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Abstract

Glucocorticoids are necessary for life after birth and regulate
numerous homeostatic functions in man, including glucose
homeostasis, protein catabolism, skeletal growth, respiratory
function, inflammation, development, behavior, and apopto-
sis. In a clinical setting, they are widely used as anti-inflam-
matory agents to control both acute and chronic inflam-
mation. Unfortunately, owing to their broad range of physi-
ological actions, patients treated with glucocorticoids for
long periods of time experience a variety of serious side
effects, including metabolic syndrome, bone loss, and psy-
chiatric disorders including depression, mania, and psycho-
sis. Our understanding of how one hormone or drug regulates
all of these diverse processes is limited. Recent studies have
shown that multiple glucocorticoid receptor isoforms are pro-
duced from one gene via combinations of alternative mRNA
splicing and alternative translation initiation. These isoforms
possess unique tissue distribution patterns and transcriptional
regulatory profiles. Owing to variation in the N-terminal and
C-terminal length of glucocorticoid receptor isoforms, dif-
ferent post-translational modifications including ubiquitina-
tion, phosphorylation, and sumoylation are predicted,
contributing to the complexity of glucocorticoid signaling.
Furthermore, increasing evidence suggests that unique glu-
cocorticoid receptor isoform compositions within cells could
determine the cell-specific response to glucocorticoids. In
this review, we will outline the recent advances made in the
characterization of the transcriptional activity and the selec-
tive regulation of apoptosis by the various glucocorticoid
receptor isoforms.
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Introduction

Glucocorticoids are steroid hormones that are produced and
released by the adrenal gland under the control of the hypo-
thalamic-pituitary-adrenal (HPA) axis. In response to a vari-
ety of stressors, the hypothalamus releases corticotropin-
releasing hormone and vasopressin that stimulates the release
of adrenocorticotropic hormone (ACTH) from the pituitary
gland (1). In the adrenal cells, ACTH stimulates the produc-
tion and release of glucocorticoids into the bloodstream,
affecting all tissues within the body. Their actions are medi-
ated by the ubiquitous cytoplasmic glucocorticoid receptor,
which functions as a hormone-activated transcription factor
of glucocorticoid target genes. They are important for the
maintenance of diverse biological activities such as the reg-
ulation of vascular tone, homeostasis of the central nervous
system, intermediary metabolism, and water/electrolyte bal-
ance. In addition, glucocorticoids exert potent anti-inflam-
matory and immunomodulatory effects, and are therefore
commonly used in the treatment of chronic inflammatory and
autoimmune diseases. They are also included in chemother-
apeutic regimens for the treatment of leukemia, lymphomas,
and myelomas due to their ability to induce lymphocyte
apoptosis (2–5).

Synthetic derivatives of glucocorticoids have been applied
successfully in a clinical setting for more than half a century
(6–8). Although they are considered to be relatively inex-
pensive drugs, synthetic glucocorticoids are believed to
account for a $10 billion (USD) per year market (9). How-
ever, their use is limited by serious adverse effects such as
diabetes, osteoporosis, myopathy, suppression of the HPA
axis, and growth retardation (9). Osteoporosis, for instance,
is one of the side effects that can be life-threatening (10). In
prolonged glucocorticoid exposure (treatment for 6 months,
for example), the incidence of osteoporosis can be as high
as 50%, accounting for approximately 25% of cases of
osteoporosis. This is a serious problem especially in elderly
patients (70–79 years of age) because they frequently receive
glucocorticoids prescribed at high-doses ()7.5 mg/day) for
long periods of time ()2 years) (10, 11).

Glucocorticoid resistance is another major problem that
appears in patients receiving synthetic glucocorticoids for the
treatment of inflammatory diseases (12–14). Although glu-
cocorticoids are highly effective in the control of asthma and
other chronic inflammatory or immune diseases, a small pro-
portion of patients with asthma fail to respond to treatment
(even to high-doses of oral glucocorticoids), and patients
with chronic obstructive pulmonary disease are generally
unresponsive to glucocorticoids (15). In addition, renal trans-
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Figure 1 Linear schematic of the human glucocorticoid receptor (hGR) protein and generation of multiple GR isoforms from a single
gene. The three major domains, the N-terminal domain (NTD), DNA-binding domain (DBD), and the ligand binding-domain (LBD) of
hGR are shown. As discussed and referenced in the text, approximate locations are indicated of some defined regions and functions
concerning the AF-1 (activation function 1), the AF-2 (activation function 2) helix, and cofactor/chaperone binding.

planted patients receiving steroid therapy also develop glu-
cocorticoid resistance, most likely due to alterations in the
expression levels of the glucocorticoid receptor detected in
the lymphocytes of these patients (16). Therefore, there is a
great medical need for glucocorticoid-like compounds that
possess anti-inflammatory and immunomodulatory proper-
ties, yet display a reduced risk of side effects and resistance.

Recently, several strategies for development of novel glu-
cocorticoids or glucocorticoid substitutes with an improved
therapeutic index have been pursued by different pharma-
ceutical companies and research groups (8). For example,
chemical optimization of compounds has been done to
improve activity, to generate prodrugs that have enhanced
bioavailability, to release the compounds in target tissues, or
to generate novel glucocorticoid ligands, such as selective
glucocorticoid receptor agonists (SEGRAs). SEGRAs pref-
erentially induce transrepression of glucocorticoid regulated
genes (responsible for the anti-inflammatory effects of glu-
cocorticoids) with little or no transactivating activity (sug-
gested to be involved with the development of side effects)
(8, 17). Although, the selective agonist receptors are cur-
rently in Phase II clinical trials, as an alternative topical treat-
ment for atopic dermatitis and inflammation following
cataract surgery (18, 19), it remains to be seen whether selec-
tive receptor agonists cause significantly less side effects
than classical corticoids in clinical applications, such as oral
administration. Furthermore, some of the glucocorticoid-like
compounds identified have undesired effects after prolonged
treatment in vivo (20–22), highlighting the need for further
research to better understand the mechanism of action of
glucocorticoids.

To understand the molecular basis of glucocorticoid-
induced side effects and resistance, it is necessary to obtain
an understanding of their actions in homeostatic signaling
processes. Multiple factors in the glucocorticoid signaling
system such as ligand availability, ultradian hormone pulsing,
alternative splicing of the glucocorticoid receptor, promoter
association, attraction of cofactors, and clearance of recep-
tors from target genes can influence the ultimate transcrip-
tional activity of the glucocorticoid receptor (23, 24). Recent
data from our laboratory suggest that multiple glucocorticoid
receptor isoforms are generated from the primary glucocor-
ticoid receptor transcript through alternative initiation of
translation. Furthermore, the glucocorticoid receptor trans-

lational isoforms are expressed in a tissue specific manner
and regulate distinct genes (25, 26). This could represent a
general mechanism that confers target-tissue sensitivity to
glucocorticoid hormones. This discovery could help to
explain why patients taking glucocorticoids frequently devel-
op serious adverse effects and resistance, and increase the
possibility of new targets for the development of selective
glucocorticoid receptor isoforms agonists.

The glucocorticoid receptor: modular

organization, mechanism of action, and

transcriptional regulation

The glucocorticoid receptor is a member of the nuclear
receptor superfamily of transcription factors and is ubiqui-
tously expressed at a density varying from 2000 to 30,000
receptors per cell according to the cell type and tissue ana-
lyzed (27–29). The glucocorticoid receptor gene is conserved
from Xenopus to human (30) and encodes a modular protein
organized into three major functional domains: the N-ter-
minal domain (NTD), the central DNA-binding domain
(DBD), and the C-terminal ligand-binding domain (LBD)
(Figure 1). When compared to other steroid hormone recep-
tors, the NTD is poorly conserved in terms of size and
sequence homology, with the exception of a region rich in
negatively charged acidic amino acids known as AF-1 (acti-
vation function 1). The AF-1 region has the ability to activate
target genes in a hormone-independent manner (31, 32) and
has been shown to interact directly with the basal transcrip-
tional machinery as well as with cofactors that participate in
transcriptional regulation. For example, the AF-1 domain
recruits the multimeric chromatin-remodeling ATPase brah-
ma-related gene 1, a homolog of yeast SWI/SNF, that in turn
assembles the histone acetylases P/CAF and CBP/p300 and
facilitates the initiation of transcription (33, 34). Adjacent to
the AF-1 region is the highly conserved DBD. The DBD is
organized into two zinc fingers that contain four cysteines
per loop (34). Specific amino acid sequences within the first
zinc finger mediate the interaction of the glucocorticoid
receptor with specific DNA elements termed glucocorticoid
response elements (GREs). The second zinc finger region
stabilizes the glucocorticoid receptor/GRE interaction (34).
Finally, the C-terminal LBD is highly conserved among ster-
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oid receptors and is essential for hormone binding. The LBD
contains sequences for interaction with heat shock proteins
(HSPs) and nuclear transcription factors. The glucocorticoid
receptor-HSP90 interaction promotes proper folding of the
receptor and prevents the receptor from binding to DNA in
the absence of hormone (20, 35). The LBD also contains a
second transactivation domain termed AF-2. Upon hormone
binding, the glucocorticoid receptor LBD undergoes confor-
mational changes that facilitate the interaction of AF-2 with
members of the p160 family of coactivators (36). A number
of these p160 factors such as steroid receptor coactivator-1,
nuclear receptor coactivator-2, and nuclear receptor coacti-
vator-3 possess histone acetylase activity, which leads to dis-
ruption of nucleosomes and facilitates recruitment of RNA
polymerase II (33).

Multiple mechanisms of glucocorticoid receptor action
have been described, most of which involve the regulation
of gene transcription. In addition, the ligands for the gluco-
corticoid receptor both natural and synthetic are subjected to
pre-receptor metabolism (24). The basic mechanism for reg-
ulating gene transcription by glucocorticoids involves a com-
plex and ever growing network directed by the molecular
structure of the glucocorticoid receptor and interaction with
other proteins such as coregulators, transcription factors, and
other components of the transcription machinery. The glu-
cocorticoid receptor in its inactive form (ligand-free) is locat-
ed in the cytoplasm of cells and is associated with molecular
chaperones and immunophilins. Upon hormone binding, the
glucocorticoid receptor undergoes conformational changes
and dissociates from accessory proteins, which leads to
importin-mediated translocation to the nucleus as a monomer
or dimer through the nuclear pore (Figure 2) (3). In the
nucleus, ligand-activated glucocorticoid receptor dimers
directly interact with GREs in many regions of glucocorti-
coid target genes, including the promoter or enhancer region,
intronic and 59UTR region (37). Alternatively, ligand acti-
vated glucocorticoid receptor dimers as well as monomers
interact with other transcription factors to influence the trans-
cription of genes (38).

Glucocorticoids regulate the expression of a wide array of
target genes by both positive and negative regulatory mech-
anisms. Activation of gene transcription is mediated by posi-
tive GREs. This mechanism has been identified for a large
variety of genes, such as the genes encoding the enzymes
tyrosine aminotransferase and phosphoenolpyruvate car-
boxykinase (PEPCK) (39), and is postulated to be respon-
sible for numerous side effects of glucocorticoids (9).
GRE-bound glucocorticoid receptors selectively recruit sev-
eral transcriptional activators, such as p300, cAMP-respon-
sive element (CRE) binding protein (CREB)-binding protein
(CBP), and p160 nuclear receptor regulators (Figure 2A).
The interaction with coactivators facilitates the transmission
of signals from the glucocorticoid receptor-ligand complex
to the transcription initiation complex. For example, co-
activators possessing intrinsic histone acetyltransferase or
methyltransferase activity alter chromatin structure and
enhance binding of the transcriptional machinery compo-
nents such as transcription factors and RNA polymerase II

to DNA (40). In addition, the transcriptional activity of glu-
cocorticoid receptors is modulated through direct protein-
protein interaction with other transcription factors at the
so-called composite response element. For example, gluco-
corticoid receptor mediated upregulation of PEPCK involves
the cooperative interaction of the glucocorticoid receptor and
CREB with the GRE and (CREB response element) CRE
located in the vicinity of the PEPCK gene, thereby inducing
transactivation (41) (Figure 2B). However, glucocorticoid
receptors can also repress gene transcription through cross-
talk at composite elements. The transcription of the gluta-
thione S-transferase A2 (GSTA2) gene is repressed by the
binding of the glucocorticoid receptor to GRE-like sequence
within the GSTA2 promoter. The repression is mediated by
recruitment of the transcriptional corepressor silencing medi-
ator of retinoic acid and thyroid hormone receptors and sub-
sequent inactivation of CCAAT/enhancer binding protein b

(C/EBPb) and NF-E2-related factor 2 (Nrf2) transcription
factors (42) (Figure 2B). Gene transcription can also be
inhibited by glucocorticoids via interaction of ligand-acti-
vated glucocorticoid receptor with negative GREs (nGREs).
The mechanism of glucocorticoid receptor transcriptional
repression through nGREs is unclear. It has been suggested
that the glucocorticoid receptor can sterically hinder the
binding of positively acting transcription factors to elements
that overlap the nGRE. A classical example of such crosstalk
is the negative regulation of the osteocalcin gene by gluco-
corticoids. The GRE overlaps with the osteocalcin TATA box
and prevents the binding of the general transcription factor
IID resulting in repression of transcription (43) (Figure 2C).
Alternatively, the glucocorticoid receptor also represses gene
transcription through direct interaction with transcription fac-
tors independent of chromatin interaction (Figure 2D). This
crosstalk appears to be the predominant mechanism for the
potent anti-inflammatory actions of glucocorticoids and it
has been described for several transcription factors such as
activator protein 1 (AP-1), nuclear factor kappa-light-chain-
enhancer of activated B cells (NF-kB), MAD (mothers
against decapentaplegic, Drosophila) homolog (Smad), sig-
nal-transducer and activator of transcription protein (STAT)
and interferon regulatory factor (IRF3) (44, 45). Thus, glu-
cocorticoid receptor transcriptional activity is a dynamic pro-
cess that depends on several factors such as the GRE type,
the promoter/enhancer, and its interaction with numerous
coactivators/repressors and transcription factors.

Glucocorticoid receptor splice variants and

N-terminal isoforms

The human glucocorticoid receptor (hGR) is the product of
one gene located on chromosome 5 and consists of nine
exons. Exon 1 and the first part of exon 2 contain the 59UTR,
exons 2–9 contain the protein-coding sequences, and the
39UTR is found within the latter part of exon 9 (30). Through
alternative promoter usage and splicing of pre-mRNA one
gene gives rise to several isoforms that have been designated
hGRa, hGRb, hGRA, hGRP, hGRg, and hGR-low sensitiv-
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Figure 2 Mechanisms of glucocorticoid receptor signaling within cells. 1) Passive diffusion of glucocorticoids into the cell; 2) glucocor-
ticoids are subject to pre-receptor metabolism by 11b-hydroxysteroid dehydrogenase-2 (11b-HSD2); 3) binding of glucocorticoids to the
cytosolic glucocorticoid receptor; 4) dissociation of the glucocorticoid receptor from chaperones; and 5) translocation of the glucocorticoid
receptor to the nucleus and regulation of gene transcription in four different ways: (A) interaction with glucocorticoid response elements
(GREs), (B) interaction with negative GRE (nGRE), (C) interaction with GRE and transcription factors (TFs) at the composite response
elements, and (D) direct interaction with TFs independent of chromatin interaction. TF-RE, transcription factor responsive element; nGRE,
negative glucocorticoid response element; GR-Iso, glucocorticoid receptor isoform; HPS, heat shock protein.

ity. Their distribution and transactivation potential varies bet-
ween tissues, cell lines, and physiological condition/patho-
logical states (46). The most abundant and well-known iso-
form is the classic hGRa. The hGRa and hGRb mRNA
transcripts are generated by alternative splicing of exon 9
(Figure 3) (47, 48). Sequence analysis revealed that although
hGRa and hGRb isoforms are identical up to amino acid
727, hGRa contains an additional 50 amino acids, whereas
hGRb contains an additional, unique 15 amino acids. hGRb

is expressed in a variety of human tissues and cells but at
lower levels when compared to hGRa. However, hGRb is a
very abundant species in certain epithelial cells (49). In con-
trast to hGRa, hGRb resides in the nucleus of cells inde-

pendent of glucocorticoid treatment and is unable to be
activated by endogenous glucocorticoids due to the unique
C-terminal LBD (3).

The physiological role of hGRb is not completely under-
stood. hGRb is thought to affect gene transcription primarily
by acting as a dominant negative of hGRa, thereby inhibiting
the ability of hGRa to signal (50–55). In some clinical con-
ditions such as rheumatoid arthritis, systemic lupus ery-
thematosus, or ulcerative colitis, the increase of hGRb

expression in inflammatory cells has been associated with
glucocorticoid resistance (55, 56). In addition, high levels of
hGRb protein have been reported in T cells in the airway,
peripheral blood mononuclear cells, and in tuberculin-
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Figure 3 Alternative splicing of exon 9 generates GRa and GRb. GRa mRNA produces additional isoforms as a result of alternative
translation initiation. Translation can be initiated at each of the AUG codons corresponding to methionines at positions 1, 27, 86, 90, 98,
316, 331, and 336 of the GR N-terminal domain resulting in a set of hGR isoforms with different lengths, sizes, and functional domains.
Each GR protein is subjected to post-translational modifications by phosphorylation (P) at residues S113, S141, S203, S211, S226, and
S404, SUMOylation (S) at residues K277, K293, and K703, and ubiquitination (u) at residue K417.

induced inflammatory lesions in glucocorticoid-insensitive
asthmatics (5, 14, 57). Interestingly, a recent study from our
group suggests a novel physiological role for hGRb. In un-
stimulated U2 OS osteosarcoma cells stably expressing
hGRb, GRb was found to regulate the expression of over
5000 genes. Thus, hGRb can act not only as a dominant
negative to hGRa but also as an endogenous manipulator of
gene expression under basal conditions. Moreover, an addi-
tional 997 genes were regulated by hGRb in the presence of
the glucocorticoid receptor antagonist RU-486, suggesting
that RU-486 acts as an exogenous ligand for hGRb (58).
This observation highlights the potential for development of
GRb-selective ligands.

Recently, our laboratory has revealed cell-specific expres-
sion of multiple translational hGRa isoforms (25). The GRa

variant mRNA is translated into multiple GRa isoforms
(GRa-A, GRa-B, GRa-C1-2-3, and GRa-D1-2-3) from at
least eight initiation sites through mechanisms involving
ribosomal leaky scanning or ribosomal shunting (Figure 3).
The expression pattern of endogenous translational GRa iso-
forms was determined using multiple glucocorticoid receptor
selective antibodies. The GRa isoforms were found to be

expressed in different cell lines and tissues of rats, mice, and
in human primary cultures of trabecular meshwork cells (25,
59, 60). However, the relative expression levels vary consid-
erably among tissues. For example, in spleen of CD1 mouse,
the amount of GRa-D isoform was similar to GRa-A, -B
and -C isoforms, whereas in bone and in C2C12 myotube
cells (59), the amount of GRa-D isoform is lower when
compared to the other isoforms. The GRa (A–D) isoforms
bind to w3Hx dexamethasone and have similar apparent Kd

values (26) (Table 1). In the absence of glucocorticoids, the
GRa isoforms, except the D isoform, localize to the cyto-
plasm, and as expected, after hormone treatment, the GRa

translational forms A–C translocate to the nucleus (25).
Another interesting difference among the GRa isoforms

lies in their transcriptional activity. The GRa isoforms dis-
play distinct transactivation or transrepression patterns on
global gene expression as examined by cDNA microarray
analyses using cells lines that stably express the different
translational forms. Almost 500 genes in U2 OS cells are
commonly regulated by the GRa isoforms and each of the
isoforms regulates an additional unique set of genes (Table 1)
(26). To determine the DNA binding ability of each isoform,
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Table 1 Glucocorticoid receptor alpha (GRa) isoforms.

GRa-A GRa-B GRa-C3 GRa-D3

AUG codon (25) 1 27 98 336
Translational mechanism (25) Ribosomal scanning Ribosomal leaky Ribosomal leaky Ribosomal shunting

(first start codon) scanning scanning
Ribosomal shunting Ribosomal shunting

Amino acid peptide size (25) 777 751 680 442
Molecular weight (25) 94 kDa 91 kDa 82–84 kDa 53–56 kDa
Subcellular localization (25) ALscytoplasm ALscytoplasm ALscytoplasm ALsnucleus

PLsnucleus PLsnucleus PLsnucleus PLsnucleus

Binding to w3Hx (25) 13.33"7.6 11.28"4.51 8.7"1.83 9.06"1.73
dexamethasone
Kd (nM"SEM)

Binding to GRE in the ATP4sPL ATP4sPL ATP4sPL ATP4sPL
promoter region of GC VDRsPL VDRsPL VDRsPL VDRsAL and PL
regulated genes (25) I-kBasPL I-kBasPL I-kBasPL I-kBasAL and PL

CASP6sPL CASP6sPL CASP6sPL CASP6sPL
GZMAsPL GZMAsPL GZMAsPL GZMAsPL

Ligand-dependent recruitment (–) CBP (–) CBP (≠) CBP (x) CBP
of cofactors to the promoter (–) P300 (–) P300 (≠) P300 (x) P300
region of the GZMA gene (–) (A)H4 (–) (A)H4 (≠) (A)H4 (x) (A)H4
(26) (–) (p)Pol II (–) (p)Pol (≠) (p)Pol (x) (p)Pol

Transactivation activity 0.81"0.24 0.82"0.14 0.90"0.18 0.47"0.27
(GRE2) (25)
EC50 dexamethasone
(nM"SEM)

Gene regulation profile (no. 3451 2945 3252 1761
of genes from Agilent whole
human arrays) (26)
Half-life of GR isoforms (25) ALs12–15 h ALs12–15 h ALs12–15 h ALs12–15 h

PLs6 h PLs6 h PLs6 h PLs6 h

Cell expression (human) HeLa, A549, CEM HeLa, A549, CEM HeLa, A549, CEM HeLa, A549, CEM
(25, 58) cells and primary cells and primary cells and primary cells and primary

trabecular meshwork trabecular meshwork trabecular meshwork trabecular meshwork
cells cells cells cells

Tissue expression (mouse Liver, brown fat, Liver, brown fat, Liver, brown fat, Liver, brown fat,
and rat) (25) esophagus, stomach, esophagus, stomach, esophagus, stomach, esophagus, stomach,

colon, heart, aorta, colon, heart, aorta, colon, heart, aorta, colon, heart, aorta,
spleen, thymus, lung, spleen, thymus, lung, spleen, thymus, lung, spleen, thymus, lung,
bladder bladder bladder bladder

Induction of apoptosis (–) Propidium iodide (–) Propidium iodide (≠) Propidium iodide (x) Propidium iodide
(dexamethasone positive positive positive positive
100 nM–48 h) (26) (–) Annexin positive (–) Annexin positive (≠) Annexin positive (–) Annexin positive

and PI negative and PI negative and PI negative and PI negative
(–) Activated PARP (–) Activated PARP (≠) Activated PARP (–) Activated PARP
(–) DNA degradation (–) DNA degradation (≠) DNA degradation (x) DNA degradation
(–) Caspase activation (–) Caspase activation (≠) Caspase activation (x) Caspase activation

AL, absence of ligand; PL, presence of ligand; –, no change related to wild type; ≠, significant increase related to wild type;
x, significant decrease related to wild type; ATP4, adenosine 59-triphosphate 4; VDR, vitamin D receptor; I-kBa, nuclear factor of kappa
light polypeptide gene enhancer in B cells inhibitor, alpha; CASP6, caspase 6; GZMA, granzyme A; CBP, cAMP-responsive element
(CRE) binding protein (CREB)-binding protein; (A)H4, acetylated histone H4; (p)Pol II, RNA polymerase II; PI, propidium iodide;
PARP, poly (ADP-ribose) polymerase.

chromatin immunoprecipitation (ChIP) assays using GRa-
selective antibodies were performed. Results indicate that
upon ligand binding the GRa (A–D) isoforms have similar
binding affinities for the GREs found in the ATPase, Hq/

Kq exchanging, alpha polypeptide (ATP4A), vitamin D
receptor (VDR), nuclear factor of kappa light polypeptide
gene enhancer in B-cells inhibitor, alpha (I-kBa), caspase-6
(CASP6), and granzyme A (GZMA) genes. However, the
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GRa-D isoform was found to bind to certain promoters (e.g.,
VDR and I-kBa) even in the absence of ligand. In addition,
another subset of ChIP assays revealed that the individual
GRa isoforms differ in their ability to recruit cofactors, mod-
ify chromatin, and recruit active RNA polymerase, and these
differences seem to be gene specific. For example, signifi-
cantly higher amounts of CBP and p300 were recruited to
the GZMA promoter region by the GRa-C isoform (26).
Thus, these experiments provide important evidence sug-
gesting that the GRa isoforms are inherently different pro-
teins that differentially transduce glucocorticoid hormone
signals.

Selective regulation of apoptosis by GR

isoforms

The physiological consequence of differential expression of
GRa isoforms was evaluated in a model of dexamethasone-
induced apoptosis in U2 OS cells stably transfected with the
individual translational GRa isoforms. Cell death and mark-
ers of apoptosis such as the externalization of phosphatidyl
serine, PARP cleavage, DNA degradation, and caspase activ-
ity, were induced by hormone in a GRa isoform-selective
manner (Table 1). Cells expressing the isoform C3 have ele-
vated levels of apoptotic markers and are more sensitive to
dexamethasone-induced apoptosis when compared to the
other isoforms A, B, and D3. The D3 isoform expressing
cells are relatively resistant to glucocorticoid-induced apop-
tosis. Consistent with this observation, the GRa isoforms
regulate cell death-related genes in a selective manner. Fur-
thermore, many of the genes involved in apoptosis, such as
caspase-6 and -7, tumor necrosis factor (TNF) receptor
superfamily members, and caspase recruitment domain anti-
apoptotic genes are regulated by at least one of the transla-
tional GRa isoforms (26). These novel findings suggest the
GRa isoforms display distinct apoptotic-inducing activities
by selectively regulating genes involved in apoptosis and
strengthen the idea of tissue-specific expression of GRa iso-
forms as a general mechanism defining target-tissue sensitiv-
ity to glucocorticoids.

Post-translational modifications

Most proteins undergo post-translational modifications,
which are known to a play role in normal physiological pro-
cesses and the progression of many diseases. Although glu-
cocorticoid receptors are hormone activated transcription
factors, their expression and many of their activities can also
be highly regulated by post-translational modifications,
including phosphorylation, ubiquitination, and sumoylation.
The generation of multiple receptor isoforms by alternative
splicing and alternative translation accompanied by post-
translational modification exponentially increases the com-
plexity in glucocorticoid signaling. Taken together, multiple
processes probably regulate the structure/biological function
of the glucocorticoid receptor.

Protein phosphorylation is a widespread mechanism for
controlling the activity, structure, and cellular localization of
many proteins. One-third of the 100,000 or so proteins in a
typical mammalian cell are thought to be phosphorylated at
any given time (61). Phosphorylation of the glucocorticoid
receptor is an important modification, potentially affecting
the glucocorticoid receptor protein structure, stability, nuclear
localization, and transcriptional activity (62–65). There are
at least six serine residues located in or near the AF-1 tran-
sactivation domain at the N-terminus of the hGR that can be
phosphorylated (S113, S141, S203, S211, S226, and S404)
and eight phosphorylation sites were identified at serines
122, 150, 212, 220, 234, 315, and 412 and at threonine 159
in the mouse glucocorticoid receptor (66, 67). The gluco-
corticoid receptor is partially phosphorylated in the absence
of glucocorticoid; however, phosphorylation increases upon
ligand binding. Several protein kinases such as mitogen-acti-
vated protein kinase (MAPK), cyclin-dependent kinase
(CDK), glycogen synthase kinase-3 (GSK-3), and c-Jun
N-terminal kinase (JNK) (66, 68, 69) are responsible for the
phosphorylation of glucocorticoid receptor and each kinase
has distinct preferences for potential residues.

The phosphorylation status of the glucocorticoid receptor
alters its transcriptional activity at some genes but not others.
For example, mutation of five serine residues did not alter
the ability of glucocorticoid receptor to transactivate a GRE-
TK promoter in COS-7 cells but decreased transcriptional
activity of the glucocorticoid receptor at the GRE-TATA pro-
moter. These data suggest that the role of glucocorticoid
receptor phosphorylation is dependent on the promoter con-
text of the target gene (70). Furthermore, the phosphorylation
status of the glucocorticoid receptor can impact transcrip-
tional activity due to alterations in the recruitment of co-
activators and corepressors. Utilizing a modified yeast
two-hybrid approach, Hittelman and colleagues (71) identi-
fied the tumor susceptibility gene 101 (TSG101) and the
vitamin D receptor-interacting protein 150 (DRIP150) as pro-
teins that interact specifically with a functional glucocorti-
coid receptor AF-1 surface. In yeast and mammalian cells,
TSG101 represses whereas DRIP150 enhances glucocorti-
coid receptor AF-1-mediated transactivation. Thus, the phos-
phorylation status of residues within the AF-1 transactivation
domain can significantly impact cofactor recruitment. As the
D isoform is missing all of the phosphorylation sites
described so far (25), we speculate that phosphorylation
and recruitment of coregulators could contribute to the func-
tional differences observed between the GRa translational
isoforms.

The ubiquitin-proteasome pathway regulates the glucocor-
ticoid signaling system by controlling degradation of the glu-
cocorticoid receptor as well as other molecules in the
cascade. This was first demonstrated in COS-1 cells express-
ing mouse glucocorticoid receptor. Pretreatment of cells with
the proteasome inhibitor MG132 blocked ligand-induced
glucocorticoid receptor degradation and enhanced glucocor-
ticoid receptor transcriptional activity. Mutagenesis of lysine
426, which lies within a candidate PEST degradation motif,
abrogated ligand-dependent glucocorticoid receptor down-
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regulation and enhanced hormone responsiveness (72). GRa

translational isoforms contain the ubiquitination site (K426),
and as predicted there is no difference in the half-lives
among the glucocorticoid receptor isoforms. The half-life of
the GRa isoforms dropped from 12 to 15 h in the absence
of ligand to 6 h in the presence of glucocorticoids (26).

Post-translational modification of the glucocorticoid
receptor can also be accomplished by addition of a small
ubiquitin-related modifier-1 (SUMO-1). Three consensus
sumoylation sites have been identified within the glucocor-
ticoid receptor peptide sequence (K277, K293, and K703).
The first two reside in the N-terminal transactivation region,
whereas the third lies within the ligand-binding domain of
the glucocorticoid receptor. The two N-terminal sites are the
major acceptor sites for SUMO-1 attachment. Mutation of
these sites enhances transcriptional activity of the glucocor-
ticoid receptor on minimal promoters, but has no clear effect
on the more complex mouse mammary tumor virus promoter
(73). Once again, the GR-D isoform (shortest form of the
glucocorticoid receptor) does not contain two of the three
sumoylation sites, suggesting that these sites could also con-
tribute to differences observed among the glucocorticoid
receptor isoforms in cell signaling and biological effects.

Concluding remarks

The therapeutic effects of glucocorticoids have been known
and exploited for more than 60 years. They represent stan-
dard therapy for reducing inflammation and immune acti-
vation in many pathological conditions such as asthma,
rheumatoid arthritis, collagen, vascular, dermatological, and
inflammatory bowel diseases. However, long-term treatment
with glucocorticoids is limited because they induce several
severe side effects. Furthermore, endogenous glucocorticoids
are also implicated in the etiology of other common diseases,
such as hypertension, obesity, type II diabetes, and depres-
sion. With rapid advances in our knowledge of the human
genome, the development of new techniques and the increase
in our understanding of cell signaling, considerable progress
has been achieved in the past decade elucidating the molec-
ular mechanisms that mediate glucocorticoid effects. It
appears that there are multiple mechanisms at each step of
the glucocorticoid receptor signaling cascade through which
target cells alter sensitivity and specificity of the response to
glucocorticoids. A recent discovery by our laboratory sug-
gests that the N-terminal domain of the glucocorticoid recep-
tor substantially contributes to this regulatory diversity. The
GRa isoforms were found to have the ability to regulate a
unique set of genes in response to glucocorticoids and to
selectively regulate apoptosis. In addition, the relative levels
of these isoforms were shown to differ among tissues, sug-
gesting that cellular expression levels and availability of
coactivators and corepressors also influence the transcrip-
tional activity of the glucocorticoid receptor by directly
affecting formation of the transcription initiation complexes
accumulated on target genes promoters. Thus, we propose
another level of regulation in glucocorticoid receptor signal-

ing that involves the expression of a rich repertoire of unique
glucocorticoid receptor isoforms. Owing to the complex pat-
tern of tissue-specific isoform expression, mapping protein
interactions and transactions (such as post-translational mod-
ifications and degradation) within a cell or organism is essen-
tial to developing a molecular understanding of physiology
and to the discovery of new potential therapeutic targets.

Acknowledgements

We thank Dr Robert Oakley and Dr Kathy Gross for helpful com-
ments and discussion concerning this manuscript.

References

1. Aguilera G, Subburaju S, Young S, Chen J. The parvocellular
vasopressinergic system and responsiveness of the hypothalamic
pituitary adrenal axis during chronic stress. Prog Brain Res
2008;170:29–39.

2. Rhen T, Cidlowski JA. Antiinflammatory action of glucocorti-
coids – new mechanisms for old drugs. N Engl J Med 2005;353:
1711–23.

3. Lu NZ, Cidlowski JA. The origin and functions of multiple
human glucocorticoid receptor isoforms. Ann NY Acad Sci
2004;1024:102–23.

4. Chrousos GP, Kino T. Intracellular glucocorticoid signaling: a
formerly simple system turns stochastic. Sci STKE 2005;2005:
pe48.

5. Barnes PJ. Anti-inflammatory actions of glucocorticoids: molec-
ular mechanisms. Clin Sci (Lond) 1998;94:557–72.

6. van der Laan S, Meijer OC. Pharmacology of glucocorticoids:
beyond receptors. Eur J Pharmacol 2008;585:483–91.

7. Kirwan JR, Balint G, Szebenyi B. Anniversary: 50 years of
glucocorticoid treatment in rheumatoid arthritis. Rheumatology
(Oxford) 1999;38:100–2.

8. Schacke H, Berger M, Rehwinkel H, Asadullah K. Selective
glucocorticoid receptor agonists (SEGRAs): novel ligands with
an improved therapeutic index. Mol Cell Endocrinol 2007;275:
109–17.

9. Schacke H, Docke WD, Asadullah K. Mechanisms involved in
the side effects of glucocorticoids. Pharmacol Ther 2002;96:23–
43.

10. Patschan D, Loddenkemper K, Buttgereit F. Molecular mecha-
nisms of glucocorticoid-induced osteoporosis. Bone 2001;29:
498–505.

11. van Staa TP, Leufkens HG, Abenhaim L, Begaud B, Zhang B,
Cooper C. Use of oral corticosteroids in the United Kingdom.
QJM 2000;93:105–11.

12. Kino T, De Martino MU, Charmandari E, Mirani M, Chrousos
GP. Tissue glucocorticoid resistance/hypersensitivity syndromes.
J Steroid Biochem Mol Biol 2003;85:457–67.

13. Adcock IM, Ford PA, Bhavsar P, Ahmad T, Chung KF. Steroid
resistance in asthma: mechanisms and treatment options. Curr
Allergy Asthma Rep 2008;8:171–8.

14. Hamid QA, Wenzel SE, Hauk PJ, Tsicopoulos A, Wallaert B,
Lafitte JJ, Chrousos GP, Szefler SJ, Leung DY. Increased glu-
cocorticoid receptor beta in airway cells of glucocorticoid-insen-
sitive asthma. Am J Respir Crit Care Med 1999;159:1600–4.

15. Barnes PJ. Corticosteroid effects on cell signalling. Eur Respir
J 2006;27:413–26.



Duma and Cidlowski: Diversity of glucocorticoid receptor signaling 327

Article in press - uncorrected proof

16. Berki T, Tavakoli A, Nagy KK, Nagy G, Nemeth P. Alterations
of glucocorticoid receptor expression during glucocorticoid hor-
mone therapy in renal transplant patients. Transpl Int 2002;15:
132–8.

17. Newton R, Holden NS. Separating transrepression and transac-
tivation: a distressing divorce for the glucocorticoid receptor?
Mol Pharmacol 2007;72:799–809.

18. Intendis GmbH B, Germany, 10589. Dose escalation of different
concentrations of ZK 245186 in atopic dermatitis, 2009.

19. Bausch & Lomb R, New York, United States, 14609. Evaluation
of BOL-303242-X versus vehicle for the treatment of inflam-
mation following cataract surgery, 2009.

20. Pratt WB, Toft DO. Steroid receptor interactions with heat shock
protein and immunophilin chaperones. Endocr Rev 1997;18:
306–60.

21. Teshima M, Fumoto S, Nishida K, Nakamura J, Ohyama K,
Nakamura T, Ichikawa N, Nakashima M, Sasaki H. Prolonged
blood concentration of prednisolone after intravenous injection
of liposomal palmitoyl prednisolone. J Control Release 2006;
112:320–8.

22. Coghlan MJ, Jacobson PB, Lane B, Nakane M, Lin CW, Elmore
SW, Kym PR, Luly JR, Carter GW, Turner R, Tyree CM, Hu J,
Elgort M, Rosen J, Miner JN. A novel antiinflammatory main-
tains glucocorticoid efficacy with reduced side effects. Mol
Endocrinol 2003;17:860–9.

23. Stavreva DA, Wiench M, John S, Conway-Campbell BL,
McKenna MA, Pooley JR, Johnson TA, Voss TC, Lightman SL,
Hager GL. Ultradian hormone stimulation induces glucocorti-
coid receptor-mediated pulses of gene transcription. Nat Cell
Biol 2009;11:1093–102.

24. Kino T. Tissue glucocorticoid sensitivity: beyond stochastic reg-
ulation on the diverse actions of glucocorticoids. Horm Metab
Res 2007;39:420–4.

25. Lu NZ, Cidlowski JA. Translational regulatory mechanisms gen-
erate N-terminal glucocorticoid receptor isoforms with unique
transcriptional target genes. Mol Cell 2005;18:331–42.

26. Lu NZ, Collins JB, Grissom SF, Cidlowski JA. Selective regu-
lation of bone cell apoptosis by translational isoforms of the
glucocorticoid receptor. Mol Cell Biol 2007;27:7143–60.

27. Adcock IM, Ito K. Molecular mechanisms of corticosteroid
actions. Monaldi Arch Chest Dis 2000;55:256–66.

28. Ballard PL, Mason RJ, Douglas WH. Glucocorticoid binding by
isolated lung cells. Endocrinology 1978;102:1570–5.

29. Rousseau GG, Baxter JD. Glucocorticoid receptors. Monogr
Endocrinol 1979;12:49–77.

30. Encio IJ, Detera-Wadleigh SD. The genomic structure of the
human glucocorticoid receptor. J Biol Chem 1991;266:7182–8.

31. Hollenberg SM, Evans RM. Multiple and cooperative trans-acti-
vation domains of the human glucocorticoid receptor. Cell
1988;55:899–906.

32. Miesfeld R, Godowski PJ, Maler BA, Yamamoto KR. Gluco-
corticoid receptor mutants that define a small region sufficient
for enhancer activation. Science 1987;236:423–7.

33. Kleiman A, Tuckermann JP. Glucocorticoid receptor action in
beneficial and side effects of steroid therapy: lessons from con-
ditional knockout mice. Mol Cell Endocrinol 2007;275:98–108.

34. Luisi BF, Xu WX, Otwinowski Z, Freedman LP, Yamamoto KR,
Sigler PB. Crystallographic analysis of the interaction of the
glucocorticoid receptor with DNA. Nature 1991;352:497–505.

35. Pratt WB, Toft DO. Regulation of signaling protein function and
trafficking by the hsp90/hsp70-based chaperone machinery. Exp
Biol Med (Maywood) 2003;228:111–33.

36. Kucera T, Waltner-Law M, Scott DK, Prasad R, Granner DK.
A point mutation of the AF2 transactivation domain of the glu-

cocorticoid receptor disrupts its interaction with steroid receptor
coactivator 1. J Biol Chem 2002;277:26098–102.

37. So AY, Chaivorapol C, Bolton EC, Li H, Yamamoto KR. Deter-
minants of cell- and gene-specific transcriptional regulation by
the glucocorticoid receptor. PLoS Genet 2007;3:e94.

38. Wintermantel TM, Berger S, Greiner EF, Schutz G. Genetic dis-
section of corticosteroid receptor function in mice. Horm Metab
Res 2004;36:387–91.

39. Ruppert S, Boshart M, Bosch FX, Schmid W, Fournier RE,
Schutz G. Two genetically defined trans-acting loci coordinately
regulate overlapping sets of liver-specific genes. Cell 1990;61:
895–904.

40. Hager GL, Nagaich AK, Johnson TA, Walker DA, John S.
Dynamics of nuclear receptor movement and transcription. Bio-
chim Biophys Acta 2004;1677:46–51.

41. Kassel O, Herrlich P. Crosstalk between the glucocorticoid
receptor and other transcription factors: molecular aspects. Mol
Cell Endocrinol 2007;275:13–29.

42. Ki SH, Cho IJ, Choi DW, Kim SG. Glucocorticoid receptor
(GR)-associated SMRT binding to C/EBPb TAD and Nrf2
Neh4/5: role of SMRT recruited to GR in GSTA2 gene repres-
sion. Mol Cell Biol 2005;25:4150–65.

43. Stromstedt PE, Poellinger L, Gustafsson JA, Carlstedt-Duke J.
The glucocorticoid receptor binds to a sequence overlapping the
TATA box of the human osteocalcin promoter: a potential mech-
anism for negative regulation. Mol Cell Biol 1991;11:3379–83.

44. Reily MM, Pantoja C, Hu X, Chinenov Y, Rogatsky I. The
GRIP1:IRF3 interaction as a target for glucocorticoid receptor-
mediated immunosuppression. EMBO J 2006;25:108–17.

45. Ogawa S, Lozach J, Benner C, Pascual G, Tangirala RK, Westin
S, Hoffmann A, Subramaniam S, David M, Rosenfeld MG,
Glass CK. Molecular determinants of crosstalk between nuclear
receptors and toll-like receptors. Cell 2005;122:707–21.

46. Yudt MR, Cidlowski JA. The glucocorticoid receptor: coding a
diversity of proteins and responses through a single gene. Mol
Endocrinol 2002;16:1719–26.

47. Hollenberg SM, Weinberger C, Ong ES, Cerelli G, Oro A, Lebo
R, Thompson EB, Rosenfeld MG, Evans RM. Primary structure
and expression of a functional human glucocorticoid receptor
cDNA. Nature 1985–1986;318:635–41.

48. Weinberger C, Hollenberg SM, Ong ES, Harmon JM, Brower
ST, Cidlowski J, Thompson EB, Rosenfeld MG, Evans RM.
Identification of human glucocorticoid receptor complementary
DNA clones by epitope selection. Science 1985;228:740–2.

49. Oakley RH, Webster JC, Sar M, Parker CR Jr, Cidlowski JA.
Expression and subcellular distribution of the beta-isoform of
the human glucocorticoid receptor. Endocrinology 1997;138:
5028–38.

50. Bamberger CM, Bamberger AM, de Castro M, Chrousos GP.
Glucocorticoid receptor beta, a potential endogenous inhibitor
of glucocorticoid action in humans. J Clin Invest 1995;95:2435–
41.

51. Oakley RH, Jewell CM, Yudt MR, Bofetiado DM, Cidlowski
JA. The dominant negative activity of the human glucocorticoid
receptor beta isoform. Specificity and mechanisms of action. J
Biol Chem 1999;274:27857–66.

52. Schaaf MJ, Lewis-Tuffin LJ, Cidlowski JA. Ligand-selective tar-
geting of the glucocorticoid receptor to nuclear subdomains is
associated with decreased receptor mobility. Mol Endocrinol
2005;19:1501–15.

53. Yudt MR, Jewell CM, Bienstock RJ, Cidlowski JA. Molecular
origins for the dominant negative function of human glucocor-
ticoid receptor beta. Mol Cell Biol 2003;23:4319–30.



328 Duma and Cidlowski: Diversity of glucocorticoid receptor signaling

Article in press - uncorrected proof

54. Oakley RH, Sar M, Cidlowski JA. The human glucocorticoid
receptor beta isoform. Expression, biochemical properties, and
putative function. J Biol Chem 1996;271:9550–9.

55. Webster JC, Oakley RH, Jewell CM, Cidlowski JA. Proinflam-
matory cytokines regulate human glucocorticoid receptor gene
expression and lead to the accumulation of the dominant nega-
tive beta isoform: a mechanism for the generation of glucocor-
ticoid resistance. Proc Natl Acad Sci USA 2001;98:6865–70.

56. Chrousos GP. The hypothalamic-pituitary-adrenal axis and
immune-mediated inflammation. N Engl J Med 1995;332:1351–
62.

57. Webster JC, Cidlowski JA. Mechanisms of glucocorticoid-
receptor-mediated repression of gene expression. Trends Endo-
crinol Metab 1999;10:396–402.

58. Lewis-Tuffin LJ, Jewell CM, Bienstock RJ, Collins JB, Cid-
lowski JA. Human glucocorticoid receptor beta binds RU-486
and is transcriptionally active. Mol Cell Biol 2007;27:2266–82.

59. Wang SC, Myers S, Dooms C, Capon R, Muscat GE. An ERR-
b/g agonist modulates GRa expression, and glucocorticoid
responsive gene expression in skeletal muscle cells. Mol Cell
Endocrinol 2010;315:146–52.

60. Nehme A, Lobenhofer EK, Stamer WD, Edelman JL. Gluco-
corticoids with different chemical structures but similar gluco-
corticoid receptor potency regulate subsets of common and
unique genes in human trabecular meshwork cells. BMC Med
Genomics 2009;2:58.

61. Alberts B. Molecular biology of the cell, 4th ed. New York:
Garland Science, 2002.

62. Fernando P, Megeney LA, Heikkila JJ. Phosphorylation-depend-
ent structural alterations in the small hsp30 chaperone are asso-
ciated with cellular recovery. Exp Cell Res 2003;286:175–85.

63. Frank BS, Vardar D, Chishti AH, McKnight CJ. The NMR
structure of dematin headpiece reveals a dynamic loop that is
conformationally altered upon phosphorylation at a distal site. J
Biol Chem 2004;279:7909–16.

64. Fujitani N, Kanagawa M, Aizawa T, Ohkubo T, Kaya S, Demura
M, Kawano K, Nishimura S, Taniguchi K, Nitta K. Structure
determination and conformational change induced by tyrosine
phosphorylation of the N-terminal domain of the alpha-chain of

pig gastric Hq/Kq-ATPase. Biochem Biophys Res Commun
2003;300:223–9.

65. Wisniewski JR, Szewczuk Z, Petry I, Schwanbeck R, Renner U.
Constitutive phosphorylation of the acidic tails of the high
mobility group 1 proteins by casein kinase II alters their con-
formation, stability, and DNA binding specificity. J Biol Chem
1999;274:20116–22.

66. Rogatsky I, Waase CL, Garabedian MJ. Phosphorylation and
inhibition of rat glucocorticoid receptor transcriptional activa-
tion by glycogen synthase kinase-3 (GSK-3). Species-specific
differences between human and rat glucocorticoid receptor sig-
naling as revealed through GSK-3 phosphorylation. J Biol Chem
1998;273:14315–21.

67. Galliher-Beckley AJ, Cidlowski JA. Emerging roles of gluco-
corticoid receptor phosphorylation in modulating glucocorticoid
hormone action in health and disease. IUBMB Life 2009;61:
979–86.

68. Krstic MD, Rogatsky I, Yamamoto KR, Garabedian MJ. Mito-
gen-activated and cyclin-dependent protein kinases selectively
and differentially modulate transcriptional enhancement by the
glucocorticoid receptor. Mol Cell Biol 1997;17:3947–54.

69. Galliher-Beckley AJ, Williams JG, Collins JB, Cidlowski JA.
Glycogen synthase kinase 3b-mediated serine phosphorylation
of the human glucocorticoid receptor redirects gene expression
profiles. Mol Cell Biol 2008;28:7309–22.

70. Almlof T, Wright AP, Gustafsson JA. Role of acidic and phos-
phorylated residues in gene activation by the glucocorticoid
receptor. J Biol Chem 1995;270:17535–40.

71. Hittelman AB, Burakov D, Iniguez-Lluhi JA, Freedman LP,
Garabedian MJ. Differential regulation of glucocorticoid recep-
tor transcriptional activation via AF-1-associated proteins.
EMBO J 1999;18:5380–8.

72. Wallace AD, Cidlowski JA. Proteasome-mediated glucocorti-
coid receptor degradation restricts transcriptional signaling by
glucocorticoids. J Biol Chem 2001;276:42714–21.

73. Tian S, Poukka H, Palvimo JJ, Janne OA. Small ubiquitin-relat-
ed modifier-1 (SUMO-1) modification of the glucocorticoid
receptor. Biochem J 2002;367:907–11.



Copyright of Hormone Molecular Biology & Clinical Investigation is the property of De Gruyter and its content

may not be copied or emailed to multiple sites or posted to a listserv without the copyright holder's express

written permission. However, users may print, download, or email articles for individual use.


