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Fig. 3. Representative example of optogenetic induction of REM sleep in
ChAT-ChR2* mice showing the unprocessed EEG and EMG traces. (A) Hyp-
nogram of wake, NREM sleep, and REM sleep shows the changing sleep
states across the stimulation. The black bar indicates the timing of optical
stimulation (5-ms pulse at 5-Hz for 60 s). Sleep-wake states were determined
by analyzing the power spectra of the EEG (B) and the raw EEG and EMG (C).

Wake and REM Sleep Stimulations. Eighty-second (5 ms at 5 Hz)
stimulations during wakefulness caused a small increase in the
probability of wakefulness for the 4 min after the beginning of
the stimulation [0.92 (95% CI: 0.91-0.93, n = 167) for ChAT-
ChR2"* mice compared with 0.90 (95% CI: 0.90-0.91, n = 75) for
ChAT-ChR2™ mice; difference of the means = 1.6 (95% CI: 0.9—
2.4)]. Eighty-second (5 ms at 5 Hz) stimulations during REM
sleep did not change the duration of REM sleep between ChAT-
ChR2" mice 73.2-s (95% CI: 62.9-83.8, n = 87), ChAT-ChR2"~
mice 71.5-s (95% CI: 57.3-86.7, n = 51), and baseline days with
no stimulation for 82.8 s in both ChAT-ChR2* and ChAT-
ChR2™ mice (95% CI: 77-88.5, n = 333). Lack of a significant
difference was calculated using the difference of the means and
98.3% (Bonferroni correction for three comparisons) CIs of
the difference.
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Fig. 4. Probability of REM sleep as a function of time (mean and 95% ClI).
Probability of REM sleep in ChR2" (blue) and ChR2~ (red) mice for PPT
stimulation across 60-s (A), 80-s (B), and 180-s (C) stimulations (stimulation
time marked by black bars). Probability of REM sleep for LDT stimulation
across 60-s (D), 80-s (E), and 180-s (F) stimulations (stimulation time marked
by black bars).
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Table 1. Number of stimulations per condition
Stimulation length, s ChR2* ChR2™
PPT 60 150 151
80 168 146
180 171 929
LDT 60 196 181
80 226 219
180 163 183
Discussion

PPT and LDT Cholinergic Neurons Are Important for REM Sleep
Initiation but Not REM Sleep Maintenance. Activation of choliner-
gic neurons in the PPT or LDT during NREM sleep increased
the probability of REM sleep (Fig. 4) and the number of REM
sleep episodes (Fig. 5) but not the duration of REM sleep epi-
sodes (Fig. 6). REM sleep probability for the PPT 180-s stimu-
lation reached its peak of 0.30 (95% CI: 0.26-0.35) at 2 m and
25 s, and then started to decline (Fig. 4C). As has been suggested
before (34), there are likely different mechanisms controlling
REM sleep initiation vs. REM sleep maintenance. Activation of
cholinergic cells in the basal forebrain during REM sleep was
able to increase the duration of REM sleep episodes (35),
whereas stimulation of the PPT during REM sleep in this study
was not able to prolong REM sleep episodes. The present study
suggests that cholinergic PPT and LDT neurons are important
modulators of REM sleep initiation but not REM sleep main-
tenance. PPT 180-s stimulation increased REM sleep more than
the LDT 180-s stimulation for ChR2* mice (difference of means
15.72 s, 99% CI: 3.90-27.51 s). This difference suggests that
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Fig. 5. Group data demonstrate that optogenetic activation of choliner-
gic neurons in the PPT and LDT increased REM sleep. Activation of the PPT
(A) increased REM sleep during the stimulation window for 60-s, 80-s, and
180-s stimulations, whereas activation of the LDT (D) increased REM sleep
for the 60-s and 80-s stimulations. PPT activation decreased NREM sleep for
all stimulations (B), whereas LDT activation only decreased NREM sleep for
the 60-s stimulation (E). (C and F) Wakefulness during the stimulation
window did not change, except for a small increase for the 60-s PPT
stimulation. *Significant differences between groups with 99% confidence
(details of the numbers used to generate the inference are provided in
Table 2).
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Fig. 6. Optogenetic activation of cholinergic neurons in the PPT and LDT
increased the number of REM sleep episodes but not REM sleep episode
duration. The percentage of stimulations that induced REM sleep per
number of REM sleep episodes increased for the PPT (A) and LDT (D). The
duration of REM sleep episodes that started within the stimulation window
did not change for the PPT (B) or LDT (E). The power spectra were not dif-
ferent for PPT-induced (C) or LDT-induced (F) REM sleep compared with
noninduced REM sleep in the same ChR2* mice. *Significant differences
between groups with 99% confidence (details of the numbers used to
generate the inference are provided in Table 2).

although both areas contain cholinergic neurons, the PPT may
be better situated in the REM sleep circuitry to control REM
sleep initiation.

Implications for the Role of PPT and LDT Cholinergic Neurons in REM
Sleep Modulation. The PPT and LDT contain multiple sub-
populations of REM-on neurons, which have made it difficult to
distinguish the differential roles of each subtype. C-fos studies
show both cholinergic and GABAergic REM-on neurons in rats
(23), and juxtacellular recordings have found both GABAergic
and glutamatergic REM-on neurons (13). Interestingly, this
juxtacellular study did not find any cholinergic REM-on neurons.
Instead, the identified cholinergic neurons were active during
both wake and REM sleep, with the majority firing the highest
during REM sleep (13). The cholinergic agonist carbachol in-
duced prolonged REM sleep by inhibiting presumably cholin-
ergic REM-on neurons and exciting presumably noncholinergic
REM-on neurons in the cat pons (10). The present study dem-
onstrated that selective optogenetic activation of cholinergic
neurons in the PPT and LDT induced REM sleep in mice.
Monoamines are thought to inhibit REM sleep, and cholinergic
neurons in the LDT are inhibited by serotonin in both rat (36) and
guinea pig (37) brain slices. The selective 5-hydroxytryptamine 1A
(5-HT 4) receptor agonist 8-hydroxy-2-(di-n-propylamino)tetralin
(8-OH-DPAT) selectively inhibits presumably cholinergic PPT
REM-on neurons but not wake-on/REM-on neurons in cats (8).
Therefore, it was surprising that Grace et al. (20) found that local
PPT delivery of 8-OH-DPAT increased REM sleep in rats. In
theory, this manipulation should inhibit cholinergic REM-on
cells, which would have been expected to decrease REM sleep.
In light of the multiple cell types that are now known to exhibit
a REM-on firing pattern in the LDT and PPT (13), it is possible
that serotonin inhibited GABAergic or glutamatergic REM-on
neurons. In addition, it is possible that serotonin inhibition of
cholinergic PPT occurs through other receptor subtypes or that
selectivity for the 5-HT;4 receptor by 8-OH-DPAT is lost at
high concentrations. Also, SHT;5 serotonin receptor mRNA
has only been found in GABAergic but not cholinergic neurons
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in the PPT of the mouse (38). Taken together, these data sug-
gest that it is possible Grace et al. (20) inhibited GABAergic or
glutamatergic REM-on neurons to get an increase in REM sleep,
whereas we selectively activated cholinergic REM-on neurons to
get an increase in REM sleep. Interestingly, both manipulations
resulted in a change in the number of REM sleep episodes and did
not change REM sleep episode duration, suggesting that the PPT
is involved in REM sleep initiation but not REM sleep mainte-
nance. Additional studies are needed to tease apart the differen-
tial roles of cholinergic, GABAergic, and glutamatergic REM-on
cells in the PPT and LDT. There are about 50% fewer cholinergic
cells compared with GABAergic cells in the PPT and LDT (29), in
addition to intermingled glutamatergic cells. The fact that acti-
vation of a small number of cholinergic cells can elicit a strong
increase in REM sleep adds to the strength of the evidence that
those cholinergic neurons are important for REM sleep initiation.

Basal forebrain cholinergic neurons also contribute to the
regulation of sleep and wakefulness. Carbachol injection into the
basal forebrain of cats increased wakefulness (39). A recent
study optogenetically activated cholinergic neurons in the basal
forebrain during wake, NREM sleep, and REM sleep (35). Ac-
tivation of basal forebrain cholinergic neurons during NREM
sleep induced transitions to wake and REM sleep. However,
these states were shorter in duration than natural wake and REM
sleep episodes, and the stimulation did not influence whether
wake or REM sleep was induced. Stimulation of the cholinergic
basal forebrain during wakefulness in Han et al. (35) decreased
NREM sleep. In the present study, stimulation of cholinergic
neurons in the PPT during wakefulness caused a small increase
in the probability of wakefulness. Optogenetic stimulation of

Table 2. Difference of ChR2* and ChR2™ means and 99% Cls

Stimulation Difference Lower Upper

length, s of means cl Cl  Significance
PPT
REM 60 4.2 1.5 7.2 Increase
80 8.0 3.0 13.0 Increase
180 245 11.6  37.0 Increase
NREM 60 -84 -12.1 -4.8 Decrease
80 -11.2 -16.5 5.7 Decrease
180 -30.9 -43.8 -16.2 Decrease
Wake 60 4.2 1.6 7.2 Increase
80 3.2 0.0 6.3 No change
180 6.4 -2.2 13.9 No change
Stimulations 60 0.2 0.1 0.3  Increase
that induced 80 0.2 0.1 0.3  Increase
REM, % 180 0.4 0.2 0.5 Increase
REM episode 60 8.2 -49.2 542 No change
duration 80 21.5 -8.1  50.5 No change
180 -17.7 -65.0 29.9 No change
LDT
REM 60 3.9 1.1 6.9 Increase
80 4.8 1.1 8.4 Increase
180 5.1 -4.7 15.6 No change
NREM 60 -4.1 -7.6 -0.6 Decrease
80 -2.6 -6.9 1.7 No change
180 -3.1 -14.9 8.7 No change
Wake 60 0.2 -2.3 2.8 No change
80 -2.2 -5.1 0.5 No change
180 -1.9 -10.3 6.4 No change
Stimulations 60 0.1 0.0 0.2 Increase
that induced 80 0.1 0.0 0.2  Increase
REM, % 180 0.1 -0.1 0.2 No change
REM episode 60 12.3 -334 52.0 No change
duration 80 4.1 —32.3  39.2 No change
180 1.2 -26.3 28.8 No change
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Fig. 7. Tips of the fiber optics were localized to the top of the PPT or LDT. (A) Location of each fiber optic tip above the PPT (@) and LDT (M) is shown on
coronal sections modified from the mouse brain atlas (33). Blue indicates ChR2" mice, and red indicates ChR2™ mice. (B) Vertical lines on the sagittal section
show the span of the coronal sections. Coronal DAPI-stained sections show representative tracts over the PPT (C) and LDT (D) left by 1’-dioctadecyl-3,3,3’,3'-
tetramethylindocarbocyanine perchlorate (Dil; pink)-coated fiber optics.

cholinergic basal forebrain neurons during REM sleep increased
the duration of REM sleep episodes, whereas stimulation of PPT
cholinergic neurons during REM sleep in the present study did
not prolong REM sleep. Basal forebrain carbachol injection
decreased the amount of pontine carbachol injection-induced
REM sleep-like state (39), suggesting that the basal forebrain
arousal promoting system interacts with the pontine REM
promoting system. Taken together, these findings suggest that
there may be a forebrain component to REM sleep mainte-
nance. Han el al. (35) concluded that the basal forebrain
cholinergic neurons are responsible for terminating NREM
sleep. This interpretation is complementary to our interpretation
that brainstem cholinergic neurons are important for initiating
REM sleep.

Implications for the Role of PPT and LDT Cholinergic Neurons in
Wakefulness. Given the wakefulness and REM sleep firing
profile of cholinergic PPT and LDT neurons (7-13), we would
have expected a larger effect on wakefulness. Instead, we only
found two conditions that slightly increased wakefulness: the
60-s PPT stimulations during NREM sleep and the 80-s PPT
stimulations during wakefulness. The PPT and LDT are well
positioned to activate the cortex during both wakefulness and
REM sleep. However, when activated during NREM sleep, the
brainstem cholinergic neurons preferentially shift an animal to
REM sleep vs. wakefulness.

Possible Explanations for the Delay in REM Sleep Onset After
Stimulation. The probability of REM sleep builds over the
time course of the stimulation. A few possibilities exist for why
the REM sleep transition is not an immediate switch with short
latency: (i) cholinergic tone must build up to a certain level
and meet a network threshold for the transition to occur; (if)
incomplete activation of the nucleus due to limited spread of
the light out of the fiber optic or nonoptimal placement of the
fibers; (iii) only one cholinergic brainstem center was activated
at a time due to the small size of the mouse brain and limited

588 | www.pnas.org/cgi/doi/10.1073/pnas.1423136112

space to target both the PPT and LDT simultaneously; and (iv)
cholinergic cells in the PPT and LDT are modulators of REM
sleep and exert their effect via projections to other REM-on
areas, such as the sublaterodorsal nucleus. Slice recordings
support cholinergic modulation of the sublaterodorsal nucleus,
where carbachol activated spinally projecting sublaterodorsal
nucleus neurons (40). Animals with fibers that were optimally
positioned over the PPT and had the highest fiber trans-
mittance had the strongest REM induction effect.

Limitations. The transgenic mice used in the present study have
been found to express extra copies of the vesicular ACh transporter
gene and have increased cholinergic tone (41). Behaviorally,
these mice have prolonged motor endurance and impaired
attention and memory. These mice were reported to be more
active at night than WT mice but had no difference in activity
level during the day. In our hands, we recorded sleep during the
day and found that the ChR2" mice had 4% REM sleep com-
pared with 3.7% REM sleep in the ChR2™ mice, and this dif-
ference was not statistically different. All of our experiments
were performed during the day, when locomotor activity and
percentage of REM sleep were the same between experimental
groups; therefore, we think our results are representative of the
true effect. The transgenic mice used in the present study
expressed ChR2 in cholinergic neurons throughout the brain.
Hence, it is possible that activation of cholinergic fibers of pas-
sage from other brain regions to the PPT or LDT contributed to
REM sleep induction. Future studies that selectively inhibit
cholinergic neurons in the PPT and LDT of nonhypercholinergic
mice are needed to determine if cholinergic neurons are neces-
sary for REM sleep generation.

Conclusions

The present findings demonstrate that activation of cholinergic
neurons in the PPT or LDT during NREM sleep is sufficient to
increase REM sleep in mice. The induced REM sleep state closely
resembles natural REM sleep. Selectively increasing cholinergic
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tone in the PPT or LDT increases the number of REM sleep
episodes but not the duration of REM sleep episodes. There-
fore, cholinergic neurons in the PPT and LDT remain potent
modulators of REM sleep initiation. This modulation of REM
sleep expression may occur via activation of other REM-on
neuron populations, such as the pontine reticular formation and
sublaterodorsal nucleus.

Materials and Methods

Adult male mice (n = 23) expressing ChR2 under the ChAT promoter (stock
no. 014546; The Jackson Laboratory) (31) and their WT littermates were
implanted with EEG and EMG electrodes and bilateral fiber optics in the
PPT or LDT. All experiments were approved by the Massachusetts Institute
of Technology Committee on Animal Care. The mice were placed in a re-
cording chamber while EEGs and EMGs were recorded for 6-8 h. Blue
light from a laser was used to stimulate the cholinergic PPT or LDT neu-
rons optogenetically during NREM sleep. Stimulations were 60 s, 80 s, or
180 s long, separated by at least 1 min, and each experiment consisted of
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~25 stimulations. EEGs and EMGs were used to score sleep manually.
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and percentage of REM sleep induced. The probability of REM sleep over
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histology. Patch-clamp of a ChAT-ChR2* mouse LDT slice was performed
to confirm light-induced action potentials. Statistical inferences were
determined by calculating 95% Cls for each group. The decision rule was
to reject the null hypothesis if zero is not in the 95% ClI of the difference
between the groups. Details of the experiment procedures are provided in
the S/ Materials and Methods.
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