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Abstract: Although data from both animals and humans suggests that adult cocaine use
can have long term effects on behavior, it is unknown if prior cocaine use affects future
maternal behavior in nulliparous females. In the current study, cocaine or saline was
administered to adult female rats for 10 days, the animals were withdrawn from cocaine for
7 days, and the females were then exposed to donor pups to induce the expression of
maternal behavior. Nulliparous females sensitized to cocaine were more likely to retrieve
pups, spent more time caring for the pups, and were more likely to express full maternal
behavior on day 8 of pup exposure. The fMRI data revealed significant effects of pup
exposure in the hippocampal CA1 region, and effects of cocaine in the anterior thalamus
and periaqueductal gray. Prior adult cocaine use may have lasting effects on offspring care,
and this effect is not dependent on pup mediated effects or the endocrine changes of
gestation and lactation. The present findings provide support for the hypothesis that maternal
motivation to exhibit maternal behavior is enhanced by prior cocaine sensitization, possibly
due to cross sensitization between cocaine and the natural reward of maternal behavior.

Keywords: cocaine; sensitization; maternal behavior; kyphosis; crouching; nursing;
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1. Introduction

It has been estimated that 15 million women in the US have used cocaine during adulthood, and this
use often occurs during the reproductive years [1]. While it has been reported that recovering cocaine
addicts display impaired maternal care [2,3], the mechanisms mediating these effects have not been
explored in detail. Recovered addicts report that parenting is more stressful and they are more likely to
rely on ineffective parenting techniques [4]. Recent studies suggest that long-term effects of cocaine
can be modeled in rodents. Considering the importance of parenting on the physical and mental health
of male and female offspring, it is possible that prior cocaine use has multi-generational effects on
offspring mediated through parental behavior. The risk of negative effects of cocaine on offspring is
not eliminated by abstinence. The objective of this study was to investigate the effects of adult cocaine
exposure on the maternal behavior of nulliparous females caring for foster young.

Cocaine exposure during gestation and/or lactation can significantly impair maternal behavior in
rats, including disruptions of pup retrieval and crouching over the pups to nurse [5,6]. Acute cocaine
treatment of lactating rats decreases maternal care of pups [7,8] and suppresses maternal aggression
towards a novel male intruder [8]. In contrast to these studies of gestation or lactation, only a few
previous investigations have examined the effects of prior use. Recent study using a novel model of
prior chronic cocaine treatment in adult nulliparous rats concluded that adult cocaine exposure
enhances subsequent primiparous pup retrieval [9] and ongoing maternal care and aggression [10].
These studies support the initial reporting of this phenomenon by Petruzzi et al. in 1997 [11]. It is
postulated that there is cross-sensitization between cocaine exposure and pup retrieval, resulting in the
increased display of maternal behavior.

While studying the effects of prior cocaine use in lactating mothers will surely provide insight into
the traditional parenting environment, many children in the U.S. receive a substantial amount of
parenting from non-lactating females, such as relatives and daycare providers. In 2010, 16 million
children received some form of regular child care from persons other than their parents [12], and
2.9 million children did not live with either parent [13]. The investigation of the effects of prior
cocaine use on the maternal behavior of nulliparous virgins in this study may be relevant for millions
of women and children. It is also a valuable model for determining if the effects of prior cocaine use
on maternal behavior are dependent on the multitude of hormonal and neural changes that occur during
gestation and lactation.

The current study was designed to expand on the previous literature reporting enhanced maternal
care and aggression in lactating rats previously sensitized to cocaine to nulliparous rats induced to
display maternal care through continuous exposure to pups. Nulliparous rats treated with cocaine as
adults were tested for locomotor sensitization to the cocaine regimen, withdrawn from cocaine, and
then tested for maternal care and aggression during 8 days of continuous exposure to young pups. It
was hypothesized that prior chronic cocaine sensitization, a model of addiction, would enhance overall
maternal behavior in nulliparous rats. The results provide insight into the expression of maternal
behavior in nulliparous mothers with a history of cocaine use, and allow for the comparison of the
effects of cocaine in nulliparous and primiparous females. Furthermore, the use of a maternal behavior
model consisting of nulliparous females continuously exposed to young pups will test whether the
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increase in maternal behavior in rats previously treated with cocaine is dependent on the hormonal
and/or neural changes associated with gestation and lactation.

2. Results and Discussion
2.1. Sensitization to Cocaine

Locomotor activity was assessed for cocaine and saline treated adult females on days 1 and 10 of
the 10 day treatment regimen. There were no significant differences between the four groups (saline
and cocaine treated animals on days 1 and 10) during the initial 30 min pre-treatment period, and
subsequent treatment comparisons used the 35 to 90 min time interval (12 five-minute bins) to test for
activity level differences between saline and cocaine treated females (Figure 1). The locomotor
response to IP cocaine was heightened on day 10 compared to day 1, an effect indicative of the
development of behavioral sensitization to repeated cocaine treatment. Cocaine treated females
exhibited increased horizontal movement (beam breaks, F3;; = 146, p < 0.01, Figure 1) and total
distance traveled (cm, F3; = 146, p < 0.01, data not shown) on day 10 of cocaine treatment compared
to day 1. There were also significant effects of time (60 min period following treatment injection) on
both horizontal movement (beam breaks, F3;; = 5.4, p < 0.01, Figure 1) and total distance traveled
(cm, F3 ;1 =3.8, p <0.01, data not shown).

Figure 1. Mean = SEM number of horizontal beam breaks in 5 min bins on day 1 and
day 10 during 90 min activity trials. Saline (SAL n = 8) or 15 mg/kg cocaine
(COC n =9) injection were given IP at 30 min. * Indicates a significant difference between
COC day 1 and COC day 10 (p <0.05).
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2.2. Maternal Care

Maternal behavior was rarely observed on day 2 of pup exposure. Pup retrieval was only recorded
in three animals during the day 8 maternal behavior test. This low level of retrieval was at least
partially due to the lack of cage separators to prevent pups from crawling back to the nest (consistent
with prior studies). All three retrieving females were cocaine treated (3/9 vs. 0/8, p = 0.08).

On day 8 of maternal testing, a greater proportion of cocaine treated nulliparous females displayed
full maternal behavior (as defined as pup grooming and kyphosis) compared to saline treated controls
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(6/9 vs. 2/8, p = 0.04, Figure 2). There was also a trend for increased maternal responding in the
cocaine group on day 7 (p = 0.09, Figure 2). Cocaine treated females spent more time crouching over
the pups in a kyphotic posture (223.7 = 74.1 vs. 29.0 £ 29.0 s, Figure 3A) and crouched more often
(3.1 £ 1.0 vs. 00.4 £+ 0.3, Figure 3B), during the 15 min maternal care observations on day 8. There
were no effects of adult cocaine treatment on locomotor activity, self-grooming, or pup grooming
(Figure 3).

Figure 2. Percentage of saline and cocaine treated nulliparous rats that maternally
responded to the presentation of foster pups over 8§ days of continuous pup exposure.
* Indicates a significant difference between saline and cocaine treated rats (p < 0.05).
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Figure 3. Mean = SEM seconds (s) duration (A) and frequency (B) for four behaviors
during a 15 min maternal care test on the 8th day of pup exposure in nulliparous rats
previously treated with 10 consecutive days of saline or 15 mg/kg cocaine as adults.
Samples sizes listed in parentheses. * Indicates a significant difference between saline and

cocaine for an individual behavior (p < 0.05).
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2.3. Maternal Aggression

There were no effects of cocaine treatment on the aggressive responses to a novel male intruder. In
general, the females displayed low levels of aggression. No maternal aggression was noted on day 2,
and the few attacks observed on day 8 were preceded by long latencies in both saline and cocaine
treated females. Although 7 out of 9 cocaine treated animals attacked the male intruder vs. 3 out of

8 saline treated females on day 8, there was no significant group difference (p = 0.11).
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2.4. fMRI

A total of 30 regions of interest were analyzed. However, particular focus was placed on ROI
previously reported in primiparous animals using the same methods [14]. Both percent changes in
BOLD and number of activated voxels were analyzed. However, as in our previous studies, we mostly
observed changes in the volume of activation rather than the magnitude of BOLD signal change.
A two-way analysis of variance with fMRI stimulus (stage, pups, pup/intruder) and cocaine treatment
(saline vs. cocaine) as independent variables was used on day 2 and then on day 8 (Bonferroni’s
multiple comparison posthoc test used with corrected alpha at 0.05). We did not observe any effect of
drug or fMRI stimulus on day 2 for both percent changes in BOLD and number of voxels in any of the
ROI tested. On day 8, we did observe an effect of fMRI stimulus presentation in the dorsal CAl
hippocampal area (Kruskall-Wallis ANOVA F,,3 = 3.5, p = 0.04) (Figure 4). Thus, both pups and
pups/intruder increased BOLD signal distribution at greater levels than the stage alone. However, no
effect of cocaine treatment was observed. Thus, the same response was observed in both saline and
cocaine treated animals. An effect of cocaine treatment was observed, however, in both the anterior
thalamic nuclei (Kruskall-Wallis ANOVA F,,3 = 4.3, p = 0.048) and the PAG (Kruskall-Wallis
ANOVA Fry3 = 8.5, p = 0.0069). In the anterior thalamus, cocaine treated animals showed
significantly greater activation than saline animals. The PAG showed a robust activation in response to
intruder presentation (Figure 5). This appeared greatest in cocaine treated animals.

Figure 4. Composite activation maps showing areas of increased BOLD activation in rats
presented with an empty presentation stage, stage with pups, and pups in the presence of
a male intruder rat. Data are shown for control and cocaine treated rats on day 2 following
initial exposure to pups and on day 8 after repeated sessions of exposure in their home
cage. Color scale hue indicates percent change in signal intensity. Regions of interest are
indicated to the left.
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Figure 5. Median activated voxels in the PAG of saline and cocaine treated females

presented with an empty stage, stage with pups, and pups with a male intruder rat on days 2

and 8 of pup sensitization (A), and composite activation maps showing areas of increased

BOLD activation in rats presented with stage, stage with pups and pups and male

intruder (B). Insets at the bottom highlight the area of the periaqueductal grey. Data are

shown for control and cocaine treated rats on day 2 following initial exposure to pups and

on day 8 after repeated sessions of exposure in their home cage. Color scale hue indicates

percent change in signal intensity.
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Sensitization of adult female rats to cocaine decreased the latencies to initiate maternal care towards

foster pups and specifically increased the display of kyphosis. The cocaine treated rats displayed a

robust locomotor sensitization to cocaine, and these rats were more likely to respond maternally to

foster pups. The fMRI data indicate that these behavioral responses were associated with altered neural

responses in several nuclei involved in the control of maternal behavior. These effects were present

two weeks following the cessation of cocaine sensitization. As in primiparous females, it is postulated

that this increase in maternal behavior is due to cross-sensitization between cocaine and the natural

reward of maternal behavior. Considering that millions of nulliparous females in the United States
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have used cocaine as adults, and that many of these women care for children through caring for family
members, foster care, or working in the child care industry, the significant effects reported in the
current study suggest that prior drug use may have long term effects on the adult maternal behavior of
many women.

The current data support and expand on the results of Febo and Ferris 2007 [9] and Nephew and
Febo 2010 [10], which reported that cocaine prior to pregnancy decreased latencies for pup retrieval
and increased the displays of maternal care and aggression. Although the current behavioral effects are
not as robust as the documented changes in cocaine treated primiparous females, there are several
potential explanations for this. Given that the majority of animals did not maternally respond until they
were exposed to pups for 7-8 days, it is likely that the behavioral differences between the two groups
would have been greater if the testing had been carried out for 10—12 days. It has been reported that
nulliparous maternal care is not as robust as primiparous maternal care during the early stages of
induction [15-17]. These studies have specifically noted that retrieval levels tend to be low in
nulliparous models of maternal care. Furthermore, the logistics of the maternal care test made it
difficult to record effects of prior cocaine on pup retrieval, which was documented in the prior reports.
This was due to (1) a lack of cage separators to prevent pups from crawling to the next and (2) the
inherently slow retrieval associated with nulliparous maternal care. The lack of cage separators was
purposefully done to maintain consistency with the prior work from the Febo lab. It is likely that the
differences between the two groups would have been greater if testing had been carried out for a
longer period of time, and/or cage separators were used. The specificity of the effects of prior cocaine
use is also consistent with the previous reports from primiparous females. The elevated maternal care
was not associated with a general increase in locomotor activity. However, the noted specificity should
be placed in the proper context. Potential anxiety or stress-mediated effects of prior cocaine exposure
were not assessed in the current study, but it is possible that the effects of cocaine are mediated
through a decrease in pup-associated fear or anxiety. It is possible that maternal care would not be
increased in an environment with access to cocaine or cocaine related cues, as cocaine treated females
may devote more time to investigating cocaine cues. Lastly, the current study documents an effect of
cocaine on a reflexive maternal response, kyphosis, but not on behaviors more often associated with
maternal motivation, such as retrieval and pup grooming [18,19]. However, these behaviors were
increased by prior cocaine exposure in primiparous dams [10]. It is postulated that this lack of effect of
cocaine on motivation associated maternal behaviors is due to the use of the nulliparous model, where
maternal behavior is not as robust. Future studies will compare the motivation for both pups and
cocaine in primiparous females previously treated with cocaine.

Chronic cocaine treatment during gestation and lactation disrupt maternal retrieval and kyphotic
nursing [5,6], but others have reported that these effects dissipate 24 h following cocaine injection [20].
However, while gestational cocaine disrupts maternal care, adult exposure results in decreased
latencies and the increased expression of maternal care [10]. The current study also focused on the
long-term effects of cocaine exposure, similar to the effects of amphetamine sensitization on sexual
motivation in male rats [21], where prior amphetamine sensitization decreases male sexual behavior
latencies. Fiorino and Phillips conclude that behavioral sensitization following repeated
psychostimulant administration can cross-sensitize to a natural motivated behavior. After comparing
these effects in males with our recent studies on cocaine and maternal behavior, it is postulated that
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prior cocaine exposure increases maternal behavior through a similar cross-sensitization mechanism.
Pups are a powerful stimuli for inducing reward mediated behaviors in primiparous females [22-24],
and the increase in maternal care in the cocaine treated nulliparous females suggests that the treated
animals found the pups more rewarding than the saline treated animals. Future studies can test this
hypothesis by measuring preference and intake of a saccharin solution vs. water. The divergent effects
of adult and gestational exposure to cocaine may be due to the disruption of the neuroendocrine events
of pregnancy. Maternal care is established during pregnancy, but in the adult exposure model, there is
no overlap between cocaine treatment and the sensitization to pups. Other recent studies on maternal
behavior provide insight on how adult cocaine sensitization may be affecting subsequent behavior.

Two likely neuroendocrine mediators for the effects of adult cocaine on maternal care are
vasopressin (AVP) and oxytocin (OXT). AVP mediates the expression of maternal care [25,26] and is
involved in the retention of the behavior in the absence of pups [27]. AVP has also been associated
with the process of sensitization to cocaine [28,29]. The effects of adult cocaine exposure on
subsequent maternal care may be mediated by increases in central AVP which occur during
sensitization. Another possibility is that increases in amygdalar AVP during withdrawal from cocaine [30]
may result in the subsequent increase in maternal care. Increased OXT activity in the hypothalamus
may also be involved in cocaine induced increases in maternal care [11]. In support of this hypothesis,
gestational cocaine suppresses maternal care and decreases OXT levels in the ventral tegmental area,
hippocampus, and medial preoptic area [31]. Acute cocaine injections on lactation day 1 decrease OXT
levels in the medial preoptic area [32], and this treatment is associated with decreased maternal
care [8]. It is postulated that adult cocaine associated increases in maternal care are mediated by
increases in central AVP and/or OXT activity.

One potential confound inherent in the earlier primiparous study of the long-term effects of cocaine
on maternal care is the potential effects of prior cocaine on pup related stimuli, such as odors and
vocalizations. Do pups from cocaine treated moms emit different stimuli (odors, vocalizations)
compared to saline treated moms due to direct or indirect gestational effects? The current data suggest
that differences in pup responses are not critical for prior cocaine induced increases in maternal care,
as all the pups in the current study were raised by identically treated foster mothers. A second issue
addressed with the use of the nulliparous sensitization model is the requirement for the hormonal
changes of pregnancy, parturition, and lactation. OXT, AVP, prolactin, estradiol and progesterone all
undergo significant fluctuations during gestation and/or lactation [33-35]. Nulliparous females
sensitized to show maternal behavior do not go through the same changes. Adult cocaine exposure
can affect maternal care in females independent of the endocrine changes associated with pregnancy
and lactation.

The lack of significant aggressive responses in either group is likely to be due to the length of the
pup sensitization period. Prior studies report that nulliparous females sensitized to express maternal
care fail to express maternal aggression unless the sensitization period is extended for several days
beyond the initial display of maternal care. It was hypothesized that endocrine changes associated with
pseudopregnancy are required to induce maternal aggression in nulliparous females [36]. An extended
maternal behavioral sensitization period in future studies may reveal cocaine induced increases in
maternal aggression, as reported with adult cocaine exposure in primiparous females [10].
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The fMRI results support and expand on previous neural activity studies of maternal care. A lack of
specific BOLD responses to the distal pup presentation parallels the absence of Fos activity following
distal stimulation from pups [37], but there were significant effects of time, cocaine treatment, and the
novel male intruder presentation in several brain regions known to mediate maternal behavior. All
three of the nuclei exhibiting significant changes in activated BOLD voxels, CA1, anterior thalamus,
and PAG, have been implicated in earlier imaging studies of the central responses to the distal
presentation of a novel male intruder [14,38] and previous research on maternal behavior.

Compared with nulliparous females, primiparous rats demonstrate enhanced reference or working
memory [39-41], and this effect of parity may be mediated by dendritic remodeling in the CA1 and
CA3 regions of the hippocampus [42,43]. Natural variations in rodent maternal care are associated
with changes in glucocorticoid receptor mRNA levels [44] and innervation [45] in the hippocampus. In
mice, double mothering enhances the performance of the offspring on hippocampal dependent tasks
and increases dendritic length and spine density in the CAl region [46]. Cocaine treatment during
pregnancy in rats also increases dendritic spine density in the CAl, and it was concluded that
pregnancy makes the brain more vulnerable to cocaine [47]. In the current study, it is hypothesized that
maternal sensitization enhanced the innervation and/or dendritic structure of the CA1 region, which
mediated the increases in neural activity in both the saline and cocaine treated females. In primiparous
rats, the anterior thalamus responded specifically to the presentation of a novel male intruder, but not
pups, in our earlier investigation [14]. It has also been implicated in the neural responses of rodents
pups to maternal calls [48]. In humans, the thalamus is activated in response to the cry of a mother’s
own infant in fMRI studies [49,50]. Cocaine treatment of nulliparous females in the present study
sensitized the anterior thalamus, and this effect was associated with increased maternal care which
may be a result of increased responsiveness to pup related stimuli. Lesions to the PAG cause a
substantial reduction in kyphotic nursing [37,51], and cocaine treated females increased both kyphosis
and neural activity in the PAG over time, which supports the initial lesion studies. Given the current
intruder male imaging paradigm and the intruder specific voxel increase in the anterior thalamus PAG,
it is interesting to note that the PAG has also been specifically linked to the initiation of maternal
aggression [51]. Neuronal activity also increases in the PAG following the expression of maternal
aggression [52]. It is hypothesized that the cocaine induced increases in PAG BOLD activity are
evidence of the development of maternal aggression, but this is speculative due to the lack of
aggressive behavioral data. As previously mentioned, an increase in maternal aggressive may have
been observed if the pup sensitization period had been extended [36].

3. Experimental Section
3.1. Animals

Female Long-Evans rats (200-225 g) were purchased from Charles River Laboratories
(Wilmington, MA, USA). Females were initially housed in pairs in a temperature and humidity
controlled room and maintained on a 12L:12D light-dark cycle (lights off at 19:00 h). Home cages
consisted of hanging plastic microisolater cages of standard dimensions with woodchip bedding. Water
and Purina rat chow were provided ad libitum. Focal females used for behavioral analysis were singly
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housed along with the donor pups during maternal behavior sensitization. Donor females were singly
housed following mating, and kept with their pups throughout the study. Rats were acquired and cared
for in accordance with the guidelines published in the Guide for the Care and Use of Laboratory
Animals (National Institutes of Health Publications No. 85-23, Revised 1985) and adhere to the
National Institutes of Health and the American Association for Laboratory Animal Science guidelines.
The Institutional Animal Care and Use Committee at Northeastern University approved the protocols
used for this study. Sample sizes for behavioral analyses were 8 for the saline control treatment and
9 for the cocaine treatment. The procedural sequence was fMRI acclimation, cocaine sensitization, and
maternal behavioral sensitization and testing and fMRI scanning.

3.2. Cocaine Treatment and Sensitization

Nulliparous adult females were injected intraperitoneally with either 0.1 mL of saline (n = 8), or
a 15 mg/kg dose of cocaine in 0.1 mL saline (n = 9) daily (between 09:00 and 12:00) for
10 consecutive days. Animals were assessed for locomotor sensitization to cocaine between 09:00 and
12:00 on days 1 and 10 of the injection sequence. Female rats were placed in Automated Activity
Cages (Columbus OH) and baseline locomotor activity recorded for 30 min. The cages are clear
Plexiglas (Dimensions: 40 cm®) surrounded by a metal frame containing infrared photocell beams
along its length and width (X-Y beams). Photocell interruptions along the X-Y axis register rat
locomotor activity. The animal activity cages are interfaced with windows based software that allows
the control of experiment start and end time independently for each subject. Following the 30 min
baseline measurement, rats were given a saline or cocaine injection (15 mg/kg, intraperitoneal), and
locomotor activity was then recorded for an additional 60 min. All activity data were grouped into
5 min bins for statistical analysis. Saline and cocaine treatments ended 7 days prior to the start of
maternal behavior sensitization.

3.3. Maternal Behavior Sensitization

On the first day of pup exposure, between 09:00 and 12:00 h, 3 foster pups, 3 to 10 days of age, that
were recently fed (indicated by the presence of milk bands) were selected from lactating donor
mothers. The test pups were allowed to remain with the focal females until the next day. The next day
(09:00-12:00 h), after a 1-h waiting period, 3 recently fed pups obtained from lactating donor rats were
placed in the test cages for maternal care testing. All saline and cocaine treated nulliparous females
were presented with pups daily for 8 days.

3.4. Behavioral Testing

Maternal care was assessed immediately following the introduction of 3 pups on each day of pup
exposure. Testing consisted of the introduction of 3 fosters pups to the home cage and direct
observation for 15 min. On days 2—8 of the pup exposure period, the pups from the previous day were
removed for one hour prior to the introduction of new, fed pups for the maternal care testing. If the
female grouped the pups together and crouched over them in a nursing posture, full maternal behavior
was noted. Maternal behavior was confirmed through additional daily testing throughout the 8 day
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period. Females that initially expressed maternal care on day 8 received an additional test on day 9 to
confirm that the behavior was consolidated.

Maternal care and maternal aggression were video recorded for 15 min on days 2 and 8 of pup
sensitization for more comprehensive behavioral scoring and analysis. For maternal care testing, the
frequency and duration of pup retrieval, pup grooming, kyphosis (crouching over pups with an arched
back posture), nesting, self-grooming, and general locomotor activity were recorded using ODlog
behavioral analysis software (Macropod Inc., Australia). The ODlog software records continuous data
in 5 s bins, and also generates frequency and duration summaries for all behavioral measures over the
15 min observation period.

Following the maternal care testing, the pups were removed and placed in a glass beaker adjacent to
the water spout hole in the cage where the female had olfactory, auditory, and visual contact with
them, and a novel male was placed in the cage for 15 min to test for maternal aggression. It is known
that pup presence affects maternal aggression [53], and while pup removal was necessary to avoid
attacks from the male, they were placed as close as possible to the dams to avoid attenuation of
aggressive responses. Maternal aggression towards a novel male intruder included recording the
latency to attack, and scoring the frequency and duration of attacks, as well as vigilance towards the
intruder. Attacks consisted of bites, pummeling with forelimbs or hindlimbs, and pinning the male
intruder to the floor of the cage. A single attack started upon contact between the male and female, and
concluded when they separated. Vigilance describes the focused attention of a maternal female
towards an intruder following the initial attack. Self-grooming and locomotor activity were also
recorded using the ODlog software.

3.5. Behavioral Statistics

The saline and cocaine treated group activity levels (cocaine sensitization) on days 1 and 10 of the
injection sequence were compared with 2-way repeated measures analysis of variance (ANOVA,
followed by Tukey’s post hoc tests) with treatment and time as factors. Fisher’s Exact Probability tests
were used to compare the number of animals expressing full maternal behavior on each day of pup
exposure. Individual ANOVAs were used to test for treatment differences in behavior on days
2 and 8 of maternal behavior sensitization. Data are presented as means + SEM. Significant differences
were denoted as p < 0.05.

3.6. Acclimatization Procedures and Preparations for Imaging

All imaging experiments were done in fully awake, unanaesthetized primiparous dams. Anesthesia
(2%—4% isoflurane) was used only during rat setup, preceding the acclimatization procedures and
experiments. In order to minimize physiological and gross motion during MR scanning, all rats were
acclimatized to a head restraining unit and MRI sounds upon arrival, one week prior to cocaine
sensitization, as previously reported [54]. All fMRI scans were conducted on days 2 and 8 of pup
sensitization between the hours of 13:00 and 17:00 following maternal behavior testing in the morning.
Before MR scanning, dams were again anesthetized with 2%—4% isoflurane. Details of the setup
procedure have been previously reported [22]. Briefly, a topical anesthetic of 5%—-10% lidocaine
cream was applied to the skin and soft tissue around the ear canals and over the bridge of the nose
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before the animal is placed inside a dual coil radiofrequency system under restraint [22]. This
procedure took 5-6 min, after which gaseous anesthesia flow was turned off and the entire unit was
placed through the bore of the magnet for imaging. After the entire unit was placed in the magnet,
scanning preparations controlled by Paravision 4.0 typically took 10-15 min and thereafter the entire
imaging session including 1 anatomical scan (ca. 6 min) and 3 functional scans (ca. 22 min total) lasted
about 30 min. Thus the entire experiment per animal in an unanaesthetized state lasted 40—45 min.

3.7. Magnetic Resonance Imaging Scanning Parameters

Experiments were conducted in a 300 Mhz Bruker USR 7T/20 cm horizontal magnet (Bruker,
Germany) equipped with a Paravision 4.0 console (Bruker, Billerica, MA, USA). Studies were
performed with a multi-concentric dual-coil, small animal restrainer (Insight MRI, Worcester, MA,
USA). Radiofrequency signals are sent and received with dual coil electronics built into the animal
restrainer. Functional imaging was performed using a multisegmented T2 weighted fast spin echo
pulse sequence with the following parameters: repetition time TR = 1562 ms, echo time TE = 7.5,
effective echo time TEeff = 45 ms and an echo train length ETL = 16. Geometry was setup as follows:
12 slices, field of view of 28 mm, 1.0 mm thick slices with no gaps, data matrix of 642 for functional
scans and 2562 for anatomical scans (Thus the in plane 2D pixel resolution was 438 pm? for functional
and 117 um’® for anatomical scans). A full set of 12 coronal slices across the brain was collected at
each effective repetition time and was completed every 6 s 24 ms.

3.8. Imaging BOLD Responses

Fourteen primiparous rats (6 saline and 8 cocaine) were imaged for the neural response to a control
object (no pups), to object + pups (pups) and to nest intruder in the presence of pups (pups/intruder) on
days 2 and 8 of pup sensitization. Each rat was imaged during 3 consecutive scanning sessions where
an anatomical scan was first collected, immediately followed by a first fMRI scan of a control object
(a custom-made delivery cradle alone without pups), a second fMRI scan of 4 pups (pups were
presented on the delivery cradle), and a third and final fMRI scan of a male intruder in the presence of
pups. For in vivo stimuli presentation, a custom made clear plastic cylindrical vivarium was used as
previously reported [55]. The outer diameter of the vivarium tube is just under 20 cm, thus permitting
it to remain stable inside the magnet bore in front of the dual coil imaging setup during functional and
anatomical imaging. The front end of the vivarium has a non-magnetic copper wire mesh that permits
dams to smell, visualize and hear pups or intruder males. The outer enclosure contains air holes and
the inner environment of divided in top and bottom levels.

Maternal cage bedding is placed on the vivarium bottom floor to simulate the lactating rat’s home
environment. For cradle alone and cradle + pups, 60 repetitions (6 min) were collected and stimulus
presented a repetition number 30 (3 min). For intruder presentation, 100 repetitions (total 10 min) were
collected and stimulus male presented in the vivarium at repetition 50 (5 min). During intruder male
presentation, pups were placed in the lower compartment of the vivarium along with their home cage
bedding to protect them from any harm during scanning.
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3.9. fMRI Statistical Analysis

Full details for the MRI data analysis using in house software has been previously reported [22] and
are available as online supporting materials Animals showing an average displacement exceeding 25%
of the total in plane (X-Y) pixel resolution (>109 um out of 437 um) or slice (£) direction (>250 um
out of 1000 pm slice thickness) were excluded (n = 3). This a priori cutoff criterion was
pre-established by stimulated studies showing false positive BOLD activation with movements
corresponding to 6/10 of a single voxel [56]. Also, scans with linear baseline drifts over 0.5% were
corrected using in house software [56]. Nine out of 14 studies survived the preprocessing exclusion
criteria and were included in the study. ROI-based statistical analysis was done using Medical Image
Visualization and Analysis (MIVA) software [22]. Each subject was registered to a fully segmented
electronic rat brain atlas [57,58]. Statistical #-tests are performed on each subject within the original
coordinate system. The baseline period used was 15 repetitions immediately preceding stimulus
(object, pup, or intruder) presentation and the stimulation window was 15 repetitions. Statistical ¢-tests
used a 95% confidence level, two-tailed distribution, and heteroscedastic variance assumptions. In
order to provide a conservative estimate of significance, a false-positive detection-controlling
algorithm is introduced into the analysis. This ensures that the false-positive detection rate is below our
confidence level of 5% [22]. Statistically significant pixels were assigned their percentage change
values (stimulus mean minus control mean) and all. Activated voxel numbers were exported to SPSS
for statistical comparisons between groups. Unless otherwise noted in the results section, the number
of voxels per region of interest and their corresponding average percent change values were
statistically evaluated between groups using a multi-factorial analysis of variance (p < 0.05) with
stimulus (no pups, pups, pups/intruder) as independent variables. A Bonferroni multiple comparison
test was used for posthoc analysis. For statistical comparisons between intruder presentation, without
and with pups, we used a single factor analysis of variance. Significance was denoted at p < 0.05
(two-tailed). Data were analyzed for both percent changes in BOLD signal intensity and volume of
activation for both positive and negative BOLD responses.

4. Conclusions

In conclusion, the current data indicate that adult cocaine exposure increases the expression of
subsequent pup-induced reflexive maternal care, and this behavioral effect is associated with elevated
neural activity in regions known to mediate maternal behavior. The present findings support the
hypothesis that the motivation of nulliparous female rats to exhibit maternal behavior is enhanced by
cocaine exposure, possibly due to cross sensitization between cocaine and the natural reward of
maternal behavior. This effect of cocaine on nulliparous maternal care may impact millions of foster
mothers and women in the childcare industry who are not biological mothers but display maternal care
towards the offspring of others.



Brain Sci. 2012, 2 680

Conflict of Interest

Supported by NIH grant DA019946 to MF and R0O0 award HD059943 to BCN. Its contents are
solely the responsibility of the authors and do not represent the official views of the National Institute
on Drug Abuse or NIH. The authors declare no conflict of interest.

References

1. Substance Abuse and Mental Health Services Administration. Results from the 2007 National
Survey on Drug Use and Health: National Findings; Substance Abuse and Mental Health
Services Administration: Rockville, MD, USA, 2007.

2. Coyer, S.M. Mothers recovering from cocaine addiction: Factors affecting parenting skills.
J. Obstet. Gynecol. Neonatal Nurs. 2001, 30, 71-79.

3. Coyer, S.M. Women in recovery discuss parenting while addicted to cocaine. MCN Am. J.
Matern. Child Nurs. 2003, 28, 45-49.

4. Harmer, A.L.; Sanderson, J.; Mertin, P. Influence of negative childhood experiences on
psychological functioning, social support, and parenting for mothers recovering from addiction.
Child Abuse Negl. 1999, 23, 421-433.

5. Johns, J.M.; Noonan, L.R.; Li, L.; Pedersen, C.A. Effects of chronic and acute cocaine treatment
on the onset of maternal behavior and aggression in Sprague-Dawley rats. Behav. Neurosci. 1994,
108, 107-112.

6. Kinsley, C.H.; Turco, D.; Bauer, A.; Beverly, M.; Wellman, J.; Graham, A.L. Cocaine alters the
onset and maintenance of maternal behavior in lactating rats. Pharmacol. Biochem. Behav. 1994,
47, 857-864.

7.  Zimmerberg, B.; Gray, M.S. The effects of cocaine on maternal behaviors in the rat. Physiol.
Behav. 1992, 52, 379-384.

8. Johns, J.M.; Nelson, C.J.; Meter, K.E.; Lubin, D.A.; Couch, C.D.; Ayers, A.; Walker, C.H.
Dose-dependent effects of multiple acute cocaine injections on maternal behavior and aggression
in Sprague-Dawley rats. Dev. Neurosci. 1998, 20, 525-532.

9. Febo, M.; Ferris, C.F. Development of cocaine sensitization before pregnancy affects subsequent
maternal retrieval of pups and prefrontal cortical activity during nursing. Neuroscience 2007, 148,
400-412.

10. Nephew, B.; Febo, M. Effect of cocaine sensitization prior to pregnancy on maternal care and
aggression in the rat. Psychopharmacology 2010, 209, 127-135.

11. Petruzzi, S.; Cirulli, F.; Laviola, G. Prior cocaine exposure in different environments affects the
behavioral responses of mouse dams. Pharmacol. Biochem. Behav. 1997, 56, 541-547.

12. United States Census Bureau. Survey of Income and Program Participation; United States Census
Bureau: Washington, DC, USA, 2010.

13. United States Census Bureau. America’s Families and Living Arrangements;, United States
Census Bureau: Washington, DC, USA, 2010.



Brain Sci. 2012, 2 681

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

Nephew, B.C.; Caffrey, M.K.; Felix-Ortiz, A.C.; Ferris, C.F.; Febo, M. Blood oxygen
level-dependent signal responses in corticolimbic “emotions” circuitry of lactating rats facing
intruder threat to pups. Eur. J. Neurosci. 2009, 30, 934-945.

Cohen, J.; Bridges, R.S. Retention of maternal behavior in nulliparous and primiparous rats:
Effects of duration of previous maternal experience. J. Comp. Physiol. Psychol. 1981, 95, 40—45.
Bridges, R.S.; Zarrow, M.X.; Gandelman, R.; Denenberg, V.H. Differences in maternal
responsiveness between lactating and sensitized rats. Dev. Psychobiol. 1972, 5, 123—-127.

Stern, J.M.; Mackinnon, D.A. Postpartum, hormonal, and nonhormonal induction of maternal
behavior in rats: Effects on T-maze retrieval of pups. Horm. Behav. 1976, 7, 305-316.

Stern, J.M. Somatosensation and Maternal Care in Norway Rats. In Advances in the Study of
Behavior; Rosenblatt, J.S., Hinde, R.A., Beer, C.G., Busnel, M.C., Eds.; Academic Press:
New York, NY, USA, 1996; pp. 243-294.

Numan, M. Motivational systems and the neural circuitry of maternal behavior in the rat. Dev.
Psychobiol. 2007, 49, 12-21.

Vernotica, E.M.; Lisciotto, C.A.; Rosenblatt, J.S.; Morrell, J.I. Cocaine transiently impairs
maternal behavior in the rat. Behav. Neurosci. 1996, 110, 315-323.

Fiorino, D.F.; Phillips, A.G. Facilitation of sexual behavior in male rats following
D-amphetamine-induced behavioral sensitization. Psychopharmacology 1999, 142, 200-208.
Ferris, C.F.; Kulkarni, P.; Sullivan, J.M., Jr.; Harder, J.A.; Messenger, T.L.; Febo, M. Pup
suckling is more rewarding than cocaine: Evidence from functional magnetic resonance imaging
and three-dimensional computational analysis. J. Neurosci. 2005, 25, 149—-156.

Mattson, B.J.; Williams, S.; Rosenblatt, J.S.; Morrell, J.I. Comparison of two positive reinforcing
stimuli: Pups and cocaine throughout the postpartum period. Behav. Neurosci. 2001, 115,
683-694.

Mattson, B.J.; Williams, S.E.; Rosenblatt, J.S.; Morrell, J.I. Preferences for cocaine- or
pup-associated chambers differentiates otherwise behaviorally identical postpartum maternal rats.
Psychopharmacolgy 2003, 167, 1-8.

Bosch, O.J.; Neumann, [.D. Brain vasopressin is an important regulator of maternal behavior
independent of dams’ trait anxiety. Proc. Natl. Acad. Sci. USA 2008, 105, 17139-17144.

Nephew, B.C.; Bridges, R.S. Central actions of arginine vasopressin and a Vla receptor
antagonist on maternal aggression, maternal behavior, and grooming in lactating rats. Pharmacol.
Biochem. Behav. 2008, 91, 77-83.

Nephew, B.C.; Bridges, R.S. Arginine vasopressin Vla receptor antagonist impairs maternal
memory in rats. Physiol. Behav. 2008, 95, 182—186.

Post, R.M.; Contel, N.R.; Gold, P. Impaired behavioral sensitization to cocaine in vasopressin
deficient rats. Life Sci. 1982, 31, 2745-2750.

Van Ree, J.M.; Burbach-Bloemarts, E.M.; Wallace, M. Vasopressin neuropeptides and acquisition
of heroin and cocaine self-administration in rats. Life Sci. 1988, 42, 1091-1099.

Zhou, Y.; Bendor, J.T.; Yuferov, V.; Schlussman, S.D.; Ho, A.; Kreek, M.J. Amygdalar
vasopressin mRNA increases in acute cocaine withdrawal: Evidence for opioid receptor
modulation. Neuroscience 2005, 134, 1391-1397.



Brain Sci. 2012, 2 682

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

Johns, J.M.; Lubin, D.A.; Walker, C.H.; Meter, K.E.; Mason, G.A. Chronic gestational cocaine
treatment decreases oxytocin levels in the medial preoptic area, ventral tegmental area and
hippocampus in Sprague-Dawley rats. Neuropeptides 1997, 31, 439-443.

Elliot, J.C.; Lubin, D.A.; Walker, C.H.; Johns, J.M. Acute cocaine alters oxytocin levels in the
medial preoptic area and amygdala in lactating rat dams: Implications for cocaine-induced
changes in maternal behavior and maternal aggression. Neuropeptides 2001, 35, 127—134.
Keverne, E.B. Central mechanisms underlying the neural and neuroendocrine determinants of
maternal behaviour. Psychoneuroendocrinology 1988, 13, 127-141.

Kendrick, K.M.; da Costa, A.P.C.; Broad, K.D.; Ohkura, S.; Guevara, R.; Lévy, F;
Keverne, E.B. Neural control of maternal behaviour and olfactory recognition of offspring. Brain
Res. Bull. 1997, 44, 383-395.

Bridges, R.S.; Nephew, B.C.; Larry, R.S. Neuroendocrine Control: Maternal Behavior.
In Encyclopedia of Neuroscience; Academic Press: Oxford, UK, 2009; pp. 333-342.

Erskine, M.S.; Barfield, R.J.; Goldman, B.D. Postpartum aggression in rats: II. Dependence on
maternal sensitivity to young and effects of experience with pregnancy and parturition. J. Comp.
Physiol. Psychol. 1980, 94, 495-505.

Lonstein, J.S.; Simmons, D.A.; Swann, J.M.; Stern, J.M. Forebrain expression of c-fos due to
active maternal behaviour in lactating rats. Neuroscience 1997, 82, 267-281.

Caffrey, M.K.; Nephew, B.C.; Febo, M. Central vasopressin Vla receptors modulate neural
processing in mothers facing intruder threat to pups. Neuropharmacology 2010, 58, 107-116.
Pawluski, J.L.; Vanderbyl, B.L.; Ragan, K.; Galea, L.A. First reproductive experience persistently
affects spatial reference and working memory in the mother and these effects are not due to
pregnancy or “mothering” alone. Behav. Brain Res. 2006, 175, 157—-165.

Pawluski, J.L.; Walker, S.K.; Galea, L.A. Reproductive experience differentially affects spatial
reference and working memory performance in the mother. Horm. Behav. 2006, 49, 143—-149.
Kinsley, C.H.; Madonia, L.; Gifford, G.W.; Tureski, K.; Griffin, G.R.; Lowry, C.; Williams, J.;
Collins, J.; Mclearie, H.; Lambert, K.G. Motherhood improves learning and memory. Nature
1999, 402, 137-138.

Pawluski, J.L.; Galea, L.A. Hippocampal morphology is differentially affected by reproductive
experience in the mother. J. Neurobiol. 2006, 66, 71-81.

Kinsley, C.H.; Trainer, R.; Stafisso-Sandoz, G.; Quadros, P.; Marcus, L.K.; Hearon, C.;
Meyer, E.A.; Hester, N.; Morgan, M.; Kozub, F.J.; Lambert, K.G. Motherhood and the hormones
of pregnancy modify concentrations of hippocampal neuronal dendritic spines. Horm. Behav.
2000, 49, 131-142.

Liu, D.; Diorio, J.; Tannenbaum, B.; Caldji, C.; Francis, D.; Freedman, A.; Sharma, S.;
Pearson, D.; Plotsky, P.M.; Meaney, M.J. Maternal care, hippocampal glucocorticoid receptors,
and hypothalamic-pituitary-adrenal responses to stress. Science 1997, 277, 1659-1662.

Liu, D.; Diorio, J.; Day, J.C.; Francis, D.D.; Meaney, M.J. Maternal care, hippocampal
synaptogenesis and cognitive development in rats. Nat. Neurosci. 2000, 3, 799-806.

D’Amato, F.R.; Zanettini, C.; Sgobio, C.; Sarli, C.; Carone, V.; Moles, A.; Ammassari-Teule, M.
Intensification of maternal care by double-mothering boosts cognitive function and hippocampal
morphology in the adult offspring. Hippocampus 2011, 21, 298-308.



Brain Sci. 2012, 2 683

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

Frankfurt, M.; Salas-Ramirez, K.; Friedman, E.; Luine, V. Cocaine alters dendritic spine density
in cortical and subcortical brain regions of the postpartum and virgin female rat. Synapse 2011,
65, 955-961.

Braun, K.; Poeggel, G. Recognition of Mother’s voice evokes metabolic activation in the medial
prefrontal cortex and lateral thalamus of Octodon degus pups. Neuroscience 2001, 103, 861-864.
Lorberbaum, J.P.; Newman, J.D.; Horwitz, A.R.; Dubno, J.R.; Lydiard, R.B.; Hamner, M.B.;
Bohning, D.E.; George, M.S. A potential role for thalamocingulate circuitry in human maternal
behavior. Biol. Psychiatry 2002, 51, 431-445.

Strathearn, L.; Li, J.; Fonagy, P.; Montague, P.R. What’s in a smile? Maternal brain responses to
infant facial cues. Pediatrics 2008, 122, 40-51.

Lonstein, J.S.; Stern, J.M. Site and behavioral specificity of periaqueductal gray lesions on
postpartum sexual, maternal and aggressive behaviors in rats. Brain Res. 1998, 804, 21-35.
Gammie, S.C.; Nelson, R.J. cFOS and pCREB activation and maternal aggression in mice. Brain
Res. 2001, 898, 232-241.

Erskine, M.S.; Barfield, R.J.; Goldman, B.D. Intraspecific fighting during late pregnancy and
lactation in rats and effects of litter removal. Behav. Biol. 1978, 23, 206-218.

King, J.A.; Garelick, T.S.; Brevard, M.E.; Chen, W.; Messenger, T.L.; Duong, T.Q.; Ferris, C.F.
Procedure for minimizing stress for fMRI studies in conscious rats. J. Neurosci. Methods 2005,
148, 154-160.

Ferris, C.F. Functional magnetic resonance imaging and the neurobiology of vasopressin and
oxytocin. Prog. Brain Res. 2008, 170, 305-320.

Ferris, C.F.; Stolberg, T.; Kulkarni, P.; Murugavel, M.; Blanchard, R.; Blanchard, D.C.; Febo, M.;
Brevard, M.; Simon, N.G. Imaging the neural circuitry and chemical control of aggressive
motivation. BMC Neurosci. 2008, 9, doi:10.1186/1471-2202-9-111.

Paxinos, G.; Watson, C. The Rat Brain in Stereotaxic Coordinates, 3rd ed.; Academic Press:
Boston, MA, USA, 1997.

Swanson, L.W. Brain Maps: Structure of the Rat Brain, 2nd ed.; Elsevier Science: Boston, MA,
USA, 1999.

© 2012 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article

distributed under the terms and conditions of the Creative Commons Attribution license

(http://creativecommons.org/licenses/by/3.0/).




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 841.680]
>> setpagedevice


