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Abstract

The microinjection of nerve growth factor (NGF) into the cat pontine tegmentum rapidly induces
rapid eye movement (REM) sleep. To determine if NGF is involved in naturally-occurring REM
sleep, we examined whether it is present in mesopontine cholinergic structures that promote the
initiation of REM sleep, and whether the blockade of NGF production in these structures
suppresses REM sleep. We found that cholinergic neurons in the cat dorsolateral mesopontine
tegmentum exhibited NGF-like immunoreactivity. In addition, the microinjection of an
oligodeoxyribonucleotide (OD) directed against cat NGF mRNA into this region resulted in a
reduction in the time spent in REM sleep in conjunction with an increase in the time spent in
wakefulness. Sleep and wakefulness returned to baseline conditions 2 to 5 days after antisense OD
administration. The preceding antisense OD-induced effects occurred in conjunction with the
suppression of NGF-like immunoreactivity within the site of antisense OD injection. These data
support the hypothesis that NGF is involved in the modulation of naturally-occurring sleep and
wakefulness.
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1. Introduction

The ponto-mesencephalic junction contains structures that are responsible for the control of
behavioral states (Jones, 2005; Siegel, 2005; McCarley, 2007). Ascending and descending
projections arising from this reticular region play a key role in the regulation of cortical and
motor activity (Mitani et al., 1988; Pare et al., 1988; Jones, 1990; Semba et al., 1990;
Shiromani et al., 1990). A large population of cholinergic neurons in the latero-dorsal and
pedunculo-pontine tegmental nuclei (LDT and PPT), that are located in the dorso-medial
and dorso-lateral aspects of the mesopontine tegmentum, are thought to be critical for the
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control of REM sleep and wakefulness (Jones, 2005; Siegel, 2005; McCarley, 2007). These
cholinergic cells project ventrocaudally to the adjacent nucleus pontis oralis (NPO), which
contains neurons that are involved in the execution of the typical phenomena of REM sleep,
as well as rostrally to the thalamus and hypothalamus (ibid.).

It has been unambiguously demonstrated that neurotrophins, in addition to their trophic
actions, are capable of acting both pre- and postsynaptically as modulators of neuronal
activity (Lohof et al., 1993; Knipper et al., 1994; Shen et al., 1994). In this regard, we have
reported that the microinjection of nerve growth factor (NGF) into the NPO of the cat
rapidly induces a state that, except for its long duration, is indistinguishable from naturally-
occurring REM sleep (Yamuy et al., 1995a). In addition, the NGF-induced REM sleep-like
state is mediated by tropomyosin-related kinase A (trkA) which binds with high affinity to
NGF and, to a lesser extent, to neurotrophin-3 (Yamuy et al., 2005).

Based upon the aforementioned data, we hypothesized that NGF acts as an endogenous
neuromodulator to promote the generation of naturally-occurring REM sleep. To confirm
this hypothesis, it is first necessary to demonstrate the existence of a source of NGF in
structures that are involved in the generation of REM sleep and, additionally, that a decrease
in the production of NGF at the source results in a reduction of the time spent in this
behavioral state. In the present study, we tested if cholinergic neurons in the LDT-PPT
exhibit NGF-like immunoreactivity and, additionally, we used local antisense
microinjections to block NGF synthesis in these nuclei. The data that were obtained lend
credence to our hypothesis, i.e., cholinergic neurons within the LDT-PPT show NGF-like
immunoreactivity and the antisense-induced blockade of NGF mRNA in the LDT-PPT
significantly reduces the occurrence of REM sleep.

2.1. NGF immunoreactivity in the LDT and PPT

In order to test the hypothesis that NGF acts as an endogenous modulator of REM sleep, we
first asked whether neurons in the LDT-PPT of the cat contained NGF. For this purpose, we
conducted a qualitative determination of NGF immunoreactivity in these structures. We
found that NGF-like immunoreactivity was present in neurons of the LDT-PPT at all of the
mesopontine levels that were examined. This result is illustrated in Fig. 1A-D for both the
LDT and PPT. Several control methods were used to establish the specificity of NGF
immunostaining. First, the omission of the primary antibody yielded sections that were
devoid of NGF-like immunostaining. Second, NGF-like immunoreactivity was suppressed
following the adsorption of the primary antibody with either a specific control peptide
(Santa Cruz Biotechnol., CA) or an NGF extract from the mouse submaxillary gland (Santa
Cruz Biotechnol., CA). Third, whereas the microinjection of human recombinant NGF
(Santa Cruz Biotechnol., CA) into the pontine tegmentum yielded strong NGF-like
immunostaining, pontine sections in which the primary antibody was adsorbed by a
saturating concentration of a specific control peptide provided by the manufacturer, a mouse
NGF extracted from the submaxillary gland, or a human recombinant NGF, did not show
NGF-like immunoreactivity (data not shown). Finally, the NGF primary antibodies that were
used in the present study marked cells in brainstem nuclei that are known to contain NGF
immunoreactive neurons, i.e., the cochlear, vestibular, and mesencephalic trigeminal nuclei
(see below) (Nishio et al., 1994; Jacobs and Miller, 1999).

Whereas neurons of diverse phenotypes are known to be present in the LDT-PPT (Clements
and Grant, 1990; Jones, 1990; Torterolo et al., 2001; Jia et al., 2003), we were interested in
determining whether the subpopulation of cholinergic neurons in the LDT-PPT contained
NGF, i.e., were NGF immunoreactive. Data obtained from double-labeling studies showed

Brain Res. Author manuscript; available in PMC 2012 September 21.



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

1duasnuey Joyiny vd-HIN

Ramos et al.

Page 3

that LDT-PPT cells that were immunostained for choline acetyltransferase (ChAT), the
synthetic enzyme for acetylcholine and a specific marker of cholinergic cells, also exhibited
NGF-like immunoreactivity; this result is illustrated in Fig. 2, wherein all of the ChAT-
containing neurons in the LDT (A and B) showed NGF-like immunostaining (C and D). On
the other hand, it is important to note that not all of the NGF-like immunoreactive neurons in
the LDT-PPT were ChAT immunostained. This is illustrated in Fig. 2 wherein neurons that
exhibited clear NGF-like immunostaining were devoid of ChAT (arrowheads in Fig. 2A and
D for the LDT, and arrowhead in Fig. 2C and F for the PPT). Although quantitative
determinations were not conducted in the present study, these data indicate that a portion of
NGF immunoreactive LDT-PPT neurons is hon-cholinergic. These NGF single-labeled cells
were medium- to large-sized and multipolar or fusiform in shape (arrowheads in Fig. 2D and
F).

2.2. Alterations in the architecture of the states of sleep and wakefulness

To block NGF production in the LDT-PPT nuclei, an antisense oligodeoxyribonucleotide
(OD) directed against cat NGF mRNA was microinjected into the LDT-PPT. The use of
antisense has been shown to be valuable in revealing the functional role of proteins in
behavior (Thakkar et al., 1999; Xi et al., 1999; Thakkar et al., 2003).

The microinjection site, a representative animal is shown in Figure 3; the injection was
located in the caudo-ventral PPT. The effects of the microinjection of the control and
antisense ODs in this cat are presented in Fig. 4. The percentage of time spent in REM sleep
during the days of injection of the control OD (indicated by the bar in the abscissa, upper
chart in Fig. 4A) was similar to that present during baseline sessions prior to and following
the control OD series of injections. In contrast, a decrease in the percentage of time spent in
REM sleep occurred during the microinjections of the antisense OD (indicated by the bar in
the abscissa, lower chart in Fig. 4A). This change was first detected during the second
antisense OD recording session, i.e., 24 hours after the beginning of the NGF antisense
series of microinjections. The maximum decrease in the time spent in REM sleep was
reached more than 48 hours after the initial application of the antisense OD; it amounted to a
65% reduction compared to baseline levels (lower chart in Fig. 4A). The percentage of time
spent in REM sleep was maintained, during a period of five days after the last antisense
injection, at levels lower than those of baseline sessions (Fig. 4A; this period lasted between
2-5 days in different cats). Note that in the fifth antisense session, REM sleep returned to a
level similar to that exhibited during baseline sessions. As illustrated in Fig. 4, the time
spent in REM sleep was reduced in the subsequent three days. Figure 4A also illustrates that
changes were not restricted to REM sleep. In conjunction with the decrease in the time spent
in REM sleep, there was an increase in the time spent in wakefulness (maximum increase,
78%) as well as a decrease in the time spent in NREM sleep (maximum decrease, 50%)
during the antisense OD series of injections (lower chart in Fig. 4A).

Hypnograms from the same animal that were constructed from a representative baseline
session and the third day of control and antisense OD injection sessions are presented in Fig.
4B. Whereas during baseline and control OD sessions similar patterns of distribution of
episodes of sleep and wakefulness occurred, in the antisense OD session there was a
decrease in REM sleep and an increase in wakefulness (lower hypnogram in Fig. 4B). These
changes were particularly evident during the second half of the recording session.

Similar changes in the architecture of sleep and wakefulness were observed in all antisense
OD-injected animals. The mean percentages of time spent in sleep and wakefulness
observed in each animal during antisense OD sessions, compared to those obtained during
baseline sessions, are depicted in Fig. 5A. Note that in one cat there was a slight decrease in
wakefulness (experiment identified by triangles in Fig. 5A, left-hand bar chart), and in two
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cats there was an increase in NREM sleep (experiments indicated by triangles and diamonds
in Fig. 5A, middle bar chart). In contrast, the microinjection of antisense OD was
consistently followed by a decrease in REM sleep in all animals (Fig. 5A, right-hand bar
chart).

Although the injection procedures were exactly the same, paired comparison of the data
obtained following microinjections of control OD and antisense OD in three cats (empty and
solid bars in Fig. 5B, respectively), wherein each cat serves as its own control, revealed that
there was a statistically significant difference in the mean percentage of time spent in
wakefulness, NREM sleep, and REM sleep (Fig. 5B).

Multifactorial analyses of variance (ANOVA) accompanied by the Scheffé post hoc test
were conducted using the pooled data obtained from all the animals for each treatment.
These analyses confirmed the existence of significant differences in the means for the
percentage of time spent in wakefulness, NREM sleep, and REM sleep during baseline and
control antisense sessions compared with those obtained during antisense sessions (Table 1).

It is important to note that, because all of the antisense OD injection days were
systematically selected for the foregoing statistical analyses, the changes in the mean
percentage of time spent in sleep and wakefulness are underestimated. Indeed, there were no
evident behavioral state alterations during the first antisense OD injection day, and recovery
to baseline levels were observed during the latter antisense OD injection days. This
conservative approach was used in order to avoid the possibility of a biased selection of
experimental data and strengthen the obtained results.

No significant differences in the means of the measured variables were present when
baseline sessions were compared to those in which the control OD was injected (Table 1).

Finally, in the two animals in which a second series of antisense OD injections were
performed, a decrease in REM sleep time was observed as in the first antisense OD
microinjection series. This decrease in REM sleep time was accompanied by a decrease in
NGF-like immunoreactivity (see below).

2.3. Latency to the onset of sleep states

All of the microinjections of ODs were conducted while the cats were awake. Therefore, we
examined whether the latencies to the onset of NREM and REM sleep were altered during
antisense OD recording sessions. Hence, the mean latency to the onset of REM sleep was
significantly longer during antisense sessions than during baseline and control antisense
sessions (Table 1). In addition, similar analyses revealed that the latency to the onset of
NREM sleep during NGF antisense OD sessions was significantly longer than that during
baseline sessions, but did not reach statistical significance against the control OD sessions
(Table 1).

2.4. Frequency and duration of episodes of sleep and wakefulness

The changes in the time spent in the states of sleep and wakefulness that were present
following the administration of NGF antisense could have been due to alterations in the
frequency and/or duration of individual episodes of each behavioral state. The analysis
revealed that there was a statistically significant reduction in the mean frequency of REM
sleep episodes during antisense OD sessions compared to baseline and control OD sessions
(Table 1). Furthermore, there were no statistically significant changes in the mean frequency
of wakefulness and NREM sleep episodes. In addition, there was a statistically significant
increase in the mean duration of wakefulness episodes during antisense OD sessions
compared with baseline and control OD sessions. On the other hand, there were no
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statistically significant changes in the mean duration of NREM and REM sleep episodes
(Table 1). Thus, significant changes in the frequency or duration of episodes were confined
to REM sleep and wakefulness. This is consistent with the concept that the injected
antisense OD acted on cells in a region, i.e., the LDT-PPT, that is specifically involved in
the control of REM sleep and wakefulness (Webster and Jones, 1988; Steriade et al., 1990;
Datta et al., 2001; Jones, 2005).

2.5. Patterns of EEG activity that characterize sleep and wakefulness

Because the microinjection of NGF antisense was followed by changes in the architecture of
sleep and wakefulness, we sought to determine whether these changes were correlated with
alterations in the frequency components of the electroencephalogram (EEG). Typically, an
activated EEG (low-amplitude, high-frequency wave patterns) is present during wakefulness
and REM sleep, whereas a synchronized EEG (high-amplitude, low-frequency wave
patterns) occurs during NREM sleep, i.e., different frequency bands are known to be
predominant during each state of vigilance (Steriade, 2005).

No major changes in the frontal and parietal EEG, electro-oculogram (EOG), electrogram of
the lateral geniculate nucleus (LGN) or electromyogram (EMG) were observed by visual
inspection after the microinjection series, neither during wakefulness nor during sleep. In
Fig. 6 the distribution of the power for frequencies between 0 and 60 Hz of the frontal EEG
is illustrated for quiet wakefulness, deep NREM sleep, and REM sleep. These line charts
show that the power spectra for each behavioral state were similar for baseline, control and
NGF antisense sessions.

2.6. NGF-like immunoreactivity in the LDT-PPT following the microinjection of NGF

antisense

To verify that the behavioral effects of the antisense OD occurred as a consequence of a
decrease in the levels of NGF in the LDT-PPT, we examined whether NGF-like
immunoreactivity changed in these structures in cats that were euthanized during the peak of
the antisense-induced behavioral effects. Data obtained from triple-labeling experiments are
illustrated in the photomicrographs in Fig. 7. The region of antisense OD application was
marked, with an injection of the control antisense OD that was tagged with fluorescein
isothiocyanate (FITC); microvessels, glial cells and the profile of neurons that took up the
tagged control OD are shown in Fig. 7A (neurons are indicated by arrows). As described by
others, the neurons that took up the OD exhibited FITC fluorescence within their cytoplasm
and nucleus (Leonetti et al., 1991; Thakkar et al., 2003). The presence of cholinergic
neurons in the same region of the LDT is illustrated in Fig. 7B; note that these are typical
medium- to large-sized, ChAT-containing neurons and that they are also immunofluorescent
for the tagged OD (merged image in Fig. 7C). The identical region of the LDT is depicted
under bright field microscopy in order to visualize NGF immunoreactivity (Fig. 7D); the
neuronal profiles are empty or difficult to distinguish from the background indicating that
NGF immunoreactivity was virtually absent. Thus, in contrast with the suppression of NGF
immunostaining, ChAT immunoreactivity was intact in cholinergic LDT-PPT neurons and,
in addition, these cholinergic cells appeared to be normal in size and morphology.

In order to determine that the antisense OD-induced blockade of NGF synthesis was site
specific, we examined if NGF immunostained neurons were present in brainstem regions
that were not exposed to the injected NGF antisense. Whereas NGF immunoreactivity was
suppressed within the boundaries of the antisense OD injection (Fig. 8A-C), neurons in the
mesencephalic trigeminal, cochlear, and vestibular nuclei exhibited clear NGF
immunoreactivity (Fig. 8D-F); these nuclei have been shown to contain NGF
immunoreactive neurons (Nishio et al., 1994; Jacobs and Miller, 1999). Furthermore, it is
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important to note that, based on both tagged OD and NGF immunoreactivities, the injections
of the NGF antisense did not reach the LDT-PPT in their entirety. As shown in Fig. 9A-D,
areas in these nuclei that were adjacent to the injection site were devoid of NGF
immunoreactivity, whereas distant regions exhibited NGF immunolabeled neurons.

3. Discussion

Three fundamental results are reported in the present study. First, NGF-like
immunoreactivity is present in neurons in the cat LDT-PPT, including the large population
of cholinergic cells involved in the control of wakefulness and REM sleep (Jones, 2005).
Second, the application of an antisense OD directed against cat NGF mRNA into the LDT-
PPT is followed by a decrease in REM sleep and an increase in wakefulness. Third, the
antisense OD-induced alterations in the architecture of the sleep-wake cycle are associated
with a selective decrease in NGF-like immunoreactivity in LDT-PPT cells. Taken together,
these results provide evidence that NGF in LDT-PPT neurons is involved in the control of
naturally-occurring REM sleep and wakefulness.

3.1. Alterations in the states of sleep and wakefulness following the microinjection of
antisense OD

The time spent in REM sleep as well as the frequency of REM sleep episodes were
significantly reduced, and the latency to the onset of this state increased, following antisense
OD administration; nevertheless the duration of the REM sleep episodes were not modified.
These results agree with our hypothesis that NGF acts to enhance naturally-occurring REM
sleep (Yamuy et al., 1995a). However, the effect of antisense was not selective for this
behavioral state, i.e., the frequency of the episodes, and time spent in wakefulness increased,
while the latency and time spent in NREM sleep decreased. Therefore, our results raise the
question of how a deficit in NGF in LDT-PPT neurons could have promoted changes in
wakefulness, REM sleep and, to a lesser extent, NREM sleep.

An antisense OD-induced non-specific effect on the sleep-wake cycle is unlikely because
the randomized OD, injected under identical conditions, did not produce behavioral state
changes. Furthermore, the antisense OD elicited changes predominantly in wakefulness and
REM sleep. This is consistent with the fact that neurons in the LDT-PPT, an arm of the
ascending reticular activating system (ARAS), are involved in the control of both of these
behavioral states (Steriade, 1996; Skinner et al., 2004; Jones, 2005; Torterolo and Vanini,
2010). These nuclei contain cholinergic and non-cholinergic cells that are active during
wakefulness and/or REM sleep and project rostrally to thalamic and hypothalamic regions
where they excite neurons that are responsible for activating the EEG (Hallanger and
Wainer, 1988; Steriade et al., 1990; Semba and Fibiger, 1992). In addition, a subpopulation
of cholinergic cells in the LDT-PPT are active during REM sleep and project to the NPO
(Webster and Jones, 1988; Jones, 1990; Semba and Fibiger, 1992). The small decrease in
NREM sleep (12%) is likely a consequence of the large increase in wakefulness induced by
the injection of the antisense OD into an area that is known to be a part of ARAS.

The antisense and control ODs were microinjected, at the same time of day, on successive
days. Therefore, circadian factors that could influence the action of the drug were
minimized. In addition, the antisense OD induced changes in sleep and wakefulness became
evident between 24 and 72 hours after the first injection. These results indicate that the
manipulation procedures, per se, did not contribute to the changes in behavioral states.
Rather, based upon studies that have examined the antisense-induced blockade of other gene
protein products (Wahlestedt et al., 1993; Barclay et al., 2002; Ettaiche et al., 2006), this
period of time is consistent with a blocking action at the translational level of protein
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synthesis plus the time required for depleting NGF in axons and synaptic terminals of LDT-
PPT cells (Heumann et al., 1984; Ure and Campenot, 1997).

Data in the literature show the existence of NGF-induced modulatory actions on cholinergic
synapses (Sala et al., 1998; Auld et al., 2001). We have recently obtained preliminary data
that indicate that NGF acts presynaptically to enhance the muscarinic postsynaptic excitation
of NPO neurons in the rat (Yamuy et al., 2004; Yamuy et al., 2005). Thus, the decrease in
REM sleep is probably due to an antisense OD-induced deficit in the content of NGF in
LDT-PPT synaptic terminals that impinge on NPO REM-on neurons. However, cholinergic
LDT-PPT projections to the thalamus are excitatory and activate the EEG (Curro Dossi et
al., 1991; Steriade et al., 1991a; Steriade et al., 1991b). If NGF acts in a similar manner in
all LDT-PPT cholinergic synapses, opposite antisense-induced effects should have been
observed, i.e., excitatory projections from the LDT-PPT to thalamic and hypothalamic
neurons would be expected to be less effective following the antisense OD-induced deficit in
NGF, thus resulting in a decrease in wakefulness. In spite of this, it is important to note that
cholinergic LDT-PPT neurons exhibit a powerful muscarinic autoinhibitory effect through
recurrent axon collaterals (el Mansari et al., 1990; Leonard and Llinas, 1994). It is possible
that, by also decreasing the autoinhibition of wake-on cholinergic neurons, the net result of
the antisense OD-induced deficit in NGF is an enhanced drive for wakefulness.
Notwithstanding the speculative nature regarding the antisense OD mechanisms of action,
the results indicate that this neurotrophin exerts a modulatory effect that enhances REM
sleep and reduces wakefulness.

3.2. Patterns of EEG electrical activity following the microinjection of antisense OD

The power spectrum of the frontal EEG following antisense OD injections was similar to
those obtained during baseline and control OD sessions. Animals that are deprived of
NREM sleep exhibit increased slow wave activity (SWA; delta frequency band, between 0.5
and 4 Hz) that reflects augmented sleep pressure (Borbely, 1982). The absence of an
increased SWA during antisense treatment agrees with the observation that the decrease in
NREM sleep was minimal following the administration of antisense OD. In spite of the
antisense-induced changes in the amount of wakefulness and REM sleep, the lack of
changes in the frequency components of the EEG during these states suggests that the
behavioral state-specific patterns of electrical activity of neurons that are critical for EEG
activation remained unchanged.

3.3. NGF-like immunoreactivity in the LDT and PPT

A large population of LDT-PPT neurons exhibited NGF-like immunoreactivity in naive
animals; whereas we did not attempt to conduct quantitative analyses, it is likely that most
of these NGF-like immunoreactive neurons were cholinergic, i.e., contained ChAT. These
data indicate that there is an endogenous source of NGF in the LDT-PPT of the cat and that
this neurotrophin plays a role in the mesopontine neurons that are involved in the control of
REM sleep and wakefulness (Jones, 2004; McCarley, 2004). Recently, we reported that
another neurotrophin, neurotrophin 3 (NT-3), was also present in LDT-PPT cholinergic cells
(Yamuy et al., 2002). It is possible that these neurotrophins provide a trophic support to the
LDT-PPT cells in the cat. Another possibility is that NGF is involved in mechanisms of
synaptic modulation of neuronal activity. In favor of this hypothesis, the local application of
the antisense OD was followed by a suppression of NGF-like immunoreactivity and clear
changes in sleep and wakefulness; no degradative changes in cholinergic LDT-PPT cells,
indicative of trophic alterations, were detected. These results are in agreement with the large
body of evidence that demonstrates that neurotrophins, including NGF, act as
neuromodulators of neuronal activity in the adult central and peripheral nervous systems
(Lohof et al., 1993; Shen et al., 1994; Wang et al., 2002; Luther and Birren, 2006).
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Several reasons support the concept that the immunostaining obtained in cat brain tissue was
specific for NGF. First, we employed two different antibodies which have been reported to
specifically immunostain for NGF (Quartu et al., 1997; Kawai et al., 2002; Quartu et al.,
2003); both yielded similar qualitative results. Second, we carried out control experiments in
order to confirm the specificity of NGF immunoreactivity, including a) the omission of the
primary antibody suppressed or greatly attenuated NGF immunoreactivity, b) preadsorption
of the primary antibody using mouse NGF, human NGF, and a specific peptide provided by
the manufacturer suppressed NGF immunoreactivity, and ¢) immunohistochemistry for NGF
in pontine sections that were obtained from a cat that was injected with human recombinant
NGF into the pontine reticular formation yielded a strong NGF signal in the site of injection.
Third, we confirmed, in the cat, the presence of NGF-like immunostained neurons in nuclei
that have been previously reported to exhibit NGF immunoreactivity, i.e., the mesencephalic
trigeminal, cochlear and vestibular nuclei (Nishio et al., 1994; Jacobs and Miller, 1999).
Fourth, the site of injection of antisense OD in the LDT-PPT was devoid of NGF
immunoreactive cells, whereas the LDT-PPT, in more distant regions, contained cholinergic
cells that exhibited NGF immunoreactive neurons. Therefore, the results of these
experiments lend credence to the concept that the primary antibodies used in the present
study specifically bound to endogenous NGF.

Because the antisense OD did not diffuse into distant structures in the brainstem, the source
of NGF is expected to be local to the site of injection. However, we can't discard that the
antisense OD reach sleep-related areas in the vicinity of the PPT, specially the NPO.

Therefore, the presence of NGF-like immunoreactivity in neurons in the LDT-PPT suggests
that these neurons are capable of synthesizing this neurotrophin. However, the use of
techniques that reveal the existence of NGF mRNA, i.e., in situ hybridization, is necessary
to prove that NGF is actually produced in LDT-PPT cholinergic cells.

Previous studies in rodents have reported that NGF was present in mesopontine areas only
during development and that cultured PPT cholinergic cells were devoid of and
unresponsive to NGF (Knusel and Hefti, 1988; Maisonpierre et al., 1990; Lauterborn et al.,
1994). Differences in the experimental design and/or the species used in our studies may be
responsible for these discrepancies. In fact, there are data that suggest that the mesopontine
REM sleep generating mechanism differ in rodents and cats (Fuller et al., 2007; Luppi et al.,
2007; McCarley, 2007).

3.4. NGF immunoreactivity in the LDT-PPT following the microinjection of antisense OD

The reversibility of antisense OD-induced effects on sleep and wakefulness and the lack of
effect of the control, randomized OD demonstrate that the antisense treatment was not toxic
to neurons in the LDT-PPT. To determine the antisense OD effectiveness and specificity in
blocking the synthesis of NGF, immunohistochemical studies were carried out in cats that
were euthanized during antisense treatment. These experiments revealed that NGF
immunoreactivity in the LDT-PPT was suppressed or decreased compared to that observed
in naive cats. Notwithstanding the changes in NGF-like immunoreactivity levels in
cholinergic cells in the LDT-PPT, these neurons maintained their normal shape and size, and
their ChAT immunostaining was qualitatively intact. These data confirm that the antisense
OD was not deleterious and produced a specific decrease in NGF. However, the antisense
OD did not induce a total suppression of REM sleep. This was likely due to the fact that the
drug reached only a portion of neurons in the LDT-PPT; it is virtually impossible to affect in
its entirety such a large and irregularly shaped structure.
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3.5. Conclusions

The present results reveal that the antisense-induced blockade of NGF synthesis in the LDT-
PPT in the cat produces significant alterations in REM sleep and wakefulness. These data
provide physiologic significance to our previous reports that showed that the application of
NGF into the NPO induces REM sleep via its binding to trk receptors present in neurons and
axon terminals in this nucleus (Yamuy et al., 1995a; Yamuy et al., 2000; Yamuy et al.,
2002; Yamuy et al., 2005). Taken together, our results support the hypothesis that NGF acts
as an endogenous modulator in the mechanisms responsible for the generation of naturally-
occurring REM sleep and the suppression of wakefulness. Further investigation is necessary
to confirm whether the cellular source of NGF synthesis are the LDT-PPT cholinergic
neurons and the subcellular mechanisms whereby this neurotrophinergic system exerts its
influence in the control of REM sleep and wakefulness.

4. Experimental procedure

A total of eight adult cats were used in the present study. Five of these animals were used in
experiments aimed at determining the behavioral effects of antisense injections into the
LDT-PPT; two of the foregoing experimental cats and three naive animals were used for
immunohistochemical studies. All cats were in good health, throughout the experiments, as
determined by veterinarians in the Department of Laboratory Medicine of UCLA School of
Medicine. Efforts were made to use a minimal number of animals and the experimental
procedures that were employed were in accord with the guidelines set forth in the Guide for
the Care and Use of Laboratory Animals, National Research Council (1996).

4.1. Surgical procedures

Details of the preparation of cats for monitoring behavioral states and microinjecting drugs
into the rostral pontine tegmentum have been previously reported (Yamuy et al., 1993;
Yamuy et al., 1995a; Yamuy et al., 2002). Under isoflurane anesthesia, screw electrodes
were placed in the calvarium for the recording of the frontal and parietal EEG and in the
orbital bone for the recording of the EOG,; strut electrodes were directed stereotaxically to
the LGN in order to examine ponto-geniculo-occipital (PGO) waves. All electrodes were
connected to a female Winchester plug. Two plastic tubes, which were used to maintain the
animal's head in a stereotaxic position without pain or pressure as well as the Winchester
plug were fixed to the skull with acrylic resin. A 5-mm diameter hole was trephined
overlying the posterior fossa in order to provide access for a cannula for drug
microinjection. The hole was covered with a sterile bonewax plug. At the completion of
surgery, antibiotics were administered parenterally for three days. The skin margins
surrounding the implant were kept clean and topical antibiotics were administered on a daily
basis.

4.2. Antisense against cat NGF mRNA

To block the synthesis of NGF, we used a phosphorothioated antisense
oligodeoxyribonucleotide (OD) directed to cat NGF mRNA,; phosphorothioated ODs have
an increased resistance to exo- and endonucleases, are less toxic and highly soluble. A
randomized phosphorothioated OD was used as control. In addition, a fluorescein-labeled,
randomized, phosphorothioated control OD was used to determine the uptake of the ODs by
neurons in the LDT-PPT and the site of OD injection within the ponto-mesencephalic
junction. The ODs were designed and manufactured by Biognostik® (Gottingen, Germany).
The sequences of these ODs were as follows: a) antisense NGF, 5’ - GTG AAC AGC ACG
CG - 3', which targets bases 37-50 of the NGF mRNA total sequence; b) randomized control
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antisense, 5’ - ACT ACT ACA CTA GAC TAC - 3'; and c¢) FITC labeled randomized
control antisense, 5’ - GTC CCT ATA CGA CC - 3.

4.3. Recording and antisense injection procedures

The cats were adapted to the head restraining device (Model 880, David Kopf, CA) for at
least two weeks. During the recording sessions, the animals were placed into a sound-
attenuated box (approximately 1 m3 in volume) with a one-way viewing window. The box
was maintained at a temperature of 23 °C with lights on. Two stainless steel wires, insulated
except for 1 mm at their tips, were inserted into the posterior cervical muscles to monitor the
EMG. The frontal EEG, EOG, nuchal EMG and the electrical activity of the LGN were
recorded on a Grass polygraph (Model 7). The amplified signals were digitized and stored
on a Macintosh G4 computer using a 1320 Digidata A-D card (Instrutech Corporation, New
York) and Axograph acquisition software (Axograph Scientific).

Cats were recorded during a) baseline sessions in which the animals were already habituated
to the experimental setting, b) control sessions in which bilateral injections of the
randomized OD were delivered, and c) antisense sessions in which bilateral injections of the
OD directed against cat NGF mRNA were delivered. The solution of the antisense OD or a
randomized version of the NGF antisense (2-5 nmols in 1 pl of phosphate buffered saline,
PBS) were injected bilaterally into an area of the ponto-mesencephalic tegmentum that
encompasses portions of the LDT-PPT (P 0to —1.5, L 2 to 3, H -2.5 to -4, according to
Berman's atlas using a 2 pl Hamilton microsyringe (Berman, 1968). This region of the LDT-
PPT contains a large number of cholinergic cells (Jones and Beaudet, 1987). It should be
noted that, in the cat, there is a partial overlap of catecholaminergic neurons of the locus
coeruleus with cholinergic neurons in the LDT-PPT (Jones and Beaudet, 1987). However,
because the overlapping of cholinergic and catecholaminergic cells principally occurs in
areas caudal to P —2 (ibid.), the antisense OD centered in a region in which
catecholaminergic neurons are scarce. OD injections in each side of the brainstem were
conducted sequentially, separated by a ten minutes period of time; the injection of the 1 pl
OD solution was completed in a period of 15 minutes.

Five cats received one series of antisense OD injections; each series consisted of bilateral
injections delivered in three to six consecutive days. Three of these cats received, in addition
to the antisense OD, an identical series of control, randomized OD. Antisense OD and
randomized OD series of injections were separated by, at least, 7 days. In each daily session,
recording was begun after a period of one hour in which the animal was either undisturbed
with the door of the chamber open (baseline session) or being bilaterally injected with the
control or antisense ODs (control and antisense sessions, respectively). All control and
antisense OD injections were completed by 10:00; baseline, control, and antisense sessions
lasted approximately 6 hours (from 10:00 to 16:00, approximately, during the lights-on
period of the day).

In two animals, a second antisense OD microinjections series was performed. These series
were truncated at the third day (peak of the antisense-induced effects). The animals were
euthanized 3 hours later in order to see the effect on the antisense OD on NFG-like
immunoreactivity. The FITC-labeled, randomized, control OD was also injected in these
animals 21 hours prior to euthanasia. This FITC-labeled OD was visualized in mesopontine
sections that were immunostained for NGF and ChAT (see below). In these animals the
location of the FITC-labeled OD confirmed that the injections series targeted the LDT-PPT
(see Figure 7). In the rest of the animals we verified that the injections series targeted the
LDT-PPT, by visualization of the cannula track in selected sections.
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4.4. Perfusion and Fixation

Under deep anesthesia induced by Nembutal (20 mg/kg, i.v.), the cats were perfused
transcardially with 1.5 | of heparinized saline, followed by 4% paraformaldehyde, 15%
saturated picric acid, 0.25 glutaraldehyde, in 0.1M PB (pH 7.4). The brainstem was removed
and post-fixed overnight in 2% paraformaldehyde, 7.5% saturated picric acid in 0.1M PB
with 10% sucrose. It was then blocked and cryo-protected in 25% sucrose in 0.1M PB.
Thereafter, brainstem blocks were serially sectioned on a Reichart-Jung cryostat at a
thickness of 14 to 25 pum.

4.5. Immunohistochemical procedures

Immunohistochemical studies to determine the presence of NGF and ChAT in the LDT-PPT
were conducted in brainstem tissue that was obtained from three naive and two antisense
OD-injected cats.

NGF-like immunostaining—NGF-like immunoreactivity was visualized using bright
field and immunofluorescence microscopic techniques. For fluorescence immunostaining,
the free-floating sections were rinsed four times during a period of 25 min, followed by a 60
min blocking step using 10% normal donkey serum (NDS). The sections were then
incubated for two days (the first day at 4°C and then moved to room temperature) with
constant gentle rotation in 0.1 M PBS - 0.2% Triton x100 (PBST) — 0.1% Na azide - 6%
NDS with anti-NGF (#AB1528sp, Chemicon International, Temecula, California) at a
dilution of 1:300. The sections were then rinsed for a period of 25 min in PBST, followed by
a 3-hr incubation in donkey anti-sheep rhodamine Red-X with 3% bovine serum albumin
(BSA) in PBST at a dilution of 1:100. Thereafter, the sections were rinsed in PBST,
mounted onto Superfrost Plus slides (VWR International) and coverslipped using
Vectashield mounting media (Vector Laboratories, Burlingame, CA).

For bright field microscopy visualization of NGF immunostaining, free-floating sections
were pretreated with 0.3% H,0, PBS for 30 min. The sections were rinsed four times during
a period of 25 min, which was followed by a blocking step using 10% normal donkey serum
in PBST for 60 min. Next, they were incubated for two days (the first day at 4°C and then
moved to room temperature) with gentle rotation in 0.1 M PBS - 0.1% Na azide - 6%NDS
with anti-NGF (#sc-548, Santa Cruz Biotechnology, Santa Cruz, CA or #AB1528sp,
Chemicon International, Temecula, CA) at 1:500. After rinsing in PBST, the tissue was
incubated for 90 minutes in a biotinylated donkey anti-rabbit IgG at a 1:300 dilution
(Jackson Laboratories, West Grove, PA). The sections were then rinsed in PBST and treated
with the ABC complex (Vector standard Elite kit; Vector Laboratories, Burlingame, CA) at
a dilution of 1:200 for 60 min. After another rinsing, peroxidase activity was visualized by
the DAB method, as previously described (Yamuy et al., 1998). Control procedures are
specified in the Results section.

ChAT immunostaining—The same brainstem sections that were processed for NGF
bright field visualization were rinsed five times during a period of 30 minutes, followed by a
blocking step using 10% NDS for 60 min. They were then incubated for 72 hours (48 hours
at 4 degrees and the last 24 hours at room temperature) with gentle rotation in PBST - 0.1%
Na azide - 3% NDS with an antibody directed against ChAT (Chemicon International,
Temecula, CA) diluted at 1:400. The sections were rinsed several times in PBST and placed,
for 3 hr, into a fluorescent secondary 1gG (obtained from Jackson Immunoresearch, West
Grove, PA). A donkey 1gG raised against rabbit conjugated to Rhodamine Red-X was used
at a concentration of 1:100. The sections were rinsed several times in PBST, mounted onto
Superfrost Plus slides (VWR International), and coverslipped using Vectashield mounting
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media (Vector Laboratories, Burlingame, CA). We have utilized the same methodology and
antibodies in previous studies (Yamuy et al., 1995b; Torterolo et al., 2001).

4.6. Data analysis

The anatomical studies focused on NGF, ChAT, and the fluorescein-tagged control OD
labeling in neurons in the LDT-PPT. Specifically, we examined, in coronal brainstem
sections, the following region of the pontine reticular formation: rostro-caudally, from P 0 to
P -1.5 (Berman, 1968); mediolaterally, from the lateral border of the raphe dorsalis to L 5
(ibid.); and dorsoventrally, from the floor of the fourth ventricle to a horizontal plane
passing through the middle of the pontine tegmentum (ibid.). In this region, the area
circumscribed by cholinergic cells was globally considered as part of the LDT-PPT.

Bright field photomicrographs were taken with a Photometrics CoolSnap CF camera
attached to a Nikon Eclipse 80i Microscope. Photomicrographs captured under fluorescence
conditions were taken with a Photometrics CoolSnap ES camera also attached to the Nikon
Eclipse 80i. Adequate filters were used for visualization of FITC and rhodamine
fluorescence. The images were digitized and stored with MetaMorph software (A.G. Heinze
Precision MicroOptics, CA) and saved on a Dell PC computer. Images were then prepared
for presentation using commercial imaging software (Adobe PhotoShop and Adobe
[ustrator).

Polygraphic recordings were used to score records of behavioral states and to construct
hypnograms using previously described criteria to define the states of sleep and wakefulness
(Yamuy et al., 1995a).

In order to determine whether antisense-induced effects were significant, data were taken
from baseline sessions, and from all days of each control OD and antisense OD series of
injections.

The results are presented as means * the standard error of the mean (SEM). The level of
statistical significance between the mean values of the time spent in different behavioral
states that were obtained from paired, control and antisense OD injections within each
animal was evaluated using the two-tailed paired Student's t test (the results of 15 antisense
OD and the correspondent 15 control OD microinjection were paired in 3 cats). For multiple
comparisons, multifactorial ANOVA, followed by Scheffé post hoc tests, were used (5 cats,
see Table 1). The Scheffé test is robust and does not require the assumption of equal
variance, normal distribution, or equal sample size. In all statistical tests, the criterion
chosen to discard the null hypothesis was set at P < 0.05.

We also examined the possibility that the antisense OD altered the frequency components of
the EEG that are typical for each behavioral state. Using fast Fourier transforms (FFT,
developed for the Axograph software), the power of frequencies between 0 and 60 Hz were
determined for the frontal EEG. Accordingly, FFT of 5 artifact-free samples, 10 s in
duration each, were obtained during quiet wakefulness, deep NREM sleep and REM sleep
from representative baseline (5 cats; 75 samples in total), control antisense (3 cats; 45
samples in total), and antisense (5 cats; 75 samples in total) recording sessions. The samples
selected for the antisense microinjections were from the recording day in which the maximal
effect on REM sleep was evident. To evaluate differences in the EEG power spectrum,
confidence interval tests that are included in the Axograph software were employed.
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Abbreviations

ANOVA analyses of variance

ARAS ascending reticular activating system
ChAT choline acetyltransferase

DAB diaminobenzidine

EEG electroencephalogram

EMG electromyogram

EOG electro-oculogram

FITC fluorescein isothiocyanate
FFT fast Fourier transforms

LDT laterodorsal tegmental nucleus
LGN lateral geniculate nucleus
NDS normal donkey serum

NGF nerve grown factor

NPO nucleus pontis oralis

NREM non-REM

NT-3 neurotrophin 3

oD oligodeoxyribonucleotide
PBS phosphate buffered saline
PBST PBS plus triton

PGO ponto-geniculo-occipital

PPT pedunculo-pontine tegmental nucleus
REM rapid-eye movement

SEM standard error of the mean
SWA slow wave activity

trkA tropomyosin-related kinase A
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Figure 1.

NGF immunoreactivity is present in neurons in the LDT and PPT of the cat. A large number
of NGF immunoreactive neurons were distributed throughout a region of the pontine
tegmentum that encompasses the LDT and PPT (A). These neurons were medium to large in
size (20-40 um in soma diameter) and round, fusiform, or multipolar in shape in both the
LDT (arrows in B, C, and D) and the PPT (E). NGF immunoreactive dendritic processes
were present throughout the LDT-PPT (arrowheads in C). Scattered in the LDT, particularly
in its periaqueductal portion, were small-sized cells, probably glia, that also exhibited NGF
immunoreactivity (arrowheads in B). NGF immunoreactivity was visualized using the DAB
method for bright-field microscopy (A, B, C, and E) or immunofluorescence techniques (D,
rhodamine). Calibration bars A and B, 200 um; C, D and E, 40 um.
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Figure 2.
Cholinergic neurons in the LDT and PPT contain NGF. Neurons in the LDT that exhibited

choline acetyltransferase (ChAT) immunoreactivity (A), also showed NGF immunostaining
(D). A subset of these ChAT+, NGF+ neurons is depicted in B and E, at a larger
magnification. A similar co-localization of ChAT and NGF was observed in the PPT (C and
F). Note, however, that not all NGF-containing cells were immunostained for ChAT (NGF
single-labeled cells indicated by arrowheads in A and D). The photomicrographs in A-E
were taken from a single pontine section that was stained for ChAT (rhodamine) and NGF
(DAB method). The photomicrographs in C and F were obtained from another single
pontine section that was treated similarly. Calibration bars, 40 um.
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Figure 3.

Microinjetion site of a representative antinsense OD microinjection. The Figure depicts two
nearby hemisections counterstained with Nissl and immunostained for NGF (inset) of a
representative animal. The arrows indicate the microinjection site. Calibration bars: 2 mm.
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Figure 4.

The microinjection into the LDT-PPT of an antisense oligodeoxynucleotide (OD) directed
against NGF cat mRNA produces changes in sleep and wakefulness. The charts in A
illustrate the relative time spent in each behavioral state during daily recording sessions
without injections (baseline), with control OD injections (control OD) and antisense OD
injections (antisense). This cat received a series of five control and antisense OD injections
that were delivered in consecutive days (marked by the bars in the abscissa in the upper and
lower charts in A). The control and antisense OD series were separated by 25 days.
Hypnograms taken from a representative baseline session and from the third day of control
and antisense OD injections depict the alterations in sleep and wakefulness cycle that
typically occurred during antisense OD sessions (B).
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Figure 5.

The antisense oligodeoxynucleotide (OD) injections into the dorsolateral mesopontine
tegmentum produced significant changes in the states of sleep and wakefulness. The mean
percentage time spent in wakefulness, NREM sleep, and REM sleep pooled from each series
of antisense OD sessions (filled symbols in A, each symbol represents the mean value
obtained from one animal) were different than those obtained from representative baseline
sessions (empty symbols in A). Note that the mean time spent in REM sleep decreased
during antisense OD sessions in all cases. However, because the antisense OD changes were
manifest during the second or third day of injection, the effects are likely underestimated
(see charts in Fig. 4A). The data in A were obtained from five cats, which were injected with
the antisense OD. The mean percentage of time spent in wakefulness, NREM sleep, and
REM sleep during the recording sessions in which a randomized control antisense or an
antisense OD were microinjected into the LDT-PPT are illustrated in B. Compared to the
control OD (empty bars in B), the antisense OD produced an increase in wakefulness and a
decrease in NREM sleep and REM sleep (solid bars in B). The difference in the means for
the three behavioral states was statistically significant according to the paired t test
(wakefulness, P = 0.0017, NREM sleep, P = 0.0045; REM sleep, P = 0.0028; n = 15). As
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indicated for the charts in A, because the effect of the NGF antisense exhibited a delay of at
least one day and data from all injection recording sessions were included, the difference in
the means for all states are likely underestimated. The data in B were obtained from three
cats that were injected with both the control and antisense ODs in series that consisted of
five microinjections each, delivered on five consecutive days. Control and antisense OD
series of injections in each animal were separated by at least one week. For further details,
see Methods and Results.
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Figure 6.

The EEG power spectrum is not altered following antisense OD administration. The mean
frequency distribution obtained from frontal EEG recordings during wakefulness, NREM
sleep, and REM sleep (A, B, and C, respectively) were similar, i.e., the confidence intervals
overlapped, for baseline, control OD, and antisense OD recording sessions (indicated by
green, blue and red line curves, respectively). Each curve is the mean power spectrum
pooled from five representative, 10 second episodes of each behavioral state that were
obtained from representative baseline (5 cats), control OD (3 cats), and antisense OD (5
cats) recording sessions.
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Figure 7.

The antisense OD blocks the production of NGF within the region of injection in the LDT-
PPT. An FITC-labeled control antisense was microinjected 18 hours prior to the last
antisense OD injection, which preceded euthanasia by approximately 3 hours (see Methods).
The FITC-labeled OD was taken up by neurons in the LDT that exhibit immunofluorescent
nuclei and cytoplasms (arrows in A). A subpopulation of FITC-labeled neurons are ChAT
immunoreactive, i.e., cholinergic in nature (B and the merged image of A and B, in C). The
identical field in the LDT shows that these cholinergic cells are devoid of NGF
immunoreactivity (D). ChAT immunolabeling was processed with rhodamine; NGF
immunoreactivity was visualized with the DAB method. Calibration mark, 40 pm.
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Figure 8.

The blockade of NGF production is restricted to the site of antisense OD injections. The
antisense was taken up by neurons in the LDT of a cat that was injected with an FITC-
labeled control antisense into the same area where the antisense OD was applied (arrows in
A); the immunolabeled neurons included a contingent of ChAT-containing cells (arrows in
B). These cholinergic neurons exhibited only faint NGF immunoreactivity (arrows in C). In
contrast, in nuclei more distant to the antisense OD injection, neurons were strongly
immunoreactive for NGF (mesencephalic trigeminal nucleus, D; cochlear nucleus, E; and
vestibular complex, F). ChAT immunolabeling was processed for rhodamine visualization;
NGF immunoreactivity was visualized with the DAB method. Calibration marks, A-C, 40
um; D, E and F, 30 pum.
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Figure 9.

The blockade of NGF production occurs within and in the vicinity of the antisense OD
injection site in the latero-dorsal and pedunculo-pontine tegmental (LDT and PPT) nuclei. A
portion of the PPT that lacks the FITC-labeled control OD, located approximately 1 mm
anterior to the site of antisense OD application, shows ChAT-containing neurons (indicated
by arrows in A; merged image wherein ChAT is visualized in red and FITC in green). The
same cells exhibit strong NGF immunoreactivity (arrows in B). A site adjacent to the
injection of antisense OD, in the same animal, shows extra- and intracellular granular, FITC-
labeled, accumulations of the fluorescein-tagged control OD injected prior to euthanasia.
Some of the neurons at the site of antisense injection that took up the antisense OD were
cholinergic (arrows in C; merged image in which ChAT is visualized in red and FITC in
green). The same cholinergic cells in the injection site were virtually devoid of NGF
immunoreactivity (arrows in D). ChAT immunolabeling was processed with rhodamine;
NGF immunoreactivity was visualized with the DAB method. Calibration mark, 40 pum.
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Table 1

Changes in sleep and wakefulness that occurred following the microinjection of an antisense
oligodeoxynucleotide into the LDT-PPT region of the cat brainstem.

Baseline Control OD Antisense OD
Time Spent in Wakefulness (%) 17.2+0.01 20.0+0.03 30.9 +0.047 T
Time Spent in NREM Sleep (%) 61.7+0.01 57.7 £ 0.02 54.2 +0.03"
Time Spent in REM Sleep (%) 21.0+£0.004 224%001 14940 QL 11T
NREM Sleep Latency (min.) 11+0.18 1.9+0.50 4.0+1377F
REM Sleep Latency (min.) 17.0+£115 12.9+2.07 273+ 42611
Wake Episodes per hour 47+0.12 49+0.49 41+0.35
NREM Sleep Episodes per hour 53+0.13 5.4 +0.52 45+0.35
REM Sleep Episodes per hour 24£0.08 23+0.20 1.6 +0.12°77
Wake Episodes Duration (min.) 23+0.15 2.7+0.42 56+1.15 1t
NREM Sleep Episodes Duration (min.) 75+0.25 7.1+0.55 7.7+0.10
REM Sleep Episodes Duration (min.) 5.7+0.18 6.5+ 0.65 5.6+0.45

Values are means = SEM. The data were obtained from 100 baseline sessions, 15 control OD sessions and 27 antisense OD sessions, which were
conducted in five cats. The asterisks represent the level of statistical difference between the means of antisense OD sessions vs. baseline and
control OD sessions based on multifactorial ANOVA and the Scheffé post hoc test (differences between the means of baseline vs. control OD
sessions were not present); the crosses (1) indicate the presence of significant differences between control OD and antisense OD sessions.

*
P <0.03;

*:

=3
P <0.001;

Fok

*
P < 0.0005;

Kkkk
P < 0.0001.

TP <0.03;

TTP <0.01;

TTTP < 0.0001.
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