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Galanin receptor1 (GalR1) transcript levels are elevated in the rat
ventral periaqueductal gray (vPAG) after chronic mild stress (CMS)
and are related to depression-like behavior. To explore the mech-
anisms underlying the elevated GalR1 expression, we carried out
molecular biological experiments in vitro and in animal behavioral
experiments in vivo. It was found that a restricted upstream re-
gion of the GalR1 gene, from −250 to −220, harbors an E-box and
plays a negative role in the GalR1 promoter activity. The transcrip-
tion factor Scratch2 bound to the E-box to down-regulate GalR1
promoter activity and lower expression levels of the GalR1 gene.
The expression of Scratch2 was significantly decreased in the vPAG
of CMS rats. Importantly, local knockdown of Scratch2 in the vPAG
caused elevated expression of GalR1 in the same region, as well as
depression-like behaviors. RNAscope analysis revealed that GalR1
mRNA is expressed together with Scratch2 in both GABA and glu-
tamate neurons. Taking these data together, our study further
supports the involvement of GalR1 in mood control and suggests
a role for Scratch2 as a regulator of depression-like behavior by
repressing the GalR1 gene in the vPAG.
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Depression is the most prevalent mental disorder that affects
over 350 million people worldwide and is associated with a

great economic burden (1–3). Underlying mechanisms include
environmental stressors (4, 5), a significant heritability (6), and
genetic–environmental interactions (7). Increasing evidence
shows that conventional antidepressants, such as selective seroto-
nin reuptake inhibitors, can display side effects (8) and unsatis-
factory response rates (treatment resistance) (9), which restrict
their further application. There is therefore a need to further ex-
plore the molecular mechanisms underlying depression and to
search for novel therapeutic targets.
Galanin is a 29-amino acid neuropeptide (30 amino acid in

humans) (10) that is found in neurons in the peripheral and
central nervous system. In the rat brain, galanin is widely distrib-
uted and coexpressed with 5-hydroxytryptamine (5-HT) in dorsal
raphe nucleus neurons and with noradrenaline/norepinephrine in
locus coeruleus neurons (11–13). Animal experiments have shown
that stress and exercise robustly increase galanin expression in
noradrenergic neurons in the locus coeruleus (14–16). In fact,
there is increasing evidence that galanin is involved in the regu-
lation of many physiological and patho-physiological processes,
including depression or depression-like behavior and resilience
(17–24).
The action of galanin is mediated via three G protein-coupled

receptors, GalR1, GalR2, and GalR3 (25). All above-mentioned
galanin receptors have unique distribution patterns (26–28) and

exert their effects via different signaling pathways (25). GalR1
mainly activates Gi/o proteins to mediate inhibitory actions, such
as inhibiting adenylate cyclase (29–32) and opening potassium
channels (33). In contrast, GalR2 activates, among others, Gαq/
11 protein to relay the stimulatory effects of galanin, and GalR3
has a similar transduction profile to GalR1 (25).
Human genetic studies have shown that GalR1 may play a role

in various brain disorders. For example, GalR1 has been asso-
ciated with smoking and craving (34–36), stress and drug ad-
diction (37), depression (38, 39), and schizophrenia (40). Animal
experiments have also suggested involvement of GalR1 in addiction
(41) and in depression-like behaviors. For example, GalR1 mRNA
levels are significantly increased in the ventral periaqueductal gray
(vPAG) of rats exposed to chronic mild stress (CMS) (42). Inhibi-
tion of GalR1 in prefrontal cortex (PFC) alleviates the depressive-
like behavior in a rat postpartum depression model (43). Thus, up-
regulation of GalR1 in selective brain regions is associated with
depression-like behaviors.

Significance

Depression is a serious disease afflicting an increasing number
of people, including adolescents. Animal studies indicate that
the neuropeptide galanin and its three receptors, GalR1 to 3,
are involved in depression-like behavior, evidenced by in-
creased GalR1 transcript levels in the ventral periaqueductal
gray of “depressed” rats. Here, we show coexistence of Scratch2
and GalR1, identifying a possible mechanism underlying control
of GalR1 expression in this region: the transcription factor
Scratch2 lowers, via binding to an E-box in the GalR1 promoter,
expression of the GalR1 receptor. This may represent a further
role for Scratch2, earlier associated with embryonic develop-
ment, cell migration, and neurogenesis. Because GalR1 seems
involved in major depression, we discuss whether or not
Scratch2 also may play a role in the human disease.
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In contrast to the galanin gene (44), less is known about the
promoter region of the GalR1 gene. In the present study, we
investigated the upstream sequence of theGalR1 gene and found
that Scratch2 (45, 46), a member of the Snail superfamily of zinc-
finger (ZF) transcription factors (47, 48), binds to the E-box of
the GalR1 promoter. The Scratch family of transcription factors
is expressed in the nervous system (49) and is important for
embryonic development, cell migration, and neurogenesis (45,
46, 50–52). However, so far there is no report on possible in-
volvement of Scratch2 in the pathophysiology of mood. We

carried out in vitro molecular biological experiments and in vivo
animal behavioral experiments to explore, if Scratch2 is involved
in the depression-like behaviors in the rat by regulating GalR1
expression in the vPAG.

Results
Determination of the Rat GalR1 Gene Transcription Start Site. To
identify the transcription start site of the rat GalR1 gene, we car-
ried out a rapid amplification of cDNA ends (5′-RACE) analysis
using total RNA isolated from rat vPAG tissue. Sequence analysis
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Fig. 1. Location of the E-box element in the GalR1 promoter. (A) Initial characterization of the GalR1 promoter in PC12 cells using larger truncated fragments
from −1,500 to −200. One-way ANOVA, F(3, 8) = 1,219, P < 0.0001. (B) Refined analysis of the GalR1 promoter in PC12 cells using the smaller truncated
fragment from −300 to −200. One-way ANOVA, F(3, 8) = 585.3, P < 0.0001. (C) The 30-bp sequence between −250 and −220 of the GalR1 promoter was
cloned into pGL3-promoter vector and transfected into PC12 cells for 24 h, followed by monitoring and measuring of luciferase activity. T4 = 14.9, P < 0.0001.
pGL3-p: pGL3-promoter vector, pGL3-p-30: the pGL3-promoter vector containing above 30-bp sequence of the GalR1 promoter. (D) The reporter plasmid pGL-
250 was transfected into PC12 cells with or without decoy oligodeoxynucleotides for 24 h. Then, cells were collected and luciferase activities were analyzed.
T4 = 11.85, P < 0.001. (E) The oligonucleotides from −250 to −220 of the GalR1 promoter were labeled with digoxigenin (dig). Then, dig-labeled oligonu-
cleotides were incubated with PC12 cell nuclear extracts in the absence or presence of 250- or 500-fold excess of unlabled oligonucleotides. DNA–protein
complexes were resolved by nondenaturing PAGE. (F) Nucleotide sequences of the region from −250 to −220 of the GalR1 promoter. The E-box element is
underlined. The TRANSFAC database was used to identify putative cis-elements in this region. (G) Refined analysis of the GalR1 promoter using the smaller
truncated fragments from −250 to −220 in PC12 cells. One-way ANOVA, F(3, 8) = 511.8, P < 0.0001. (H) Effects of mutation of E-box on the activity of pGL-250.
T4 = 12.97, P < 0.001. Data are presented as mean ± SD (n = 3 per group). ***P < 0.001.

2 of 9 | PNAS Yang et al.
https://doi.org/10.1073/pnas.1922586118 Involvement of Scratch2 in GalR1-mediated depression-like behaviors in the rat ventral

periaqueductal gray

https://doi.org/10.1073/pnas.1922586118


showed that the rat GalR1 gene has one transcription start site,
which begins 229 bp upstream of the translation start site (SI Ap-
pendix, Fig. S1 A–C). The diagrammatic structure of the rat GalR1
gene is shown in SI Appendix, Fig. S1D, and partial sequences of
the rat GalR1 promoter and downstream region are shown in
SI Appendix, Fig. S2.

Identification of a Key Negative Region in the GalR1 Promoter. To
determine the main regulatory regions in the GalR1 promoter, a
1,500-bp fragment of the GalR1 promoter (−1,500/+1) and its
four 5′-deletion segments were cloned into the pGL3-basic
vector (SI Appendix, Table S1), and these reporter plasmids
were transfected into PC12 cells. As shown in Fig. 1A, deletion of
the region from −500 to −200 resulted in a remarkable increase
in luciferase activity, indicating the presence of putative negative
elements in this region. To determine the key negative elements
more accurately, we carried out a detailed 5′-deletion analysis of
the −500 to −200 region. As shown in Fig. 1B, deletion of −250
to −220 resulted in a significant increase in luciferase activity,
suggesting presence of negative elements in this restricted region.
To further determine the negative role of the −250 to −220

region, this sequence was inserted into the pGL3-promoter vector.
Luciferase activity confirmed that the region from −250 to −220
indeed reduced activity of the pGL3-promoter (Fig. 1C). To con-
firm the above results, we performed a DNA decoy assay, which
involves the delivery of double-stranded oligodeoxynucleotides
corresponding to a specific promoter region, resulting in changes
of target-gene transcription (53), further supporting the findings
mentioned above (Fig. 1D). Taking these data together, we find
that the region from −250 to −220 may play a critical, negative
role in the regulation of the GalR1 promoter activity.

The E-Box Is Involved in the Negative Regulation of the GalR1 Promoter
Activity. Because the region from −250 to −220 plays a negative
role in the regulation of GalR1 promoter activity, it may bind
some transcription factors. To explore this possibility, we per-
formed a gel-shift assay using nuclear extracts from PC12 cells.
As shown in Fig. 1E, a strong DNA complex was observed, which
was effectively out-competed by a 500-fold excess of unlabeled
probe. Moreover, GST protein did not bind to this probe, which
supported the specificity of the DNA–protein complex.
The region from −250 to −220 of the GalR1 promoter was

analyzed with the TRANSFAC database (54) to explore which
putative cis-element is present in this region, and a putative
E-box was found (Fig. 1F). To determine whether the E-box plays
a negative role in the regulation of GalR1 promoter activity, a 5′-
deletion analysis of the −250 to −220 region was carried out. As
shown in Fig. 1G, deletion of the region from −243 to −234 in-
creased the activity of the GalR1 promoter, suggesting a negative
regulatory role of the E-box. To further confirm the above results,
the E-box was mutated and the resulting increase in luciferase
activity suggested that this manipulation increased the activity of
pGL-250 in PC12 cells. Taken together, these results demonstrate
that the E-box acts as a negative modulator in the regulation of
the GalR1 promoter activity (Fig. 1H).

Scratch2 Binds to the E-Box of the GalR1 Promoter. To isolate the
putative transcription factors binding to the region from −250
to −220 of the GalR1 promoter, a DNA pull-down assay was
applied, and the bound proteins were analyzed by mass spec-
trometry. The results showed that a transcription factor, Scratch2,
is present in the bound proteins (Fig. 2A). The detailed results of
the mass spectrometric analysis of Scratch2 can be found in SI
Appendix, Table S4. Scratch2 contains an N-terminal SNAG do-
main, a Scratch domain, and a C-terminal ZF structure domain
(Fig. 2B). To determine whether Scratch2 could bind to the −250
to −220 region, a gel-shift assay was performed using recombinant
GST–Scratch2–ZF fusion protein and a digoxigenin (dig)-labeled

probe spanning the −250 to −220 segment. It was found that the
GST–Scratch2–ZF protein binds to the probe, whereas the GST
protein does not (Fig. 2C).
To verify the above results in vivo, a chromatin immunopre-

cipitation (ChIP) assay was carried out in PC12 cells and rat
vPAG tissues. As expected, the cross-linked DNA–Scratch2
complexes immunoprecipitated with Scratch2 antibody and were
detected by PCR amplification with primers spanning the −250
to −220 region (Fig. 2 E and F). For further confirmation, DNA
affinity precipitation was used to identify the DNA–protein in-
teractions (55). In fact, the DNA–Flag–Scratch2 complexes were
detected by anti-Flag antibody followed by the precipitation of
streptavidin beads (Fig. 2G).
To further determine whether the Scratch2 protein binds to

the E-box between −250 and −220, a gel-shift assay was then
carried out using recombinant GST–Scratch2–ZF protein and
mutant E-box oligonucleotides. As shown in Fig. 2H, mutation of
the E-box nearly abolished the formation of the DNA–protein
complex. Taken together, all of the above results strongly suggest
that Scratch2 binds to the E-box of the GalR1 promoter, both
in vitro and in vivo.

Scratch2 Regulates GalR1 Promoter Activity and GalR1 Gene Expression.
To determine whether Scratch2 is involved in the regulation of
GalR1 transcription, PC12 cells were transfected with pcDNA3.1-
Scratch2. Overexpression of Scratch2 significantly increased the
levels of Scratch2 in PC12 cells (Fig. 3A and SI Appendix, Fig.
S3A). Moreover, overexpression of Scratch2 efficiently decreased
the activity of pGL-250 and GalR1 mRNA levels (Fig. 3 B and C).
In agreement, knockdown of Scratch2 expression in PC12 cells by
Scratch2 small-interfering RNA (siRNA) resulted in a lower ex-
pression of Scratch2 in the PC12 cells (Fig. 3D and SI Appendix,
Fig. S3B). Finally, knockdown of Scratch2 increased the activity of
pGL3-250 and the expression of GalR1 at the mRNA level
(Fig. 3 E and F). Taken together, these data demonstrate that
Scratch2 can decrease expression of GalR1.
To identify which domain of Scratch2 is responsible for the

negative regulatory effect on the activity of the GalR1 promoter,
two eukaryotic truncated mutants, Scratch-ZF (amino acids 101
to 306) and ZF (amino acids 139 to 306), were constructed (Fig.
3G). Subsequently PC12 cells were transfected with either of the
two constructs, in both cases together with pGL3-250. Luciferase
activities revealed that deletion of the Scratch2 region from 1 to
100 abolished the repressive effect on GalR1 promoter activity,
suggesting that it is the SNAG domain that is involved in the
negative regulation of Scratch2 (Fig. 3H).

Scratch2 Is Expressed in GABAergic and Glutamatergic Neurons in the
vPAG. It has been reported that Scratch2 is expressed in the mouse
nervous system (51). We used a commercial Scratch2 antibody to
explore the distribution of this transcription factor in the rat brain.
The specificity of the antibody was determined using 1) Western
blotting together with overexpression or knockdown of Scratch2
(Fig. 3 A and D) and 2) immunofluorescence staining carried out
after preincubation with synthetic peptide derived from the region
from 1 to 130 of rat Scratch2 protein (SI Appendix, Fig. S4). Our
results show that Scratch2 is indeed expressed in the rat brain (SI
Appendix, Fig. S5). Meanwhile, our results also showed the pres-
ence and expression in most neurons of Scratch2 in the rat vPAG
(SI Appendix, Fig. S6).
To further phenotype the cellular expression of GalR1 and

Scratch2 in the vPAG, we carried out a series of multiplexed
in situ hybridization (RNAscope) assays. GalR1 transcripts were
observed throughout the vPAG, while more abundantly expressed
rostrally (Fig. 4A). We colabeled the GalR1+ neurons with major
neurotransmitter markers and identified two subgroups, expressing
Slc17a6 (coding vGlut2, glutamatergic neurons) and Slc32a1 (cod-
ing VGAT, GABAergic neurons), respectively (Fig. 4B, shows a
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rostral section). Notably, the GalR1+/Slc17a6+ subgroup often
expressed lower levels of GalR1 transcript and located more
laterally (Fig. 4B, box 1), while the GalR1+/Slc32a1+ subgroup
often expressed higher GalR1 transcript levels and occupied a
medial localization (Fig. 4B, box 2). In both GalR1+ subgroups,
the Scratch2 transcript was detected in the majority of the neu-
rons (Fig. 4 C and D).

CMS Decreases the Expression of Scratch2 in the vPAG. We then
determined the effect of CMS on the expression of Scratch2. This
treatment resulted in a decreased sucrose preference in the sucrose
preference test (SPT) (Fig. 5A), an increased immobility time in
the forced swim test (FST) (Fig. 5B), a shorter time spent in the
central area of an open field test (OFT) (Fig. 5C), and a reduced
total traveled distance in the OFT (Fig. 5D). We next examined the
expression of Scratch2 and GalR1 in the vPAG using laser-capture
microdissection from CMS and control groups (SI Appendix, Fig.
S7). Our real-time PCR results showed that CMS treatment re-
duced the expression of Scratch2 (Fig. 5E), but increased the ex-
pression of GalR1 in the rat vPAG (Fig. 5F). However, CMS did
not change the expression of Scratch2 significantly in the CA3 of
the dorsal hippocampus (SI Appendix, Fig. S8).

Knockdown of Scratch2 in the vPAG Induces Depression-like Behaviors.
Our previous study has shown that knockdown of GalR1 in the
vPAG attenuates depression-like behaviors in CMS rats (42).
Given the fact that Scratch2 decreases the expression of GalR1,
we speculated that knockdown of Scratch2 in the vPAG might
induce depression-like behavior in rats. To this end, rats were di-
vided into three groups: controls, scramble-siRNA–treated rats, and
Scratch2-siRNA–treated rats. Control rats were left undisturbed
in their home cages except for general handling once daily. Of the
other two groups, one was injected with scramble-siRNA lentivirus
and the second with Scratch2-siRNA lentivirus. The injection site
of the vPAG was described in our previous study (42). To further
determine the effect of Scratch2-siRNA on the expression of
Scratch2 in vivo, the injected vPAG tissues were collected by laser-
capture microdissection for real-time PCR analyses. As expected,
the Scratch2-siRNA significantly reduced the expression of
Scratch2 in the vPAG (Fig. 6A), whereas knockdown of Scratch2
efficiently increased the expression of GalR1 (Fig. 6B). However,
Scratch2-siRNA did not significantly change the expression of
GalR2 and GalR3 in vPAG (SI Appendix, Fig. S9).
To explore a possible role of Scratch2 in mood control, we

evaluated the behavior after lentivirus injection. As shown in
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Fig. 2. Scratch2 binds to the E-box of the GalR1 promoter. (A) The elution proteins from DNA pull-down assay were analyzed by mass spectrometry, and the
resulting peptide of Scratch2 was identified. (B) A schematic structure of Scratch2. (C) Dig-labeled oligonucleotides were incubated with GST–Scratch2–ZF
fusion protein, and the DNA–protein complexes were resolved by nondenaturing PAGE. (D) A schematic diagram for the GalR1 promoter harboring the E-box
element. (E and F) PC12 cells (E) or vPAG tissues (F) were lysed, and ChIP assays were performed by using anti-Scratch2 antibody. Then, the immunopreci-
pitated DNA was detected by real-time PCR. In E, T4 = 51.16, P < 0.0001. In F, T4 = 18.39, P < 0.0001. (G) DNA affinity precipitation assays were performed with
293T cells extracts expressing Flag-Scracth2 and a biotin-labeled probe spanning −250 to −220 of the GalR1 promoter. DNA precipitates were detected with anti-
Flag antibody. (H) The oligonucleotides described in Fig. 1F were labeled with digoxigenin. Dig-labeled oligonucleotides were incubated with GST–Scratch2–ZF
fusion protein, and DNA–protein complexes were detected by nondenaturing PAGE. Data are presented as mean ± SD (n = 3 per group). ***P < 0.001.
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Fig. 6C, the Scratch2-siRNA group showed a decrease in the
SPT compared with controls, whereas such a decrease was not
observed after injection of scramble-siRNA (Fig. 6C). In the
FST, the Scratch2-siRNA group showed a significant increase of
immobility time compared with the scramble-siRNA group as
well as the control group (Fig. 6D). In the OFT, the Scratch2-
siRNA group showed a significant decrease both of total traveled
distance and of central area time as compared with the scramble-
siRNA and control groups (Fig. 6 E and F).

Discussion
In the present study, we have identified a restricted region in the
GalR1 promoter that exerts a negative effect on its activity. We
demonstrate that the transcription factor Scratch2 binds to the
E-box of the GalR1 promoter and decreases the expression of
GalR1. Moreover, CMS exposure decreases the expression of
Scratch2 in the rat vPAG, and knockdown of Scratch2 selectively
in this region induces depression-like behaviors.

GalR1, one of three galanin receptor subtypes, has been
shown to be involved in depression-like behaviors, both in the rat
PFC (43) and vPAG (42). Because specific anti-GalR1 anti-
bodies for rodents are lacking (56, 57), the expression of GalR1
in the brain has only been shown at the mRNA level. In the rat
brain, GalR1 mRNA has a wide distribution, including the hy-
pothalamus, amygdala, locus coeruleus, ventral hippocampus,
and dorsal raphe nucleus (26–28). Our previous study has shown
that the GalR1 is expressed in the vPAG, and that CMS treat-
ment results in a significant increase of GalR1 mRNA levels in
vPAG and of depression-like behavior (42). However, little is
known about the mechanisms underlying these changes in GalR1
expression.
Using a 5′-RACE assay, we identified the transcription start

site of the GalR1 gene and found a longer 5′-UTR in this gene
compared with the one previously reported in the National Center
for Biotechnology Information database. In fact, a similar phe-
nomenon has also been observed in the 5′-UTR of theGalR2 gene
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Fig. 3. Scratch2 regulates the expression of the GalR1 gene. (A) PC12 cells were transfected with pcDNA3.1-Scratch2 or control for 24 h. Cells were lysed and
cell total proteins were detected by anti-Scratch2 antibody. (B) PC12 cells were cotransfected with pGL-250 and pcDNA3.1-Scratch2 for 24 h, and then lu-
ciferase activity was measured. T4 = 6.892, P < 0.01. (C) PC12 cells were transfected with pcDNA3.1-Scratch2 for 48 h, and real-time PCR was performed to
detect the GalR1 mRNA level. T4 = 8.933, P < 0.001. (D) PC12 cells were transfected with Scramble-siRNA or Scratch2-siRNA for 48 h. Then, cells were lysed and
Western blots were performed with anti-Scratch2 antibody. (E) PC12 cells were cotransfected with pGL-250 and Scratch2-siRNA for 48 h, and luciferase activity
was analyzed. T4 = 6.652, P < 0.01. (F) PC12 cells were transfected with Scramble siRNA or Scratch2 siRNA for 48 h, and real-time PCR was performed to detect
GalR1 mRNA levels. T4 = 9.013, P < 0.001. (G) Schematic drawings of Scratch2 and its truncation mutants. (H) PC12 cells were cotransfected with pGL-250 and
Scratch2 or its truncated mutants as indicated for 24 h, and luciferase activities were measured. One-way ANOVA, F(3, 8) = 35.34, P < 0.0001. Data are
presented as mean ± SD (n = 3 per group). **P < 0.01, ***P < 0.001.
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(58). We speculate that the previously reported 5′-UTR sequence
might not be intact because of RNA degradation. Moreover, we
carried out a series of deletion analyses and found that the region
from −250 to −220 of the GalR1 promoter plays an important

negative role in the regulation of the GalR1 promoter activity.
This inhibitory effect was confirmed by the DNA decoy assay, a
powerful tool for gene-regulation analysis (53). Although deletion
of the region from −1,500 to −1,000 also increases the activity of

Fig. 4. The expression of GalR1 and Scratch2 in the vPAG. GalR1 transcript expression in the vPAG detected by RNAscope assay at three different levels of
adult rat brain sections. (A) The density of GalR1+ cells is highest in the rostral PAG. (Scale bar, 200 μm.) (B) A rostral section of adult rat PAG triple-labeled for
GalR1, Slc17a6 (VGLUT2), and Slc32a1 (VGAT) transcripts using multiplexed RNAscope assay. Arrowheads point to GalR1+ neurons expressing Slc17a6 (selected
region 1: lateral vPAG) and Slc32a1 (selected region 2: medial vPAG), respectively. Note very high density of VGLU2 cells in the dorsal PAG. (Scale bar, 200 μm
in main figure, 30 μm in selected regions.) (C) RNAscope image showing expression of Scratch2 in the GalR1+/Slc17a6+ subgroup in the vPAG. (Scale bar,
20 μm.) (D) RNAscope image showing expression of Scratch2 in the GalR1+/Slc32a1+ subgroup in the vPAG. (Scale bar, 20 μm.)

B CA

D E F

Fig. 5. CMS decreases the expression of Scratch2 in the rat vPAG. (A–D) CMS treatment resulted in depression-like behaviors in CMS group compared with
control group. In A, T14 = 3.518, P < 0.01. In B, T14 = 5.203, P < 0.0001. In C, T14 = 4.652, P < 0.001. In D, T14 = 5.285, P < 0.0001. (E and F). The expression of
Scratch2 (E) and GalR1 (F) was detected with real-time PCR in rat vPAG tissues after CMS treatment. In E, T14 = 2.159, P < 0.05. In F, T14 = 2.406, P < 0.05. Data
are presented as mean ± SE (n = 8 per group). *P < 0.05, **P < 0.01, ***P < 0.001.
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the GalR1 promoter, this effect is less pronounced compared with
the deletion of the −250 to −220 region, suggesting that the latter
is the key negative region.
The E-box element is a canonical sequence to which Snail

superfamily members bind (47, 48). In the present study, we
found that a putative E-box (5′-ACAGGTG-3′) (59) is present in
the region from −250 to −220 of the GalR1 promoter using the
TRANSFAC database. Moreover, mutation of the E-box in the
GalR1 promoter increases the reporter activity in PC2 cells.
These findings strongly suggest that the E-box is involved in the
negative regulation of the GalR1 promoter. A previous study has
shown that human Scratch2 binds to the E-box in vitro (45).
Here, we confirmed that rat Scratch2 binds to the E-box of the
GalR1 promoter both in vitro and in vivo and functions as a
transcriptional repressor to regulate the expression of GalR1.
This is similar to the function of the E-box of the Puma promoter
(51). In addition to acting as transcriptional repressors, Snail
superfamily members also work as a gene activator. It has been
shown that Snail, another member of the Snail superfamily, is
involved in the up-regulation of MMP-9 in the prototypic epi-
thelial MDCK cell lines (60). We also found that rat Snail in-
creased the activity of GalR1 promoter in PC12 cells (SI
Appendix, Fig. S10). Therefore, Snail superfamily members exert
different transcriptional effects in different tissue or cell lines,
which may be due to the manner of transcriptional complex for-
mation, including the recruitment of corepressors or coactivators.
Scratch proteins belong to Snail superfamily, whose N termi-

nus has a basic amino acid-rich domain (SNAG domain) that is
necessary for the transcriptional repression (61). Here, we found

that deleting the SNAG domain of Scratch2 abolished the re-
pressive effect of Scratch2 on the activity of GalR1 promoter,
further confirming a key role of the SNAG domain. Therefore, like
other Snail family members (62), the SNAG domain of Scratch2 is
crucial for the ability to decrease expression of GalR1.
The PAG is a midbrain region with a columnar organization

coordinating a multitude of functions, including defensive reac-
tions, analgesia, and autonomic processes (63, 64). Here, the
focus is on its ventral part, the vPAG, which in rodents contains
subpopulations of neurons expressing classic neurotransmitters,
like serotonin (65), GABA (66), and glutamate (67), as well as
diverse neuropeptides (68–70) (see ref. 71 for mouse). Our pre-
vious study showed that the level of GalR1 transcript is selectively
increased in the vPAG after exposure to CMS, and that knock-
down of GalR1 in the vPAG attenuates the depression-like be-
haviors of CMS rats, further confirming the involvement of the
vPAG in response for aversive stimuli (42). Therefore, we focus
here on the vPAG to investigate localization and possible func-
tions of Scratch2 in CMS rats.
Both Western blotting and immunofluorescence showed a wide

distribution of Scratch2 in the vPAG, as did the in situ hybrid-
ization analysis. Our and others’ in situ hybridization analyses
showed that the GalR1 mRNA signal is also present in the entire
PAG (33, 34, 42). Through examining adjacent sections of the
vPAG, we previously found that the GalR1 mRNA signal partly
overlaps with Tph2 mRNA and more extensively with Gad-67 and
Vglut2 mRNAs (42). In the present study, using multiplex
RNAscope analysis, we now can definitely say that in the rostral
vPGA GalR1 and Scratch2 are colocalized both in GABA

FED

A B C

Fig. 6. Knockdown of Scratch2 in rat vPAG results in depression-like behaviors. (A and B) The mRNA level of Scratch2 (A) or GalR1 (B) was determined by real-
time PCR in the vPAG after the injection of Lenti-Scratch2-siRNA virus. Data are presented as mean ± SD (n = 3 per group). In A, T14 = 3.171, P < 0.05. In B, T14 =
2.807, P < 0.05. (C) Decreased sucrose intake in the sucrose preference test was observed after injection of Lenti-Scratch2-siRNA virus. One-way ANOVA, F(2,
21) = 10.01, P < 0.001. (D) Increased immobility time in the FST was induced after injection of Lenti-Scratch2-siRNA virus. One-way ANOVA, F(2, 21) = 6.387, P <
0.01. (E and F) Decreased central area time (E) and total distance (F) in the OFT was observed after injection of Lenti-Scratch2-siRNA virus. In E, One-way
ANOVA, F(2, 21) = 9.776, P < 0.001. In F, One-way ANOVA, F(2, 21) = 12.81, P < 0.001. Data are presented as mean ± SE (n = 8 per group). *P < 0.05, **P < 0.01.
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(high GalR1 levels, located medially) and glutamate (low GalR1
levels, located laterally) neurons. GalR1 mRNA could not be
detected in serotonin neurons.
Symptoms of depression have, for a long time, been associated

with a deficient serotonin signaling (72) that can often be alle-
viated by drug-induced elevation of extracellular serotonin levels
(73). We therefore hypothesize that the depression-like behavior
in our CMS mouse is due to decreased 5-HT levels in the fore-
brain and that this is associated with activation of GalR1 expressed
either on GABA or glutamate neurons in the vPAG. Regarding
GABA neurons, there is a population that directly innervates (74,
75) and inhibits (76, 77) the 5-HT neurons. Since GalR1 has
mainly been associated with (postsynaptic) inhibition (30, 78, 79),
activation of GalR1 on GABA interneurons synapsing on seroto-
nin neurons would result in disinhibition and increased 5-HT re-
lease in the forebrain: that is, elevated mood. This agrees with a
study by Sharkey et al. (80). If, on the other hand, GalR1 levels/
activation are increased in glutamatergic interneurons (75, 77), this
would reduce glutamate-induced stimulation of 5-HT neurons, and
possibly lead to depression-like behavior. Key questions are
therefore whether 1) increased GalR1 levels equals increased sig-
naling, and 2) the depression-induced GalR1 increase is associated
with GalR1 in the GABA or in the glutamate population, or both?
It has been shown that GalR1 single nucleotide polymor-

phisms are associated with self-reported heavy smoking, tobacco
craving during a previous quit attempt, and smoking cessation
(37–39). In the human brain, GalR1 mRNA levels are signifi-
cantly increased in the PFC of patients with major depression
(42). Interestingly, a candidate gene study has reported that
variants in all four genes of the galanin system (i.e., also GalR1)
confer increased risk of depression and anxiety in people who
experienced childhood adversity or negative life events. Two
GalR1 single nucleotide polymorphisms interacted with recent
life events and two with childhood adversity to influence phe-
notypes, and three GALR1 haplotypes interacted with childhood

adversity and one with recent life events (38). It has been sug-
gested that GALR1 might modulate neurodevelopmental pro-
cesses relevant to the effects of childhood adversity. How, and if,
these human data may relate to a possible involvement of GalR1
and Scratch2 in depression-like behaviors in rat, remains to
be analyzed.
Taking these data together, we find that Scratch2 is widely

expressed in rat brain, as previously shown for the Snail super-
family of transcription factors in other species, ranging from
Drosophila and Caenorhabditis elegans to vertebrates (50, 51).
Moreover, knockdown of Scratch2 in the vPAG resulted in up-
regulated expression of GalR1 along with increased depression-
and anxiety-like behaviors. Therefore, in addition to regulation
of neurogenesis, neuronal migration, and neuronal survival al-
ready reported (51, 52, 81), we demonstrate a role for this
transcription factor: Scratch2 is in rats involved in the regulation
of depression-like behaviors by repressing GalR1. However, we
do not exclude the possibility that Scratch2 might also regulate
other depression-related genes containing E-box, and further
investigations are therefore required.

Materials and Methods
All experimental procedures involving animals were approved by the Animal
Care Committee at Capital Medical University. The complete description of
materials and methods is available in SI Appendix.

Data Availability. All study data are included in the article and SI Appendix.
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