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Abstract

Extracellular hyperosmolarity, or osmatic stress, generally caused by differences in salt and
macromolecule concentrations across the plasma membrane, occurs in lymphoid organs and at
inflammatory sites. The response of immune cells to osmotic stress is regulated by nuclear factor
of activated T cells 5 (NFATS5), a transcription factor that induces the expression of
hyperosmolarity-responsive genes and stimulates cytokine production. We report that the guanine
nucleotide exchange factor (GEF) Brx [also known as protein kinase A—anchoring protein 13
(AKAP13)] is essential for the expression of nfat5 in response to osmotic stress, thus transmitting
the extracellular hyperosmolarity signal and enabling differentiation of splenic B cells and
production of immunoglobulin. This process required the activity of p38 mitogen-activated protein
kinase (MAPK) and NFATS and involved a physical interaction between Brx and c-Jun N-
terminal kinase (JNK)-interacting protein 4 (JIP4), a scaffold molecule specific to activation of
the p38 MAPK cascade. Our results indicate that Brx integrates the responses of immune cells to
osmatic stress and inflammation by elevating intracellular osmolarity and stimulating the
production of cytokines.

*To whom correspondence should be addressed. kinot@mail.nih.gov.

SUPPLEMENTARY MATERIALS
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Fig. S1. Brx-specific siRNAs suppress the expression of brx mRNA and attenuate osmotic stimulus—induced expression of nfatb
mRNA in Jurkat cells.

Table S1. Primer pairs used in real-time RT-PCR assays.
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INTRODUCTION

Dehydration and hyperosmolarity, or osmaotic stress, remain major challenges to land
organisms because they evolved from the isotonic environment of the sea (1). Extracellular
hyperosmolarity results in the extraction of water from cells and disturbs global cellular
function by condensing or denaturing intracellular molecules and by altering subcellular
architecture (1,2). To counter this osmotic challenge, organisms have developed a
conserved, yet incompletely understood, counter-regulatory mechanism that senses
extracellular hyperosmolarity at the cell membrane and transduces this signal from the
cytoplasm to the nucleus (1,2). Osmotic stress stimulates the transcription of several genes
that in turn cause intracellular accumulation of small organic osmolytes, such as sorbitol,
myo-inositol, glycine, betaine, and taurine, which leads to increased intracellular osmotic
pressure and thus the maintenance of isotonicity between the inside and outside of the cell
1,2).

Saccharomyces cerevisiae has a signaling complex localized to the internal cytoplasmic
membrane that uses osmotic sensors coupled with Rho-type small guanosine triphosphate
(GTP)-binding proteins (G proteins) to activate the high osmolarity glycerol 1 (HOG1)
protein, a yeast homolog of the mammalian p38 mitogen-activated protein kinase (MAPK)
(3-6). Mammalian cells, such as those in the renal medulla that are continuously exposed to
high concentrations of osmolytes, also use a multiprotein osmosensing complex that
involves Rho-type small G proteins and p38 MAPK (1,7-9). Activation of p38 MAPK in
turn stimulates the expression and the transcriptional activity of a transcription factor,
nuclear factor of activated T cells 5 [NFATS5, also known as tonicity enhancer binding
protein (TonEBP)]. NFATS5 contains the Rel homology domain and shares a common Rel-
like ancestor with rel, Dorsal, the nuclear factor kB (NF-xB) family proteins, and the other
NFAT proteins (10-16). NFATS5 stimulates the transcription of hyperosmolarity-responsive
genes, including those encoding aldose reductase (AR), the sodium-myo-inositol
cotransporter (SMIT) and the sodium chloride-betaine cotransporter (BGT1), which are
responsible for the production and uptake of small organic osmolytes (17).

In addition to activating a conserved adaptive mechanism to adjust to changes in osmotic
imbalance, changes in extracellular osmolarity alter the function of the immune system.
Infusion of hyperosmolar fluids into normal volunteers causes increased proliferation of T
cells (18), whereas extracellular hyperosmolarity stimulates the production of many
cytokines, including interleukin-1f (IL-1p), IL-6, IL-8, tumor necrosis factor—a (TNF-a),
and lymphotoxin  (LT-B) (19-22). Further, some pathologic conditions are accompanied by
extracellular (plasma) hyperosmolarity and immunologic deficits. These conditions include
diabetes mellitus (310 to 330 mosmol/kg H,0) (23), uremia (317.60 £ 6.29 mosmol/kg H»0)
(24), dehydration after exercise (305 £ 1 mosmol/kg H,0) (25), heat stroke (296.5 + 1.0
mosmol/kg H0) (26), and fatal burns (312 £ 22.1 mosmol/kg H»0) (27). All of these
conditions are associated with an altered immune response and cytokine secretion
(23,28-33). In addition, inflamed joints, intestine, and cornea are also sites of altered
osmolarity (34-37). These findings indicate that an active response to osmotic stress is itself
an essential component of the immune system.

Recent studies have confirmed that expression of nfat5 is highly induced in several tissues
and cells upon their exposure to osmotic stress (12-14,38) and that nfat5 is expressed in the
thymus and the spleen (21,38,39). The tissue osmolarity of these organs is normally higher
than that of serum (an increase of ~20 to 30 mosmol/kg H»0) (38). Heterozygotic
inactivation of the nfat5 allele in mice causes a marked reduction in the cellularity of the
thymus and the spleen (38). These two observations indicate that expression of nfat5 is
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induced by physiologic hyperosmolarity and suggest that NFAT5 plays an essential role in
normal lymphocyte proliferation in the thymus and spleen.

Rho-type small G proteins, specifically RhoA, Cdc42, and Racl, act as second messengers
of osmotic stress (3,40). They also play important roles in reorganization of the
cytoskeleton, embryonic development, and regulation of gene expression (40-43). These
molecules exist in active GTP-bound and inactive guanosine diphosphate (GDP)-bound
forms (41,42) and activate downstream effector molecules through physical interactions
(41). The guanine nucleotide exchange factors (GEFs) play essential roles through their
activation of small G proteins in response to upstream stimuli and impart specificity to the
response through their interactions with downstream effector molecules (44,45). Many Rho-
specific GEFs have been cloned (44,45). We previously used the ligand-binding domain of
the retinoic X receptor B as bait in an expression cloning strategy to identify a 1429-residue
GEF called Brx [also known as protein kinase A—anchoring protein 13 (AKAP13) and
AKAP-Lbc] (46). In addition to acting as a Rho family GEF, Brx also binds to nuclear
hormone receptors through its C-terminal nuclear receptor—interacting domain (NRID) and
enhances the transcriptional activity of estrogen receptor a (ERa) and ERp and the
glucocorticoid receptor (46-48). AKAP-Brx (Lbc), a larger splice variant of Brx with an
additional 1389 amino acid residues, was subsequently reported (49). This protein has an N-
terminal cyclic adenosine monophosphate (CAMP)—dependent protein kinase (PKA)—
docking domain and a full Brx-type GEF domain and NRID in its C-terminal half (49). The
presence of an NRID, or a PKA-docking domain, or both in Brx and AKAP-Brx suggests
that splice variants of this GEF act as integrators or docking platforms of multiple signal
transduction pathways, including those mediated by nuclear hormone receptors and PKA.
These molecules orchestrate such independent signals through shared signaling cascades to
effect distinct biologic actions.

In this report, we examined the role of Brx in the response of the immune system to osmotic
stress, which is known to be mediated by small G proteins, and elucidated an intracellular
signaling cascade that transmits the extracellular hyperosmolarity signal to the nucleus in
immune cells. In mouse primary splenocytes and human Jurkat cells (a CD4* T cell line),
Brx activated specific small G proteins through its GEF domain, attracted an intermediate
scaffold protein, c-Jun N-terminal kinase (JNK)—interacting protein 4 (JIP4), and stimulated
the p38 MAPK cascade. Brx was required for inducing the expression of nfat5, the gene
encoding the cytokine B cell-activating factor (BAFF), and downstream hyperosmolarity-
responsive genes. These results reveal a role for Brx as an essential component in the
immune response to osmotic stress in addition to its role in the adaptation of immune cells to
protect themselves in hyperosmotic environments.

Mice haploinsufficient for brx have smaller spleens, fewer splenocytes, and altered
follicular structure compared with wild-type mice

During our initial analysis of brx haploinsufficient (brx*/~) mice, we noticed that their
spleens were smaller than those of wild-type (WT) mice. The spleens of both male and
female brx*/~ mice weighed ~20% less than those of age-, sex-, and weight-matched WT
mice, consistent with our initial observations (Fig. 1A, left panel). Splenocytes obtained
from brx*/~mice were also ~30% fewer in number than those of WT mice (Fig. 1A, right
panel). As revealed by histological analysis, brx*/~ mice had smaller splenic follicles than
did WT mice, whereas there was no obvious alteration in the distribution of white or red
pulp in their spleens (Fig. 1B). These results suggest that Brx plays a role in the
development of splenic follicles and, thus, that brx*/~ mice have defective immune function.
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Brx is required for the expression of nfat5 in the spleen

To better understand the molecular mechanisms underlying the defects observed in the
spleens of brx*/~ mice, we performed microarray analyses with total RNA purified from the
spleens of brx*/~ and WT mice. Among ~300 differentially expressed genes, nfat5 was the
gene whose expression was most down-regulated in brx*/~ compared with WT mice;
expression of nfat5 in brx*/~ mice was ~75% lower than that in WT mice (P = 0.047). In the
initial microarray analyses, expression of messenger RNA (mRNA) of the taurine
transporter (TauT), a well-known, osmaotic stress—responsive, NFATS5 target gene, was less
abundant in the spleens of brx*/~ mice compared with that in WT mice (50). Because most
osmotic stress—responsive genes were not represented on the array chip that we used, we
measured the abundance of mMRNAs of a panel of these genes in a reconstituted real-time,
reverse transcription polymerase chain reaction (RT-PCR) assay. These experiments
revealed that many of these genes, including those encoding AR, BGT1, SMIT, and TNF-a
in addition to TauT, were less expressed in the spleens of brx*/~ mice than in the spleens of
WT mice (Table 1) (50,51). Other genes that were expressed less in brx*/~ mice included
those encoding IL-17 receptor E, TNF-a receptor—associated factor 4 (TRAF4), the inositol
1,4,5-triphosphate receptor 1, the RAS p21 protein activator 2, various regulators of
transcription and translation, and several other transcripts with unknown function.

Because Brx activates members of the Rho family of small G proteins and because these
proteins play an important but incompletely defined role in osmotic stress, we examined the
abundance of NFATS and Brx mRNA and protein in splenocytes from brx*/~ mice. The
abundances of NFATS5 and Brx proteins were markedly reduced in brx*/~mice compared
with that in WT mice (Fig. 2). As expected, the abundance of brx mRNA in brx*™~ mice was
~50% less than that in WT mice. Consistent with the microarray assays, the abundance of
nfat5 mRNA in splenocytes from brx*/~ mice was ~25% of that of WT mice (Fig. 2B).
Because the abundances of NFAT5 mRNA and protein in the brx*/~ mice were greatly
reduced, it appeared that both alleles of brx were required for the normal expression of nfat5
in splenocytes. In the renal medulla of brx*/~ mice, the abundance of nfat5 mRNA was
reduced compared with that in WT mice (Fig. 2C), suggesting that Brx is also required for
optimal nfat5 expression in these cells, which are continuously exposed to hyperosmolar
urine (1). In contrast to that of NFATS5, the abundances of MRNAs of NFAT1 to NFAT4
and of the NF-xB components RelA (p65) and p105 (p50) were not altered in the spleens of
brx*/~ mice (Table 2). Thus, Brx selectively regulates the expression of nfat5 among the
transcription factors that harbor the Rel homology domain.

We next characterized the expression of brx in the spleen. In situ hybridization assays
showed that brx transcripts were restricted to the white pulp of the WT spleen, where
development, activation, and differentiation of B cells takes place (52,53) (Fig. 2D).
Northern blot analysis showed that a 6.7-kb brx transcript was present in the spleens of WT
mice, whereas the larger transcript from akap13, which encodes AKAP-Brx, was almost
undetectable (Fig. 2E). In comparison, WT mice expressed greater amounts of the 6.7-kb
brx transcript. Brx and AKAP-Brx proteins were present in T cells and B cells from the
spleens of WT mice, but Brx was the more abundant protein, consistent with the Northern
analysis. The abundance of nfat5 mRNA was similar in T cells and B cells (Fig. 2F). Thus,
among the Rho-type GEFs encoded by akap13, Brx, but not AKAP-Brx, was the most
abundant protein found in the spleen.

brx*/~ mice have altered splenocyte subpopulations, reduced production of
immunoglobulin, and decreased amounts of circulating BAFF

Because the number of splenic cells in brx*/~ mice was reduced compared with that in WT
mice, we used flow cytometry to compare splenocytes from both types of mice (Fig. 3). The
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ratios of CD3* T cells to CD19" B cells (Fig. 3A) and CD4* T cells to CD8* T cells (Fig.
3B) were similar in brx*/~ and WT mice. The B cell population, which contains cells
expressing B220 or immunoglobulin M (IgM) as well as CD19, exhibited normal
development in the spleens of brx*/~ mice (Fig. 3, C and D); however, the proportion of
mature, CD21* transitional type 2 (T2) B cells was reduced compared with that in WT mice
(Fig. 3E), whereas their precursors, T1 B cells, were reciprocally increased (Fig. 3F). These
results suggest that the differentiation of cells of the B cell lineage was compromised in the
spleens of brx*/~ mice at the transition from T1 to T2 B cells, although overall development
of B cells in the bone marrow appeared to be preserved.

These experiments showed that brx was highly expressed in the white pulp of the spleens of
WT mice and that brx*/~ mice exhibited altered follicular structure as well as defects in
terminal B cell differentiation in the spleen. Because all these components of the spleen
participate in the production of immunoglobulin (52,53), we tested the effect of brx haplo-
insufficiency on antigen-specific 1gG; production in response to immunization of brx*/~
mice with ovalbumin (Fig. 4A). brx*/~ mice produced reduced quantities of IgG; compared
with WT mice, suggesting that brx*/~ mice had defective acquired humoral immunity. We
suspected that BAFF might be involved because BAFF is necessary for immunoglobulin
production from activated B cells and for the differentiation of B cells (especially from T1 to
T2 B cells) (53-55). The abundance of baff mMRNA in the spleen and serum concentrations of
BAFF protein were substantially reduced in brx*/~ mice compared with those of WT mice
(Fig. 4B). Notably, the promoter region of murine baff (GenBank accession number
EF100119) contains six putative NFAT5-response elements. Collectively, these results are
consistent with the conclusion (see also below) that baff may be an NFAT5-responsive gene
located downstream of the Brx-mediated signaling cascade, likely contributing to both the
reduced production of immunoglobulin and the alteration of B cell differentiation in the
spleen observed in brx*/~ mice.

Brx is required for osmotically induced expression of nfat5 in splenocytes and Jurkat cells

To further characterize defective splenocyte function, we exposed splenocytes to osmotic
stress. Because hyperosmotic stimuli induce nfat5 expression in vivo and in vitro (1,40), we
evaluated the expression of nfat5 mRNA in splenocytes exposed to increasing
concentrations of sodium chloride (NaCl), which induces hyperosmolarity (Fig. 5A).
Incubation with 100 mM NaCl markedly induced nfat5 expression in splenocytes from WT
mice, whereas this response to osmotic stress was blunted in cells obtained from brx*/~ mice
(Fig. 5A, left panel). The abundance of brx transcript in brx*/~ mice was ~50% lower than
that of WT mice and was not altered by incubation with hyperosmolar concentrations of
NaCl (Fig. 5A, right panel). In the same samples, NaCl stimulated the expression of osmotic
stress—responsive NFATS5 target genes, including those encoding AR, TauT, SMIT, and
BGT1 in splenocytes from WT mice, whereas their expression was blunted in NaCl-treated
splenocytes from brx*/~ mice (Table 3). Although NaCl strongly induced the expression of
nfatb, it did not affect the abundance of mMRNAs of any of the other NFAT family members
or of the NF-kB components, RelA (p65) and p105 (p50), in splenocytes from WT mice
(Table 4). a-Amanitin, an inhibitor of RNA polymerase Il (56), abolished the NaCl-induced
increase in the expression of nfats MRNA in splenocytes from WT mice (Fig. 5B),
indicating that osmotic stress activated transcription of the nfat5. Because the expression of
baff mMRNA in the spleen and the concentration of BAFF protein in the serum were reduced
in brx*/~ mice compared with those in WT mice, we examined the ability of splenocytes
from these animals to secrete BAFF (Fig. 5C). Incubation of splenocytes from WT mice
with hyperosmolar concentrations of NaCl resulted in increased concentrations of BAFF in
the medium compared with that of untreated cells, but this increase was abrogated in
splenocytes from brx*/~ mice. NaCl also stimulated the expression of baff mMRNA in
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splenocytes from WT mice, while its effect was significantly blunted in cells obtained from
brx*/~ cells (Fig. 5A, middle panel). These results support the conclusion that baff is an
osmatic stress—responsive gene, which is possibly regulated by NFAT5 through Brx.

To determine whether the osmosensing signaling complex was specific to B cells, or
whether it might also be present in T cells, we performed experiments with Jurkat cells by
transfecting them with small interfering RNA (siRNA) specific for Brx and incubating them
with increasing concentrations of NaCl or raffinose, a trisaccharide composed of galactose,
fructose, and glucose (Fig. 5D). Brx-specific sSiRNA substantially reduced the abundance of
brx mRNA both in the presence and in the absence of NaCl or raffinose (Fig. 5D, bottom
left panel). These osmolytes stimulated nfat5 expression in Jurkat cells in the absence of
Brx-specific sSiRNA, but this response to osmaotic stress was nearly abolished by transfection
of Brx-specific sSiRNA (Fig. 5D, top left panel). To test the possibility of an off-target effect
by the Brx-specific SiRNA, we examined two additional Brx-targeting sSiRNAs with
different sequences and confirmed our previous results (fig. S1), indicating that knockdown
of Brx by siRNA specifically resulted in the reduced expression of nfat5 mRNA.

Because NFATS5 stimulates the expression of the genes encoding heat shock protein 70-2
(HSP70-2) and AR by directly binding to their promoter regions (50,51), we measured the
expression of these genes in response to osmatic stress. We found that increasing
concentrations of NaCl or raffinose strongly stimulated the expression of hsp70-2 and ar
mRNAS, whereas induction of their expression was nearly abolished in the presence of Brx-
specific sSiRNA (Fig. 5D, right top two panels). Although T cells are not a major source of
BAFF, we also examined baff expression in Jurkat cells. Both NaCl and raffinose mildly
stimulated the expression of baff MRNA compared with that in untreated cells, and Brx-
specific siRNA markedly blocked this effect (Fig. 5D, right bottom panel). The expression
of baff MRNA was also completely attenuated by siRNA-mediated knockdown of NFATS5 in
Jurkat cells (Fig. 6A), indicating that BAFF is an osmotic stress—responsive gene
downstream of NFAT5. We also found that NaCl stimulated the production of NFAT5
protein in a dose-dependent fashion, whereas transfection of Brx-specific SiRNA efficiently
suppressed the production of NFAT5 by hyperosmolar NaCl (Fig. 6B). Further, a-amanitin
completely abolished the expression of nfat5 mRNA that was stimulated by hyperosmolar
NaCl in Jurkat cells (Fig. 6C). Together, these results support the conclusion that Brx is
essential and required for stimulation of nfat5 expression by osmotic stress and for NFAT5-
mediated activation of endogenous genes in both primary splenocytes and Jurkat cells.

Vav1 is another GEF that plays an important role in T cell development and activation
through T cell receptor (TCR)—mediated activation of extracellular signal-regulated kinase
(ERK) and JNK MAPKSs (57). For this reason, we examined whether VVav1l could mediate
osmatic stress—induced increases in nfats mRNA expression in Jurkat cells (Fig. 7A).
Transfection of Brx- or Vavl-specific SiRNAs efficiently suppressed expression of their
respective transcripts (Fig. 7A, right two panels). Consistent with our prior findings, Brx-
specific sSiRNA greatly attenuated NaCl-induced expression of nfat5 mRNA, but Vav1-
specific sSiRNA had no such effect (Fig. 7A, left panel). Thus, Brx, but not Vavl, mediated
the response to osmotic stress to stimulate nfat5 expression in these cells. These results
suggest that Brx and Vav1 function in distinct signaling pathways and that regions in Brx
other than the GEF domain are likely required for lymphocytes to respond properly to
osmotic stressors.

Several Rho-type small G proteins play roles in responses to osmatic stress, such as
stimulating the expression of genes that encode osmolytes, remodeling the cytoskeleton, and
producing various cytokines (40,58-60). To identify the specific small G proteins that
mediate the hyperosmolar NaCl—-induced increase in nfat5 mRNA expression in Jurkat cells,
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we overexpressed dominant-negative (DN) forms of Rho family members whose activities
have been well characterized (41) (Fig. 7B). Overexpression of the DN RhoA mutant RhoA
Thrl®— Asn did not affect the NaCl-induced increase in nfats mRNA expression, whereas
expression of DN mutants of Cdc42 or Racl (Cdc42 Thrl%— Asn and Racl Thrl%—Asn,
respectively) strongly suppressed the effects of NaCl on nfat5 expression, with the Cdc42
Thrl®— Asn mutant showing the most pronounced effect. Thus, Cdc42, and possibly Racl,
are required for the induction of nfats mRNA expression by osmotic stress in Jurkat cells.

To determine whether the GEF domain of Brx was required for osmotic stress—induced
expression of nfats mRNA in Jurkat cells (Fig. 7C), we compared the effect of NaCl on
nfat5 expression in cells expressing WT Brx with that in cells expressing the Brx mutant
Tyr’69—Phe, a previously described GEF-defective mutant of Brx (48,49). Of note, the
Tyr’89—Phe Brx mutant behaved in a DN manner and suppressed the endogenous response
to osmotic stress as well as that in cells expressing WT Brx. These findings indicate that the
GEF domain of Brx is necessary for osmotic stress-induced increases in the expression of
nfat5. Additionally, because the Tyr’59—Phe mutant Brx exhibited DN activity, these
findings suggest that Brx has a functional domain(s) distinct from its GEF domain that
participates in mediating osmotic stress—induced stimulation of the expression of nfat5,
possibly through communication with other molecules necessary for this response.

The p38 MAPK scaffold protein JIP4 binds to Brx and is necessary for osmotic stress—
induced expression of nfats

Several studies indicate that p38 MAPK plays a role in the response to osmotic stress
(1,8,9). Subsequently, p38 MAPK was shown to activate NFAT5 (13,61) and increase the
expression of nfats mRNA in several cell types (12,14). We suspected that osmosensing by
Brx might be mediated through p38 MAPK because we previously reported that Brx
enhances the transcriptional activity of ERp through the activation of p38 MAPK (47).
Therefore, we tested the effect of the p38 MAPK inhibitor SB202190 on hyperosmolar
NaCl-stimulated expression of nfats mRNA in Jurkat cells (Fig. 7D). Incubation of Jurkat
cells with SB202190 completely abolished NaCl-induced expression of nfat5 mRNA,
whereas the MEKZ1 inhibitor PD98059, which inhibits the activation of ERK1/2 by MEK1,
showed no effect. Transfection of Jurkat cells with a p38a-specific SiIRNA strongly
suppressed the expression of p38a MRNA and also attenuated NaCl-induced expression of
nfat5 mRNA (Fig. 7E). Transfection of Jurkat cells with the constitutively active (CA) forms
of MAPK kinase 3 (MKK3) and MKKS®6, upstream activators of p38 MAPK (62,63),
partially rescued the Brx-specific siRNA-mediated reduction of NaCl-induced expression of
nfat5 mRNA (Fig. 7F). Further, incubation with 100 mM NaCl activated the kinase activity
of p38 MAPK and increased the abundance of NFAT5 protein in Jurkat cells, whereas
transfection of cells with a Brx-specific SiIRNA completely abolished these changes (Fig.
7G). Treatment of Jurkat cells with an antibody to CD3, which stimulates the TCR leading
to the activation of p38 MAPK (64), did not increase the expression of nfat5, although it
fully activated p38 MAPK. Similarly, siRNA-mediated knockdown of Brx did not influence
anti-CD3-mediated activation of p38 MAPK (Fig. 7G). These results indicate that p38
MAPK is required in Jurkat cells for the expression of nfat5 in response to osmaotic stress.
Further, Brx may direct diverse actions of p38 MAPK to particular component(s) of its
intracellular signaling cascades that lead to the specific induction of the expression of nfat5.

The Brx-mediated selective induction of nfat5 expression through the activity of p38 MAPK
and the ability of a Brx mutant to function in a DN manner (Fig. 7C) suggested that Brx
might function as a scaffold to recruit and interact with other proteins in the p38 MAPK-
mediated osmosensing complex. To identify candidate proteins in the complex, we
performed GALA4-based yeast two-hybrid screens with the C-terminal portion of Brx as bait.
Among ~70 putative positive clones, we found one clone that contained the coding sequence
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of JIP4. JIP4 functions as a scaffold for the activation of the p38 MAPK cascade, interacting
with p38 MAPK, MKK3, and MKK®6 (65,66). In contrast to other JIP family members, JIP4
does not activate JNK (65). The JIP family proteins are essential for determining the
signaling specificity of the MAPK family of proteins and govern the activation of pathway
components by recruiting them to particular subcellular sites or to specific targets (66-68).

Given the important role of JIP4 in the p38 MAPK cascade, we mapped the portion of JIP4
that physically interacted with Brx in a reconstituted yeast two-hybrid assay (Fig. 8A). We
constructed plasmids expressing different portions of JIP4 based on knowledge of its
functional domains (65). Brx(1042-1429), which spans the C-terminal third of Brx,
interacted with full-length JIP4 and the fragment JIP4(251-751), suggesting that Brx
physically interacted with JIP4 at the domain flanked by amino acid residues 251 to 751.
This portion of JIP4 contains multiple coiled-coil structures (65), a structural motif known to
support protein-protein interactions between molecules (69). Because Brx interacted with
JIP4 through a domain located C-terminally to its GEF domain, the GEF domain appears to
be dispensable for this interaction.

We next tested for an interaction between endogenous Brx and JIP4 proteins in Jurkat cells
by coimmunoprecipitating JIP4 with an antibody to Brx (Fig. 8B). JIP4 was strongly
coimmunoprecipitated with Brx in the presence of hyperosmolar NaCl, whereas
overexpression of the JIP4(251-750) fragment, which harbors the Brx-binding site identified
in the yeast two-hybrid assay, abolished the coimmunoprecipitation of JIP4 with Brx. Thus,
JIP4 and Brx interacted with each other in an osmotic stimulus—dependent fashion through
the mutual interaction domains identified in the yeast two-hybrid assay. Lastly, we
examined the importance of JIP4 in the osmotic stimulus—induced increase in the expression
of nfat5 mRNA in Jurkat cells (Fig. 8, C and D). Overexpression of the fragment JIP4(251-
751), which inhibited the association between Brx and full-length JIP4 in the
coimmunoprecipitation assay, strongly inhibited hyperosmolar NaCl-induced increases in
the expression of nfats MRNA. These results indicate that recruitment of JIP4 is necessary
for Brx to mediate osmotic stress—induced increases in the expression of nfat5 in these cells.

DISCUSSION

We found that brx*/~ mice showed a marked reduction in the expression of nfat5 and
osmatic stress—responsive genes in their spleens compared with those of WT mice. These
mice showed mild alterations in follicular structure and contained fewer splenocytes than
did WT mice, although their T cell/B cell, CD4* T cell/CD8* T cell, and B cell ratios were
preserved. These features of brx*/~ mice resemble those of nfat5*/~ mice (38), suggesting
that the phenotype observed in brx*/~ mice is due in part to a reduction in nfat5 expression.
These results indicate that Brx is required for basal nfat5 expression in the spleen. brx*/~
mice showed reduced expression of nfat5 mRNA in the renal medulla, thus suggesting that
Brx is necessary for the optimal expression of nfat5 in that tissue. Antigen-specific
immunoglobulin production in response to ovalbumin injection was blunted in brx*~ mice
compared with that in WT mice, possibly resulting from a reduction in the production of
BAFF and the subsequent suppression of the differentiation of terminal B cells in the spleen.
In reports by other investigators, T cells obtained from nfat5*~ mice, or from mice
expressing a DN form of NFATS5, exhibited reduced proliferation under hyperosmotic
culture conditions (38,39) than did those of WT mice. Because the expression of nfat5 was
markedly reduced in brx*/~ mice, it is also possible that a dysfunction in T cells may have
contributed to the reduced immunoglobulin production observed in these mice. Further, the
defects in B cell differentiation that we have shown together with the reported dysfunction
in T cells may cause the reduced numbers of splenocytes and the smaller spleens observed in
brx*/~ mice compared with those of WT mice.
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At the cellular level, we found that Brx was necessary for osmotic stress—induced expression
of nfat5 in mouse splenocytes and Jurkat cells. Splenocytes from brx*™'~ mice showed
reduced expression of osmotic stress—responsive genes, and sSiRNA-mediated knockdown of
Brx in Jurkat cells substantially blunted osmotic stress—induced expression of nfat5 mRNA
and that of its downstream responsive genes ar, hsp70-2, and baff. Overexpression of DN
forms of Cdc42 and Rac1, but not RhoA, strongly suppressed NaCl-induced expression of
nfatb mRNA, and the GEF domain of Brx was required for hyperosmolar NaCl to induce
expression of nfats. These results suggest that Brx efficiently activates these small G
proteins through its GEF domain and thus stimulates the expression of nfat5 in response to
osmatic stress (Fig. 9A).

We found that osmatic stress stimulated the expression of nfats by activating p38 MAPK,
consistent with previous reports (12,14). In agreement with this finding, Brx physically
interacted with JIP4, a p38 MAPK-specific scaffold protein that serves as an activator of
this kinase by communicating with its upstream kinases MKK3 and MKK®6 (65). A JIP4
fragment consisting of amino acid residues 251 to 750 contained a domain involved in the
physical interaction with Brx. Expression of this fragment abrogated the association between
JIP4 and Brx and suppressed hyperosmolar NaCl-stimulated expression of nfat5. Thus,
interaction with JIP4 was required for Brx to mediate osmotic stress—induced expression of
nfat5. These results suggest that Brx is an essential protein in the immune system’s response
to osmotic stress, activating small G proteins through its GEF domain and subsequently
stimulating p38 MAPK by recruiting the scaffold protein JIP4. Further, because Brx
specifically connected osmotic stress—stimulated p38 MAPK activity to expression of nfats
but showed no effect on p38 MAPK activity induced by TCR-mediated activation of T cells,
Brx may function as a molecular rectifier cooperating with JIP4, which directs the otherwise
diverse actions of p38 MAPK into a specific cellular pathway for inducing the expression of
nfat5 expression (70). Together, these studies reveal a role for Brx as a signal integrator in
the osmotic stress—activating signaling pathway through small G proteins and p38 MAPK
(Fig. 9A).

The signaling cascade(s) downstream of p38 MAPK that stimulate the transcription of the
nfat5 is unknown. The ~1.5-kb promoter region of human nfat5 corresponding to the CpG
island (GenBank accession number AF346509) contains two activating protein 1 (AP1)-
binding sites and seven interferon-sensitive responsive elements (ISREs) upstream of the
transcription initiation site, some of which are also conserved in the promoter region of
murine nfat5 (GenBank accession number AF453571). p38 MAPK phosphorylates and
activates c-Fos, a component of AP1, and the interferon regulatory factors (IRFs), which
bind to AP1-binding sites and ISREs, respectively, and activate the transcription of their
target genes (71,72). Thus, it is possible that p38 MAPK phosphorylates these transcription
factors to stimulate the expression of nfats.

OSM, the osmosensing scaffold of MEKK3, is a small cytoplasmic protein that consists of
454 amino acid residues and mediates osmotic stress—induced activation of p38 MAPK in
fibroblasts and kidney-derived epithelioid cells, such as the 293 and COS7 cell lines (8).
OSM interacts with Rac and the kinases MEKK3 and MKK3, which are upstream of p38
MAPK, and has a domain similar to that of a number of adaptor and scaffold proteins,
including JIPs, Disabled (Dab) proteins, and Numb proteins (8). Because the functions of
OSM overlap to some extent with those of Brx, this scaffold protein might interact with Brx
to mediate osmotic stress—induced activation of p38 MAPK and the subsequent induction of
nfatb expression, a possibility that remains to be tested.

Extracellular hyperosmolarity reduces cellular volume by causing the outward movement of
intracellular water from cells; thus, a substantial number of reports indicate that osmotic
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stress activates the cellular adaptive response by directly influencing the cytoskeleton,
which, in this case, functions as a sensor of the cell volume (40,73-75). Rho-type small G
proteins and their GEFs, on the other hand, are central players in the formation and
remodeling of cytoskeletal organization (40). Cytokine- or TCR-mediated stimulation of
lymphocytes dramatically alters cytoskeletal structure through the activation of GEFs, and
such modification of the cytoskeleton is critical for their biological functions (57-59,76). We
previously found that the abundance of AKAP13 protein is substantially increased by
mechanical stress in leiomyoma cells and is associated with actin fibers—pivotal
components of the cytoskeleton (77). We also used yeast two-hybrid screens to show that
the C-terminal portion of Brx interacts with many actin-associated molecules, such as
filamin A and B, catenin o, and vimentin, in addition to JIP4. Because mechanical stress
dramatically alters the cytoskeleton similarly to that by osmotic stress (78,79), it is possible
that Brx is activated by osmotic stress through modulation of the cytoskeleton (Fig. 9A).
Alternatively, in response to osmotic stress, Brx might interact with as yet unidentified
eukaryotic osmosensor molecules that are orthologous to the yeast cell-surface
osmoreceptors SInl and Shol (3). Indeed, the yeast Rho-type GEFs Rom1p and Rom2p
interact with the hyperosmolarity sensor Mid2 and activate Rhol to stimulate the MAPK
pathway, which leads to alteration of cell osmolarity and remodeling of the cytoskeleton
(3,80).

The sensing of and response to osmotic stress is essential for the maintenance of proper
immune function (21,38,39). Brx-mediated induction of the expression of nfat5 on osmotic
stress participates in the elevation of intracellular osmolarity and plays an essential role in
the production of various cytokines as an adaptive response to the hyperosmolar
environment of inflammatory sites and several immune and other organs (Fig. 9B). Because
extracellular hyperosmolarity is associated with several pathologic conditions, such as
diabetes mellitus and uremia, pharmacologic manipulation of the Brx-NFAT5 signaling
system provides a potential means for treating various immunological complications
associated with these diseases.

MATERIALS AND METHODS

Plasmids

pBK/RSV-FLAG-based plasmids expressing either WT Brx or the Tyr’9—Phe mutant of
Brx were described previously (48). pPGBKT7-Brx(1042-1429), expressing Brx(1042-1429)
fused to the DNA binding domain of GAL4, was constructed by subcloning the
complementary DNA (cDNA) of the indicated Brx fragment into pGBKT7 (Clontech, Palo
Alto, CA). pCDNA3-RhoAT19N and pCDNA3-Rac1T17N, which express DN forms of
human RhoA and Racl, respectively, were produced by PCR-assisted mutagenesis reactions
with pCDNA3-RhoA and pCDNA3-Rac1 as templates (University of Missouri-Rolla cDNA
Resource Center, Rolla, MO). pPCDNA3-Cdc42N17N, which expresses a DN form of human
Cdc42, was described previously (48). pPCDNA3-FLAG-JIP4 was donated by R. J. Davis
(Howard Hughes Medical Institute and University of Massachusetts Medical School,
Worcester, MA) (65). pPCDNA3.1His/A-JIP4(251-750) was created by subcloning the
corresponding portion of JIP4 cDNA into pPCDNAZ3.1His/A (Invitrogen, Carlsbad, CA).
pGAD424-J1P4(2-1142), pGAD424-JIP4 (2-120), pGAD424-JIP4(121-250), pGAD424-
JIP4(251-750), and pGAD424-J1P4(751-1142), which express the indicated fragments of
JIP4 fused to the activation domain (AD) of GAL4, were produced by inserting the
corresponding JIP4 cDNAs into pGAD424 (Clontech). pRc/RSV-FLAG-MKK3(glu) and
pCDNA3-FLAG-MKKG®6(glu) were purchased from Addgene, Inc. (Cambridge, MA). These
plasmids express the CA forms of human MKK3 or MKKG®, respectively. MKK3(glu)
contains Glu in place of Ser® and Thrl93 whereas MKK®6(glu) contains Glu in place of
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Ser297 and Thr?11 (62,63). The parent plasmids pPCDNA3 and pRc/RSV (Invitrogen) were
used as negative controls in transfections.

Generation of brx*~ mice

Targeted disruption of brx was performed using standard homologous recombination by
insertion of a Neo' cassette resulting in elimination of the exon encoding amino acid
residues 752 to 1044 of Brx (46,48). These residues are required for GEF activity and are
conserved throughout Rho GEF family members, as previously described (81). Details of
the methods used for the targeted disruption of brx (akap13) and the detailed phenotyping of
brx~'~ mice will be presented elsewhere. Briefly, murine akap13 cDNA clones were isolated
from a splenic cDNA library (Stratagene, La Jolla, CA) and used to identify a genomic
fragment containing the GEF region of mMAKAP13 from a bacterial artificial chromosome
library (GenomeSystems Inc., St. Louis, MO). The targeting vector RMV1-pPNT was
constructed by insertion of a 1.6-kb Not I-Xho | fragment into the 5’ arm and a 5.0-kb Eco
RI-Eco RI fragment into the 3’ arm of murine akap13, thus replacing a critical exon in the
region encoding the Dbl homology (DH) domain and 5.39 kb of flanking genomic sequence
with the PGK-Neo' cassette. The targeting vector was sequenced, linearized with Hind 11,
and electroporated into 129 embryonic stem (ES) cells. The targeted event on the 5’ end of
the gene was confirmed by Southern blot hybridization of Bam HI-digested DNA and
hybridization with a 32P-labeled 5’ probe. Targeting of the 3’ region was confirmed with
overlapping primer pairs. Mice homozygous for the null brx allele did not express brx-
related mRNAs or proteins, including any fragment forms, and died in utero (82). Mice
haploinsufficient for the brx allele (brx*/~) appeared grossly normal. Genotypes of adult,
embryonic, and neonatal mice were confirmed by analysis of Southern blots and by PCR.
Three-week- to 2-month-old female mice were used in all experiments.

Preparation of splenocytes

Spleens were dissected from brx™~ and WT mice, crushed, and passed through nylon cell
strainers (Becton Dickinson, Franklin Lakes, NJ). The obtained extracts were treated with
ACK Lysing Buffer (Quality Biological, Inc., Gaithersburg, MD) to remove contaminating
red blood cells and washed with RPMI 1640 medium three times; the remaining splenocytes
were used for further analyses, as described previously (48,83). T cells and B cells were
further purified from splenocytes with the mouse pan T cell isolation kit and the mouse B
cell isolation kit (Miltenyi Biotec Inc., Auburn, CA), respectively.

Microarray analyses

Total RNAs were purified from brx*/~ and WT mice with the RNeasy Midi kit (QIAGEN
Inc., Valencia, CA) and labeled with the 3DNA Array 9000 Expression Array Detection kit
(Genisphere Inc., Hatfield, PA), which involves the hybridization of the reverse-transcribed
cDNA and a fluorescent 3DNA reagent to the microarray. The fluorescent 3DNA reagent
hybridizes to the cDNA through a “capture sequence” that is complementary to the 5’ end of
the RT primer. The mouse 23K cDNA microarrays were made as described previously
(84,85). Briefly, the cDNA clone library of the National Institute of Aging (NIA) mouse
23K gene sets (15K set and 7.4K set) was originally provided by M. Ko (NIA, Baltimore,
MD). The plasmids were extracted from bacterial clones of the library. Each cDNA
fragment of the NIA 23K mouse cDNA clones was amplified by PCR and printed by the
GeneMachine OmniGrid 100 Microarrayer (Genomic Solutions, Ann Arbor, MI) on
polylysine-coated glass slides, with 96 highly expressed genes as indicators for the
beginning and end of the printing. After washing of the unbound 3DNA reagent according to
a routine protocol, the array chips were scanned to obtain hybridized images with the
ScanArray Express microarray scanner (Perkin Elmer Life Sciences, Inc., Boston, MA) (86).
To gain more statistical power, all the comparisons were converted to the log 2—-transformed
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ratio of brx*/~ mice versus WT mice after LOWESS normalization, and one-sample t test
was applied to the six gene expression values (from a total of six hybridizations, one
forward and one reverse hybridization for each of the three pairs of WT and brx*/~ mice) of
each gene. Final candidate genes were obtained by setting the P value cutoff at 0.05. The
microarray data discussed in this publication have been deposited in the Gene Expression
Omnibus (GEO) of the National Center for Biotechnology Information
(www.ncbi.nlm.nih.gov/geo/) and are accessible through GEO Series accession number
GSE10117.

In situ hybridization and Northern blotting

In situ hybridization and Northern blotting to detect brx transcripts in the spleen were
performed as previously described (87). The 1.7-kb fragment of brx cDNA (nucleotides
3126 to 4859), which encodes the C-terminal portion of Brx and a subsequent untranslated
region (46), was used in these assays. The gapdh probe was described previously (87). For
Northern blots, mMRNA was further purified from total RNA with the micro ploy(A) purist
kit (Applied Biosystems/Ambion, Austin, TX).

Flow cytometric analysis of splenocytes

Antibodies against CD3 (145-2C11), CD19 (1D3), CD8 (53-6.7), CD4 (GK1.5), B220
(RA3-6B2), IgM (R6-60.2), and CD21 (7G6) were purchased from BD Biosciences
(Franklin Lakes, NJ). Cells stained with the appropriate antibodies were analyzed on a
FACS Calibur flow cytometer (BD Biosciences). Fluorescent events were collected and
analyzed with Flow Jo software (Tree Star Inc., Ashland, OR), as previously described (83).
Splenocytes obtained from six WT mice and six brx */~mice were tested, and representative
profiles and the means + SEM of the specific cell populations from at least three
independent experiments are shown in Fig. 3.

Immunization of mice with ovalbumin and quantification of specific IgG and BAFF

The following animal study was approved by the Eunice Kennedy Shriver National Institute
of Child Health and Human Development (NICHD) Animal Care and Use Committee
(proposal number ASP06-002). Six WT and six brx*/~ mice were immunized
subcutaneously with 20 pg of ovalbumin (Sigma-Aldrich, St. Louis, MO) together with 5 ug
of lipopolysaccharide (Sigma-Aldrich) and 150 pl of incomplete Freund’s adjuvant (Sigma-
Aldrich). Three weeks after the immunization, sera from the mice were obtained and the
amount of ovalbumin-specific IgG, was measured with a specific enzyme-linked
immunosorbent assay (ELISA) assay with a rat antibody to mouse 1gG; and a goat antibody
to rat IgG conjugated with horseradish peroxidase (Santa Cruz Biotechnologies, Inc., Santa
Cruz, CA). Monoclonal antibody to chicken egg albumin (mouse 1gG;: Clone OVA-14,
Sigma-Aldrich) was used as a standard. Serum concentrations of BAFF were determined
with the mouse BAFF/BLYS/TNFSF13B Quantikine ELISA kit (R & D Systems Inc.,
Minneapolis, MN).

Stimulation of splenocytes and Jurkat cells with osmotic agents

Splenocytes (1 x 10° cells/ml) obtained from WT or brx*/~ mice or Jurkat cells (1 x 10°
cells/ml) were incubated in RPMI 1640 medium supplemented with 10% fetal bovine serum,
penicillin (100 U/ml), and streptomycin (100 ug/ml) in the presence or absence of the
indicated concentrations of NaCl or raffinose for 8 hours. Cells were harvested by
centrifugation at 500g for 5 min and total RNA was purified with the RNeasy Mini Kit
(Qiagen). For Western blots and coimmunoprecipitation assays, cells were lysed in buffer
containing 50 mM tris-HCI (pH 7.4), 150 mM NacCl, 0.1% SDS, 1% NP-40, 0.5% sodium
deoxycholate, and one Complete Tablet (Roche Diagnostics Corp., Indianapolis, IN) per 50
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ml, and whole-cell homogenates were obtained by centrifugation of the lysates at 10,0009
for 15 min (88). Jurkat cells were transfected with siRNAs specific for Brx, NFAT5, p38
MAPK a isoforms, or Vav1l or with plasmids expressing Brx or other small G proteins with
the Nucleofector System (Amaxa GmbH, Cologne, Germany) with solution V and program
A-17 (Amaxa GmbH) (89). We achieved nearly 80% transfection efficiency with this
condition. The first Brx-specific SiIRNA used was described previously (48), and the latter
three siRNAs were purchased from Santa Cruz Biotechnologies, Inc. Twenty-four hours
after transfection, the cells were exposed to the indicated concentrations of NaCl or
raffinose. After an additional 8 hours, cells were lysed for Western blots or
coimmunoprecipitation assays, or total RNA was purified as described above for real-time
RT-PCR analysis. In some experiments, Jurkat cells were incubated with the p38 MAPK
inhibitor SB202190 (2 uM) or the MEK1 inhibitor PD98059 (10 uM) (Sigma-Aldrich) in
the absence or presence of 100 mM NacCl. After 8 hours of incubation, total RNA was
harvested for real-time RT-PCR analysis.

Real-time RT-PCR analysis

Total RNA was reverse-transcribed into cDNA and the abundances of mMRNAs for the genes
encoding AQP2, AR, ATA2, BAFF, BGT1, Brx, HSP70-2, p38a, NFAT1 to NFATS5, NF-
kB RelA (p65), NF-xB p105 (p50), Osp94, SMIT, TauT, TNF-a, and Vavl were determined
by real-time RT-PCR assays performed in triplicate or quadruplicate with the SYBR Green
PCR Master Mix (Applied Biosystems) in the 7500 real-time PCR System (Applied
Biosystems) as previously described (90). The primer pairs used are shown in table S1. The
obtained Ct (threshold cycle) values for each of the targets were normalized by those of the
acidic ribosomal phosphoprotein PO (RPLPO0) and their relative abundance was presented as
fold induction over baseline.

Western blotting and coimmunoprecipitation assays

Proteins from whole-cell homogenates of splenocytes or Jurkat cells transfected or treated
with the indicated agents were resolved by 4 to 20% SDS—polyacrylamide gel
electrophoresis (PAGE) and transferred to nitrocellulose membranes. The presence of Brx,
FLAG-JIP4, His-JIP4(251-750), NFATS, and actin on these membranes was detected with
antibodies to Brx, FLAG M2, His, NFATS5, and actin (Santa Cruz Biotechnology, Inc. and
Sigma-Aldrich), respectively (48). Coimmunoprecipitation assays were performed with
whole-cell homogenates obtained from Jurkat cells, which had been transfected with the
indicated plasmids. Briefly, proteins associated with Brx were coimmunoprecipitated with
anti-Brx and the protein-antibody complexes were collected with Protein Agarose A/G
PLUS (Santa Cruz Biotechnology, Inc.). Associated proteins were resolved by 4 to 20%
SDS-PAGE and blotted onto nitrocellulose membranes, and Brx-associated FLAG-JIP4 was
detected with anti-FLAG. To evaluate exogenously or endogenously expressed His-
JIP4(251-750), FLAG-JIP4, or Brx, 10% of the volume of total cell lysates used in the
coimmunoprecipitation reaction was resolved by SDS-PAGE and these molecules were
visualized on Western blots as described above.

Assay of p38 MAPK activity

The kinase activity of p38 MAPK was measured with the p38 MAP Kinase Assay Kit (Cell
Signaling, Danvers, MA). Briefly, Jurkat cells were transfected with control or Brx-specific
SiRNA and incubated in the absence or presence of 10 pug/ml of anti-CD3 (clone OKT3,
eBioscience, Inc., San Diego, CA). Cells were lysed and phosphorylated p38 MAPK was
immunoprecipitated with the antibody to phosphop38 MAPK (Thr189/Tyrl84) Pprecipitated
proteins were incubated with activating transcription factor 2 (ATF2), and phosphorylation
of ATF2 at Thr’1 was evaluated on Western blots with an antibody that reacts specifically
with ATF2 phosphorylated at Thr’L. Aliquots of the cells were also lysed and used for

Sci Signal. Author manuscript; available in PMC 2010 April 19.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Kino et al. Page 14

evaluating the abundance of actin, Brx, p38 MAPK, and NFATS5 in Western blots with their
specific antibodies.

Yeast two-hybrid screening and assay

The GAL4-based yeast two-hybrid screening assay was performed with pGBKT7-
Brx(1042-1429) as the bait plasmid in the human HeLa cell cDNA library (Clontech)
according to the manufacturer’s instructions (89). For reconstituted yeast two-hybrid assays,
the yeast strain Y190 (Clontech) was transformed with the pGBKT7-Brx(1042-1429) and
pGAD424-JIP4 plasmids as indicated. Transformed yeast cells were further cultured in
appropriate selection media and -galactosidase activity was measured in the cell
suspension, as previously described (89). The B-galactosidase activity was normalized for an
optical density value at 600 nm. The fold induction in enzyme activity was calculated by the
ratio of adjusted B-galactosidase values of cells transformed in the presence versus the
absence of pGAD424-based plasmids expressing the indicated JIP4 fragments.

Statistical analysis

Statistical analysis was carried out by analysis of variance followed by Student’s t test with
Bonferroni correction for multiple comparisons or unpaired Student’s t test with the two-
tailed P value.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Fig. 1.

Characteristics of spleens from brx*/~ mice. (A) The spleens from brx*/~ (Haplo) mice
weighed less and contained fewer splenocytes compared with those of WT mice. Data in the
left panel represent the mean spleen weight, with error bars indicating the SEM (Haplo
mice: male, n = 5; female, n = 7; WT mice: male, n = 5; female, n = 7), whereas those in the
right panel represent the mean = SEM of splenic mononuclear cells (Haplo mice: male, n =
5; female, n = 7; WT mice: male, n =5; female, n = 7). *P < 0.05; **P < 0.01. (B) brx+/~
mice exhibited an altered splenic follicular structure compared with that of WT mice.
Results of hematoxylin and eosin (H&E) staining are shown and are representative of three
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experiments. The spleens of brx*/~ mice had smaller follicles than did those of WT mice.
Top and bottom panels show low- (10x) and high-magnification (40x) images, respectively.
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Fig. 2.

Splenocytes from brx*/~ mice have a lower abundance of Brx and NFAT5 proteins and
mRNAs compared with those of WT mice. (A) Western blotting analysis showed decreased
abundance of Brx and NFATS5 proteins in splenocytes from brx*/~ (Haplo) mice compared
with those of WT mice. The abundance of actin was used as a loading control. Results
shown are from two mice from each group. (B) Spleens from brx*/~ mice expressed
decreased amounts of brx and nfats mRNAs compared with those of WT mice. The
abundances of brx and nfat5 mRNAs in the splenocytes of three WT and three brx*/~ mice
(each measured in triplicate) were evaluated with a SYBR Green-based real-time RT-PCR
assay. Data shown represent the mean relative abundance of nfat5 (top) and brx (bottom)
mRNAs shown as the fold difference compared with baseline (set by WT mouse 1). Error
bars indicate SEM. (C) The renal medulla of brx*/~ mice expressed less nfat5 mRNA
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compared with that of WT mice. The abundances of brx and nfat5 mRNAs in the renal
medulla of two WT and two brx*/~ mice were evaluated (each in triplicate) by real-time RT-
PCR. Data shown represent the mean relative abundance of nfat5 mRNA (top) and brx
mRNA (bottom) shown as the fold difference compared with baseline (set by WT mouse 1).
Error bars indicate SEM. (D) Transcripts of brx are expressed in the white pulp of the
spleen. Results of H&E staining of a section of spleen from a WT mouse (left) are
representative of three experiments. In situ hybridization of another section from the same
spleen shows the expression of brx transcripts (right). (E) The abundance of brx mRNA is
reduced in the spleen of brx*/~ mice compared with that in the spleen of WT mice. Purified
mRNA from the spleens of WT and brx*/~ mice were analyzed by Northern blotting for the
expression of brx and gapdh mRNAs. (F) Brx is the major protein expressed from brx
(akap13), whereas NFATS is equally abundant in T cells and B cells purified from the
spleens of WT mice. Whole-cell homogenates from T cells and B cells obtained from WT
splenocytes were resolved by 4% SDS-PAGE, blotted onto nitrocellulose membranes, and
Brx, AKAP-Brx, NFATS5, and actin proteins were visualized by Western blotting analysis
with anti-Brx, anti-NFATS5, or anti-actin antibodies, respectively. Experiments presented in
(D) to (F) were repeated three times and representative images are shown.
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Fig. 3.

Flow cytometric analysis of subpopulations of splenocytes. Comparative analysis of
splenocytes from WT and brx*/~ (Haplo) mice based on their surface expression of (A) CD3
and CD19, (B) CD4 and CD8 (on CD3* cells), (C) CD19 and B220, (D) CD19 and IgM, (E)
CD19 and CD21, and (F) IgM and CD21. Representative flow cytometry experiments are
shown in the left panels and pooled data from at least three independent experiments are
shown in the right panels. Values shown are the means + SEM of the ratios of the indicated
cell populations when comparing WT to brx*/~ mice. *P < 0.05; n.s., not significant (n = 3
to 5 mice).
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Fig. 4.

brx*/~ mice exhibit impaired humoral immunity. (A) In response to immunization with
ovalbumin, brx*/~ mice produced lower quantities of ovalbumin-specific 1gG; than did WT
mice. Results shown represent the mean serum concentrations £ SEM of ovalbumin-specific
IgG1 in six mice from each group. *P < 0.05 (n = 6 mice). (B) brx*/~ mice exhibited lower
quantities of baff mMRNA in the spleen (left) and a lower concentration of circulating BAFF
(right) than did WT mice. Data shown indicate the mean fold difference + SEM in the
abundance of baff mMRNA in the spleens of WT and brx*/~ mice (left) and in the serum
concentrations of BAFF (right) in four mice from each group. *P < 0.05; **P < 0.02.
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Brx is required for the increased expression of nfat5 and of endogenous NFAT5-responsive

genes in response to osmotic stress. (A) Induction of the expression of nfat5 and baff
mRNAs by osmotic stimulus was blunted in splenocytes from brx*/~ (Haplo) mice
compared with that in WT mice. Splenocytes from two WT and two brx*/~ mice were
incubated in the presence (open bars) or absence (filled bars) of 100 mM NaCl and the
abundances of nfats mRNA (left), baff mMRNA (middle), and brx mRNA (right) were
determined by real-time RT-PCR analysis. Data shown represent the relative mean

abundance + SEM of nfatb, baff, and brx mRNASs shown as the fold induction over baseline
(set by WT mouse 1 in the absence of NaCl). (B) Osmotic stimulus increases the abundance

of nfat5 mRNA by stimulating its transcription in splenocytes. Triplicate samples of
splenocytes from two WT mice were incubated with 100 mM NacCl in the absence or

presence of 2 uM a-amanitin. Data shown represent the mean fold difference £ SEM in the
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abundance of nfats mRNA compared with baseline (set by splenocytes of WT mouse 1
cultured in the absence of NaCl and a-amanitin). *P < 0.01 (n = 3). (C) Secretion of BAFF
is increased by an osmotic stimulus and is blunted in splenocytes from brx*/~ mice
compared with those from WT mice. Splenocytes obtained from two WT and two brx*/~
mice were incubated in the presence (open bars) or absence (filled bars) of 100 mM NaCl
and the concentration of BAFF secreted into the culture media was determined by ELISA
(each mouse assayed in triplicate). Data shown represent the mean concentrations + SEM of
BAFF. (D) Brx is necessary for osmotic stimuli to induce the expression of nfat5 and of ar,
hsp70-2, and baff mRNAs in Jurkat cells. Jurkat cells were transfected with control or Brx-
specific sSiRNAs and incubated with the indicated concentrations of NaCl or raffinose. Data
shown represent the mean fold difference = SEM in the expression of nfat5, ar, hsp70-2,
baff, and brx mRNAs compared with baseline (which was obtained from cells transfected
with control siRNA and incubated in the absence of NaCl).
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(A) Osmotic stimulus increases the expression of baff mMRNA through the induction of nfats
in Jurkat cells. Jurkat cells were transfected with control or NFAT5-specific sSiRNA and
cultured in the indicated concentrations of NaCl. Data shown represent the mean fold
difference £ SEM (n = 3) in the abundance of baff (top) and nfat5 (bottom) mMRNAs
compared with baseline (the value obtained from cells transfected with control siRNA and
incubated in the absence of NaCl). (B) Brx is required for optimal production of NFAT5
protein in Jurkat cells in response to osmotic stimulus. Jurkat cells were transfected with
control, Brx-specific SIRNA, or NFAT5-specific SiRNA and incubated with the indicated
concentrations of NaCl. Cell homogenates were resolved by 4 to 20% SDS-PAGE and the
abundances of NFATS (top gel), Brx (middle gel), and actin (bottom gel) were determined
by Western blotting with their respective specific antibodies. Experiments were repeated
three times and a representative image is shown. (C) Osmotic stimulus increases the
expression of nfats in Jurkat cells. Jurkat cells were incubated with 100 mM NaCl in the
absence or presence of 2 uM a-amanitin. Data shown represent the mean fold difference +
SEM in the abundance of nfat5 mRNA compared with baseline (the value obtained from
Jurkat cells cultured in the absence of NaCl and a-amanitin). *P < 0.01 (the experiment was
performed in triplicate).
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The GEF domain of Brx, as well as Cdc42, Racl, and p38 MAPK, are all required for an

osmatic stimulus to induce the expression of nfat5 mRNA. (A) Brx, but not Vavl, is

necessary for the induction of nfat5 expression in Jurkat cells in response to osmotic stimuli.
Jurkat cells were transfected with control, Brx-specific sSiRNA, or Vavl-specific SiRNA and
incubated with the indicated concentrations of NaCl. Data shown represent the mean fold
difference £ SEM in the relative abundance of nfat5 (left), brx (middle), and vav1 (right)
mRNAs compared with baseline (the value obtained from the cells transfected with control
SiRNA and incubated in the absence of NaCl). (B) DN mutants of Cdc42 and Racl, but not
RhoA, suppress induction of nfat5 expression in Jurkat cells in response to osmotic stimuli.
Jurkat cells were transfected with plasmids expressing DN mutants of RhoA, Cdc42, or
Racl (RhoAT19N, Cdc42T17N, and Rac1T17N, respectively) and incubated with 100 mM
NaCl. Data shown represent the mean fold difference + SEM in the relative abundance of
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nfats mRNA compared with baseline (the value obtained from cells transfected with control
plasmid and incubated in the absence of NaCl). *P < 0.01; n.s., not significant (the
experiment was peformed in triplicate). (C) Induction of the expression of nfat5 mRNA in
Jurkat cells in response to an osmotic stimulus requires the GEF domain of Brx, whereas a
GEF-defective mutant Brx acts in a DN manner. Jurkat cells were transfected with a plasmid
encoding WT Brx or the GEF-inactive mutant Brx and incubated with 100 mM NaCl. Data
shown represent the mean fold difference + SEM in the relative abundance of nfatS mMRNA
compared with baseline (the value obtained from cells transfected with control plasmid and
incubated in the absence of NaCl). (D) p38 MAPK, but not ERK1/2, is necessary for an
osmatic stimulus to induce the expression of nfat5 mRNA in Jurkat cells. Jurkat cells were
incubated with 2 pM of the p38 MAPK inhibitor SB202190 or 10 uM of the MEK1 inhibitor
PD98059 in the absence or presence of 100 mM NaCl. Data shown represent the mean fold
difference £ SEM in the relative abundance of nfat5 (top) and brx (bottom) mRNAs
compared with baseline. *P < 0.01; n.s.: not significant (the experiment was performed in
triplicate). (E) siRNA against p38a abolishes osmotic stimulus—induced expression of nfats
mRNA. Jurkat cells were transfected with control or p38a-specific SiRNA and cultured in
the absence or presence of 100 mM NaCl. Data shown represent the mean fold difference +
SEM in the relative abundance of nfat5 (top), brx (center), and p38a (bottom) mRNAs
compared with baseline (cells transfected with control siRNA and cultured in the absence of
NaCl). *P < 0.01; n.s., not significant (the experiment was performed in triplicate). (F)
Expression of the CA forms of MKK3 and MKKG® rescues the attenuation of osmotic
stimulus—induced nfat5 expression caused by siRNA-mediated knockdown of Brx. Jurkat
cells were transfected with control or Brx-specific sSiRNA in the absence or presence of
MKK3- or MKK6-expressing plasmids and were cultured with or without 100 mM NaCl.
Data shown represent the mean fold difference + SEM in the relative expression of nfat5
(top) and brx (bottom) mMRNAs compared with baseline (cells transfected with control
SiRNA and cultured in the absence of NaCl). (G) Osmotic stimulus activates p38 MAPK
through Brx in Jurkat cells. Jurkat cells were transfected with control or Brx-specific SIRNA
and cultured in the absence or presence of 100 mM NaCl or 10 pg/ml of anti-CD3. The
kinase activity of p38 MAPK was evaluated by examining the abundance of phosphorylated
ATF2 by Western blotting (top gel). The abundances of NFATS5, Brx, and p38 MAPK
proteins were also examined (second to fourth gels) by Western blotting. Actin (bottom gel)
was used as a loading control.
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JIP4 is required for Brx to mediate osmotic stimulus—induced increases in the expression of
nfat5 in Jurkat cells. (A) JIP4 interacts with Brx(1042—-1429) through a region of JIP4
flanked by amino acid residues 251 to 750. Yeast two-hybrid assays were performed with
plasmids expressing Brx(1042-1429) fused to the DBD of GAL4 and the indicated JIP4
fragment fused to the AD of GALA4. Data shown represent the mean fold increase in binding
activity + SEM obtained by dividing the corrected p-galactosidase obtained in the presence
of the indicated JIP4-AD fragments by those obtained in its absence. *P < 0.01; n.s., not
significant (the experiment was performed in triplicate). (B) Brx associates with JIP4 in
Jurkat cells in an osmotic stimulus—dependent fashion and overexpression of JIP4(250-750)
attenuates this association. Jurkat cells were transfected with a plasmid expressing FLAG-
JIP4 with or without a plasmid expressing His-JIP4(251-750) and incubated with 100 mM
NaCl. Coimmunoprecipitation was performed with anti-Brx, and Brx-associated FLAG-JIP4
was visualized with anti-FLAG. Exogenously or endogenously expressed His-JIP4(251-
750), Brx, and FLAG-JIP4 were visualized by Western blotting of samples from 10% of the
cell lysates used in the coimmunoprecipitation reaction (IP). (C) Overexpression of
JIP4(251-750) attenuates osmotic stimulus—induced increases in the expression of nfat5
mRNA. Jurkat cells were transfected with a plasmid expressing His-JIP4(251-750) and
incubated with the indicated concentrations of NaCl. Data shown represent the mean fold-
difference £ SEM in the relative abundance of nfat5 (top) and brx (middle) mRNAs
compared with baseline (from cells transfected with control siRNA and cultured in the
absence of NaCl). His-JIP4(251-750) (bottom) was visualized in the whole-cell
homogenates obtained in the same experiment by Western blotting with anti-His.
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The Brx-mediated osmotic stress-activated signaling system and its implications for the
immune response. (A) Intracellular signaling pathway of lymphocytes in response to
osmotic stress. The sensing of and response to osmotic stress is largely mediated by Brx
through the activation of Rho-type small G proteins and the subsequent stimulation of the
p38 MAPK cascade and of NFAT5. NFATS5 participates in the elevation of intracellular
osmolarity of immune cells and plays an essential role in the induction of various cytokines
perhaps as a response to the hyperosmolar environment of inflammatory sites and several
immune and other organs. (B) The Brx- and NFAT5-mediated response to osmotic stress in
inflammatory sites and in pathologic conditions associated with extracellular
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hyperosmolarity. In addition to infectious agents, inflammatory cytokines, and other
bioactive compounds released by inflamed tissues, inflammation activates lymphocytes by
osmatic stress. The Brx- and NFAT5-mediated intracellular signaling system stimulates the
secretion of cytokines to modulate local and systemic inflammatory reactions, while it
induces hyperosmolarity-responsive genes to protect lymphocytes from the hyperosmolar
environment of inflammatory sites. Pathologic conditions associated with extracellular
hyperosmolarity may alter the various functions of lymphocytes through activation of Brx-
and NFAT5-mediated signaling system.
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Relative abundance of MRNAs of NFAT5-responsive genes in the spleens of brx*/~ mice compared with those

of WT mice.

Gene  Relative mMRNA abundance (mean + SEM)

tnf-a 0.51 +0.030""
ar 0.70 +0.026™"
taut 057 +0.022"
smit 0.39 +0.082"
bgtl 0.43£0.054™
ata2 0.84 +0.200
0sp94 1.25+0.182
agp2 0.75+0.026
“p <0.05.

*%
P <0.01 (n = 4 mice of each type).
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Table 2

Comparative expression of mMRNAs of the NFATs and of NF-kB components in the spleens of brx*/~ mice
and WT mice.

Gene Relative mMRNA expression (mean + SEM)
nfatl 0.83 +0.957
nfat2 0.99+0.779
nfat3 0.84 +0.105
nfatl4 1.11+0.199
nfats 0.23+0.066™
rela (p65) 1.10+0.146
p105 (p50) 1.08 +0.199

*
P < 0.01 (n = 4 mice of each type).
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Table 3

Induction of the expression of NFAT5-responsive genes in the splenocytes of WT and brx*/~ mice by 100 mM
NaCl.

Gene Fold induction of mMRNA (mean + SEM)

WT splenocytes  brx*~ splenocytes

ar 6.55 + 0.120 2150151
taut 8.20+0.784 1.96+0.182"*
smit 3.84 +0.452 1.46 +0.223"
bgt1 3.41+0.333 1.63+0.142"
P <0.05.

**
P <0.01 (n =2 mice and measured in duplicate for each mouse).
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NaCl-mediated expression of NFAT and NF-kB mRNAs in splenocytes of WT mice.

Table 4

Gene Fold Induction in mMRNA (mean + SEM)
nfatl 1.06 + 0.260
nfat2 1.22 £ 0.344
nfat3 0.89 +0.079
nfat4 0.83+0.141
nfats 7.56 +0.294”
rela (p65) 1.43 +0.405
p105 (p50) 1.34+0.324

*
P < 0.01 (measured in triplicate).
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