410361918
http://www.ncbi.nlm.nih.gov/pubmed/20348459
https://doi.org/10.1038/sj.jid.5700104
http://www.ncbi.nlm.nih.gov/pubmed/16845409
https://doi.org/10.1210/edrv.21.5.0410
http://www.ncbi.nlm.nih.gov/pubmed/11041445
https://doi.org/10.1016/j.mce.2006.12.012
https://doi.org/10.1016/j.mce.2006.12.012
http://www.ncbi.nlm.nih.gov/pubmed/17197073
https://doi.org/10.1371/journal.pone.0186469

