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cerebral cortex
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dexrasl

dexamethasone-induced ras-regulated protein 1
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estrogen receptor
fabp7

fatty acid binding protein 7
H/O

hypocretin/orexin
LA

lateroanterior hypothalamic nucleus
LD

laterodorsal thalamic nucleus
LH

lateral hypothalamus
MPA

medial preoptic area
raslllb

ras-like family member 11b
RGS

regulator of G-protein signaling
rgsl6

regulator of g-protein signaling 16
SCN

suprachiasmatic nucleus
SSC

salt sodium citrate
TGF

transforming growth factor
VLPO

ventrolateral preoptic area
VMH

ventromedial hypothalamic nucleus
VP

ventral posterior thalamic nucleus
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Abstract

Gene expression profiling of suprachiasmatic nucleus, ventrolateral preoptic area and the lateral
hypothalamus was used to identify genes regulated diurnally in the hypothalamus of Mus
musculus. The putative transcription regulator, cysteine and histidine-rich domain-containing, zinc
binding protein 1, which had not been previously described in brain, was found to cycle diurnally in
hypothalamus and forebrain with peak levels of mMRNA expression during the dark phase. MRNA
for the brain-type fatty acid binding protein 7 was found to change rhythmically in hypothalamic and
extra-hypothalamic brain regions reaching peak levels early in the light phase suggesting that lipid
metabolism is under circadian regulation in astrocytes.

Rhythmically expressed genes in suprachiasmatic nucleus identified here were compared with
previous reports in a meta-analysis. Genes held in common included fabp7, and the period
gene,Per2. Also identified were genes implicated in guanosine-mediated signaling pathways that
included dexamethasone-induced ras-related protein one (dexrasl), regulator of G-protein signaling
(rgs) 16, and ras-like family member 11b. Northern blotting confirmed diurnal changes in mMRNA
expression in the hypothalamus for these genes. Ras-like family member 11b was examined in more
detail using in situ hybridization and antiphase diurnal changes in expression in suprachiasmatic
nucleus and arcuate nucleus were identified implicating the gene in circadian-related, guanosine-
mediated signaling.

The transcription transactivator protein, CBP/p300-interacting transactivators with glutamic acid/
aspartic acid-rich carboxyl-terminal domain, which had not been previously identified in brain, was
enriched in suprachiasmatic nucleus and discrete regions of the hypothalamus and forebrain. The
potential regulatory role of CBP/p300-interacting transactivators with glutamic acid/aspartic acid-
rich carboxyl-terminal domain in the transcription of genes like TGF-a implicates the protein in
diurnal activity rhythms. These results demonstrate the ability of gene expression profiling to identify
potential candidates important in circadian or homeostatic processes.

Keywords
microarray; suprachiasmatic nucleus; citedl; rgsl6; astrocytes; circadian

In the mammalian hypothalamus, the master circadian pacemaker, the suprachiasmatic nucleus
(SCN), is entrained by the light/dark cycle and establishes a 24-hour rhythm to which all other
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physiological rhythms are set (Pace-Schott and Hobson, 2002). Photic entrainment is thought
to occur by a combination of rod/cone visual photoreception and by melanopsin-containing
retinal ganglion cells that relay light stimuli to SCN via the retinohypothalamic tract (Hattar
etal., 2002, 2003; Panda et al., 2003).

Clock genes form the biochemical basis for circadian rhythmicity in the SCN. The protein
products from Clock and Bmal, for example, activate the transcription of target genes
containing E-box cis-regulatory enhancer sequences (Gekakis et al., 1998; Hogenesch et al.,
1998). In addition to the E-box enhancer, the response element, RevErbA/ROR, has been
implicated in the control of transcripts that are rhythmically expressed in SCN (Ueda et al.,
2002). Gene expression profiling, which led to the identification of the Rev-ErbA/ROR
element, has identified numerous genes within the SCN that are rhythmically expressed (Ueda
etal., 2002; Panda et al., 2002). The power of the microarray approach was exemplified by the
identification from gene expression profiling in SCN of a diurnally expressed gene called
dexamethasone-induced, dexameth-asone-regulated ras protein 1 (dexrasl), that has since been
found to be a critical modulator of photic and nonphotic entrainment (Ueda et al., 2002; Panda
et al., 2002; Cheng et al., 2004).

Although genes involved in regulating circadian rhythms within and circadian output from the
SCN have begun to be identified, how these genes influence the cycling of molecules in other
brain regions remains unclear. Many genes that undergo rhythmic changes in expression
outside the SCN influence important physiological processes (Akabayashi et al., 1994; Gore,
1998; Lu et al., 2002.). Within the sleep-wake cycle, the ventrolateral preoptic (VLPO) area,
a sleep-promoting center important in REM and NREM sleep (Sherin et al., 1996; Szymusiak
etal., 1998; Luetal., 2000, 2002), undergoes an increase in the number of Fos-immunoreactive
cells during sleep suggesting that there exists Fos-regulated target genes that are diurnally
expressed in this region (Sherin et al., 1996; Novak and Nunez, 1998). The lateral
hypothalamus (LH) contains hypocretin/orexin (H/O)-containing neurons that are important
in maintaining wakefulness (Siegel et al., 2001; Sutcliffe and de Lecea, 2002; Beuckmann and
Yanagisawa, 2002; Taheri et al., 2002). In addition to diurnal changes in H/O pre-propeptide
mRNA and H/O neuropeptide (Taheri et al., 2002; Yoshida et al., 2001), H/O neurons also
undergo diurnal changes in Fos immunoreactivity that likely influence sleep-wake cycles
(Estabrooke et al., 2001; Espana et al., 2003).

Given that immediate-early genes such as c-fos and jun-b, which control the expression of
downstream genes, are expressed rhythmically in various hypothalamic brain regions (Grassi-
Zucconi et al., 1993; O’Hara et al., 1997; Peterfi et al., 2004), it is likely that populations of
yet-unidentified genes are diurnally expressed in hypothalamus. Further, some hypothalamic
brain regions including VLPO and LH retain endogenous rhythms when cultured in the absence
of SCN input, suggesting that signaling pathways important in the maintenance of circadian
rhythmicity exist in these areas (Abe et al., 2002). Since cell autonomous circadian rhythmicity
in brain remains largely unexplored, the identification of genes important in these extra-SCN
pathways would expand our understanding of the molecular mechanisms underlying
endogenous circadian processes.

The goal of the current report was to identify genes expressed diurnally in the hypothalamus
by comparing the gene expression profile of SCN with a sleep-promaoting region, the VLPO
and a wake-promoting region, the LH. Cycling genes common to these regions might predict
novel pathways involved in homeostasis. This approach enabled the identification of genes
like fabp7 and cysteine and histidine-rich domain-containing, zinc binding protein 1
(chordcl), which had not previously been identified as undergoing diurnally regulated patterns
of expression. We also compared SCN array data with previous reports in a meta-analysis in
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an attempt to identify genes in SCN that are diurnally regulated and found a number of genes
that implicate guanosine-mediated signaling pathways.

EXPERIMENTAL PROCEDURES
Subjects and handling

Microarrays

One hundred forty-four male C57BL/6 mice of 5 weeks of age were purchased from Harlan
Sprague-Dawley and maintained for 5 weeks on a LD12:12 cycle at the Department of
Psychiatry at the University of Wisconsin-Madison. All animal care and use procedures were
in strict accordance with IACUC guidelines and approved by the University of Wisconsin-
Madison animal care and use committee to ensure that the use of animals and their suffering
were minimized.

For DNA microarrays, two groups of 12 animals were killed at either zeitgeber time (ZT) 6 or
ZT18 (total of 48 animals). In all instances, animals were quickly removed from their cages,
lightly anesthetized with halothane and their heads immediately removed by decapitation.
During daylight dissections, care was taken not to disturb animals until immediately prior to
kill. Brains were then dissected, flash frozen at -30 °C in 2-methylbutane, and stored at -80 °
C. For collection of regional punches, brains were embedded in OCT media and sectioned on
a Leica (CM3050) cryostat at -25 °C for each brain region as follows (according to Paxinos
and Franklin, 2001): 1) VLPO: Two 250 um bilateral 1 mm diameter punches from interaural
4.06 -3.56; 2) SCN: one 500 um 1 mm diameter punch from interaural 3.56-2.56; 4) LH: two
500 pum bilateral 1 mm diameter punches from interaural 2.56 -1.56. Punches from the same
brain region were pooled from each of the 12 animals within the same group, and stored at -80
°C until RNA isolation.

For Northern blot analysis, two groups of 12 animals were killed at either ZT6 or ZT18 (total
of 48 animals). Brains were dissected, flash frozen at -30 °C in 2-methylbutane, and stored at
-80 °C. For collection of regional punches, brains were embedded in OCT media and sectioned
as described above. An additional 36 animals were collected as follows. Two sets of three
animals were killed at each of six diurnal time points that included ZT4, ZT8, ZT12, ZT16,
ZT20 and ZT24 and punches collected for VLPO, SCN and LH as described above.

For in situ hybridization, three animals at each of four diurnal time points, ZT6, ZT12, ZT18
and ZT24, were killed (total of 12 animals), frozen and stored at -80 °C.

For Affymetrix probe preparation, tissue punches from 12 animals were pooled and total RNA
was isolated using Clontech NucleoSpin RNA 11 Kit according to the manufacturer’s protocol
(BD Biosciences Clontech, Mountain View, CA, USA). Synthesis of cDNA was carried out
from 2.5-5 pg of total RNA as described in the Eukaryotic Target Preparation Manual
(Affymetrix, Santa Clara, CA, USA). The synthesis of biotin-labeled cRNA was done
according to the BioArray HighYield RNA Transcript Labeling Kit (Enzo Biochem, Inc.,
Farmingdale, NY, USA). Cleanup of biotinlabeled cRNA was done using the RNeasy Mini
Kit (Qiagen Inc., Valencia, CA, USA), and quantified using Ribogreen (Molecular Probes,
Inc., Eugene, OR, USA). Twenty micrograms of biotin-labeled cRNA was fragmented for 30
min at 94 °C using fragmentation buffer (200 mM Tris-acetate, pH 8.1, 500 mM K acetate,
150 mM Mg acetate). Affymetrix high-density oligonucleotide arrays for Mus musculus (MG-
U74Av2) were probed, hybridized, stained, and washed at the University of Wisconsin
Genome Center, according to the manufacturer’s protocol (Affymetrix). Two chips were
processed at each time point per region (total of four chips per region) using pooled RNA from
separate sets of animals.
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Data analysis for identification of regionally enriched genes

GeneChip .DAT files were analyzed using the Affymetrix MicroArray Suite and Data Mining
Tool Software packages (Affymetrix, Santa Clara, CA, USA) to identify a list of genes from
each brain region whose expression was elevated compared with the other two brain regions
by at least five-fold. Briefly, for each brain region, signal values from two chips analyzed with
RNA collected from individual sets of 12 animals at ZT6 and ZT18 were averaged. A fold
comparison of each average signal value between each brain region for each time-point was
then generated, and averaged. This value was used to compare the enrichment of gene
expression between all brain areas. Each regional comparison was uploaded into the
Affymetrix website and cross-referenced with one another generating lists of regionally
enriched genes.

Data analysis for identification and comparison of diurnally expressed genes

GeneChip .DAT files were analyzed using the Affymetrix MicorArray Suite and Data Mining
Tool Software packages to identify a list of candidate genes whose diurnal pattern of expression
varies by way of a 2x2 analysis of fold change. Briefly, signal values were used to calculate
fold change of transcripts between ZT6 and ZT18, by dividing the each of the signal values of
both the ZT6 time-points by each of the two ZT18 time-points. The fold change values
generated by the four sets were then averaged, and genes with an average fold change of 40%
or greater were included in the candidate list. Those genes that met the criteria for an average
fold change of 40% or greater, but did not have the same direction of change (i.e. increasing
or decreasing continuously) throughout the 2x2 analysis, were eliminated from the data set.
Genes were further filtered by Affymetrix analysis of present/marginal/absent call. Briefly,
genes included in this 2x2 analysis were required to have a minimum of one present call and
three marginal calls, or a minimum of two present calls and either two absent calls or one absent
and one marginal call. Functional cluster analysis was achieved by integrating data results with
the analysis center on the interactive Affymetrix website (www.affymetrix.com), where lists
of candidate genes are uploaded onto the Affymetrix server and functional annotations are
revealed for organization into a table. Comparative analysis of changing genes between each
brain region was achieved by cross-referencing the uploaded data sets in the Affymetrix
website with one another. Meta-analysis of transcripts from Panda et al., 2002 and Ueda et al.,
2002 with our data sets was achieved by uploading their data sets of SCN into the Affymetrix
website and cross-referencing their data against our candidate lists of each diurnally profiled
region.

General microarray data analysis

Data sets provided by Affymetrix GeneChips® were analyzed using two programs, Affymetrix
MicroArray Suite and Data Mining Tool Software and GeneSpring®7 (Silicon Genetics,
Redwood City, CA, USA). We focused our validation and candidate analysis on gene lists
derived from Affymetrix MicroArray Suite analysis for two reasons. First, we performed a
metaanalysis with data sets from previous studies (Ueda et al., 2002; Panda et al., 2002) and
to maintain consistency in software analysis, we elected to use the same initial software
program (Affymetrix MicroArray Suite). Second, although an overlap was found between gene
lists derived from the two software programs, a moderate number of genes (including Per2)
identified using Affymetrix and validated with Northern blotting, were not identified using
GeneSpring®7.

Northern blot analysis

Northern blotting was performed essentially as described previously (Schiltz et al., 2005).
Briefly, brains were punched and pooled as described above. Total RNA was isolated using
TRIZOL (Invitrogen, Carlsbad, CA, USA), according to the manufacturer’s specifications, and
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stored at -80 °C. Prior to loading, each sample was incubated with sample buffer (7.5%
formaldehyde, 40% formamide, 12% 10x MOPS, 0.12% ethidium bromide) for 5 min at 56 °
C, and then cooled on ice for 5 min. Northern blots consisted of 1 ug of total RNA per lane
and were electrophoresed on a 1.2% agarose/1x MOPS/7.5% formaldehyde gel for 2.5 h at 60
V in 1x MOPS buffer. Each gel was washed 4x15 min in distilled H,O with gentle agitation.
RNA was transferred overnight onto a sheet of GeneScreen Plus nitrocellulose (NEN Life
Science Products, Boston, MA, USA) using the Stratagene PosiBlot 30-30 Pressure Blotter
with 10x salt sodium citrate (SSC). The blots were then cross-linked using a 1800 UV
Stratalinker (Stratagene, La Jolla, CA, USA), covered in clear plastic wrap and stored at -20 °
C until hybridization.

Prior to probing, blots were pre-hybridized in 10 ml of Hybrisol (Intergen, Burlington, MA,
USA) at 42 °C for 1 h. DNA templates generated by PCR (see primer list below) were labeled
with 32P using the Megaprime DNA labeling system (Amersham Biosciences, UK), mixed
with hybrisol, and incubated overnight at 42 °C. Blots were washed 3x with 100 ml of 2x SSC
1% SDS at RT, then 2x30 min with 100 ml of 2x SSC 1% SDS at 50 °C, and finally 1x30 min
with 100 ml of 0.5x SSC 1% SDS at 60 °C. Following washes, blots were exposed to a
phosphoscreen, and image analysis was performed using the Storm 860 and Image-Quant 5.2
software (Molecular Dynamics, Sunnyvale, CA, USA). The primers listed in Table 1 were
made using the Primer3 software
(http://www-genome.wi.mit.edu/cgi-bin/primer/primer3_www.cgi) and were used to generate
DNA template under standard PCR conditions.

A 983-bp PCR product for glyceraldehyde-3-phosphate dehydrogenase (G3PDH) was
generated as described previously (Roseboom et al., 1996).

For Northern blots depicting comparisons of RNA from ZT6 and ZT18 only, samples per lane
were from RNA pooled stoichiometrically from 12 animals. For Northern blots of enriched
genes depicting RNA from VLPO, SCN and LH, samples were derived from RNA from both
ZT6 and ZT18 and therefore each sample lane represents 24 animals. Diurnal Northern blots
depicting six diurnal time points were from RNA pooled stoichiometrically from three animals
per sample and region. Northern blots were repeated at least twice on RNA collected from
different animals.

In situ hybridization

Cryostat sections (20 um) from brains collected as described above were placed onto Superfrost
Plus (Fisher Scientific, Hampton, NH, USA) slides, and stored at -80 °C. Prior to hybridization,
slides were placed into 4% paraformaldehyde for 1.5 h at 4 °C. Slides were then washed three
times in 2x SSC and then 10 min at 37 °C in 100 mM Tris-HCI, 0.5 M EDTA, pH 8 containing
proteinase K (0.2 ug/ml, Promega, Madison, W1, USA). Slides were then washed in filtered
H,0 for 2 min and placed in 0.1 M TEA containing 0.25% acetic anhydride for 10 min.
Following a 5 min rinse in 2x SSC, slides were dehydrated in an ethanol series. 35S-labeled
antisense riboprobes were made from PCR templates derived from T7-tagged reverse primers
(see Table 1). Slides were probed with 150 pl of 35S-labeled antisense riboprobe (10,000
c.p-m./ul) in hybridization buffer (3x SSC, 1x Denhardt’s, 50% formamide, 10% dextran
sulfate, 0.05% 1 M NaPOy (pH 7.4), 200 pg/ml tRNA, 50 mM DTT), coverslipped, and
incubated at 55 °C for 16-20 h. Following hybridization, slides were washed three times 10
min in 2x SSC containing 2 mM DTT and 1h in 20 pug/ml of pancreatic RNase A in 10 mM
Tris-HCI, 0.5 M NaCl (pH 8.0) at 37 °C. Slides were then washed in 1x SSC (2 mM DTT) for
5 min, 0.5% SSC (2 mM DTT) for 5 min, and 0.1x SSC (2 mM DTT) at 70 °C for 1 h. Sections
were then dehydrated in a graded alcohol series, air dried, and exposed to a phosphoscreen for
1 week. Experiments were performed at least three times on separate animals. Image analysis
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was performed using the Storm 860 and ImageQuant 5.2 software (Molecular Dynamics).
Images were color rendered in ImageQuant to enhance visualization of labeled areas.

RESULTS

Genes enriched in specific hypothalamic brain regions

Gene expression profiling was used to identify genes that were diurnally expressed within three
hypothalamic brain regions involved in sleep/wake and circadian rhythmicity. These regions
included: 1) the master circadian oscillator, the SCN, 2) a major sleep-promoting region, the
VLPO, and 3) a major wake-promoting region, the LH. Tissue punches from these regions
were used to generate RNA for DNA microarray profiling. As a first analysis, microarray data
were compiled from each of the three regions and a list of genes enriched in each region
(compared with the other two) was generated (see supplementary data). We used Northern
blotting on RNA from tissue punches from a different set of animals to validate a number of
these genes (Table 2 and supplemental data). The results were in agreement with the
distribution pattern of several known mRNAs in the SCN, VLPO, and LH, confirming the
specificity of the microarray approach in our hands.

One particular gene that was enriched in the SCN, the transcription transactivator, CBP/p300-
interacting transactivators with glutamic acid/aspartic acid-rich carboxyl-terminal domain
(citedl, melanocyte-specific protein 1), had not previously been identified as expressed in
brain. Cited1 modulates the transcription of target genes by interacting with DNA-binding
proteins such as the estrogen receptors (ER) a and p (Yahata et al., 2001; Rodriguez et al.,
2004). Although this gene was not found to change diurnally in SCN, it is a transcription
regulator of transforming growth factor (TGF) -a (Yahata et al., 2001), which is expressed in
SCN and is involved in the circadian regulation of locomotor activity and sleep (Kramer et al.,
2001). We therefore examined the regulation of citedl in further detail. Using Northern
blotting, we found that cited1 was enriched in SCN 7.4- and 2.1-fold, compared with VLPO
and LH, respectively, consistent with microarray data (Fig. 1A).

In situ hybridization was used to examine the distribution of citedl in hypothalamus and to
provide spatial resolution of the expression data provided by microarray and Northern analysis.
In agreement with RNA extracted from tissue punches, cited1 was enriched in the SCN (Fig.
1B). At comparable regions where microarray tissue punches from VLPO were taken, citedl
mRNA was found to be expressed in the medial preoptic area (MPA) but not the VLPO (Fig.
1A). At the level of SCN, cited1 was expressed in a localized region within the MPA that
included the lateroanterior hypothalamic nucleus (LA; Fig. 1B). Less intense expression was
also evident within the cerebral cortex (CC). Within the coronal section of the LH tissue punch,
intense cited1 expression was present in the region of the ventromedial hypothalamic nuclei
(VMH) with less intense expression in the laterodorsal (LD), mediodorsal (MD) and ventral
posterior (\VP) thalamic nuclei. In situ analysis, therefore, confirmed data on this gene obtained
from DNA microarrays.

Diurnally regulated genes

Gene expression profiling on SCN, LH and VLPO was performed at two diurnal time points:
the middle of the light period (ZT6) and the middle of dark period (ZT18). Lists of gene
candidates from each hypothalamic brain region that were elevated at either time point were
then compiled (see supplementary material). Inter-regional comparisons of genes elevated at
ZT6 or ZT18 are shown in Fig. 2.We focused our validation on the small set of genes that were
elevated in common within the three regions analyzed. Genes rhythmically expressed in
common between all three hypothalamic brain regions would predict common mechanisms of
diurnal regulation across regions. For example, the transcription factor, aloumin site d-binding
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protein, which is a well-characterized circadian gene, was elevated at ZT6 compared with ZT18
in agreement with previous reports (Lopez-Molinaetal., 1997). The other candidates, however,
had not been previously identified as undergoing rhythmic changes in expression. We therefore
selected two genes from this set for validation. These included brain-type fatty acid binding
protein 7 (fabp7), which represents an mRNA elevated at ZT6, and chordcl, which represents
an mRNA elevated at ZT18. In agreement with microarray analysis, Northern blotting of RNA
collected at ZT6 and ZT18 revealed an elevation of fabp7 mMRNA at ZT6, and chordcl at ZT18.
fabp7 was elevated 2.3-, 3.2-, and 2.5-fold at ZT6 (Fig. 3A), while chordcl was elevated 1.4-,
1.6-, and 1.5-fold at ZT18, in VLPO, SCN, and LH, respectively (Fig. 3B).

chordcl was selected for further analysis because it has not been previously described in
nervous tissue, and may be involved in modulating transcription by altering chromatin
conformation (Partridge et al., 2002; Brancaccio et al., 2003). A more extensive diurnal time
course revealed that chordcl mRNA levels were elevated during the dark phase in all three
hypothalamic regions. A statistical analysis was performed on SCN and a significant circadian
effect was observed (one-way ANOVA, P<0.001; Fig. 4A). Further, a significant circadian
effect was also evident if data from all three hypothalamic brain regions were combined (N=7,
one-way ANOVA, ZT16, 20 24 versus ZT8, P<0.001, post hoc Bonferroni, graph not shown).

To examine the distribution of chordcl in more detail, sections from mouse brain collected at
different diurnal time points were subjected to in situ hybridization. chordcl was expressed
throughout the brain including CC, hypothalamus, thalamus and hippocampus (Fig. 4B). In
addition, diurnal changes in chordcl expression appeared to occur in all areas analyzed with
peak expression levels occurring during the dark period, in agreement with Northern blotting
results. Diurnal changes in SCN are high-lighted in Fig. 4B.

fabp7 is an important developmental marker that has been implicated in astroglial
differentiation (Feng et al., 1994). Its presumed role in fatty acid trafficking in astrocytes of
the adult brain is interesting given the growing appreciation of lipid metabolism in homeostatic
mechanisms (Cirelli et al., 2005). Further, given that important circadian effectors like TGF-
a have been localized to astrocytes in the SCN (Li et al., 2002), we examined the expression
profile of fabp7 in more detail. Northern blotting in SCN, VLPO and LH at six time-points
throughout the day and night depicted at interesting pattern of fabp7 mRNA expression with
highest levels evident at the beginning of the light phase (Fig. 5A). A reduction in relative
expression levels occurred throughout the light period and was lowest following lights off. A
statistical analysis was performed on SCN and a significant circadian effect was observed (one-
way ANOVA, P<0.001;Fig. 5A). Further, like chordcl, a significant circadian effect was also
evident if data from all three hypotha-lamic brain regions were combined (N=7, one-way
ANOVA, ZT4, 8, 24 versus ZT16, P<0.001, post hoc Bonferroni, graph not shown).

Using in situ hybridization, we identified low levels of fabp7 mRNA throughout the brain and,
in agreement with previous reports (Bennett et al., 1994), observed higher levels within the
glial limiting membranes surrounding ventricles (Fig. 5B). Diurnal changes in fabp7 mRNA
expression were similar to those observed on Northern blots (i.e. peak levels occurred during
the light period) and were evident in all brain regions analyzed.

Meta-analysis

The data set reported here for SCN was compared with two similar, independent data sets
previously reported (Ueda et al., 2002; Panda et al., 2002). In both studies, Affymetrix
microarrays and Affymetrix MicroArray Suite and Data Mining Tool software were used to
profile changes in gene expression within the SCN at 4 h intervals over a 48-hour period. Genes
that oscillated rhythmically throughout the diurnal cycle were then identified using a cosine
function. We compared the SCN data from these reports in a meta-analysis and found that 23
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genes were shared in common between the two data sets (see supplemental material). We then
performed a meta-analysis and included the two-time point diurnal comparison of SCN
reported here with the previous two data sets. Of the 23 genes identified as shared in the
previous reports, seven were held in common when all three data sets were compared (Table
3). These included regulator of G-protein signaling (rgs) 16, dexrasl, ras-like protein family
member 11b (rasl11b), the period gene, per2, fabp7, which is described in detail above, thyroid
hormone receptor a (thra), which we were unable to validate on Northern blots and an est,
AA407619, which was not examined further.

Fig. 6 is a representative Northern blot of RNA collected at six time points over the day and
night showing the validation of four of these candidates, rgs16, dexrasl, rasl11b and per2. All
candidates underwent a diurnal change in mMRNA abundance in SCN where highest levels were
evident during the light period. dexras1 was found to undergo changes in mMRNA abundance
in SCN with highest levels observed at ZT16, in agreement with previous reports (Takahashi
et al., 2003). per2 was also found to undergo a diurnal pattern of mMRNA expression as
previously described (Zheng et al., 1999).

Rasl11b is an uncharacterized member of the small GTPase, ras-like superfamily and has not
been previously described in detail in brain (Bos, 1997; Paduch et al., 2001; Ueda et al.,
2002; Louro etal., 2004). We therefore analyzed coronal forebrain sections at the level of SCN
and LH for the expression of rasl11b and compared its tissue distribution to the well-
characterized period gene, per2 (Fig. 7). rasl11b was expressed broadly in forebrain and was
evident in cortex, striatum and hippocampus. Dramatic rhythmic changes in rasl11b mRNA
were present in the SCN and the arcuate nucleus. Peak expression levels in SCN were evident
between ZT24 and ZT6 and were out of phase with expression in the arcuate nucleus, where
highest levels were evident at about ZT12. per2 was also broadly expressed in forebrain and
was present in many of the same regions as rasl11b. Unlike rasl11b, however, per2 mRNA
was diurnally regulated throughout the fore-brain with peak levels evident at ZT18. Peak levels
of per2 mRNA in SCN were evident at ZT12, out of phase with expression in other brain
regions but similar to rasl11b diurnal expression in arcuate nucleus.

DISCUSSION

Gene expression profiling was used to identify genes enriched or diurnally regulated in specific
regions of the hypothalamus and resulted in four major observations. First, the transcription
transactivator, cited1, which had not been previously described in brain, was expressed in SCN
and discrete regions of the hypothalamus and forebrain. Cited1 potentiates the ER-mediated
transcription of TGF-a, which has been shown to be important in diurnal activity rhythms
(Kramer et al., 2001; Yahata et al., 2001). Second, mRNA for the brain-type Fabp7 was found
to change rhythmically in hypothalamus and forebrain suggesting that lipid metabolism is
under circadian regulation in astrocytes. Third, the diurnal regulation of the novel zinc-binding
protein, chordcl, may implicate the protein in circadian transcriptional regulation. Fourth, a
member of the ras-like protein family of small GTPases, rasl11b, underwent a diurnal
regulation of expression in the SCN that was antiphase to diurnal changes observed in arcuate
nucleus, suggesting the presence of a novel diurnally-regulated, guanosine-mediated signaling
pathway in these regions.

Diurnal gene expression profiling of VLPO, SCN, and LH revealed a number of cycling
transcripts shared among the three hypothalamic brain regions. Of these, mMRNA for chordcl
and fabp7, which had not previously been found to undergo rhythmic changes in expression,
was examined in more detail. Fabp7 is an astrocytic protein that has been described extensively
in glial cell development (Feng et al., 1994; Feng and Heintz, 1995; Rousselot et al., 1997) but
whose function in adult brain is not well understood. The observation that a glial-specific
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mRNA encoding a fatty acid binding protein is diurnally regulated in adult brain implies that
specific metabolic components of glial function are likely tied to diurnal rhythms. This is in
keeping with the observation that astrocytes express clock genes and maintain independent
circadian oscillation in culture (Prolo et al., 2005). Further, the cell-surface area of astrocytes
decreases in the rostral preoptic area of the female rat hypothalamus between ZT4 and ZT8
(Cashion et al., 2003). While this morphological change appears to be associated with the
estrous cycle, it is interesting that fabp7 mMRNA underwent a diurnal variation in expression in
mouse hypothalamus that reached peak levels at about ZT6, corresponding temporally to the
morphometric changes observed in hypothalamic astrocytes of female rats. Whether diurnal
changes in astrocyte morphology occur more generally and whether these changes involve
Fabp7 remains to be determined.

This is the first report that profiles the expression of Chordc1 mRNA in brain. Although little
is known about the function of Chordcl in mammals, Chordc1-like proteins are involved in
nematode development, yeast histone methylation, and disease resistance in plants (Shirasu et
al., 1999; Partridge etal., 2002). In the mammalian system, chordc1 has been found to associate
with the chaperone protein, hsp 90 (Wu et al., 2005) and since a number of cell chaperone
proteins have been implicated in sleep deprivation and photic response (Doi et al., 2002; Cirelli
etal., 2004; Naidoo et al., 2005), it is possible that Chordc1 is part of this system. Alternatively,
the function of the Chordc1 homolog, chpl, in histone H3 methylation in yeast (Partridge et
al., 2002) may predict a role for Chordc1 in transcription regulation, perhaps similar to
circadian genes like Clock and Bmal. Interestingly, Clock is involved in the acetylation of
histone H3 in the promoter regions of target genes (Etchegaray et al., 2003), and in yeast, chpl
has been shown to be sufficient for silencing transcription by methylating lysine 9 on histone
H3 (Partridge et al., 2002). Since the rhythmic modification (including methylation) of histone
H3 in circadian genes has been put forward as a potential method of regulating their
transcription (Etchegaray et al., 2003), the putative role of Chordc1 in this process warrants
further study.

The ability to analyze sets of data from similar gene expression profiling studies is a powerful
method of identifying critical candidate genes. Our meta-analysis screen identified seven
transcripts held in common between our data from SCN and more extensive analyses performed
by two other groups (Ueda et al., 2002; Panda et al., 2002). Of this short list of candidates, two
transcripts, per2 and dexrasl, have been implicated in vital circadian control mechanisms in
SCN (Zheng et al., 1999; Cheng et al., 2004) and illustrate the power of this kind of analysis.
We validated three additional candidates, fabp7, rgs16 and rasl11b. fabp7 undergoes diurnal
regulation in astrocytes and may be important for fatty acid trafficking while rgs16 and
rasl11b are likely involved in guanosine-mediated cell signaling. In addition, fabp7 and
rasl11b were found to undergo complex patterns of regulation in hypothalamic, as well as
extrahypothalamic brain regions, and may be involved in more global homeostatic
mechanisms.

A number of genes that we identified as rhythmically cycling in the SCN are molecules
involved in guanosine-mediated cell signaling. One of these, dexrasl, has been found to be
integral for the photic and non-photic entrainment of SCN (Cheng et al., 2004). The importance
of dexrasl in photic signaling implicates other diurnally regulated guanosine-associated
molecules like regulator of G-protein signaling (RGS) 16 and rasl11b in similar mechanisms.
rgsl16 has previously been shown to undergo diurnal regulation in SCN (Ueda et al., 2002),
however its function in circadian mechanisms remains unexplored. RGS16 is a member of a
family of G-protein signaling peptides that stimulate the GTPase activities of G-protein a-
subunits and thereby modulate the activity of G-proteincoupled receptors (Snow et al., 1998).
The expression of RGS16 is induced by mitogenic signals and overexpression of the protein
inhibits G-protein-coupled mitogenic signal transduction and activation of the mitogen-
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activated protein kinase (MAPK) signaling cascade (Buckbinder et al., 1997). It is likely that
the diurnal regulation of RGS16 in SCN is involved in the modification of this pathway,
however, the specific receptor system that integrates RGS16 activity in SCN is unknown.

This is the first report to show that rasl11b, a small, monomeric GTPase (Bos, 1997; Paduch
et al., 2001), is diurnally regulated in multiple hypothalamic brain regions. We found that the
rhythmic cycling of rasl11b in SCN was complex since in situ hybridization results in some
animals indicated an elevation in rasl11b at the end of the dark period that was not evident on
Northern blots. In addition, comparison of previous microarray data of rasl11b in SCN
indicated differences in peak levels between studies (Ueda et al., 2002; Panda et al., 2002).
Since RNA samples of SCN used to generate Northern blots consisted of pooled samples from
multiple animals, it is likely that rasl11b is generally higher during the light period. However,
differences between animals that are housed similarly may suggest that the diurnal rhythmicity
of rasl11b in SCN may be influenced by factors other than photic stimuli. Further, the diurnal
changes inrasl11b mRNA in the arcuate nucleus implicate the GTPase in feeding mechanisms.
Given the specificity and diurnal expression of rasl11b between these two regions, it would
be interesting to determine whether rasl11b changes in response to shifts in scheduled feeding
times or alterations in the expression of clock controlling genes. Restricted feeding has been
implicated in the control of circadian rhythms (Saper et al., 2005), and recently it has also been
shown that hypothalamic mMRNAs encoding peptides involved in energy balance are altered in
Clock mutant mice (Turek et al., 2005). The results reported here underscore the importance
of guanosinemediated cell signaling, and their presence in these specific regions within
hypothalamus suggests they may have a putative role in the signaling pathways involved in
the integration of feeding and circadian rhythmicity.

The microarray analysis employed here also enabled the identification of genes that were
enriched in one hypothalamic brain region compared with the other two. These lists of enriched
genes provided candidates from which we obtained initial validation of the microarray
approach and were therefore not examined in more detail. We did identify a number of
hormones, including the a-subunit of glycoprotein hormones, that were enriched in VLPO
based on microarray analysis and then confirmed on Northern blots using a separate pool of
RNA. We obtained inconsistent results when examining the distribution of these hormone
mRNAS using in situ hybridization, and although we are uncertain whether our observations
represent sample contamination or individual animal variation, they highlight the importance
of obtaining spatial validation of the mRNA expression of gene candidates. mRNA for the
gene cited1 was identified on microarrays as enriched in SCN and in situ hybridization
confirmed this observation. Cited1 (also called melanocyte-specific gene 1) is a transcriptional
co-activator that potentiates transcription by interacting with DNA-binding proteins like the
ER o and B (Yahata et al., 2001). Cited1 has been implicated in placental development and
embryogenesis (Dunwoodie et al., 1998; Rodriguez et al., 2004) but has not been previously
identified in brain. Its presence in SCN is intriguing since ER-a and B have also been described
in SCN, although their mechanism of action remains unclear. Further, Cited1 has been shown
to enhance transcription of TGF-a in cell culture through an interaction with ERs (Yahata et
al., 2001). Hence, a potential target of Cit-ed1-ER transcriptional activation in SCN is TGF-
a, which is important in the diurnal regulation of locomotor activity (Kramer et al., 2001). An
involvement of Cited1 in behavioral state regulation is also inferred by a partial overlap of
citedl mRNA expression with the recently reported distribution of neuronal cell populations
that project to H/O neurons (Sakurai et al., 2005).

We used a two-time point gene expression profiling analysis to identify novel genes that
undergo diurnal variation in the hypothalamus. Two of these genes, chordcl and fabp7, were
found to undergo diurnal changes in expression in numerous neuronal and astroglial
populations. chordcl, which had not previously been described in brain, contains structural
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features, including zinc-binding sites, which are consistent with a role for the protein in
transcriptional regulation. Fabp7 is likely important in the regulation of glial metabolism.
Comparison of our data with previous reports further identified three diurnally changing genes
in SCN, dexrasl, rgs16 and rasl11b that are involved in guanosine-mediated signaling
processes. These results demonstrate the ability of gene expression profiling to identify
potential candidates important in circadian or homeostatic processes.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.

APPENDIX

Supplementary data associated with this article can be found, in the online version, at doi:
10.1016/j.neuroscience.2006.01.020.
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Fig. 1.

Distribution of citedl mRNA in mouse hypothalamus and forebrain. (A) Northern blots on
RNA independent of samples used for microarray analysis identified an enrichment of
citedl mRNA in SCN. The relative expression level of cited1 was normalized to
glyceraldehyde phosphate dehydrogenase (gapdh) in each region to control for equal loading.
Highest relative expression was observed in SCN, with an increase of 7.4- and 2.1-fold to the
VLPO and LH, respectively. Each lane represents RNA pooled from 24 individual animals.
Each value represents the average+S.E.M. of three technical replicates. ™ P<0.0001 (t-test).
(B) Cryostat sections were collected from separate animals at the same level from which tissue
punches used for RNA isolation. Red circles indicate punches at the level of VLPO, SCN, or
LH. In situ hybridization using 35S-labeled citedl riboprobe was used to characterize
expression patterns. citedl expression was confined to the MPA including the SCN,
dorsohypothalamic area (DM) and VMH and specific nuclei in the thalamus. Schematic
diagrams were based on Paxinos and Franklin (2001) and correspond to -0.1, -0.58 and -1.7
mm from Bregma for VLPO, SCN and LH tissue punch regions, respectively. In situ
hybridization images were color rendered to enable visualization of labeling (red, highest and
blue, lowest levels). CPu, caudate putamen; DM, dorsomedial hypothalamic nucleus; H,
hippocampus; MCPO, magnocellular preoptic nucleus; MD, mediodorsal thalamic nucleus;
PH, posterior hypothalamic area; ZI, zona incerta.
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Fig. 2.

Venn diagram of gene populations elevated at ZT6 or ZT18 in VLPO, SCN or LH. Affymetrix
GeneChip analysis resulted in populations of genes elevated in specific regions at either ZT6
or ZT18. The three common genes elevated at ZT6 were fabp7, d-albumin binding protein and
an expressed sequence tag. The two common genes elevated at ZT18 were chordcl and
hsp70.
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Fig. 3.

fabp7 and chordcl are differentially expressed at ZT6 and ZT18 in specific hypothalamic brain
regions. Northern blotting on RNA samples independent from those used for microarray
analysis revealed differences in expression levels for (A) fabp7 and (B) chordc1 mRNA at ZT6
and ZT18 in VLPO, SCN and LH. Densitometry was used to compare the expression ratio in
each case at ZT6 compared with ZT18 (reported as fold change) with gapdh. The expression
of fabp7 mRNA at ZT6 was significantly higher and chordcl was significantly lower than at
ZT18. Each value represents the average+S.E.M. Each lane represents RNA pooled from 12
individual animals. SCN, LH, N=3; VLPO, N=2. * P<0.05, ™ P<0.01 (t-test). Light shaded
bar represents fold change of fabp7 (A) and chordcl (B). Dark shaded bar represents fold
change in gapdh in (A) and (B). Size of mMRNA bands was chordc1, 2200 bp; fabp7, 750 bp;
gapdh, 1200 bp.
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Fig. 4.

chordcl mRNA is diurnally expressed in hypothalamus and forebrain. (A) Twenty-four hour
profiles of the expression of chordcl mRNA in VLPO, SCN and LH. In the upper panel,
chordcl mRNA levels are expressed relative to the average value of all samples normalized
to gapdh. Each value represents the average+S.E.M. of RNA pooled from three individual
animals that were independent from those used to probe DNA microarrays. SCN, N=3; VLPO,
LH, N=2. SCN data were subjected to one-way ANOVA and a statistically significant circadian
effect was revealed (P<0.001). Power of ANOVA with ¢=0.05: 0.999. ™ P<0.01, ™" P<0.001
vs. ZT8 (post hoc Bonferroni). The lower panel illustrates representative Northern blot analyses
of chordcl and gapdh in VLPO, SCN and LH. (B) In situ hybridization of forebrain sections
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taken at four time points confirmed diurnal changes in chordc1 mRNA expression. chordcl
MRNA was present throughout the forebrain including the CC, thalamus (T), hypothalamus
(Hy) and the neuronal cell layers of the hippocampus (H). Note diurnal changes in expression
in SCN. Peak levels of chordcl mRNA expression occurred during the dark period. Se, septum;
St. striatum.
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Fig. 5.

fabp7 mRNA is diurnally expressed in hypothalamus and forebrain. (A) Twenty-four hour
profiles of the expression of fabp7 mRNA in VLPO, SCN and LH. In the upper panel, fabp7
MRNA levels are expressed relative to the average value of all samples normalized to gapdh.
Each value represents the average+S.E.M. of RNA pooled from three individual animals that
were independent from those used to probe DNA microarrays. SCN, N=3; VLPO, LH, N=2.
SCN data were subjected to one-way ANOVA and a statistically significant circadian effect
was revealed (P=0.002). Power of ANOVA with a=0.05: 0.952. * P<0.05, ™ P<0.01 vs. ZT16
(post hoc Bonferroni). The lower panel illustrates representative Northern blot analyses of
fabp7 and gapdh in VLPO, SCN and LH. (B) In situ hybridization at the level of the dorsal
hippocampus (H) taken at four time points confirmed diurnal changes in fabp7 mRNA
expression. fabp7 mRNA was expressed primarily in cells surrounding the ventricles, although
low levels of expression were evident throughout the forebrain. Peak levels of fapb7 mRNA
expression occurred during the onset of the light period. T, thalamus.
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Fig. 6.

Genes expressed diurnally in SCN. Northern blots of RNA independent of microarray samples
were collected from punches of SCN at six time points and probed with rgs16, dexrasl, rasl11b
or per2. Blots were also probed with gapdh to control for equal loading. Size of mMRNA bands
was dexrasl, 2200 bp; rgs16, 2300 bp; rasl11b, 2300bp; per2, 5800 bp; gapdh, 1200 bp.
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Fig. 7.

rasl11b mRNA undergoes diurnal regulation in SCN and arcuate nucleus. In situ hybridization
with riboprobe to rasl11b revealed intense expression in CC, piriform cortex (Pir) and
amygdala (A). In hippocampus, high levels of expression were evident in the pyramidal cell
layers (Py) compared with lower levels of expression in granule cell layers (G) of dentate gyrus.
White arrowheads indicate diurnal expression of rasl11b and per2 in SCN. Note that the
expression of these two mMRNAS was antiphase in this region and that the diurnal rhythmicity
of per2 in SCN was out of phase with diurnal changes in other brain regions. Dark arrowheads
indicate the diurnal regulation of rasl11b in the arcuate nucleus. St, striatum.
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Primers used in Northern blot analysis

Table 1

Page 24

Gene Forward primer Reverse primer Reverse primer (in)

Cga ACATTGTTCCCCTCAGATCG GTAGGGAGGAGGTGGTGACA TTCTCCACTCTGGCATTTCC
Chordcl CATGATGCCCTAAAGGGTTG AACCTCATGATGACCCCAAA ATCCCCTCGTGGAAAATAGG
Citedl ATGCCAACCAGGAGATGAAC AAGCTCATTGGCTCGGTCTA ACCAGCAGGAGGAGAGACAG
Fabp7 AGACCCGAGTTCCTCCAGTT CCTCCACACCGAAGACAAAC —

Nurrl CATGGACCTCACCAACACTG TTGCCTGGAACCTGGAATAG GAAGGTCTGCCCATCCACTA
Per2 CCTACAGCATGGAGCAGGTT CAGTGATCTGAGGACCAGCA CAACCCTTTGAGGTTCGTGT
Pitx2 GCCAGCAAGGAAAGAATGAG CACCATGCTGGACGACATAC GTACGAATAGCCGGGGTACA
Rasdl CGCCTCTCTATCCTCACAGG TCCAGCCAAAGTTTCCAGTT —

Rasl11b CCGTCTCCTGTCCTGACTTT CCCTGCATCTGGTCACTCTT —

Rgs16 CCTGGAGAGAGCCAAAGAGTT GAACCCAGCTCCCTTTGTTA GCAATACTCCCTTGGCTGAG
Smst CCTGAGGACCTGCGACTAGA GGGCCAGGAGTTAAGGAAGA GAAGTTCTTGCAGCCAGCTT
Thra AAGGGTTTCTTTCGGAGGAG ACAGTCCGTTCCTTTGCATC GTTCCTGGGAATCCGTTCTC

*
T7 sequence (GGCCAGTGAATTGTAATACGACTCACTATAGGGAGGCGG) added to 5’ end of reverse primer, for amplification of template used
in in situ hybridization probe generation.
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