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Abstract—Circadian rhythms, generated in the suprachias-
matic nucleus (SCN), are synchronized to the ambient light/
dark (LD) cycle. Long-term disruptions in circadian rhythms
are associated with many health problems. However, the
underlying mechanisms for such pathologies are not well
understood. In the present study, we utilized a chronic jet lag
paradigm consisting of weekly 6 h phase shifts in the LD
cycle to investigate the circadian responses in behavior and
in the functioning of the SCN following long-term circadian
perturbation, and to explore the duration and direction de-
pendent changes of the SCN using rats subjected to weekly
phase advances or delays. Wheel-running activity was mon-
itored over four weekly phase advances. The nocturnal activ-
ity pattern was re-established by the end of each shift, and
the rate for recovering the nocturnality appeared to acceler-
ate following multiple shifts. SCN function was assessed by
the expressions of the protein product of clock gene PER1
and of two putative SCN output signals, arginine vasopressin
(AVP) and prokineticin2 (Pk2). At the end of the 4th weekly
advance, the amplitude of the PER1 rhythm in the SCN de-
creased, and this reduction was more prominent in the dor-
somedial SCN than in the ventrolateral SCN. The levels of
AVP and Pk2 expression were also attenuated in the SCN and
in targets of its efferent projections. Comparing rats sub-
jected to four or eight shifts of either delay or advance, the
results revealed that the responses of the SCN depended on
both duration and direction of the shifts, such that the level of
PER1 expression further decreased at the end of the 8th
compared to the 4th phase advance, but did not change
significantly following phase delays. Taken together, the
results suggest that rhythm perturbation could comprom-
ise the time-keeping function of the SCN, which could con-
tribute to the associated health issues. © 2011 IBRO. Pub-
lished by Elsevier Ltd. All rights reserved.
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The circadian system has major influence on the temporal
organization of a vast array of behavioral and physiological
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functions, keeping internal processes synchronized with
each other and entrained to cyclic features of the local
environment (Klein et al., 1991). The circadian system has
evolved the ability to synchronize or entrain to the stable
and predictable light/dark (LD) conditions associated with
the rotation of the planet (Pittendrigh, 1993). Thus, the
environmental LD cycle is the most salient cue for entrain-
ing the circadian clocks in nearly all organisms (Aschoff,
1981).

In mammals, the principal circadian clock is located in
the suprachiasmatic nucleus (SCN) (Klein et al., 1991).
Environmental lighting cues received by the retina are
conveyed to the SCN through the retinohypothalamic tract
(Moore and Lenn, 1972). Neurons in the SCN are hetero-
geneous and are organized into at least two functionally
distinct sub-regions, namely the retinorecipient core or
ventrolateral (VL) region and the shell or dorsomedial (DM)
region (Antle and Silver, 2005; Yan et al., 2007). Entrain-
ment of the circadian clock of the SCN involves a series of
molecular, cellular and intercellular events, such as the
acute induction of clock genes, neuronal activation and the
propagation of light signals from the retinorecipient VL
region to the rest of the SCN through intercellular signaling
pathways (Yan et al., 1999; Meijer and Schwartz, 2003;
Antle et al., 2009). Clock genes that constitute the molec-
ular clock exist not only in the SCN, but also in other brain
regions, peripheral tissues/organs and even in cultured cell
lines (Yoo et al., 2004; Schibler and Naef, 2005; Liu et al.,
2007). These findings illustrate the hierarchical organiza-
tion of the circadian system, in which the SCN sits at the
top of the organizational hierarchy, sending output signals
to the local clocks across the brain and body to produce
coherent rhythmic behavioral and physiological responses
(Davidson et al., 2003).

Disruptions in the temporal coordination of the circa-
dian system, as seen in human shift workers and in animal
models, compromise cognitive functions and long-term
health (Penev et al., 1998; Abbott, 2003; Hastings et al.,
2003; Davidson et al., 2006; Sahar and Sassone-Corsi,
2007; Martino et al., 2008). However, how the circadian
system, and in particular the SCN, responds to chronic
circadian disruptions is not well understood. The objective
of the present study was to explore the neural mechanisms
underlying long-term rhythm perturbation. The approach
utilized a chronic jet-lag paradigm, in which the animals
experience weekly 6 h phase shifts in their LD cycle.
Previous studies using a single 6 h phase advance have
revealed dissociated circadian oscillations in clock gene

expression and neural activity of SCN neurons, and of
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functionally distinct sub-regions of the nucleus (Nakamura
et al., 2001; Reddy et al., 2002; Nagano et al., 2003;
Davidson et al., 2009). Therefore, we predicted that mul-
tiple shifts would further dissociate oscillating components
within the SCN. Alternatively, chronic exposure to shifts of
the LD cycle could result in adaptive changes in the SCN
that facilitate resynchronization following multiple shifts.
These possible outcomes were tested in the present study
by assessing the responses in circadian behavior and in
the protein product of clock gene PER1 expression in two
SCN sub-regions following four weekly phase advances.
We also examined the expression of arginine vasopressin
(AVP) and prokineticin2 (Pk2), two putative output signals
of the SCN (Jin et al., 1999; Cheng et al., 2002). Finally,
being motivated by a previous finding that in aged animals,
chronic phase advances cause higher mortality rate than
do chronic phase delays (Davidson et al., 2006), we further
explored the responses of the SCN in rats that experi-
enced four and eight weekly shifts of either advances or
delays, to investigate the duration and direction dependent
changes in the SCN. Taken together, the results suggest
that rhythm perturbation could compromise the time-keep-
ing function of the SCN and attenuate its output control,
which are likely underpinnings of the internal desynchrony
of the circadian system and the associated health issues.

EXPERIMENTAL PROCEDURES

Animals and housing

Male Wistar rats (28 days old) were purchased from Charles River
Laboratory. The animals were housed in a 12:12 h light:dark (LD)
cycle with food and water available ad libitum. During the day,
luminescence was provided with a fluorescent white light (�300
lux at cage level). During the dark phase, a dim red light (�1 lux)
was on for animal care and husbandry. After 2–3 weeks of initial
entrainment period, the experimental groups went through weekly
phase shifts, in which their LD cycle was shifted for 6 h every
week. The control animals remained in the same LD cycle without
any phase shifts. All experimental procedures were approved by
the Institutional Animal Care and Use Committee of Michigan
State University.

Experimental groups

Behavioral study. Animals (n�9) were singly housed in
plexiglass cages (34�28�17 cm3) equipped with running wheels
(26 cm diameter, 8 cm width). Wheel revolutions were recorded in
5-min bins using VitalView (Minimitter, Inc., OR, USA). After 3
weeks of entraining to the lighting cycle and habituating to the
apparatus, rats were subjected to weekly phase advances for 4
weeks, followed by 2 weeks of constant darkness (DD). The
results were analyzed by ClockLab (Actimetrics, Inc., IL, USA).

Effects of four weekly phase advances on SCN function. A
total of 114 rats were used in this study and half of them were
exposed to weekly phase advance. At the end of the 4th weekly
phase advances, the rats were perfused (see below) at Zeitgeber
times (ZT) 2, 8, 11, 14, 17 and 20 (light onset time is defined as
ZT0; n�6/time point) throughout a daily cycle (24 h) on day 7 of
the 4th shift. Age matched control rats that did not experience any
phase shifts were sacrificed at the same ZTs (n�6/time point).
The brains were processed for examinination of the expression of
PER1 and AVP using immunocytochemistry (ICC). Additional ex-

perimental animals and controls were perfused at either ZT4 or
ZT8 (n�5–6/group/time point) to determine whether expression of
Pk2 mRNA changes in response to perturbation of the LD cycle.

Effects of the direction and the duration of the phase shifts.
Rats (n�5/group) were exposed to four or eight weekly phase
delays or eight weekly phase advances and then sacrificed at
ZT14, the time of peak expression of PER1. Brain tissues were
processed together with those from the four weekly phase ad-
vance groups and their control groups.

Transcardial perfusion

Rats were overdosed with sodium pentobarbital (200 mg/kg) and
perfused intracardially with 100 ml saline followed by 200 ml 4%
paraformaldehyde in 0.1 M phosphate buffer. Brains were post-
fixed for 12–18 h, and cryoprotected in 20% sucrose overnight.
Alternate sets of coronal sections (40 �m) were cut through the
entire SCN using a cryostat (Leica, IL, USA).

Immunocytochemistry (ICC)

Free-floating sections were incubated with mPER1 antibody (1:
5000, gift of Dr. D. R. Weaver, University of Massachusetts, MA,
USA currently available as Millipore AB2201) or AVP antibody
(1:10,000, Peninsula labs, CA, USA) and processed with avidin-
biotin-peroxidase technique using 3,3=-diaminobenzidine (DAB)
as the chromogen (Hastings et al., 1999; Yan and Silver, 2004).
To deal with potential variability in independent ICC runs, animals
to be compared directly were processed together with unique cut
to mark each brain. After the ICC reaction, sections were mounted
on slides, dehydrated with alcohol rinses, cleared with xylene and
coverslipped with Permount (Fisher Scientific, NJ, USA).

In situ hybridization

The Pk2 cDNA fragment containing plasmid was generously pro-
vided by Dr. Q. Y. Zhou, UC, Irvine (Cheng et al., 2002). In situ
hybridization was performed as described previously (Yan et al.,
1999; Yan and Silver, 2002). Briefly, sections were processed with
proteinase K at 37 °C and 0.25% acetic anhydride at room tem-
perature for 10 min. The sections were then incubated in hybrid-
ization buffer containing the Dig-labeled Pk2 cRNA probes (0.1
�g/1 ml) overnight at 60 °C in a water bath shaker. After a
igh-stringency post-hybridization wash, sections were treated
ith RNase A, and then were further processed for immunode-

ection with a nucleic acid detection kit (Boehringer Mannheim,
ndianapolis, IN, USA). Sections were incubated in a blocking
eagent diluted 1: 100 in buffer 1 for 1 h at room temperature, then
ncubated at 4 °C in an alkaline phosphatase-conjugated digoxi-
enin antibody diluted 1:2000 in buffer 1 for 3 days. On the
ollowing day, sections were then incubated in a solution contain-
ng nitroblue tetrazolium salt (0.34 mg/ml; Roche, IN, USA) and
-bromo-4-chloro-3-indolyl phosphate toluidinium salt (0.18 mg/
l; Roche) for 14 h. The colorimetric reaction was halted by

mmersing the sections in TE buffer (10 mm Tris–HCl containing 1
m EDTA, pH 8.0). Sections were mounted and coverslipped as
escribed above.

Data analysis

Behavioral data were quantified by calculating the percentage of
total activity that occurred during night phase, at 2 h and 4 h
intervals. The baseline was obtained by averaging the data from 7
days prior to the first shift. One-way ANOVA, followed by post-hoc
Tukey HSD (Kramer) tests, was performed to assess the day-by-
day changes within each week, and the temporal patterns of
activity at 2 h and 4 h bins. ANOVA was also performed on the
precentage data following Arcsine transformation, which revealed
the same conclusion. Correlation coefficients between the base-

line and the 1st or 4th shift were calculated using Pearson’s r.
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These correlation coefficients were then compared using Fisher’s
r-to-z transformation to test the significance of the differences. The
activity onset on the first day in DD was calculated using the
regression-based projection using the first 7 days activity in DD.
For the brain data, images of serial sections through the SCN
were captured using a CCD video camera (CX9000, MBF biosci-
ence, VT, USA) attached to a light microscope (Zeiss, Gottingen,
Germany). The number of mPER1-immunoreactive (ir) cells were
counted bilaterally in three mid-SCN sections using the NIH Image
J program, and the average was used to represent the value for
each animal. The number of Pk2 mRNA expressing cells were
also counted with the same method. Using a template based on
the distribution of Avp mRNA (Yan and Okamura, 2002), the
number of PER1-ir nuclei were further analyzed in the DM and VL
sub-regions separately. The number of AVP-containing cells were
counted manually by two observers who were blind to the exper-
imental conditions and the average was used to present the value
for each animal. The density of AVP fibers was quantified using

Fig. 1. Behavioral response of rats to weekly 6 h phase advances. (A
double-plotted for easy visualization. The gray shadow represents the
following each shift. The light gray bars on the left of each histogram s
the data on day 7 when the other groups of the animals were sacrific
Duration for the percentage of nighttime activity to rebound above 75%
activity at 2 h bin (left panels) and 4 h bin (right panel) during baseline
F) Correlations of the group average activity between baseline and tha
represents the group average activity at 2 h (E) and 4 h (F) intervals. (G

as mean�SEM, n�9. * Post-hoc Tukey test, P�0.05.
NIH Image J. A threshold was set arbitarily to distinguish the fiber
staining from the background, the number of pixels above the
threshold in the area of interest was measured. One-way or two-
way ANOVA followed by post-hoc Tukey HSD test or t-test alone
was used to assess the effect of phase shifting on the expression
of each parameter.

RESULTS

Behavioral responses following chronic phase shifts

Wheel-running activity revealed a gradual adaptation to
the weekly phase shifts (Fig. 1). Actograms from two indi-
viduals are shown in Fig. 1A. Quantitative analysis con-
firmed that during the initial LD cycle, all rats were en-
trained with �90% of the wheel-running activity occurring
in the dark phase (Fig. 1B). During the first 3 days of the

ms from two representative animals. The wheel-running activity was
se (night). (B) Histogram shows the day-by-day nighttime activity ratio
aseline prior to the shift, the dark gray bar in the bottom panel shows
data for D6 on the 3rd shift was missing due to technical error). (C)
line level in each animal following each shift. (D) Distribution of daily

g (top panels), 1st shift (mid panels) and 4th shift (bottom panels). (E,
3rd day of either 1st or 4th shift. Each data point in the scattered plot
onset time on the first day upon released to DD. The results are shown
) Actogra
dark pha
how the b
ed. (The

of base
recordin
t on the

) Activity
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first phase advance (Fig. 1 A,B, top panel), positive mask-
ng-like activity was observed at dark onset, but no clear
atterns of entrainment were observed in the animals. The
redicted “complete” entrainment is 90% activity at night
s seen in baseline condition. Toward the end of the week,
he nocturnal activity pattern was reestablished and the
ighttime activity reached above 70% on day 5 and was
ack to 85% on day 6. On day 7, the next shift began and
he rats had to readjust to the new LD cycle. During the
ollowing shifts, the duration for the rats to reestablish their
octurnal activity pattern was faster compared to the initial
ne. At the 2nd and 3rd shift (Fig. 1B, two middle panels),
ighttime activity reached 70% within 2 or 3 days. While for
he 4th shift (Fig. 1B, bottom panel), the average percent-
ge of nighttime activity over total activity was at 70% on
he first day. And on day 7 of the 4th shift, when the
nimals were sacrificed for evaluating the clock protein
xpression in the following experiments, about 85% of the
ctivity occurred during nighttime. A two-way ANOVA (day�
eek) revealed a significant interaction (F14,196�1.98,
�0.05). One-way ANOVA for each week of phase shifts

evealed a significant effect of the number of days in the
st, 2nd and 3rd shift (1st shift, F5,53�8.93; 2nd shift,

F5,53�3.63; 3rd shift, F4,34�4.09, P�0.05) but not in the
th shift (F5,53�0.72, P�0.05).

To determine how long it took for the rats to reestablish
heir nocturnal activity pattern, the number of days for the
ercentage of nighttime activity to rebound above 75% of
he baseline (pre-shift) level in each animal following each
hift were calculated (Fig. 1C). On average, it took more
han 5 days at 1st shift and about 3 days for the following
hifts (one-way ANOVA: F3,32�2.99, P�0.05). Post-hoc

comparision revealed significant differences between the
1st and the other shifts (Tukey HSD test, P�0.05). The
activity patterns on day 3 during the 1st and the 4th shift
were compared with baseline in 2 h and 4 h intervals (Fig.
1D). A clear nocturnal pattern was observed for the base-
line and for day 3 of the 4th shift, but not for day 3 of the 1st
shift. Using data grouped at 2 h intervals, the activity was
high in the 2nd half of the dark phase during baseline
(Fig. 1D, top left panel, one-way ANOVA: F11,107�14.4,
P�0.05). During the 1st shift, on day 3, there was a mask-
ing-like single activity peak right after dark onset (Fig. 1D,
mid left panel, one-way ANOVA: F11,107�3.41, P�0.05).
While during the 4th shift, the activity was high at the
beginning and the end of the dark phase (Fig. 1D, bottom
left panel, one-way ANOVA: F11,107�10.1, P�0.05). Fur-
her, when the activity data were grouped at 4 h intervals
Fig. 1D, right panels), the one-way ANOVA revealed a
ignificant time of the day effect for the baseline
F5,53�34.6, P�0.05) and for the 4th shift (F5,52�10.29,
�0.05), but not for the 1st shift group (F5,53�1.86,

P�0.05).
To compare directly the activity patterns during the

shift with those from the baseline, correlation coefficients
were calculated using data reported in Fig. 1D. Two cor-
relation coefficients were calculated, by correlating base-
line activity with 1st shift and 4th shift activity, respectively

using data pooled at 2 h bin (Fig. 1E) and 4 h bin (Fig. 1F).
These two correlation coefficients were found to be signif-
icantly different for the data pooled at 2 h bin (Fig. 1E,
P�0.02) and marginally significant for that at 4 h bin (Fig.
1F, P�0.05).

After the 4th shift, the rats were switched into constant
darkness to evaluate whether their activity rhythms were
truly entrained to the LD cycle or were just masked by the
LD cycle. All of the rats demonstrated free-running rhythms
(Fig. 1A). The period of the free-running rhythm was
slightly longer than 24 h, which is typical for this strain
(Honma et al., 1985; Nagano et al., 2009). Moreover, in
eight out of nine rats the free-running rhythms had onsets
close to the projected ZT12 (Fig. 1G). The activity onset
times on the first day of DD are shown in Fig. 1G. The
results suggest that on an average, the activity rhythms
were generally entrained at the end of the shifts and that
interindividual differences were minimal.

PER1 rhythms in the SCN following weekly phase
advances

Rhythmic PER1 expression was observed in the SCN of
animals from both control and shift groups (Fig. 2). As
shown by the photomicrographs, in the control group (Fig.
2A, upper panels), the peak expression of PER1 protein
was observed at ZT11 and 14, and the nadir was at ZT2
and 20, consistent with previous findings (Field et al.,
2000; Nuesslein-Hildesheim et al., 2000; Sumova et al.,
2002). After four weekly shifts (Fig. 2A, lower panels), the
circadian temporal profile of PER1 was similar to that of the
control group.

The number of PER1-ir nuclei in the entire SCN (Fig.
2B) was analyzed by two-way ANOVA, which revealed a
significant interaction between ZT and shift (F5,71�2.52,
P�0.05). Post-hoc comparisons revealed a significant dif-
ference between the control and the shift group at ZT14
(P�0.05). The number of PER1-ir nuclei was further ana-
lyzed in the SCN sub-regions. In the dorsomedial (DM)
SCN, two-way ANOVA revealed a significant interaction
between time of day and phase shift (F5,71�3.96, P�0.05).
Post-hoc comparisons revealed significant differences be-
tween control and experimental groups at ZT11 and 14
(P�0.05) and a marginally significant difference at ZT17
(P�0.052). In the ventrolateral (VL) SCN, there was no
significant difference between the two groups (Figs. 2D,
two-way ANOVA, effect of ZT: F5,71�69.25, P�0.05; eff-
ect of shift: F1,71�0.65, P�0.05; interaction: F5,71�1.09,
P�0.05).

Output signals from the SCN following weekly phase
advances

The expression levels of the SCN output signals AVP and
Pk2 were examined in the 4th advance group and the
controls. AVP level (Fig. 3) was examined in the SCN and
in the ventral sub-paraventricular zone (vSPVZ), the major
SCN target (Stephan et al., 1981; Watts et al., 1987) at
ZT2 and 14, the peak and trough time of the peptide
(Tominaga et al., 1992). At ZT2, the number of AVP-
containing cells was not significantly different between the

control and shift group (t-test, P�0.05; Fig. 3B). However,
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the AVP contents in the VL SCN and in the vSPVZ were
significantly lower in the shift group (t-test, P�0.05; Fig.
3C, D). At ZT14, the number of AVP-containing cells were
lower in the shift group (t-test, P�0.05; Fig. 3B‘), while the

Fig. 2. PER1 expression levels in the SCN of control and shifted anim
White dashed lines delineate the DM and VL SCN sub-regions. Scale
entire SCN (B), DM (C) and VL (D) sub-regions in the two groups. The
data from individual animals in the control and shift groups, respectiv

Fig. 3. Expression of SCN output signal AVP in the control and shift
groups. (A) Representative photomicrographs of AVP staining in the
SCN and in vSPVZ at ZT2. Outlines indicate the area for measuring
AVP fiber density. (B, B=) Number of AVP-ir cells in the SCN at ZT2
and ZT14. (C, C=) Density of AVP fiber staining at ZT2 and ZT14 in VL
SCN where no AVP cell bodies are present. (D, D=) Density of AVP
fiber in vSPVZ at ZT2 and ZT14. The results are shown as

mean�SEM, n�5–6. * t-test, P�0.05.
peptide contents in the VL SCN and vSPVZ were not
significantly different between the two groups (t-test,
P�0.05; Figs. 3C‘, D‘).

Pk2 expression was also examined at ZT4, 8 and 14
(Fig. 4), the peak, median and trough time for its mRNA
expression (Cheng et al., 2002). The expression of Pk2
was lower in the shift group compared to the control (Fig.
4A). Two-way ANOVA revealed a significant interaction
between time and shift (F2,23�12.5, P�0.05). Post-hoc
comparisons revealed significant difference in the number
of Pk2-expressing cells between the control and shift
group at ZT4 and 8 (Tukey HSD test, P�0.05; Fig. 4B).

Representative photomicrograph showing PER1 staining in the SCN.
�m. Histograms show quantitative analysis of PER1-ir nuclei in the

re shown as mean�SEM, n�6. The open and closed circles plot the
t-hoc Tukey test, P�0.05.

Fig. 4. Expression of SCN output signal Pk2 expression in the control
and shift groups. (A) Representative photomicrographs of Pk2 staining
in the SCN. (B) Number of Pk2 mRNA containing cells in the SCN of
control and shift group. The results are shown as mean�SEM,
als. (A)
bar, 100
n�5–6. * Post-hoc Tukey test, P�0.05.
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The responses of the SCN depend on the duration
and direction of the phase shifts

We next tested whether longer shifting could further affect
the PER1 expression in the SCN and whether the direction
of the shifts could make any difference in the responses
(Fig. 5). After 8 weeks of consecutive weekly phase ad-
vances, the level of PER1 expression at ZT14 was signif-
icantly reduced relative to the 4th week (Fig. 5A, left panel,
one-way ANOVA: F2,15�21.23, P�0.05). While the reduc-
tion in PER1 was mainly in the DM SCN at the 4th ad-
vance, at the 8th advance, PER1 levels were lower in both
the DM and VL SCN of phase shifted animals compared to
controls (Fig. 5A, right panel). Two-way ANOVA revea-
led significant interaction between shift and sub-region
(F2,31�4.78, P�0.05). Tests of simple main effect re-
vealed a significant effect of shifts in both VL and DM
region (VL: F2,15�15.06, P�0.05; DM: F2,15�7.10,
P�0.05). In contrast, there were no effects of either 4 or 8
weeks of delays on PER1 expression and the delayed
groups did not differ from each other (Fig. 5B). This was
the case for the entire SCN (one-way ANOVA, F2,15�0.39,
P�0.05) as well as its sub-regions (two-way ANOVA, ef-
fect of shift: F2,29�0.40, P�0.05; effect of region:
F1,29�22.71, P�0.05; interaction: F2,29�0.49, P�0.05).

DISCUSSION

In the present study, we examined the effect of chronic

Fig. 5. PER1 expression in the SCN following multiple shifts. (A) 8
weekly phase advances cause further suppression in PER1 expres-
sion in the entire SCN (left panel) and each sub-regions (right panel).
The data for the control and 4th advance group were re-plotted from
that in Fig. 2. (B) Weekly phase delays have no apparent effect on
PER1 expression in the SCN. The results are shown as mean�SEM,
n�5–6. * Post-hoc Tukey test, P�0.05.
jet-lag on overt rhythms and on the clock functions within T
the SCN. The results in behavior and in the SCN collec-
tively suggest that the circadian system is very plastic in its
responses to perturbations of the photic environment. The
results also suggest that plastic responses in the SCN
facilitate the resynchronization of the SCN sub-regions
following multiple shifts. However, the plasticity comes at
the cost of an apparent attenuation of the amplitude of
circadian oscillation in the SCN and its output control. The
responses of the SCN are dependent upon the duration
and the direction of the phase shifts. While the repeated
phase delays appear to be less disturbing, the repeated
phase advances attenuate the amplitude of the daily
rhythm of PER1 and compromise the output control of the
SCN.

After each weekly phase advance, the wheel-running
rhythms gradually get readjusted to the new phase (Fig. 1).
nterestingly, the duration of the readjustment became
horter following the initial shift, suggesting adaptive re-
ponses occurred in the system. Once the rats were re-

eased into DD, their closely clustered onset times of the
ree-running rhythms confirmed that the majority (�90%)
f the rats were re-entrained to the preceding LD cycle,
hich therefore validates the approach of the subsequent
xperiments investigating the functional responses of the
CN.

Using PER1 as a marker, the results revealed that, in
greement with the behavioral data, the overall circadian
scillation of the SCN was retained by the end of the four
onsecutive weekly phase advances, and that the two
ub-regions displayed their original phase relationship
Fig. 2). The animals used for studying the responses in
he SCN had no access to wheels, whereas the behavioral
ata were collected using running wheels, which may af-
ect the effects of the shift. The SCN neurons are hetero-
eneous in their topography, neuropeptide content, neural
fferent/efferent connections and clock gene expression,
nd are organized into functionally distinct sub-regions
Ibata et al., 1999; Lee et al., 2003; Antle and Silver, 2005;
an et al., 2007). The circadian oscillations within the DM
nd VL sub-regions of the rat SCN are generally synchro-
ized with each other (Yan and Okamura, 2002; Bendova
t al., 2004). However, the dissociation between the two
ub-regions can be induced under experimental lighting
onditions (Nagano et al., 2003; de la Iglesia et al., 2004).
ollowing a single 6 h advance, the VL and DM sub-
egions of the SCN re-entrain to the new LD cycle at
ifferent rates, in 5 days or 13 days, respectively (Nagano
t al., 2003; de la Iglesia et al., 2004). Therefore, under our
xperimental paradigm of shifting every 7 days, theoreti-
ally these two SCN sub-regions could further dissociate
rom each other, however that was not the case (Fig. 2).
hus, the synchrony between the two regions, which is
reserved after multiple shifts is likely due to plastic
hanges of the SCN network. Although the experimental
esign of sampling every 3 h limited our ability to detect
maller phase differences, the results clearly support the
daptive plasticity hypothesis, as the two SCN sub-regions
re re-synchronized by day 7 following the 4th advance.

he mechanisms underpinning the faster readjustment of
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behavioral rhythms following multiple shifts warrant further
investigation. It is possible that during the repetitive weekly
phase advances, adaptive responses occurred in the SCN
network. This could involve structural and/or functional
changes that alter the connectivity of the neural network,
resulting in strengthening/weakening of the intercellular
coupling. These changes would ultimately facilitate the
synchronization between the sub-regions and between the
whole SCN and the environmental LD cycle.

Although the synchrony between the VL and DM re-
gions was re-established by day 7, there was a reduction in
the amplitude of the rhythm in PER1 expression in the DM
SCN. Given the behavioral data showing that the circadian
phases of eight out of nine rats were tightly clustered when
released in DD (Fig. 1D), the diminished amplitude of the
SCN rhythms does not simply reflect greater individual
variability in the phase of the individuals’ SCN. Thus, it is
likely that this attenuated expression of PER1 is caused by
a less coherent group of oscillators in the DM SCN. It is
possible that although the DM sub-region as a whole is in
phase with the VL and with the LD cycle, some of the
individual oscillators in DM region may still undergo further
shifting and may have not been settled by day 7 to the
phase of the LD cycle as it is the case in the steady-state.
This could be a result of weaker or incomplete coupling
between the DM and VL SCN. It has been shown that
reduction in amplitude can facilitate the phase shifting
effect of external stimuli (Vitaterna et al., 2006), therefore,
the amplitude reduction seen here could be an adaptive
response to promote synchrony between the DM and the
VL SCN. Future studies should investigate how long it
takes for the SCN to fully recover after prolonged rhythm
perturbation, and whether there are any long-term conse-
quences of such perturbations for the circadian system or
for physiological functions controlled by the circadian
system.

The SCN conveys temporal information to the rest of
the brain and body through output signals (Kalsbeek and
Buijs, 2002). Two putative output signals AVP and Pk2

ere examined to assess the effect of chronic phase shifts
n SCN output control (Jin et al., 1999; Cheng et al., 2002).
VP plays critical roles in the promotion of several neu-

oendocrine rhythms (Tousson and Meissl, 2004; Gerhold
t al., 2005; Christian and Moenter, 2008). The transcrip-
ion of Avp mRNA is under direct circadian control and the
VP peptide is secreted from the SCN in a rhythmic man-
er (Schwartz and Reppert, 1985; Jin et al., 1999). The

release of AVP is correlated with the peptide content of the
SCN, as both peak in early daytime, around ZT2 (Schwartz
and Reppert, 1985; Tominaga et al., 1992). At ZT2, the
number of AVP-containing neurons in the SCN were not
significantly affected. However, the level of AVP contained
within the fibers was lower in the SCN of the shifted ani-
mals. The decreased AVP was also observed in the
vSPVZ, one of the major targets for the SCN output
(Stephan et al., 1981; Watts et al., 1987). At ZT14, when
AVP contents and its release are at baseline level, the
number of AVP neurons were lower in the shift group. Pk2

s another putative output signal from the SCN, which has r
been implicated in the regulation of circadian rhythms in
various behavioral, neuroendocrine and autonomic func-
tions (Zhou and Cheng, 2005). There was a substantial
reduction in the level of Pk2 mRNA in the shifted group at
the peak and median time, but no difference was seen at
the baseline level. Taken together, the AVP and Pk2 re-
sults suggest the presence of an attenuated output control
from the SCN of the shifted group. This could have a
negative impact on the otherwise-stable phase relationship
among extra-SCN oscillators, thus affecting the overall
synchrony of the circadian system.

The effects of rhythm perturbation on the SCN depend
on the duration and the direction of the shifts. When the
duration of the weekly advances was extended from 4 to 8
weeks, PER1 expression was further depressed in both VL
and DM sub-regions, suggesting continued deterioration in
SCN function as animals endure multiple shifts. It would be
informative to know if or how behavioral rhythms change
over this longer period. We were unable to collect behav-
ioral data for a longer period because the rapid growth of
the animals impeded the use of running wheels to monitor
activity rhythms. Therefore we do not know if the rhythms
were still capable of entraining to the shifted LD condition
or if the rhythms persisted through the end of the 8th phase
advance. However, the pattern and number of PER1-ir
cells in the SCN were relatively consistent among individ-
uals within the group, suggesting that the rats were likely at
the same circadian phase and were entrained to the LD
condition. But we cannot completely rule out the possibility
that the animals may have become arrhythmic with con-
stant low expression of PER1. In either case, the results
indicate that there are limitations in the adaptive responses
of the SCN neural network. It should be noted that the rats
used in the study were young (�50 days old) when the first
phase shift was introduced, which could have contributed
to the seemingly effective plastic responses during the first
four phase advances (Schulz et al., 2009). It is possible
that mid-aged or aged animals would show less plastic or
adaptive responses both behaviorally and neurologically
under the same treatment.

In contrast to the phase advances, the weekly phase
delays appear to be less disruptive for the SCN. The neural
mechanisms underlying the different responses in repeti-
tive phase delays and advances warrant further investiga-
tion. After a single 6 h shift in the LD schedule, Reddy et al.
(2002) showed that the stable re-entrainment of mouse
behavioral rhythms takes at least 7 days for advances and
only 3 days for delays. Furthermore, rhythms in the clock
genes Per and Cry in the mouse SCN were dissociated
uring a phase advance, but shifted in a coordinated fash-

on following a phase delay. With a detailed analysis of
lock gene expression in VL and DM regions in the rat
CN, Nagano et al. (2003) demonstrated that the resyn-
hronization between the two sub-regions is archived in
0–13 days following a 6 h advance, but in only 7 days
ollowing a 10 h delay of the LD cycle. All the results
uggest that it is easier for the SCN to adjust to phase
elays than to advances. It should be noted that the Wistar

ats have free-running periods longer than 24 h. Therefore
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the effective daily shift required in the phase advance
paradigm is larger than in a phase delay paradigm, which
could account for the observed differences between the
two paradigms. Alternatively, phase delays and advances
could be associated with changes in other clock genes/
proteins, as suggested by previous studies (Reddy et al.,
2002; Yan and Silver, 2002, 2004).

In the United States, millions of people work on a
shifting schedule or suffer from sleep disorders every year
(Roldan and Ang, 2006). There are widespread concerns
about the long-term health impact derived from these con-
ditions (Haus and Smolensky, 2006). A recent study using
a mouse model under chronic jet-lag paradigm has shown
that circadian disruption, independent from sleep loss or
stress, can lead to dysregulation of the immune system
(Castanon-Cervantes et al., 2010). Our results on the SCN
responses following repeated phase shifts provide evi-
dence linking the SCN function and the ultimate health
consequence following circadian rhythm perturbation, and
support the hypothesis that the health issues related to
shift work and sleep disorders are derived from deficits in
SCN function.

Acknowledgments—The author thank Drs. Antonio Nunez and
Laura Smale for providing the equipments for behavioral recording
and for their critical reading of a previous draft of this manuscript.
The author also thank Dorela Shuboni, Amy Campbell, Ashley
Tomczak, Madison Operacz, Kathleen Thomas and Greg Leach
for technical assistance. This work was supported by MSU IRGP
award and PURI award.

REFERENCES

Abbott A (2003) Restless nights, listless days. Nature 425:896–898.
Antle MC, Silver R (2005) Orchestrating time: arrangements of the

brain circadian clock. Trends Neurosci 28:145–151.
Antle MC, Smith VM, Sterniczuk R, Yamakawa GR, Rakai BD (2009)

Physiological responses of the circadian clock to acute light expo-
sure at night. Rev Endocr Metab Disord 10:279–291.

Aschoff J, ed (1981) Biological rhythms. New York: Plenum Press.
Bendova Z, Sumova A, Illnerova H (2004) Development of circadian

rhythmicity and photoperiodic response in subdivisions of the rat
suprachiasmatic nucleus. Brain Res Dev Brain Res 148:105–112.

Castanon-Cervantes O, Wu M, Ehlen JC, Paul K, Gamble KL, John-
son RL, Besing RC, Menaker M, Gewirtz AT, Davidson AJ (2010)
Dysregulation of inflammatory responses by chronic circadian dis-
ruption. J Immunol 185:5796–5805.

Cheng MY, Bullock CM, Li C, Lee AG, Bermak JC, Belluzzi J, Weaver
DR, Leslie FM, Zhou QY (2002) Prokineticin 2 transmits the be-
havioural circadian rhythm of the suprachiasmatic nucleus. Nature
417:405–410.

Christian CA, Moenter SM (2008) Vasoactive intestinal polypeptide
can excite gonadotropin-releasing hormone neurons in a manner
dependent on estradiol and gated by time of day. Endocrinology
149:3130–3136.

Davidson AJ, Castanon-Cervantes O, Leise TL, Molyneux PC, Har-
rington ME (2009) Visualizing jet lag in the mouse suprachiasmatic
nucleus and peripheral circadian timing system. Eur J Neurosci
29:171–180.

Davidson AJ, Sellix MT, Daniel J, Yamazaki S, Menaker M, Block GD
(2006) Chronic jet-lag increases mortality in aged mice. Curr Biol
16:R914–R916.

Davidson AJ, Yamazaki S, Menaker M (2003) SCN: ringmaster of the
circadian circus or conductor of the circadian orchestra? Novartis

Found Symp 253:110–121; discussion 121–115, 281–114.
de la Iglesia HO, Cambras T, Schwartz WJ, Diez-Noguera A (2004)
Forced desynchronization of dual circadian oscillators within the rat
suprachiasmatic nucleus. Curr Biol 14:796–800.

Field MD, Maywood ES, O’Brien J, Weaver DR, Reppert S, Hastings
MH (2000) Analysis of clock proteins in mouse SCN demonstrates
phylogenetic divergence of the circadian clockwork and resetting
mechanisms. Neuron 25:437–447.

Gerhold LM, Rosewell KL, Wise PM (2005) Suppression of vasoactive
intestinal polypeptide in the suprachiasmatic nucleus leads to ag-
ing-like alterations in cAMP rhythms and activation of gonadotro-
pin-releasing hormone neurons. J Neurosci 25:62–67.

Hastings MH, Field MD, Maywood ES, Weaver DR, Reppert SM
(1999) Differential regulation of mPER1 and mTIM proteins in the
mouse suprachiasmatic nuclei: new insights into a core clock
mechanism. J Neurosci 11:1–7.

Hastings MH, Reddy AB, Maywood ES (2003) A clockwork web:
circadian timing in brain and periphery, in health and disease. Nat
Rev Neurosci 4:649–661.

Haus E, Smolensky M (2006) Biological clocks and shift work: circa-
dian dysregulation and potential long-term effects. Cancer Causes
Control 17:489–500.

Honma K, Honma S, Hiroshige T (1985) Response curve, free-running
period, and activity time in circadian locomotor rhythm of rats. Jpn
J Physiol 35:643–658.

Ibata Y, Okamura H, Tanaka M, Tamada Y, Hayashi S, Iijima N,
Matsuda T, Takamatsu T, Hisa Y, Shigeyoshi Y, Amaya F (1999)
Functional morphology of the suprachiasmatic nucleus. Front Neu-
roendocrinol 20:241–268.

Jin X, Shearman LP, Weaver DR, Zylka MJ, de Vries GJ, Reppert SM
(1999) A molecular mechanism regulating rhythmic output from the
suprachiasmatic nucleus. Cell 96:57–68.

Kalsbeek A, Buijs RM (2002) Output pathways of the mammalian
suprachiasmatic nucleus: coding circadian time by transmitter se-
lection and specific targeting. Cell Tissue Res 309:109–118.

Klein DC, Moore RY, Reppert SM, eds (1991) Suprachiasmatic nu-
cleus. The mind’s clock. New York: Oxford University Press.

Lee HS, Billings HJ, Lehman MN (2003) The suprachiasmatic nucleus:
a clock of multiple components. J Biol Rhythms 18:435–449.

Liu AC, Welsh DK, Ko CH, Tran HG, Zhang EE, Priest AA, Buhr ED,
Singer O, Meeker K, Verma IM, Doyle FJ 3rd, Takahashi JS, Kay
SA (2007) Intercellular coupling confers robustness against muta-
tions in the SCN circadian clock network. Cell 129:605–616.

Martino TA, Oudit GY, Herzenberg AM, Tata N, Koletar MM, Kabir GM,
Belsham DD, Backx PH, Ralph MR, Sole MJ (2008) Circadian
rhythm disorganization produces profound cardiovascular and re-
nal disease in hamsters. Am J Physiol Regul Integr Comp Physiol
294:R1675–R1683.

Meijer JH, Schwartz WJ (2003) In search of the pathways for light-
induced pacemaker resetting in the suprachiasmatic nucleus.
J Biol Rhythms 18:235–249.

Moore RY, Lenn NJ (1972) A retinohypothalamic projection in the rat.
J Comp Neurol 146:1–14.

Nagano M, Adachi A, Nakahama K, Nakamura T, Tamada M, Meyer-
Bernstein E, Sehgal A, Shigeyoshi Y (2003) An abrupt shift in the
day/night cycle causes desynchrony in the mammalian circadian
center. J Neurosci 23:6141–6151.

Nagano M, Adachi A, Masumoto KH, Meyer-Bernstein E, Shigeyoshi Y
(2009) rPer1 and rPer2 induction during phases of the circadian
cycle critical for light resetting of the circadian clock. Brain Res
1289:37–48.

Nakamura W, Honma S, Shirakawa T, Honma K (2001) Regional
pacemakers composed of multiple oscillator neurons in the rat
suprachiasmatic nucleus. Eur J Neurosci 14:666–674.

Nuesslein-Hildesheim B, O’Brien JA, Ebling FJ, Maywood ES, Hast-
ings MH (2000) The circadian cycle of mPER clock gene products
in the suprachiasmatic nucleus of the Siberian hamster encodes

both daily and seasonal time. Eur J Neurosci 12:2856–2864.



Y

Z

L. Yan / Neuroscience 183 (2011) 99–107 107
Penev PD, Kolker DE, Zee PC, Turek FW (1998) Chronic circadian
desynchronization decreases the survival of animals with cardio-
myopathic heart disease. Am J Physiol 275:H2334–H2337.

Pittendrigh CS (1993) Temporal organization: reflections of a Darwin-
ian clock-watcher. Annu Rev Physiol 55:17–54.

Reddy AB, Field MD, Maywood ES, Hastings MH (2002) Differential
resynchronisation of circadian clock gene expression within the
suprachiasmatic nuclei of mice subjected to experimental jet lag.
J Neurosci 22:7326–7330.

Roldan G, Ang RC (2006) Overview of sleep disorders. Respir Care
Clin N Am 12:31–54, viii.

Sahar S, Sassone-Corsi P (2007) Circadian clock and breast cancer:
a molecular link. Cell Cycle 6:1329–1331.

Schibler U, Naef F (2005) Cellular oscillators: rhythmic gene expres-
sion and metabolism. Curr Opin Cell Biol 17:223–229.

Schulz KM, Molenda-Figueira HA, Sisk CL (2009) Back to the future:
the organizational-activational hypothesis adapted to puberty and
adolescence. Horm Behav 55:597–604.

Schwartz WJ, Reppert SM (1985) Neural regulation of the circadian
vasopressin rhythm in cerebrospinal fluid: a pre-eminent role for
the suprachiasmatic nuclei. J Neurosci 5:2771–2778.

Stephan FK, Berkley KJ, Moss RL (1981) Efferent connections of the
rat suprachiasmatic nucleus. Neuroscience 6:2625–2641.

Sumova A, Sladek M, Jac M, Illnerova H (2002) The circadian rhythm
of Per1 gene product in the rat suprachiasmatic nucleus and its
modulation by seasonal changes in daylength. Brain Res 947:
260–270.

Tominaga K, Shinohara K, Otori Y, Fukuhara C, Inoue S-IT (1992)
Circadian rhythms of vasopressin content in the suprachiasmatic
nucleus of the rat. NeuroReports 3:809–812.

Tousson E, Meissl H (2004) Suprachiasmatic nuclei grafts restore the

circadian rhythm in the paraventricular nucleus of the hypothala-
mus. J Neurosci 24:2983–2988.
Vitaterna MH, Ko CH, Chang AM, Buhr ED, Fruechte EM, Schook A,
Antoch MP, Turek FW, Takahashi JS (2006) The mouse clock
mutation reduces circadian pacemaker amplitude and enhances
efficacy of resetting stimuli and phase-response curve amplitude.
Proc Natl Acad Sci U S A 103:9327–9332.

Watts AG, Swanson LW, Sanchez-Watts G (1987) Efferent projections
of the suprachiasmatic nucleus: I. Studies using anterograde trans-
port of Phaseolus vulgaris leucoagglutinin in the rat. J Comp
Neurol 258:204–229.

Yan L, Karatsoreos I, LeSauter J, Welsh DK, Kay SA, Foley DK, Silver
R (2007) Exploring spatiotemporal organization of the SCN cir-
cuits. Cold Spring Harb Symp Quant Biol 72:527–541.

Yan L, Okamura H (2002) Gradients in the circadian expression of
Per1 and Per2 genes in the rat suprachiasmatic nucleus. Eur
J Neurosci 15:1153–1162.

Yan L, Silver R (2002) Differential induction and localization of mPer1
and mPer2 during advancing and delaying phase shifts. Eur J Neu-
rosci 16:1531–1540.

Yan L, Silver R (2004) Resetting the brain clock: time course and
localization of mPER1 and mPER2 protein expression in suprachi-
asmatic nuclei during phase shifts. Eur J Neurosci 19:1105–1109.

Yan L, Takekida S, Shigeyoshi Y, Okamura H (1999) Per1 and Per2
gene expression in the rat suprachiasmatic nucleus: circadian
profile and the compartment-specific response to light. Neurosci-
ence 94:141–150.

oo SH, Yamazaki S, Lowrey PL, Shimomura K, Ko CH, Buhr ED,
Siepka SM, Hong HK, Oh WJ, Yoo OJ, Menaker M, Takahashi JS
(2004) PERIOD2::LUCIFERASE real-time reporting of circadian
dynamics reveals persistent circadian oscillations in mouse periph-
eral tissues. Proc Natl Acad Sci U S A 101:5339–5346.

hou QY, Cheng MY (2005) Prokineticin 2 and circadian clock output.

FEBS J 272:5703–5709.
(Accepted 20 March 2011)
(Available online 8 April 2011)


	Structural And Functional Changes In The Suprachiasmatic Nucleus Following Chronic Circadian Rhythm Perturbation�
	Experimental procedures
	Animals and housing
	Experimental groups
	Behavioral study
	Effects of four weekly phase advances on SCN function
	Effects of the direction and the duration of the phase shifts

	Transcardial perfusion
	Immunocytochemistry (ICC)
	In situ hybridization
	Data analysis

	Results
	Behavioral responses following chronic phase shifts
	PER1 rhythms in the SCN following weekly phase advances
	Output signals from the SCN following weekly phase advances
	The responses of the SCN depend on the duration and direction of the phase shifts

	Discussion
	Acknowledgments
	References


