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Abstract

Traumatic brain injury (TBI) induces a cascade of primary and secondary events resulting in impairment of
neuronal networks that eventually determines clinical outcome. The dynorphins, endogenous opioid peptides,
have been implicated in secondary injury and neurodegeneration in rodent and human brain. To gain insight
into the role of dynorphins in the brain’s response to trauma, we analyzed short-term (1-day) and long-term (7-
day) changes in dynorphin A (Dyn A) levels in the frontal cortex, hippocampus, and striatum, induced by
unilateral left-side or right-side cortical TBI in mice. The effects of TBI were significantly different from those of
sham surgery (Sham), while the sham surgery also produced noticeable effects. Both sham and TBI induced
short-term changes and long-term changes in all three regions. Two types of responses were generally observed.
In the hippocampus, Dyn A levels were predominantly altered ipsilateral to the injury. In the striatum and
frontal cortex, injury to the right (R) hemisphere affected Dyn A levels to a greater extent than that seen in the left
(L) hemisphere. The R-TBI but not L-TBI produced Dyn A changes in the striatum and frontal cortex at 7 days
after injury. Effects of the R-side injury were similar in the two hemispheres. In naive animals, Dyn A was
symmetrically distributed between the two hemispheres. Thus, trauma may reveal a lateralization in the
mechanism mediating the response of Dyn A-expressing neuronal networks in the brain. These networks may
differentially mediate effects of left and right brain injury on lateralized brain functions.
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Introduction

Traumatic brain injury (TBI) is the leading cause of
disability and death in children and young adults in

Western countries, and mortality and morbidity in those with
war-related injuries (Elder et al., 2010; Maas et al., 2008). TBI
induces a broad range of short-term and long-term physical,
behavioral, and cognitive impairments, depending on the
severity of injury (Albensi, 2001; Berger et al., 1999). Both
primary and secondary responses result in neurological def-
icits (Graham et al., 1995). The delayed secondary response is
a complex cascade of cellular and molecular processes that
includes impairment of energy metabolism and ionic ho-
meostasis, the release of toxic molecules and excitatory neu-
rotransmitters, and disruption of synaptic connectivity (Lyeth

et al., 1990; McIntosh et al., 1998; Povlishock et al., 1999; Ra-
ghupathi et al., 2000; Scheff et al., 2005).

Along with effects on brain cortical areas, TBI causes at-
rophy and dysfunction of sub-cortical structures. Massive
neuronal damage and cell loss occur in the cerebral cortex,
hippocampus, and substantia nigra following experimental
and clinical TBI (Adams et al., 1985; Anderson et al., 2005;
Baldwin et al., 1997; Dietrich et al., 1994; Soares et al., 1995).
Neuronal damage and degeneration in the hippocampus and
thalamus correlate with the severity of post-traumatic motor
dysfunction and cognitive deficits. Damage to the hippo-
campus may account for injury-related cognitive impairment
(Bramlett et al., 1997; Colicos et al., 1996; Pierce et al., 1998).
Striatal structures that participate in movement, emotional
responses, and memory, undergo atrophic changes after TBI
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(Anderson et al., 1996; Shin et al., 2011). TBI also induces
hypo-function of the striatal dopaminergic system (Shin et al.,
2011).

Several lines of evidence suggest a role of endogenous
dynorphins in central nervous system (CNS) injury. Dynor-
phin A (Dyn A), dynorphin B, and a-neoendorphin, collec-
tively known as dynorphins, are endogenous j-opioid
receptor ligands. General and j-receptor-selective opioid an-
tagonists were reported to be beneficial in experimental
models of spinal cord injury and TBI, suggesting that en-
dogenous dynorphins contribute to secondary CNS injury
(Behrmann et al., 1993; Faden et al., 1987; McIntosh et al., 1987;
Vink et al., 1990). Furthermore, Dyn A, the most pathogenic
dynorphin, may cause tissue injury and cell death, and may
exacerbate the clinical severity of traumatic injury to the head
or spinal cord (Faden, 1990,1996; Goody et al., 2003; Hauser
et al., 2005; Headrick et al., 1995; Hu et al., 1996; McIntosh
et al., 1994; Woods et al., 2006). Dyn A-induced tissue injury
may involve both opioid and non-opioid components (Adjan
et al., 2007; Bakshi et al., 1992; Faden, 1990; Hauser et al., 2005;
Long et al., 1994; Woods et al., 2006).

We have recently identified missense mutations in the
human prodynorphin gene coding for a precursor to dynor-
phins, and demonstrated that these mutations cause pro-
found neurodegeneration in the cerebrum and cerebellum
underlying the spinocerebellar ataxia type 23, a dominantly
inherited neurodegenerative disorder (Bakalkin et al., 2010).
Three out of four mutations are located in Dyn A. Generalized
pathological changes including cerebral cortical and subcor-
tical atrophy, and agenesis of the corpus callosum, were
characteristics of patients carrying Dyn A mutations. The
mutations apparently enhance the pathogenic potential of
Dyn A, as is evident from analysis of the peptide’s ability to
induce neuron death (Bakalkin et al., 2010). This fact, along
with the gross structural effects on brain morphology, indi-
cate a fundamental role of wild-type Dyn A in modulating
neuronal function and survival, and indirectly support the
hypothesis that Dyn A has a pathogenic function in TBI and
spinal cord injury. In this study, to gain better insight into the
TBI mechanisms, we analyzed short-term (1-day) and long-
term (7-day) changes in Dyn A levels in the frontal cortex,
hippocampus, and striatum after unilateral cortical TBI. Sev-
eral TBI effects in rodents and humans have been reported to
be lateralized (Heilman et al., 1978; Kerkhoff, 2001; Levin
et al., 1995; Morrow et al., 1981; Pavlovskaya et al., 2007;
Pearlson and Robinson, 1981; Schaefer et al., 2009). Therefore,
to avoid a biased assessment of unilateral TBI effects, we an-
alyzed Dyn A levels in groups of animals subjected to left- (L-
TBI) or right- (R-TBI), and to L- or R-sham surgery (Sham).

Methods

Experimental animals and surgical procedures

CF-1 young adult male mice weighing 29–31 g (Charles
River, Portage, MI) were utilized in this study. This strain has
previously been well characterized in terms of time course of
TBI-induced neurodegeneration, and motor and cognitive
impairment (Hall et al., 2005; Hunt et al., 2009; Kelso et al.,
2006; Scheff et al., 1997; Thompson et al., 2010). The mice were
group-housed (4 per cage) with a 12-h light/dark cycle with
food and water available ad libitum. All animal procedures
were reviewed and approved by the institutional animal care

and use committee at the University of Kentucky, and carried
out in accordance with the National Institutes of Health (NIH)
Guide for the Care and Use of Laboratory Animals. All efforts
were made to minimize pain and discomfort.

Nine groups of animals were analyzed, including (1) naı̈ve
animals (n = 9); (2 and 3) left- and right-sham-operated ani-
mals (L-Sham, n = 9; R-Sham, n = 10) sacrificed at 24 h; (4 and
5) L-TBI (n = 17) and R-TBI (n = 8) animals sacrificed at 24 h; (6
and 7) L-Sham (n = 9) and R-Sham (n = 13) animals sacrificed
at 7 days; and (8 and 9) L-TBI (n = 18) and R-TBI (n = 10) ani-
mals sacrificed at 7 days. The 24-h and 7-day L-TBI groups
were replicated, producing similar results ( p > 0.05), and then
data for each time group were pooled. The mice were an-
esthetized with intraperitoneal (IP) tribromoethanol (Avertin
0.175 mg/kg; Sigma-Aldrich, St. Louis, MO) and placed in a
stereotaxic frame (David Kopf Instruments, Tujunga, CA).
The head was positioned in the horizontal plane with the nose
bar set at - 5. Using sterile procedures, the skin was retracted,
and a 4-mm craniotomy was made lateral to the sagittal su-
ture centered between the bregma and lambda. The skull cap
was carefully removed without disruption of the underlying
dura. The exposed somatosensory cortex was injured using a
pneumatically-controlled impactor device (TBI 031; Precision
Systems & Instrumentation, Fairfax Station, VA), as described
previously (Hall et al., 2005; Hunt et al., 2009; Kelso et al.,
2006; Scheff et al., 1997). The impactor rod tip (3-mm diame-
ter) compressed the cortex at 3.5 m/sec to a depth of 0.3 mm
with 400 msec dwell time. After injury, Surgiseal ( Johnson
and Johnson, Arlington, TX) was laid on the dura, and the
skull cap was replaced. The skin was then sutured together,
and the animals were placed on a heating pad to recover.
Sham animals underwent the same procedures except for the
cortical impact. The core body temperature of the animals was
36–37�C throughout the procedure. At the indicated time
points, the mice were deeply anesthetized by isoflurane in-
halation and decapitated, the brain was quickly removed and
dissected, and tissues were snap-frozen and stored at - 80�C.
The frontal cortical tissue taken for the analysis included the
lesioned region, and the contralateral undamaged area.

Radioimmunoassay

The Dyn A (1-17) radioimmunoassay (RIA) and anti-
dynorphin antibodies were described elsewhere (Christensson-
Nylander et al., 1985; Merg et al., 2006). Briefly, tissues were
extracted in 1 M acetic acid (1:10 w/v), boiled at 95�C for
5 min, centrifuged at 14,000 rpm for 20 min, and the super-
natant was run through an SP-Sephadex ion exchange C-25
column. The elution was performed in a stepwise manner
with a mixture of pyridine and formic acid. Anti-Dyn A an-
tibodies demonstrated 100% molar cross-reactivity with dy-
norphin A (9-17), and less than 0.1% molar cross-reactivity
with dynorphin B, dynorphin A (1-8), a-neoendorphin, leu-
enkephalin, and big dynorphin. Peptide levels are presented
in fmol/mg tissue.

Statistical analyses

Data on Dyn A levels were first subjected to an overall
two-way analysis of variance (ANOVA), with treatment as a
between-subjects factor (9 levels: naive mice, L-Sham at 24 h,
L-TBI at 24 h, R-Sham at 24 h, R-TBI at 24 h, L-Sham at 7 days,
L-TBI at days, R-Sham at 7 days, and R-TBI at 7 days), and
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lateralization as a within-subjects factor (2 levels: ipsilateral
hemisphere and contralateral hemisphere). Second, the sig-
nificant main effects of treatment were followed by Bonfer-
roni’s post-hoc analyses of the mean content of Dyn A levels in
two hemispheres (left + right/2). One-way ANOVA was used
to better characterize any significant interactions observed in
the two-way ANOVA. In these instances, the dependent
variable was Dyn A levels, in which Dyn A content in
the hemisphere (1) ipsilateral or (2) contralateral to the le-
sion (sham or TBI) were compared separately by one-way
ANOVA. One-way ANOVAs were followed by Bonferroni’s
post-hoc analyses. Data are presented as mean – standard
deviation (SD).

Results

The sham-operated (Sham) and naive groups were com-
pared to determine whether the surgery itself might affect the
results, while significant differences between the TBI and re-
spective sham groups were the criteria for demonstrating an
effect of TBI. TBI causes pronounced atrophy and dysfunction
of cortical and sub-cortical structures, including the hippo-
campus, thalamus, and striatum (Adams et al., 1985; Ander-
son et al., 1996,2005; Baldwin et al., 1997; Bramlett et al., 1997;
Colicos et al., 1996; Dietrich et al., 1994; Pierce et al., 1998; Shin
et al., 2011; Soares et al., 1995; Thompson et al., 2010). Because
the frontal cortex, hippocampus, and striatum additionally
express moderate to high levels of dynorphins they were
chosen for analysis. The 24-h and 7-day time points were se-
lected because they correspond to the periods when (1) pro-
found neurodegeneration and motor impairment are most
evident; and when (2) the neurodegenerative changes subside
and motor functions begin to recover, respectively (Fox et al.,
1999; Hall et al., 2005; Hanell et al., 2010; Hunt et al., 2009;
Kelso et al., 2006; Scheff et al., 1997; Thompson et al., 2010).

Frontal cortex

The overall two-way ANOVA revealed a significant
main effect of treatment [F(8,86) = 9.1, p < 0.001]. Although a
significant main effect of lateralization was not observed
[F(1,86) = 0.74, p = 0.392], a significant treatment · lateralization
interaction was noted [F(8,86) = 16.01, p < 0.001]. The significant
main effect of treatment was further analyzed by Bonferroni’s
post-hoc analysis of the Dyn A mean hemispheric content (Fig.
1A). At the 7 day time point, the L- and R-Sham animals
demonstrated higher Dyn A levels compared to (1) the naı̈ve
(untreated) mice (L-Sham 7 days versus untreated mice:
p < 0.001; R-Sham 7 days versus naı̈ve mice: p < 0.05), and (2)
the 24-h groups (L-Sham 24 h versus L-Sham 7 days: p < 0.001;
R-Sham 24 h versus R-Sham 7 days: p < 0.001). Temporal dif-
ferences were also noted for the L-TBI group (L-TBI 24 h
versus L-TBI 7 days: p < 0.001). The R-TBI group had a sig-
nificant effect compared to the R-Sham group ( p < 0.01) at 7
days after the operation. No effect of the L-TBI in the 7-day
group, nor L- and R-TBI in the 24-h groups was evident.

A one-way ANOVA (9 levels) performed separately
for the ipsilateral [F(8,86) = 20.3, p < 0.001] and contralateral
[F(8,86) = 3.7, p < 0.001] hemispheres, revealed significant ef-
fects of treatment (Fig. 2A). In the ipsilateral hemisphere of
the 7-day groups, the Dyn A levels were significantly higher
after L-Sham, R-Sham, and L-TBI compared to naı̈ve mice
( p < 0.001; p < 0.05; p < 0.001), and to the respective 24-h

FIG. 1. Impact of left and right sham operation (L-SO and
R-SO), or cortical traumatic brain injury (L-TBI and R-TBI) on
Dyn A levels in the frontal cortex, hippocampus, and stria-
tum at 24 h and 7 days after the operation. Dyn A levels are
shown as mean values for the left and right hemispheres
(L + R/2). ANOVA testing (9 levels) was followed by Bon-
ferroni’s post-hoc analyses (*p < 0.05, **p < 0.01, ***p < 0.001).
Data bars represent means – SD (SD, standard deviation;
ANOVA, analysis of variance; Dyn A, dynorphin A).
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groups ( p < 0.001; p < 0.001; p < 0.001). In the ipsilateral hemi-
sphere at the 7-day time point, Dyn A levels differed signifi-
cantly between the L-TBI and R-TBI groups ( p < 0.01). At 24 h,
the R-TBI group compared to the L-TBI animals showed sig-
nificantly higher Dyn A levels in the contralateral hemisphere
( p < 0.05). No other significant differences were evident be-
tween the naı̈ve and injury (Sham or TBI) groups, and be-
tween the Sham and TBI groups at the two time points, when
the contralateral hemisphere was analyzed.

Altogether, these results (Figs. 1A and 2A) demonstrate
that the sham surgery induces upregulation of Dyn A pre-
dominantly in the ipsilateral frontal cortex, and that this effect
evolves over time. The L-TBI did not produce any effect
compared to L-Sham animals. In contrast to the Sham and L-
TBI groups, the R-TBI group saw a decrease of Dyn A levels at
7 days after trauma (Fig. 1A). In the 24-h groups, the L-TBI
and R-TBI did not produce any effects compared to their re-
spective sham groups.

Hippocampus

The overall two-way ANOVA revealed a significant main
effect of treatment [F(8,82) = 9.3, p < 0.001], a significant main
effect of lateralization [F(1,82) = 2.18, p < 0.001], and a sig-
nificant treatment · lateralization interaction [F(8,82) = 4.45,
p < 0.001]. The significant main effect of treatment was further
analyzed by Bonferroni’s post-hoc analysis of the Dyn A mean
hemispheric content (Fig. 1B). The Dyn A levels were elevated
after 7 days in the L-Sham group compared to naı̈ve animals
( p < 0.01), and to the 24-h L-Sham group ( p < 0.01). At 7 days,
the effects of the L-TBI resulted in significantly decreased Dyn
A levels compared to the L-Sham animals ( p < 0.05). No other
significant differences were noted.

A one-way ANOVA (9 levels) performed for the ipsilateral
[F(8,83) = 11.7, p < 0.001] and contralateral [F(8,82) = 4.3, p < 0.001]
hemispheres separately, revealed significant sham and TBI
effects, preferentially in the ipsilateral hemisphere (Fig. 2B).
At 24 h, the L-TBI and R-TBI groups had significantly de-
creased Dyn A levels compared to those in the naı̈ve animals
( p < 0.01 and p < 0.05, respectively). Similarly, at the 7-day
time point, the L-TBI and R-TBI compared to the L-Sham and
R-Sham animals had significantly decreased Dyn A levels in
the ipsilateral hemisphere (L-Sham 7 days versus L-TBI 7
days: p < 0.001; R-Sham 7 days versus R-TBI 7 days: p < 0.05).
No significant effects were noted for the contralateral hemi-
sphere. Thus, the sham surgery did not produce effects in the
hippocampus at the 24-h time point, while at the 7-day time
point the L-Sham animals had elevated mean levels in the
hippocampus compared to the naive animals (Fig. 1B). The L-
TBI and R-TBI predominantly affected the hippocampus of
the ipsilateral hemisphere.

Striatum

The overall two-way ANOVA revealed a significant main
effect of treatment [F(8,91) = 12.69, p < 0.001]. While there was
no significant main effect of lateralization [F(1, 91) = 1.41,
p = 0.238], there was a trend toward a marked treat-
ment · lateralization interaction [F(8, 91) = 1.84, p = 0.080]. The
significant main effect of treatment was further analyzed by
Bonferroni’s post-hoc analysis of the mean Dyn A hemispheric
content (Fig. 1C). Compared to the naı̈ve mice, the L-Sham
animals at both time points, and the R-Sham animals at the

FIG. 2. Impact of L-Sham (L-SO), R-Sham (R-SO), L-TBI, or
R-TBI on Dyn A levels in the frontal cortex, hippocampus,
and striatum, analyzed separately in the ipsilateral and
contralesional regions at 24 h and 7 days after surgery.
ANOVA (9 levels) was followed by Bonferroni’s post-hoc
analyses (*p < 0.05, **p < 0.01, ***p < 0.001). Data bars repre-
sent means – SD (SD, standard deviation, ANOVA, analysis
of variance; Dyn A, dynorphin A).
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7-day point, had no significant effects. In contrast, 24 h after
the R-Sham surgery, Dyn A levels were decreased compared
to the levels in the naı̈ve and L-Sham groups ( p < 0.01 and
p < 0.01, respectively). At 24 h, both L-TBI and R-TBI had de-
creased peptide levels compared to the naive animals ( p < 0.05
and p < 0.001, respectively), and the L-Sham animals ( p < 0.01
and p < 0.001, respectively). Effects of the L-TBI and R-Sham
were time-dependent; the initial Dyn A downregulation at
24 h was followed by recovery observed in the 7-day animals.
At the 7-day time point, the R-TBI animals had significantly
decreased peptide levels compared to the R-Sham and L-TBI
groups ( p < 0.05 and p < 0.001, respectively), while no other
significant effects were evident.

For consistency and because there was a trend toward a
significant interaction when treatment · lateralization were
compared, a one-way ANOVA (9 levels) was performed for
the ipsilateral [F(8,92) = 10.1, p < 0.001] and contralateral
[F(8,91) = 5.3, p < 0.001] hemispheres separately, which revealed
significant sham and TBI effects (Fig. 2C). No significant ef-
fects were seen in the L-Sham and R-Sham groups versus
naı̈ve mice, and the L-TBI and R-TBI groups versus their re-
spective sham groups. Similarly to the mean Dyn A hemi-
spheric content analyses, a significant time effect for the
ipsilateral hemisphere was noted for the R-Sham animals (R-
Sham 24 h versus R-Sham 7 days: p < 0.01), and the L-TBI
animals (L-TBI 24 h versus L-TBI 7 days: p < 0.001). At 7 days,
R-TBI compared to L-TBI resulted in significantly lower Dyn
A levels in the ipsilateral hemisphere ( p < 0.01).

Thus, the left side injury (sham and TBI) excluding the L-
TBI animals at 24 h, did not produce significant effects on Dyn
A content in the striatum. In contrast, the R-Sham at 24 h, and
the R-TBI at 7 days, produced a significant decrease in the Dyn
A content compared to their respective controls, including the
naı̈ve and R-Sham groups. We may thus conclude that the
right-side sham and TBI produced more robust effects com-
pared to the left-side injuries. The right-side effects depended
on the type of injury (sham or TBI), and were time-dependent.

Discussion

The main findings of this study, including transient chan-
ges in Dyn A levels in the mouse brain induced by sham
surgery or TBI at 24 h, and more long-lasting responses evi-
dent at 7 days, are summarized in Figure 3. While the differ-
ences between TBI and sham animals were significant, the
sham surgery also produced noticeable effects compared to
the naı̈ve animals.

Both left-sided and right-sided trauma was studied because
of the evidence for lateralized neurochemical and behavioral
responses to unilateral brain injury in both rodents and hu-
mans (Heilman et al., 1978; Kerkhoff, 2001; Levin et al., 1995;
Morrow et al., 1981; Pavlovskaya et al., 2007; Pearlson and
Robinson, 1981; Schaefer et al., 2009). Previous studies have
shown that region-specific differences in norepinephrine
turnover after somatosensory TBI were dependent on the side
of injury in rats (Levin et al., 1995). These lateralized effects
had both behavioral and biochemical correlates. Right but not
left somatosensory lesions produced behavioral hyperactivity
and bilaterally decreased cerebral and locus ceruleus norepi-
nephrine concentrations (Pearlson and Robinson, 1981).
Identical lesions of the left frontal cerebral cortex produce
neither the hyperactivity nor a decrease in norepinephrine

levels. In humans, left hemisphere damage produced deficits
in controlling the trajectory of arm movement, but not in
achieving final position. In contrast, the right-hemisphere-
damaged group showed deficits in accuracy of final position,
but not in the ability to coordinate complex movement of a
limb with multiple joints (Schaefer et al., 2009). Furthermore,
lateralization of the lesion was identified as the critical factor
in emotional hyporeactivity in brain-injured patients; right-
hemisphere-damaged patients were psychophysiologically
hypoaroused compared with left-hemisphere-damaged sub-
jects (Heilman et al., 1978; Morrow et al., 1981).

By analogy to c-Fos activation in various experimental
paradigms (Murphy et al., 2004), Dyn A may be considered a
marker of neuronal circuits affected by pain (Mika et al., 2011;
Schwarzer, 2009), stress (Knoll and Carlezon, 2010), substance
abuse (Wee and Koob, 2010), brain and spinal cord injury
(Faden, 1990; Goody et al., 2003; Hauser et al., 2005; Headrick
et al., 1995; Hu et al., 1996; McIntosh et al., 1994). In this
context, the overall effects of the unilateral injury may be ex-
plained as involving two types of Dyn A neuronal networks.
The first type may respond to a unilateral brain injury pref-
erentially on the side ipsilateral to the injury (Fig. 3B, upper
panel). This response, seen in the hippocampus, does not
depend on the side of the impact, and does not involve the
contralateral hemisphere. The second type of circuits may
have differential sensitivity to right- and left-sided injury,
with a prevailing response induced by right-sided damage
(Fig. 3B, lower panel). In such circuits, R-TBI but not L-TBI
decreased Dyn A levels in the striatum and frontal cortex at
the 7-day time point, and the R-Sham but not L-Sham in the
striatum at the 24-h time point. The effects produced by the
right-sided injuries are approximately similar in the left and
right hemispheres. These two types of networks apparently
differ in their topological organization in the brain. The first
may operate in the hippocampus, while the second network is
represented to a greater degree in the striatum and frontal
cortex. The Dyn A-mediated effects seen in these networks
may contribute to impairments of specific behaviors that may
(the second type), and may not (the first type), depend on the
side of injury. These two putative Dyn A circuits remain
speculative, and have not yet been characterized by immu-
nohistochemistry or other methods, which is a limitation of the
present study.

Paw preference in rats and mice, which may result from the
dominant hemisphere of the rodent brain (Gao and Zhang,
2008; Neveu and Merlot, 2003; Sullivan et al., 2012), is thought
to be similar to handedness in humans. In rats, ischemia in the
dominant hemisphere causes more significant neurobeha-
vioral consequences than in the non-dominant hemisphere
(Gao and Zhang, 2008). Hemispheric dominance may influ-
ence the lateralized response in Dyn A circuitry following TBI.
The effects of TBI on the Dyn A networks and how the Dyn
system affects behavior may be analyzed using genetic and
pharmacological approaches. For example, mice deficient in
Pdyn, or mouse strains that express this gene at different levels
(Gieryk et al., 2010), may provide excellent models for such
studies in the future.

The expression of Pdyn and dynorphins is upregulated in
animals under several neuropathological paradigms, includ-
ing experimental models of chronic pain (Hauser et al., 2005),
suggesting a pathogenic role for these peptides (Bakalkin
et al., 2010; Hauser et al., 2005). In the present study, all sham
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surgeries except R-Sham at the 24-h time point resulted in
elevation of Dyn A levels, which is consistent with a noci-
ceptive response. Considering that in models of spinal cord
and brain injury, endogenous dynorphins may contribute to
secondary CNS injury (Behrmann et al., 1993; Faden et al.,
1987; Faden, 1990; Goody et al., 2003; Hauser et al., 2005;

Headrick et al., 1995; Hu et al., 1996; McIntosh et al., 1994;
McIntosh et al., 1987; Vink et al., 1990), it was anticipated that
Dyn A would be upregulated in the TBI animals and con-
tribute to neural injury via positive feedback. However, the
present findings do not support this hypothesis. Instead of
activation, TBI resulted in downregulation of Dyn A at both

FIG. 3. (A) Summary of the effects of sham (SO) and TBI on Dyn A levels in the frontal cortex, hippocampus, and striatum.
Gray arrows show damaged hemispheres. Solid arrows denote the direction of statistically significant effects of the sham or
TBI; the open arrows point to effects in the hemisphere ipsilateral to the injury, while the filled arrows indicate changes in the
content of the peptide averaged for the left and right hemispheres [(L + R)/2]. (B) Model for the hemispheric localization of
the Dyn A-expressing neuronal networks affected by sham (SO) or TBI on the ipsilateral side (upper panel), or the networks
affected by the right-side but not left-side injury (lower panel). Diagrams of coronal sections of a mouse brain were adopted
from the Allen Mouse Brain Atlas (http://mouse.brain-map.org; Allen Institute for Brain Science, Seattle, WA), using section
levels of - 2.48 mm (for frontal cortex and HP), and + 1.545 mm (for Str) from the bregma (TBI, traumatic brain injury; HP,
hippocampus; Str, striatum; FC, frontal cortex; Ipsi, ipsilateral).
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time points and in all three brain areas analyzed (Fig. 3A). The
downregulation of Dyn A, as well as the lateralized nature of
the TBI effects, support a ‘‘network’’ hypothesis for the role of
Dyn A in TBI. In this scenario, Dyn A neurons are organized
into two functionally discrete, but spatially overlapping, cir-
cuits in which one of the circuits functionally mediates the
effects of R-TBI, but not L-TBI, on animal behavior.

The ‘‘Dyn network’’ hypothesis may also be applied to TBI-
impaired locomotion. Unilateral, brain injury-induced motor
deficits are generally characterized by a loss in performance of
the contralesional forelimb and/or hindlimb. Our previous
studies demonstrated that spinal neurons, which maintain
muscular tone of the left and right hindlimbs, differ in their
response to j-agonist application (Bakalkin and Kobylyansky,
1989; Bakalkin et al., 1986,1989; Chazov et al., 1981). Thus
dynorphin, or bremazocine, a synthetic j-opioid agonist in-
duced a preferential flexion of the right hindlimb. Neuro-
peptides are capable of volume transmission in the brain and
spinal cord (Banghart and Sabatini, 2012; Duggan, 2000;
Khachaturian et al., 1985), and diffusion through the cere-
brospinal fluid. Conceivably, TBI-induced changes in dynor-
phins may propagate to the spinal cord via the cerebrospinal
fluid. Therefore, we may speculate that the TBI-induced side-
specific alterations in dynorphin levels in the spinal cord may
shift the balance in activity of symmetric motor neurons in
favor of persistent alterations in reflexes of the left or right leg,
hence contributing to the unilateral motor deficit.

In summary, unilateral TBI and sham surgery induced
changes in the levels of Dyn A. Decreased levels on the side
ipsilateral to injury were evident in the hippocampus.
Changes in Dyn A in the striatum and frontal cortex were
specific to the side of trauma, and may contribute to the
lateralized behavioral effects of the right versus left cortical
injury (Kerkhoff, 2001; Levin et al., 1995; Pavlovskaya et al.,
2007; Pearlson and Robinson, 1981; Schaefer et al., 2009).
Future research should be directed towards an examination
of Dyn A distribution within the damaged area, identifica-
tion of neuronal networks expressing this peptide in the
damaged brain, and establishing the functional role of
lateralized neuronal Dyn A circuits in the normal and
pathological brain.
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