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ABSTRACT: Genetic and epigenetic alterations in FKS06-
binding protein S (FKBPS) have been associated with increased
risk for psychiatric disorders, including post-traumatic stress
disorder (PTSD). Some of these common variants can increase
the expression of FKBPS, the gene that encodes FKBPSI.
Excess FKBPS1 promotes hypothalamic-pituitary-adrenal
(HPA) axis dysregulation through altered glucocorticoid
receptor (GR) signaling. Thus, we hypothesized that GR
activity could be restored by perturbing FKBPS1. Here, we
screened 1280 pharmacologically active compounds and
identified three compounds that rescued FKBPS1-mediated

suppression of GR activity without directly activating GR. One of the three compounds, benztropine mesylate, disrupted the
association of FKBPS1 with the GR/Hsp90 complex in vitro. Moreover, we show that removal of FKBPS51 from this complex by
benztropine restored GR localization in ex vivo brain slices and primary neurons from mice. In conclusion, we have identified a
novel disruptor of the FKBPS1/GR/Hsp90 complex. Targeting this complex may be a viable approach to developing treatments

for disorders related to aberrant FKBPS1 expression.

he hypothalamic—pituitary—adrenal (HPA) axis is the

central regulator of stress response in the body. The HPA
axis is controlled by hormones called glucocorticoids
(CORTS) that are produced by the adrenal cortex in response
to other stress hormones secreted from the brain. Glucocorti-
coid receptors (GRs) are the main cytoplasmic receptors for
CORTSs." These receptors are widely distributed throughout
the brain. The 51 kDa FKS06-binding protein (FKBPS1) is
ubiquitously expressed throughout the brain but is enriched in
the hippocampus, cortex, hypothalamus, and amygdala®~> and
is a central regulator of this stress response system.® Together
with the 90 kDa heat shock protein (Hsp90), FKBPS1
suppresses glucocorticoid receptor (GR) activity by decreasing
its affinity for CORT.””'* Once bound to CORT, GR enters
the nucleus and alters the expression of many genes including
upregulation of FKBPS, the gene that encodes FKBPS1, thus
creating a short negative feedback loop.” Therefore, higher
intrinsic levels of FKBPS1 can prolong the duration of the
stress response and, consequently, cause increased levels of
circulating CORT.*"*~"
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Dysfunctional and dysregulated GR signaling mechanisms
have been associated with CORT resistance as well as mental
health disorders.'®™'® Most, but not all, studies have shown a
positive association between HPA hyperactivity in patients
with depression and anxiety.’> Since GR deficiency also
correlates with HPA hyperactivity, it has been proposed that
persistent elevated CORT in the limbic system contributes to
the etiology of depression and anxiety. However, the inverse
has been reported in individuals with PTSD,* ' that is, these
patients commonly present with HPA hypoactivity. One
possible explanation for the blunted cortisol response could
be the desensitization of the HPA axis after prolonged stress. A
recent study showed a positive correlation between HPA
hypoactivity (low cortisol) and fear-potentiated startle.'*"®
These inconsistencies may also result from the high
comorbidity with mood disorders, gender differences, types
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Figure 1. Compounds that suppress FKBPS1 repression of GR activity identified by a cell-based screen. (A) Schematic depicting the design of the
cell-based compound library screen. HeLa cells were transfected as shown. Cells were then treated with hormone and compounds from the LOPAC
library. Luciferase assays were performed to evaluate compound efficacy. (B) Quantification of luciferase activity following Lopac library screen as
described in A. Chemiluminescence was normalized within each plate and converted to Z scores. Four compounds significantly increased GR
activity: 3-aminobenzamide (3-AB; green), (E)-5-(bromovinyl)-2’-deoxyuridine (BVdU; orange), benztropine (blue), and resveratrol (red). (C)
Quantification of luciferase activity in HeLa cells transfected with a glucocorticoid response element (GRE) luciferase reporter and treated with
hormone and indicated drugs. ***p < 0.001 by one-way ANOVA. Rel = relative.

of trauma, and subtypes of PTSD profiles.'"" While there are
discrepancies, overall these data suggest that there is a careful
balance of HPA regulation and that disturbances in this
regulation, such as FKBPSIl-mediated suppression of GR
activity, will have negative consequences.

FKBPS51 has been implicated in several deleterious processes
and diseases including depression, PTSD, anxiety disorders,
Alzheimer’s disease, and even cancer'”™** (see review for
additional details*®). FKBPS has not been identified as a risk
gene by genome-wide association studies (GWAS). However,
chromosome 6, which houses the FKBPS gene, was associated
with psychosis by GWAS.” Instead, candidate gene studies,
which use a hypothesis driven approach, have identified
common FKBPS single nucleotide polymorphisms (SNPs) that
combine with environmental factors to
multiple neuropsychiatric disorders.”*"*® In PTSD, multiple
studies have reported that FKBPS SNPs combine with early life
stress to increase risk; however, GWAS studies have not
supported this.”” These discrepancies may be due to the
limitations of either the candidate studies or the GWAS or
both. Candidate gene studies are limited because they are
based on what we know of the disease and have not often been
replicated in follow-up studies.”® Additionally, GWAS studies
are limited because they often use DNA extracted from
peripheral tissue,”” require a large effect size to be above the

increase risk for
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limit of detection,”® and do not sufficiently include gene-
environment interactions.”” Still, FKBPS may be one of the
most well-studied candidate genes and, while there are
discrepancies in certain SNPs being associated with specific
psychiatric disorders, there is a growing amount of
complementary data identifying repeatable SNPs with
demonstrated mechanisms for the increased risk.”>>**' ™%

Some of these disease-associated SNPs work by boosting the
intrinsic levels of FKBPS,*' suggesting that higher levels of
FKBPS are deleterious in humans. These SNPs function
through a process involving FKBPS demethylation, which
allows for higher levels of FKBPS51 protein to be made
following stress.”” This is a similar mechanism through which
FKBPS51 is upregulated in aging.x”34 Thus, decreasing FKBP51
activity or levels may have therapeutic benefits for patients
afflicted with affective disorders.

In fact, FkbpS™~ mice are viable and present age-dependent
antidepressive-like phenotypes, enhanced stress resiliency, and
accelerated stress response feedback without impaired
cognitive or immune function.””>”>” The viability of
FkbpS™~ mice suggests that inhibition of FKBPS1 may be
well-tolerated.

Herein, we performed a high-throughput assay to identify
ligands that could block FKBPS1-mediated suppression of GR
activity. These studies revealed a single compound, benz-
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tropine mesylate, which disrupted the FKBP51/GR/Hsp90
heterocomplex in vitro. Follow-up analyses in cell culture
models, primary neurons, and ex vivo brain slices confirmed the
effects of this compound. These results demonstrate a novel
mechanism for inhibiting FKBPS1 by a small molecule. These
findings also highlight the feasibility of high-throughput
screening for modulators of steroid hormone receptor activity
and suggest benztropine may be a useful scaffold upon which
to develop a specific FKBPS1 inhibitor.

B RESULTS

A Cell-Based Compound Library Screen Reveals
Modulators of FKBP51. We sought to identify compounds
that mitigated the suppression of GR activity by FKBPS1. A
high throughput screen using the LOPAC library was
performed in HeLa cells (see Figure 1A for schematic),
which have high endogenous GR expression.”® The ability of
compounds to rescue this suppression was normalized within
each plate and converted to Z scores. Four compounds were
identified that restored GR activity in the presence of FKBPS1
overexpression (Figure 1B). Each of these compounds was
tested in a secondary screen for its ability to directly increase
GR activity independent of FKBPS1. Only one of these
molecules, BVdU, was found to directly increase GR activity
(Figure 1C), suggesting its effect was not specific to FKBPS1
suppression. The effect of the other three compounds, 3-AB,
resveratrol, and benztropine, was dependent on FKBPS51.

Benztropine Targets the FKBP51/GR/Hsp90 Complex.
Next, we used an in vitro flow cytometry protein interaction
assay (FCPIA) to validate the disruption of the FKBPS1/GR/
Hsp90 complex (see Figure 2A for schematic) by 3-AB,
resveratrol, or benztropine. A biotinylated recombinant ligand-
binding domain of GR (GR-LBD) was complexed with full-
length recombinant Hsp90a and a fluorescently labeled
FKBPS51 in the presence of dexamethasone. These complexes
were then incubated with 3-AB, resveratrol, or benztropine.
Benztropine, but not 3-AB or resveratrol, disrupted FKBPS1
from the complex, as determined by measuring median bead-
associated fluorescence (Figure 2B). To ensure the effects of
benztropine were not unique to our screening model, we
validated our initial findings in a neuroblastoma cell line, M17
(Figure 2C). Importantly, these data demonstrate that
benztropine rescued FKBPS51-mediated suppression of GR
activity without affecting endogenous GR signaling pathways.

Benztropine Selectively Inhibits FKBP51. We next
examined if benztropine was selectively binding FKBPS1. To
accomplish this, we synthesized benztropine with an exposed
biotin group. In designing a benztropine probe compound (see
Figure 3A), we wanted to retain the tertiary amine
functionality, which precluded the use of an amide
functionality. We chose propargyl analog 4, which would
fully retain the basicity of the parent benztropine. Demethy-
lation of benztropine 2 (synthesized from tropine and
benzhydryl chloride)®” was achieved with chloroethyl chlor-
oformate, isolated as the corresponding methyl carbamate.
Following liberation of the secondary amine, alkylation with
propargyl bromide gave the requisite acetylene, and click
cyclization with a biotinylated azide afforded the probe
compound §.

Streptavidin beads were incubated with fluorescently labeled
FKBPS1, BSA, or FKBP52 (FKBP4, an FKBPS1 homologue)
in the presence or absence of the biotinylated benztropine (see
diagram in Figure 3B). Benztropine selectively interacted with
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Figure 2. Disruption of the FKBPS51/GR/Hsp90 complex and
restoration of GR signaling by benztropine. (A) Schematic depicting
the flow cytometry protein interaction assay (FCPIA) using labeled
recombinant protein to measure disruption of the FKBP51/GR/
Hsp90 complex. (B) Median bead-associated fluorescence was
measured for each compound at the indicated range of doses. (C)
GR activity was measured by luciferase assay in M17 cells treated as
shown. *p < 0.05 by one-way ANOVA.

FKBPS1, but not BSA or the highly homologous FKBPS2
(Figure 3C,D). The lack of benztropine interaction with
FKBPS52 was surprising given the high homology with
FKBP51. However, this specificity is preferred, since ablation
of FKBPS52 may have some negative impacts."”*" To learn
more about how benztropine was interacting with FKBPS1, we
performed a peptidyl-prolyl isomerase (PPlase) activity assay
(Supporting Figure 1). This assay confirmed that benztropine
does not inhibit the PPIase activity of FKBPS1 and therefore
acts through a mechanism that is independent of this activity.

Benztropine Restores GR Activity by Disrupting a
Hormone-Dependent FKBP51/GR/Hsp90 Complex.
Since benztropine did not directly affect GR activity and was
able to interact directly with FKBPS51 and remove it from an
Hsp90/GR complex, we speculated that benztropine was
targeting FKBPS1 or a transient FKBP51/GR/Hsp90 complex
enriched in the presence of hormones. To assess this, we
performed coimmunoprecipitations of GR, in the presence and
absence of both a hormone (CORT) and benztropine. Though
the addition of the hormone did not enhance the interaction

DOI: 10.1021/acschembio.8b00454
ACS Chem. Biol. 2018, 13, 2288—2299


http://pubs.acs.org/doi/suppl/10.1021/acschembio.8b00454/suppl_file/cb8b00454_si_001.pdf
http://dx.doi.org/10.1021/acschembio.8b00454

ACS Chemical Biology

A
| |

(93%)

N% PhaCHCI, Na2CO3
OH

1

Azide PEG3 Biotin Conjugate

CuS0Qy,, sodium ascorbate
(80%)

Alexa488

cl o /OYO
NaZCO3,)\oJLC| o N 1) KOH, EtOH
MeOH (93%) - ﬁ oh 2) NaH, BrCHzCECH'
(7%)

0500 Fepia

C 1500 B BSA 1500 B FKBP51 1500 B FKBP52
B BSA+ Benz-BIOT B FKBP51+ Benz-BIOT B FKBP52+ Benz-BIOT

P 1000 ﬂ 1000 1000
c
S
o
© 500 - 500 -

- Y 0 - 04 Y,

10" 102 10° 10 105 10° 1072 10" 102 10° 10* 10° 10° 1072 10" 102 10® 10* 105 10° 1072
FL1-A FL1-A FL1-A
D 30000 - 3 BSA

° Il BSA+Benztropine-Biotin

g - =1 FKBP51

§ 20000+ = FKBP51+Benztropine-Biotin

5 Il FKBP52

E Il FKBP52+Benztropine-Biotin

g 100009 ns.

S .S.

: -

o1 |

Figure 3. Benztropine, a selective inhibitor of FKBPS1. (A) Scheme of biotinylated-benztropine synthesis. (B) Schematic depicting the flow
cytometry benztropine-interaction assay using recombinant labeled protein to determine if benztropine interacts with FKBP51, FKBPS2, or BSA.
(C) Event counts and fluorescence intensity for bead associated BSA, FKBPS1, and FKBPS2, as indicated. (D) Quantification of the median
fluorescence intensity. FCPIA = flow cytometry protein interaction assay; *Benz = biotinylated benztropine; Protein = BSA, FKBPS1, and FKBPS2.

n.s. = not significant, *p < 0.05 by one-way ANOVA.

between GR and FKBPSI1, the amount of FKBPS1 found
associated with GR was significantly decreased exclusively in
the presence of both the hormone and benztropine (Figure
4A,B). Importantly, changes were not observed in overall GR
levels from the inputs (Figure 4A), indicating the interaction
difference was not a result of increased GR translation. These
findings suggest that, when in complex with Hsp90 and GR,
the presence of hormone increases the effects of benztropine
on disrupting the FKBPS1/GR complex. To test this latter
hypothesis, we used the FCPIA (see Figure 2A) to examine
whether the inhibitory effect of benztropine was dependent on
the hormone. Interestingly, benztropine was more effective at
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disrupting FKBPS1 from the Hsp90/GR/FKBPS1 complex in
the presence of the hormone (Figure 4C,D). This increase may
be due to a conformation change in the heterocomplex that has
been previously described upon ligand binding.**~**
Benztropine Mechanism Is Structurally and Mecha-
nistically Distinct. Benztropine is a known antagonist of
muscarinic acetylcholine (ACh) receptors, histamine receptors,
and dopamine transporters (DATSs);" interestingly, other
compounds from the LOPAC library targeting these same
mechanisms, including the M1 muscarinic antagonist, biper-
iden, and the H1 histaminergic antagonist, brompheniramine,
did not ablate the FKBPSI-mediated suppression of GR
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Figure 4. Hormone-dependent FKBP51/GR/Hsp90 complex dis-
ruption. (A) HeLa cells were transfected with FKBPS1 and treated
with the indicated doses of the hormone hydrocortisone (CORT)
and/or benztropine prior to immunoprecipitation of GR and Western
blotting. (B) Quantification of the Western blot is shown. *p < 0.05
by one-way ANOVA. (C) Schematic depicting the flow cytometry
protein interaction assay (FCPIA) using labeled recombinant protein
to measure disruption of the FKBP51/GR/Hsp90 complex in the
presence or absence of dexamethasone. (D) Median bead-associated
fluorescence was measured for benztropine at the indicated range of
doses in the presence or absence of dexamethasone.

(Figure SA—C). This suggested that the effects on GR
signaling were not related to the activity of a muscarinic
receptor antagonist, possibly through a novel mechanism. We
also assessed the selectivity of the benztropine scaffold by
comparing small molecules with moieties and structural
similarities to benztropine. Neither atropine nor diphenhydr-
amine rescued FKBP51-mediated suppression of GR activity,
despite being the component scaffolds of benztropine (Figure
SA,D). Thus, benztropine uniquely rescued the suppression of
GR by FKBPS51, which correlates with restored expression of
GRE regulated genes (Supporting Figure 2).
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Benztropine Reverses FKBP51 Inhibition of GR
Nuclear Trafficking. Next, we measured GR localization
using a RFP-GR reporter plasmid in HEK293T cells, to
determine if benztropine was regulating GR activity by altering
GR localization. As expected, overexpression of FKBPS1
significantly reduced GR translocation (Figure 6A). Benz-
tropine rescued this effect (Figure 6B), demonstrating that
benztropine can abrogate FKBPS1-mediated suppression of
GR translocation, an important step in GR activation."’
Benztropine did not affect GR nuclear localization in the
absence of hormones. Moreover, benztropine only affected
hormone-mediated GR translocation when FKBPS1 was
overexpressed, reinforcing its specificity for FKBPS1.

To corroborate these results, we prepared acute ex vivo brain
slices from aged, wild-type mice to examine whether
benztropine enhanced GR translocation in the brain. We
used aged mice since we have previously shown that FKBPS1
levels increase with age in both mouse and human brain.”***
Therefore, ex vivo slices from aged mice were treated for 4 h
with benztropine and/or dexamethasone prior to subcellular
fractionation to isolate nuclear and cytosolic fractions. Western
blot analysis revealed that benztropine enhanced dexametha-
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sone-induced GR nuclear translocation (Figure 7A,B),
suggesting that benztropine restored FKBP51-mediated GR
suppression in these slices. These results were further
confirmed in primary neurons. To do this, primary neurons
were transduced with eGFP or FKBPS1 adeno-associated virus
serotype 9 (AAV9) for 10 days and then treated with
dexamethasone and/or benztropine for 3 h. The neurons
were lysed, and nuclear and cytosolic fractions were collected.
Western blot data revealed a decrease in the GR translocation
ratio following FKBPS1 overexpression, which was rescued by
benztropine (Figure 7CD). Taken together, these data
confirm that benztropine restores GR translocation in the
presence of high FKBPS51.

B DISCUSSION

Here, we have identified benztropine mesylate as a novel
FKBP51-specific inhibitor. Treatment with benztropine in
models of high FKBPS1 expression rescued FKBPSI
suppression of GRE activation and GR nuclear translocation,
likely by inhibiting the FKBPSI-GR interaction. Using
recombinant protein studies, we found that benztropine can
bind directly to FKBPS1 and that disruption of the FKBP51/
GR/Hsp90 heterocomplex was increased in the presence of
hormones. Together, these findings, in addition to identifying
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benztropine as a FKBPS1 inhibitor, highlight the feasibility of
high-throughput screening for modulators of steroid hormone
receptor activity.

The identification of FKBPS1-specific inhibitors is of great
interest to both provide tools to further study the effects of
FKBPS1 inhibition and as potential therapeutics for FKBPS1-
related disorders. However, the direct targeting of FKBPS1 has
been challenging due to the high sequence similarity among
the FKBP family members. Target specificity is critical for
inhibitors of FKBPS1, since other isomerases, like FKBPS2,
have different, but essential, functions. Mice lacking FKBP51
showed an antidepressive behavior without cognitive impair-
ment, while mice lacking FKBPS2 experienced detrimental
effects on developmental, stress sensitivity, and neuroendo-
crine processes.”"'

Recently, some compounds have been developed that are
selective for FKBPS51 over other family members, including
FKBP52."” These molecules have been shown to reduce
anxiety-like behavior in mice,” indicating that targeting
FKBPS1 may be a viable approach to treat anxiety disorders
and other stress-related diseases. These molecules were
designed to target the hydrophobic FKS06-binding pocket of
FKBPS1, which disrupts PPlase activity. However, PPlase
activity has been shown to be dispensable for GR activity,">""
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Figure 7. Benztropine enhanced GR translocation in the presence of
high FKBPS1. (A) Western blots of acute ex vivo slices from aged
wild-type mice (N 3) treated as indicated for 4 h. (B)
Quantification of the GR translocation ratio. *p < 0.0S by one-way
ANOVA. (C) Western blots from wild-type primary neurons (N = 3)
transduced with GFP or FKBP51 AAV for 10 days and treated with
dexamethasone (0.5 uM) and/or benztropine (10 uM) for 3 h. (D)
Quantification of the GR translocation ratio. *p < 0.05, ***p < 0.001
by two-way ANOVA.

so the link between the physiological effects and mechanism of
action of these compounds is still uncertain. Therefore, it is
unclear if these compounds will achieve the desired outcome
on GR activity and stress regulation even though they are
highly selective for this domain of FKBPS51. Perhaps
compounds such as benztropine that target FKBPS1-
independently of regulating PPlase activity and that appear
to have increased activity in the presence of hormones will
have better clinical utility.

Benztropine, labeled as Cogentin, is a blood—brain barrier
permeable compound that has been widely used to reduce
extrapyramidal side effects of antipsychotic treatments and as a
second line drug treatment for Parkinson’s disease.’” It works
through decreasing the imbalance between neurotransmitters
acetylcholine and dopamine to reduce tremors and rigidity.>” It
is possible that some of these effects may be in part related to
this newly identified mechanism of altering in GR signaling
through FKBPS1. For example, benztropine increases dop-
amine levels by blocking reuptake and stora§e53 as well as
improves motility through reduced rigidity.>> Studies have
shown that CORT levels play an important role in controlling
dopamine balance®*** and locomotor activity.”>*” One of the
known side effects of benztropine is impaired long-term
memory.”® It has been well-documented that CORT affects
learning and memory.*” %" Interestingly, benztropine was
recently shown to be beneficial in reversing deficits in
myelination caused by Oc-synuclein;é2 similar white matter
deficits have been previously measured in PTSD for patients
with FKBPS risk SNPs.”” While there are many parallels in the
effects of benztropine and CORT regulation, additional studies
are needed to determine if each of these described effects or
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any of the other side effects, including coma, mania,
anticholinergic toxicity, and delirium,*>**™® are mediated
through an FKBPS51-dependent mechanism.

Since benztropine is BBB permeable, it could serve as a solid
platform for a medicinal chemistry campaign in the hopes of
refining its specificity and improving its potency for the
FKBPS51/GR/Hsp90 interaction while abrogating the negative
effects. In fact, a number of N-substituted benztropine
analogues have been developed, which retain high affinity for
dopamine transporters with minimal off-target effects.”>®” An
even greater number of benztropine derivatives have been
developed with the goal of discovering novel monoamine
transporter inhibitors.”* Similar future studies may be used to
improve specificity against the FKBP51/GR/Hsp90 complex.

In conclusion, our cell-based screen identified a very
promising molecule that can selectively inhibit FKBPS51-
mediated GR suppression. Attenuation of FKBPS1 activity,
or expression, is desirable for neuropsychiatric disorders,
Alzheimer’s disease, and cancer. Moreover, the unique design
of our screen could be used to identify inhibitors of other
steroid hormone receptors, other cochaperones, or compo-
nents tertiary to steroid signaling pathways. Therefore, these
studies have broad implications and utility in the development
of novel therapeutics targeting not only FKBPS1 complexes
but also other dynamic complexes in the cell.

B MATERIALS AND METHODS

Plasmids. FKBP51 and RFP-GR constructs were generated in our
laboratory and inserted into pCMV6 vectors. The mouse mammary
tumor virus (MMTV) glucocorticoid response element (GRE)
luciferase reporter construct was a gift from Dr. Marc Cox (University
of Texas, El Paso).

Cell Culture. HeLa, M17, and HEK293T cells were maintained in
Dulbecco’s Modified Eagle Medium (DMEM) with 10% fetal bovine
serum (FBS) as previously described;*””° for all hormone treatments,
charcoal-stripped FBS was used instead for at least 16 h before
treatment started. For the high-throughput screen, HeLa cells were
transfected in suspension with 200 ng of the GRE luciferase reporter
and FKBPS1 or 6/TR (six repeats of the tetracycline repressor
sequence) as a control using 3 uL/ug of Mirus TransIT2020
transfection reagent (Mirus Bio, Madison, WI) in serum-free media
and plated in 96-well plates. Cells were treated 24 h later with
hydrocortisone (50 nm; Sigma-Aldrich) and compounds from the
LOPAC 1280 drug library (Sigma-Aldich, St. Louis, MO) in triplicate
wells at 10 M. Cells were harvested 16 h later in Cell Culture Lysis
Reagent (Promega, Madison, WI) and transferred to opaque, white
polystyrene 96-well plates. Luciferase assays were performed with the
Luciferase Assay System (Promega) according to the manufacturer’s
protocols, and luminescence was immediately read on a multimodal
plate reader (Biotek Synergy H1, Biotek, Winooski, VT).

For RFP-GR experiments, HEK293T cells were plated on poly-L-
lysine coated coverslips and transfected with 1 pg of RFP-GR and 1
ug of FKBPS1 or 6/TR using 2.5 uL/ug of Lipofectamine 2000 (Life
Technologies) in Opti-Mem. After 4 h, media were replaced with
DMEM supplemented with 10% charcoal stripped FBS, Glutamax,
and Pen/Strep. Cells were treated 24 h later with the synthetic
glucocorticoid, dexamethasone (100 nm), and benztropine (10 uM)
for 90 min and then fixed in 4% PFA for 30 min. Cells were
permeabilized with 0.1% Triton-X-100 and stained for FKBPS51, and
DAPI was applied for 5 min to stain nuclei. All conditions were run in
duplicate, and confocal microscopy images were captured by a
blinded experimenter.

Microscopy. Slides were imaged on an Olympus FV1200 confocal
microscope as previously described for analysis.”" Fifteen confocal z-
stack images were captured per treatment at 60X magnification. To
examine the extent of GR nuclear colocalization, Image] software
(National Institutes of Health) was utilized. Briefly, DAPI-positive
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nuclei were masked, and the percent of total GR-positive signal to
DAPI-overlapping was calculated as previously described.**”" A Zeiss
LSM 880 AxioObserver laser scanning confocal microscope was used
for representative images. A 63X/1.40 PLAN APO oil objective was
1-um Z-stacked images with Argon (for FKBPS1-positive signal in
green) and Red HeNe (for GR-positive signal in red).

Expression, Purification, and Labeling of Recombinant
Proteins. The GR-LBD protein, a stabilized variant of the GR
ligand binding domain, was purified as previously reported.”
FKBPS1, FKBPS2, and Hsp90a proteins were generated as
described.”” Briefly, full-length wild-type human FKBPS1, FKBPS2,
or Hsp90a was cloned into a pET28 vector, expressed in E. coli, and
purified via Ni-NTA-agarose chromatography followed by size
exclusion chromatography. Protein purity was verified by Coomassie
blue SDS-PAGE. Purified proteins were labeled for flow cytometric
protein—protein interaction evaluation as previously described.”*”*
Recombinant GR-LBD was incubated with biotin for 1 h followed by
washes to remove excess biotin. The biotin-labeled protein was then
immobilized with streptavidin coated polystyrene particles (Spher-
otech, Lake Forest, IL) for 1 h followed by washes to remove any
unbound protein. For the experiment using biotinylated benztropine,
we used the Dynabeads M-280 Streptavidin particles (Thermo Fisher
Scientific, #11205D) that have a smaller diameter and a strong
binding affinity for biotin allowing better drug—protein interaction.
FKBPS1, FKBPS2, and BSA were chemically labeled with Alexafluor
488 carboxylic acid succinimidyl ester (Life Technologies) following
the manufacturer’s protocol.

Biotinylated Benztropine Synthetic Procedures. All materials
were obtained from commercial suppliers and used without further
purification. Dry THF was obtained via distillation from sodium
benzophenone ketyl. Preparative chromatography was carried out
using Sorbtech silica gel (60 A porosity, 40—63 um particle size) in
fritted MPLC cartridges and eluted with Thomson Instrument
SINGLE StEP pumps. Thin layer chromatography analyses were
conducted with 200 gm precoated Sorbtech fluorescent TLC plates.
Plates were visualized by UV. LC/MS and LRMS data were obtained
using an Agilent 1100 HPLC/MSD system equipped with a diode
array detector running an acetonitrile/water gradient and 0.1% formic
acid. High resolution mass spectral data were obtained using an
Agilent 6540 QT OF mass spectrometer. Nuclear magnetic resonance
spectrometry was run on a Varian Inova 500 MHz spectrometer, and
chemical shifts are listed in parts per million correlated to the solvent
used as an internal standard.

Benztropine (2).%° Tropine (1, 1.052 g 7.45 mmol) and
benzhydryl chloride (1.4 mL, 7.9 mmol) were added to a 25 mL
round-bottomed flask containing a stir bar to give a tan solution. The
mixture was heated with stirring to 160 °C for 1 h, then allowed to
cool to RT. The residue was dissolved in dichloromethane and then
evaporated to obtain a brown oil. The oil was triturated in ether to
yield a tan solid as the HCI salt of the crude product. Saturated
sodium carbonate was added to this suspension; then the aqueous
layer was extracted with ethyl acetate. The combined organic layers
were dried with sodium sulfate and evaporated under reduced
pressure to yield 2 (2.12 g, 93%) as a light brown oil. 'H NMR (500
MHz, CDCly): § 7.36—7.27 (m, 8 H), 7.24—7.16 (m, 2 H), 5.40 (s, 1
H), 3.74—3.53 (m, 1 H), 3.17 (brs, 2 H), 2.32 (s, 3 H), 2.21 (br d, J
= 7.5 Hz, 2 H), 2.07—1.86 (m, 6 H) ppm. LRMS m/z: [M + H]* =
308.

Methyl (3-Endo)-3-benzhydryl-8-azabicyclo[3.2.1]octane-8-car-
boxylate (3). A solution of 2 (4.07 g 13.2 mmol) in 1,2
dichloroethane (65 mL) was stirred in a 250 mL round bottomed
flask, and sodium carbonate (S5.64 g, 53.2 mmol) and 1-chloroethyl
chloroformate (5.78 mL, 53.0 mmol) were added. The mixture was
heated with stirring to 85 °C for 3 h, then cooled and filtered. The
filtrate was concentrated on a rotary evaporator, then dissolved in
methanol and stirred at RT overnight. This mixture was concentrated
on a rotary evaporator to give an off-white solid that was dissolved in
dichloromethane and then washed with 5.5 M ammonium hydroxide
and water. The organic layer was then dried with magnesium sulfate
and concentrated on a rotary evaporator to give 3 as a brown oil (4.34
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g, 93%) that was used without further purification. "H NMR (500
MHz, CDCly): § 7.37—7.27 (m, 8 H), 7.25—7.17 (m, 2 H), 5.42 (s, 1
H), 4.24 (brs, 2 H), 3.70—3.65 (m, 4 H), 2.23 (q, ] = 6.3 Hz, 2 H),
2.07—1.86 (m, 6 H) ppm. LRMS m/z: [M + H]* = 352.

(3-Endo)-3-benzhydryl-8-propargyl-8-azabicyclo[3.2.1]octane
(4). A stirred mixture of 3 (1.334 g, 3.79 mmol) in 2 M potassium
hydroxide (37 mL, 74 mmol) and ethanol (35 mL) in a 100 mL
round bottomed flask was heated to 100 °C for 14 h, then
concentrated on a rotary evaporator and extracted with ether. The
combined organic extracts were washed with water and concentrated
on a rotary evaporator to give the crude secondary amine (1.22 g),
which was used without further purification. This residue was taken
up in dry THF (5 mL) and added dropwise to a suspension of 60%
sodium hydride (183 mg, 4.57 mmol) in dry THF (S mL) at 0 °C
under argon. Upon completion of the addition, the mixture was
allowed to warm to RT for 10 min, and then propargyl bromide (500
#L, 4.64 mmol) was added via syringe, and the reaction was allowed
to stir at RT overnight. The reaction was quenched with brine, and
the mixture was extracted with ethyl acetate. The combined organic
extracts were dried with brine, then concentrated on a rotary
evaporator to give a brown oil. Purification by flash column
chromatography provided unreacted 3 (364.3 mg) as well as pure 4
(65.7 mg, 7%). "H NMR (500 MHz, CDCL,): § 7.36—7.26 (m, 8 H),
7.25—7.07 (m, 2 H), 5.40 (s, 1 H), 3.59 (brs, 1 H), 3.35 (brs, 2 H),
3.26-3.07 (m, 2 H), 2.28—2.15 (m, 3 H), 2.03—1.86 (m, 6 H) ppm.
BC NMR (126 MHz, CDCL,): § 143.0, 128.4, 127.2, 126.8, 80.7,
71.6, 69.3, 58.3, 41.6, 37.6, 36.5, 25.7 ppm. LRMS m/z: [M + H]* =
332. HRMS m/z, [M + H]* Calcd for C,3H,(NO: 332.2014. Found:
332,2012.

Final Compound (5). A solution of 4 (49.0 mg, 148 umol) and
azide PEG3 biotin conjugate (85 mg, 190 umol, used as obtained
from Sigma-Aldrich) in water (500 L) and t-butanol (500 uL) was
stirred in a 10 mL round bottomed flask. Sodium ascorbate (6.90 mg,
35 pmol) and copper(Il) sulfate pentahydrate (4.20 mg, 17 umol)
were added (causing the mixture to turn blue), and the reaction was
stirred at RT overnight. The mixture was concentrated on a rotary
evaporator, then taken up in water and extracted with dichloro-
methane. The combined organic extracts were dried over sodium
sulfate, then concentrated on a rotary evaporator. The residue was
purified by flash column chromatography to give 5 (92 mg, 80%) as a
white solid. 'H NMR (500 MHz, CD,0D): & 8.08 (s, 1 H), 7.37 (d, J
= 7.3 Hz, 4 H), 7.33—7.27 (m, 4 H), 7.26—7.19 (m, 2 H), 5.53 (s, 1
H), 5.04—4.90 (m, 1 H), 4.60 (t, ] = 5.0 Hz, 2 H), 447 (dd, ] = 7.8
Hz, 4.8 Hz, 1 H), 4.28 (dd, J = 7.8 Hz, 4.5 Hz, 1 H), 3.99 (s, 2 H),
3.90 (t, ] = 5.0 Hz, 2 H), 3.67—3.55 (m, 10 H), 3.51 (t, ] = 5.5 Hz, 2
H), 3.36—3.33 (m, 3 H), 3.22—3.14 (m, 1 H), 2.90 (dd, ] = 12.7 Hg,
5.0 Hz, 1 H), 2.68 (d, J = 12.8 Hz, 1 H), 2.45-2.35 (m, 2 H), 2.19
(brt, J = 7.3 Hz, 4 H), 2.14-2.00 (m, 4 H), 1.76—1.53 (m, 5 H),
1.48—1.37 (m, 2 H) ppm. *C NMR (126 MHz, CDCl,, mixture of
amide rotamers): § 175.0, 164.6, 142.6, 140.9, 128.0, 127.0, 126.5,
125.5, 80.8, 70.10, 70.08, 69.98, 69.8, 69.1, 68.0, 61.9, 60.2, 59.5, 55.6,
50.1, 48.4, 45.6, 39.6, 38.9, 35.3, 34.5, 31.8, 28.3, 28.1, 25.4, 24.7, 20.6
ppm. LRMS m/z: [M + H]* = 776. HRMS m/z, [M + H]* Calcd for
Cy1HegN-O¢S: 776.4169. Found: 776.4180.

Flow Cytometry Protein Interaction Assay. The assay was
conducted as previously described.”>”* For the drug binding and
complex interaction experiment, biotinylated GR-LBD and Alexafluor
488 conjugated FKBPS1 were incubated together, with Hsp90a to
facilitate the interaction, in equimolar ratios for 30 min with varying
concentrations of drug. For the benztropine specificity assay,
Dynabeads Streptavidin particles were washed three times with
BSA/PBS (0.2 mg mL™'). The streptavidin particles were then
incubated for 30 min with recombinant fluorescently labeled FKBPS1,
FKBPS2, or BSA in the presence or absence of a biotinylated-
benztropine. All conditions were run in triplicate on separate days.
Binding was evaluated using an Accuri C6 flow cytometer (BD
Biosciences, San Jose, CA) to quantify median bead-associated
fluorescence.”* Background scatter and fluorescence were subtracted
from the signal.
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Co-Immunoprecipitation. Co-immunoprecipitation (co-IP) was
performed as previously described.*® Briefly, HeLa cells were
transfected with 3 pug of FKBPS1 and treated overnight with
hydrocortisone (50 nm) and benztropine (10 uM). Cells were
harvested in M-PER buffer, and lysates were incubated overnight in
rabbit anti-GR antibody (Cell Signaling) at 4 °C. Magnetic protein A
beads (Life Technologies) were incubated with samples for 4 h at 4
°C, followed by five washes and a denaturing elution. The resulting
precipitates were subjected to SDS-PAGE.

SDS/PAGE. Western blot experiments were performed as
previously described.”> Membranes were incubated overnight with
primary antibodies directed against rabbit GR (1:1000; Cell
Signaling), mouse GAPDH (1:5000; Meridian Life Sciences,
Mempthis, TN), rabbit histone H3 (1:1000; Abcam, Cambridge,
MA), or goat Lamin B (1:500; Santa Cruz, Dallas, TX).
Chemiluminescence was detected with an ImageQuant LAS 4000
imaging system (GE Life Sciences, Pittsburgh, PA), and band
densitometry was analyzed using Scion Image. All samples were run in
duplicate and normalized to GAPDH for cytosolic fractions or
Histone H3 or Lamin B for nuclear fractions prior to analysis.

Ex Vivo Slice Culture and Subcellular Fractionation. Ex vivo
slices were processed as previously described.”® Briefly, mice were
decapitated, and whole brains were rapidly dissected. Horizontal 400
pm slices between 2.5 and 4.0 mm ventral to the surface of the skull
were prepared on a vibratome and acclimated in artificial
cerebrospinal fluid (ACSF). Slices from 9-month-old wild-type mice
were treated with benztropine (Sigma-Aldrich) or dimethyl sulfoxide
(DMSO) and/or the synthetic CORT, dexamethasone, or DMSO for
4 h prior to harvest. To examine GR translocation, slices underwent
subcellular fractionation as described previously for isolation of
specific tissue fractions.”” Briefly, slices were homogenized in a buffer
containing 10 mM HEPES, 10 mM NaCl, 1 mM KH,PO,, 5 mM
NaHCO;, S mM ethylenediaminetetraacetic acid (EDTA), 1 mM
CaCl,, 0.5 mM MgCl,, 250 mM sucrose, 1 mM phenylmethylsulfonyl
fluoride (PMSF), and protease/phosphatase inhibitors (Sigma-
Aldrich) and centrifuged at 1000g for 10 min at 4 °C following a
20 min incubation on ice. Supernatant was collected and centrifuged
again at 107 000g for 30 min to remove the membrane fraction. The
resulting supernatant contained the cytosolic fraction. Pellets from the
initial spin were resuspended in 1 mL of TSE buffer (10 mM Tris, 300
mM sucrose, 1 mM EDTA, 0.1% NP-40, 1 mM PMSF, and protease/
phosphatase inhibitors) and centrifuged at 4000g for S min. The
supernatant was discarded, and pellets were washed with 0.5 mL of
TSE buffer until the supernatant was clear. The pellet was
resuspended with 100 uL of TSE buffer and stored as the nuclear
fraction.

Animal Studies. All animal studies were approved by the
University of South Florida Institutional Animal Care and Use
Committee and carried out in accordance with the National Institutes
of Health (NTH) guidelines for the care and use of laboratory animals.
Mice were group-housed under a 12-h light—dark cycle (lights on at
06:00) and permitted ad libitum access to food and water.

Primary Neuronal Cultures. Primary cortical neurons were
isolated from E16.5 wild-type mouse brains using previous established
protocols.78 Briefly, brains were extracted, meninges were removed,
and cortices were placed in ice-cold isotonic buffer (137 mM NaCl, 5
mM KC], 0.2 mM NaH,PO,, 0.2 mM KH,PO,, 5.5 mM glucose, and
6 mM sucrose, pH 7.4). Following washes, cortices were minced,
digested in trypsin, triturated, and resuspended in DMEM
supplemented with 10% FBS, penicillin/streptomycin, and Ampho-
tericin B. The DMEM was exchanged 24 h later for Neurobasal
medium supplemented with Glutamax and B27 supplement (Life
Technologies). Primary neurons were transduced at DIV4 with 2 L/
well of eGFP or FKBPS1 AAV in PBS at 10" viral particles per
microliter. At DIV14, neurons were treated with dexamethasone (0.5
#M) and/or benztropine (10 uM) for 3 h prior to harvesting using
subcellular fractionation to isolate cytosolic and nuclear fractions as
described above.

Statistical Analyses. Statistical significance for each analysis was
determined with Student’s t-tests or one- or two-way analysis of
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variance (ANOVA) with Tukey or Bonferroni post-tests to compare
groups. All figures and statistics were generated using GraphPad Prism
software; each graph represents the mean + the standard error of the
mean (SEM). For analysis of the compound library screen, luciferase
values were normalized on each plate to two separate values:
hormone-induced GR activity and FKBPS1 + hormone GR activity.
Using SPPS statistical software, standardized residuals were calculated
from the normalized FKBPS1-hormone values with hormone alone
values used as a covariate. Z scores were generated. Significance was
determined by SPPS with p < 0.0001 used as a criterion.

B ASSOCIATED CONTENT

© Supporting Information

The Supporting Information is available free of charge on the
ACS Publications website at DOI: 10.1021/acschem-
bio.8b00454.

Additional details on methods, Supporting Figures 1 and
2, Supporting Table 1 (PDF)

B AUTHOR INFORMATION

Corresponding Author

*Address: University of South Florida Department of
Molecular Medicine, USF Health Byrd Institute, 4001 E.
Fletcher Ave.,, MDC 36, Tampa, FL 33613, USA. Tel.: +1-813-
396-0639. E-mail: Iblair@health.usf.edu.

ORCID
James W. Leahy: 0000-0003-3647-4489
Laura J. Blair: 0000-0002-4981-5564

Notes

The authors declare the following competing financial
interest(s): C.A.D. and JJ.S. are co-inventors for the following
patent: Inhibitors of the FKBPS1 Protein from a High-
Throughput Drug Screen and Methods of Use, U.S. Patent#
US9399039 B1. The other authors have no conflicts of interest
to disclose.

*Deceased.

B ACKNOWLEDGMENTS

This work was originally conceived and designed by C.A.D.
We would like to dedicate this work to him for his inspirational
brilliance, creativity, and determination. This work was funded
by NIMH RO1 MHI103848, NINDS RO1 NS073899, and
Alzheimer’s Association MCDN 15 370051.

Bl ABBREVIATIONS

Acetylcholine, Ach; Adeno-associated virus, AAV; Artificial
cerebrospinal fluid, ACSF; Cornus Ammonis 1, CAl; Cortico-
sterone/hydrocortisone/glucocorticoid, CORT; dopamine
transporters, DATs; FKBP4/FKBP52, FK506-binding protein
4; FKBPS/FKBP51, FK506-binding protein S; Flow cytometry
protein interaction assay, FCPIA; Glucocorticoid receptor,
GR; Glucocorticoid Response Element, GRE; 90 kDa Heat
Shock Protein, Hsp90; Major Depressive Disorder, MDD;
National Institute of Health, NIH; Paraventricular Nucleus,
PVN; Peptidyl-prolyl isomerase, PPlase; Post-traumatic stress
disorder, PTSD; single-nucleotide polymorphisms, SNPs.

B REFERENCES

(1) Barik, S. (2006) Immunophilins: for the love of proteins. Cell.
Mol. Life Sci. 63, 2889—2900.

(2) Baughman, G., Wiederrecht, G. J.,, Chang, F., Martin, M. M., and
Bourgeois, S. (1997) Tissue distribution and abundance of human

DOI: 10.1021/acschembio.8b00454
ACS Chem. Biol. 2018, 13, 2288—2299


http://pubs.acs.org
http://pubs.acs.org/doi/abs/10.1021/acschembio.8b00454
http://pubs.acs.org/doi/abs/10.1021/acschembio.8b00454
http://pubs.acs.org/doi/suppl/10.1021/acschembio.8b00454/suppl_file/cb8b00454_si_001.pdf
mailto:lblair@health.usf.edu
http://orcid.org/0000-0003-3647-4489
http://orcid.org/0000-0002-4981-5564
http://dx.doi.org/10.1021/acschembio.8b00454

ACS Chemical Biology

FKBPSI1, and FKS06-binding protein that can mediate calcineurin
inhibition. Biochem. Biophys. Res. Commun. 232, 437—443.

(3) Touma, C., Gassen, N. C., Herrmann, L., Cheung-Flynn, J., Bull,
D. R, ITonescu, I. A, Heinzmann, J. M., Knapman, A., Siebertz, A,
Depping, A. M., Hartmann, J., Hausch, F., Schmidt, M. V., Holsboer,
F,, Ising, M., Cox, M. B,, Schmidt, U., and Rein, T. (2011) FK506
Binding Protein S5 Shapes Stress Responsiveness: Modulation of
Neuroendocrine Reactivity and Coping Behavior. Biol. Psychiatry 70,
928.

(4) Scharf, S. H., Liebl, C., Binder, E. B., Schmidt, M. V., and Muller,
M. B. (2011) Expression and regulation of the FkbpS gene in the
adult mouse brain. PLoS One 6, e16883.

(5) O’Leary, J. C., 3rd, Dharia, S., Blair, L. J., Brady, S., Johnson, A.
G., Peters, M., Cheung-Flynn, J,, Cox, M. B, de Erausquin, G,
Weeber, E. J,, Jinwal, U. K,, and Dickey, C. A. (2011) A new anti-
depressive strategy for the elderly: ablation of FKBPS/FKBPS1. PLoS
One 6, €24840.

(6) Wochnik, G. M., Ruegg, J., Abel, G. A., Schmidt, U., Holsboer,
F, and Rein, T. (2005) FKS06-binding proteins S1 and 52
differentially regulate dynein interaction and nuclear translocation of
the glucocorticoid receptor in mammalian cells. J. Biol. Chem. 280,
4609—4616.

(7) Riggs, D. L., Roberts, P. J., Chirillo, S. C., Cheung-Flynn, J.,
Prapapanich, V., Ratajczak, T., Gaber, R., Picard, D., and Smith, D. F.
(2003) The Hsp90-binding peptidylprolyl isomerase FKBPS2
potentiates glucocorticoid signaling in vivo. EMBO J. 22, 1158—1167.

(8) Denny, W. B., Valentine, D. L., Reynolds, P. D., Smith, D. F., and
Scammell, J. G. (2000) Squirrel monkey immunophilin FKBPS1 is a
potent inhibitor of glucocorticoid receptor binding. Endocrinology 141,
4107—4113.

(9) Davies, T. H, Ning, Y. M, and Sanchez, E. R. (2005)
Differential control of glucocorticoid receptor hormone-binding
function by tetratricopeptide repeat (TPR) proteins and the
immunosuppressive ligand FK506. Biochemistry 44, 2030—2038.

(10) Wochnik, G. M., Ruegg, J., Abel, G. A., Schmidt, U., Holsboer,
F, and Rein, T. (2005) FKS506-binding proteins S1 and 52
differentially regulate dynein interaction and nuclear translocation of
the glucocorticoid receptor in mammalian cells. J. Biol. Chem. 280,
4609—-4616.

(11) Lagadari, M., De Leo, S. A,, Camisay, M. F., Galigniana, M. D.,
and Erlejman, A. G. (2015) Regulation of NF-kappaB signalling
cascade by immunophilins. Curr. Mol. Pharmacol. 9, 99—108.

(12) Galigniana, M. D., Erlejman, A. G, Monte, M., Gomez-
Sanchez, C., and Piwien-Pilipuk, G. (2010) The hsp90-FKBPS2
complex links the mineralocorticoid receptor to motor proteins and
persists bound to the receptor in early nuclear events. Mol. Cell. Biol.
30, 1285—1298.

(13) Scammell, J. G., Denny, W. B., Valentine, D. L., and Smith, D.
F. (2001) Overexpression of the FKS06-binding immunophilin
FKBPS1 is the common cause of glucocorticoid resistance in three
New World primates. Gen. Comp. Endocrinol. 124, 152—165.

(14) Westberry, J. M., Sadosky, P. W., Hubler, T. R, Gross, K. L.,
and Scammell, J. G. (2006) Glucocorticoid resistance in squirrel
monkeys results from a combination of a transcriptionally
incompetent glucocorticoid receptor and overexpression of the
glucocorticoid receptor co-chaperone FKBPS1. J. Steroid Biochem.
Mol. Biol. 100, 34—41.

(15) Binder, E. B. (2009) The role of FKBPS, a co-chaperone of the
glucocorticoid receptor in the pathogenesis and therapy of affective
and anxiety disorders. Psychoneuroendocrinology 34 (Suppl 1), S186—
S19s.

(16) Lahti, J., Raikkonen, K., Bruce, S., Heinonen, K., Pesonen, A.
K., Rautanen, A., Wahlbeck, K., Kere, J., Kajantie, E., and Eriksson, J.
G. (2011) Glucocorticoid receptor gene haplotype predicts increased
risk of hospital admission for depressive disorders in the Helsinki
birth cohort study. J. Psychiatr. Res. 45, 1160—1164.

(17) van West, D., Van Den Eede, F., Del-Favero, J., Souery, D.,
Norrback, K. F.,, Van Duijn, C., Sluijs, S., Adolfsson, R., Mendlewicz,
J., Deboutte, D., Van Broeckhoven, C. and Claes, S. (2006)

2297

Glucocorticoid receptor gene-based SNP analysis in patients with
recurrent major depression. Neuropsychopharmacology 31, 620—627.

(18) Yehuda, R, Cai, G., Golier, J. A, Sarapas, C., Galea, S., Ising,
M., Rein, T., Schmeidler, J., Muller-Myhsok, B., Holsboer, F., and
Buxbaum, J. D. (2009) Gene expression patterns associated with
posttraumatic stress disorder following exposure to the World Trade
Center attacks. Biol. Psychiatry 66, 708—711.

(19) Hou, J., and Wang, L. (2012) FKBPS as a selection biomarker
for gemcitabine and Akt inhibitors in treatment of pancreatic cancer.
PLoS One 7, e36252.

(20) Zannas, A. S., and Binder, E. B. (2014) Gene-environment
interactions at the FKBPS locus: sensitive periods, mechanisms and
pleiotropism. Genes Brain Behav 13, 25—37.

(21) Blair, L. J., Baker, J. D., Sabbagh, J. J., and Dickey, C. A. (2015)
The emerging role of peptidyl-prolyl isomerase chaperones in tau
oligomerization, amyloid processing, and Alzheimer’s disease. J.
Neurochem. 133, 1—13.

(22) Koren, J., 3rd, Jinwal, U. K., Davey, Z., Kiray, J., Arulselvam, K.,
and Dickey, C. A. (2011) Bending tau into shape: the emerging role
of peptidyl-prolyl isomerases in tauopathies. Mol. Neurobiol. 44, 65—
70

(23) Cheng, R, Park, N,, Juo, S. H,, Liu, J., Loth, J. E., Endicott, .,
Gilliam, T. C., and Baron, M. (2006) Psychosis and the genetic
spectrum of bipolar disorder: evidence from linkage analysis. Mol.
Psychiatry 11, 3—5.

(24) Rao, S., Yao, Y., Ryan, J,, Li, T., Wang, D., Zheng, C., Xu, Y.,
and Xu, Q. (2016) Common variants in FKBPS gene and major
depressive disorder (MDD) susceptibility: a comprehensive meta-
analysis. Sci. Rep. 6, 32687.

(25) Binder, E. B,, Bradley, R. G., Liu, W., Epstein, M. P., Deveau, T.
C., Mercer, K. B,, Tang, Y., Gillespie, C. F., Heim, C. M., Nemeroff, C.
B., Schwartz, A. C., Cubells, J. F., and Ressler, K. J. (2008) Association
of FKBPS polymorphisms and childhood abuse with risk of
posttraumatic stress disorder symptoms in adults. JAMA 299,
1291-1308S.

(26) Klengel, T., Mehta, D., Anacker, C., Rex-Haffner, M., Pruessner,
J. C,, Pariante, C. M., Pace, T. W., Mercer, K. B., Mayberg, H. S,,
Bradley, B., Nemeroff, C. B., Holsboer, F., Heim, C. M., Ressler, K. J.,
Rein, T., and Binder, E. B. (2013) Allele-specific FKBPS DNA
demethylation mediates gene-childhood trauma interactions. Nat.
Neurosci. 16, 33—41.

(27) Logue, M. W,, Baldwin, C., Guffanti, G., Melista, E., Wolf, E. J.,
Reardon, A. F., Uddin, M., Wildman, D., Galea, S., Koenen, K. C., and
Miller, M. W. (2013) A genome-wide association study of post-
traumatic stress disorder identifies the retinoid-related orphan
receptor alpha (RORA) gene as a significant risk locus. Mol.
Psychiatry 18, 937—942.

(28) Sullivan, P. F. (2007) Spurious genetic associations. Biol.
Psychiatry 61, 1121—1126.

(29) Boyle, E. A, Li, Y. L, and Pritchard, J. K. (2017) An Expanded
View of Complex Traits: From Polygenic to Omnigenic. Cell 169,
1177-1186.

(30) Shi, H,, Kichaev, G., and Pasaniuc, B. (2016) Contrasting the
Genetic Architecture of 30 Complex Traits from Summary
Association Data. Am. J. Hum. Genet. 99, 139—153.

(31) Binder, E. B,, Salyakina, D., Lichtner, P., Wochnik, G. M., Ising,
M., Putz, B., Papiol, S., Seaman, S., Lucae, S., Kohli, M. A., Nickel, T.,
Kunzel, H. E., Fuchs, B., Majer, M., Pfennig, A., Kern, N., Brunner, J.,
Modell, S., Baghai, T., Deiml, T., Zill, P., Bondy, B., Rupprecht, R,
Messer, T., Kohnlein, O., Dabitz, H., Bruckl, T., Muller, N., Pfister,
H., Lieb, R., Mueller, ]J. C., Lohmussaar, E., Strom, T. M., Bettecken,
T., Meitinger, T., Uhr, M., Rein, T., Holsboer, F., and Muller-Myhsok,
B. (2004) Polymorphisms in FKBPS are associated with increased
recurrence of depressive episodes and rapid response to anti-
depressant treatment. Nat. Genet. 36, 1319—1328.

(32) Fani, N, King, T. Z., Reiser, E., Binder, E. B., Jovanovic, T.,
Bradley, B., and Ressler, K. J. (2014) FKBPS genotype and structural
integrity of the posterior cingulum. Neuropsychopharmacology 39,
1206—1213.

DOI: 10.1021/acschembio.8b00454
ACS Chem. Biol. 2018, 13, 2288—2299


http://dx.doi.org/10.1021/acschembio.8b00454

ACS Chemical Biology

(33) Mehta, D., Gonik, M., Klengel, T., Rex-Haffner, M., Menke, A.,
Rubel, J., Mercer-Butze, K., Putz, B., Bradley, B., Holsboer, F., Ressler,
K. J., Muller-Myhsok, B., and Binder, E. B. (2011) Using
polymorphisms in FKBPS to define biologically distinct subtypes of
posttraumatic stress disorder: evidence from endocrine and gene
expression studies. Arch. Gen. Psychiatry 68, 901—910.

(34) Blair, L. J., Nordhues, B. A, Hill, S. E,, Scaglione, K. M,,
O’Leary, J. C,, 3rd, Fontaine, S. N., Breydo, L., Zhang, B, Li, P,
Wang, L., Cotman, C., Paulson, H. L., Muschol, M., Uversky, V. N,
Klengel, T., Binder, E. B., Kayed, R., Golde, T. E., Berchtold, N., and
Dickey, C. A. (2013) Accelerated neurodegeneration through
chaperone-mediated oligomerization of tau. J. Clin. Invest. 123,
4158—4169.

(35) Sabbagh, J. J, O’Leary, J. C, 3rd, Blair, L. J,, Klengel, T.,
Nordhues, B. A., Fontaine, S. N., Binder, E. B., and Dickey, C. A.
(2014) Age-associated epigenetic upregulation of the FKBPS gene
selectively impairs stress resiliency. PLoS One 9, e107241.

(36) Hartmann, J., Wagner, K. V., Lieb], C., Scharf, S. H., Wang, X.
D., Wolf, M., Hausch, F., Rein, T., Schmidt, U., Touma, C., Cheung-
Flynn, J., Cox, M. B,, Smith, D. F., Holsboer, F., Muller, M. B., and
Schmidt, M. V. (2012) The involvement of FKS06-binding protein 51
(FKBPS) in the behavioral and neuroendocrine effects of chronic
social defeat stress. Neuropharmacology 62, 332—339.

(37) Touma, C., Gassen, N. C., Herrmann, L., Cheung-Flynn, J,,
Bull, D. R, Ionescuy, I. A,, Heinzmann, J. M., Knapman, A., Siebertz,
A., Depping, A. M., Hartmann, J.,, Hausch, F., Schmidt, M. V,,
Holsboer, F., Ising, M., Cox, M. B., Schmidt, U., and Rein, T. (2011)
FK506 binding protein S shapes stress responsiveness: modulation of
neuroendocrine reactivity and coping behavior. Biol. Psychiatry 70,
928-936.

(38) Kay, P., Schlossmacher, G., Matthews, L., Sommer, P., Singh,
D., White, A., and Ray, D. (2011) Loss of glucocorticoid receptor
expression by DNA methylation prevents glucocorticoid induced
apoptosis in human small cell lung cancer cells. PLoS One 6, 24839.

(39) Schmitt, K. C., Zhen, J., Kharkar, P., Mishra, M., Chen, N.,,
Dutta, A. K, and Reith, M. E. (2008) Interaction of cocaine-,
benztropine-, and GBR12909-like compounds with wild-type and
mutant human dopamine transporters: molecular features that
differentially determine antagonist-binding properties. J. Neurochem.
107, 928—940.

(40) Tranguch, S., Cheung-Flynn, J., Daikoku, T., Prapapanich, V.,
Cox, M. B, Xie, H,, Wang, H,, Das, S. K., Smith, D. F.,, and Dey, S. K.
(2005) Cochaperone immunophilin FKBPS2 is critical to uterine
receptivity for embryo implantation. Proc. Natl. Acad. Sci. U. S. A. 102,
14326—14331.

(41) Hartmann, J., Wagner, K. V., Dedic, N., Marinescu, D., Scharf,
S. H., Wang, X. D., Deussing, J. M., Hausch, F., Rein, T., Schmidt, U,,
Holsboer, F., Muller, M. B,, and Schmidt, M. V. (2012) FkbpS2
heterozygosity alters behavioral, endocrine and neurogenetic param-
eters under basal and chronic stress conditions in mice. Psychoneur-
oendocrinology 37, 2009—2021.

(42) Schaaf, M. J, and Cidlowski, J. A. (2003) Molecular
determinants of glucocorticoid receptor mobility in living cells: the
importance of ligand affinity. Mol. Cell. Biol. 23, 1922—1934.

(43) Bledsoe, R. K, Montana, V. G., Stanley, T. B., Delves, C. ],
Apolito, C. J.,, McKee, D. D,, Consler, T. G., Parks, D. J., Stewart, E.
L., Willson, T. M., Lambert, M. H., Moore, J. T., Pearce, K. H., and
Xu, H. E. (2002) Crystal structure of the glucocorticoid receptor
ligand binding domain reveals a novel mode of receptor dimerization
and coactivator recognition. Cell 110, 93—10S.

(44) Kirschke, E., Goswami, D., Southworth, D., Griffin, P. R., and
Agard, D. A. (2014) Glucocorticoid receptor function regulated by
coordinated action of the Hsp90 and Hsp70 chaperone cycles. Cell
157, 1685—1697.

(45) Lorenz, O.R,, Freiburger, L., Rutz, D. A., Krause, M., Zierer, B.
K., Alvira, S., Cuellar, J., Valpuesta, J. M., Madl, T., Sattler, M., and
Buchner, J. (2014) Modulation of the Hsp90 chaperone cycle by a
stringent client protein. Mol. Cell 53, 941—953.

2298

(46) Cui, J., Hollmen, M., Li, L., Chen, Y., Proulx, S. T., Reker, D.,
Schneider, G., and Detmar, M. (2017) New use of an old drug:
inhibition of breast cancer stem cells by benztropine mesylate.
Oncotarget 8, 1007—1022.

(47) Hapgood, J. P, Avenant, C, and Moliki, J. M. (2016)
Glucocorticoid-independent modulation of GR activity: Implications
for immunotherapy. Pharmacol. Ther. 165, 93—113.

(48) Jinwal, U. K, Koren, J., 3rd, Borysov, S. I, Schmid, A. B,
Abisambra, J. F., Blair, L. J., Johnson, A. G., Jones, J. R., Shults, C. L.,
O’Leary, J. C,, 3rd, Jin, Y., Buchner, J., Cox, M. B, and Dickey, C. A.
(2010) The Hsp90 cochaperone, FKBPS1, increases Tau stability and
polymerizes microtubules. J. Neurosci. 30, 591—599.

(49) Gaali, S., Kirschner, A., Cuboni, S., Hartmann, J., Kozany, C.,
Balsevich, G., Namendorf, C. Fernandez-Vizarra, P., Sippel, C,
Zannas, A. S., Draenert, R., Binder, E. B., Almeida, O. F., Ruhter, G.,
Uhr, M., Schmidt, M. V., Touma, C., Bracher, A, and Hausch, F.
(2015) Selective inhibitors of the FKS06-binding protein S1 by
induced fit. Nat. Chem. Biol. 11, 33—37.

(50) Hartmann, J., Wagner, K. V., Gaali, S., Kirschner, A., Kozany,
C., Ruhter, G., Dedic, N., Hausl, A. S., Hoeijmakers, L., Westerholz,
S., Namendorf, C., Gerlach, T., Uhr, M., Chen, A., Deussing, J. M,,
Holsboer, F., Hausch, F., and Schmidt, M. V. (2015) Pharmacological
Inhibition of the Psychiatric Risk Factor FKBPS1 Has Anxiolytic
Properties. J. Neurosci. 35, 9007—9016.

(51) Cluning, C., Ward, B. K,, Rea, S. L., Arulpragasam, A., Fuller, P.
J., and Ratajczak, T. (2013) The helix 1—3 loop in the glucocorticoid
receptor LBD is a regulatory element for FKBP cochaperones. Mol.
Endocrinol. 27, 1020—1035.

(52) Thornton, S. L., Farnaes, L., and Minns, A. (2016) Prolonged
Antimuscarinic Delirium in a Child Due to Benztropine Exposure
Treated With Multiple Doses of Physostigmine. Pediatric emergency
care 32, 243—24S5.

(53) DiMascio, A., Bernardo, D. L., Greenblatt, D. J., and Marder, J.
E. (1976) A controlled trial of amantadine in drug-induced
extrapyramidal disorders. Arch. Gen. Psychiatry 33, 599—602.

(54) Marinelli, M., and Piazza, P. V. (2002) Interaction between
glucocorticoid hormones, stress and psychostimulant drugs. Eur. J.
Neurosci. 16, 387—394.

(55) Piazza, P. V., Barrot, M., Rouge-Pont, F., Marinelli, M., Maccari,
S., Abrous, D. N., Simon, H., and Le Moal, M. (1996) Suppression of
glucocorticoid secretion and antipsychotic drugs have similar effects
on the mesolimbic dopaminergic transmission. Proc. Natl. Acad. Sci. U.
S. A. 93, 15445—15450.

(56) Marinelli, M., Piazza, P. V., Deroche, V., Maccari, S., Le Moal,
M, and Simon, H. (1994) Corticosterone circadian secretion
differentially facilitates dopamine-mediated psychomotor effect of
cocaine and morphine. J. Neurosci. 14, 2724—2731.

(57) Barrot, M., Marinelli, M., Abrous, D. N., Rouge-Pont, F., Le
Moal, M., and Piazza, P. V. (2000) The dopaminergic hyper-
responsiveness of the shell of the nucleus accumbens is hormone-
dependent. Eur. J. Neurosci. 12, 973—979.

(58) Gelenberg, A. J., Van Putten, T., Lavori, P. W., Wojcik, J. D,,
Falk, W. E,, Marder, S., Galvin-Nadeau, M., Spring, B., Mohs, R. C,,
and Brotman, A. W. (1989) Anticholinergic effects on memory:
benztropine versus amantadine. J. Clin. Psychopharmacol. 9, 180—18S.

(59) Cai, W. H,, Blundell, J., Han, J., Greene, R. W., and Powell, C.
M. (2006) Postreactivation glucocorticoids impair recall of estab-
lished fear memory. J. Neurosci. 26, 9560—9566.

(60) Amiri, S., Jafarian, Z., Vafaei, A. A, Motaghed-Larijani, Z.,
Samaei, S. A., and Rashidy-Pour, A. (2015) Glucocorticoids Interact
with Cholinergic System in Impairing Memory Reconsolidation of an
Inhibitory Avoidance Task in Mice. Basic Clin Neurosci 6, 155—162.

(61) Graef, S., Schonknecht, P., Sabri, O., and Hegerl, U. (2011)
Cholinergic receptor subtypes and their role in cognition, emotion,
and vigilance control: an overview of preclinical and clinical findings.
Psychopharmacology (Berl.) 215, 205—229.

(62) Ettle, B., Kerman, B. E., Valera, E., Gillmann, C., Schlachetzki, J.
C., Reiprich, S., Buttner, C., Ekici, A. B., Reis, A., Wegner, M., Bauerle,
T., Riemenschneider, M. J., Masliah, E., Gage, F. H., and WinKler, J.

DOI: 10.1021/acschembio.8b00454
ACS Chem. Biol. 2018, 13, 2288—2299


http://dx.doi.org/10.1021/acschembio.8b00454

ACS Chemical Biology

(2016) alpha-Synuclein-induced myelination deficit defines a novel
interventional target for multiple system atrophy. Acta Neuropathol.
132, 59-75.

(63) Fahy, P., Arnold, P., Curry, S. C., and Bond, R. (1989) Serial
serum drug concentrations and prolonged anticholinergic toxicity
after benztropine (Cogentin) overdose. American journal of emergency
medicine 7, 199—202.

(64) Goldstein, M. R, and Kasper, R. (1968) Hyperpyrexia and
coma due to overdose of benztropine. South. Med. ]. 61, 984 passim..

(65) Khouzam, H. R, and Kissmeyer, P. M. (1996) Physostigmine
temporarily and dramatically reversing acute mania. General hospital
psychiatry 18, 203—204.

(66) Schmeichel, B. E., Zemlan, F. P., and Berridge, C. W. (2013) A
selective dopamine reuptake inhibitor improves prefrontal cortex-
dependent cognitive function: potential relevance to attention deficit
hyperactivity disorder. Neuropharmacology 64, 321—328.

(67) Agoston, G. E.,, Wu, J. H,, Izenwasser, S., George, C., Katz, ],
Kline, R. H., and Newman, A. H. (1997) Novel N-substituted 3 alpha-
[bis(4’'-fluorophenyl)methoxy]tropane analogues: selective ligands for
the dopamine transporter. J. Med. Chem. 40, 4329—4339.

(68) Pedersen, H., Sinning, S., Bulow, A., Wiborg, O., Falborg, L.,
and Bols, M. (2004) Combinatorial synthesis of benztropine libraries
and their evaluation as monoamine transporter inhibitors. Org. Biomol.
Chem. 2, 2861—2869.

(69) Jinwal, U. K., Akoury, E., Abisambra, J. F., O’Leary, J. C., 3rd,
Thompson, A. D., Blair, L. ], Jin, Y., Bacon, J.,, Nordhues, B. A,
Cockman, M., Zhang, J,, Li, P., Zhang, B., Borysov, S., Uversky, V. N,,
Biernat, J.,, Mandelkow, E., Gestwicki, J. E., Zweckstetter, M., and
Dickey, C. A. (2013) Imbalance of Hsp70 family variants fosters tau
accumulation. FASEB ]. 27, 1450—1459.

(70) Zheng, D., Sabbagh, J. J., Blair, L. J., Darling, A. L., Wen, X, and
Dickey, C. A. (2016) MicroRNA-511 binds to FKBPS mRNA, which
encodes a chaperone protein, and regulates neuronal differentiation. J.
Biol. Chem. 291, 17897.

(71) Abisambra, J. F., Jinwal, U. K., Blair, L. J., O’Leary, J. C., 3rd, Li,
Q., Brady, S, Wang, L., Guidi, C. E,, Zhang, B., Nordhues, B. A,
Cockman, M., Suntharalingham, A., Li, P., Jin, Y., Atkins, C. A., and
Dickey, C. A. (2013) Tau accumulation activates the unfolded protein
response by impairing endoplasmic reticulum-associated degradation.
J. Neurosci. 33, 9498—9507.

(72) Shelton, L. B., Baker, J. D., Zheng, D., Sullivan, L. E., Solanki, P.
K., Webster, J. M., Sun, Z., Sabbagh, J. J., Nordhues, B. A., Koren, J.,
3rd, Ghosh, S, Blagg, B. S. J., Blair, L. J,, and Dickey, C. A. (2017)
Hsp90 activator Ahal drives production of pathological tau
aggregates. Proc. Natl. Acad. Sci. U. S. A. 114, 9707—-9712.

(73) Roman, D. L, Talbot, J. N., Roof, R. A, Sunahara, R. K,
Traynor, J. R, and Neubig, R. R. (2006) Identification of small-
molecule inhibitors of RGS4 using a high-throughput flow cytometry
protein interaction assay. Mol. Pharmacol. 71, 169—175.

(74) Rauch, J. N., and Gestwicki, J. E. (2014) Binding of human
nucleotide exchange factors to heat shock protein 70 (Hsp70)
generates functionally distinct complexes in vitro. J. Biol. Chem. 289,
1402—1414.

(75) Dickey, C., Kraft, C., Jinwal, U, Koren, J., Johnson, A,
Anderson, L., Lebson, L., Lee, D., Dickson, D., de Silva, R, Binder, L.
I, Morgan, D., and Lewis, J. (2009) Aging analysis reveals slowed tau
turnover and enhanced stress response in a mouse model of
tauopathy. Am. J. Pathol. 174, 228—238.

(76) Abisambra, J., Jinwal, U. K., Miyata, Y., Rogers, J., Blair, L., Li,
X., Seguin, S. P.,, Wang, L., Jin, Y., Bacon, J., Brady, S., Cockman, M.,
Guidi, C., Zhang, J., Koren, J.,, Young, Z. T., Atkins, C. A., Zhang, B,,
Lawson, L. Y., Weeber, E. J,, Brodsky, J. L., Gestwicki, J. E, and
Dickey, C. A. (2013) Allosteric heat shock protein 70 inhibitors
rapidly rescue synaptic plasticity deficits by reducing aberrant tau.
Biol. Psychiatry 74, 367—374.

(77) Guillemin, I, Becker, M. Ociepka, K., Friauf, E., and
Nothwang, H. G. (2005) A subcellular prefractionation protocol for
minute amounts of mammalian cell cultures and tissue. Proteomics S,
35—45S.

2299

(78) Katnik, C., Guerrero, W. R,, Pennypacker, K. R., Herrera, Y.,
and Cuevas, J. (2006) Sigma-1 receptor activation prevents
intracellular calcium dysregulation in cortical neurons during in
vitro ischemia. J. Pharmacol. Exp. Ther. 319, 1355—1365.

DOI: 10.1021/acschembio.8b00454
ACS Chem. Biol. 2018, 13, 2288—2299


http://dx.doi.org/10.1021/acschembio.8b00454

