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Abstract

UABS0 is an RXR selective agonist that has been shown to have potential cancer chemo-
preventive properties. Due to high efficacy and low toxicity, it is currently being evaluated in
human Phase | clinical trials by the National Cancer Institute. While UAB30 shows promise
as a low toxicity chemopreventive drug, the mechanism of its action is not well understood.
In this study, we investigated the effects of UAB30 on gene expression in human organoty-
pic skin raft cultures and mouse epidermis. The results of this study indicate that treatment
with UAB30 results in upregulation of genes responsible for the uptake and metabolism of
all-trans-retinol to all-trans-retinoic acid (ATRA), the natural agonist of RAR nuclear recep-
tors. Consistent with the increased expression of these genes, the steady-state levels of
ATRA are elevated in human skin rafts. In ultraviolet B (UVB) irradiated mouse skin, the
expression of ATRA target genes is found to be reduced. A reduced expression of ATRA
sensitive genes is also observed in epidermis of mouse models of UVB-induced squamous
cell carcinoma and basal cell carcinomas. However, treatment of mouse skin with UAB30
prior to UVB irradiation prevents the UVB-induced decrease in expression of some of the
ATRA-responsive genes. Considering its positive effects on ATRA signaling in the epider-
mis and its low toxicity, UAB30 could be used as a chemoprophylactic agent in the treat-
ment of non-melanoma skin cancer, particularly in organ transplant recipients and other
high risk populations.

Introduction

All-trans-retinoic acid (ATRA) is a highly potent derivative of vitamin A that is required for
virtually all essential physiological processes and functions because of its involvement in
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transcriptional regulation of over 530 different genes [1-3]. ATRA exerts its actions by serving
as an activating ligand of nuclear retinoic acid receptors (RARo-y (NR1B1-3)), which form
heterodimers with retinoid X receptors (RXRo-y (NR2B1-3)) [4]. In addition to RARs, RXRs
can heterodimerize with numerous other nuclear receptors, including vitamin D receptor
(VDR (NR1I1)), thyroid hormone receptor (TR (NR1A1-2)), liver X receptor (LXR (NR1H1-
2)), and peroxisome proliferator-activated receptor (PPAR (NR1C1-3)). In heterodimers with
permissive partners (e.g., PPAR and LXR), RXR can be activated by RXR agonists in the
absence of the ligand of the partner, and when both partners are activated, they act in an addi-
tive or synergistic manner. In contrast, in conditionally permissive RXR/RAR heterodimers,
RAR and RXR agonists together can have a greater effect on gene transcription than the RAR
agonist alone, but the ligand-dependent transcriptional activity of RXR appears “subordinated”
to the binding of ATRA to its RAR partner [5]; hence, the cellular levels of ATRA are critically
important for the activation of RXR/RAR signaling.

As reviewed in detail previously [6], the concentration of ATRA in the cells is tightly con-
trolled by the enzymes responsible for its biosynthesis and degradation. ATRA is produced
from all-trans-retinol in two oxidative steps: first, retinol is oxidized to retinaldehyde by retinol
dehydrogenases, and then retinaldehyde is oxidized to ATRA by retinaldehyde dehydrogenases
[6]. The first step is reversible and is controlled by the opposing activities of retinol dehydroge-
nase(s) and retinaldehyde reductase(s) [6]. A recent study demonstrated that the retinol dehy-
drogenase 10 (RDH10, SDR16C4) and the ATRA-inducible retinaldehyde reductase DHRS3
(dehydrogenase/reductase 3, SDR16C1) mutually activate each other [7], indicating that the
rate of ATRA biosynthesis is regulated via a sophisticated mechanism, possibly involving
RDH10/DHRS3 protein-protein interactions. The levels of ATRA are also controlled via
ATRA-inducible cytochrome P450 enzymes (e.g., CYP26A1 and CYP26B1), which inactivate
ATRA by hydroxylation [6].

The availability of retinol for ATRA biosynthesis is determined by the uptake and retention
of retinol in the cells. The uptake of retinol is believed to be mediated by “Stimulated by Reti-
noic Acid gene 6” (STRA6), a membrane receptor for plasma retinol binding protein 4 (RBP4)
(reviewed in [8]), which delivers retinol to peripheral tissues from liver. Lecithin:retinol acyl-
transferase (LRAT) converts retinol to its storage form, retinyl esters (reviewed in [9]), which
can be hydrolyzed back to retinol by retinyl ester hydrolases when needed. Thus far there is no
evidence that retinyl ester hydrolases are regulated by vitamin A status, even though ATRA
induces expression of both LRAT and STRAG6 genes [10, 11].

It is well established that disruption of normal ATRA signaling is associated with numerous
pathophysiological changes leading to carcinogenesis, impaired immune function, and meta-
bolic dysregulation [12-16]. Skin is one of the major targets of ATRA signaling [17], where it is
essential in the regulation of several aspects of skin cell proliferation, differentiation, apoptosis,
and epidermal barrier function. Alterations in retinoid metabolism, signaling and concentra-
tions have been observed in various dermatoses, such as psoriasis [18], ichthyosis [19], and in
atopic dermatitis [20]. Treatments with ATRA or synthetic RAR agonists appear to ameliorate
some of these conditions. For example, acitretin and tretinoin were shown to be effective for
the treatment of actinic keratoses and to delay the development of SCCs in patients with xero-
derma pigmentosum, a disease in which there is an inherited predisposition to ultraviolet-
induced cancer [21, 22]. Systemic retinoids have also exhibited a chemoprophylactic effect in
the treatment of non-melanoma skin cancer, particularly in organ transplant recipients and
other high risk populations [23-25]. Unfortunately, because these agents must be continued
indefinitely to maintain their protective benefits, the use of retinoids is limited due to their tera-
togenic potential and other intolerable adverse effects, including hypertriglyceridemia, muco-
cutaneous inflammation and hepatotoxicity.
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As an alternative approach, several laboratories developed retinoids that bind selectively to
the RXR component of RXR/RAR heterodimers (known as rexinoids). As summarized in sev-
eral review articles, the identity of endogenous RXR agonists remains controversial [26-28].
The first candidate for this role, a pan-agonist 9-cis-RA, was originally identified as endogenous
RXR ligand through the reverse endocrinology approach (reviewed in [29]). However; subse-
quent analysis showed that 9-cis-RA is detectable at physiologically relevant levels only in pan-
creas [30]. In brain, docosahexanoic acid was proposed to serve as the endogenous ligand for
RXR [31]. However, the physiological relevance of docosahexanoic acid has been questioned
considering its limited availability in unesterified form [32, 33]. In addition, phytanic acid has
been proposed but not yet proven to serve as endogenous RXR ligand in vivo [34, 35]. A recent
study identified 9-cis-13,14-dihydroretinoic acid as the endogenous agonist of RXRs based on
reduced RXR signaling in RBP1-null mice, which had decreased levels of 9-cis-13,14-dihydrore-
tinoic acid in serum, liver, and brain [36]. In support of physiological relevance of 9-cis-
13,14-dihydroretinoic acid as the RXR ligand, supplementation with this compound improved
memory performance of Rbp1”~ mice. Another recent study showed that B-apo-13-carotenone,
an eccentric cleavage product of B-carotene, antagonized the activation of RXRa. by 9-cis-RA by
inducing the formation of the "transcriptionally silent" RXRo. tetramer [37]. Linoleic and linole-
nic acids have also been described as potential endogenous ligands of RXR [38]. While the con-
sensus on what constitutes the physiologically relevant endogenous RXR ligand(s) is currently
lacking, it is clear that synthetic RXR agonists have a pharmacological value [39].

The RXR-selective agonist, bexarotene (Targretin) (Fig 1), is approved clinically for the
treatment of cutaneous T-cell lymphoma [40] and has demonstrated clinical efficacy in treat-
ment/prevention of non-small-cell lung cancer [41, 42].

Human phase 1 trials revealed that bexarotene is better tolerated than ATRA and 9-cis-RA.
However, oral use of bexarotene elevates serum triglycerides to a similar extent as observed for
other clinically used retinoids (e.g., ATRA). This side effect is a major concern in the chronic,
oral administration of these agents to a high-risk but otherwise healthy population [43, 46].

Previously we designed selective RXR agonists that were shown to be effective as inhibitors
of mammary cancer formation but with lower toxicity than bexarotene [43, 47, 48]. One of
these analogs (UAB30) did not increase serum triglycerides in rodents [43] and humans [46],
but was nevertheless effective in preventing mammary cancers in rats. Like 9-cis-RA and bexar-
otene, UAB30 binds to human RXRa ligand binding domain in an L-shaped geometry, and
binding of these agonists causes a nearly identical set of conformational changes on the ligand
binding domain of human RXRa to recruit a coactivator peptide to the surface of the domain
[49, 50]. While UAB30 clearly shows promise as a low-toxicity chemopreventive drug, the
mechanism of UAB30 action at the molecular level is poorly understood. In this study, we
investigated the biological effects of UAB30 on growth and differentiation of human keratino-
cytes using a model of human organotypic epidermis, and also examined the effects of UAB30
on gene expression in mouse skin from animals pre-treated with UAB30 before UVB irradia-
tion. The results of this study provide evidence that the RXR specific rexinoid UAB30 acts by
increasing levels of ATRA and, as a consequence, upregulates ATRA-responsive genes neces-
sary for epidermal homeostasis.

Materials and Methods

1. Preparation of organotypic skin rafts and treatment with UAB30 or
bexarotene

Neonatal foreskins were obtained from the Newborn Nursery of the University of Alabama at
Birmingham Hospital in compliance with University of Alabama at Birmingham Institutional
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Fig 1. Chemical structures of RXR and RAR ligands. K, values for 9-cis-RA and UAB30 are from Grubbs et al. [43] and for Targretin (Bexarotene) from
Desphande et al. [44]. EC5q values are from Atigadda et al. [45].

doi:10.1371/journal.pone.0153556.g001

Review Board (IRB) regulations. As determined by the institutional IRB, the use of discarded
unidentifiable foreskin tissue met the requirements for an exemption from IRB approval.
Epidermal raft cultures were prepared as described previously [51]. Briefly, primary human
keratinocytes (PHKSs) were isolated from freshly collected neonatal foreskins and cultured in
Dermalife calcium-free medium (Lifeline Cell Technology, Walkersville, MD). PHKs were
seeded onto a dermal equivalent consisting of collagen with embedded Swiss 3T3 ]2 fibroblasts.
After 3 days, skin equivalents were lifted onto stainless steel grids and cultured at the medium-
air interface using raft culture medium prepared from Dulbecco's modified Eagle's medium,
Ham's F12 medium, and bovine fetal serum, which was supplemented with cholera toxin, insu-
lin, apo-transferrin, hydrocortisone-21, and human epidermal growth factor as described pre-
viously [51]. The raft culture medium was supplemented with either 2 uM UAB30 or 2 uM
bexarotene (added as an ethanolic solution), as indicated, and applied from the day the skin
equivalents were lifted onto the grids until harvest. The raft cultures were allowed to stratify
and differentiate for 11 days, whereupon they were harvested for analysis.

To analyze changes in gene expression in response to retinol or ATRA, the fully grown skin
rafts were incubated overnight with either 2 uM all-trans-retinol, 0.1 uM RA, or vehicle sup-
plied in culture medium. Each treatment group included four rafts. Gene expression in skin
rafts was analyzed by qPCR [51].
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2. Detection of ATRA in skin rafts

Aliquots from a concentrated solution of UAB30 in DMSO (50 mM) were added to the culture
medium to achieve a final concentration of 2 uM. The culture medium was replaced every
other day, and supplemented with fresh UAB30. Medium for the control samples was supple-
mented only with DMSO. After harvesting, epidermis of raft cultures was peeled of underlying
collagen beds. UAB30-treated or DMSO-treated cultures were pooled into three samples con-
taining five rafts each, and retinoids were extracted essentially as described in [52]. Each sample
was homogenized in 0.5 mL of ice-cold phosphate-buffered saline (PBS) in the dark, trans-
ferred to siliconized glass tube, and mixed with 0.5 mL of ethanol containing 0.025 M potas-
sium hydroxide. Non-polar retinoids were extracted with 2 mL of hexane, organic phase was
dried under the stream of nitrogen, reconstituted in 50 uL of hexane:acetonitrile (70:30), and
analyzed by reverse phase HPLC as described before [52]. The remaining aqueous phase was
acidified by the addition of 45 pL of 4 M hydrochloric acid, and polar retinoids (including
ATRA and UAB30) were extracted with another 2 mL of hexane. The extract was dried and
reconstituted in 400 pL of acetonitrile.

LC-MS-MS analysis of ATRA in tissue samples was carried out essentially as described
before [53] with several modifications. To quantify the concentration of ATRA or UAB30 pres-
ent in the dried extracts, 50-pL aliquots were injected into a Shimadzu LC-10AD HPLC (includ-
ing a degasser) coupled to an Applied Biosystems 4000 Q Trap mass spectrometer. The column
used for all analyses was a SUPELCOSIL ABZ PLUS (10 cm x 2.1 mm, 3 um). Mobile phase A
containing 40% acetonitrile, 30% methanol, and 30% ultra-pure water was mixed with mobile
phase B containing 55% acetonitrile, 30% methanol, and 15% ultra-pure water using a gradient
program. Each mobile phase contained 0.01% v/v of formic acid. The gradient program used for
mixing the mobile phases was: 0 to 5 min, 100% A to 100% B; 5 to 19 min, 100% B; 19 to 20
min, 100% B to 100% A; 20 to 30 min, 100% A. The flow rate of the mobile phase was kept con-
stant at 200 pL/min. The mass spectrometer was operated with an atmospheric pressure chemi-
cal ionization (APCI) source in multiple reaction monitoring controlled by the Analyst 1.4.2
software. The dwell time for ATRA and UAB30 was 40 ms. The conditions for optimum posi-
tive APCI detection were: curtain gas 10, nebulizer gas 3, collision gas 6, ion source 70, and tem-
perature 350°C.

Each sample was injected three times, and the average of three injections was used to esti-
mate its ATRA or UAB30 concentration. For ATRA, the 301 m/z was selected for in quadru-
pole 1 (Q1), and the 123 m/z ion fragment ions were quantified in quadrupole 3 (Q3). For
UAB30, the 295 m/z was selected for Q1, and the 165 m/z was selected for Q3. Prior to analysis
each peak was optimized for their declustering potential, entrance potential, collision energy,
and collision cell exit potential using the optimization subroutine in Analyst.

To quantitate ATRA levels, a calibration curve was run 0.0-1.6 pmol/50 uL. ATRA injection
(7 concentrations varying 2-fold) using 3 injections for each concentration. The total ion current
area (TIC) of the 123 m/z peak was fit to a linear equation to establish the calibration curve. The
TIC area of the 123 m/z peak was measured three times and averaged. The endogenous concen-
tration of ATRA in the samples was determined using the averaged peak area and the linear cali-
bration curve. The same method was used for UAB30 except the 165 m/z fragment peak was
used for the calibration curve and quantitation and a different range of concentrations was used
in construction of the calibration curve (0.0-1.0 pmol/50 uL UAB30 injection).

3. H&E staining

The rafts were fixed in 10% buffered formalin, and embedded in paraffin. Paraffin-embedded
skin rafts were cut into 5-pum sections, mounted on Superfrost/Plus slides (Fisher Scientific,
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Pittsburgh, PA), and then deparaffinized and processed for hematoxylin (Poly Scientific, Bay
Shore, NY) and eosin (Fisher Scientific) staining as described previously [35]. All sections

were analyzed at a 20xmagnification using Axiolmager A2 microscope equipped with an Axio-
Cam camera and AxioVision image capture software (Carl Zeiss Microlmaging, Inc., Thorn-
wood, NY).

4. QPCR analysis

For RNA extraction, epithelium was separated manually from the collagen bed and RNA was
double-extracted using TRIZOL reagent (Invitrogen, Carlsbad, CA) according to the manufac-
turer’s instructions. Treatment by RQ1 RNase-free DNase (Promega, Madison, WI) at 37°C
for 30 min was performed between the two extractions. The concentration of extracted RNA
was determined using the Nanodrop ND-1000 spectrophotometer (Thermo Scientific). First-
strand cDNA was synthesized from 3.0 ug of total RNA with Superscript III first-strand syn-
thesis kit (Invitrogen, Carlsbad, CA) according to the manufacturer's protocol. First-strand
cDNA was synthesized from 3.0 pg of total RNA with Superscript III first-strand synthesis kit
(Invitrogen, Carlsbad, CA). Sequences of the primers are available upon request. Real-time
PCR analysis was conducted on Roche LightCycler® 480 detection system (Roche Diagnostics)
with SYBR Green as probe (LightCycler<i§”480 CYBR Green I Master, Roche, Indianapolis, IN).
Relative gene expression levels were calculated using the comparative CT method by normali-
zation to reference genes [54]. Three to four individual rafts were included in each gPCR
experiment. To evaluate the significance of differences in expression levels of each transcript
between control and drug-treated rafts, an unpaired ¢ test was performed, and the two-tailed p
value was determined using GraphPad InStat (version 3.00; GraphPad Software, San Diego,
California).

5. Animal studies

Ptch1""/SKH-1 hairless mice (6-8 weeks old) used in this study were generated by crossing
Ptch1*"/C57BL/6 mice (Jackson Laboratory, Bar Harbor, ME) with SKH-1 hairless mice
(Charles River Laboratories, Wilmington, MA) as described earlier [55]. The animals were
housed under standard conditions of a 12 h dark/12 h light cycle, temperature of 24+2°C and
relative humidity of 50+10%. Ptch1*"/SKH-1 hairless mice were treated with placebo or
UAB30 (40 mg/kg body weight; given orally twice a week one hour prior to UVB irradiation).
Mice were chronically irradiated with UVB (180 m]/ cm? twice weekly for 30 weeks) as
described earlier [55, 56]. The animal studies and specific procedures (APN 110208363)
described here were approved by the University of Alabama Institutional Animal Care and Use
Committee (IACUC). Mice were euthanized as per IACUC recommendations. Their dorsal
skin/tumors were harvested and banked for subsequent studies. Control skin was excised from
the age-matched mice receiving no treatment. For this study, we used banked skin/tumor tis-
sues from placebo or UAB30-treated mice.

Results

To evaluate the biological effects of UAB30 on growing and differentiating human keratino-
cytes, UAB30 was added to the culture medium at the onset of organotypic skin raft formation.
The rafts were grown in the presence of 0 to 10 uM UAB30 for 11 days. As PHKSs proliferated
and formed stratified epithelium, significant differences were noted in the appearance of rafts
treated with various doses of UAB30 compared to rafts treated with vehicle. To evaluate the
morphology of epidermis, rafts were sectioned and stained with H&E. This analysis revealed
that control rafts had a well-developed histological appearance with clearly visible spinous,

PLOS ONE | DOI:10.1371/journal.pone.0153556  April 14,2016 6/22



@’PLOS ‘ ONE

Rexinoid UAB30 Elevates Skin Retinoic Acid Levels

granular, and cornified layers (Fig 2A). In contrast, the granular layer in UAB30-treated rafts
was developed poorly, and the cornified layer was progressively lost with increasing concentra-
tions of UAB30 from 1 to 10 pM (Fig 2A). This pattern was strikingly similar to that observed
in skin rafts overexpressing Retinol Dehydrogenase 10 (RDH10) (Fig 2B) [51], suggesting that
treatment with UAB30 resulted in increased ATRA signaling through RXR/RAR heterodimers.

To obtain further evidence, we analyzed the expression levels of ATRA target genes in
UAB30-treated rafts using qPCR analysis. For reference, this experiment included treatments
of skin rafts with another RXR agonist, bexarotene, at the same concentration (2 uM) as
UAB30. Importantly, to exclude the inter-individual donor response variability, treatments
with UAB30 and bexarotene were conducted using the same batch of keratinocytes. QPCR
analysis revealed that: first, UAB30 indeed up-regulated the expression of several well-estab-
lished ATRA target genes (DHRS3, LRAT, STRA6); and second, that bexarotene upregulated
some of the same genes with a greater potency than UAB30 (Fig 3).

The sensitivity and response to ATRA generally varies from gene to gene. Our previous
study identified mucin 21 (MUC21I) and y-aminobutyric acid A receptor subunit 1 (GABRP) as
the strongest responders to ATRA in human skin raft culture [51]. Consistent with these previ-
ous observations and as an additional confirmation of enhanced ATRA signaling, MUC21 and
GABRP were the most up-regulated transcripts in UAB30- and bexarotene-treated skin rafts at
2 uM concentrations of each compound, followed by STRA6 (Fig 3).

To determine whether the effect of UAB30 on gene transcription was dose-dependent, we
treated skin rafts with three different concentrations of UAB30. Most of the ATRA-sensitive
genes tested in this study required at least 1 uM UAB30 to respond, except for RARy, which
showed upregulation already at 0.1 uM UAB30 (S1 Fig). The expression of filaggrin in skin
rafts treated with 1 uM UAB30 was decreased by ~2-fold (S1 Fig), in agreement with the
reduced number of cornified layers (Fig 2). The expression of PPARa target genes (SREBPIc¢
and SREBP2) mediated by RXR/PPAR heterodimers was only weakly affected by 1 yM UAB30
treatment (S1 Fig), suggesting that, at least in human epidermis, the PPARa pathway was not a
major target of UAB30 action. Importantly, this experiment demonstrated that UAB30 dose-
dependently upregulated the expression of genes encoding enzymes responsible for the mainte-
nance of tissue levels of retinol and retinyl esters (LRAT, STRA6) and ATRA biosynthesis
(RDH10, DHRS3) (Fig 4).

To determine whether the UAB30-mediated increase in expression of retinoid metabolic
genes resulted in altered retinoid homeostasis, skin rafts were grown in media supplemented
with vehicle (DMSO) or 2 uM UAB30. Following extraction from skin rafts, retinol and retinyl
esters were separated and quantified by HPLC, whereas ATRA levels were measured by the
more sensitive LC-MS-MS detection method. HPLC analysis showed that treatment with
UAB30 resulted in a ~4-fold increase in retinyl esters in UAB30-treated rafts (218 + 34 pmol/g
wet weight), relative to rafts treated with DMSO (55 + 16 pmol/g wet weight) (Fig 5). The sig-
nificant increase in retinyl esters was in agreement with the observed upregulation of STRA6
and LRAT expression.

To determine the background levels of ATRA in control DMSO-treated skin rafts, ATRA
was measured using the LC-MS-MS method in three pooled samples each containing five rafts.
Each sample was injected three times. The mass spectrum of the fragments from Q3 was exam-
ined for the presence of the 123 m/z fragment peak, which is the most intense daughter peak
from ATRA fragmentation of the 301 m/z parent ion peak. The limit of quantitation (LOQ)
was defined by a peak with a height 2 times the signal-to-noise. From nine injections of these
samples, the 123 m/z peak was not detectable in eight of the total ion count (TIC) chromato-
grams; for one injection, the 123 m/z peak was detectable at a level below the LOQ. Based on
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Fig 2. H&E staining of skin rafts treated with UAB30. A, Human organotypic skin raft cultures were grown in the presence of 0—10 pM UAB30. B, Primary
neonatal keratinocytes (PHKs) were infected with Moloney murine leukemia retroviral vector pBabe puro expressing RDH10 and selected with 1.5 pg/ml
puromycin for 2 days as described previously [51]. Retrovirus-transduced PHKs were cultured at the medium-air interface to produce RDH10 transgenic
rafts. Differently colored brackets demarcate the layers of epidermis: cornified (red), granular (orange), spinous (purple), and basal (gray). Note the similarly
increased thickness of the basal layer (gray bracket) and reduced differentiation to cornified layer (red bracket) in rafts treated with 10 uM UAB30 as
compared with RDH10-overexpresing rafts.

doi:10.1371/journal.pone.0153556.9002
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Fig 3. QPCR analysis of gene expression in skin rafts treated with UAB30 or Bexarotene. Three
individual rafts were used for each treatment. QPCR analysis for each raft was done in triplicate. Data were
normalized per peptidylprolyl isomerase A (PPIA, cyclophilin A) and represent average + SEM. DHRS9,
dehydrogenase/reductase member 9 (SDR9C4); DHRS3, dehydrogenase/reductase member 3 (SDR16C1,
also known as retSDR1); RDH10, retinol dehydrogenase 10 (SDR16C4); RARYy, retinoic acid receptor y;
LRAT, lecithin retinol acyltransferase; STRAG, stimulated by retinoic acid gene 6; MUC21, mucin 21; GABRP,
y-aminobutyric acid (GABA) A receptor 1; FLG, filaggrin; CYP26B1, cytochrome P450 26B1; MCM?7,
minichromosome maintenance complex component 7; CRBP1, cellular retinol binding protein type 1. Symbol
* indicates statistically significant differences in expression of genes in UAB30-treated rafts versus vehicle-
treated rafts. Symbol # indicates the differences in expression of genes in bexarotene-treated rafts versus
UAB30-treated rafts. *and * indicate p values <0.05; ** and *# indicate p values <0.005.

doi:10.1371/journal.pone.0153556.9003

these measurements, we concluded that ATRA concentration in vehicle-treated skin raft sam-
ples was below the LOQ (samples DMSO-1-DMSO-3) (Table 1).

To determine the levels of ATRA in skin rafts treated with 2 uM UAB30, three pooled sam-
ples each containing five UAB30-treated rafts, were analyzed using the same LC-MS-MS
method. As before, each sample was injected three times. The mass spectrum of the fragments
from Q3 was examined for the presence of the 123 m/z fragment peak. For every injection, the
123 m/z peak was detectable above the LOQ in the TIC chromatograms. The TIC areas were
averaged and compared to the ATRA calibration curve. All UAB30-treated raft samples con-
tained detectable ATRA. Sample UAB30-1 had lesser amount of total tissue than samples
UAB30-2 and UAB30-3 (Table 1). The concentration of ATRA in UAB30-1 was at the LOQ
and was not used in further calculations of ATRA levels. In samples UAB30-2 and UAB30-3,
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Fig 4. QPCR analysis of gene expression in skin rafts treated with different doses of UAB30. QPCR
analysis was performed as described in Fig 3. Error bars represent mean + SEM of three independent rafts.
*p<0.05; **p<0.01.

doi:10.1371/journal.pone.0153556.g004

ATRA concentration reliably exceeded the LOQ (Table 1). An average of these two samples
gave an estimated 19.5 pmol/g (19.5 nM) of ATRA in UAB30-treated rafts. Thus, LC-MS-MS
analyses provided direct evidence that treatment with UAB30 resulted in a substantial increase
in epidermal ATRA levels relative to rafts treated with DMSO vehicle.

+ [
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% 100 | ]
|£ 50 i |
vehicle UAB30

Fig 5. HPLC analysis of retinyl esters in UAB30-treated skin rafts. Retinyl esters were extracted from
three samples each containing five pooled UAB30-treated or DMSO-treated skin rafts. Data represent
mean + SEM; **p<0.01.

doi:10.1371/journal.pone.0153556.g005
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Table 1. ATRA concentration in samples of skin rafts.

Sample

DMSO-1
DMSO-1
DMSO-1
UAB30-1
UAB30-1
UAB30-1

doi:10.1371/journal.pone.0153556.t001

Wet weight of the extracted tissue, mg ATRA concentration in tissue, pmol/g ATRA concentration in tissue, ng/g
88 Below LOQ Below LOQ

57 N.D.S. N.D.S.

75 N.D.S. N.D.S.

39 23 6.9

71 19 5.7

50 20 6.0

Each sample contained five pooled skin rafts, treated either with vehicle (DMSO) or with
2 uM UAB30. Extracted samples were reconstituted in 400 pL of acetonitrile. Fifty microliters
were injected onto the LC-MS-MS three times. The peak areas of the 123 m/z fragment from
three injections were averaged and compared to a standard curve of ATRA. The limit of
quantitation (LOQ) was defined by a peak with a height 2 times the signal-to-noise. When no
peak was observed above the baseline peak-to-peak noise, no detectable signal (N.D.S) is indi-
cated. When a peak was observed above peak-to-peak noise but below the LOQ, Below LOQ is
indicated.

To determine UAB30 levels in skin rafts, the 165 m/z peak was measured for each run. As
expected the 165 m/z peak was absent for each DMSO-treated raft and clearly present for each
UAB30-treated raft. Using external calibration method, we determined that, at 2 uM UAB30 in
culture medium, the actual concentration of UAB30 achieved in skin raft tissue was 1.3
+0.3 uM. This concentration is above the reported ECs, value (0.82 pM, Fig 1) for UAB30-me-
diated activation of RXRo as determined using a luciferase reporter system in the HEK293 cell
line transiently transfected with a Gal4 reporter construct containing the hRXRo.-LBD [45].

LRAT, STRAG6, and DHRS3 genes are well-established targets of ATRA signaling. However,
our finding that RDH10 expression was also upregulated in UAB30-treated rafts was unex-
pected. To determine whether RDHI0 is responsive to ATRA in human skin epidermis, we
supplemented skin raft culture medium with 2 uM retinol or 0.1 uM ATRA and examined the
levels of RDHI0 transcripts by qPCR. This analysis showed that both retinol and ATRA
induced the expression of RDH10 in human epidermis (Fig 6). Interestingly, RDH10 was also
induced by ATRA in HEK293 cells, but not in HepG2 cells (data not shown), suggesting that
the ATRA-mediated induction of RDH10 is cell-type specific. In contrast to RDHI0, the genes
encoding enzymes that function as retinaldehyde reductases when expressed in whole cells
(RDH11, RDH13, and RDH14) [6] were either downregulated or unchanged by the treatment
of human epidermis with ATRA or retinol. A decrease in the total cellular retinaldehyde reduc-
tase activity could further contribute to the elevated levels of ATRA and enhanced ATRA
signaling.

It has been reported that ATRA can bind not only to RARs but also to PPARGS, albeit with a
higher K, value than to RAR [57], and that the ratio between cellular retinoic acid binding pro-
tein type II (CRABP-II) and fatty acid binding protein type 5 (FABP5), the two carrier proteins
which deliver ATRA to RAR and PPARSY, respectively, controls the partitioning of ATRA [58].
Signaling through PPARS is important for maintenance of skin permeability-barrier integrity
[59, 60]. To explore whether the increased concentration of ATRA in UAB30-treated skin
rafts resulted in activation of PPARS signaling pathway, we examined the expression levels of
FABP5, PPARS, RARa, and several markers of permeability barrier such as alkaline ceramidase
1 (ACERI), serine protease inhibitor Kazal type-5 (SPINK5), and transglutaminase 2 (TGM2).
We used skin rafts prepared from two different batches of human keratinocytes, which were
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Fig 6. UAB30 dose-dependent induction of retinoid metabolic genes. QPCR analysis was performed as
described in Fig 3. Error bars represent mean + SEM of three independent rafts. *p<0.05; **p<0.01.

doi:10.1371/journal.pone.0153556.g006
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pooled from 2-3 individual donors. As shown in Fig 7, treatment with UAB30 resulted in little
or no change in the expression of RARa, whereas the transcript levels of PPARS, FABPS,
ACERI, and SPINKS5 were somewhat reduced in batch 1 of skin rafts but not in batch 2. The
expression of TGM2 was significantly reduced in skin rafts from both batches. At the same
time, STRAG6 transcript was consistently and strongly upregulated. These data argued against
the activation of PPARJ signaling in UAB30-treated skin rafts. The observed downregulation
of ACER1I and TGM2 was consistent with the decreased numbers of suprabasal differentiated
layers and the reduction in cornified layers in UAB30-treated skin rafts.

Solar ultraviolet B (UVB) radiation has been shown to induce inflammation, DNA damage,
P53 mutations and alterations in signaling pathways eventually leading to skin cancer. To
determine whether ATRA signaling is affected by UVB irradiation and carcinogenesis in
mouse models, we performed qPCR analysis of skin samples from UVB-irradiated mice and
from mouse models of UVB-induced squamous cell carcinoma (SCC) and basal cell carcinoma
(BCC). UVB irradiation caused a statistically significant decrease in expression of nine genes
out of eleven that were analyzed (Fig 8A). These included well-known ATRA target genes:
Dhrs3, Cyp26al, Cyp26bl, Rary, Rarf, Crabp2, and Stra6. Several of the same ATRA-sensitive
genes were downregulated in mouse models of UVB-induced SCC and BCC (Fig 8B and 8C).
Surprisingly, the mouse Lrat gene appeared to be upregulated by UVB irradiation, but did not
show significant changes in expression in SCC or BCC. Importantly, the transcript encoding
the mouse ortholog of RDH10, the enzyme that was shown to be primarily responsible for the
biosynthesis of ATRA in human epidermis [51], was downregulated in mouse epidermis by
UVB and in BCC, whereas in SCC it showed a tendency towards decreased expression.

To determine whether treatment with UAB30 could protect ATRA signaling from the
effects of UVB irradiation, we examined the levels of ATRA-sensitive transcripts in skin of
mice receiving topical treatment with UAB30-containing cream prior to their exposure to
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Fig 7. QPCR analysis of select RXR target genes in skin rafts treated with UAB30. QPCR analysis was
performed as described in Fig 3 using skin rafts prepared from two different batches (designated 1 and 2) of
skin keratinocytes each pooled from 2—3 donors. Error bars represent mean + SEM of three independent
rafts. ¥p<0.05; **p<0.005.

doi:10.1371/journal.pone.0153556.g007

UVB radiation (Fig 9). Control groups included mice receiving treatment with a vehicle and
mice receiving UVB exposure without UAB30 pre-treatment. Consistent with the results of the
previous experiment (Fig 8), UVB exposure led to a decreased expression of ATRA-sensitive
Dhrs3 (p =0.03), Stra6 (p = 0.02), and Cyp26b1 (p = 0.0005) (Fig 9, gray bars). However, this
decrease did not occur when the skin was pre-treated with UAB30 (Fig 9, black bars). In fact,
the expression of Stra6 gene was increased by UAB30 treatment by 2.8-fold relative to unex-
posed skin (p = 0.002). Remarkably, the mouse Lrat gene was again an exception, being upre-
gulated by UVB irradiation (Fig 9). Treatment with UAB30 appeared to prevent the UVB-
induced upregulation of Lrat. Due to limited number of samples (n = 3) several genes did not
show a statistically significant decrease in expression upon UVB irradiation; however, some of
these ATRA-sensitive genes were upregulated as a result of pre-treatment with UAB30 prior to
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Fig 8. Expression levels of ATRA target genes in UVB irradiated mouse skin and in mouse models of
UVB-induced SCC and BCC. A. UVB irradiation. B. SCC. C. BCC. QPCR analysis was performed as
described in Fig 3. Gene expression was normalized per the most stable gene in each model (Hprt for UVB;
Gapdh for SCC; actin for BCC). Normal mice, n = 13; UVB-irradiated, n = 13; SCC and BCC, n = 7. *p<0.05;
**p<0.005.

doi:10.1371/journal.pone.0153556.9008

PLOS ONE | DOI:10.1371/journal.pone.0153556  April 14,2016 14/22



el e
@ : PLOS ‘ ONE Rexinoid UAB30 Elevates Skin Retinoic Acid Levels

(] normal idid
B UVB-irradiated
6 — W UAB30-pretreated, UVB-irradiated

Fold difference
H
I

Zﬁﬁgﬂm*

© 1\
0“(9 @6“\ 6“0 0\; Q‘L @ad 009 @a(g’ \’(0\» O@b‘Q

Fig 9. QPCR analysis of gene expression in UVB-exposed mice pretreated with UAB30. The mRNA
from three individual animals was used for each condition. QPCR analysis for each mouse was performed in
triplicates. Data were normalized per Gapdh and represent average + SEM. Symbol * refers to expression of
genes in epidermis of control versus UVB-exposed mice. Symbol # refers to expression of genes in epidermis
of UVB-exposed mice versus UAB30-pretreated and UVB-exposed. *,*p <0.05; ** #p <0.01.

doi:10.1371/journal.pone.0153556.g009

UVB exposure when compared to unexposed controls (Gabrp, p = 0.01; Crabp2, p = 0.03).
These results suggested that, in both human and mouse skin epidermis, UAB30 acted to
enhance ATRA signaling and could protect ATRA-sensitive genes against UVB-induced
downregulation.

Discussion

RXR agonists can have pleiotropic effects on gene transcription because, in addition to RARs,
RXRs form heterodimers with numerous other nuclear transcription factors [6]. In livers of
rats, UAB30 was shown to activate genes associated with the aryl hydrocarbon (Ah) receptor,
but minimal changes were observed in genes responsive to RXR heterodimers [61]. The results
of this study suggest that, in human epidermis, UAB30 specifically targets the genes regulated
by RXR/RAR heterodimers.

One possible mechanism for upregulation of ATRA-sensitive genes by UAB30 is by enhanc-
ing the potency of cellular ATRA, because together RAR and RXR agonists can exert a greater
effect than ATRA alone [5]. However, our data indicate that, in addition to potential enhance-
ment of transcriptional activity of the available ATRA, treatment with UAB30 leads to an over-
all increase in the total levels of ATRA in the cells. As shown by LC-MS-MS analysis, the
concentration of ATRA in UAB-treated skin rafts is ~20 nM, whereas in DMSO-treated rafts
the ATRA concentration is below the limit of quantitation (<9 nM). These values agree well
with previous estimates of the ATRA concentration in the epidermal cells [62].

The increase in ATRA is consistent with the observed upregulation of RDH10, a highly
potent retinol dehydrogenase that contributes to ATRA biosynthesis in human epidermis [51].
Because RDH10 catalyzes the rate-limiting step, the oxidation of retinol to retinaldehyde, in
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the pathway of ATRA production, a ~2-fold increase in RDH10 expression levels induced by
1-2 uM UAB30 is likely to result in higher levels of ATRA. Furthermore, the upregulation of
RDHI0 is accompanied by the increased expression of retinol transporter STRA6 and LRAT,
the enzyme responsible for generation of storage forms of retinol, retinyl esters. Indeed, HPLC
analysis confirms that the upregulation of STRA6 and LRAT is translated into a 4-fold higher
levels of retinyl esters in skin rafts treated with UAB30 compared to vehicle (DMSO) treated
rafts. The larger pool of retinyl esters ensures that a stable supply of retinol is available to sup-
port the increased activity of RDH10 for conversion of retinol to ATRA.

Currently, very little is known about the factors that regulate the expression of RDH10, and
there seems to be a difference in the regulation of this gene among different species. For exam-
ple, in Xenopus laevis, rdh10 expression is suppressed by ATRA [63], but in chick, RDH10 is
not affected by the excess or absence of ATRA [64]. As shown in the present study, treatment
with either ATRA or retinol increases the level of RDH10 mRNA in human skin rafts. Thus, in
human epidermis, RDH10 expression appears to be regulated by the RXR/RAR heterodimers.
It is conceivable that UAB30 acts first by binding to RXR and potentiating the RXR/RAR-
mediated transcriptional activity of available ATRA, followed by further rise in cellular ATRA
as a result of the increased expression of RDH10, LRAT and STRAG.

Another group recently reported that topical application of selective RXR agonist LG268
from Ligand Pharmaceuticals increased ATRA levels in skin of mice and caused mild epider-
mal hyperproliferation [65]. ATRA concentration in murine skin after two weeks of topical
treatment with LG268 was 25 ng/g (83 pmol/g) compared to skin treated with acetone (2.5 ng/
g or 8.3 pmol/g). The authors speculated that the increase in ATRA was associated with the
2.4-fold upregulation of retinaldehyde dehydrogenase Aldhla2 (also known as Raldh2). Nota-
bly, the expression of Rdh10 in these experiments seemed to be downregulated by LG268
(0.66-fold), and by ATRA (0.7-fold). Somewhat contradictory to the effect of ATRA, RARy
agonist was found to upregulate Rdh10 expression (1.5-fold) in this study. In our skin raft
model, 1 uM UAB30 did not appear to induce human RALDH?2 expression, but RDH10
showed a reproducible increase in expression upon treatment with UAB30, and this increase
occurred in a dose-dependent manner. Considering that the retinol dehydrogenase activity
represents the rate-limiting step in ATRA biosynthesis, it seems befitting that the increase in
ATRA in human rafts correlated with the increase in RDH10 rather than RALDH2 expression.
However, the observed differences between mouse and human epidermis could be due to spe-
cies-specific factors.

ATRA is absolutely essential for the maintenance of healthy skin epithelium, but the
range of acceptable ATRA levels in the skin is remarkably narrow, and it is strictly controlled
[62, 66]. Concentrations that exceed the optimal range suppress differentiation and promote
hyperproliferation, while concentrations below this range lead to formation of orthokeratotic
epithelium [66]. It has been demonstrated that the topical retinoid signal is transduced by
RXRa/RARY heterodimers in suprabasal keratinocytes, which, in turn, stimulate prolifera-
tion of basal keratinocytes via a paracrine signal [67]. The increased thickness and the loss
of fully differentiated cornified layers observed in UAB30-treated rafts provide further
evidence for the increased levels of ATRA and enhanced signaling through RXRa/RARYy
heterodimers.

Numerous studies demonstrate that vitamin A deficiency leads to an increased development
of spontaneous and chemically induced tumors [68]. On the other hand, dietary vitamin A
supplementation appears to decrease chemically induced tumor incidence. ATRA prevents
tumor development by inhibition of proliferation [69-71], stimulation of differentiation [72],
induction of apoptosis [73, 74] or combinations of these mechanisms. Our study demonstrates
that the expression of ATRA sensitive genes is altered in UVB irradiated mouse skin and in
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mouse models of UVB-induced basal cell carcinoma and squamous cell carcinoma. These
observations suggest that exposure to UVB disrupts retinoid metabolism and impairs ATRA
signaling. The majority of ATRA sensitive genes are downregulated by UVB irradiation. How-
ever, the expression of Lrat in mouse UVB-exposed skin is upregulated. Previous studies have
shown that LRAT expression and activity is reduced in various cancer cell lines and cancer tis-
sues, including prostate, colorectal, breast, oral cavity, bladder, kidney and skin [75-79]. At the
same time, very high, ectopic LRAT expression in oral epithelial basal cells makes these cells
more sensitive to carcinogen induced tumorigenesis [80]. Thus, either too much or too little of
LRAT seems to be equally harmful. In this respect, the upregulation of LRAT in UVB-exposed
skin is consistent with reduced ATRA biosynthesis, because as reported previously, at high
expression levels, LRAT can compete with RDHI0 for retinol as substrate [81]. Interestingly,
the expression of Lrat in mouse UVB-irradiated skin is reduced by treatment with UAB30,
whereas the expression of Rdh10, Stra6 and several other ATRA sensitive genes tends to be
upregulated. Collectively, these data suggest that treatment with UAB30 normalizes the signal-
ing mediated by RXR/RAR heterodimers by correcting the levels of retinoid metabolic enzymes
and proteins that are altered by UVB irradiation.

Organ-transplant recipients are at a higher risk of developing UVB-induced non-melanoma
skin cancers, because of the drugs required to maintain their grafted tissue. These medications
suppress the host immune response that has evolved to protect against the growth and develop-
ment of non-melanoma skin cancers. They also promote epithelial-mesenchymal transition
by activating the TGF signal transduction pathway in epidermal keratinocytes [82-84]. As
shown in this study, bexarotene (Targretin), the only rexinoid approved by the FDA, induces
the same panel of ATRA-sensitive genes as UAB30, but with a greater potency. Unfortunately,
hyperlipidemia is one of the dose-limiting toxicities of bexarotene in humans. Genomic, prote-
omic and metabolomic studies indicate that bexarotene induces triglyceride synthesis by
hyper-stimulating transcription of genes under the control of the RXR/LXR heterodimer in rat
livers [61, 85-87].

UAB30 was shown to prevent mammary cancers in vivo and is currently being evaluated in
human Phase I clinical trials by the NCI. UAB30 also prevents the formation of squamous cell
carcinoma (SCC) in Kruppel-like factor 4 (KLF4) transgenic mouse model [88], and inhibits
tumor growth and increases survival in a murine neuroblastoma xenograft model [89]. The
results of this study provide the first evidence that pre-treatment of mouse skin with UAB30
prevents changes in ATRA signaling induced by UVB irradiation by upregulating the uptake
and conversion of retinol to ATRA. Extensive studies demonstrate that the effects of UAB30
are tissue-specific, and UAB30 does not act as an RXR agonist in liver [61]. Even though the
potency of UAB30 is about 4-fold less than that of bexarotene, the lack of lipid toxicity makes
it an attractive rexinoid for chronic administration to a high-risk population. Further studies
are necessary to fully understand the mechanism of UAB30 action in skin in order to develop
more potent and safe rexinoids.

Supporting Information

S1 Fig. QPCR analysis of gene expression in skin rafts treated with different doses of
UAB30. QPCR analysis was performed as described in Fig 3. Error bars represent mean + SEM
of three independent rafts. RARYy, retinoic acid receptor y; MUC, mucin 21; GABRP, y-amino-
butyric acid (GABA) A receptor m; FLG, filaggrin; SrebpIc, Srebp2, sterol regulatory element-
binding protein 1c and 2.*p<0.05; **p<0.01.

(PPTX)

PLOS ONE | DOI:10.1371/journal.pone.0153556  April 14,2016 17/22


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0153556.s001

@’PLOS ‘ ONE

Rexinoid UAB30 Elevates Skin Retinoic Acid Levels

Author Contributions

Conceived and designed the experiments: NYK DDM MA CAE. Performed the experiments:
LW SCC VRA OVB SRH. Analyzed the data: LW SCC OVB VRA SRH DDM MA CAE NYK.
Contributed reagents/materials/analysis tools: LW SCC OVB VRA SRH DDM MA CAE NYK.
Wrote the paper: LW SCC OVB VRA SRH DDM MA CAE NYK.

References

1.

10.

11.

12

13.

14.

15.

16.

17.

18.

19.

Mark M, Ghyselinck NB, Chambon P. Function of retinoic acid receptors during embryonic develop-
ment. Nucl Recept Signal. 2009; 7: e002. doi: 10.1621/nrs.07002 PMID: 19381305

Clagett-Dame M, D. Knutson D. Vitamin A in reproduction and development. Nutrients. 2011; 3: 385—
428. doi: 10.3390/nu3040385 PMID: 22254103

Balmer JE, Blomhoff R. Gene expression regulation by retinoic acid. J Lipid Res. 2002; 43: 1773-1808.
PMID: 12401878

Mark M, Ghyselinck ND, Chambon P. Function of retinoid nuclear receptors: lessons from genetic and
pharmacological dissections of the retinoic acid signaling pathway during mouse embryogenesis. Annu
Rev Pharmacol Toxicol. 2006; 46: 451-480. PMID: 16402912

Chambon P. A decade of molecular biology of retinoic acid receptors. FASEB J. 1996; 10: 940-954.
PMID: 8801176

Kedishvili NY. Enzymology of retinoic acid biosynthesis and degradation. J Lipid Res. 2013; 54: 1744~
1760. doi: 10.1194/jIr.R037028 PMID: 23630397

Adams MK, Belyaeva OV, Wu L, Kedishvili NY. The retinaldehyde reductase activity of DHRS3 is recip-
rocally activated by retinol dehydrogenase 10 to control retinoid homeostasis. J Biol Chem. 2014; 289:
14868-14880. doi: 10.1074/jbc.M114.552257 PMID: 24733397

Kawaguchi R, Zhong M, Kassai M, Ter-Stepanian M, Sun H. Vitamin A Transport Mechanism of the
Multitransmembrane Cell-Surface Receptor STRA6. Membranes (Basel). 2015; 5: 425-453.

O'Byrne SM, Blaner WS. Retinol and retinyl esters: biochemistry and physiology. J Lipid Res. 2013; 54:
1731-1743. doi: 10.1194/jlr.R037648 PMID: 23625372

Matsuura T, Ross AC. Regulation of hepatic lecithin:retinol acyltransferase activity by retinoic acid.
Arch Biochem Biophys. 1993; 301: 221-227. PMID: 8460936

Laursen KB, Kashyap V, Scandura J, Gudas LJ. An alternative retinoic acid-responsive Stra6 promoter
regulated in response to retinol deficiency. J Biol Chem. 2015; 290: 4356—-4366. doi: 10.1074/jbc.M114.
613968 PMID: 25544292

Xu XC, Zile MH, Lippman SM, Lee JS, Lee JJ, Hong WK, et al. Anti-retinoic acid (RA) antibody binding
to human premalignant oral lesions, which occurs less frequently than binding to normal tissue,
increases after 13-cis-RA treatment in vivo and is related to RA receptor beta expression. Cancer Res.
1995; 55: 5507-5511. PMID: 7585623

Doldo E, Costanza G, Ferlosio A, Passeri D, Bernardini S, Scioli MG, et al. CRBP-1 expression in ovar-
ian cancer: a potential therapeutic target. Anticancer Res. 2014; 34: 3303-3312. PMID: 24982334

FuYS, Wang Q, Ma JX, Yang XH, Wu ML, Zhang KL, et al. CRABP-II methylation: a critical determinant
of retinoic acid resistance of medulloblastoma cells. Mol Oncol. 2012; 6: 48—61. doi: 10.1016/j.molonc.
2011.11.004 PMID: 22153617

Goverse G, Olivier BJ, Molenaar R, Knippenberg M, Greuter M, Konijn T, et al. Vitamin A metabolism
and mucosal immune function are distinct between BALB/c and C57BL/6 mice. Eur J Immunol. 2015;
45: 89—-100. doi: 10.1002/€ji.201343340 PMID: 25311225

LiY, Wong K, Walsh K, Gao B, Zang M. Retinoic acid receptor 3 stimulates hepatic induction of fibro-
blast growth factor 21 to promote fatty acid oxidation and control whole-body energy homeostasis in
mice. J Biol Chem. 2013; 288: 10490—-10504. doi: 10.1074/jbc.M112.429852 PMID: 23430257

Roos TC, Jugert FK, Merk HF, Bickers DR. Retinoid metabolism in the skin. Pharmacol Rev. 1998; 50:
315-333. PMID: 9647871

Saurat JH. Retinoids and psoriasis: novel issues in retinoid pharmacology and implications for psoriasis
treatment. J Am Acad Dermatol. 1999; 41: S2—-S6. PMID: 10459139

Mevorah B, Salomon D, Siegenthaler G, Hohl D, Meier ML, Saurat JH, et al. Ichthyosiform dermatosis
with superficial blister formation and peeling: evidence for a desmosomal anomaly and altered epider-
mal vitamin A metabolism. J Am Acad Dermatol. 1996; 34: 379-385. PMID: 8655731

PLOS ONE | DOI:10.1371/journal.pone.0153556  April 14,2016 18/22


http://dx.doi.org/10.1621/nrs.07002
http://www.ncbi.nlm.nih.gov/pubmed/19381305
http://dx.doi.org/10.3390/nu3040385
http://www.ncbi.nlm.nih.gov/pubmed/22254103
http://www.ncbi.nlm.nih.gov/pubmed/12401878
http://www.ncbi.nlm.nih.gov/pubmed/16402912
http://www.ncbi.nlm.nih.gov/pubmed/8801176
http://dx.doi.org/10.1194/jlr.R037028
http://www.ncbi.nlm.nih.gov/pubmed/23630397
http://dx.doi.org/10.1074/jbc.M114.552257
http://www.ncbi.nlm.nih.gov/pubmed/24733397
http://dx.doi.org/10.1194/jlr.R037648
http://www.ncbi.nlm.nih.gov/pubmed/23625372
http://www.ncbi.nlm.nih.gov/pubmed/8460936
http://dx.doi.org/10.1074/jbc.M114.613968
http://dx.doi.org/10.1074/jbc.M114.613968
http://www.ncbi.nlm.nih.gov/pubmed/25544292
http://www.ncbi.nlm.nih.gov/pubmed/7585623
http://www.ncbi.nlm.nih.gov/pubmed/24982334
http://dx.doi.org/10.1016/j.molonc.2011.11.004
http://dx.doi.org/10.1016/j.molonc.2011.11.004
http://www.ncbi.nlm.nih.gov/pubmed/22153617
http://dx.doi.org/10.1002/eji.201343340
http://www.ncbi.nlm.nih.gov/pubmed/25311225
http://dx.doi.org/10.1074/jbc.M112.429852
http://www.ncbi.nlm.nih.gov/pubmed/23430257
http://www.ncbi.nlm.nih.gov/pubmed/9647871
http://www.ncbi.nlm.nih.gov/pubmed/10459139
http://www.ncbi.nlm.nih.gov/pubmed/8655731

@’PLOS ‘ ONE

Rexinoid UAB30 Elevates Skin Retinoic Acid Levels

20.

21,

22,

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

Mihaly J, Gamlieli A, Worm M, Rihl R. Decreased retinoid concentration and retinoid signalling path-
ways in human atopic dermatitis. Exp Dermatol. 2011; 20: 326—330. doi: 10.1111/j.1600-0625.2010.
01225.x PMID: 21410762

Otley CC, Stasko T, Tope WD, Lebwohl M. Chemoprevention of nonmelanoma skin cancer with sys-
temic retinoids: practical dosing and management of adverse effects. Dermatol Surg. 2006; 32: 562—
568. PMID: 16681667

Kraemer KH, DiGiovanna JJ, Moshell AN, Tarone RE, Peck GL. Prevention of skin cancer in xero-
derma pigmentosum with the use of oral isotretinoin. N Engl J Med. 1988; 318: 1633—-1637. PMID:
3287161

Campbell RM, DiGiovanna JJ. Skin cancer chemoprevention with systemic retinoids: an adjunct in the
management of selected high-risk patients. Dermatol Ther. 2006; 19: 306—-314. PMID: 17014486

Bavinck JN, Tieben LM, Van der Woude FJ, Tegzess AM, Hermans J, ter Schegget J, et al. Prevention
of skin cancer and reduction of keratotic skin lesions during acitretin therapy in renal transplant recipi-
ents: a double-blind, placebo-controlled study. J Clin Oncol. 1995; 13: 1933-1938. PMID: 7636533

McKenna DB, Murphy GM. Skin cancer chemoprophylaxis in renal transplant recipients: 5 years of
experience using low-dose acitretin. Br J Dermatol. 1999; 140: 656—660. PMID: 10233316

Germain P, Chambon P, Eichele G, Evans RM, Lazar MA, Leid M, et al. International Union of Pharma-
cology. LXIII. Retinoid X receptors. Pharmacol Rev. 2006; 58: 760-772. PMID: 17132853

Dawson MI, Xia Z. The retinoid X receptors and their ligands. Biochim Biophys Acta. 2012; 1821: 21—
56. doi: 10.1016/j.bbalip.2011.09.014 PMID: 22020178

Huang P, Chandra V, Rastinejad F. Retinoic acid actions through mammalian nuclear receptors. Chem
Rev. 2014; 114: 233-254. doi: 10.1021/cr400161b PMID: 24308533

Evans RM, Mangelsdorf DJ. Nuclear Receptors, RXR, and the Big Bang. Cell 2014; 157: 255-266. doi:
10.1016/j.cell.2014.03.012 PMID: 24679540

Kane MA, Folias AE, Pingitore A, Perri M, Obrochta KM, Krois CR, et al. Identification of 9-cis-retinoic
acid as a pancreas-specific autacoid that attenuates glucose-stimulated insulin secretion. Proc Natl
Acad Sci U S A.2010; 107: 21884—21889. doi: 10.1073/pnas.1008859107 PMID: 21115832

de Urquiza AM, Liu S, Sjoberg M, Zetterstrom RH, Griffiths W, Sjévall J, et al. Docosahexaenoic acid, a
ligand for the retinoid X receptor in mouse brain. Science 2000; 290: 2140-2144. PMID: 11118147

Elabdeen HR, Mustafa M, Szklenar M, Rihl R, Ali R, Bolstad Al. Ratio of pro-resolving and pro-inflam-
matory lipid mediator precursors as potential markers for aggressive periodontitis. PLoS One. 2013; 8:
€70838. doi: 10.1371/journal.pone.0070838 PMID: 23951021

Szklenar M, Kalkowski J, Stangl V, Lorenz M, Riihl R. Eicosanoids and docosanoids in plasma and
aorta of healthy and atherosclerotic rabbits. J Vasc Res. 2013; 50: 372-382. doi: 10.1159/000350865
PMID: 23969947

Kitareewan S, Burka LT, Tomer KB, Parker CE, Deterding LJ, Stevens RD, et al. Phytol metabolites are
circulating dietary factors that activate the nuclear receptor RXR. Mol Biol Cell. 1996; 7: 1153—-1166.
PMID: 8856661

Lemotte PK, Keidel S, Apfel CM. Phytanic acid is a retinoid X receptor ligand. Eur J Biochem. 1996;
236: 328-333. PMID: 8617282

Ruhl R, Krzyzosiak A, Niewiadomska-Cimicka A, Rochel N, Szeles L, Vaz B, et al. 9-cis-13,14-Dihy-
droretinoic Acid Is an Endogenous Retinoid Acting as RXR Ligand in Mice. PLoS Genet. 2015; 11:
€1005213. doi: 10.1371/journal.pgen.1005213 PMID: 26030625

Sun J, Narayanasamy S, Curley RW Jr, Harrison EH. B-Apo-13-carotenone regulates retinoid X recep-
tor transcriptional activity through tetramerization of the receptor. J Biol Chem. 2014; 289: 33118—
33124. doi: 10.1074/jbc.M114.610501 PMID: 25324544

Wolf G. Is 9-cis-retinoic acid the endogenous ligand for the retinoic acid-X receptor? Nutr Rev. 2006;
64: 532-538. PMID: 17274495

Alvarez R, Vaz B, Gronemeyer H, de Lera AR. Functions, therapeutic applications, and synthesis of ret-
inoids and carotenoids. Chem Rev. 2014; 114: 1-125. doi: 10.1021/cr400126u PMID: 24266866

Lansigan F, Foss FM. Current and emerging treatment strategies for cutaneous T-cell lymphoma.
Drugs. 2010; 70: 273-286. doi: 10.2165/11532190-000000000-00000 PMID: 20166766

Dragnev KH, Ma T, Cyrus J, Galimberti F, Memoli V, Busch AM, et al. Bexarotene plus erlotinib sup-
press lung carcinogenesis independent of KRAS mutations in two clinical trials and transgenic models.
Cancer Prev Res. (Phila). 2011; 4: 818-828.

Kim ES, Herbst RS, Wistuba Il, Lee JJ, Blumenschein GR Jr, Tsao A, et al. The BATTLE trial: personal-
izing therapy for lung cancer. Cancer Discov. 2011; 1: 44-53. doi: 10.1158/2159-8274.CD-10-0010
PMID: 22586319

PLOS ONE | DOI:10.1371/journal.pone.0153556  April 14,2016 19/22


http://dx.doi.org/10.1111/j.1600-0625.2010.01225.x
http://dx.doi.org/10.1111/j.1600-0625.2010.01225.x
http://www.ncbi.nlm.nih.gov/pubmed/21410762
http://www.ncbi.nlm.nih.gov/pubmed/16681667
http://www.ncbi.nlm.nih.gov/pubmed/3287161
http://www.ncbi.nlm.nih.gov/pubmed/17014486
http://www.ncbi.nlm.nih.gov/pubmed/7636533
http://www.ncbi.nlm.nih.gov/pubmed/10233316
http://www.ncbi.nlm.nih.gov/pubmed/17132853
http://dx.doi.org/10.1016/j.bbalip.2011.09.014
http://www.ncbi.nlm.nih.gov/pubmed/22020178
http://dx.doi.org/10.1021/cr400161b
http://www.ncbi.nlm.nih.gov/pubmed/24308533
http://dx.doi.org/10.1016/j.cell.2014.03.012
http://www.ncbi.nlm.nih.gov/pubmed/24679540
http://dx.doi.org/10.1073/pnas.1008859107
http://www.ncbi.nlm.nih.gov/pubmed/21115832
http://www.ncbi.nlm.nih.gov/pubmed/11118147
http://dx.doi.org/10.1371/journal.pone.0070838
http://www.ncbi.nlm.nih.gov/pubmed/23951021
http://dx.doi.org/10.1159/000350865
http://www.ncbi.nlm.nih.gov/pubmed/23969947
http://www.ncbi.nlm.nih.gov/pubmed/8856661
http://www.ncbi.nlm.nih.gov/pubmed/8617282
http://dx.doi.org/10.1371/journal.pgen.1005213
http://www.ncbi.nlm.nih.gov/pubmed/26030625
http://dx.doi.org/10.1074/jbc.M114.610501
http://www.ncbi.nlm.nih.gov/pubmed/25324544
http://www.ncbi.nlm.nih.gov/pubmed/17274495
http://dx.doi.org/10.1021/cr400126u
http://www.ncbi.nlm.nih.gov/pubmed/24266866
http://dx.doi.org/10.2165/11532190-000000000-00000
http://www.ncbi.nlm.nih.gov/pubmed/20166766
http://dx.doi.org/10.1158/2159-8274.CD-10-0010
http://www.ncbi.nlm.nih.gov/pubmed/22586319

@’PLOS ‘ ONE

Rexinoid UAB30 Elevates Skin Retinoic Acid Levels

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

Grubbs CJ, Lubet RA, Atigadda VR, Christov K, Desphande AM, Tirmal V, et al. Efficacy of new reti-
noids in the prevention of mammary cancers and correlations with short-term biomarkers. Carcinogene-
sis. 2006; 27: 1232—1239. PMID: 16344269

Desphande A, Xia G, Boerma LJ, Vines KK, Atigadda VR, Lobo-Ruppert S, et al. Methyl-substituted
conformationally constrained rexinoid agonists for the retinoid X receptors demonstrate improved effi-
cacy for cancer therapy and prevention. Bioorg Med Chem. 2014; 22: 178—185. doi: 10.1016/j.bmc.
2013.11.039 PMID: 24359708

Atigadda VR, Xia G, Deshpande A, Wu L, Kedishvili N, Smith CD, et al. Conformationally Defined Rexi-
noids and Their Efficacy in the Prevention of Mammary Cancers. J Med Chem. 2015; 58: 7763-7774.
doi: 10.1021/acs.jmedchem.5b00829 PMID: 26331194

Kolesar JM, Hoel R, Pomplun M, Havighurst T, Stublaski J, Wollmer B, et al. A pilot, first-in-human,
pharmacokinetic study of 9cUAB30 in healthy volunteers. Cancer Prev Res (Phila). 2010; 3: 1565—
1570.

Muccio DD, Brouillette WJ, Breitman TR, Taimi M, Emanuel PD, Zhang X, et al., Conformationally
defined retinoic acid analogues. 4. Potential new agents for acute promyelocytic and juvenile myelomo-
nocytic leukemias. J Med Chem. 1998; 41: 1679—1687. PMID: 9572893

Atigadda VR, Vines KK, Grubbs CJ, Hill DL, Beenken SL, Bland Ki, et al. Conformationally defined reti-
noic acid analogues. 5. Large-scale synthesis and mammary cancer chemopreventive activity for
(2E,4E,6Z,8E)-8-(3',4'-dihydro-1'(2'H)-naphthalen-1'-ylidene)-3,7-dimethyl-2,4,6-octatrienoic acid
(9cUAB30). J Med Chem. 2003; 46: 3766-3769. PMID: 12904083

Xia G, Boerma LJ, Cox BD, Qiu C, Kang S, Smith CD, et al. Structure, energetics, and dynamics of
binding coactivator peptide to the human retinoid X receptor alpha ligand binding domain complex with
9-cis-retinoic acid. Biochemistry. 2011; 50: 93—-105. PMID: 21049972

Boerma LJ, Xia G, Qui C, Cox BD, Chalmers MJ, Smith CD, et al. Defining the communication between
agonist and coactivator binding in the retinoid X receptor alpha ligand binding domain. J Biol Chem.
2014; 289: 814-8126. doi: 10.1074/jbc.M113.476861 PMID: 24187139

Lee SA, Belyaeva OV, Wu L, Kedishvili NY. Retinol dehydrogenase 10 but not retinol/sterol dehydroge-
nase(s) regulates the expression of retinoic acid-responsive genes in human transgenic skin raft cul-
ture. J Biol Chem. 2011; 286: 13550—13560. doi: 10.1074/jbc.M110.181065 PMID: 21345790

Napoli JL, Horst RL. Quantitative analyses of naturally occurring retinoids. Methods Mol Biol. 1998; 89:
29-40. PMID: 9664316

Kane MA, Napoli JL. Quantification of endogenous retinoids. Methods Mol Biol. 2010; 652: 1-54. doi:
10.1007/978-1-60327-325-1_1 PMID: 20552420

Pfaffl MW. A new mathematical model for relative quantification in real-time RT-PCR, Nucleic Acids
Res. 2001; 29: e45. PMID: 11328886

Chaudhary SC, Tang X, Arumugam A, Li C, Srivastava RK, Weng Z, et al. Shh and p50/Bcl3 signaling
crosstalk drives pathogenesis of BCCs in Gorlin syndrome. Oncotarget. 2015; 6: 36789-36814. doi:
10.18632/oncotarget.5103 PMID: 26413810

Chaudhary SC, Singh T, Talwelkar SS, Srivastava RK, Arumugam A, Weng Z, et al. Erb-041, an estro-
gen receptor-B agonist, inhibits skin photocarcinogenesis in SKH-1 hairless mice by downregulating
the WNT signaling pathway. Cancer Prev Res (Phila). 2014; 7: 186-198.

Shaw N, Elholm M, Noy N. Retinoic acid is a high affinity selective ligand for the peroxisome prolifera-
tor-activated receptor beta/delta. J Biol Chem. 2003; 278: 41589-41592. PMID: 12963727

Schug TT, Berry DC, Shaw NS, Travis SN, Noy N. Opposing effects of retinoic acid on cell growth result
from alternate activation of two different nuclear receptors. Cell. 2007; 129: 723-733. PMID: 17512406

Di-Poi N, Michalik L, Tan NS, Desvergne B, Wahli W. The anti-apoptotic role of PPARbeta contributes
to efficient skin wound healing. J Steroid Biochem Mol Biol. 2003; 85: 257—265. PMID: 12943711

Di-Poi N, Tan NS, Michalik L, Wahli W, Desvergne B. Antiapoptotic role of PPARbeta in keratinocytes
via transcriptional control of the Akt1 signaling pathway. Mol Cell. 2002; 10: 721-733. PMID: 12419217

Vedell PT, Lu Y, Grubbs CJ, Yin Y, Jiang H, Bland KI, et al. Effects on gene expression in rat liver after
administration of RXR agonists: UAB30, 4-methyl-UAB30, and Targretin (Bexarotene). Mol Pharmacol.
2013; 83: 698-708. doi: 10.1124/mol.112.082404 PMID: 23292798

Kang S, Duell EA, Fisher GJ, Datta SC, Wang ZQ, Reddy AP, et al. Application of retinol to human skin
in vivo induces epidermal hyperplasia and cellular retinoid binding proteins characteristic of retinoic
acid but without measurable retinoic acid levels or irritation. J Invest Dermatol. 1995; 105: 549-556.
PMID: 7561157

Strate |, Min TH, lliev D, Pera EM. Retinol dehydrogenase 10 is a feedback regulator of retinoic acid sig-
nalling during axis formation and patterning of the central nervous system. Development. 2009; 136:
461-472. doi: 10.1242/dev.024901 PMID: 19141675

PLOS ONE | DOI:10.1371/journal.pone.0153556  April 14,2016 20/22


http://www.ncbi.nlm.nih.gov/pubmed/16344269
http://dx.doi.org/10.1016/j.bmc.2013.11.039
http://dx.doi.org/10.1016/j.bmc.2013.11.039
http://www.ncbi.nlm.nih.gov/pubmed/24359708
http://dx.doi.org/10.1021/acs.jmedchem.5b00829
http://www.ncbi.nlm.nih.gov/pubmed/26331194
http://www.ncbi.nlm.nih.gov/pubmed/9572893
http://www.ncbi.nlm.nih.gov/pubmed/12904083
http://www.ncbi.nlm.nih.gov/pubmed/21049972
http://dx.doi.org/10.1074/jbc.M113.476861
http://www.ncbi.nlm.nih.gov/pubmed/24187139
http://dx.doi.org/10.1074/jbc.M110.181065
http://www.ncbi.nlm.nih.gov/pubmed/21345790
http://www.ncbi.nlm.nih.gov/pubmed/9664316
http://dx.doi.org/10.1007/978-1-60327-325-1_1
http://www.ncbi.nlm.nih.gov/pubmed/20552420
http://www.ncbi.nlm.nih.gov/pubmed/11328886
http://dx.doi.org/10.18632/oncotarget.5103
http://www.ncbi.nlm.nih.gov/pubmed/26413810
http://www.ncbi.nlm.nih.gov/pubmed/12963727
http://www.ncbi.nlm.nih.gov/pubmed/17512406
http://www.ncbi.nlm.nih.gov/pubmed/12943711
http://www.ncbi.nlm.nih.gov/pubmed/12419217
http://dx.doi.org/10.1124/mol.112.082404
http://www.ncbi.nlm.nih.gov/pubmed/23292798
http://www.ncbi.nlm.nih.gov/pubmed/7561157
http://dx.doi.org/10.1242/dev.024901
http://www.ncbi.nlm.nih.gov/pubmed/19141675

@’PLOS ‘ ONE

Rexinoid UAB30 Elevates Skin Retinoic Acid Levels

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

Reijntjes S, Zile MH, Maden M. The expression of Stra6 and Rdh10 in the avian embryo and their contri-
bution to the generation of retinoid signatures. Int J Dev Biol. 2010; 54: 1267—-1275. doi: 10.1387/ijdb.
093009sr PMID: 20563989

Gericke J, lttensohn J, Mihaly J, Alvarez S, Alvarez R, Térécsik D, et al. Regulation of retinoid-mediated
signaling involved in skin homeostasis by RAR and RXR agonists/antagonists in mouse skin. PLoS
One. 2013; 8: €62643. doi: 10.1371/journal.pone.0062643 PMID: 23638129

Asselineau D, Bernard BA, Bailly C, Darmon M. Retinoic acid improves epidermal morphogenesis. Dev
Biol. 1989; 133: 322-335. PMID: 2471653

Chapellier B, Mark M, Messaddeq N, Calléja C, Warot X, Brocard J, et al. Physiological and retinoid-
induced proliferations of epidermis basal keratinocytes are differently controlled. EMBO J. 2002; 21:
3402-3413. PMID: 12093741

Niles RM. Signaling pathways in retinoid chemoprevention and treatment of cancer. Mutat Res. 2004;
555: 81-96. PMID: 15476854

Langenfeld J, Kiyokawa H, Sekula D, Boyle J, Dmitrovsky E. Posttranslational regulation of cyclin D1
by retinoic acid: a chemoprevention mechanism. Proc Natl Acad Sci USA. 1997; 94: 12070-12074.
PMID: 9342364

Matsuo T, Thiele CJ. p27Kip1: a key mediator of retinoic acid induced growth arrest in the SMS-KCNR
human neuroblastoma cell line. Oncogene. 1998; 16: 3337-3343. PMID: 9681834

Teixeira C, Pratt MA. CDK2 is a target for retinoic acid-mediated growth inhibition in MCF-7 human
breast cancer cells. Mol Endocrinol. 1997; 11: 1191-1202. PMID: 9259311

Chen LC, Sly L, De Luca LM. High dietary retinoic acid prevents malignant conversion of skin papillo-
mas induced by a two-stage carcinogenesis protocol in female SENCAR mice. Carcinogenesis. 1994;
15: 2383-2386. PMID: 7955082

Fujimura S, Suzumiya J, Anzai K, Ohkubo K, Hata T, Yamada Y, et al. Retinoic acids induce growth
inhibition and apoptosis in adult T-cell leukemia (ATL) cell lines. Leuk Res. 1998; 22: 611-618. PMID:
9680111

Hsu SL, Yin SC, Liu MC, Reichert U, Ho WL. Involvement of cyclin-dependent kinase activities in
CD437-induced apoptosis. Exp Cell Res. 1999; 252: 332-341. PMID: 10527623

Guo X, Ruiz A, Rando RR, Bok D, Gudas LJ. Esterification of all-trans-retinol in normal human epithelial
cell strains and carcinoma lines from oral cavity, skin and breast: reduced expression of lecithin:retinol
acyltransferase in carcinoma lines. Carcinogenesis. 2000; 21: 1925-1933. PMID: 11062150

Guo X, Knudsen BS, Peehl DM, Ruiz A, Bok D, Rando RR, et al. Retinol metabolism and lecithin:retinol
acyltransferase levels are reduced in cultured human prostate cancer cells and tissue specimens. Can-
cer Res. 2002; 62: 1654-1661. PMID: 11912136

Boorjian S, Tickoo SK, Mongan NP, Yu H, Bok D, Rando RR, et al. Reduced lecithin:retinol acyltrans-
ferase expression correlates with increased pathologic tumor stage in bladder cancer. Clin Cancer
Res. 2004; 10: 3429-3437. PMID: 15161698

Guo X, Nanus DM, Ruiz A, Rando RR, Bok D, Gudas LJ. Reduced levels of retinyl esters and vitamin A
in human renal cancers. Cancer Res. 2001; 61: 2774-2781. PMID: 11289161

Revill K, Wang T, Lachenmayer A, Kojima K, Harrington A, Li J, et al. Genome-wide methylation analy-
sis and epigenetic unmasking identify tumor suppressor genes in hepatocellular carcinoma. Gastroen-
terology. 2013; 145: 1424—1435. doi: 10.1053/j.gastro.2013.08.055 PMID: 24012984

Tang XH, Su D, Albert M, Scognamiglio T, Gudas LJ. Overexpression of lecithin:retinol acyltransferase
in the epithelial basal layer makes mice more sensitive to oral cavity carcinogenesis induced by a car-
cinogen. Cancer Biol Ther. 2009; 8: 1212—1213. PMID: 19471114

Kurlandsky SB, Duell EA, Kang S, Voorhees JJ, Fisher GJ. Auto-regulation of retinoic acid biosynthesis
through regulation of retinol esterification in human keratinocytes. J Biol Chem. 1996; 271: 15346—
15352. PMID: 8663081

Xu J, Walsh SB, Verney ZM, Kopelovich L, EImets CA, Athar M. Procarcinogenic effects of cyclospor-
ine A are mediated through the activation of TAK1/TAB1 signaling pathway. Biochem Biophys Res
Commun. 2011; 408: 363—-368. doi: 10.1016/j.bbrc.2011.02.039 PMID: 21333626

Walsh SB, Xu J, Xu H, Kurundkar AR, Maheshwari A, Grizzle WE, et al. Cyclosporine A Mediates Path-
ogenesis of Aggressive Cutaneous Squamous Cell Carcinoma by Augmenting Epithelial-Mesenchymal
Transition: Role of TGF beta Signaling Pathway. Mol Carcinog. 2011; 50: 516-527. doi: 10.1002/mc.
20744 PMID: 21308804

Arumugam A, Walsh SB, Xu J, Afaq F, EImets CA, Athar M. Combined inhibition of p38 and Akt signal-
ing pathways abrogates cyclosporine A-mediated pathogenesis of aggressive skin SCCs. Biochem
Biophys Res Commun. 2012; 425: 177—181. doi: 10.1016/j.bbrc.2012.07.062 PMID: 22820192

PLOS ONE | DOI:10.1371/journal.pone.0153556  April 14,2016 21/22


http://dx.doi.org/10.1387/ijdb.093009sr
http://dx.doi.org/10.1387/ijdb.093009sr
http://www.ncbi.nlm.nih.gov/pubmed/20563989
http://dx.doi.org/10.1371/journal.pone.0062643
http://www.ncbi.nlm.nih.gov/pubmed/23638129
http://www.ncbi.nlm.nih.gov/pubmed/2471653
http://www.ncbi.nlm.nih.gov/pubmed/12093741
http://www.ncbi.nlm.nih.gov/pubmed/15476854
http://www.ncbi.nlm.nih.gov/pubmed/9342364
http://www.ncbi.nlm.nih.gov/pubmed/9681834
http://www.ncbi.nlm.nih.gov/pubmed/9259311
http://www.ncbi.nlm.nih.gov/pubmed/7955082
http://www.ncbi.nlm.nih.gov/pubmed/9680111
http://www.ncbi.nlm.nih.gov/pubmed/10527623
http://www.ncbi.nlm.nih.gov/pubmed/11062150
http://www.ncbi.nlm.nih.gov/pubmed/11912136
http://www.ncbi.nlm.nih.gov/pubmed/15161698
http://www.ncbi.nlm.nih.gov/pubmed/11289161
http://dx.doi.org/10.1053/j.gastro.2013.08.055
http://www.ncbi.nlm.nih.gov/pubmed/24012984
http://www.ncbi.nlm.nih.gov/pubmed/19471114
http://www.ncbi.nlm.nih.gov/pubmed/8663081
http://dx.doi.org/10.1016/j.bbrc.2011.02.039
http://www.ncbi.nlm.nih.gov/pubmed/21333626
http://dx.doi.org/10.1002/mc.20744
http://dx.doi.org/10.1002/mc.20744
http://www.ncbi.nlm.nih.gov/pubmed/21308804
http://dx.doi.org/10.1016/j.bbrc.2012.07.062
http://www.ncbi.nlm.nih.gov/pubmed/22820192

@’PLOS ‘ ONE

Rexinoid UAB30 Elevates Skin Retinoic Acid Levels

85.

86.

87.

88.

89.

Duvic M, Martin AG, Kim Y, Olsen E, Wood GS, Crowley CA, et al. Worldwide Bexarotene Study
Group. Phase 2 and 3 clinical trial of oral bexarotene (Targretin capsules) for the treatment of refractory
or persistent early-stage cutaneous T-cell lymphoma. Arch Dermatol. 2001; 137: 581-593. PMID:
11346336

Miller VA, Benedetti FM, Rigas JR, Verret AL, Pfister DG, Straus D, et al. Initial clinical trial of a selective
retinoid X receptor ligand, LGD1069. J Clin Oncol. 1997; 15: 790-795. PMID: 9053506

Grubbs CJ, Hill DL, Bland Kl, Beenken SW, Lin TH, Eto I. et al. 9cUAB30, an RXR specific retinoid,

and/or tamoxifen in the prevention of methylnitrosourea-induced mammary cancers. Cancer Lett.
2003; 201: 17-24. PMID: 14580682

Jiang W, Deng W, Bailey SK, Nail CD, Frost AR, Brouillette WJ, et al. Prevention of KLF4-mediated
tumor initiation and malignant transformation by UAB30 rexinoid. Cancer Biol Ther. 2009; 8: 289-228.
PMID: 19197145

Waters AM, Stewart JE, Atigadda VR, Mroczek-Musulman E, Muccio DD, Grubbs CJ, et al. Preclinical
Evaluation of a Novel RXR Agonist for the Treatment of Neuroblastoma. Mol Cancer Ther. 2015; 14:
1559-1569. doi: 10.1158/1535-7163.MCT-14-1103 PMID: 25944918

PLOS ONE | DOI:10.1371/journal.pone.0153556  April 14,2016 22/22


http://www.ncbi.nlm.nih.gov/pubmed/11346336
http://www.ncbi.nlm.nih.gov/pubmed/9053506
http://www.ncbi.nlm.nih.gov/pubmed/14580682
http://www.ncbi.nlm.nih.gov/pubmed/19197145
http://dx.doi.org/10.1158/1535-7163.MCT-14-1103
http://www.ncbi.nlm.nih.gov/pubmed/25944918

